w)_ OCTOBER 197¢
f - |

chemistry

CONYINUOUS
FLOW
SYSTEMS




Model 3010

Trace Metals Analyzer.
Measures up to 200 micro or
macro samples daily at 90 sec-
onds or less per sample using a
rapid exchange reagent. Cost
per sample: it one-third that
of conventional methods. Excel-
lent accuracy and precision at
the nanogram level.Circle No. 41

Model 4000
ZnP Hematofluorometer.
Determines the amount of zinc
protoporphrin in whole blood
without sample preparation.
Principle approved by the
Center for Disease Control of
HEW for lead intoxication
and/or iron deficiency

Model 2011 Single Cell
Anodic Stripping
Voltammeter.

A portable, single cell ver-
sion of the Model 2014 that
will operate on line power or
from a 12-volt storage bat-
tery and inverter.

Circle No. 43
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Screening Laboratories for screening of

children and industrial personnel for blood and urine

, erythrocyte protoporphrin, and t gy testing....

determining the presence and amount of lead, cadmium,

copper, mercury, arsenic, tin, bismuth, and thallium in various
ices....or.for ir fiate or ive repetitive analyses of

other trace elements in solids and aqueous solutions. Circle No. 44

Model 3040
Programmable
Potential Coulometer.
For electro-chemical
analyses, measuring
chemical levels or

changes in solutions, selection and detec-
tion of complex compounds, process control,
and similar applications. Pushbutton pro-
grammable. Available with flow cells, trap
cells, and other sensors. Circle No. 45

= -

g'odo;lzmx Mtl.llllph Anodic

ripping Analyzer.

A Iagomtory instrument that will perform
quantitative or qualitative analyses on
trace metals in numerous matrices with-

{ out destroying the sample. Available with
extender units to handle up to 12 discrete
samples simultaneously, and with a
variety of equipment options for routine
analysis or basic research. Circle No. 46

The R&D Laboratory
consists of both
in-house and
consulting groups for
development of
hardware, and for
analytical projects
ranging from emission
surveys from power
plants and smelters to
the effectiveness of
existing techniques
for controlling the
environment.
Telephone or
letterhead request
only, please.

RESEARCH AND DEVELOPMENT

Sampling Kits for obtaining, handling, shipping,
and storing blood or other biologicals. Circle No. 47

Fast Exchange Reagents that obsolete preparative chemistry for
lead in food, water, blood, urine. ... and other trace substances in
different matrices. Circle No.48

Flow Cells and Sensors for continuous or batch measurement
and monitoring of chemical and industrial

processes, capturing and eliminating

undesirable ingredients,

and other usas. Circle No. 49

€Sa

ENVIRONMENTAL | SCIENCES ASSOCIATES, INC.
175 Bedford Street, 'Burlington, MA 01803 — Telex 94-9367



| How about an

OO

““Instant Replay’
F e this time
| undistorted

O

The Model

Data that exceeds display
160A MAD

full-scale or recedes into the

baseline is not iost in the Model - 160A;

an inappropriate choice of attenuator setting !
@ Saves time by elimi- never affects your data. The choice of display or
nating need for wasteful integration parameters and all other data-
analysis re-runs processing decisions need only be made after the data has
been acquired, when such decisions are easy to make.

@ Reduces work by eliminating l
pre-run predictions and manual
post-run calculations @ Computes important parameters such as 4
peak areas, heights, and retention times
@ Saves paper by permitting chart |
recordings to be made after data display @ Transfers full-range data into permanent
parameters are properly set storagewhen used with the Model - 170
Diskfile accessory
@ Increases usefulness of most analytical

i instruments: GC, LC, TLC, MS, IR, UV/Vis, @ Resolves smallest data structure regardless
: X-ray fluorescence, etc. of background signal amplitude.
i PRICE: $9850, FOB Pasadena, California

For turther write or call: g D

W Analog Technology Corporation

3410 E. Foothill Boulevard, Pasadena, California 91107 (213) 449-8440 TWX: 910-588-376
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Liguid chromatography of
biologically significant
substances . . . @Y
i contributions to make.

Our contributions take three forms.

First—Tools. Our Whatman brands of column
packing media for analysis of biochemical/
biomedical compounds are the most complete
in the world. Many, indeed most, of these are
unique and uniquely useful.

Recently developed among these media are
two new microparticulate bonded ion ex-
changers— the first such materials anywhere
commercially available. At a stroke they
advance the art considerably.

Partisil'™-10 SAX is a strong anion exchanger,
Partisil'™-10 SCX a strong cation exchang
They are extraordinary.

Second—Data. We are about to publish T
Analysis of Nucleic Acid Constituents.” to be
followed shortly by publication of successive
volumes on analyses of other biologically im-
portant classes of compounds. This is but one
of a number of relevant Whatman publications.

Third— Support. We maintain an Advanced
Technology Center where, among other activities,
methodologies optimizing HPLC separations of
biochemical/biomedical substances are
developed and published in an on-going program.
One of our many services.

Those interested in receiving (free of charge)
the “Analysis of Nucleic Acid Constituents”
and/or in receiving

otherdatare Whatman

brand HPLC products,

methods and the like,

or in technical discus-

sion with our Center

personnel are invited

to write or phone.

Whatman Inc.

9 Bridewell Place,

Clifton, N.J. 07014
Tel. (201) 777-4825
Telex 133426.

CIRCLE 229 ON READER SERVICE CARD
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Long-Lived Potassium lon Selective Poly
Membrane Electrode 1658
A sil -(bisphenol-A carb e) block copolymer con-
taining potassium vali ycin tetraphenyl borate salt is
used in a potassium ion-selective electrode which main-
tains its nearly ideal K+ response over more than three
years of immersion in neutral aqueous electrolytes.
Oliver H. LeBlanc, Jr.,* and W. T. Grubb, General Electric Re-
search and Develop Center, Sch dy, N.Y. 12301

Anal. Chem., 48 (1976)

Determination of Subnanogram Amounts of Fluoride
with the Fluoride Electrode 1660

An electrode determination of fluoride is described with a
detection limit of 10 pg fluoride and precisions of 5% and
2.8% (relative standard deviations) at the 100-pg and 1-ng
levels, respectively.

Alan S. Hallsworth,* John A. Weatherell, and Dan Deutsch,
Department of Oral Biology, Dental School, University of Leeds,
Leeds LS1 3EU, England Anal. Chem., 48 (1976)

Determination of Trace Elements in Zinc Plant
Electrolyte by Differential Pulse Polarography and
Anodic Stripping Voltammetry 1665

Cd, Cu, and Sb are determined at concentration levels
down to approximately 10 ug/l, and Pb, Co, Ni, Tl, and As
at higher concentrations. Methods form basis for on-stream
monitoring system.
Edwin S. Pilkington® and Christopher Weeks, CSIRO Division
of Mineral Chemistry, P.0. Box 124, Port Melbourne, Vic. 3207,
Australia, and Alan M. Bond, Department of Inorganic Chemis-
try, University of Melbourne, Parkville, Vic. 3052, Australia

Anal. Chem., 48 (1976)

Double Potassium Salt of Sulfosalicylic Acid in
Acidimetry and pH Control 1669

The dissociation constant of the carboxyl group of the dou-
ble potassium salt of sulfosal id i ed from 10

icylic acid is
to 50 °C. This double salt is a promising acidimetric stan-
dard and useful secondary pH standard.

Richard A. Butler and Roger G. Bates,” Department of Chem-
istry, University of Florida, Gainesville, Fla. 32611

Anal. Chem., 48 (1976)

Semiintegral Electroanalysis: The Shape of
Irreversible Neopolarograms 1671
Shapes of irreversible neopolarograms are determined the-
oretically and experimentally: agreement is close. Effects of
ramp-rate and initial potential are evaluated.

Masashi Goto and Keith B. Oldham,* Trent University, Peter-
borough, Ontario, Canada Anal. Chem., 48 (1976)

* Corresponding author.

Briefs

Optical Pathlength Considerations in Transmission
Spectroelectroch | Measur t 1676

The effect of electrode shielding resulting from the use of a
short optical path length transmission spectroelectrochem-
ical cell is examined. The cell’s usefulness is demonstrated
by measurement of the homogeneous electron transfer rate
constant for the reaction of ferricytochrome ¢ with Ru-
(NHa)g?*.

F.R. Shu and G. S. Wilson,* Chemistry Department, University
of Arizona, Tucson, Ariz. 85721 Anal. Chem., 48 (1976)

Rotating Ring-Disk Enzyme Electrode for Surface
Catalysis Studies 1679
From the theory developed and verified experimentally,
the kinetic parameters of the enzyme can be determined.
The electrode is superior in both response time and sensi-
tivity to its stationary counterpart.

F.R.Shu and G. S. Wilson,* Department of Chemistry, Universi-
ty of Arizona, Tucson, Ariz. 85721 Anal. Chem., 48 (1976)

Fully Automated Stopped-Flow Studies with a
Hierarchical Computer Controlled System 1686
The system uses a microcomputer to control important op-
erations such as reagent preparation, sampling, and
stopped-flow mixing and a minicomputer to control the mi-
crocomputer and for data acquisition, processing, and dis-
play.
Glen E. Mieling, Richard W. Taylor, Larry G. Hargis, James
English, and Harry L. Pardue,” Department of Chemistry, Pur-
due University, West Lafayette, Ind. 47907

Anal. Chem., 48 (1976)

Linearizing the Calibration Curve in Determination of
Sulfate by the Methyithymol Blue Method 1693
A change in the procedure of the automated methylthymol
blue method of sulfate determination is described by which
linear response with respect to concentration is achieved in
the range of 4-100 ug/ml.

George Colovos, Martha R. Panesar, and Edward P. Parry,*
Air Monitoring Center, Rockwell International, 2421A West Hill-
crest Drive, Newbury Park, Calif. 91320  Anal. Chem., 48 (1976)

Application of Thermal Analytical Methods in the
Characterization of Carbonaceous Materials 1696
A bifurcated peak in DTA can be caused by pseudo-third-
order reactions between gas and solid and the notion of two
kinds of materials should be asserted with caution.

Ralph T. Yang,* Meyer Steinberg, and Robert Smol, Depart-
ment of Applied Science, Brookhaven National Laboratory,
Upton, N.Y. 11973 Anal. Chem., 48 (1976)

Determination of Aluminum in Bulk Iron Ore Samples
by Neutron Activation Analysis 1699
In dried 25-kg iron ore samples at —6-mm particle size, an
accuracy of better than £0.3% (95% confidence intervals)
was achieved for alumina concentrations between 1 and 6%.
Mihai Borsaru® and Ralph J. Holmes, CSIRO Division of Min-

eral Physics, P.O. Box 124, Port Melbourne, Victoria 3207, Austra-
lia Anal. Chem., 48 (1976)
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H today

fomorrow the works

For $895 you can have a meter that will The Model 701A has a big, bright LED
handle today s pH measurements — and tomorrow display and the latest in high reliability circuitry.
the gamut of analyses possible with ORION specific  It’s so reliable, we dare to give it our “no lemon””
fon and gas-sensing electrodes. guarantee. If it quits within one year of purchase,

The Model 701A meets or surpasses the we’ll replace it with a brand new one. Immediately.
specifications of other 4 %-digit meters selling for If you'd like us to demonstrate the
over $1000. It gives pH readings precise to 0.001 701A in your laboratory, call our toll-free numbers:
over the entire pH range, and millivolt readings (800) 225- 1480 (except Mass.) in the U.S.A., or
precise to 0.1 mv. (800) 363-9270 in Canada.
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Automated Composite Analysis of Major Sinter
Components 1701
After fusion with sodium carbonate and sodium peroxide in
a vitreous carbon crucible, acidifying gives a clear solution
for use in the AutoAnalyzer for determination of compo-
nents: Al,O3 (0.4 to 1.5%); SiO- (3 to 12%); CaO (5 to 14%);
MgO (2 to 10%); and total iron (50 to 66%).
Om P. Bhargava® and W. Grant Hines, Chemical and Metallur-
gical Laboratories, The Steel Company of Canada, Limited, Wil-
cox Street, Hamilton, Ontario, Canada, L8N 3T1

Anal. Chem., 48 (1976)

Determination of Total Estrogens in Urine with
3-Methyl-2-benzothiazolinone Hydrazone 1704

Alternative colorimetric method (used manually or with an

AutoAnalyzer) gives a correlation coefficient of 0.96 with

the fluorometric method and a coefficient of 0.94 with the

gas chromatographic method.

Hugh Y. Yee* and Bobette Jackson, The Department of Pathol-

ogy, Hutzel Hospital, 432 East Hancock, Detroit, Mich. 48201
Anal. Chem., 48 (1976)

Gas Liquid Chr tographic Determination of

Therapeutic and Toxic Levels of Amitriptyline in

Human Serum with a Nitrogen-Sensitive Detector
1708

An accurate, sensitive, and specific method requiring no
derivitization uses protriptyline as internal standard. The
limit of detection is 1 ng/ml with a relative standard devia-
tion of 4% at the 300 ng/ml level.

John Vasiliades® and Kerry C. Bush, Department of Pathology,
The University of Alabama in Birmingham, Birmingham, Ala.
35233 Anal. Chem., 48 (1976)

Intercalibration of Gas Chromatographic Analyses for
Hydrocarbons in Tissues and Extracts of Marine
Organisms 1711

A program of measurements by three laboratories is de-
scribed. Results were (¥ — £/2) and s/x of 0.09, 0.06; 0.50,
0.26; and 0.69, 0.34 for three different petroleum hydrocar-
bon mixtures spiked to cod liver oil: and X % x of 37.7 + 4.6
ug/g for estimate of petroleum in tuna meal.
John W. Farrington,* John M. Teal, Gilbert C. Medeiros,
Kathryn A. Burns, and E. Arthur Robinson, Jr., Woods Hole
Oceanographic Institution, Woods Hole, Mass. 02543, and James
G. Quinn and Terry L. Wade, Graduate School of Oceanography,
University of Rhode Island, Kingston, R.1. 02881

Anal. Chem., 48 (1976)

Gas Chromatographic Separation of Lower Aliphatic
Amines 1716

A complete gas chromatographic separation of a mixture of
8 primary (as their Schiff bases), 3 secondary, and 2 terti-
ary amines uses a Tenax-GC column in programmed tem-
perature gas chromatography.
Yasuyuki Hoshika, Aichi Environmental Research Center, 7-6,
Tsuji-machi, Kita-ku, Nagoya-shi, Aichi, Japan

Anal. Chem., 48 (1976)

Briefs

Coupled Gas Chr graphy-Atomic Absorption
Spectrometry for the Nanogram Determination of
Chromium 1717
Introducing gas chromatographic effluent directly into the
burner head of an atomic absorption spectrometer gives a
specific, relatively interference-free detection system for
volatile chromium chelates.

Wayne R. Wolf, Nutrient Composition Laboratory, Nutrition In-
stitute, Agricultural Research Service, U.S. Department of Agri-
culture, Beltsville, Md. 20705 Anal. Chem., 48 (1976)

Optimization of Gas Chromatographic Analysis of
Complex Mixtures of Unknown Composition 1720
Method can be used in GLC or GSC with any type of col-
umn. Analysis of an industrial still residues sample of 10
major and 33 minor unknown components illustrates the
method.

R. J. Laub and J. H. Purnell,* Department of Chemistry, Uni-

versity College of Swansea, Swansea, Wales SA2 8PP
Anal. Chem., 48 (1976)

High-Pressure Liquid-Liquid Partition
Chromatography of Metal Chelates of Tetradentat
B-Ketoamines 1725

Separation of Co!, Ni!!, Cu'' is achieved with reversed
phase technique. The dependence of the uv detector re-
sponse on the amount of metal in aqueous solutions is re-
ported for Ni and Cu.

Enrico Gaetani and Carlo F. Laureri, Istituto di Chimica Far-
maceutica e Tossicologica, Universita di Parma, 43100 Parma,
Italy, and Alessandro Mangia®* and Giovanni Parolari, Istituto
di Chimica Generate ed Inorganic, Universita di Parma, 43100
Parma, Italy Anal. Chem., 48 (1976)

Liquid Ch tography of Ar tic Hydrocarbons on
lon-Exchange Resins 1728
A 4% crosslinked cation-exchange resin carrying iron(III)
or calcium ions is an effective stationary phase for chroma-
tography of polycyclic aromatic hydrocarbons and their
chlorinated derivatives.

David M. Ordemann and Harold F. Walton,* Department of

Chemistry, University of Colorado, Boulder, Colo. 80309
Anal. Chem., 48 (1976)

Determination of Anhydrotetracyclines in Tetracycline
by High-Pressure Liquid Chromatography 1731
The epimeric anhydrotetracyclines ATC and EATC are de-
termined quantitatively at low levels in tetracycline sam-
ples (RSD < 1.5%). An anhydrotetracyclines standard is
described and analysis of other tetracyclines is discussed.
Richard F. Lindauer,* David M. Cohen,* and Kevin P. Mun-
nelly,* Pfizer Inc., Quality Control Division, Brooklyn, N.Y. 11206
Anal. Chem., 48 (1976)

Separation and Quantitation of Diazonium Salts as
Heptanesulfonate lon Pairs by High Pressure Liquid
Chromatography 1734
An octadecyl reverse phase column is used to separate and
quantitate several diazonium salts in typical reprographic
formulations. Standard deviation is 0.2%.

Edward Fitzgerald, GAF Corporation, 25 Ozalid Road, Johnson
City, N.Y. 13790 Anal. Chem., 48 (1976)
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Matheson has

189 Flowmeters

Specialty Gas Handling equipment is our business. Matheson has engineered 189 different flowmeters,
all of which feature accuracy, precision, quality and durability. When you buy from Matheson, our
experience and technology allow you to measure the flow of over 130 different gases.

Electronic MassFlow Controllers And
Flowmeters

These electronic units sense the mass flow
of gas by measuring the differential cooling
between two points. They are dependent on
heat capacity and provide accurate readings
regardiess of temperature and pressure
changes in the gas stream. All meter circuitry
is solid state. The long list of units includes
over 30 linear models ideal for use with in-

and data re-

duction equipment.

Mass flow controllers incorporate a valve con-
trolled by the flow transducer to reduce or
increase flow to maintain a constant stream.

CIRCLE 175 ON READER SERVICE CARD

150mm Flowmeter Units, 7600 Series

Matheson's most versatile rotameter series.
Can be panel or bench mounted with the
valve on the outlet or inlet. Accuracy of 3%
and 5% of full scale depending upon the rate
of flow. The series offers a wide selection of
flowmeter tubes with ranges from 0.0084 SCFH
to 104 SCFH. Floats of glass, stainless steel,
and tantalum. Accessories of brass, stainless
steel, and Monel. Available with various
needie valves including Matheson's new PC
metering valve. Typical calibration curves for
many gases available. 24 basic models to
choose from.

CIRCLE 179 ON READER SERVICE CARD

The Gas Proportioner
A 2-component mixture with component ac-
curacy to +5% can be made with this unit.
Most simply it consists of 2-150mm tubes, a
mixing tube, valves (we recommend high ac-
curacy valves) and is compensated for back
pressure by outlet valves. A high sensitivity
regulator (Matheson's No. 8) is a necessary
accessory. You specify the mixture you need
— Matheson does the rest.

¢
-3

CIRCLE 176 ON READER SERVICE CARD

Acrylic Purge Meters, 7260 Series

These have an accuracy of 10% full scale.
They are low-priced units for use with non-
corrosive gases. Direct reading scales indi-
cate maximum flows from 0.01 to 50 SCFH of
air. This series can by easily panel mounted.
The acrylic body is protected by an aluminum
frame. Pressure is rated at 100 psig, tempera-
ture to 150°F. Four standard ranges available.

CIRCLE 180 ON READER SERVICE CARD

150mm Four Tube Flowmeter Units,
7400 Series
316 stainless steel.

m
o 2
Lt CIRCLE 177 ON READER SERVICE CARD

Four tube units can produce 3 and 4 com-
porent gas mixtures, or permit metering of
4 separate streams of gases by changing the
configurations. You can specify 3 tube mixers
and a mixing tube to produce a homogeneous
mixture of 3 gases. Or, 4 tubes and one dis-
charge port to produce a 4 component mix-
ture. Four tubes and 4 outlets permit the
monitoring of 4 separale streams. Specifica-
tions are the same as those for the 150mm
Series. Two models available in brass and

65mm Flowmeter Units, 7200 Series

This glass tiowmeter is accurate to 5% of full
scale. It possesses a single fioat and is cali-
brated to read directly in SCFH of air (the
series range is 0.2 to 45 max SCFH air). Cor-
rection factors for many gases are available.
Fittings are of aluminum and stainless steel.
Pressure to 200 psig: temperature to 250°F.
Five standard ranges are available.

CIRCLE 181 ON READER SERVICE CARD

Flowmeter Calibration Services

Ci of all can be provided for virtually any
gas and pressure. An actual can increase

of your flow measurements. The gases shown are a partial listing of some
past calibrations. Air, argon, 1,3-butadiene, butane, carbon dioxide,
carbon monoxide, cyclopropane, dimethyl ether, ethane, ethylene, helium,
L} methane, methyl acetylene. nitrogen,
propylene, refrigerants, sulfur hexa-

nitrous oxide, oxygen, propane,
fluoride and vinyl chloride.

CIRCLE 178 ON READER SERVICE CARD

®

atheson

Lyndhurst, N.J. 07071

East Rutherford, N.). 07073
Morrow, Georgia 30260
Gloucester, Massachusetts 01930
lolet, lllinois 60430

La Porte, Texas 77571

Cucamonga, California 91730
Newark, California 94560

Whitby, Ontario, Canada LIN 589
Edmonton, Alberta, Canada 158 4K6
82431 Oevel, Belgium
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Analysis of Solid Materials by Laser Probe Mass
Spectrometry 1735
Three lasers are used as ion sources for the analysis of solid
materials by mass spectrometry. The results indicate that
they are comparable with the conventional rf spark.

R. A. Bingham, AEI Scientific Apparatus Ltd., Barton Dock
Road, Urmston, Manchester, England, and P. L. Salter,* Depart-
ment of Applied Physics, University of Hull, Hull, Yorkshire, En-
gland Anal. Chem., 48 (1976)

Concentration Instabilities in Liquid Chromatography
1741

Methods to stabilize systems include using larger mixers, a
circuit designed to use the limited frequency response of
the column, a constant pressure valve, and pressure deriva-
tive feedback on the liquid flow rates.

John C. Helmer, Varian Instrument Division, Palo Alto, Calif.
94303 Anal. Chem., 48 (1976)

Liquid Chromatographic Identification of Oils by
Separation of the Methanol Extractable Fraction
1747

Liquid chromatography fingerprints oils. Using peak-
height ratios of eluting bands, oil spill suspects are first
screened and then compared to the spill chromatogram sta-
tistically for objectively “matching” oils.

W. A. Saner,* G. E. Fitzgerald, and J. P. Welsh, U.S. Coast
Guard Research and Development Center, Avery Point, Groton,
Conn. 06340 Anal. Chem., 48 (1976)

Determination of the Specific Surface of
Absorbents by the Dynamic Adsorption Method 1754

These studies show that the partial pressure of benzene di-
luted by H flowing through an unsaturated adsorption col-
umn decreases exponentially with increasing column
length. Approximate equations describing the adsorption
course are derived.
Henryk Golka and B 1 J ka-Trzebi ka,* In-
stitute of Chemistry, University of Wroclaw, Wroclaw, Poland
Anal. Chem., 48 (1976)

Correlation bet Electron Capture Resp and
Chemical Str for Alkyl Halid: 1760

The dissociative electron capture reaction for alkyl halides
is measured with an electron capture detector. The reac-
tion mechanism and the relationship between molecular
structure and activation energy are discussed.
Tsugio Kojima* and Yasukazu Tanaka, Department of Indus-
trial Chemistry, Faculty of Engineering, Kyoto University, Yosida,
Kyoto, Japan, and Masaru Satouchi, Department of Industrial
Chemistry, Shiga Prefectural Junior College, Hikone, Shiga, Japan
Anal. Chem., 48 (1976)

Briefs

Comparison of Positive lons Formed in Nickel-63 and
Corona Discharge lon Sources Using Nitrogen, Argon,
Isobutane, Ammonia, and Nitric Oxide as Reagents in
Atmospheric Pressure lonization Mass Spectrometry
1763

The formation of N*, No*, N4+, and Ar* ions in a corona
discharge source at atmospheric pressure is described. The
formation and reactions of ¢-C4Hg*, NO*, and NH,* ions
with organic compounds are compared for 3Ni and corona
discharge sources.

1. Dzidic, D. I. Carroll, R. N. Stillwell, and E. C. Horning,* In-
stitute for Lipid Research, Baylor College of Medicine, Houston,
Texas 77025 Anal. Chem., 48 (1976)

Large-Scale Mass Spectral Analysis by Simplex
Pattern Recognition 1768

Prediction performance of weight vectors representing 11
functional group categories are examined using a test set of
over 1900 mass spectra. Simplex-derived vectors are supe-
rior for linearly inseparable data.
T. Fai Lam, Charles L. Wilkins,* Thomas R. Brunner, Leon-
ard J. Seltzberg, and Steven L. Kaberline, Department of
Chemistry, University of Nebraska-Lincoln, Lincoln, Neb. 68588
Anal. Chem., 48 (1976)

Comparison of Conti Models in Quantitative

Diffuse Reflectance Spectrometry 1775
The failure of the Kubelka-Munk and other simple reflec-
tance theories is due to the assumption of isotropic scatter.
Reflectance data can be quantitdtively interpreted using
more general phase factors.

Harry G. Hecht, Department of Chemistry, South Dakota State
University, Brookings, S.D. 57006 Anal. Chem., 48 (1976)

Determination of A by Mercury-Sensitized
Luminescence 1780

Mercury-sensitized luminescence combined with chroma-
tographic separation is used to determine ammonia in both
nitrogen and air. The sensitivity for ammonia is 0.5 pg in

N, and 3.0 pg in air.

William Ho* and A. B. Harker, Science Center, Rockwell Interna-
tional, Thousand Oaks, Calif. 91360 Anal. Chem., 48 (1976)

TH

Determination of p-A ic Acid by Room
Temperature Solid Surface Phosphorescence 1784

The phenomenon of room temperature phosphorescence of
molecules adsorbed on sodium acetate is discussed. A sen-
sitive method for the phosphorimetric determination of p-
aminobenzoic acid in vitamin tablets is described.
R.M. A. von Wandruszka and R. J. Hurtubise,* Department of
Chemistry, University of Wyoming, Laramie, Wyo. 82071

Anal. Chem., 48 (1976)

Determination of Tin by Gas Phase Atomization and
Atomic Absorption Spectrometry 1788
A hydride generation-atomic absorption procedure is out-
lined for the determination of tin in different matrices with
an accuracy of 97% and precision of 6% RSD.

Prem N. Vijan* and Chris Y. Chan, Air Quality Laboratory,

Ministry of the Environment (Ontario), Toronto, Ontario, Canada
Anal. Chem., 48 (1976)
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Quality
Craftsmanship. ..

as much our product
as mass spectrometers.

Buy one... ,
the other is free.

Quality Craftsmen of
Quadrupole Mass Spectrometers

‘ i Extranuclear Laboratories, Inc.

P.0.Box 11512 / Pittsburgh, Pennsylvania 15238 (412) 782-3884
Telex: 812-316 Extralab Pgh

CIRCLE 68 ON READER SERVICE CARD
ANALYTICAL CHEMISTRY, VOL. 48, NO. 12, OCTOBER 1976 « 805 A




Studies on the Mechanism of Atom Formation in

Graphite Furnace Atomic Absorption Spectrometry
1792

The mechanism of atomization of a number of elements in
a Perkin-Elmer HGA 2100 atomizer proceeds by three
major pathways: thermal dissociation of the oxide or ha-
lide, and carbon reduction of the oxide followed by atom-
ization of the free metal.
R. E. Sturgeon, C. L. Chakrabarti,* and C. H. Langford, Metal
Tons Group, Department of Chemistry, Carleton University,
Colonel By Drive, Ottawa, Ontario, Canada K18 5B6

Anal. Chem., 48 (1976)

Correspondence

Sulfate Formed by Interaction of Sulfur Dioxide with
Filters and Aerosol Deposits 1808
Wllham R. Pierson,* Robert H. Hammerle, and Wanda W.

h k, Ford Motor Ci y, Research Staff, P.O. Box
2053 Dearborn, Mich. 48121 Anal. Chem., 48 (1976)

Modified Buffer for Use with Fluoride-Selective
Electrodes 1811
J. Bagg, Department of Industrial Science, University of Mel-

bourne, Parkville, Victoria 3052, Australia
Anal. Chem., 48 (1976)

Chr graphic Analysis of G Products from

Pyrolysis of Organic Wastes with a Single Column
1812

Peter T. Brodowski, Norma B. Wilson, and William J. Scott,*

Resource Recovery Systems Division, Barber-Colman Company,
Irvine, Calif. 92714 Anal. Chem., 48 (1976)

Free Energy Correlations with Solvatochromic Red
Shifts for Indicators in Aprotic Solvents 1814

Orland W. Kolling, Chemistry Department, Southwestern Col-
lege, Winfield, Kansas 67156 Anal. Chem., 48 (1976)

Application of a Vidicon Tube as a Multiwavelength
Detector for Liquid Chromatography 1815

Alan McDowell and Harry L. Pardue,* Department of Chemis-
try, Purdue University, West Lafayette, Ind. 47907
Anal. Chem., 48 (1976)

Aids for Analytical Chemists

Determination of Low Concentrations of Hydrogen
Chiloride in Moist Air 1818

R. R. Bailey, P. E. Field, and J. P, Wightman,* Department of
Chemistry, Virginia Polytechnic Institute and State University,
Blacksburg, Va. 24061 Anal. Chem., 48 (1976)
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Determination of Methacrylic Acid by Coulometric
Titration 1820
D. H. Grant® and V. A. McPhee, Department of Chemistry,

Mount Allison University, Sackville, N.B., Canada EOA 3C0
Anal. Chem., 48 (1976)

Performance Test for Direct Reading Balance 1821

Don H. Anderson® and N. B. Woodall, Eastman Kodak Compa-
ny, Kodak Park Division, Industrial Laboratory, Building 34,
Rochester, N.Y. 14650 Anal. Chem., 48 (1976)

Sniffer to Determine the Odor of Gas Chromatographic
Effluents 1821
T. E. Acree,* R. M. Butts, R. R. Nelson, and C. Y. Lee, Depart-

ment of Food Science and Technology, Cornell University, New

York State Agricultural Experiment Station, Geneva, N.Y. 14456
Anal. Chem., 48 (1976)

Modification of Graphite Furnace Power Supply to
Allow Interruption of Analytical Cycle 1

E. W. Cooper®* and J. V. Dunckley. Electromc Engmeermg De-
partment, Dunedi 1,D Ne

Anal. Chem., 48 (1976)

External Reference Signal in X-ray Energy
Spectrometry 1823
P.J. Van Espen and F. C. Adams,* Department of Chemistry,

University of Antwerp (U.L.A.), B2610 Wilrijk, Belgium
Anal. Chem., 48 (1976)

Dual Column Operation for Gas Chromatograph—
Mass Spectrometer 1826
Leo Kazyak, Division of Biochemistry, Walter Reed Army Insti-

tute of Research, Washington, D.C. 20012
Anal. Chem., 48 (1976)

Gas Chromatograph—Mass Spectrometer with Dual
Electron Impact/High Pressure lon Source 1829
Ragnar Ryhage, Laboratory for Mass Spectrometry, Karolinska

Institute, S-104 01 Stockholm 60, Sweden
Anal. Chem., 48 (1976)

Self-Positioning Anti-Vortex Plug for Nuclear Magnetic
Resonance Sample Tubes 1832

LeRoy F. Johnson, Nicolet Technology Corporation, Mountain
View, Calif. 94041 Anal. Chem., 48 (1976)

C ion. Ki Assisted Equilibrium Based Repelitive

Determination of Iron(ll) with Ferrozine in Flow-Through Systems
1832

V. V. S. Eswara Dutt, A. Eskander-Hanna, and H. A. Mottola

1976



- The perfect
- balance..

The perfect balance between spring that

price and speed, with the accuracy applies torque

necessary to make speed count. .. to the beam :

in schools, hospitals, industrial labs: at its fulcrum, the torque being equal

The Ohaus Cent-O-Gram 311's to the weight indicated on the dial.

four-tiered beams Another of the many features that
have notched make these scales invaluable in the
and windowed laboratory is a self-

* poisesfor = @--E—_; j storing platform for

foolproof reading. /L o “| quickand easy specific

On the comparable gravity measurements.
Ohaus Dial-O-Gram 310, For our illustrated
two beams and poises are 32-page catalog, write:
replaced by a precision ‘ Ohaus Scale Corporation,
engraved dial and vernier. - 29 Hanover Road;

This'dial incorporates a Florham Park, N.J. 07932.

Measuring up since 1907
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Tallto look you straight in the eye. municating than reading.

Tall to take up half as much bench space I-Cchips. One, easy-to-replace circuit
as short meters. board. Cool. energy-saving Light Emit-

ting Diode di . U/L and CSA listings.
Tall with o swift, steady side-arm to ease 9 S Sl g
i gndspeed your work.

A néw generation of pH meters from a THREE YEAR WARRANTY
wedding of bio-engineering and solid THAT'SHOW RELIABLE THE TALL ONESARE
OP\G‘JATED BYCOP\NING stote of the ort eledronics. DIgi'Ol disploY Corning Glass Works warronts pH meters
on top where your eyes are. Controls Model 125 and Model 130 to be free from
i defecrs in material and workmanship
Wi whert
d n rhe_ side € yoor hands are. when used under normal laboratory con-
Flexing side-arms to take electrodes ditions for a penod of three (3) years
where the work is. It's more like com-




BNINHOD

Even the back is all up front. Everything
orderly and easy to get at

The tall meters are ambidextrous. You
decide whether they function left-handed
orright.

Corning tall meters are lean . .. and that
includes their price. Even with a general
purpose pH and a reference electrode
thrown in, they actually cost less than
comparable short meters.

They can be used with ion selective elec-
trodes, too.

Both Corning originals are ot your dealer now. Ask for
a demonstration. The Model 130 is a 3 deamal unit
with fine tuning. $895. suggested st price. The Model
125 has all the crincal features with @ 2 deamal dis-
play. $595. suggested list price
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Third Annual Meeting

FAGS

November 14—-19, 1976

In Philadelphia the seven spon-
soring groups that make up the Feder-
ation of Analytical Chemistry and
Spectroscopy Societies (FACSS) com-
bine with the XIX Colloquium Spec-
troscopicum Internationale and 6th
International Conference on Atomic
Spectroscopy to present a 4Y% day pro-
gram of 400 technical papers.

Approximately 20% of the papers
are from outside the U.S. with the
largest numbers from Canada, En-
gland, Germany, France, and Russia.
Special award symposia include the
Lippincott Award, Benedetti-Pichler,
and Anachem. R. C. Lord, winner of
the Lippincott Medal, will discuss
strategy and tactics in the Raman
spectroscopy of biomolecules, Tues-
day morning, Nov. 16. Wednesday
morning, the Anachem Award lecture
by winner John M. Vandenbelt will
cover standards in analytical instru-
mentation. Thursday morning, T. S.
Ma, Benedetti-Pichler award recipi-
ent, will describe the objectives and
implications of microchemistry. In ad-
dition to sessions on chromatography,
spectroscopy, and electrochemistry,

pecial ions will cover
science, computers, biochemical and
pharmaceutical applications of NMR,
thermal methods, excitation sources in
spectroscopy, air and water quality,
NMR instrumentation and quantita-

Philadelphia, Pa.

tion, image detectors in spectroscopy,
teaching analytical chemistry, trace
elements and reference standards,
clinical problems, x-ray diffraction,
furnace atomic absorption, spectrosco-
py of surfaces, environmental aspects
of GC, process control analyzers, par-
ticle characterization, atomic fluores-
cence, polymer analysis, ion probe and
SIMS, and detection of chemical
species.

Short courses, workshops, and tech-
nical films form part of the scientific
program. The Society for Applied
Spectroscopy will present courses on
modern emission spectroscopy and
Fourier transform spectroscopy: IR
and NMR. For details, see the August
issue, page 764 A. The American
Chemical Society has five short
courses scheduled (see this issue, page

70 A). There will also be workshops
on ion-selective electrodes, energy-dis-
persive x-ray analysis, and use of pow-
der diffraction file.

Because of the many guests from
outside the U.S. and the many attrac-
tions of the Bicentennial City, an ex-
tensive cultural, educational, and so-
cial program has been planned. There
will be stimulating and interesting ac-
tivities throughout the week beginning
Sunday evening at the Philadelphia
Sheraton with a talk by Whitfield J.
Bell, Jr., about Ben Franklin and his

cronies and continuing through Friday
afternoon when the Philadelphia Or-
chestra will be in concert at the Acad-
emy of Music. Included are city tours,
walking tours, museum visits, and vis-
its to research establishments. An in-
strument exposition will accompany
the meeting. Exhibitors and their
products are listed on the following
pages. Further information concerning
the exhibits may be obtained from Ed-
ward Ruffing, Scherago Associates, 11
W. 42nd St., New York, N.Y. 10036.

All of the technical activities will
take place in the Civic Center or near-
by hotels. Housing forms and informa-
tion are available by writing to the
FACSS Housing Bureau, Philadelphia
Convention Bureau, 1617 John F.
Kennedy Blvd., Suite 1420, Philadel-
phia, Pa. 19103.

Preregistration fees are $30 or if a
member of a national or international
sponsoring group, $25. To qualify for
preregistration, completed forms must
be received by October 30. Forms and
further information may be obtained
from Theodore C. Rains, Analytical
Chemistry Division, National Bureau
of Standards, Washington, D.C.
20234.

The complete technical program for
the 3rd FACSS meeting is given on
the following pages of ANALYTICAL
CHEMISTRY.
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Brame

Cochairmen

Arrangements: Edward G. Brame,
Jr., Du Pont

Program: Edward C. Dunlop, Du
Pont

Cochairmen-Elect

Arrangements: Mitch Kapron,
James A. Burns, Jr., Ethyl Corp.

Program: Jeanette G. Grasselli,
Standard Oil Co. (Ohio)

Program Committee

Chairman: E. C. Dunlop, Federation
of Analytical Chemistry and Spec-
troscopy Societies

1976 Meeting Officers

Dunlop
Cochairman: K. F. J. Heinrich, XIX
Colloquium Spectrc Inter-

nationale

Cochairman: S. R. Koirtyohann, VI
International Conference of Atomic
Spectroscopy

Treasurer: Louis Brancone, Lederle
Laboratories

Budget: Paul Lublin, GTE Laborato-
ries

Publicity: Hal Ferrari, Lederle Labo-
ratories

Registration: Ted Rains, National
Bureau of Standards

Arr ts: Doug Rob

Pennwalt Corp.

Exposition: James Devlin, Du Pont
Marshall Laboratories

Robinson

Employment: David Nash, Bell Tele-
phone Laboratories

Message Center: Alex Presioso, Lab-
oratory Data Control

Student Awards: Leonard Klein,
FMC Corp.

Workshops: James Lindsay, U.S.
Geological Survey

Cultural, Educational, & Social:
Anne Donnel

Hospitality: Richard Knauer, Armco
Steel

Housing: George Davis, Delare Assoc.

Publications: Galen Ewing, Seton
Hall University

Monday Morning, Nov. 15

Analytical Chemistry in Museum
Science

E. C. Dunlop, Presider, Du Pont

l9:00 Opening Remarks. E. C. Dun-
op

9:05 Welcome by General Chair-
man. Brame

9:10 Welcome by Philadelphia Of-
ficials

9:15 Identification of Art Objects
by X-ray Fluorescence Spectrosco-
py. V. Hanson, Winterthur Museum
10:15 Cmuonnl-Scxennﬁc Ap-

praisal of Sel d Pewter Obj

J H. Carlson, D. Fennimore, Winter-
thur Museum

10:45 Standard Reference Materi-

als for Analysis of Glasses. I. L.
Barnes, NBS

11:15 Surface Studies of Ancient

Gold Coins and Modern Copies by

X-ray Fluorescence, SEM, and

Auger Spectroscopy. L. J. Cline
Love, L. Soto, Seton U; B. Re-

agar, Bell Labs; J. V. Noble, Museum

of the City of New York

Computers in Analytical Chemistry

P. Jurs, Presider, Penn State U

10:00 Design Philosophy of Porta-
ble On-Line Infrared Computer
System. A. Savitsky, Perkin-Elmer

10:30 Computerized Pattern Rec-
ognition as Viable Tool in Labora-
tory Automation. S. P. Perone, Pur-
due U

11:00 Time-Shared Pattern Rec-
ognition in Laboratory Medicine
Using APL. J. C. MacDonald, Fair-
field U

11:20 Use of Microcomputer-Con-
trolled IR Spectrometer for Auto-
matic Identification of Organic
Compounds. W. L. Truett, Wilks Sci-
entific Corp.

11:40 Quantitative Electron Spin
Resonance Measurements Using
Programmable Desk Calculator. A.
J. Dupuis ITI, D. C. Warren, Houston
Baptist U

12:10 Design and Application of
Programmable Calculator-Con-
trolled Instrument for Potentio-
metric Analysis. J. M. Baldwin, H. R.
Deveraux, Allied Chemical Corp.

NMR Biochemical and

ti~al Anolicati
L o

Dh
Phar

R. Cox, Presider, U of Georgia

10:00 Recent Advances in °H
NMR. L. Altman, SUNY

10:30 Recent Advances and Appli-
cations of 2H NMR. J. Whidby, Phil-
ip Morris

11:00 Spectroscopic Study of So-
dium Solvation Sodium—23 Nucle-
ar Magnetic Resonance Studies in
Nonaqueous Solvents. J. H. Ambrus,
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U.S. Naval Surface Weapons Center;
D. N. Kender, Ciba-Geigy

11:20 Quantitative Analysis of
Degradation Products in Ophthal-
mic Formulations of Pilocarpine
Hydrochloride. G. A. Neville, Health
and Welfare Canada; F. B. Hasan, L.
C. P. Smith, National Research Coun-
cil of Canada

11:40 Compositional Analysis of
Sucrose Polyether Polyols by '3C
and 'H NMR. C. H. Ke, G. P. Cun-
ningham, P. E. Pierce, PPG Industries

Thermal Methods of Analysis

J. Jordan, Presider, Penn State U

10:00 Recent Developments in
Thermal Analysis. W. W. Wen-
dlandt, U of Houston

10:30 Approach to Comprehension
of Phenomena in Nonflame Atomic
Absorption Spectroscopy by Ther-
mogravimetry, Combined Electron
Microscope-Micro-Probe, and Os-
cilloscopy. J. Sire, Laboratoire Re-
gional des Ponts and Chaussees,
France; 1. A. Voinovitch, Laboratoire
Central des Ponts and Chaussees,
France

10:50 Thermometric Detection of
Biochemical Reactions. N. D. Jes-
persen, U of Texas

11:20 Improved Subambient Op-
eration of Differential Scanning
Calorimeter (DSC). K. F. Baker, P.
S. Gill, Du Pont



..we have the right model for you--whatever your weighing need!

Shown are just twelve of the one-hundred-two-
plus balances we stock. Balances by such out-
standing makers as Ainsworth, Biolar, Cahn,
Digimetric, Ohaus, Sartorius, Sauter, Torsion and
Voland. We supply balances covering the spectrum
of laboratory weighing from a particle to a mass;
balances for every purpose from routine work to
a host of highly specialized needs: analytical
balances, animal balances, air pollution balances,
assembly-line balances, digital balances, electro-
balances, direct-reading balances, micro balances,
macro balances, moisture balances, student
balances, research balances.

Literature pertaining to your particular balance
requirements will be sent on request.

S G A

S CIENTIFIC
BLOOMFIELD. N. J. 07003

S

' Laboratory apparatus ® instruments
chemicals ® glassware

Branches: Boston, Mass./Elk Grove Village. Ill/Fullerton, Calif./New Haven, Conn./Philadelphia, Pa./Silver Spring. Md /Syracuse, N.Y.
CIRCLE 190 ON READER SERVICE CARD

ANALYTICAL CHEMISTRY, VOL. 48, NO. 12, OCTOBER 1976 « 913 A



11:40 Thermogravimetric Deter-
mination of Stability of Metal-Pro-
tein Complexes. S. Gorinstein, He-
brew U of Jerusalem, Israel

Excitation Sources for
Spectroscopy

Monday Afternoon

Computers in Analytical Chemistry

P. Jurs, Presider, Penn State U

2:00 Visual Information Interpre-
tation—A Low-Cost Color Display
System. T. L. Isenhour, J. deHasetn,

R. Bamnes, Presider, U of Massachusetts
10:00 Excitation Conditions and
Interferences in Inductively Cou-
pled Plasma. L. de Galan, Technische
Hogeschool, The Netherlands

10:40 Studies of Interferences
with ICP Used in OES. M. H. Abdal-
lah, J. M. Mermet, J. Robin, C. Tras-
sy, Institut National de Sciences,
France

11:00 Inductively Coupled
Plasma-Atomic Emission Spectros-
copy—Spatially Resolved Radial
Excitation Temperatures and Elec-
tron Number Distributions Experi-
enced by Analyte Species. D. J. Kal-
nicky, V. A. Fassel, R. N. Kniseley,
Towa State U

11:20 Computer Simulation of In-
ductively Coupled Plasma Dis-
charge. S. Chandra, R. M. Barnes, U
of Massachusetts

11:40 Experimental Temperature
and Velocity Profiles in Inductive-
ly Coupled Plasma Discharge. J.

Genna, R. M. Barnes, U of M hu-

G. T. Rc , W. S. Woodward, U
of North Carolina

2:30 Computer-Assisted Analyti-
cal Data Analysis. P. C. Jurs, Penn
State U

3:00 General Electronic Data
Processing Technique for Atomic
Absorption Spectroscopy. G. E.
Harrison, A. M. Yoakum, P. L. Stew-
art, Stewart Labs

3:35 Some Observations on Use of
Echelle “Computer-Aided Direct
Reader” for Multielement Atomic
Spectroscopy. W. G. Cox, Naval Un-
derwater Systems Center

3:55 New Transducers for Com-
puter Interfacing of Flame Spec-
trometer. T. W. Hunter, G. M.
Hieftje, Indiana U

4:15 Simulation in Spectrochemi-
cal Analysis and Atomic Absorp-
tion Spectroscopy. Ya. D. Raikh-
baum, K. F. Popoff, A. I. Kuznetsova,
E. S. Kostukova, Siberian Department
of the Academy of Sciences, USSR

435 Mlcrocomputer-Controlled

setts

12:00 Induction-Coupled Plasma
Emission from a Different Angle. F.
E. Lichte, S. R. Koirtyohann, U of
Missouri

Air and Water Quality

H. E. Allen, Presider, lllinois Institute of
Technology

hromator A y Module
for Dual- Wavelength Spectro-
Measur, ts. J. D. De-
freese, H. V. Malmstadt, U of Illinois

4:55 Double-Scanning Technique
for Measuring Statistical Distribu-
tion of Impurity Molecules. T.
Tamm, J. Kikas, Estonian Academy of
Sciences, USSR

NMR Instrumentation and
Quantitation

10:00 Environmental Chemistry:
Validity of Data Obtained. J. L.
Monkman, Environmental Protection
Service, Canada

10:30 Contribution of Atmospher-
ic Transported Materials to Chemi-
cal Budget of Aquatic Systems. F.
C. Elder, Canada Centre for Inland
Waters

10:50 Determination of Water
Quality by Means of Remotely
Sensed and Locally Acquired Opti-
cal Data. R. P. Bukata, J. E. Bruton,
J. H. Jerome, Canada Centre for In-
land Waters

11:10 Wastewater Monitoring
Program by City of New York. S. L.
Kirschner, City of New York Environ-
mental Protection Administration

11:30 Improved Method for Quan-
titative M of A
Triphosphate in Lake Waters, Acti-
vated Sludge Systems, and Sedi-
ments. B. K. Aféhﬂn,J. F.Ryan,R.S.
Tobin, Canada Centre for Inland Wa-
ters

D. Leyden, Presider, U of Denver

2:00 Recent Advances in Fourier
Transform NMR. T. Farrar, Nation-
al Science Foundation

2:30 Quantitative Measurements
Using '3C Fourier Transform
NMR. J. Shoolery, Varian

3:00 Quantitative Aspects of Stud-
ies of Polymers by High-Resolution
NMR. F. Bovey, Bell Labs

3:45 Recent Developments in
Solid-State NMR—Are Many Pho-
tons Better Than One? A. Pines, U
of California

4:15 Optimization of NMR Tun-
ing. M. R. Willcott, S. N. Deming, U
of Houston

4:35 Optimized GC-IR-NMR
Techniques. K. L. Gallaher, J. G.
Grasselli, Standard Oil Co. (Ohio)
4:55 '3C NMR of Fluorinated
Compounds Using Wideband '*F
Decoupling. D. W. Ovenall, J. J.
Chang, Du Pont
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Molecular Spectroscopy

A. H. Hardin, Presider, Canadian Centre for
Mineral and Energy Technology

2:00 Infrared Spectroscopy of
Mixtures. T. Hirschfeld, Block Engi-
neering

2:20 Fourier Infrared Spectrosco-
lp){’of Transients. A. W. Mantz, Digi-
a

2:40 Detection Limits in FT-IR
Spectroscopy. T. Hirschfeld, Block
Engineering

3:00 Weird Apodizations in FT-
IR. T. Hirschfeld, Block Engineering
3:35 Limitation of Quantitative
FT-IR. R. Julian, Nicolet Instrument
Corp.

3:55 Sensitivity Comparisons of
FT-IR Techniques. D. Mattson, Ni-
colet Instrument Corp.

4:15 Infrared and Raman Spectra
of Vanadium Phosphate Crystals
and Glasses. R. A. Condrate, Sr., R.
N. Bhargava, Alfred U

4:35 Application of Infrared to
Kinetic Analysis. S. G. Linsley,
Wilks Scientific Corp.

4:55 Liquid-Phase Isotopic Shift
in Benzyl Halides. R. Julian, Nicolet
Instrument Corp.

Image Detectors in Analytical
Spectroscopy

H. L. Pardue, Presider, Purdue U

2:00 Rapid Scanning Fluores-
cence Spectroscopy in Analytical
Chemistry. G. D. Christian, U of
Washington

2:30 Time-Resolved Resonance
Raman Spectroscopy. W. H. Wood-
ruff, Syracuse U

3:00 Instrumentation for Spec-
troscopy in Ultraviolet and Visible
Regions Using Computerized TV
Readout System. D. .. Wood, Bell
Labs

3:45 Sensitivity of Silicon Vidicon
Detectors Used for Atomic Spec-
trochemical Analysis. N. G. Howell,
G. H. Morrison, Cornell U

4:05 Linear Silicon Photodiode
Arrays with Parallel Data Output
as Radiation Detectors in Optical
Emission Spectrometry. H. Bubert,
W. D. Hagenah, K. Laqua, Institut fur
Spektrochemie und Angewandte
Spektroskopie, Germany

4:25 Microprocessor-Controlled
Photodiode Array Spectrometer. D.
Lovse, H. V. Malmstadt, U of Illinois
4:45 Design of Versatile Multiele-
ment Spectrometer for Atomic
Spectroscopy Using Image Dissec-
tor. J. S. Garden, K. M. Aldous, New
York State Department of Health



The ULTREX concept

1. To provide the purest products
available for the most demanding
endeavors.

2. To provide maximum product
definition.

In other words: to provide insurance

against the impurities or uncertainties

that can jeopardize your work.

The ULTREX line

Nearly 100 of the finest ultrapure
reagents and chemicals available
anywhere in the world. Every product
is accompanied by a detailed Certifi-
cate of Analysis of the actual lot
supplied. Take the ULTREX Nitric
Acid label, for example: HNO, assay,
residue after ignition, specific
gravity, non-metallic impurities (6),
metallic impurities (23), plus a note
re measurement techniques. In terms
of spectrochemically detectable
impurities, ULTREX products are
typically 99.995 to 99.9999 pure. And
the extremely low content of all im-
purities (often at the parts per billion
level) satisfies the most rigid use
requirements.

A note to those now
considering ultrapures
Ultrapures are not inexpensive. But

where appropriate, they can be your
best investment. Whenever your
requirements for purity and product
definition are stringent, ULTREX
products can indeed insure against
loss of time, effort, and other ex-
penses. Consider ULTREX when you
just can't afford to gamble with

impurities or uncertainties.

A note to those who do their
own purification

ULTREX products are made with the
latest in advanced equipment in
Baker’s brand new Class-100 clean
room installation in Winchester, Va.
The ULTREX analysis, an extensive
proof of purity, is performed by
Ph.D. analytical chemists in Baker's
research laboratories. The actual

lot analysis for a typical ULTREX
product takes three days, while
nearly 40 manhours are required for
products such as sodium chloride.
When the analysis is complete
Baker’s Director of Research verifies
the work and signs the certificate.
This certificate is supplied with each
package of that ULTREX product.
Consider letting us supply your
needs. We may well save you money.
We know we'll save you time.

For more information
See pages 145 to 180 in our Catalogs
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750/760 or write for our 36 page
ULTREX brochure. And if you find that
we now don't supply an uitrapure you
need, let's talk.

Finally, there's
Super Service
If your Baker distributor is out of
stock on uitrapures that you need
now, he can call a Baker Super
Service Center and, if he calls by 3:30
p.m. our time, your order will go out
directly to you in most cases on the
very next business day. That's Baker
Super Service.

J.T.Baker:
“‘use-matched” products
and... Super Service.

J. T. Baker Chemical Company
Phillipsburg, New Jersey 08865
201/859-5411




Teaching Analytical Chemistry
Objectives, Performance, and
Evaluation

W. H. Harris, Presider, U of Alberta

2:00 Teaching Analytical Chemis-
try—Objectives, Performance, and
Evaluation. H. Diehl, Iowa State U
2:30 Real World Needs and Ex-
pectations from Teaching of Ana-
lytical Chemistry. J. Grasselli, Stan-
dard Oil Co. (Ohio)

3:00 Teaching Analysis as Symbi-
osis. R. Ramette, Carleton Coll

3:45 College Graduate to Analyti-
cal Chemist—How Does It Happen?
H. Pardue, Purdue U

4:15 Modular Microprocessor
System for Both Teaching and An-
alytical Automation. J. Avery, D.
Lovse, H. V. Malmstadt, U of Illinois

4:45 Evaluation—Why and How?
B. Kratochvil, W. E. Harris, U of Al-
berta, Canada

Trace Element Analyses and
Reference Standards

G. A. Uriano, Presider, NBS

2:00 Concept of Accuracy in
Chemical Analytics. H. Kaiser, Dort-
mund, West Germany

2:30 Application of Poly(dithio-
carbamate) Chelating Ion-Ex-
change Resins to Trace Analysis. D.
Hackett, S. Siggia, U of Massachusetts
2:50 Determination of Ultratraces
of Elements in SiCl; by Flameless
Atomic Absorption Spectrometry.
T. Y. Kometani, Bell Labs

3:10 Optimized Calibration Proce-
dure for Spectrochemical Analysis.
D. G. Mitchell, W. N. Mills, M. Zdeb,
New York State Department of
Health

3:45 Direct Determination of
Trace Elements in Water by
Graphite Furnace Atomization—
AAS. T. C. Rains, I. L. Barnes, M. S.
Epstein, NBS

4:05 Total Solution Technique for
Preparing Spectrochemical Stan-
dards. H. C. Whitehead, ERDA

Excitation Sources for
Spectroscopy

R. Barnes, Presider, U of Massachusetts

2:00 Aspects of Inductively Cou-
pled Plasma Spectroscopy. S.
Greenfield, Albright and Wilson Ltd.,
England

2:40 Improved Ultrasonic Nebuli-
zation Facility for Ultratrace Mul-
tielement Analysis. Evaluation and
Comparison with Pneumatic Nebu-
lization in Inductively Coupled
Plasma-Atomic Emission Spec-
trometry. K. W. Olson, W. J. Haas,
dJr., V. A Fassel, Iowa State U

3:00  Evaluation of Proposed Solu-
tions to Stray Light/Background
Problem in Ultratrace Analysis by
Atomic Emission Spectrometry. V.
A. Fassel, W. J. Haas, Jr., J. M.
Katzenberger, R. N. Kniseley, G. F.
Larson, R. K. Winge, Iowa State U
3:35 Reduction of Stray Light in
Inductively Coupled Plasma Emis-
sion Spectrometry. C. C. Wohlers,
Fisher Scientific

3:55 Trace Level Multielement
Analysis by Atomic Emission Spec-
trometry. Applications of Simulta-
neous Multielement Wavelength
Profiling Facility for Diagnosis of
Stray Light and Spectral Line In-
terference Effects. W. J. Haas, Jr.,
R. K. Winge, V. A. Fassel, R. N. Kni-
seley, Iowa State U

4:15 Accuracy of Determination
by Induction-Coupled Plasma in
Complex Biologic Matrices; Some
Important Factors. R. L. Dahlquist,
R. D. Irons, J. W. Knoll, U of Roches-
ter

4:35 Trace Elemental Analysis in
Envir al and ‘Biological
Samples Using Inductively Coupled
Argon Plasma-Optical Emission
Spectrometry. A. F. Ward, H. R.

- Sobel, Fisher Scientific

4:55 Preservation of Accuracy in
Determination of Trace Elements
in Complex Matrices Using Induc-
tively Coupled Argon Plasma-Opti-
cal Emission Spectrometry. A. F.
Ward, R. L. Crawford, H. R. Sobel,
Fisher Scientific

5:15 New Lines of Sulfur Provid-
ed by AR-H,S ICP. J. Jarosz, J. M.
Mermet, Institut National des Sci-
ences, France

Air and Water Quality

I. H. Suffet, Presider, Drexel U

2:00 Identification and Measure-
ment of Trace Organics in Water:
An Overview. W. T. Donaldson, En-
vironmental Research Lab

2:30 Application of Direct Head
Gas Analysis for Determination of
Chloroform in Drinking Water. S.
L. Friant, Academy of Natural
Science; I. H. Suffet, Drexel U

2:50 Microcoulometric Method
for Determination of Total Or-
ganic-Bound Chlorine in Drinking
Water. W. H. Glaze, G. R. Peyton, J.
E. Henderson IV, R. Rawley, North
Texas State U

3:10 Low-Molecular-Weight Aro-
matic Hydrocarbons in Drinking
Water. R. D. Smillie, T. Sakuma, W.
K. Duholke, Ontario Ministry of the
Environment, Canada

3:45 Recovery and Identification
of Trace Quantities of Phenolic
Compounds from Natural Waters.
G.T. Hunt, W. H. Clement, S. D.
Faust, Rutgers, The State U

4:05 On the Beach—Infrared
Spectroscopy in the Real World. C.
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W. Brown, W. P. Lee, P. F. Lynch, M.
Ahmadjian, U of Rhode Island

4:25 Measurement of Organics in
Some Treated and Untreated
Water Supplies of Southern Ontar-
io. F. P. Cappelli, J. Lawrence, P. D.
Goulden, Canada Centre for Inland
Waters

Tuesday Morning, Nov. 16

Lippincott Medal Symposia: Medal
Ceremony

J. E. Katon, Presider, Miami U

9:00 Welcoming Remarks. E. G.

Brame

9:05 Presentation of 1976 Lippin-

cott Medal. By J. E. Katon, Presi-

dent, Society for Applied Spectrosco-

py, to R. C. Lord, MIT

9:15 Lippincott Medal Address:

Strategy and Tactics in Raman

Epcctroscopy of Biomolecules. R. C.
or

Lippincott Medal Symposia: Ellis R.
Lippincott Memorial Symposium

R. J. Jakobsen, Presider, Battelle-Columbus
Lab

10:15 Legends of Ellis R. Lippin-
cott. W. G. Fateley, Kansas State U
10:40 Some Resecarch in the Foot-
steps of Lord and Lippincott. F. A.
Miller, U of Pittshurgh

11:10 Recent Advances in C-H
Stretching Frequencies. L. J. Bell-
amy, Ministry of Technology, England
11:40 Recent Advances in Appli-
cation of Analytical Techniques to
Study of Hydrocarbons in Marine
Environment. D. W. Mayo, Bowdoin
Coll

Excitation Sources for
Spectroscopy

R. Barnes, Presider, U of Massachusetts

10:00 Plasmatrons for Spectral
Analysis. Z. Zheenbaev, V. S. En-
gelsht, K. Urmanbetov, Academy of
Sciences of Kirgizskaja, USSR

10:20 Study of Processes in Emis-
sion Spectral Analysis. A. V. Karyk-
in, USSR Academy of Sciences

10:40 Diagnostics of Analytical
Plasmas-Flames and DC Arcs at
Atmospheric Pressures by Moving
Double-Floating Probes. R. Avni, U.
Carmi, I. Inspector, Nuclear Research
Centre, Negev, Israel

11:00 Luminosity and Radiometry
Measurements of Pyrotechnic
Flames. T. A. Doris, W. J. Puchalski,
Frankford Arsenal; P. N. Keliher, Vil-
lanova U

11:20 Concerning the Use of DC
Argon Plasma as Excitation Source



in Emission Spectroscopy. M. D.
Sands, Raytheon Co.; W. G. Cox,
Naval Underwater Systems Center

11:40 Analysis of Phosphorus by
Plasma Emission Spectroscopy—
Some Practical Applications. E.
Griffin, Texas Instruments

12:00 E Spect pical
lnvestigations on Methane Pyroly-
sis in AC Are. H. Nickel, G. Heinrich,
M. Mazurkiewicz, Kern[orschungsan-
lage Julich GmbH, Germany

Analytical Chemistry for Clinical
Laboratories

G. N. Bowers, Jr., Presider, Hartford
Hospital

10:00 Overview of Cellular Respi-
ration. R. Poynton, U of Connecticut

10:30 Instrumentation Develop-
ments on Automated System for
Clinical Analyses. M. McCracken, H.
V. Malmstadt, U of Illinois

10:50 Clinical/Analytical Appli-
cations of New Automated Analyz-
er System. D. Krottinger, H. V.
Malmstadt, U of Illinois

11:10 Nicotinamide Adenine Di-
nucleotides—Metabolic and Ana-
lIytical Considerations. L. W. Bond,
St. Vincent Hospital

11:40 Analyzing Drugs and Their
Metabolites by HPLC. J. Strimaitis,
D. Wittmer, G. Hawk, Waters Asso-
ciates

12:00 New Procedure for Extract-
ing Drugs. S. A. Ibrahim, New York
U

Recent Trends in Mass
Spectrometry

F. H. Field, Presider, Rockefeller U

10:00 Chemical Ionization Mass
Spectrometry Ten Years Later. M.
S. B. Munson, U of Delaware

10:40 Mass Spectrometer as GC
Detector. C. C. Fenselau, Johns Hop-
kins U

11:20 Sequencing Biopolymers by
Mass Spectrometry. D. V. Bowen,
Rockefeller U

X-ray Diffraction

R. J. Fredericks, Presider, Ethicon

10:00 Applications of X-ray Dif-
fractometry. D. Smith, Pennsylvania
State U

10:30 Special Problems in Powder
Diffractometry. B. Post, Polytechnic
Institute of New York

11:00 Unusual Applications of
X-ray Diffraction. R. Jenkins, Phil-
ips Electronic Instruments

11:20 Automation Procedures in

Powder Diffraction. C. Hubbard,
NBS

11:40 Multicomponent Mixtures—
Is X-ray Diffraction Adequate? A.
W. Hounslow, J. B. Krause, R. K. Cor-
bett, Colorado School of Mines Re-
search Institute

12:00 High-Precision Computer-
Controlled X-ray Diffract %

Spectroscopy of Gases. J. W. Nibler,
J. R. McDonald, W. M. Shaub, A. B.
Harvey, Naval Research Lab

2:30 Use of Techniques Developed
in Integrated Optics for Exciting
the Raman Effect. R. Dupeyrat, U of
Paris, France

3 00 Advances in Laser Raman
T M. Delhaye, U of Lille,

J. A. Keenan, P. F. Cox, H. F.
Schaake, Texas Instrumen!s

Air and Water Quality

B. K. Afghan, Presider, Canada Centre for
Inland Waters

10:00 Analytical Process for Air
and Water Quality Studies. P. W.
West, Louisiana State U

10:30 Analytical Evaluation of
Multistage Air Sampling Device
for Mercury. M. L. Bolyard, J. C.
Haartz, National Institute for Occupa-
tional Safety and Health

10:50 Analysis of Air and Water
with X-ray Spectrometry. R. Plesch,
Siemens AG, W. Germany

11:10  Anodic Stripping Voltam-
metry of Atmospheric Samples. M.
D. Ryan, D. D. Siemer, Marquette U

11:30 Quantitative Analysis of At-
mospheric Pollutants Using Micro-
computer-Controlled Single-Beam
Infrared Spectrometer. R. J. Syrja-

la, Wilks Scientific Corp.

Trace Element Analyses and
Reference Standards

P.D. LaFleur, Presider, NBS

10:10 Use of Reference Materials
in Improving Accuracy of Trace
Elemental Analyses. G. A. Uriano, R.
E. Michaelis, I. L. Barnes, NBS

10:40 Preparation and Analysis of
Some Environmental Standards. K.
Fuwa, U of Tokyo, Japan

11:10 Botanical Standard Refer-
ence Materials. J. R. Moody, NBS

11:30 Primary and Transfer Stan-
dards for Transmittance Accuracy
in Spectrophotometry. R. Mavrodi-
neanu, R. W. Burke, K. D. Mielenz,
NBS

11:50 ERDA'’s Role in National
Standards and Measurement As-
surance Program for Safeguarding
Nuclear Materials. J. A. Goleb,
ERDA

Tuesday Afternoon

Lippincott Medal Symposia:
Raman Spectroscopy

Arranged by Raman Technical Group
J. E. Griffiths, Presider, Bell Labs
2:00 Coherent Anti-Stokes Raman

France

3:45 Microanalysis by Raman
Spectroscopy. G. J. Rosasco, NBS

4:15 Laser Excitation Matrix Iso-
lation Spectroscopy. W.L.S. An-
drews, U of Virginia

4:45 Vibrational Spectroscopy as
Tool for Studying Phase Diagrams.
B. J. Bulkin, K. Krishnan, Polytechnic
Institute of New York; N. Yellin, NIH
5:05 Raman Spectroscopy of Adri-
amycin. K. W.Hillig I1, M. D. Morris,
U of Michigan

Excitation Sources for
Spectroscopy

R. Barnes, Presider, U of Massachusetts

2:00 High-Intensity Continuum
Radiation from Exploding Wires.

R. D. Sacks, P. L. Thomas, U of Mich-
igan

2:20 Time- and Spatially-Resolved
Spectra of Exploding Al Foils. R. D.
Sacks, C. S. Ling, U of Michigan

2:40 Preliminary Studies of Ex-
ploding-Film Excitation for Atomic
Emission Determination of Select-
ed Trace Metals. R. D. Sacks, D. V.
Duchane, U of Michigan

3:00 Liquid Layer Spark Sampling
Technique. R. Coraor, R. M. Barnes,
U of Massachusetts

3:35 Characterization of Atmo-
spheric Pressure Glow Discharge.
L. R. Layman, Pacific Lutheran U

3:55 Diagnostics of Argon Micro-
wave Plasma Under Flow Condi-
tions by Symmetrical Double-
Floating Probes. A. Inspector, U.
Carmi, R. Avni, Nuclear Research
Centre, Negev, Israel

4:15 Spectroscopic Investigation
of Low-Pressure Oxygen Plasma
Discharge. R. J. Winslow, R. M.
Barnes, U of Massachusetts

4:35 Width of Spectral Lines Ex-
cited in Grimm-Type Glow Dis-
charge Source and Use of This
Lamp with Resonance Detection
for Emission Spectrochemical
Analysis. C. D. West, Occidental Coll;
L.R.P. Butler, H.G.C. Human, CSIR,
S. Africa

4:55 Spatially Resolved Radiation
Patterns in N,O-C,H» Flame. R. D.
Sacks, B. Joshi, U of Michigan

5:15 Interferometric Atomic Line
Profile Measurements of Plasma
Sources. G. F. Kirkbright, S. L. Cast-
leden, Imperial Coll, UK
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The Search for

What
and How Much
ends with
Spectronic

ro

At the heart of qualitative and quantitative
analysis are the questions WHAT and HOW
MUCH. Spectronic’Spectrophotometers aid
your search for answers to those questions.
Each model in the Spectronic family was built
to help meet the different needs of different labs
at different times. Select the performance you
need at a price that’s right.

Speclronic

Select from a7 unsurpassed
variety of sampling
capabilities. Eliminate
cuvelle matching with
micro flow-thru cell and
process more than 300
SAMPLES PER HOUR. Also
gel direct concentration
readout plus best meter
readability anywhere. (16
inches of linear
absorbance).

Conduct field analyses with
this HAND-HELD unit that
has a 20nm spectral slit
width. Use all kinds of
cuvettes. Complete with
rechargeable battery.

Use up to 100mm path
length for sensitive trace
analysis.
+ Simple controls
(no dark current
adjust)
+ Takes nearly any

Find out what made
Spectronic 20 the MOST
POPULAR ever made. More
than 100,000 have been
bought.

test tube or cell
+ 8nm spectral slit
width
+ Automatic filter
insertion




Step into the UV region the
solid state way and get the
WIDEST WAVELENGTH
RANGE (200-1000nm)
Simple to use color-coded
controls and digital
readout. FOR QC: Push a
button and verify instru-

Expand selecled segments
of the standard curve with
TWO CONCENTRATION
MODES. Use modular
quick-change sampling
systems, including micro-
flow-thru, to process more
than 300 samples per hour.
Inserts filters automatically.
All this, plus built-in UV
power supply

Stability you need for LC
MONITORING. Special
push button to verify instru
ment setup and check
reagent quality and stand-
ard curve reproducibility.
Don't overlook the high-
resolution 2nm spectral
slit width.

ment setup, and check
reagent quality and stand-
ard curve reproducibility

Digital readout provides
stable and accurate read-
ings of KINETIC REAC-
TIONS or small changes in
concentration. Pick your
own decimal position.
Check out electronic
calibration yourself.

Specironic 100

AUTOMATE. Expand
Spectronic Spectropho-
tometers to automated sys-
tems with data printer,
sampler for unattended
operations, diluter-pipetter
for sample/reagent dis-
pensing. Lets you identity
samples, consume less
reagents, all automatically.

DOUBLE BEAM TOO. Five
spectral slit widths to
-25nm. Reflectance and
high scanning speed
modules. Couple to re-
corder for data display.
Flow-thru accessories
available.

For full details, write Bausch & Lomb, Analytical Systems Division
820 Linden Avenue, Rochester, New York 146
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Help Me In My Search ...
My application involves

The Spectronic series delivers quality in
quantity. End your search for what and
how much with Spectronic
Spectrophotometers.
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Analytical Chemistry for Clinical
Laboratories

Air and Water Quality

J. LA Presider, Ei |

George N. Bowers, Jr., Presider, Hartford
Hospital

2:00 Preparation and Character-
ization of High-Purity NADH. R.
Schaffer, S. A. Margolis, NBS

2:30 Spectrophotometric Con-
stants, LDH Inhibitors, and Purity
of Commercially Available NADH.
R. B. McComb, Hartford Hospital

3:00 TLC Classification of Antibi-
otics Exhibiting Antitumor Prop-
erties. H. J. Issaq, A. Aszalos, E. W.
Barr, T. Wei, C.Meyer, NCI Frederick
Cancer Research Center

3:35 Enzymatic Determination of
Cholesterol Using Miniature Cen-
trifugal Fast Analyzer. G. Wengert,
H. V. Malmstadt, U of Illinois

3:55 Adaptation of Enzyme Immu-
noassay Techniques to Modified
Miniature Centrifugal Analyzer. S.
D. Brunk, H. V. Malmstadt, U of Illi-
nois

4:15 Rapid Scanning Spectrome-
ter for Analysis of Hemoglobins in
Whole Blood. M. J. Milano, K.-Y.
Kim, SUNY

4:35 Laser Excited Fluorescence
Determinations of Clinical Samples
on Miniature Centrifugal Analyz-
er. M. J. Simmons, H. V. Malmstadt,
U of Illinois

4:55 Automated Multichannel
Pipet and Miniature Centrifugal
Analyzer System for Rapid Clinical
Analyses. R. Gregory, H. V. Malm-
stadt, U of Illinois

Recent Trends in Mass
Spectrometry

F. H. Field, Presider, Rockefeller U

2:00 252Cf-Plasma Desorption
Mass Spectrometry—New Ap-
proach to High-Temperature
Chemistry. R. D. MacFarlane, Texas
A&MU

2:40 Structural Information from
Collisional-Activation and Com-
puter-Interpreted Mass Spectra. F.
W. McLafferty, Cornell U

3:35 Modern Isotope Dilution
Mass Spectrometry as Definitive
Analytical Tool. L. J. Moore, T. J.
Murphy, I. L. Barnes, NBS

3:55 Factor Analysis of Mass
Spectra. R. W. Rozett, E. M. Peter-
sen, Fordham U

4:15 Identification of n-Octylcy-
anide in In Situ Shale Oil. F. R.
McDonald, F. A. Birkholz, ERDA
4:35 Characterization of Oil Shale
and Shale Oil. S. Siggia, P. C. Uden,
D. E. Henderson, A. Carpenter, Jr., F.
P. DiSanzo, H. Hackett, U of Massa-
chusetts

Protection Service, Canada
2:00 Complexation of Metals in
Natural Waters. H. E. Allen, T. Bris-
bin, Illinois Institute of Technology;
M. L. Crosser, Amoco Research Cen-
ter
2:30 Graphite Filtration and Di-
rect Atomic Absorption of Trace
Metals in Air. D. D. Siemer, P. Ko-
teel, H.-Y. Wei, Marquette U
2:50 Emission Spectrometric De-
termination of Atmospheric Par-
ticulates. R. K. Skogerboe, A. Sugi-
mae, Colorado State U
3:10 A ted Micropr
Controlled Atomic Absorption
Analysis of Natural Water for Ar-
senic and Selenium. R. W. Morrow,
T. L. Futrell, T. T. Adams, Union Car-
bide
3:45 Determining Arsenic and Se-
lenium by Atomic Absorption Spec-
troscopy—A Comparative Study. K.
Brodie, B. Culver, Varian
4:05 Colorimetric Analysis of Am-
monia in Water. R. L. Gross, F. W.
Carson, American U
4:25 Application of New Type of
Hydride Generator to Analysis of
gclenium. E. E. Peck, Ralston Purina
0.

Trace Element Analyses and
Reference Standards

I. L. Barnes, Presider, NBS

2:00 Candoluminescence Spectro-

photometry: Recent Developments

in Analytical Chemistry. R. Belcher,

S. Karpel, K. P. Ranjitkar, M. Shahid-

;Jlllah, A. Townshend, U of Birming-
am,

2:20 Determination of Traces of
Rare Earth Metal Ions by Candolu-
minescence. R. Belcher, T.A.K. Nas-
ser, A. Townshend, U of Birmingham,
UK

2:40 Determination of Nitrogen-
Containing Compounds by MECA.
R. Belcher, S. L. Bogdanski, A. Calok-
erinos, A. Townshend, 1. Z. Al-Zamil,
U of Birmingham, UK

3:00 Determination of Some
Drugs, Amino Acids, Proteins, and
Other Compounds of Biochemical
Interest by MECA. M. Q. Al-Abachi,
R. Belcher, S. L. Bogdanski, A. Town-
shend, U of Birmingham, UK

3:35 Inorganic Ion Analysis by
Laser Excitation of Precipitates. J.
C. Wright, U of Wisconsin

3:55 Sub-Part-Per-Trillion De-
tection of Riboflavin by Laser-In-
duced Fluorescence J. H. Richard-
son, B. W. Wallin, D. C. Johnson, L.
W. Hrubesh Lawrence Livermore Lab
4:15 Determination of Trace Met-
als by Chemiluminescent Oxidation
of Gallic Acid. S. Stieg, T. A. Nie-
man, U of Illinois
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4:35 Analytical Error: Observa-

tional, Manipulative, and Evalua-

‘tjive. W. E. Harris, U of Alberta, Cana-
a

Furnace Atomic Absorption

C. L. Chakrabarti, Presider, Carleton U,
Canada

2:00 Carbon Furnace Atomic
Emission Spectrometry. J. M. Otta-
way, R. C. Hutton, D. Littlejohn, F.
Shaw, U of Strathclyde, Scotland
2:30 Sources and Structure of
Background Light Losses in
Graphite Furnace Atomizers for
Atomic Absorption Spectrometry.
J.Y. Marks, R. J. Spellman, R. Cone,
Pratt and Whitney Aircraft

2:50 Limitations of Background
Correction Systems for Use with
Graphite Furnace Atomizers and
Consequences of Background Cor-
rection Errors. J. Y. Marks, G. C.
Welcher, Pratt and Whitney Aircraft

3:25 Evaluation of Interferences
in Application of Wavelength Mod-
ulation Graphite Furnace Atomic
Emission Spectrometry to Sample
Analysis. M. S. Epstein, T. C. Rains,
NBS; T. C. O'Haver, U of Maryland

3:45 Some Recent Studies with
Electrothermal Atomizers Used in
AAS. G. F. Kirkbright, M. J. Adams,
R. D. Snook, Imperial Coll, UK

4:05 Flameless Atomic Absorption
Theory Applied to Methods Devel-
opment. R. H. Emmel, M. A. Ban-
croft, S. B. Smith, Jr., Instrumenta-
tion Lab

4:25 Capacitive Discharge Heat-
ing of Graphite Flameless Sample
Cell. R. D. Sacks, W. Corey, U of
Michigan

4:45 Automated Sample Introduc-
tion in Flameless AA with Graphite
Tubes. M. Stoeppler, Nuclear Re-
search Centre Juelich, Germany; B.
Welz, Bodenseewerk Perkin-Elmer
and Co. GmbH, Germany

Instrumentation

2:00 Automated DC Plasma—Ech-
elle Spectrometer System for Trace
Metal Analysis. C. D. Neefus, T. R.
Gilbert, New England Aquarium

2:20 Performance of Multichan-
nel Spectrochemical Analysis Sys-
tem for Use with Inductively Cou-
pled Plasma Source. J. W. Kemp, A.
E. Bernhard, C. J. Landry, Labtest
Equipment Co.

2:40 Astigmatism and Ray Trac-
ing Calculations for Spatially Re-
solved Images in Spark Discharges.
C. Poirier, R. Coraor, R. M. Barnes, U
of Massachusetts

3:00 Investigation of Influence on
Droplet Size of Electric Field Ap-
plied During Pneumatic Nebuliza-
tion. R. N. Savage, G. M. Hieftje, In-
diana U



Varian Announces
the CDS-111 Chromatography Data System...
a better, easier way to quantitate
your chromatograms

The CDS-111 is more than a powerful
chromatography data system. It will
automatically quantitate most chroma-
tograms completely on its own. It will
control an entire chromatography
system—chromatograph, AutoSampler,
valving, external events —in automatic
closed-loop operation. It has large-
computer power to store, for use on
command, up to 9 (nine) complete meth-
od files each of which can be tailored
to automatically control a complex
analysis from start to finish. It will even
link method files so that a single chro-
matogram can be automatically edited
and calculated up to nine different
ways. And the CDS-111 Chromatog-
raphy Data System makes it all easy.

It automatically quantitates most
chromatograms entirely on its own.
You don't have to punch in sets of pre-
run instructions. The CDS-111 already
knows what to do. All the critical meas-
uring parameters are factory preset
and the CDS-111 automatically up-
dates the parameters throughout the
run to accurately quantitate most types
of chromatograms. For unusual, or
complex analyses, you can easily
override the presets and set whatever
values you need.

It accurately measures the areas of all
types of peaks, simple and complex.
For accurate, precise measurement

of all true peaks, the CDS-111 continu-
ously filters the noise from the chro-
matographic signal and keeps the peak
detection threshold-to-noise ratio
constant throughout the analysis.

The CDS-111 automatically calculates
the results according to any of 6 (six)
different methods: internal standard,
external standard, calibration factor,

relative response factor, area % and
normalized area %. Through powerful
file linking, any combination of these
methods can be automatically applied
to the data from a single injection and
the results automatically reported in
more than one form, e.g., weight %,
mole %, and volurne %.

The CDS-111 stores, for immediate
use, up to 9 (nine) complete method
files, each tailored to control a specific
analysis. Files can be simple, using
only their presets which will handle
most analyses. Or they can be sophis-
ticated, controlling the entire chroma-
tographic process — the AutoSampler,
the Model 3700 chromatograph, ex-
ternal devices, data acquisition, calcu-
lations and final report. You don't have
to set up the CDS-111 every time you

varian

run a different sample. You can call up
your stored file at the touch of a button.

The CDS-111 controls are simple.
Four switches, a small keyboard and 6
(six) indicator lights give you complete
control and you don't really need the
keyboard at all unless you want to
override the automatic settings, edit a
report, or build or alter a method file.

The CDS-111 makes chromatography
automation available to every lab.

It interfaces simply with both gas and
liquid chromatographs. Two different
basic models are available, so you can
choose a system that best meets your
particular needs and budget.

For Full Information, circle Reader Service
No. 222

To Have a Varian Representative Call, circle
No. 223

Varian Instrument Division
611 Hansen Way, Box D-070
Palo Alto, California 94303
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Does your spectrophotometer
have these capabilities?

Compare all the standard, built-in features of SuperScaﬁ~ 3
against those of other UV-Vis spectrophotometers.

O Versatile wavelength programming console. Here's O Nothing's left to chance. Program for AUTO and
where you select starting wavelength and wavelength the source change is made automatically at 350 nm.
Sean range.tJust tPreTls SINGZE SCAN and_t:]he pro- O Superb readout capabilities. In addition to the
grammer automatically records spectra.with maximum absorbance mode, SuperScan provides % transmis-
wavelength expansion on the convenient 20 x 40 cm sion, concentration and first derivative data.

chart paper. After each scan, SuperScan auto-
matically returns monochromator and recorder
pen to original position.
O Overlay spectra with ease — automatic
repetitive scanning with a selectable cycle
time of 0 to 20 minutes.

O Baseline correction with an automatically
programmed memory. A single scan through
the wavelength region of interest com-
pensates for baseline deviations.

O Four-figure digital readout precisely
indicates the wavelength isolated by
the monochromator.

Be sure you have full facts on SuperScan, the most
capable spectrophotometer in the mid-price field.
Write Varian Instrument Division, 611 Hansen
Way, Box D-070, Palo Alto CA 94303.

Circle 247 for the complete
data package.

Circle 248 if you'd like our
technical representative to
contact you.

varian

Varian UV-Vis
spectrophotometers
for every need.



3:35 Electronically Controlled
Droplet Generator for Use with
Micro-Samples. L. A. Powell, G. M.
Hieftje, Indiana U

3:55 Influence of Wave Form on
Refractor Plate Background Com-
pensation in Emission Analysis. S.
R. Koirtyohann, E. Hinderberger, F.
E. Lichte, U of Missouri

4:15 Accuracy and Precision of

11:30 Preliminary Experiments on

Infrared Frequencies and Intensi-

ties as Function of Density. J. W,

Brasch, Naval Surface Weapons Cen-

}erg R. J. Jakobsen, Battelle-Columbus
:

Spectroscopy of Surfaces

Background Correction in Atomic
Absorption Spectrophotometry. R.
G. Schleicher, S. B. Smith, Instrumen-
tation Lab

4:35 Peak Area vs. Peak Height in
Flameless Atomic Absorption Mea-
surements. H. J. Issag, R. M. Young,

E. W. Barr, NCI Fredenck Cancer Re-

search Center

Wednesday Morning, Nov. 17

Anachem Award

J. A. Howell, Presider, Western Michigan U

9:00 Introduction of Awardee.
Reminiscence of a Well-Spent
Youth. S. Fusari, Parke, Davis and
Co.

9:15 Anachem Award Lecture.
Standards in Analytical Instru-
mentation. J. M. Vandenbelt, Parke,
Davis and Co.

10:15 Problem Solving in Pharma-
ceutical Analysis. J. Holcomb,
Parke, Davis and Co.

10:35 Characteristics of Equilib-
rium Reaction of Some Pyrazolo
Diavetinones in Aquecous Solutions.
W. H. Hong, C. Johnston, D. Szulc-
zewski, Parke, Davis and Co.

10:55 Development of Stability-
Indicating Assay for Guana Benz
Acetate. C. Shearer, Parke, Davis and
Co.

11:15 Photo Excitation State of
First Primary Band of Benzene. L.
Doub, J. M. Vandenbelt, Parke, Davis
and Co.

Lippincott Medal Symposia: IR and
Far IR Studies Using FT
Techniques

Arranged by the Fourier Transform Spectroscopy
Group

J. W. Brasch, Presider, Naval Surface
Weapons Center

10:00 Determination of Barriers
to Internal Rotation of Asymmetric
Rotors and Conformational Analy-
sis by FT Spectroscopy. J. Durig, U
of South Carolina

10:30 Spectroscopy Studies of
Ionic Solids and Gases. W. Risen,
Brown U

11:00 FT-IR and Resonance

Raman Spectra of Metastable
Species in Irradiated Solids. J.
Bates, ORNL

D. M. Hercules, Presider, U of Pittsburgh

10:00 Quantitative Analysis and
Electronic Structure Character-
ization of Surface Absorbed
Species by Photoelectron Spectros-
copy. C. R. Brundle, IBM

10:35 Surface Analysis by High-
Performance Ion Scattering Spec-
troscopy. G. R. Sparrow, 3M Co.
11:10 Surface Spectroscopy of
Polymers: Application of XPS,
UPS, and SIMS. W. M. Riggs, Physi-
cal Electronics Industries

11:30  Study of Oxide Film Forma-
tion by SIMS. G. J. Scilla, V. L.
Wrick, G. H. Morrison, Cornell U

11:50 Performances of Cold Cath-
ode Windowless Tube for Thin
Oxide Film Stadies. M. Romand, G.
Bouyssoux, R. Bador, U Claude Ber-
nard, France; B. Grubis, Compagnie
Generale de Radiologie, France

12:10 Characterizing Cosmetic
Effects and Skin Morphology by
Scanning Electron Microscopy. C.
A. Garber, C. T. Nitingale, Structure
Probe

Environmental Aspects of Gas
Chromatography

G. R. Umbreit, Presider, Greenwood Labs

10:20 Determination of Trace
Amounts of Nonvolatile Organic
Contaminants in Water. J. S. Fritz,
Iowa State U

10:50 Gas Chromatographic De-
termination of Volatile Organic
Contaminants in Water at Trace
Levels. C. D. McAuliffe, Chevron Oil
Field Research Co.

11:20 Procedure for Analysis of
Nonionic Chlorinated Pesticides in
Lipid of Poultry, Swine, Beef, Soy-
beans, and Corn Prepared for Gas
Chromatography Analysis by Gel
Permeation Chromatography. L. D.
Johnson, G. L. Brookhart, R. H.
Waltz, Analytical Biochemistry Labs
11:40 GLC Determination of Piri-
micarb and Its Carbamate Metabo-
lites as Applied to Field Trials for
Potatoes. S. J. Jankowski, ICI United
States

Process Control Analyzers

J. W. Loveland, Presider, Suntech

10:15 Process On-Line Sulfur-in-
0il Analyzer. G. R. Johnson, Y. Tak-
euchi, M. Kyono, Yokogawa Corp. of
America; J. W. Loveland, Suntech

10:40 New Instrument for Contin-
uous Measurement of Sulfur Diox-
ide. J. W. Butler, A. D. Colvin, Ford
Motor Co.

11:00 Personal Monitoring Device
for Vinyl Chloride Utilizing Per-
meation Technique for Sampling.
P. W. West, L. H. Nelms, K. D. Re-
iszner, Louisiana State U

11:20 Process Control Using On-

Line Ion Chromatography. T. S.

gtevens. W. R. Albe, Dow Chemical
0.

11:40 Immobilized Enzyme-Based
Flowing-Stream Penicillin Analyz-
er. Applications to Measurement of
Penicillin in Fermentation Broths.
J. F. Rusling, G. J. Papariello, G. H.
Luttrell, L. F. Cullen, Wyeth Labs

Furnace Atomic Absorption

C. L. Chakrabarti, Presider, Carleton U,
Canada

10:00 Electrothermal Atomiza-
tion—The Way Toward Absolute
Methods of Atomic Absorption
Analysis. B. V. L'vov, Leningrad
Polytechnic Institute, USSR

10:40 Dynamics of Atom Forma-
tion in Graphite Furnace Atomic
Absorption Spectroscopy. R. E.
Sturgeon, C. L. Chakrabarti, C. H.
Langford, Carleton U, Canada

10:20 Application of Carbon Fur-
nace Atomic Emission Spectrome-
try to Determination of Minor Con-
stituents of Steels. J. M. Ottaway, F.
%l;?w, D. Littlejohn, U of Strathclyde,

11:40 Performance of AS-1 Auto
Sampler with HGA-2100 Graphite
Furnace. A. R. Knott, W. B. Barnett,
S. DeNuzzo, Perkin-Elmer

Wednesday Afternoon

Anachem Award: Absorption
Spectroscopy

J. A. Howell, Presider, Western Michigan U

2:00 Ultraviolet Determination of
Steroid Halcinonide: Differential
Reduction with Sodium Borohy-
dride Solution Activated by 1,2-
Propanediol. J. Kirschbaum, Squibb
Institute for Medical Research

2:20 Organophosphorus Esters as
Donors and Solvents in Studies of
Charge-Transfer Phenomena In-
volving lodine and Iodide. T. J.
Novak, E. J. Poziomek, W. A. Mosher,
R. A. Mackay, contribution from
Edgewood Arsenal, U of Delaware,

nd Drexel U

2:40 Spectrophotometric Studies
of Microgram Quantities of Halides
of Berkelium, Californium, and
Einsteinium. J. P. Young, R. G.
Haire, R. L. Fellows, J. R. Peterson,
ORNL and U of Tennessee

3:00 Effect of Carbontetrachlor-
ide on Equilibria of Inorganic Nu-
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trients in Soils During Displace-
ment Procedure of Soil Solution. A.
Mubarak, J. Amend, R. Woodriff,
Montana State U

3:35 Chemical Analysis of High-
Purity Alumina. B. B. Elrod, J. B.
Ezell, Jr., Reynolds Metal Co.

3:55 Use of Long Path Cell with
Multilayer Dielectric Coatings to
Increase Selectivity of Absorption

Gas Analysis. N. K. Sukhodrev, A. M.

Livshits, S. I. Sagitov, Academy of
Sciences, USSR

4:15 Medium-Speed, Accurate,
Spectrophotometric Method for
Determination of Protein in Rice
by Biuret Reaction. F. C. Strong III,
U Estadual de Campinas, Brazil; P.
Theis-Maimone, U Central de Vene-
zuela

tinchamical Analvet

Molecul and

X-ray Sp y

K.F.J. Heinrich, Presider, NBS

2:00 Present State-of-the-Art of
X-ray Spectrochemical Analysis. J.
Gilfrich, Naval Research Lab

2:30 X-ray Fluorescence Quanti-
tative Analysis: Concerning Rela-
tionships Between Equivalent
Wavelength and Effective Influ-
ence Coefficients. R. Vie Le Sage, U
Paris, France; R. Tertian, Rhone-Pou-
lenc Industries, France

2:50 Evaluation and Application
of Automatic Fusion Technique to
Major-Element XRF Analysis of
Silicate Rocks. B. P. Fabbi, H. N. El-
sheimer, U.S. Geological Survey

3:10 Nondestructive Determina-
tion of Phosphorus Impurities in
Thin Anodic Film by X-ray Fluo-

Lippincott Medal Symp
Environmental Monitoring by
Vibrational Spectroscopy

Arranged by the Coblentz Society
P. R. Griffiths, Presider, Ohio U

2:00 Infrared Absorption Spec-
troscopy of Atmospheric Contami-
nants Using Grating Spectrome-
ters. J. Diaz-Fueda, H. J. Sloane, R. J.
Obremski, Beckman Instruments

2:30 On-Site Analysis of Pollu-
tants Near OSHA Limits Using In-
frared Analyzers. P. A. Wilks, Wilks
Scientific Corp.

3:00 Recent Developments in Use
of Tunable Semiconductor Lasers
for Molecular Pollutant Detection.
E.D. Hinkley, R. T. Ku, MIT

3:45 Emissions Monitoring by In-
frared Emission Spectroscopy. W.
F. Herget, EPA

4:15 State-of-the-Art in Remote
Raman Spectroscopy. T. Hirschfeld,
Block Engineering

Physical Chemistry of Gas
Chromatographic Process

rescence Analysis. R. Bador, M. Ro-
mand, G. Bouyssoux, U Claude Ber-
nard, France

3:45 X-ray Emission Analysis of
Microsamples by Electron, X-ray,
and Proton Bombardment. D. N.
Breiter, NBS

4:05 Simple Energy-Dispersive
X-ray Fluorescence Method for
Determination of Twenty-Eight
Trace and Two Major Elements in
Geochemical Specimens. R. D.
Giauque, R. B. Garrett, L. Y. Goda,
Lawrence Berkeley Lab

4:25 Data Reduction Procedure
for Monochromatic X-ray Fluores-
cence with Si(Li) Detector. R. L.
Myklebust, C. E. Fiori, D. N. Breiter,
K.F.J. Heinrich, NBS

4:45 Multielement Analysis of
Geological Material Using Pressed
Powders and Energy-Dispersive
X-ray Fluorescence Analysis. J. A.
Cooper, B. D. Wheeler, D. M. Bartell,
Ortec

Characterization of Particles

R. L. Grob, Presider, Villanova U

2:00 New Insights Through High-
Precision Measurements. L. B. Rog-
ers, U of Georgia

2:50 Physical Chemical Measure-
ments by Gas Chromatography: A
Physical Chemist’s View. J. F.
Wojcik, Villanova U

3:40 Accuracy and Precision of
Physical Measurements by Gas
Chromatography. M. A. Kaiser, U of
Georgia

4:05 Selective Transition Metal
Salt-Modified Stationary Phases in
Gas-Solid Chromatography. E. F.
Barry, N.H.C. Cooke, J. B. Cox, U of
Lowell

4:30 Thermodynamic Studies of
Interactions at Catalytic Surfaces
by Gas-Solid Chromatography. R.
L. Grob, M. J. O'Brien, Villanova U

W. C. McCrone, Presider, W. C. McCrone
Associates

2:00 Choice of Analytical Method
for Particle Analysis. J. Gavrilovic,
W. C. McCrone Associates

2:30 Manipulation of Small Single
Particles. A. Peetsob, W. C. McCrone
Associates

2:50 Evaluation of Polarizing Mi-
croscope for Characterization of
Urban Dust Samples. R. Bradway,
GCA/Precision Scientific

3:05 Chemical Identification of
Airborne Particulates by Laser
Raman Spectroscopy. E. Etz, G. Ro-
sasco, NBS

3:40 Glass Standards for Micro-
analysis of Particles. R. B. Marinen-
ko, K.F.J. Heinrich, C. E. Fiori, M. M.
Darr, D. H. Blackburn, D. E. Newbu-
ry,dJ. A. Small, NBS
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Phosph

L. Cline Love, Presider, Seton Hall U

2:00 Use of High Repetition Rate
Pulsed Lasers in Time-Resolved
Fluorimetry. F. E. Lytle, Purdue U

2:30 Recent Developments in
Room Temperature Phosphorime-
try. T. Vo Dinh, E. L. Yen, J. D.
Winefordner, U of Florida

2:50 Spectrofluorometric Deter-
mination of Substituted Tetrahy-
drocarbazoles by Methylene Blue
Sensitized Photolytic Reaction.
J.A.F. de Silva, N. Strojny, F. Rubio,
J. C. Meyer, B. A. Koechlin, Hoff-
mann-LaRoche

3:10 Benzopyrene Fluorescence
Studies in Liposome Membrane
Systems. K. P. Li, T. Vo Dinh, J. D.
Winefordner, U of Florida

3:45 Automated Dye Laser Spec-
trofluorometer for Obtaining Cor-
rected Excitation and Emission
Spectra. M. F. Bryant, H. V. Malm-
stadt, U of Illinois

4:05 Direct Determination of
Uranium in Water and Ores by
Laser and X-ray Excited Optical
Luminescence Techniques. A. P.
D'Silva, V. A. Fassel, M. Isles, Iowa
State U

4:25 Electronic Excitation Energy
Transfer from Th3* to SM3* in
POCI;: SnCl,. P. Tokousbalides, J.
Chrysochoos, U of Toledo

Instrumentation

2:00 Analytical Optoacoustic
Spectrometry for Solid Samples. G.
F. Kirkbright, Imperial Coll, UK

2:20 Theory of Wavelength Modu-
lation Spectrometry. T. C. O’Haver,
U of Maryland

2:40 Correlation of Measurements
of Absorbance by Spectrophotome-
ters Having Different Spectral
Bandwidths. F. C. Strong 111, U Esta-
dual de Campinas, Brazil

3:00 Improved UV/Visible Multi-
channel Spectrophotometer. J.
Avery, H. V. Malmstadt, U of Illinois
3:35 Microcomputer-Controlled
Infrared Analyzer. W. B. Telfair, A.
C. Gilby, D. T. Thompson, Wilks Sci-
entific

3:55 Design and Evaluation of
Novel Fluorometric Flow Cell. R.
M. Smith, K. W. Jackson, New York
State Department of Health

4:15 Glass Transition Pressures of
Fluids from Bandwidths and

req of Fluor Spec-
trum of Ruby. J. L. Lauer, M. E.
Peterkin, Sun Oil Co.

General Spectroscopy

B. Scribner, Presider, NBS
2:00 Application of Atomic Emis-



Varian Announces the 3700...
Not just a great gas chromatograph,
the greatest gas chromatograph

This is the chromatograph that all the
others have been leading up to. It's the
one that chromatographers made for
chromatographers. In a single instru-
ment the 3700 brings together all the
major chromatographic breakthroughs
plus new applications-orienied design
concepts in every component: new
injectors, new detectors, new column
oven, new programmers, new flow
controllers, new electronics and new
automation. The result: pushbutton
simplicity combined with more capa-
bility to handle applications than

ever before.

Modular flexibility. The 3700 is modu-
lar so you can easily choose a chroma-
tograph for your specific application.
You can begin at low cost with a basic
dual-column unit and add capability

as you need it. Or, you can start right
now with the world’s most powerful
and versatile GC system.

Here are some of the 3700's
new performance features:

flows. And its bright self-diagnostic
LED display continuously lets you
know whether parameters are at their
settings.

New digital controls let you set all
chromatographic conditions in a few
seconds. And there's no resettability
error.

Extra-large, 1350 cubic inch, column
oven with removable door gives you
more room to install columns.

New Aut tic Linear Temp e
Programmer (ALTP). So good it will
even operate the oven at 12°C above
room temperature without cryogenic
cooling, giving you increased reso-
lution of low boiling components.

New non-contaminating flame
ionization detector reduces down
time and obtains detection over a wide
range of sample concentrations.

Universal ionization detector bases
let you interchange FID and ECD
detectors yourself in minutes.

New flame-out indicator light and
automatic reignite provide extra FID
safety protection and help assure
trouble-free automatic operation.

New pulsed ¢3Ni electron capture
detector has a linear dynamic range
better than 104 and an MDQ better
than 0.1 pg of lindane.

New differential electrometer will
handle both FID and ECD.

New highest sensitivity thermal
conductivity detector has a built-in
amplifier that can amplify the bridge
output signal to the recorder up to 10
times — greatly increasing capability to
record and measure trace amounts.
New flow control convenience
because all pneumatics are arranged
in a large compartment planned for
operator access.

New carrier gas flow stability and
reproducibility because all critical flow
control elements are isolated in an
independently heated and thermostat-
ted oven within the pneumatics com-
partment. This minimizes the effect of
laboratory temperature changes and
improves the precision and repro-
ducibility of the data.

New flow control automation. New
dual Automatic Flow Controller lets
you dial-in carrier gas flow rates.
New versatile injector system

has universal bases and quickly inter-
changeable injector bodies.

New cool injector septum holder
reduces septum bleed. It also seals
without compressing the septum so
there's no danger of cutting off the gas
flow and you don't bend needles on
compressed septa.

New applications automation
capabilities. The 3700 combines with
the AutoSampler and CDS-111 Chro-
matography Data System to provide
complete GC automation.

New ESP* monitor continuously checks For tullinformation, Circle Reader Service No. 220

3700 operating parameters for you —
injectors, column oven, detectors,
“Electro Sensor Panel

To have a Varian Representative call, Circle No. 221

Varian Instrument Division
611 Hansen Way, Box D-070
Palo Alto, California 94303

varian
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sion and Absorption Flame Spec-
trometry for Trace Detection. E. D.
Prudnikov, A. Zhdanov, Leningrad
State U, USSR

2:20 Emission Spectra in Vacuum
Ultraviolet for Highly Ionized Flu-
orine. E. J. Knystautas, R. Drouin,
Laval U, Camad):as

2:40 Inhomogeneous Distribution
in Vibronic Spectra of Impurity
Molecules in Solids. K. K. Rebane,
lEjsStgﬁian SSR Academy of Sciences,

3:00 Spectroscopy and Lumines-
cence of Crystals and Molecules. L.
A. Rebane, Academy of Sciences,
USSR

3:35 Fourth Period Elements
Spectra Isoelectronic with Scl, Nal,
and Ol A. N. Ryabtsev, Academy of
Sciences, USSR

3:55 Spectral and Luminescent
Evidence of Charge Transfer in
Rare Earth Activated Crystals. P.
P. Feofilov, Academy of Sciences,

4:15 Atomic Spectrometry Study
of Absorption Isotherms of Nio-
bium, Zirconium, and Titanium on
Glass. D. S. Azambuja, CIENTEC,
Brazil; Y. P. Dick, U Federal do Rio G.
do Sul, Brazil

4:35 Physical Limitations of In-
tensity of Resonance Line Sources.
H. Falk, Academy of Sciences of the
GDR, Germany

Thursday Morning, Nov. 18

Benedetti-Pichler Award

P. N. Keliher, Presider, Villanova U

9:00 Introduction of Benedetti-
Pichler Award Recipient

9:05 Microchemistry: Its Objec-
tives and Implications. T. S. Ma,
City U of New York
10:00 Some Innovations in Sample
Combustion Equipment. H. J. Fran-
cis, Jr., Pennwalt Corp.
10:30 New Directions in Atomic
Srectrometry Using Micro Sam-
ples. R. F. Browner, Georgia Institute
of Technology
11:10 Micro Atomic Absorptiome-
tric Method for Determination of
Serum Iron and Its Incorporation
into Combined Lead Poisoning/
Anemia Testing Procedure. K. W.
Jackson, T. D. Fuller, K. M. Aldous,
New York State Department of

ealth
11:30 UV Absorption Spectra of
Some Anions. W. Szafranski, M. Szy-

r, P. Zuman, Clarkson College of

‘echnology

Furnace Atomic Absorption

C. L. Chakrabarti, Presider, Carleton U,
Canada

10:00 Some Theoretical and Prac-

tical Observations on Graphite
Furnace Atomic Absorption Spec-
trometry. L. de Galan, Technische
Hogeschool, The Netherlands

10:30 Atomic Absorption Studies
of Spatial Distributions Above
Electrically Heated Filament At-
omizer. D. N. Baxter, E. H. Pals, E. R.
.Iljohnson. S. R. Crouch, Michigan State

10:50 Improvements and Uses of
Constant Temperature Atomic Ab-
sorption Furnaces. R. Woodriff, J. R.
Amend, Montana State U

11:10 Spectroscopic Fluorine
Analysis. L. Hageman, R. Woodriff,
Montana State U

11:30 Flameless Atomic Absorp-
tion Measurements of Metals in
Electrical Insulating Fluids. T. J.
Gedemer, McGraw-Edison Power Sys-
tems Division

11:50 Advantages and Limitations
of Pyrolytic Graphite-Coated Fur-
nace Sampling Tubes in Atomic
Absorption Spectroscopy. D. C.
Manning, F. J. Fernandez, G. E. Pe-
terson, Perkin-Elmer

New Developments in Atomic
Fluorescence

J. D. Winefordner, Presider, U of Florida

10:00 Some New Applications of
Nondispersive Flame Fluorescence.
P. L. Larkins, CSIRO, Australia

10:30 Arc-in-Flame Atom Reser-
voir for Atomic Fluorescence Spec-
troscopy—Minimization of Vapor-
ization Interferences. S. Martin, H.
V. Malmstadt, U of Illinois

10:50 Recent Applications of Tun-
able Dye Lasers to Flame Spec-
trometry. B. Smith, S. Weeks, J. D.
Winefordner, U of Florida

11:10 Microprocessor-Controlled
Dye Laser for Multielement Atomic
Fluorescence Analysis. J. Perry, H.
V. Malmstadt, U of Illinois

11:30 Automated Atomic Fluores-
cence and Emission Spectroanalyt-
ical System. H. V. Malmstadt, S.
Martin, U of Illinois

11:50 Laser Atomic Absorption
and Fluorescence Spectrometry. E.
H. Piepmeier, J. W. Hosch, Oregon
State U

Liquid Chromatography

D. Gere, Presider, Hewlett-Packard

10:00 Recent Advances in Devel-
opment of Amperometric Detectors
for Liquid Chromatography. P. T.
Kissinger, W. P. King, L. A. Pachla,
Purdue U

10:30 Practical Considerations in
Use of HPLC Columns. R. Majors,
Varian )

11:00 Solvent Elimination Tech-
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niques for On-Line LC-IR. D.
Kuehl, P. R. Griffiths, Ohio U

11:20 Analysis of Some Nitroge-
nous Comp ds of Phar ti-
cal Interest by High-Speed Liquid
Chromatography. R. G. Achari, E. E.
Theimer, Cooper Labs

11:40 High-Pressure Chromato-
graphic Analysis of Steroidal Car-
boxylic Acids. R. Farhi, C. Monder,
Hospital for Joint Diseases and Medi-
cal Center, New York

Polymer Analysis

T. K. Wu, Presider, Du Pont

10:00 End Group Characteriza-
tion of Synthetic Polypeptides. H. J.
Harwceod, U of Akron

10:30 Spectroscopic Determina-
tion of Butadiene Rubber in Acry-
lonitrile/Methylacrylate/Butadi-
ene Resins. P. L. Wancheck, J. R.
Mooney, Standard Oil Co. (Ohio)
10:50 Determination of Composi-
tion and Molecular Weight of Poly-
ester Urethanes. F. W. Yeager, J. W.
Becker, Du Pont

11:10 Spectroscopic Analysis of
Polyesters and Related Monomers.
J. Young, J. R. Mooney, Standard Oil
Co. (Ohio)

11:30 New Dynamic Mechanical
Analysis System for Physical Prop-
erties Characterization. R. L.
Blaine, L. Woo, Du Pont

11:50 Separation of Poly(ethylene
terephthalate) Oligomers by HPLC
and TLC. W. R. Hudgins, K. Theurer,
T. Mariani, Allied Chemical Corp.

lon-Selective Electrodes

R. R. Durst, Presider, NBS

10:00 Ideal and Nonideal Re-
sponses of Ion-Selective Elec-
trodes. R. P. Buck, U of North Caro-
lina

10:40 Bio-Selective Membrane
Electrodes. G. A. Rechnitz, SUNY
11:25 Study of CuS/Ag,S-Mem-
brane Ion-Selective Electrodes. W.
E. Van Der Linden, G. J. Heijne, U of
Amsterdam, The Netherlands

11:50 Automated Ion-Selective
Electrode Analysis. J. W. Ross, Jr.,
Orion Research

lon Probe Analysis and Sims

D. E. Newbury, Presider, NBS

10:00 Ton Microscope Imaging. G.
H. Morrison, Cornell U

10:40 Static Techniques of SIMS
and Its Relation to Dynamic SIMS—
A Review. A. Benninghoven, U of
Munster, Germany



More

liquid chromatography

solutions
from Varian

1. An analytical system that will solve
almost any LC problem...Model 8520 LC
with the new Varichrom UV-Vis detector.

This is the most capable liquid chromatog-
raphy system available today. The 8520
Liquid Chromatograph is designed for both
analytical and preparative work. The new
Varichrom is a nearly universal detector
covering the entire UV-Vis range from below
200 nm to 700 nm. This extended wavelength
range lets you optimize for most organics and
permits monitoring many new compound classes
such as lipids, mono-olefins and carbohydrates.
The chromatograph's superior syringe pump
provides precisely controlled pulseless flow and
low noise so you can detect and measure the
smallest quantities.
Varichrom and the 8520 couple directly in a
configuration that eliminates dead volume and
preserves peak resolution. For full details on
this capable combination, shown below, circle
Reader Service No. 243.

2. A new Automatic
LC that will increase sample
throughput, improve reproducibility,
and calculate and report analysis results.
Varian's new Automatic LC System handles up to
60 samples unattended. It is completely automatic
from injection through separation, calculations
and final report.

The system's Model 8500 positive displacement pump

with Autorefill provides the pulseless, repeatable flow

required for good accuracy, reproducibility, detectability

and high efficiency. The reliable 8050 AutoSampler

obtains reproducibility with a coefficient of variation less

than 1%. The third system component, the CDS-111
Chromatography Data System, gives you full com-
puter power to calculate the results from a single
sample by any or all six methods including internal
standard, external standard, normalization and
response factors. Nine completely different method
files can be stored for use as dictated by the
AutoSampler. The CDS-111 permits closed loop
operation of all three system components. For full
information on the new Automatic LC, above, circle
Reader Service No. 244.

To have a Varian representative call you, circle
Reader Service No. 245.

Varian Instrument Division
611 Hansen Way, Box D-070
Palo Alto, California 94303



11:20 Present Status of SIMS and
AES in Japan. Y. i, Dr. Tojta,
Toyoto Technical Coll, Japan

11:40 Combined AES and SIMS
Studies. S. Komiya, ULVAC Corp.,
Japan

Thursday Afternoon

Furnace Atomic Absorption

C. L. Chakrabarti, Presider, Carleton U,
Canada

2:00 Interference Et‘l‘ects in Fur-
nace A ion.J. P, )
of N.S.W., Australia

2:30 Mechanism of Interferences
in Carbon Furnace Atomic Absorp-
tion Spectrometry. R. C. Hutton, J.
M. Ottaway, T. Platt, U of Strath-
clyde, UK

2:50 Optimization of Heater Tube
Length in Atomic Absorption Fur-
nace Spectroscopy. M. Marinkovic,
R. Woodriff, Montana State U

3:25 Advantages of Direct Mea-
surement and Control of Tempera-
ture in Furnace Atomic Absorp-
tion. B. Welz, G. Siess, K. Rogasch, E.
Wiedeking, Bodenseewerk Perkin-
Elmer and Co., GmbH, W. Germany

3:45 Pressurized Atomization in
Graphite Furnace Atomic Absorp-
tion Spectroscopy. R. E. Sturgeon, C.
L. Chakrabarti, P. C. Bertels, Carleton
U, Canada

New Developments in Atomic
Fluorescence

J. D. Winefordner, Presider, U of Florida

2:00 Application of Flame Reso-
nance Spectrometer to Analysis of
Biological and Environmental
Samples. J. C. Van Loon, B. Radziuk,
U of Toronto, Canada

2:20 Continuum Source Atomic
Fluorescence Spectrometry at
Wavelengths Below 200 nm. F. W.
Plankey, E. M. Heithmar, U of Pitts-
burgh

2:40 Fluorescence Correlation
Spectroscopy. J. M. Ramsey, G. M.
Hieftje, Indiana U

3:00 Automatic Background Cor-
rected Atomic Fluorescence Spec-
troscopy. B. R. Bartschmid, VPI&SU

3:35 Performance of Image Dis-
sector Multiel t Spect.

for Atomic Absorption and Atomic
Fluorescence. K. M. Aldous, J. S.
Garden, New York State Department
of Health

3:55 Determination of Metals in
Metalloenzymes by Atomic Fluo-
rescence Spectrometry. C. Veillon,
Harvard Medical School

4:15 Measurement and Prediction
of Laser-Excited Atomic Fluores-
cence Saturation Power Densities
in Analytical Flame. D. R. Olivares,

U de Los Andes, Venezuela; G. M.
Hieftje, Indiana

Liquid Chromatography

D. Gere, Presider, Hewlett-Packard

2:00 Therapeutic Monitoring—
Applications Using LC. D. T. Staf-
ford, U of Tennessee

2:30 HPLC Applied to Cereal and
Grain Analysis. D. Wetzel, Kansas
State U

3:00 High-Speed Steric Exclusion
Chromatography of Small Mole-
cules with Columns of Porous Sili-
ca Microspheres. J. J. Kirklan, P. E.
Antle, Du Pont

3:35 Separation of Optical Bright-
eners by Liquid-Solid Chromatog-
raphy. D. Kirkpatrick, Consumer
Product Safety Commission

3:55 Concentration and/or Sepa-
ration of Organics with Cross-
linked Polyvinylpyrrolidone. T.
Mourey, S. Siggia, U of Massachusetts

4:15 Characteristics of Size Ex-
clusion Chromatography with
Small Particle Silica Supports. S.
D. Abbott, Du Pont

4:35 In Situ Modification of LC
Packings. R. K. Gilpin, McNeil Labs

Polymer Analysis

T. K. Wu, Presider, Du Pont

2:00 Studies of Polymer Structure
and Interactions by Inverse Gas
Chromatography. J. Guillet, U of
Toronto, Canada

2:30 Physical Aspects of Polymer
Analysis. H. W. Siesler, Bayer AG, W.
Germany

2:50 Estimation of Polyethylene
Morphology by Nitric Acid Etching
and Gel Permeation Chromatogra-
phy. R. C. Ferguson, H. J. Stoklosa,
W.W. Yau, H. H. Hoehn, R. R. He-
bert, Du Pont

3:10 Preparative GPC of Low-
Molecular-Weight Compounds for
Subsequent Qualitative Analysis.
R. A. Shoemaker, Armstrong Cork Co.
3:45 Raman and Infrared Spec-
troscopic Studies on State of Order
in Isotactic Poly(1-alkylethylenes).
K. Holland-Moritz, U of Koln, Germa-
ny

4:05 Polymers Containing Ben-
zene Rings: Characteristics of Ab-
sorption Spectra in Far Infrared.
W. Frank, U of Ulm, Germany

4:25 Characterization of Polymers
via Pyrolysis—IR Assisted by Ad-
junct Substances. W. L. Truett,
Wilks Scientific Corp.

4:45 Analysis of Automotive
Paints by Pyrolysis Gas Chroma-
tography. E. J. Levy, Chemical Data
Systems
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Electrochemistry

B. K. Afghan, Presider, Canada Centre for
Inland Waters

2:00 Electrochemical and Chemi-
cal Reactivity of Some Unsaturated
Aldehydes. L. Spritzer, P. Zuman,
Clarkson College of Technology

2:20 Electrooxidation of Hetero-
cyclic Aldehydes. K. Bratin, P.
Zuman, Clarkson College of Technolo-
gy

2:40 Differential Pulse Polaro-
graphic Determination of Acrolein
in Water Samples. L. H. Howe III,
Tennessee Valley Authority

3:20 Determination of CO in To-
bacco Smoke Using Electrochemi-
cal Transducer. R. F. Browner,
Georgia Tech; G. K. Copeland, P. B.
Stockwell, Lab of Govt. Chemist, En-
%{Iund; I. Bergman, Safety in Mines
esearch Establishment, England

3:35 Electrochemical Data and
Solvatochromic Effects. M. Szyper,
P. Zuman, Clarkson College of Tech-
nology
3:55 High-Precision Gravimetric
Coulometry Using Silver-Perchlo-
ric Acid Coulometer: Titration of
Arsenious Oxide with Electrogen-
ir?)ted Iodine. C. M. Newton, Bell
abs

Gas Chromatography

James Fritz, Presider, lowa State U

2:00 New Capabilities in Infrared
Identification of Gas Chromato-
graph Peaks. D. Wall, R. Lansil, G.
Ferla, A. W. Mantz, Digilab

2:20 Data Manipulation Tech-
niques for GC-IR. P. Coffey, Nicolet
Instrument Corp.

2:40 DC Plasma Emission Gas
Chromatographic Detector. R. J.
Lloyd, W. G. Elliott, R. M. Barnes, P.
C. Uden, U of Massachusetts

3:00 Microwave-Excited Emission
Detector for Gas Chromatography.
S. R. Goode, D. C. Otto, J. Horvath, U
of South Carolina

3:35 Quantitation of Sub-Parts-
per-Million Levels of Aromatic

Amines by Absorption Technique
with Flame Ionization Gas Chro-
matography. B. E. Bowen, Du Pont

3:55 Use of Gas-Liquid Chroma-
tography for Separation of
Monomethylguanine-TMS Deriva-
tives. G. M. Muschik, W. B. Manning,
W. L. Zielinski, Jr., NCI Frederick
Cancer Research Center

4:15 Analyses for Chloroprene by
Gas Chromatography. V. R.
McCathern, R. F. Willis, D. A.
McCrea, Du Pont

4:35 Evaluation of Porous Poly-
mers for Gas Analysis by Gas Chro-
matography. B. Thompson, Varian



Now, even the most complex analysis has a
simple solution...the new Varian mat-44

Quadrupole GC/MS System.

You’ll be amazed at just how fast and easy such
a sophisticated instrument can be to operate.

Complete Microprocessor Control.

The new mat-44 is the first fully mi- Q

croprocessor-controlled quadrupole _
GC/MS System. Operation is via simple
keyboard instructions and all pro-
grams for operation, optimization and _ -
self-diagnosis are stored on diskettes. <@
Quantitative GC/MS may be auto-
matically performed with the basic
mat-44 system. The GC takes both
packed and capillary columns and is linked to the ion
source either directly or via a jet separator.
Continuous Real Time Display. A large TV monitor dis-
plays in real time all important operating parameters as
well as spectra, chromatograms, and mass chromatograms.
The display may be hard-copied via a hard copy unit or
oscillographic recorder. Alternatively, it may be video-
taped for storage and later replay.
New Quadrupole Geometry. Varian's unique hyperbolic
quadrupole analyzer provides excellent resolution and
sensitivity which is maintained throughout its mass range
(up to 1200).
Combined EI/CI Source. The mat-44 uses the well-
proven Varian combined EI/CI ion source. Change of op-
timized ionization mode takes only 6-8 seconds.

Unique Turbomolecular Pumping. This pumping system
requires no cryo-baffles or isolation valves. Turnaround

from atmospheric
pressure to operating
pressure takes less than 10 minutes.
The pumps contain no fluids which results in
very clean instrument background. The mat-44 contains
a built-in water recirculator and needs only an electrical
supply for operation.
New SS 200 Data System. This new system can simul-
taneously acquire and process data. Together with the
mat-44's TV display monitor the user can acquire data,
monitor the progress of the run and simultaneously process
data via the system’s advanced interactive display. These
features give the mat-44 GC/MS/DS exceptional capabili-
ties. A 4.8M-word dual disc and alphanumeric/graphic
display terminal are standard hardware features.

Never before has GC/MS analysis been so easy . .. you
have to see it to appreciate it. Call or write today for a
demonstration and complete specifications.

VARIAN mat MASS SPECTROMETRY,
25 Route 22, Springfield, N] 07081
Telephone (201) 467-3660

CIRCLE 219 ON READER SERVICE CARD

varian




4:55 Determination of Morphine
by Electron Capture Gas-Liquid
Chromatography. G. Nicolau, G.
Van Lear, American Cyanamid Co.

New Developments in Atomic
Absorption

S. R. Koirtyohann, Presider, U of Missouri
2'00 Atomic Absorpuon Spectro-
ry Using Z n Effect.
H. Koizumi, K. Yasuda, Hitachi Ltd.,
Japan
2:20 Alleviation of Spectral Inter-
ferences in Atomic Absorption
Spectrometry. A. T. Zander, T. C.
O’Haver, U of Maryland; P. N. Keli-
her, Villanova U
2:40 Theoretical Investigations of
Spectral Overlaps in Atomic Ab-
sorption Spectroscopy. R. J. Lovett,
M. L. Parsons, Arizona State U

3:00 Recent Advances in Spec-
troscopy of Highly Ionized Atoms.
S. L. Mandelshtam, Academy of Sci-
ences, USSR

3:35 Evaluation of Role(s) of
Aerosol Transport Phenomena in
Flame and Plasma Spectrometry.
R. K. Skogerboe, S. J. Freeland, Colo-
rado State U

3:55 Matrix Effects in Determina-
tion of Ruthenium by Atomic Ab-
sorption Spectroscopy. C. M. Young,
Allied Chemical

4:15 Enhancement of Atomic Ab-
sorption Sensitivity for Chromium,
Cobalt, Molybdenum, and Zinc by
Means of Solvent Extraction. B. E.
McClellan, T. W. Lassiter, Murray
State U

4:35 Matrix Study on Determina-
tion of Sodium and Potassium by
Atomic Absorption Spectroscopy.
M. J. Miller, GTE Sylvania

4:55 Evaluation of Helium-Oxy-
gen-Acetylene Flame as Atom
Source for Atomic Spectrometry.
s. A. Saturday, G. M. Hieftje, Indiana

lon Probe Analysis and SIMS:
Quantitation

K.F.J. Heinrich, Presider, NBS

2:00 S dary Ion E
Models and Mass Spectrometry of
Alloys. J. Schroeer, Illinois State U

2:20 Theory of Ion Sputtering. H.
Prival, EG and G

2:40 Local Thermal Equilibrium
Analysis of Secondary Ion Mass
Spectra from Multielement Glass-
es. D. E. Newbury, R. L. Myklebust,
K.F.J. Heinrich, NBS

3:00 Evaluation of Simplified
Local Thermal Equilibrium Model
for SIMS Analysis. D. S. Simons,
General Electric Co.; C. A. Evans, Jr.,
U of Nlinois

:35 Ion Implanted Silicon and
Silicon Dioxide Standards for Em-
pirical Quantitation of Ion Micro-
probe Microanalyzer. R. D. Dobrott,
G. B. Larrabee, A. Keenan, Texas In-
struments

lon Probe Analysis and SIMS:
Instrumentation

J. Schroeer, Presider, lllinois State U

3:55 Wittmaack, Gesellschaft fur
Strahlen-und Umweltforschung mbH,
Germany

4:15 Complete Computer-Based
Automation System for Quadrupole
SIMS Instrument. J. R. Hinthorne,
R. L. Conrad, R. D. Fralick, J. K. Fin-
ster, Applied Research Labs

4:35 Secondary Ion Quadrupole
Mass Spectrometry (SIQMS). C. W.
Magee, W. L. Harrington, R. E. Honig,
RCA

4:55 Sputtered Neutral Mass
Spectroscopy (SNMS) as Tool for
Chemical Surface Analysis and
Depth Profiling. H. Oechsner, Tech-
nischen U Clausthal, W. Germany

Friday Morning, Nov. 19

Modern Volt tric Techniq

M. S. Spritzer, Presider, Villanova U

9:00 Voltammetric Measurement
of Rapid Chemical Kinetics. P. J.
Elving, U of Michigan

9:30 Software Approaches to Im-
proving Voltammetric Measure-
ments. J. Flato, Princeton Applied
Research Corp.

10:15 Assay of Some Organic
Compounds by Controlled Poten-
tial Coulometry. O. B. Mathre, Du
Pont

10:35 Mercaptan Analysis of
Phase-Selective Cathodic Strip-
ping Voltammetry. W. M. Moore,
Standard Oil Co. (Ohio)
10:55 Lead Dioxide-Catalyst Elec-
trode Sensitive to Hydrogen Perox-
ide. K. G. Schick, V. Magearu, C. O.
Huber, U of Wisconsin

11:15 Electrochemical Reduction
of Cinoxacin. E. C. Rickard, A. Din-
ner, Eli Lilly and Co.

Liquid Chromatography

D. Gere, Presider, Hewlett-Packard

9:00 Preparative LC on New
Large Bore Column. F. M. Rabel, A.

G. Caputo, E. T. Butts, Whatman, Inc.
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9:20 Use of Reduced Pathlength
Sample Cells in Infrared Detectors
for Chromatographs. C. W. Salis-
bury, Wilks Scientific Corp.

9:40 Novel High-Performance
Liquid Chromatographic Method
for Separation of Oligomers. A. F.
Poile, J. S. Stoveken, R. W. Yost, Per-
kin-Elmer

10:15 High-Pressure Liquid Chro-
matographic Analysis of Fatty
Acids in Edible Oils and Shorten-
ings. W. C. Kossa, P.T.S. Pei, S. Ra-
machandran, R. S. Henly, Applied
Science Labs

10:35 Parameters in Analysis of
Isocyanates by High-Performance
Liquid Chromatography. T. R.
Ryan, C. Y. Ko, C. R. Hastings Vogt,
U of Missouri

10:55 Some Considerations in Per-
forming Quantitative Analysis with
Gradient Elution in High-Pressure
Liquid Chromatography. S. Abbott,
R. Stevenson, J. Berg, B. Suits, Varian
11:15 Some Typical Applications
in Fluorescence Detection in High-
Performance Liquid Chromatogra-
phy. E. Johnson, R. E. Majors, Varian

New Developments in Atomic
Absorption

S. R. Koirtyohann, Presider, U of Missouri
9:00 Newly Devised LCAAS Sys-
tem and Its Applications to Bio-
chemistry. M. Umebayashi, K. Kitag-
ishi, Mie U, Japan

9:20 Determination of Lead in Bi-
ological Materials Using Micro-
sampling Cup Atomic Absorption
Spectrometry with Air-Acetylene
and Nitrous Oxide Acetylene
Flames. D. G. Mitchell, W. N. Mills,
New York State Department of
Health

9:40 Organic Functional Group
Analysis by Atomic Absorption
Spectrophotometry. P. R. D'Alonzo,
S. Siggia, U of Massachusetts

10:15 Characterization of Selec-
tive Spectral Line Modulation
Technique for Continuum Source
Atomic Absorption Spectrometry.
R. L. Cochran, G. M. Hieftje, Indiana

10:35 Atomic Absorption Spec-
trometry Using Discrete Microvol-
ume Nebulization. Application to
Clinical and Metallurgical Analy-
sis. J. E. Cantle, Instrumentation
Laboratory (UK) Ltd., England

10:55 Determination of Factors
Which Govern Atomization Effi-
ciency in Atomic Spectrometry. G.
J. Bastiaans, Georgetown U

11:15 Factors Influencing Atomic
Absorption from Line Source. S. R.
Goode, R. A. Goode, U of South Caro-
lina

11:35 Influence of Particle Vapor-
ization and Atomic Diffusion on



Distribution of Atoms in Analytical
Flames. C. B. Boss, G. M. Hieftje, In-
diana U

lon Probe Analysis and SIMS

G. Morrison, Presider, Cornell U

9:00 SIMS Multielement Depth
Profiling of Solids. R. D. Fralick, R.
L. Conrad, J. R. Hinthorne, Applied
Research Labs

9:20 Some Measurements on Self-
Diffusion of Oxygen in AI1203. D. J.
Reed, A. J. Garratt-Reed, MIT

9:40 Depth Profile Analysis of
Surface of Alloy Steel Sputtered by
0?* lon in IMMA Analysis. T.
Shiraiwa, N. Fujino, J. Murayama, N.
Usuki, Sumitomo Metal Industries,
Ltd., Japan

10:15 Analysis of Hydrogen and/
or Deuterium in Some Exothermic
Metals by SIMS. M. Someno, M. Ko-
bayashi, H. Saito, Tokyo Institute of
Technology, Japan

10:35 SIMS Spectra of Amino
Acids. A. Benninghoven, U of Mun-
ster, Germany

10:55 Secondary Ion Microanaly-
sis of Biological Specimens. A. J.
Tousimis, Tousimis Research Corp.
11:15 Identification of Sputtered
Ion Species Using Precise Mass
Measurement Techniques. P. Wil-
liams, D. S. Simons, C. A. Evans, Jr.,
U of Illinois

Detection of Chemical Species

J. C. Von Loon, Presider, U of Canada
9:00 Metal Specific GC Detectors
Using AAS. J. W. Robinson, Louisi-
ana State U

9:30 Flame Spectroscopic Meth-
ods of Detection for High-Speed

Liquid Chromatography. S. E. Man-

ahan, D. R. Jones, D. Coppenaal, U of
Missouri

10:15 Element- and Speciation-
Specific Techniques for Organo-
metallic Compounds. Y. K. Chau,
P.T.S.. Wong, Canada Centre for In-
land Waters

10:45 Nondispersive Atomic Fluo-
rescence Spectroscopy—Multiele-
ment, Metal Specific, Detector for
Chromatography. J. C. Van Loon, B.
Radziuk, U of Toronto, Canada

11:05 Determination of Element
Speciation with Plasma Spectrom-
etry. S. Hanamura, . L. Barnes, NBS
11:25 Thermal Vaporization into
Flameless, Flame, and RF Plasma
Cells for Inorganic Speciation. M.

D. Silvester, D. J. Koop, Barringer Re-

search Limited, Canada

11:45 Graphite Furnace Atomic
Abuurplion Spectrophotometer as
Detector in Speciation of Trace
Metals in Aquatic Environment. R.
D. Guy, C. L. Chakrabarti, Carleton
U, Canada

Rtthe LC
Connection.take
the Rheodyne trip.

Ovur valves, smpleqmswm liquddvmmm;
practitioners the best trip. T!uyoﬁarmopumnemhuﬁmdmn-’
ance, precision and price. He:estmglveyouhumLCﬁp.
Type 50 Teflon Rotary Valves £
For half the cost you're used to paying. Rwymdiusyouhm L
performance. Our valves are chemically inert. Only Teflon touches the
. They fi zero dead volt and can be used in manual or
automancmodesmufouandsmwvyMnO.ammdtSIvm
bores are available in prices ranging from $70 to $87.
Easy to tum HPLC valve, $290
Rheodynes7o-101saeuwmmd6ponmmblaunpbbnp'
capable of withstanding 7W0mvmmhnmthw
rotor to reduce operating torque and simplify service. An loop.
filler port can be used to minimize Basic unit comes with 20 i -
sample loop. 10, 50, 100, 200, SOOudIOOOﬂbopsu-H:h.
Go two ways with this valve
ﬁﬁmammnmsmmwmmn
ill loops ¢ ally
volmmmodemthonlyosllsnmplaloaa

YouhawmanmnvwahhymHPLCunplelm I.odﬂn

Price of the Model 7120 with a 20 i sample loop is $490. Sunphhq:
of 10 u to 1 ml are offered.
mmmammmnacmmm
switching valves, tube fittings and valve mounting plates..

Reason enough to make the Rheodyne trip?

Just to be sure, askusfofourmwsemsddaumwm

full ordering information. Call or write Rheodyne, 2809 - 10th St., et
Berkeley, Califomia 94710. Phone (415) 548-5374 T

]
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The Record Proves . . . FFor those Wh_O
expect more In

FT NMR

Spectrometers

Low Cost — Routine “C Systom ... its JEOL

= 3C/'H Dual Frequency 10, 5, 2mm V.T. Probes
= (LPCS) Light Pen Control System

= Built-in Proton-HOMO/HETERO decoupler

= RF crystal filter detection system

= 12 bit AD/DA for increased dynamic range

= INTERNAL and EXTERNAL locking modes

= 8, 16 and 32K word data collection

= Built-in Read/Write Cassette System

= '°F, 1P, 5N extensions are available

Comprehensive 60 and 100 MHz Systems
The FX60Q & FX100 features:

= (DQD) DIGITAL Quadrature Detection System
= Dual Frequency variable temperature probes
= 4-channel DIGITAL phase shifters (DPS)

= Comprehensive auto-stacking system

= Computer based pulse programmer

= CPU Expandable to 65K words (MOS)

= 2-channel 12 bit AD/DA

= T1p/spin locking system

= Disc storage systems

Analytical Instruments, Inc. = Multi-Frequency HOMO/HETERO decoupling capabilities
235 Birchwood Ave., Cranford, NJ 07016 = Multi-Frequency observation
201—272-8820 For detailed % or phone or write
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Exposition

The Exposition at the 3rd FACSS Meeting will
be held in the Civic Center,
Philadelphia, Pa., Nov. 15 to 18, 1976

Exhibit Hours

Monday, Nov. 15: 10:30 a.m. to 5:00 p.m.
Tuesday, Nov. 16: 9:30 a.m. to 5:00 p.m.
Wednesday, Nov. 17: 9:30 a.m. to 6:00 p.m.
Thursday, Nov. 18: 9:30 a.m. to 2:00 p.m.

Altex Scientific, Inc.

1450 Sixth St., émelzy, Calif. 94710.
Chemically inert i ittings & valves, mof
valves, glass LC columns, prepacked HPLC
columm. HPLC umple injection vnlve? and
vent
HPLC meunn} pump-. fixed and variable
UV-VIS liquid ch

Bl"! meters, O; uulyun.‘.KF-dB titrator,

Buck Scientific, Inc.

Princes Pino Rd., W. Norwalk, Conn. 06850.
Used scientific i nulmmenu. assay for scien-

uﬁc mnmmenu. Welun(houle hollow

graphs.
American Society for Testing &
Materials

1916 Race St., Philadel, qu Pa 19103.
Publications deal.mg with li
chromnlog;rhy. air and wnur

lluuun.
meml]urgl ~analysis; palnl i

lamps, linear recorders, salt crystals
for IR, service I'or P&E and Hilger Watts in-
struments.

Carle Instruments, Inc.
1141 E. Ash, Fullerton, Calif. 92631. Ana-

testing; f | data;
x-ray emission data; free caulup.

Angstrom, Inc.

P.0. Box 248, Belleville, Mich. 48111. Auto-
matic fusion device, laboratory disc mill,
particle size classifier, spectrochemical
supplies and accessories.

Applied Research Laboratori
P.0. Box 129, Sunland, Calif. 91040. lnduc-
tively coupled RF plasma

valves and valve automation accessories
for all GC lpplicaliom
Chemical Data S

ms, Inc.
RD 2, POB. 74, Oxnrd Pa. 19363. Model
820WP water pollution analysis

with some of its newest innovations in the
field of Fourier IR spectroscopy.

Digital Equipment Corp.
146 Mam St., Maynard, Mm 01754 lnlu-
mne‘ b y

unl c:‘llt.ll ; l:g
oLher i msuumenu, lgecul
ratory
acquire, analyze, and process labonwry
data.

Drummond Scientific Co.
ivOOP«:_rkuu_‘ Bmomall Pa. 19008. Canple(e
ine ol
trolner ' pipetting uds. six new l'ue:lndvolume
v g o finest h
ML pipetting device, the Pipet-Aid.

Du Pont Instrumen

ts
1007 Market St., Wllnungton Del. 19888.
CA-848 system mmuun(‘ high- pefg.or-

stan-
T

(ICPQ) for simul Itiel

analysis of solutions and solid metal sam-
ples.

Applied Science Laboratories, Inc.
Box 440, State College, Pa. 16801.
Com lete line ofpmdudl for gas, llquxd lnd
thin-layer ch radioch
drug d

iy & 1.

Au t Sauter of America
80 Fifth Ave., Ntw York NY 10011. Elec~
trons and

for lab md\ul.nnl.
.nd’ dical licati poruil ighing
equipment.
B/R G
P.0. Box 7, :adena Md. 21122, Spinning

band and uulyuul dmlllnuon columns,
lolvent recovery uulh. micro distillation

Model 820D controlled atmosphere pymlym mance liquid
system, Model 800 reaction and automatic sampler designed for unat-
im elle_zmenlal lndy:;n & ldenuﬁet. tended overnight operation.
el 700 hu:um e
Model 120 pyTop 1 with ans Research Corp. .
o onition, Mnd,i 200 multi. 19727 Bohama St Northridge. Calf. 91324
phanmceuuml test equipment and
Columbia Scientific Industries tus for dissolution, disintegration, timed
P.O. Box 9908, Austin, Tex. 78766. Supet release testing; data & \mu'umunul'umm
< D for oA itoring vib during
tography, mass spec data systems, portal testing.
bt analyzers, ozone and NO/NO, analyz- oy Seientific Corp.
Croton Dam Rd., P.O.B. 867, Ossining, N.Y.
CRC Press 10562. Complete line of IR-VIS-UV spec-
18901 Cranwood Pkwy., Cleveland, Olua and for

44118. Second edition of “Atlas of S

Data & Ph?‘llﬂ.l Constants for 6mmc
Compounds with IR, UV, HNMR, mass

tra, Raman (R), and carbon 18
(’CNMR) ‘:"91- over 2logo

‘nf
Ch hy"; “Cnucd“ iews in An-
alytical Chemi: “ “Diffuse Refl
pectrosco) m an:mnmennl Problem
Solving"; * etry of Puuudu
& Pol utanu" “ andbook of Tables of

Bockman Instruments, Inc.
Rte. 22 at Summu Rd., Mountainside, N.J.
07091. 4260 ormance IR, acculab IV
muﬂnalR.u:u 1V, 25 dissoluti

for Apphod Optics™; and many
mon

lab, In
Pumam Aue Cambndgc. Muu 021&

system,

reflection sp
enemal reflecuon "and lnmmmaon. hea:

mountable hqmd cells; optical windows and
precision ‘amml elements; plasma cleaner for

ashmg and ultraclean surfaces; rapid scan
trometer (1000 spectra/s) for UV-VIS-
IR; double-beam goniometer.
Hewlett-Packard
1501 Page Mill Rd., Palo Alto, Calif. 94304.
Heyden & Son Ltd.

Spectrum House, Alderton Crescent, Lon-
don, NW4 3X X, England. Books on spec-

Py Covering monog! S‘ data prod-
ucts, p ding pro-
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d texts and audi I aids; j 1! for I and single-
covering organic mass specuwnet.ry. bio- Jementnnll)us,mlow-mst ICP source for
medi mass spectrometry, X-ray spec-  use with AA spectrometers.
trometry; fire and materials and interdisci-
plinary science reviews; European Spec- Pl_?'“““ ?“blilhinx ,
troscopy News. 227 W. I7th St., New York, N.Y. 10011.

Books and journals in areas of analytical

IBM Instrument Systems

1000 Westchester Ave., White Plains, N.Y.
10604. Laboratory and production mea-
surement devices.

Instrumentation Laboratory

113 Hartwell Ave., Lexington, Mass. 02173.
Modern atomic absorption equipment in-
cluding Model 351 251 with Tektronix 31
pmgrammnble calculator, new version of

and new sories.
J.Y. Optical Systems
173 Essex Ave., Metuchen, N.J. 08840.

Raman and CD spectrometers, high-resolu-
tion monochromators, preparative liquid
chromatograph, holographic and ruled dif-
fraction gratings.

Johns-Manville

Greenwood Plaza, Denver, Colo. 80217. Va-
riety of supports and adsorbents for use in
both gas and liquid chromatography.

Joint Committee on Powder
Diffraction Standards

1601 Park Lane, Swarthmore, Pa. 19081.
Powder Diffraction File featuring data cards,
microfiche, search manuals, data books and
data base tapes.

Labconco Corp.
8811 Prospect Ave., Kansas City, Mo. 64132
Benth"wP freeze dryer or freeze drver 3,

chemistry and spectroscopy.

Precision Gas Products, Inc.

681 Mill St., Rahway, N.J. 07065. Ultra-

hléh purity carrier and reference gases;
P-2 carbon monoxide momtor Big Shot

disposable calibration gases “Gas Annlysls

News", a new tech ; leak de-

Scientific Information Resource
5116 Woodlawn Ave., Chicago, Ill. 60615.
Catalogs and brochures of a number of com-
panies’ products and services.

Siemens Corp.
186 Wood Ave. S., Iselin, N.J. 08830. SRS,
K805 generator, measuring panel.

Spectrametrics, Inc.

204 Andover St., Andover, Mass. 01810.
Spectras| plnma spectrometers for trace
level analysis utilize argon plasma excitation
source, echelle gmlmg spectrometer, and
micr & control; sy

tection apparatus and ol.her gas handling
equipment.

Princeton Applied Research Corg.
P.O. Box 2565, Princeton, N.J. 08540. Mi-
polarographic analyzer
for high-speed, high-sensitiyity analyses of
metals, ions, and organics; aulnmaled cell
system for h-\'olume
1y using diff ial pulse
try; corrosion measurement systems for
evaluation of materials for passivation char-
acteristics, pitting tendencies, corrosion rates,
and many other corrosion experiments.

Princeton Gamma Tech

P.O. Box 641, Princeton, N.J. 08540. PGT-
500 x-ray spectrochemical analyzer for rapid,

destructive analysis of up to 82 el

Model 100 chemical unal\'zer bench-top se-
ries; PGT-1000 multichannel x-ray analyzer
for quantitative or qualitative column ap-
plications.

Prochem/Isotopes
47 Meadowbrook Place, Maplewood, N.J.

here glove box, gl
washer, fume hood and base cabinet, cart
freeze dry accessories.

Labindustries

1802 Second St., Berkelev, Calif. 94710.
All-glass repetitive Repipet reagent dis-
pensers and diluters in sizes 0.5-100 ml; Re-
pipet Jr. plastic dispensers for noncaustic
reagents; Eabmduslrles micropipettor, mi-

ling system
plpet.s Karl Fischer aquametry apparatus for
water determinations; Labquake test-tube
shakers and rotators.

Marcel Dekker, Inc.
270 Madison Ave., New York, N.Y. 10016.
Books and )oumals

Mettler Instrument Corp.

P.0. Box 100, Princeton, N.J. 08540. Ana-
Iytical & top-loading balances, thermal
analysis instruments, titrators, density me-
ters, nitrogen analyzers.

Nicolet Instrument Corp.

5225 Verona Rd., Madison, Wis. 53711.
NIC-7199 FT-IR system with complete
software package and full range of options
and ies performs ic ratio
recording with better than 0.07 cm ™" resolu-
tion throughout 4000400 cm~! spectral
range; NIC-1180 data system for FT-NMR,
laser Raman, EPR, and FT-IR spectroscopy
features complete application software
package.

Nissei Sangyo Instrument Co.
2672 Bayshore Frontage, Mt. View, Calif.
94043.

Perkin-Elmer Corp.
Main Ave., Norwalk, Conn. 06856. IR, atomic
absorption UV-VIS, and fluorescence spec-

P P Bas
liquid ch ph: bal. ther-
mal and el al analyzers; pol:
Plasma-Therm, Inc.

Rte. 73, Kresson, N.J. 08053. Fully auto-
mated operational inductively coupled
plasma (ICP) source for use with emission

07040. C ds labeled with carbon-12,
carbon-13, oxygen 17, oxygen 18, and nitro-
gen-15; also multiply labeled compounds.

lSadtler Research Laboratories,

nc.

3316 Spring Garden St., Philadelphia, Pa.
19104. CIRA 101 chmma(ogr hic infrared
analyzer; new pensive GC. hniq
Sadtler standard & mmmercml reference
spectra (IR, NMR, UV, Raman, fluorescence,
DTA, C-13 NMR, IR vapor phase); audiovi-
sual programs (chemistry, math, lab skills);
technical books; educational courses in
spectroscopy & chromatography; analytical
services.

Schoeffel Instrument Corp.
ZJBoaker St., Westwood, N.oJ. 0767:; Liquid
hy: new conti ly variable

available for qualitative & quantitative
analysis; sequential & multielement modes.

Spectrex Corp.

3594 Haven Ave., Redwood City, Calif. 94063.
Vreeland spectroscope for rapid elemental
analysis, particle counter for particle sizing
in liquids (1-100 um), electronic pumps for
0-15 Ipm flow.

Spex Industries, Inc.

3880 Park Ave., Metuchen, N.J. 08840.
High-aperture, hlgh resululmn scanning
spect; s and monoch vidicon

detection sy sl(-mﬂ corrected spectrofluo-
rometer; laser Raman spectroscopy equip-
ment and computer systems; Chromalytics
thermal chromatograph and concentrator.

Supelco, Inc.

Supelco Park, Bellefonte, Pa. 16823. Gas
chromatographic column packings, supports,
custom-made and stocked glass columns;
Hamilton, precision sampling, and SGE sy-
nnges. educational materials fur GC thin-
layer ch , lipids, carb drates,
amino acids, and reagents.

Arthur H. Thomas Co.

Vine St. at Third, Philadelphia, Pa. l9105
Thomas peak detector system; new Big D

per; Mettler balances; Thomas printers;
tachi single-, double-, and dual- ua\elength
spectrophotometers; new atomic absorption
spectrophotometers.

Tracor, Inc.

6500 Tracor Lane, Austin, Tex. 78721. 560
GC, 550 GC, variable UV detector, 6960 L.C,
detectors for GC and LC recorders, Tracor
analytical processor.

Varian

611 Hansen Way, Palo Alto, Calif. 94303.
New gas and liquid chromatographs with
, New mass spectrometer,

ﬂuorescence and absorption detectors; UV~
VIS spectrophotometer with unique con-
version feature for microliter and standard
size cells. Thin-layer chromnlof)reaphy: SD-
3000 monochromatic, double-beam chro-
matogram scanner for TLC and TLE; ac-
cessories include computing integrator,
rnnlnul and recorder interfacing. Light and
ht measurement products: generation,
d:spersmn and detection of light including
xenon and mercury-xenon compact arc illu-
mination systems and accessories for lamps
up to 6500 W; graung and quartz prism mo-
I n t |n.

cludin, 1 ...:.... and
pho etector houmng, both standard and
thermocooled, for side-on and end-on tubes.

Other analytical instruments: RRS-1000 re-
search grade corrected spectra ratio spec-
lmphowmev.er/ﬂuuromeur, microspectro-

fluor an

Schott, Jenaer Glaswerk Schott &
Gen., Inc.
11 E. 26th St., New York, N.Y. 10010. Auto-
matic viscosity measuring system for Ubbe-
lohde type capillary vmcomelers up"w 10
ically ac-
cording to tesl. program selected, and results
are printed out by seven m[ill printer; pH
glass electrodes for industrial application.
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Waters Associates, Inc.

Maple St., Milford, Mass. 01757. Complete
line of high-performance liquid chromatog-
raphy instrumentation and accessories in-
cluding solvent delivery systems, injectors,
detectors, programmers, GC and LC pack-
ings, packed columns.

John Wiley & Sons, Inc.

605 Third Ave., New Y :rA.N) 10016. Pro-
fessional reference books and college text-
books in analytical chemistry and spectros-
copy and related areas from Wiley-Inter-
science, Wiley College Division, and Halsted
Press.

Wilks Scientific Corp.

140 Water St., S. Norwalk, Conn. 06856.
Complete line of portable & stationary am-
bient air analyzers, IR quantitative analysis
systems for repetitive measurements of liq-
uids, complete line uf IR accessories for all
c cial spect

Wilmad Glass Co., Inc.

U.S. Rte. 40 & Oak I(d Buena, N.J. 08310.
Tubes, cells, and accessories; recording
charts; deuterated solvents; microliter sy-
ringes; precision dispensers and diluters;
special pH probe for NMR sample tubes.
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Laboratory'Data Control, now has the LDC
Model 1203 UV Monitor lll. Ultraviolet absorb-
ance measurements can be made over a wide

“ " choice of fixed wave-
a“::::;?m:t‘a lengths. Featuring a

totally removable cell
and easily varied wavelengths. Standard 254
nm cell is therefore replaced with a choice of
214 (planned), 280, 350, 410, 440, 510, or 550
nm wavelengths. Cell volume is only 10 ul with
standard 10 mm pathlength. The cell is tempera-
ture compensated to minimize the effect of
refractive index changes on the solvent. The
optical assembly and electronic controls are
contained in one unit thereby
eliminating interconnecting

CIRCLE 131 ON READER SERVICE CARD
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cable along with the following features:

* Fixed wavelength measurements over eight
choices of wavelength.

Ten sensitivity ranges from 0.002 to 2.048 A.
Digital display of differential absorbance.
Switch selectable time constant delay.

Flow cell design is dual flow, totally removable
and temperature compensated.

For complete technical details on the UV Il
Monitor or other hi% quality

equipment for HPLC, con-
tact Laboratory Data
Control today.

LDC is the ideal
source for HPLC sys-
tems which can be custom
tailored to your specific laboratory re-
quirements. The setupui\l)t:lslt{‘ated shows t:Ihe
. new onitor, together
:gfgm" with a CONSTAMETRIC IIG
ys constant flow metering pump
(with control module); a CONSTAMETRIC | con-
stant flow metering pump; a Chromatography
Accessory Module; a Model 1601 Gradient
Master; a Model L Computing Integrator (also
available in the Model E configuration), and a
Model 3402 Recorder. Full details on the system
and its potential benefits for you are immedi-
ately available from LDC.

MORY DATA CONTROL [
JLTON ROY CO.
RA BEACH. FLA 33404







Fisher Jarrell-Ash:
No.1 in computer-controlled
AA instrumentation.

Model 850, the world’s only
microcomputer-controlled atomic absorp-
tion instrument is the first completely digital
and fully integrated AA system ever. None of
the so-called AA leaders (No.'s 1,2 or3)* can
match Model 850.

Unparalleled convenience and out-
standing analytical performance make
Model 850 a new leader.
While other AA instrument
manufacturers are trying to
make-do with computer-inter- N
faced systems or add-on calculators,
Model 850 is here, a certain forerunner

of the next generation of AA instruments —

years ahead of all the rest.

Keyboard Conversation

You ‘‘talk” to our “intelligent’” 850 by
keyboard. A simple coded language enables
set-up in just a few minutes. The 850 micro
processor is the control center for the
instrument. It will turn on the hollow
cathode, set operating current, slit width,
wavelength, and averaging period — simple
as 1, 2, 3. It automatically recalibrates itself;
reads wavelength you specify; and *‘locks
on” the most intense absorption line in that
spectral area. AA operation has never been
simpler or quicker.

Analytical Excellence

The essentially all-digital Model 850 is a
generation ahead of AA units with analog
limitations. Using Auto-Zero, Auto-
Calibration, and Auto-Curve Correct as
examples, the Model 850 computer-
calculates the constants for these functions
— accurate to six significant figures. Analog
devices, by contrast, rely on mathematical
approximations which, at best, are half as
accurate. Clearly, the electronic precision of
the 850 outperforms all the rest.

The Interaction Secret

What causes electronic “drift” in
today’s AA instruments? It's an analog
answer — you see, all AA's have interacting
gain and auto-zero functions. When they are
set and then held by analog memories the
inevitable drift occurs with time.

*Ranking pertains 1o total AA unis sald.

With Model 850, gain and auto-zero
functions become stored digits — numbers
that cannot change with time. Result, drift is
gone — for zero, for gain, for concentration,
for scale expansion — gone for good.

Anti-obsolescence

Unlike current instruments which in-
volve costly hardware changes to
update, Model 850 can improve
itself with the addition of
new software (pre-pro-
grammed silicon chips),
which incorporate new pro-
grams and capabilities. Our way
of replacing chips costs hundreds.
The other way of “‘junking” entire instru-
ments oradding modules, motors, amplifiers
etcetera costs thousands. The long range
economy and foresight of the 850 makes a
lot of sense.

Redefining Convenience

For the ultimate convenience, Model
850 introduces an automatic programmer.
This accessory lets you pre-program routine
analyses for total automation. Once you
program the tape (it's quite simple), just
insert it, and push one button. Model 850
does the rest. Unequalled AA convenience,
unavailable anywhere else.

Footnote

Model 850 is the first computer-
controlled AA instrument. For this accom-
plishment, we are proud. However, it'snota
totally new phenomenon for us. Four years
ago, the Fisher Jarrell-Ash Division intro-
duced the first computer-controlled direct-
reading spectrometer. Today, it's unques-
tionably the No. 1 direct reader in the world.
Our envious Model 850 AA engineers won't
rest until they're No. 1 in AA. We think
they're on the way.

For complete information on the new
No. 1 AA instrument, Model 850, write for
free bulletin.

Fisher Scientific Company
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Intmducmg the Antlia”
pneumatlc hand pump system.

to membmne ﬁltlanon ppoblems

Give your filtration problems a shot in the membrane
with the ncw Anl.lm pncumlnc hand pump system. It's
di for fluids with high
\nscosny Flmds with large ‘concentrations of particles.
And for filtering through membranes with pore sizes as
small as 0.01m.

Insert a new membrane, glass, or paper filter in either
its 25mm or 47mm thread-on holder, and the Antlia
pump mmmly adxpts to a new application. Sterile filtra-

tion, clarifica t testing of membrane per-
formance. And a host of others.

A pump within a pump makes it all possible. The
Antlia unit consists of two concentric polycarbonate cyl-
inders. The outer cylinder holds up to 50ml of solution.
The inner one functions like a bicycle pump. Sliding on
xilieone O-rings, it exerts air pressures as high as 115+

Safety valves relieve over-pressurization. Compo-
nents are stable at tempcmum up to 130°C, can be
laved. and are ch

An accessory three-way valve permits
filtration of large volumes by allowing
the user to draw fluids up into the
cylinder and discharge them through the
filter without having to di ble the
unit each time.

Selectron® membranes,
as well as S&S glass
and paper filters for the
Antlia system, come in
diameters of 25 and 47mm. N
And in a wide range of pore sizes.

For details, send for our
new Instructional Bulletin, S-4,
‘The Antlia Pneumatic Hand Pump System.’ We'll also
send you our complete catalog of materials and
equipment for separation science.

SCHLEICHER & SCHUELL
% Keene, New Hampshire 03431

Schleicher and Schuell GmbH, D-3354, Dassel, West Germany
Schleicher & Schuell AG, 8714 Feldbach ZH, Switzerland
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—+HELLMA——

. tomorrow'’s designs today!

OS QH QS OF Qu Qi

Hellma—the largest assortment of highest
proclslon glass nnd qulnz cells.

<Fl

P

Anaerobic - Special Detlgns
Also available—ULTRAVIOLET LIGHT SOURCES
Deuterium Lamps - Mercury Vapor Lamps

Hollow Cathode Lamps - Power Supplies

AIELLMA, e

Borough Hall Station
CELLS, INC. MJM“V‘-M.:;‘II“

Phone (212)

CIRCLE 95 ON READER SERVICE CARD

LOW
TEMPERATURE
ASHER

NEW IMPROVED
PERFORMANCE AT A
NEW LOW PRICE

mcasnm ASHING RATES:
improved oxidation chamber design

® optimum sample “boat” design

® 300 watts of R.F, power output

® improved power coupling efficiency

NEW FEATURES:

manual or patented automatic sampie
boat agitation

controls and logic for sutomatic
Pump-down and siow purge to pre-
vent sample-residue disturbance or
accidental loss

AREAS OF APPLICATION: AVAILABLE UNDER

The LFE Low Tamowratuce A 4 ued | GENERAL SERVICE ADMINISTRATION

CONTRACT NUMBER GS-00S-26753

10 spectrochemical analysia. In addition,
the LTA is used for the separation of
particies from filter matrices for study of

Process Control Division

air pollution samples.

Try Itin your lsboratory, Call LFE for
further information or for a free demon-
stration.

1601 Trapelo Road
Waltham, Massachusetts 02154

CORPORATION (617) 890-2000

CIRCLE 130 ON READER SERVICE CARD

versatility
in thermal
analysis

HAS A FRENCH ACCENT

Our english may not be perfect
but our instruments are...

Calorimetry

e sensitivity: from 10 microcalories

e temperature range: from —196°
up to 1500°C

e sample size: 0,1 to 100 cc

e isothermal or scanning operation

Ditf Thermal is (DTA)
e sensitivity: from 0,016 micrcal/sec
e temperature range: —196°

up to 1750°
e sample size: 0.6 to 650 microliters
e resolution: down to 0.1°C
e controlled atmosphere

TG:

e sensitivity: 0.4 microgram

e symetric set up avoiding drift

e temperature range: —196°
up to 2400°C

e sample size: from few milligrams
to 100 grams

e system expended to include:
- simultaneaous Ditferential Thermal

Analysis DTA

- Derivative Thermogravimetry DTG
- Evolved Gas Analysis EGA

SETARAM
US Exclusive Distributor:
MARCHE INSTRUMENT Inc.

1009 Southwood Drive
Waco, Texas 76710
ph. (817) 776-3546
772-0241

telex 730888.

the number 1in Europe
in THERMAL ANALYSIS
now in the USA
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Lloyd Sayder, Jacob Levine,
Robert Stoy, and Aldo Conetta

Technicon Instruments Corp.
Tarrytown, N.Y. 10591

In the late 1950's, medical facilities
in the United States came under in-
creased demand for their services. The
availability of medical insurance from
both the federal and private sectors of
the economy gave large segments of
the public access to better care. As the
physician became overloaded with ad-
ditional patients, he turned to the lab-
oratory to speed up and enhance the
diagnostic process. In addition, spe-
cialized tests involving the quantita-
tion of serum enzymes, electrolytes,
protein fractions, and circulating hor-
mones moved from the research labo-
ratory to routine testing. As a result,
the clinical chemistry laboratory be-
came a major user of analytical meth-
ods and equipment, and in 1976 about
100 million samples will be assayed in
domestic clinical laboratories.

Equipment designed for the clinical
laboratory has to meet several major
requirements. It must be rugged with
minimum downtime, produce reliable
data which are comparable with refer-
ence methods used to establish clinical
guidelines, and be relatively simple to
operate and cost effective. Designing
these features into instrumentation
has been a major challenge to chemists
and engineers during the last 20 years.
The lessons learned in the clinical lab-
oratory should be of interest to other

Automated
Chemical
Andalysis:

analytical chemists faced with the
problem of producing large volumes of
precise and accurate data. In fact,
many of the approaches first used in
the clinical laboratory have now been
adapted to automated, routine testing
in other industries.

Almost all large hospital laborato-
ries presently rely on sophisticated,
automated clinical analyzers. This
equipment utilizes a variety of detec-
tion techniques (e.g., colorimetry,
flame photometry, electrochemistry),
can simultaneously assay as many as
20 constituents in as little as 0.5 ml of
serum, and can furnish up to 3000 sep-
arate assays per hour. Automated ana-
lyzers can be classified into one of
three categories: continuous-flow
(CF), discrete, and centrifugal. While
this article will focus mainly on CF an-
alyzers, other types of instrumenta-
tion will be described briefly for pur-
poses of comparison.

Continuous-Flow Systems

Continuous-flow analysis was in-
vented by Leonard Skeggs, a Cleve-
land biochemist with joint academi
and hospital affiliations. This tech-
nique was introduced commercially in
1957 by the Technicon Corp., and
these AutoAnalyzer CF systems be-
came the first widely used automated

P




equipment for clinical and other anal-
yses. These systems were modular in
design and were used mainly for large-
volume individual tests, e.g., glucose
and urea nitrogen in serum. CF analy-
sis is carried out with a series of con-
nected components: a sampler, a mul-
tichannel peristaltic pump, one or
more mixing/reaction coils, a dialyzer
(sometimes), and a recording colorim-
eter or other detector. A typical CF
flow diagram is shown in Figure 1.
Samples and intersample wash fluid
are intermittently aspirated at the
sampler; the resulting stream is seg-
mented by air bubbles and combined
with a diluent A from the pump,
passed through a mixing coil, and then
enters the dialyzer. Dialyzable analyte
diffuses through the dialyzer mem-
brane into a second segmented stream
B, is combined with a reagent C, pass-
es through a thermostated reaction
coil where a chromogenic reaction
takes place, and is finally fed to a col-
orimeter. In this way it is possible for
a series of separate steps in an analyti-
cal procedure to be carried out in a
controlled, reproducible, and fully au-
tomatic fashion: precise dilution of
sample, quantitative addition of one
or more reagents, sample cleanup by
dialysis, reaction of sample for a given
time at some chosen temperature, and

date on
ntinuous-Flow

measurement of the final absorbance
of reacted sample.

Although the original AutoAnalyzer
system was capable of being switched
from one test to another simply by
changing assay manifolds (that part of
the system between pump and detec-
tor), it was often dedicated to the
batch analysis of only one or two
serum components. This perpetuated
the traditional mode of clinical labora-
tory organization, where individual
tests were performed in separate work
stations. A major change in approach
was the development in the mid-
1960’s of multichannel biochemical
analyzers, where up to 12 separate as-
says could be simultaneously carried
out on a single sample at sampling
rates up to 60/h (1). This quickly led
to a major reorganization within many
large clinical laboratories, with the
bulk of the workload now being han-
dled by a single analytical unit: a
Technicon SMA 12/60 system and
later the 18/60 (12 or 18 assay-chan-
nels, running at 60 samples/h). An im-
portant side effect was the widespread
acceptance of the concept of profiling,
where all patients upon admission to a
hospital are tested for a standard 12
(or more) serum parameters (2).
‘These trends in the use of CF analysis
in the clinical laboratory culminated
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flow

Figure 1. E: of cc
A, B: diluents; C: reagent stream

in 1972 with the introduction of the
Technicon SMAC biochemical analyz-
er (3), which allows the simultaneous
assay for 20 serum parameters on each
sample at rates of 150 samples/h.

Discrete Analyzers

These systems are designed to sim-
ulate the same operations used in
manual procedures. Pneumatic or
motor-driven syringes are used to
meter reagents and sample into test
tubes or “discrete” reaction vessels
placed in a conveyor belt or reaction
wheel. The combined sample-reagent
mixture is agitated mechanically and
passed through a water bath for tem-
perature control. Additional reagents
can be added prior to readout at a cu-
vette station. Many of these designs
include a “laundry system” to wash
the reaction vessels and recycle them
back into the analytical train. The
Hycel Mark X and Super Seventeen,
the Coulter Chemistry System, the
Ortho Basic, the Du Pont ACA, and
the American Monitor KDA systems
are currently available instruments
built on this approach. These instru-
ments are generally capable of carry-
ing out a variety of different tests on
the same system.

Discrete analyzers offer the oppor-
tunity for automated adaptation of ex-
isting techniques by direct duplication
of established manual methods. They
also have a potential advantage, in the
case of multichannel analyzers, in that
reagents are used only for those tests
requested on the sample. This assay
selectivity is not possible with CF ana-
lyzers. One disadvantage of discrete
analyzers is their mechanical complex-
ity, particularly when compared with
the simple flow of liquid in CF sys-
tems. This means that the design of
discrete analyzers for mechanical reli-
ability is much more demanding.

Centrifugal Analyzers
Both CF and discrete analyzers are

limited by the fact that samples enter
the detector serially, so that each sam-
ple spends a certain fixed time in the
detector. In many kinetic assays (as
for serum enzymes), it is desirable to
monitor the assay over an extended
period of time. With only a single de-
tector in the analytical system (for
each assay channel), as is normally the
case for CF and discrete analyzers,
throughput rates are inversely propor-
tional to assay “look-time” (the time
each sample spends in the detector).
Therefore, a compromise is normally
required: either look-times must be
short, or throughput rates must be
small. An alternative approach, the
centrifugal or GEMSAEC analyzer,
was developed by Norman Anderson
(4) in the late 1960's at the Oak Ridge
National Laboratory. Centrifugal ana-
lyzers effectively multiplex the detec-
tor by rotating a tray of samples past a
single detector station. In this way the
look-time can be increased, and sam-
pling rate is not sacrificed because
several samples are being monitored
during a single extended look-time.

Centrifugal analyzers also provide
for the controlled addition of reagents
to sample by centrifugal action, in
place of the mechanically demanding
syringe operations of discrete analyz-
ers. The main disadvantage of centrif-
ugal analyzers is their batch mode of
operation, which requires reloading
trays with both reagents and samples
for each group of samples analyzed.
This also precludes running individual
samples for different tests at the same
time.

Fundamental Aspects of
Continuous-Flow Analysis

The shape of the signal produced by
the flow-through detector in CF anal-
ysis is fundamental to a basic under-
standing of this technique. The quali-
ty of this signal is influenced by the
following key variables: sample disper-
sion, mixing, and flow stability. Over
the past several years the effects of
these variables in CF analysis have
been studied in detail both at Techni-
con and elsewhere. As a result, we now
have a good understanding of both the
potential and limitations of CF analy-
sis, and how such assays can be opti-
mized for accuracy, precision, and
maximum analysis rates.

Sample Dispersion. The potential
rate-limiting effect of dispersion is il-
lustrated in Figure 2a, where analyte
concentration vs. time is shown at the
beginning (sampler) and the end (de-
tector) of CF analysis. The beginning
curve is a rectangular input function,
corresponding to the successive aspi-
ration of samples and analyte-free
wash fluid. The heights of these sam-
ple curves reflect the analyte concen-
trations in each sample. At the end of
CF analysis, we see some rounding of
the initial input curves, due to axial
dispersion of analyte molecules along
the flowing stream. The extent of this
dispersion depends upon the experi-

o
R
il

Figure 2. Effect of dispersion during continuous-flow analysis on sample concen-

tration curve shape

(a) analyte and analyt
unacceptable dispersion
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mental conditions used in a particular
CF analysis and is markedly reduced
by the segmenting air bubbles which
serve as physical barriers to disper-
sion. In the example of Figure 2a, dis-
persion is not excessive, and the “flat”
for each sample curve still reflects the
true (nondispersed) analyte concen-
tration of that sample. The observed
detector output will mirror this final
concentration-time plot, and the
height of the “flat” above baseline is
proportional to analyte concentration.
Comparison of the “flat” height of an
unknown to the response of a refer-
ence sample (standard) makes it pos-
sible to convert the analog signal to
concentration.

The effect of excessive dispersion
can be seen in Figure 2b. Sample car-
ryover or interaction occurs, so that
one sample overlaps the “flat” region
of an adjacent sample, ths altering its
apparent concentration. The “flat”
time for each sample is also reduced
by excessive dispersion. This effect
can be countered by increasing the in-
tersample wash time at the expense of
sampling time (so as to keep sampling
rate constant). However, this ap-
proach further reduces “flat” time and
eventually results in sample maxima
that are not at steady state. The
heights of nonsteady-state peaks are
still proportional to sample concentra-
tion and can therefore be used for
analysis. However, relative peak
heights are now strongly dependent
upon dispersion within the system and
(unlike steady-state measur s)

Figure 3. (a) Sample dispersion during segmented flow through open tube with
marker-dye sample injected into segment #0. Film of liquid phase (d, = film thick-
ness) from segment #0 will be overtaken and mixed into segment #1, allowing dye
to move from #0 to #1; dye built up within segment #1 can also be transferred to
#2. Dye will become dispersed over many following segments. (b) Bolus circulation
within moving liquid segment occurs naturally in any segmented-flow system

in segment #0 will have become dis-
persed over many following segments.
CF dispersion is conceptually simi-
lar to certain other processes of inter-
est to analytical chemists (countercur-
rent distribution, chromatography,
etc.), and a general mathematical
model based on the above description
has been known for about 10 years (5).
More recently (6, 7), this model has
been expanded to allow the prediction
of dispersion as a function of experi-

can change with time. Therefore, use
of nonsteady-state output is generally
avoided where maximum precision is
desired.

Another possibility is to increase
the length of sampling time until
steady state (a “flat”) is achieved.
This results in increased sample and
reagent consumption plus decreased
throughput rate: analysis rate and the
consumption (per assay) of sample
and reagent are inversely related in
CF analysis.

The main contribution to sample
ispersion in well-designed CF sys-
tems arises from the flow of the sam-
ple slug through the CF network. The
physical basis of this dispersion pro-
cess is illustrated in Figure 3. Assume
that a marker-dye (or sample) is in-
jected into segment #0 of Figure 3.
Because the flowing stream normally
wets the inside walls of the CF tubing,
a thin film of liquid phase is laid down
by each moving segment. The film
from segment #0 will then be over-
taken and mixed into segment #1, al-
lowing dye to move from #0to #1.
Subsequently, the dye built up within
segment #1 can in the same way be
transferred to #2, and so on. Thus, in
time the dye originally contained only

-5

mental conditions. The amount of dis-
persion expressed as the variance o,?
of the sample curve, as in Figure 2a
(end), can be related to tube inside di-
ameter d,, liquid flow rate F;, bubble
segmentation rate n, liquid viscosity n
and surface tension v, time t in the
flow network, and a sample mass
transfer coefficient D, »5. Dispersion
is mainly a function of F, d,, n, », and
t, with dispersion being less for small-
er values of ¢, d;, and 7. The variation
of dispersion with F; and n, holding
other variables constant (d, = 1 mm, t
= 500 s), is illustrated in Figure 4. Op-
timum values of n and F, exist for a
given set of conditions, so as to yield
the lowest possible dispersion (value
of a;). For normal CF analysis with
“flats”, sample plus wash time should
equal about 8 ¢,. Figure 4 therefore
suggests possible analysis rates of 250
samples/h, which is approached by

state-of-the-art CF analyzers (SMAC).

Further reduction in dispersion is pos-
sible if the residence time of samples
(so-called “dwell-time”) in the CF sys-
tem can be reduced below 500 s, and if
tubing i.d. is reduced below 1 mm.
Ultimate sampling rates of about
600/h can then be predicted for CF
analysis, but this is well beyond the
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capabilities of presently available sys-
tems.

Mixing. Mixing of sample and dilu-
ent is required in all CF systems, and
usually several such mixing operations
take place as successive reagent addi-
tions are made. Complete mixing must
occur in each liquid segment (as
though each segment were a microcu-
vette), and the penalty for failing to
mix completely is a “noisy” detector
output, which is in fact indicative of
unmixed solution. Mixing in continu-
ous-flow takes advantage of the natu-
ral fluid motions that occur within a

001

Figure 4. Dependence of sample dis-
persion on liquid flow rate Fy and seg-
mentation frequency n

Other conditions representative of SMAC analyz-
er: t = 500 s; temperature, 25°; ¢, = 1 mm; 170
mol wt sample with surfactant-water as liquid
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Figure 5. Sample proportioning as function of air bubble injection

(a) Air with no air-bar
(b) Air segmentation with air-bar timed at roller liftotf

short t of liquid d at
each end by the gas-liquid interface.
The pattern of fluid motion, so-called
bolus flow, occurs naturally in any seg-
mented-flow system, e.g., the micro-
circulation, where slugs of plasma are
separated by red blood cells in the
narrow capillaries. This bolus circula-
tion within a moving liquid segment is

ing, with viscosity being most signifi-
cant. Those systems which pump solid
suspensions (hematology instruments
assaying whole blood) are also affected
by the concentration of suspended sol-
ids. Tube internal diameter, helix coil
diameter, and segment length are
other major parameters. For example,
short segments mix in less time than

illustrated in the blowup of

#0in Figure 3. An important advan-
tage of mixing in continuous-flow is
that no external means (stirrers, vi-
brators, vortex mixers) are necessary.
Only a sufficient length of tubing (and
time) is required.

Bolus mixing achieves rapid longi-
tudinal exchange of fluid when the lig-
uid segment is short, since the intra-
segmental fluid elements make about
one circuit of the slug for each 1.5 seg-
ment lengths traversed by the slug.
The rate-limiting mixing process oc-
curs in the radial direction across the
fluid streamlines, and most improve-
ments in CF mixing come about by en-
hancement of this radial mass trans-
fer. In straight lengths of tubing, radi-

.al mass transfer occurs mainly by mo-
lecular diffusion, which is slow in lig-
uids. This can be overcome by creat-
ing convective radial mixing simply by
substituting a helical coil for the
straight tube. Helical coils also permit
a more compact physical arrangement
of the final manifold.

Studies of mixing efficiency show
that both liquid physical properties
and tube geometry are important in
determining the total time required
for complete mixing. Liquid viscosity,
density, and flow rate all affect mix-

long but short segments
imply a large number of air-liquid in-
terfaces within the manifold and an
unacceptable increase in pressure
drop across the system (discussion of
ref. 8). Dispersion also increases as
liquid segments become very small, as
seen in Figure 4 (small segments mean
large n values).

Flow Stability. A stable liquid-air
stream in a CF manifold is one in
which the proportions of sample to re-
agents are constant for all segments,
from one sampling cycle to the next. If
proportioning varies during this peri-
od, analysis precision is adversely af-
fected. Variation in proportioning ap-
pears as a “noisy” detector oulput

systems would be easily achieved.
However, the low-cost, multichannel
peristaltic pumps presently used in
CF systems exhibit flow pulsation as a
result of roller liftoff from the pla'.en
Many sch have been prop

and verified to reduce or eliminate
pump pulsations. However, a more el-
egant and economical solution to this
problem is simply to synchronize the
puliations of all sample and reagent
streams by injecting air bubbles in
phase with roller liftoff. An illustra-
tion of unsynchronized (random) air
bubble injection is shown at the top of
Figure 5. The resultant sample/dilu-
ent stream will be incorrectly propor-
tioned, because roller liftoff (shown by
the pulse in sample flow rate) affects
some segments and not others. The il-
lustration at the bottom of Figure 5
shows a correctly proportioned
stream, where roller liftoff occurs in
phase with the injection of an air bub-
ble. Proper proportioning in this fash-
ion is most easily achieved with a so-
called air-bar, a mechanical pinch-
valve that opens and closes an air-line
in phase with roller liftoff.

Flow stability is also affected by
many other variables, whose impact
can be blunted in well-designed CF
systems. Surging of the more-or-less
smooth fluid flow coming from the
pump can be caused by the sudden in-
jection of air bubbles, by changes in
temperature along the flow network
(as in high-temperature reaction
baths), and by the use of liquids that
do not wet the tubing walls. Discus-
sion of how these problems are han-
dled in practice is beyond the scope of
the present article.

New Technology and Applications

Particle Monitoring. Sophisticat-
ed techniques for differentiating and
counting the particles in mixtures
such as whole blood have been adapt-
ed to CF technology. The recently
marketed Technicon Hemalog D auto-
mated leukocyte differential analyzer
represents a completely new approach
to the routine clinical measurement of
white cell differentials (9). This in-
strument aspirates whole blood sam-

ﬂuctuaung about a mean corresp

ing to the steady-state “flat”. Seveml

events can occur to create an incor-

rectly proportioned stream: varying

liquid or air flow rates, |nwrsample air

compression, a short 1

probe or manifold-tube blockage, etc.
Proportioning of sample and re-

ples, r cell concentrations by
dilution, adds specific cytochemical
stains that selectively color different
cell types, and analyzes the number of
each cell type in a special sheath flow
cell via scatter and absorbance mea-
surements at different wavelengths.
Ten thousand cells per sample are

d in this fashion at rates of 60

agents is a problem of disp preci-
sion in discrete analyzers and of con-
stant pump delivery rates in CF sys-
tems. If constant-delivery, pulseless
pumps were cheaply available and
were not affected by back pressure,
precisely proportioned segments in CF
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samples/h.

The nppronch used in the Hemalog
D system requires maximum utiliza-
tlon of CF technology, parucularly in

maximum nnalylm rates. The umpla
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di ion theory reviewed earlier
must be modified to account for the
behavior of the particulate samples in-
volved; cells do not move as readily as
liquid through the film between air
bubble and tube wall. The presenta-
tion of individual cells to the optical
system for counting and classification
is achieved by a sheath flow cell (Fig-
ure 6). The sample stream is intro-
duced at the center of a coaxial sheath
stream, so that the sheath separates
the cells from the walls of the flow cell.
The cross section of the flow cell is
then reduced to allow contraction of
the sample-stream diameter to 50 um.
In this way sample dispersion and flow
cell clogging are minimized, and cells
are presented sequentially one-by-one
to the optical system resulting in neg-
ligible coincidence error.

It has been shown that 10 000 cell
counts via CF analysis provide more

precise estimates of the true white
blood cell (WBC) distribution than
are possible by 100 cell ts (as pro-
vided by manual or automated pattern
recognition assays). Since the impreci-
sion (standard deviation) from count-
ing statistics is proportional to 1/v/n,
where n is the number of total cells

d ple, the Hemalog D

provides 10 times better precision
than is obtainable from 100 cell
counts. This, in turn, means that small
(clinically significant) shifts in WBC
counts can now be easily detected and
monitored for the first time.

Kinetic Assays. CF analysis does
not directly provide the opportunity
to follow an assay reaction as a func-
tion of time. Since the determination
of enzymes in serum is of major inter-
est in clinical analysis, much attention
has been given to this fundamental
limitation. Initially, CF enzyme assays
were simply carried out as single-point

were mixed and incubated for a fixed

Figure 6. Panicle counting and classification in sheath flow cell
Sample stream introduced at center of coaxial sheath stream so that sheath separates cell from walls
of flow cell

single assay channel. The reaction
mixture could then be incubated be-
tween flow cells, so that each flow cell
reading corresponded to a different
reaction time. In this way three-point
kinetic assays for the transaminase
enzymes AST and ALT are routinely
provided by the SMAC analyzer (3). A
key feature of such assays is the use of
bubble-through flow cells, with elec-
tronic correction of the detector signal
for the air bubbles passing through
the flow cell.

The multiple flow cell approach in
CF analysis might be extended to
more than three-point assay, but this
is problematical. Alternative CF ap-
proaches have, however, been pro-
posed and verified. One approach, the
AutoZyme enzyme rate analyzer, was
introduced in 1969 (10), based upon
varying reagent and sample pumping
rates during the sampling cycle. In
this way the reaction mixture is made
to flow at varying rates through the

bation bath, so that solution ar-

time, and a product of the enzyme re-
action was measured in the usual way.
These single-point enzyme assays be-
came widely accepted in the clinical
laboratory, because no alternative
originally existed for handling large
numbers of samples.

Ob)ectlons to single-point assays
were rmsed in some cases: endogenous

ing (; ific)

enzyme reacuons, and occasional gross
errors due to lag phases, substrate de-
pletion, etc. Many of these objections
can be overcome by running parallel
blank assays for each CF test (with an
essential reactant eliminated in the
blank channel) or by reagent optimi-
zation. However, true kinetic (multi-
point) assays for enzymes on CF sys-
tems only became possible with the
minimization of sample dispersion to
the point where multiple flow cells
(detector stations) could be used in a

riving at the detector spends varying
times in the bath, meaning a variation
in reaction time from one end of the
sample flat to the other. The detector
output for each sample is then equiva-
lent to a plot of product concentration
vs. reaction time, i.e., a true kinetic
analysis.

A more recent type of kinetic CF
analysis is based on flow reversal (11).
A valve arrangement provides for the
introduction of a particular sample/
reaction mixture into a thermostated
reaction coil until the particular sam-
ple mixture fills the entire coil. The

These and other techniques allow true
kinetic assays to be carried out in CF
analysis.

Detectors and Reagents for CF
Analysis. The detector-reagent com-
bination in a reaction-analysis system
aims at achieving an appropriate se-
lectivity and sensitivity in the assay.
There exists a vast general literature
on this subject (12) which applies to
CF analysis as well. Until recently,
narrow band-pass UV-VIS photome-
ters were used almost exclusively in
CF analysis, augmented occasionally
by fluorometers for special applica-
tions (especially those requiring in-
creased sensitivity or specificity).
More recently, a variable-wavelength
spectrophotometer detector has been
designed specifically for CF analysis.
An early departure from simple opti-
cal detectors was required in assays of
the alkali metals, where no good color-
imetric reactions exist. Flame emis-
sion photometers were introduced to
CF analysis in the mid-1960's for anal-
ysis of Na and K in serum. These de-
vices were superseded in 1972 by flow-
through ion-selective electrodes
(ISE's) (3). While the main applica-
tion of the latter detectors is still for
assays such as K*, Na*, F~, NH;, and
pH, extension of ISE's in CF analysis
can be expected for such electrolytes
as C1-, Ca**, phosphate, and bicar-
bonate. Even more exciting is the pos-
sibility of coupling certain easily de-
termined (electrochemically) ions as
I-, Ag*, H*, NH,*, NAD*, etc., plus
gases such as 0, CO,, and NHj toa
broad range of biochemical assays, as
ized in Table I. The attraction

activation of the valve p for re-
versal of flow, so that the first segment
entering the coil is the last segment to
leave the coil. Now each segment
spends a varying time ini the bath, and
the detector output is similar to that
provided by the AutoZyme system.

850 A ¢ ANALYTICAL CHEMISTRY, VOL. 48, NO. 12, OCTOBER 1976

of such general purpose electrodes as
CF detectors stems from several fac-
tors such as new types of specificity,
ability to handle turbid solutions, and
equipment simplicity.

While the main emphasis in CF de-
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tectors is increased sensitivity and/or
specificity, some assays benefit from a
reduction in sensitivity, e.g., assays for
a major component in a sample, such
as total P in a fertilizer or phosphate
rock. For this kind of application,
thermometric detectors have been
found useful. These are simply ther-
mostated thermistor systems which
measure change in solution tempera-
ture as a result of a chemical reaction;
this temperature increment is then di-
rectly relatable to the concentration of
the analyte undergoing reaction.

Nephelometric detectors have been
used in CF immunoassays for serum
proteins since 1970. The immune-pre-
cipitin reaction is followed via the
scattering which results from the pres-
ence of a precipitate.

The reagents used in CF analysis
are usually the same reagents used in
manual reaction assays. One objection
that has been raised against CF analy-
sis in this respect is “wasteful con-
sumption of reagents”. Because of the
continuous flow of reagents through
the system both during startup and
actual sampling, it is argued that the
usage of reagents per assay must ex-
ceed that in well-designed manual or
alternative automated systems. Actu-
ally, reagent consumption per assay
can be quite low in CF analysis, e.g.,
200 pl total reagent per assay for
state-of-the-art equipment. With fur-
ther reduction in tube diameter and
increase in pling rate (as di d
earlier), the ultimate reagent con-
sumption per assay could be reduced
further.

However, there are more important
factors to consider in this regard.
First, the increased reagent usage in
CF analysis (where that is indeed the
case) is repaid by the availability of
function monitoring as discussed
below; the ability to monitor a series
of reaction segments for each assay (or
sample) allows a considerable increase
in the reliability of that assay. Second,
there is increasing concern, not with
the volumetric consumption of total
reagent, but with the cost of expensive
reagents that are used once per assay
and then discarded. In some cases,
particularly highly specific enzyme re-
agents that have recently become pop-
ular, the cost of these reagents may
preclude their widespread application
in this fashion. CF analysis, on the
other hand, is uniquely suited to reus-
able reagents such as bound enzymes
(13). Expensive enzymes or other re-
usable reagents can be physically or
chemically bound to the inside of the
tubing used in CF analysis, so that the
consumption per assay of such re-
agents is decreased by two or three or-
ders of magnitude, with a great de-
crease in cost per assay. For example,
as many as 30 000 glucose assays have
been carried out with a single glucose
oxidase-coated tube (13). Equally im-
portant, such bound enzymes often
have other important advantages such
as greater stability and convenience in
handling and makeup and less vari-
ability in the effective reagent concen-
tration over a series of assays. In some
cases, for example, creatinase used in
the assay for serum creatinine, the de-
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ition of this reagent on stand-
ing yields a product of the assay reac-
tion ( ia), thereby complicating
its use for this purpose. However, with
bound enzymes any such complication
is completely avoided, since such de-
composition products are washed from
the tube continuously during normal
use and simply become part of an in-
dependently established reagent base-
line absorbance. Finally, many addi-
tional possibilities exist for such im-
mobilized reagents in CF analysis,
quite apart from enzymes which have
been the main example in the past.

Curve Monitoring and Analysis.
With present discrete and centrifugal
analyzers, it is difficult to flag certain
kinds of assay error: malfunction in
reagent or ple disp insuffi-
cient ple or reagent available for a
given test, and incomplete mixing of
sample and reagents. The reason such
errors may go undetected is that dis-
pensing and mixing are usually com-
pleted prior to arrival of sample/re-
agent mixture at the detector. Such
errors are then buried within the ob-
served detector signal. In CF analysis
quite a different situation prevails.
Customarily, the curve “flat” will in-
clude several liquid segments, each of
which may be regarded as a separate
(repeat) assay of the same sample,
since each segment should contain the
same sample/reagent mixture. We can
then examine each CF sample curve
for constant response over the normal
“flat” region (function monitoring),
which is equivalent to repetitive assay
of the same sample. When the propor-
tions of sample and reagents in any
segment change, due to errors of the
above kind, this is apparent as a de-
parture from curve flatness. Such as-
says can then be flagged as question-
able and rerun.

Other possible errors such as car-
ryover from a high-concentration sam-
ple to a following low-concentration
sample are also apparent by inspec-
tion of the sample curve, and again
suspect results can be flagged and
rerun. In the SMA analyzers, curve
monitoring in this fashion is done by
analog means with operator inspection
of the analog signal. SMAC, with its
dedicated computer, achieves the
same result automatically and digital-
ly, allowing more precise limits to be
set on possible assay errors. The ted-
ium and operator error associated
with human monitoring of an analog
signal are likewise eliminated.

With more sophisticated approach-
es to curve monitoring and analysis, it
has become possible to utilize the non-
flat portion of the sample curve to fur-
ther improve assay reliability and pre-
cision. Thus, on the SMAC system,
most of the curve is inspected by the
computer and compared with the pat-
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tern expected for “normal” curves.
When curve quality does not meet
preselected criteria, the computer
flags such assays for rerunning. At the
same time the computer interprets
curve abnormalities in terms of specif-
ic machine malfunctions and alerts
the operator to the need for corrective
action. As a result of these quality
control operations by the computer,
SMAC provides precise and reliable
data in the routine clinical laboratory
(14).

Another interesting approach, pio-
neered by Walker (15), is the use of
curve regeneration or deconvolution.
Knowing the theoretical shape of a
normal CF sample curve, it is possible
by analog or digital means to process
overlapping and/or nonsteady-state
curves so as to restore the original
sample curves prior to dispersion.
This then allows for increased accura-
cy and precision as well as higher sam-
pling rates.

Research and Industrial Appli-
cations. The major application of CF
analysis has so far been in the clinical
laboratory. There the relatively small
number of separate assays that re-
quire high-speed, dedicated analyzers
has restricted the instrumental ap-
proaches so far offered commercially.
However, there is a vast literature (16)

which explores the application of CF
analysis to a wide variety of research
and industrial problems and which de-
scribes the automation of virtually
every operation previously used in
manual analysis. Here, we will at-
tempt to point out the major nonclini-
cal areas where CF analysis is being
applied, and focus on some of the
more widely used techniques and spe-
cial modules.

CF analysis in the nonclinical world
is divided mainly among environmen-
tal, pharmaceutical, food and agricul-
ture, both for laboratory and process
monitoring applications. The diverse
nature of the samples encountered, as
well as the specific methodologies dic-
tated by regulatory bodies in many
cases, requires that CF methods be
quite versatile: solid samples which
cannot be aspirated directly into a
conventional CF system may be in-
volved, liquid samples may have to be
concentrated by large factors to in-
crease sensitivity to suitable levels,
multiple separation steps may be re-
quired to provide the requisite analy-
sis specificity, and acid or base diges-
tion at high temperatures may be in-
volved, etc.

The Technicon Solidprep Sampler
1I module for handling solid samples
provides for fully automated, serial ac-

change  pantothenate -
Gas  CO, SO, thiols, HCN
diftusion

Sparing  NH,, amines
Dialysis  Ascorbic acid, niacin-

cess of solid samples to a high-speed
blender. There the sample can be con-
tacted with a variety of solvents in-
ding corrosive chemicals such as
concentrated acids. After a program-
mable stirring and dissolution period,
supernatant is sampled into a con-
nected CF system for completion of
the analysis. Such samples as drug
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tablets and powders have been suc-
cessfully analyzed in this fashion.

Many liquid or solid samples re-
quire further separation during CF
analysis, and such techniques as filtra-
tion, flash distillation, solvent extrac-
tion, ion-exchange, gas diffuion,
sparging, and dialysis can be used
more or less routinely and in fully au-
tomated form (Table II).

CF allows multiple separation tech-
niques to be used in conjunction with
the same methodology. For example,
the analysis of phenol in water and
wastewater may require filtration to
remove particulate matter, distillation
to separate the phenol from the sam-
ple matrix, reaction with 4-aminoan-
tipyrine and alkaline ferricyanide, and
solvent extraction of the complex with
isobutanol. The final absorbance is
then measured at 480 nm. CF analysis
has also been used to analyze column
effluents from liquid chromatography,
and this application is compatible
with the very efficient columns now in
common use (7).

Future Applications. New adapta-
tions of continuous-flow to automated
analysis will depend on the successful
matching of the advantages of this
technique to previously nonautomated
procedures. For example, radioimmu-
noassay (RIA) is becoming quite pop-
ular for the determination of trace lev-
els (picogram/ml and lower) of certain
compounds in serum and other physi-
ologic fluids. However, present manu-
al methods suffer from a variety of
problems: imprecision, a need for fre-
quent restandardization, long incuba-
tion times, and (especially) unstable
radiolabeled reagents. Many of these
limitations can be overcome through
the use of appropriate CF techniques.

Many analytical procedures rely on
reagents with short shelf life and
which are best made from scratch each
day. Continuous-flow can be applied
to the on-line synthesis of such re-
agents [for RIA (17)], thus reducing
the inc: of such reag
and improving the quality of the assay
through use of immediately prepared
reagents. Costs for such reagents can
also be markedly reduced as a result of
making just the amount of reagent re-
quired.

The screening of biological particles
such as bacteria and fungae can cer-
tainly be expanded by making use of
technology pioneered in the develop-
ment of the Hemalog D system. The
automation of sample preparation for
such ly used t iques as
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Kit (free*)
Standards for checking spectrophoto-
meter performance are essential to
provide assurance of reliability. Baker
has developed UV and visible range
spectrophotometric standards kits
for simple and precise assessment of
instrument linearity of response and
sensitivity. Either kit is available free
with the purchase of PHOTREX sol-
vents. Send this ad (or a photocopy)
with a proof of case purchase to Dept.
TPM, address below. Please specify
kit desired: UV range kit (#4844),
visible range kit (4845). (Both free with
minimum 2 case purchase.)

These kits are described in the
solvent manual above and on p. 284
*This Is a limited time offer subject to termination.

of the J. T. Baker Catalogs 750/760.

3- PHOTREX™ Spectrophotometric

Solvents.

35 unsurpassed spectrophotometric
solvents with detailed definition by
UV absorbances and GC assay. Extra
precaution: adherence to specs is
always checked after final packaging
lest some contaminant be introduced
after manufacture. The result of all
this: absolutely clean curves.

The assurance of quality is always on
the ‘Baker Analyzed' product label
itself: every label carries the actual

lot analysis shewing the GC assay,
trace impurity analysis, and lot
absorbance values at key wavelengths
in the UV region. The “windows" in
the IR region are also provided.

And at |least as important: the
PHOTREX solvents are available in
stock, Consistently available,

All of these solvents are described
in the above solvents manual and are
available from the J. T. Baker
distributors listed in our Catalogs
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750/760. (If you need help, please
call 201/859-5411.)

Finally, there's Service

If your Baker distributor is ever out
of stock on a PHOTREX spectro-
photometric solvent that gou need
now, he can call a Baker Super
Service Center and, if he calls us by
3:30 p.m. our time, your order will go
out directly to you in most cases on
the very next business day. That's
Baker Super Service.

J. T. Baker: “use-matched"” products
and...Super Service.
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SMALLER SYRINGE.

That needle in the foreground
is really a small precision sy-
ringe. The tiny tungsten wire
behind it fits in the needie and
discharges the complete sample.
The total capacity of this Hamilton
syringe is one microliter....and it's
all contained in that needle. With
any degree of skill, you can re-
peatably inject samples to +-1%.

Its called our 7001 Syringe. There
are other members of the 7000

Series with 2 ul and 5 ul capaci- |

ties. Your sample never reaches
the glass barrel. The barrel is used
simply as a volume indicator.

Allthe 7000's will take a Hamilton
plunger guide or Chaney Adaptor
to make injections easier and
strengthen the plunger against
bending.

There's a Teflon seal in the hub that can
be finger tightened to compensate for
wear and to prevent leakage. You simply
tighten the knurled hub to make the
adjustment for a leak-tight seal.

Every 7000 Series syringe is tested for
accuracy by injecting a series of sam-
ples into a GC. When you purchase

a Hamilton 7000 Syringe, you have
our guarantee that it will deliver
the capacity with reproducibility
to +1%.

If you need to inject samples
% smallerthan 1 ul, thisis your
=& syringe. Five models, three
W, capacities, selling for
$35.00. For literature,
write toJohn Nadolny.
Hamilton Co., PO.

4 ¥ Box 10030, Reno,
Nevada 89510.
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News

American Chemical Society 1977 Award Winners
George G. Guilbault and Raymond P. W. Scott

win the ACS Awards

in Analytical Chemistry and Chromatography

The winners of 1977 ACS awards
were announced at the 172nd ACS
National Meeting held in San Francis-
co, August 29-September 3. These
awards will be presented at the 1977
ACS Spring Meeting in New Orleans.
Among the 21 people named to receive
awards are two analytical chemists of
distinction. They are George G. Guil-
bault of the University of New Orleans
for the analytical chemistry award and
Raymond P. W. Scott of Hoffman-La
Roche Inc., Nutley, N.J., for the chro-
matography award. The analytical
chemistry award, which has been
sponsored by Fisher Scientific Co.
since 1947, consists of a $2000 hono-
rarium and an etching. Supelco Inc., is
the sponsor of the chromatography
award, which was established in 1959
and initially sponsored by Lab-Line
Instruments. The award consists of
$2000 and a certificate.

George G. Guilbault, 39, has been
a profi of chemistry at Louisi
State University in New Orleans, La.,
since 1966. Prior to that he worked as
a research chemist for five years with
the Department of Defense, serving as
a section chief, Physical and Biochem-
ical Methods Section, Research Labs,
Edgewood Arsenal, Md. He received
his BS degree in chemistry from Loy-
ola University in New Orleans in 1958
and the MS and PhD degrees in ana-
lytical chemistry from Princeton Uni-
versity in 1960 and 1961, respectively.

Professor Guilbault’s outstanding
contributions to analytical chemistry
include, among other things, his pi-
oneering work on enzyme electrodes
and on a solid surface fluorescence
monitoring system, both used in solv-
ing analytical problems in the clinical
chemistry laboratory. He was the first
to develop stable useful enzyme elec-
trodes. These electrodes, as simple in
operation as pH electrodes, are used
for the determinations of clinically im-
portant substances such as urea (test
for renal Iunctlon). phenylalamne
(test for phenylket
(test for diabetes), creatmme and oth-
ers. These electrodes are now mar-
keted by Radiometer, Owens-Illinois,

Leeds and Northrup, Yellowsprings
Instrument Co., nnd others.

glucose, uric acid, creatinine, phenyl-
alanme phoaphate ion, and others. A

He also developed a new in
fluorescence instrumentation for the
analysis of clinically important sub-

ial instrument based on the
umque features of his concept will
soon be available.

stances, i.e., enzy such as alkali

phosphatase, LDH, GOT, GPT,
GGTP, a-HBD, lipase, and cholines-
terase; and substrates such as urea,

Raymond P. W. Scott

Profi Guilbault has authored
over 200 papers, 30 review articles,
and six books. He has presented more
than 200 invited lectures in the US.
and abroad and has organized or
chaired over 20 national and interna-
tional meetings. His further contribu-
tion to the field of analytical chemis-
try includes his founding and editor-
ship of an international journal, Ana-
lytical Letters.

He has had a total of 12 PhD and
MS students and 45 postdoctoral fel-
lows, all now serving analytical chem-
istry in various positions. Recently, he
was appointed to serve on the Nation-
al Research Council-National Acade-
my of Sciences.

Raymond P. W. Scntt. 52,a mnve
of England, held al key
chemist posmom both in industry and
government in the United Kingdom
before he moved to the United Sutes
in 1969 to his p
as Manager of the Phyual Chemutry
Division at Hoffman-La Roche. He re-
ceived his BS and DSc degrees from
the University of London in 1946 and
1956, respectively.

For the past 20 years, Dr. Scott has
been workmg in the ﬁeld of gas nnd
liquid chr t
particularly on appantus and tech-
niques. Among his many contributions
to the field is his landmark paper enti-
tled “A New Detector for Vapour
Phase Partition Chromatography™
presented at the first international
meeting on the subject in 1956. At
that meeting he was the first to report
on a flame thermocouple detector, the
forerunner of what is now known as
the flame ionization detector. As early
as 1958 he was able to separate all the
isomeric heptanes and 13 of the octane
isomers on a 100-ft-long packed col-
umn, operating at pressures of 200 psi
and providing efficiencies of over
40 000 theoretical plates. This is still
recognized as the highest efficiency
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thus far obtained from a packed gas
chromatographic column.

In 1962 Dr. Scott developed and
patented the wire transport detector
for use in liquid chromatography.
From the late 1960’s until the present,
he has confined his work to the devel-
opment of liquid chromatography. He
has improved the original wire trans-
port detector and introduced the tech-
nique of incremental gradient elution.
This technique allows the rapid sepa-
ration of any complex mixture of com-
pounds which exhibit a wide polarity
range. He has also designed and devel-
oped suitable apparatus and a rational
series of solvents to be used with the
system. In 1974 at the International
Symposium on Chromatography, Dr.
Scott reported the first effective
LC/MS system that would provide
electron impact spectra of eluted sol-
vents. This apparatus utilized a qua-
drupole mass spectrometer fitted with
novel interfaces, which he devised, to
permit a moving wire to pass through
the source of the mass spectrometer
without affecting its performance.

Dr. Scott edited the 1960 Gas Chro-
matographic Discussion Group Sym-
posia Proceedings and played an im-

portant part in organizing the meet-
ing. He has authored more than 70
technical papers and written on sever-
al topics for a number of textbooks.

Undergraduate Awardees
Receive
ANALYTICAL CHEMISTRY

The Division of Analytical Chemis-
try of the American Chemical Society
has awarded 15-month subscriptions
to ANALYTICAL CHEMISTRY to 407
chemistry students at U.S. colleges
and universities in honor of the stu-
dents’ outstanding scholastic records.
The recipients were named by the
chemistry departments at their re-
spective institutions. Fifteen-month
subscriptions will begin with this
issue, except in cases where the stu-
dent is already a subscriber. In these
cases, subscriptions will be extended
15 months. In addition, student win-
ners will receive the Analytical Divi-
sion Newsletters throughout the year.
These awards, given by the Division
for the past several years, are designed
to recognize excellent scholarship and
encourage the recipients’ interest in

chemistry in general and analytical
chemistry in particular.

Geraldine M. Huitink, associate
professor of chemistry at Indiana Uni-
versity in South Bend, is in charge of
this project for the Analytical Divi-
sion.

Symposium on
High-Performance
Mass Spectrometry

November 3-5

A symposium entitled “Chemical
Applications of High-Performance
Mass Spectrometry” will be held at
the University of Nebraska-Lincoln,
November 3-5, 1976. This meeting is
jointly sponsored by the University of
Nebraska-Lincoln, the National
Science Foundation, AEI Scientific,
and INCOS Corp. A total of 18 plena-
ry lectures will be presented by lead-
ing scientists in research areas which
make use of high-performance mass
spectrometers. Further information
may be obtained from M. L. Gross,
Department of Chemistry, University
of Nebraska, Lincoln, Neb. 68588. The

Chemtrix specific-ion electrodes
measure parts per billion!!

Type 50 Specific-lon Meter
with linear PPM readout.

A copper electrode was used to measure copper in natural waters down
to three parts per billion. By use of special buffers and standard addition
Smith and Manahan developed a technique to measure copper in water
that typically contained between 3 and 40 parts per billion of Cu++. See
Analytical Chemistry, May 1973, page 836.

Lead ion can be measured directly down to 100 parts per billion and
further extended by standard addition down to lower levels. With recent
concern over lead poisoning as well as lead contamination in the food
industry, the specific-ion technique can be exceptionally valuable where
semi-skilled personnel may be used. See “lon-Selective Electrodes” by
Durst NBS Publishing, 314.

Type 50 plon meter (portable)

$199.

Chemtrix M b

$125.

Double-Junction Reference $37.
Electrode Detection Limit Electrode Detection Limit

Electrode Detection Limit

Bromide 0.01 PPM Copper 0.1 PPM Silver 0.1 PPM
Cadmium 0.1 PPM Cyanide 0.01 PPM Sulfate 100 PPM
Carbonate 1.0 PPM lodide 0.01 PPM Sulfide 0.01 PPM
Chloride 0.1 PPM Lead 0.1 PPM Thiocyanate 0.1 PPM
Chlorine 0.01 PPM Mercury 0.01 PPM Zinc 0.1 PPM
Chromium-6 0.1 PPM Phosphoric-5 100 PPM

Write for “Specific-lons Made Easy." CHEMTRIX I"c.

135 N.W. Adams, Hillsboro, Oregon 97123, Telephone (503) 648-0762

CIRCLE 33 ON READER SERVICE CARD
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Because we thought most
| GC syringes were old-fashioned:

Pressure-Lok Microsyringes for Chromatography

We felt there was a need for a better GC syringe,
something that would contribute to the quality of
chromatography and take the state of the art that
much further into the future.

The result was our line of Pressure Lok® Micro-
syringes—sturdy, smooth-working instruments
designed to improve sample injection precision by
eliminating the old problems of plunger blow-by
and plunger freeze-up.

Pressure Lok® Microsyringes are built from
barrels of fine, chemically-resistant, borosilicate
glass. Each piece of raw glass is calibrated and be-
fore delivery, each lot of finished syringes is re-
checked with a microbalance. Plungers are pre-
?sely-fitted stainless steel shafts tipped with durable

eflon®.

Wear becomes infinitesimal and plunger freezing
is practically unknown. Smooth septum penetration
is accomplished by hollow-ground, polished needles,
either fixed or removable, designed to minimize
plugging. Syringe capacities from one to 100 ul.

We must have had the right idea. Because more
and more laboratories are adopting the Pressure
Lok® Microsyringe line as the new standard for
GC sample injection. We'd like to tell you about it.
Please write for details.

PRECISION SAMPLING CORPORATION
Post Office Box 15119

Baton Rouge, Louisiana 70815
Telephone 504-927-1128

“Reg. DuPont trademark

CIRCLE 165 ON READER SERVICE CARD
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able, reasonably-priced re-
' corder for your chromato-
- graphic separations, here it is.
« Model 1310 has strip chart fea-
~tures rarely found at $695. It
¢ can be wall or bench mounted
- and offers all the attractions
+ listed below:
1. Accuracy: *0.25%
2. Repeatability: 0.1%
3. Linearity: *0.5% full scale
4.12 chart speeds:
- 05, 10, 20, 50, 100 and
20.0 inches/hour
- 05, 1.0, 20, 50, 100 and
20.0 inches/minute
5. Accessory power outlet.
Lets you run other appa-
. ratus in conjunction with
the recorder.
- 6. Ranges. 16 calibrated full
scale ranges from 1 mV to
~ 7. Scale expansion. Up to 3X
on all ranges. Any input
from 1 mV to 300V can be
iaa:epmd for full scale read-
ng.
- 8. Zero adjust.Twice full scale
. reading.
9. Automatic pen lift.
1 10. Cold room compatible.

[ 2

‘0 learn more about the Model
310 and other good buys in
raphic instruments

as 's UV Monitor
Fraction Collector, request
letin 1040.
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ou've been looking for a-

News

program consisting of five t 1 Analytical Chemistry at Work
18 as
Wednesday, Nov. 3 Drug Testing

Chemical Ionization
Biochemical-Biomedical Applications

Thursday, Nov. 4

Environmental and Petroleum Chem-
istry

Computer Applications

Metastable Ion Applications and Ion
Structures

Movie for Users of
Analytical X-ray Equipment

“The Double-Edged Sword" is a
16-mm documentary color film on
x-ray hazards produced by Durrin
Film under contract with the National
Bureau of Standards and the Food
and Drug Administration’s Bureau of
Radiological Health. The title of the
film denotes the serious nature of
x-ray hazards. Reenactment of acci-
dents, first-hand accounts of accident
victims, and photographs from medi-
cal records are used to demonstrate
the potential for serious injury from
analytical x-rays if safety procedures
are not followed. Equipment manufac-
turers, university professors, state and
federal officials, radiation safety offi-
cers, and laboratory managers discuss
all phases of the safety problem.

The 23-min film is available for free

| loan through Association-Sterling

Films, 1815 North Fort Myer Drive,
#107, Arlington, Va. 22209, and can
be purchased from the National Audi-
ovisual Center, Washington, D.C.
20409. In addition, color video cas-
settes of the film are available for free
loan from the Training Resources
Center, Bureau of Radiological
Health.

Nobel Hall of Science

The National Science Foundation
has awarded a $75,000 grant to Chica-
go’s Museum of Science and Industry
to develop a “Nobel Hall of Science”
honoring American scientists who
have received the prize. The NSF
grant is being supplemented by grants
from the Chicago Community Trust,
Swedish Government, Nobel Founda-
tion, Chicago’s Swedish community,
and others. The exhibit will contain
information about the 104 Americans
who have received the Nobel Prize in
three scientific categories—chemistry,
physics, and medicine. In addition, it
will contain exhibit units explaining
many of their basic discoveries and
how the new knowledge was applied in
society.
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at the Olympics

Six athletes were found to have
used banned drugs at the Olympic
Games in Montreal this summer.
These athletes used amphetamine,
fencamfamine, phenylpropanolamine,
and anabolic steroids. The latter
drugs, newly tested for this year, are
found by using more sensitive and
time-consuming methods than are
needed with the more common stimu-
lating drugs. Three athletes were iden-
tified as using the anabolic steroids,
and testing is still proceeding at this
writing.

Michael Bertrand, codirector with
Robert Dugal of the analytical group
at the National Institute for Scientific
Research (NSIR), part of the Univer-
sity of Quebec, presented a paper at
the Fall ACS Meeting in San Francis-
co describing the overall analytical
scheme for the Olympic drug testing.
All urine samples underwent an orga-
nized computerized procedure. This
consisted of a relatively crude, but
simple extraction procedure followed
by a gas chromatographic screening
technique which used a Perkin-Elmer
nitrogen detector. Since well over

Robert Dugal, pharmacologist, codi-
rector of the analytical unit charged
with drug testing at the Montreal
Olympics

99.9% of the likely banned drugs do
contain nitrogen, this procedure elimi-
nated the mass of nondrug-containing
samples before the final step which in-
volved the use of gas chromatography/
mass spectrometry for definite identi-
fication in suspicious cases.
Anabolic steroids are taken because
of their muscle-building ability. These
(Continued on page 966 A)



TWOWAYSTO BUY
TOP-OF-THE-LINE
ATOMIC ABSORPTION

THE 603 WAY

Everything you could possibly want
in atomic absorption is built into our
top-of-the-line Model 603. Features
you couldn't get before and still can't
find anywhere else. The 603 puts all
the latest advances in AA literally at
your fingertips. With pushbutton ease,
you enjoy state-of-the-art versatility,
performance, convenience and speed.

From arsenic at 194 nm to cesium at
852 nm, no other instrument can
match the complete performance
capabilities of the 603. The 603's
double-beam optical system and high-
resolution, dual-grating monochro-
mator are the standard against which
all other AA instruments must be
compared.

THE 460 WAY

If our 603 has more than you need,
you'll find a// you need in the lower-
priced Model 460. In anyone else's
line, it would be at the top. The 460 dif-
fers from the 603 primarily in its optical
system. The 460's double-beam
optical system also uses high quality,

coated front-surfaced optics and a
wide-range detector. Its mono-
chromator, however, uses a single
large (64x64 mm), finely ruled (1800
lines/mm) gratingto provide highener-
gy and performance and broad wave-
length coverage at a moderate cost.

EITHER WAY, YOU'RE AHEAD

Both the 603 and 460 share these
advanced features:

Plain-talk, no-code microcomput-
ers. The 603 and 460 are controlled by
a microcomputer that talks your lan-
guage. You don't need computer ex-
pertise. No complicated codes. The
microcomputer even catches mis-
takes. And the optional RS-232-C
interface lets you expand the instru-
ments’ capabilities with a wide variety
of data handling and data logging
systems.

Pushbutton simplicity. Whether
you're calibrating with up to three
standards, setting integration time
from 0.2 to 60 seconds or setling ex-
pansion from 0.01 to 100X, all you do
is push the buttons. The microcom-
puter does the rest — automatically,
quickly, and accurately.

Unmatched versatility. The 603
and 460 let you select atomic absorp-
tion or flame emission, continuous or
integrated readings, peak height or
integrated peak area measurements.
Both are designed for flame and
flameless sampling. And both are
compatible with the largest product
line of light sources, sampling devices
and other key accessories available
from any manufacturer.

Proven reliability. The 603 and 460
are designed to provide the reliability
you need in analytical instrumentation
- from their high-energy optical sys-
tems to the proven performance of the
nebulizer and laminar-flow burner
system; from the safety features of
their gas controls to the proven
reliability of their solid-state micro-
computer electronics.

PLUS COMPLETE BACKUP

With the 603 and 460, you also get
all the unexcelled backup that comes
from the world leader in atomic ab-
sorption. Technical assistance in
using your instrument to its full abili-
ties. Product specialists located
throughout the world to help you with
your analytical problems. Factory
trained service personnel close by to
keep your instrument’s performance
at its peak. Plus our AA “'Cookbook,"
the Atomic Absorption Newsletter, and
a wide variety of other technica! mate-
rials to keep you current in atomic
spectroscopy.

I you need help in deciding be-
tween the 603 and 460, your nearest
Perkin-Elmer representative can make
your task easier. Just ask for details or
a demonstration. Write Perkin-Elmer
Corporation, Main Avenue, Norwalk,
CT 06856. Or phone (203) 762-1000.

PERKIN-ELMER

CIRCLE 161 ON READER SERVICE CARD
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Cusiom Built

Shaker Model AA

* Genlle Swish to Violent Swirl ® Replicable Operation
* Handles Flasks, Beakers, Separatory Funnels, and Fleakers

Burrell Shakers perform any action from a slight tilt,
gentle agitation to a pitched, violent swirl. All at a
constant speed for as long as necessary. Results can be
replicated by simply duplicating the initial angle and
speed settings. Exclusive Build-Up design permits short
or long side arms, the top platform and separatory
clamps to be easily added or removed. Burrell Wrist-
Action™ Shakers . . . can we custom build one for you?

BURRELL CORPORATION
BURRELL

412/471-2527
QUALITY INSTRUMENTS FOR SCIENTISTS AND ENGINEERS

CIRCLE 30 ON READER SERVICE CARD

The Bath People

MODEL 2160

Abath and a circulator. Refrigerated and
heated. —30° Cto +100° C, = 0.02°C. A
large 9.7 gallon liquid capacity for tem-
perature stability. Solid-state controls for
dependability. Our literature has the
details.

L o

BOX 649 « MARKTTA, OWIO 45750 » ARLA COOK 61473734763
TELEX 264794 « TOLL FREE IN-WATS SERVICE 5008489730 AREAS 1.2 & 3

2223 Fifth Avenue, Pittsburgh. PA 15219 |

VERSATILE
DESICCANT

DRIERITE is a low-cost, all-purpose anhydrous
calcium sulfate used in desiccators, U-tubes,
drying columns, drying tubes and large drying
cabinets to dry air ond gases. DRIERITE is also
ideal for drying organic liquids in either the
liquid or vapor phase.

The moisture remaining in @ gas after drying
with DRIERITE cmounts to only 0.005 mg per
liter.

bl f Reaul

DRIERITE is il in two 9
or Indicating—from cll leading Loboratory
Supply Declers.

REGULAR DRIERITE is constant in volume, inert
except toward water, insoluble in crganic
liquids ond refrigerants, non-disintegrating
non-wetting, non-poisonous, non-corrosive, re-
peatedly regenerative, and non-channeling.

INDICATING DRIERITE has all of the properties
of Regulor DRIERITE, but is impregnated with g
C.P. cobalt chloride and, hence, mokes ©
clearly visible change from blue when dry to
pink when exhausted.

SOLDSUIQUIDS CASES-SOLIDSLIQUDS-GASES-S0LIDS
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W. A. HAMMOND
DRIERITE CO.

Xenia, Ohio 45385
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Pharmacia
Peristaltic
Pump P-3

A compact pump electronically
controlled for constant
liquid flows in
chromatography
and gradient
formation

NEW

You can

obtain three different flow rates at the same time through
the three individually tensioned pumping channels

change tubes in seconds with the snap-in cassette

forget about pulsation thanks to the large driven rollers
rely on a constant motor speed, electronically compensated
for load and temperature

use any flow rate between 0.6 and 400 miI/h per channel with
the same gear box

reverse the flow instantly

push for maximum flow and clear pump lines rapidly

For Iree descriptive lterature, write or call

0

Pharmacia Fine Chemicals
Division of Pharmacia, Inc
Piscataway, New Jersey 08854
Phone (201)469-1222

Pharmacia
Fine Chemicals

s
CIRCLE 76 ON READER SERVICE CARD
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When you invest in heating and
stirring apparatus, get the best.

Our NUOVA-7 Series Hot Plates, Stirrers and Stir
Plates have many dramatically different features . . .
attractive, low profile design ... side mounted controls
and stirring motors.. . . all vital working parts securely
protected from spill damage . . . fast heat-up . . . solid
state speed control assures constant stirring . . . 7"
square unbreakable, Nucerite®-coated top plates.

You Get the Temperature You Set. NUOVA-7 Hot
Plates and Stir Plates heat up fast . . . 371°C in 8
minutes. Positive, no-drift temperature controls hold
surface temperatures to within =3°C. A demand-
type thermostatic control rapidly responds to any
change in surface area temperature.

You Get the Stirring Speed You Set. Right away with
no time lag:or readjusting, NUOVA-7 Stirrers and
Stir Plates have a superior solid state stirring speed
control that responds automatically to each setting
from 60 to 1200 RPM.

Attractive, Whisper-Quiet and Very Efficient. The
NUOVA-7 low profile units are the design of tomor-
row available today through your laboratory dealer.

Write Thermolyne, ask for Catalog No. 600.

A THERMOLYNE

2555 KERPER BOULEVARD, DUBUQUE, IOWA 52001

CIRCLE 203 ON READER SERVICE CARD
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SMilisrecognized and respected as a leader in atomic analysis and
today counts more plasma emission spectrometers in use in labo-
ratories and industries worldwide than any other manufacturer.

Plasma spectrometry is widely accepted because it combines the
best features of atomic absorption and atomic emission techniques.

SPECTRASPAN IV —SMTI’s st and lowest-cost pl spec-
trometer, is a compact, integrated system that performs analyses
of elements at trace to major levels including the so-called difficult

1 ts with a mini of ple preparation. Sequential
quantitative analyses of single el ts or comprehensive qual-
itative analysis are available with Spectraspan IV. Conversion
between modes of operation can be achieved in seconds.

Among the outstanding features of SPECTRASPAN IV are a
unique Echelle grating that provides high dispersion of all
wavelengths from 1900 to 8000 A°in a 4 x 5 in. area and a built-in
microprocessor for ease of operation and increased system effi-
ciency.

SPECTRASPAN IV is an up-to-date analytical system that
offers substantial capability at a modest price.

For multichannel analysis capability
ask for information on

SpectraspanlIL

A low cost integrated system for
sequential analysis

SMI

SPECTRAMETRICS INCORPORATED
204 ANDOVER STREET, ANDOVER, MA 01810
(617) 475-7015

CIRCLE 194 ON READER SERVICE CARD
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A plant chemist at the Monticello Nucle-
ar Generating Plant, a part of the North-
ern States Power Co., uses a Varian
Tectron 1200 atomic absorption spec-
trophotometer to analyze condensate
taken from the plant's primary process
water. The presence of magnesium is
checked to monitor leaks into the sys-
tem from the mineral-rich Mississippi
River water through tiny condenser tube
cracks into the plant's primary process
water. Corrosion and system fouling can |
occur if mineral levels become high. |
Samples of 15 |. are passed through ion-
exchange columns to remove magne-
sium from the sample. The magnesium
is eluted from the resin with hydrochloric
acid and tested along with known con-
centrations of magnesium with the AA
instrument

synthetic steroids resemble the male
sex hormone, testosterone, and affect
much the same organs. They are, how-
ever, very dangerous with serious side
effects including, among others, pre-
mature aging, cancer of the bladder,
possible sterility in men, and feminiz-
ing in women. They are difficult to de-
tect and to measure partly because
they are used differently from the
more common stimulant drugs. They
may be taken intermittently, for in-
stance, and stopped before competi-
tion. Detecting these drugs presents a
real challenge to the analytical chem-
ist. Of the three persons who were
found to have taken these drugs, two
were men in the weight lifting compe-
tition, and one was a woman. Testing
continues on 300 samples.

Other tests used included head-
space gas chromatography for alcohol
and atomic absorption for metals.

Clinical Chemistry
Automation in Saudi Arabia
The July-August 1976 issue of Du
Pont Magazine relates the “adven-
tures’ of Debora Krakowski, senior
technical specialist in Du Pont's Auto-
matic Analysis Division, in providing
on-site support for the installation
and operation of the company's Auto-
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P! P try, microrefractome-

LIQUID

.

Technicians for Air Products and Chemicals, Inc., check one of the company's cryogenic |
liquid trailers for leaks with a Varian 925-40 Porta Test, a portable mass spectrometer
capable of finding leaks as small as 10~ 2 cc/s. The tanks used by the Industrial Gas Di- |
vision of Air Products range in size from 50 to 30 000 gal and are used to store a variety
of liquid gases from argon to xenon. Before the use of portable mass spectrometers for
leak detection, most outfits were forced to use the old-fashioned soap test. Mass spec-
trometry testing for leaks is more accurate, less time-consuming, and more economical
than other methods based on human observation

\
\
|

matic Clinical Analyzers (aca’s) in
Saudi Arabia. Whittaker Corp., Los
Angeles, with a contract to manage the
staffing and operation of three mili-
tary hospitals in Saudi Arabia, also
supplied instrumentation and equip-
ment. Aca’s were installed in hospitals
in Jeddah, Takub, and Khasmis Mu-
shayt. An aca was also installed by the
Hospital Corporation of America in
the 300-bed King Faisal Specialist
Hospital and Research Center in the
Saudi Arabian capital city of Riyadh.
Debby Krakowski found the experi-
ence a challenge because of the lan-
guage barrier and because few of the
Middle Eastern technologists had had
experience with highly automated
clinical systems. Language and elec-
tromechanical problems were eased by
the presence of Du Pont’s Lebanese-
born Ali El-Ali, aca technical repre-
sentative in the Middle East, and
Walt Cummings, a customer service
representative from the U.S. Du
Pont’s flexible aca is capable of per-
forming 30 different analyses on sam-
ples of blood, urine, or spinal fluid. It
can be easily modified for new tests or
to meet changing laboratory needs.

The modern hospital facilities pro-
vide a startling contrast with the rural
remoteness of both Khamis Mushayt
and Tabuk. However, according to
Debby Krakowski, Riyadh is a very
modern city, and the King Faisal Hos-
pital is one of the best equipped she
has seen.

Call for Papers

4th SAC Conference of the Analyti-
cal Division of the Chemical So-
ciety
Birmingham University, England.
July 17-22. Papers are invited on all
aspects of analytical chemistry for this
conference organized by the Analyti-
cal Division of the Chemical Society
and sponsored by the International
Union of Pure and Applied Chemistry.
The topics of analytical chemistry to
be covered are: instrumentation in
analysis; atomic spectroscopy; chro-
matography and other separation
methods; nuclear and radiochemical
analysis; thermal analysis; microchem-
ical techniques and analytical micros-
copy; electroanalysis, including ion-
selective electrodes; analysis in the life
sciences; analysis in industry; pollu-
tion and environment control analysis;
forensic analysis; and newer tech-
niques. Submit abstracts (up to 200
words) before November 30 to A.
Townshend, Chemistry Department,
‘The University, P.O. Box 363, Bir-
mingham B15 2TT, England.

New York Microscopical Society’s
Dialogues in Microscopy '77
Meeting

Statler Hilton Hotel, New York City.

May 14-19, 1977. Contributing papers

are solicited on all aspects of micros-

copy including fluorescence, micro-
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try, qualitative measurements, inter-
ference microscopy, scanning trans-

ion electron mi Py, contrast
micr graphy, and
staining and sample preparation for
TEM, SEM, and optical microscopy.
Prospective authors should submit ab-
stracts, not later than November 15,
to John A. Reffner, Program Chair-
man, NYMS Dialogues 77, Institute
of Materials Science, University of
Connecticut, Storrs, Conn. 06268.

Y +

Meetings

The following meetings are newly
listed in ANALYTICAL CHEMISTRY.
The 1976 and 1977 meetings listed
earlier appear in the September issue

®m 151st National Meeting of the
Electrochemical Society. May
8-13, 1977. Philadelphia. Contact:
The Electrochemical Society, Inc.,
P.O. Box 2071, Princeton, N.J.
08540

u 5th International Conference on
Thermal Analysis. Aug. 1-6, 1977.
Kyoto, Japan. Contact: The Secre-
tariat, ICTA V, c/o Society of Calo-
rimetry and Thermal Analysis,
Japan, Daiichi Kanamori Bldg., 1-
5-31 Yushima, Bunkyo-ku, Tokyo
113, Japan

® International Solvent Extraction
Conference, ISEC 77. Sept. 9-16,
1977. Toronto, Ontario. Sponsored
by the Canadian Institute of Mining
and Metallurgy, the Canadian Soci-
ety for Chemical Engineering, and
the Society for Chemical Industry.
The program includes analytical
sessions. Contact: M.H.I. Baird,
Secretary, ISEC 1977, Chemical
Engineering Dept., McMaster U.,
Hamilton, Ont. L8S 4L7, Canada

@ 7th International Vacuum Con-
gress and 3rd International Con-
ference on Solid Surfaces. Sept.
12-16, 1977. Vienna, Austria. Con-
tact: NancyHammond, Executive
Secretary, American Vacuum Soci-
ety, 335 East 45th St., New York,
N.Y. 10017

Short Courses

ACS Courses. For more information,
contact: Department of Educational
Activities, American Chemical Soci-
ety, 1155 16th St., N.W., Washington,
D.C. 20036. 202-872-4508

HPLC Apparatus Workshop

New York City. Oct. 7-8. David H.
Freeman. $155, ACS members; $190,
nonmembers



The Model 580 IR. No other
medium-priced infrared gives you
ratio recording - the biggest ex-
clusive of all. No other infrared
approaches its accuracy, speed
and simplicity.

Qualitate and quantitate.
With ratio recording — unlike optical
null instruments — the system is
still “live"" at 0% transmission.
Result: extreme ordinate accuracy
—repeatability better than 0.2% T.
You can qualitate and quantitate
even at lowest transmission levels.

Integrated scan modes. No
more trade-off judgments involv-
ing noise, resolution, and scan
time. Simply press the button for
one, and the Model 580 optimizes
the others. You can't get a bad
spectrum. Resolution of 0.4 cm —1.
You also get 30 scan modes plus a

OVER\(I)VHELMING

high-speed survey scan that re-

cords a full range spectrum from

4000 cm—1to 180 cm—1in two
minutes.

DRSS e

Automatic wavenumber
corrector. For abscissa accuracy,
this unique feature keeps the 580
calibrated at all scan speeds. All
you do is initiate the scan and the
automatic wavenumber corrector
applies the appropriate correction
for each scan mode.

Computer compatible. its
RS-232-C accessory interfaces
with any minicomputer. You can
average spectra, subtract one
spectrum from another, retormat
spectra—all automatically without

re-analyzing. Under computer con-

trol, the panel controls won't

function, so the operator can't
accidentally interfere.

All the software, too. Perkin-
Elmer is the only manufacturer who
supplies a complete infrared soft-
ware package. It would take two
years to develop it yourself. An-
other big exclusive.

Get more out of your sample in
less time than ever before possible.
Learn what the Model 580 can do.
For more information and a demon-
stration, contact your Perkin-Elmer
representative or write Perkin-
Elmer Corporation, Main Avenue,
Norwalk, CT 06856.

Perkin-Elmer also offers the
industry's largest line of infrared
accessories. Ask for our Acces-
sories Catalog L-396.

PERKIN-ELMER
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& Solvent Dehvery Pumps
w* Liquid Chromatog graphy

o

FLUID METERING,INC.

48 SUMMIT ST., OYSTER BAY,N.Y. 11771 +[516) 922- 6050
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PERCHLORIC ACID ?

WHERE ELSE BUT FROM THE

GFS CHEMICALS' CATALOG

THAT LISTS MORE THAN
475 OTHER CHEMICALS
AND REAGENTS ...AND

LOOKS LIKE THIS

...ar'rd
its

FREE

"ANALYTICAL CHEMICALS SINCE 1928

G. FREDERICK SMITH
CHEMICAL COMPANY

887 McKinley Av‘ FOR PROMPT SHIPMENT

Columbus. Ohio 43223 614 224-5343
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News

Intermediate Chromatographic
Systems: Maintenance and Trou-
bleshooting

Chicago (given in conjunction with

ASTM Meeting). Oct. 15-16. John Q.

Walker, Minor T. Jackson, Jr., and

M.P.T. Bradley. $155, ACS members;

$190, nonmembers

Solving Problems with Modern

Liquid Chromatography
Washington, D.C. (given in conjunc-
tion with AOAC Meeting). Oct. 16-17.
J. J. Kirkland and Lloyd R. Snyder.
$155, ACS members; $190, nonmem-
bers. Page 824 A, Sept.

Laboratory Safety—Recognition
and Management of Hazards
Washington, D.C. Oct. 28-30. Norman
Steere and Maurice Golden. $190,
ACS members; $230, nonmembers

Recent Developments in Thermal
Analysis

Philadelphia (given in conjunction

with FACSS Meeting). Nov. 13-14.

Wesley W. Wendlandt and Ilya Sara-

sohn. $145, ACS members; $170, non-

members

Laboratory Automation: Micro-,

Mini-, or Midicomputers?
Philadelphia (given in conjunction
with FACSS Meeting). Nov. 13-14.
Raymond E. Dessy and the Chemistry
Dept. Instrument Design and Auto-
mation Research Group from
VPI&SU. $145, ACS members; $170,
nonmembers

Column Selection in Gas Chroma-
tography

Philadelphia (given in conjunction

with FACSS meeting). Nov. 13-14.

Harold M. McNair and Walter R. Su-

pina. $120, ACS members; $145, non-

members

Automated Analysis

Philadelphia (given in conjunction
with FACSS Meeting). Nov. 13-14.
Hans Veening and Carl Burtis. $145,
ACS members; $170, nonmembers

Modern Liquid Chromatography
Philadelphia (given in conjunction
with FACSS Meeting). Nov. 19-21.
Lloyd R. Snyder and J. J. Kirkland.
$160, ACS members; $195, nonmem-
bers

Thin-Layer Chromatography
Chicago. Dec. 2-3. Victor Rodwell and
Donald McNamara. $145, ACS mem-
bers; $170, nonmembers



Microprocessors and Minicompu-
ters: Interfacing and Applica-
tions

Blacksburg, Va. Dec. 5-10. Raymond

Dessy and the Chemistry Dept. In-

strument Design and Automation Re-

search Group from VPIL. 8355 ACS
bers; $395,

Scanning Electron Microscopy
Mohonk Mountain Resort in New
Paltz, N.Y. Oct. 18-22. Contact: Ange-
los V. Patsis, Chairman, Department
of Chemistry, State University of New
York at New Paltz, New Paltz, N.Y.
12561. 914-257-2175

Identification of Small Particles
Chicago. Oct. 18-22. $550 (includes
Particle Atlas Two). Contact:
McCrone Research Institute, 2820 S.
Michigan Ave., Chicago, Ill. 60616.
312-842-7105

X-ray Photoelectron Spectroscopy
(ESCA)

Chicago. Oct. 25-29. $400. Contact:

McCrone Research Institute, 2820 S.

Michigan Ave., Chicago, Ill. 60616.

312-842-7105

Microscopy for Polymer Scientists
Chicago. Nov. 1-5. $400. Contact:
McCrone Research Institute, 2820 S.
Michigan Ave., Chicago, Ill. 60616.
312-842-7105

For Your Information

The 1976 edition of Technical Books
and Monographs just published by
the Energy Research and Develop-
ment Administration contains a bibli-
ography of energy-related books and
monographs sponsored by the ERDA
and by the organizations brought to-
gether to form ERDA. This edition
provides for most publications a brief
descriptive statement, lists or descrip-
tions of the contents, and availability.
The more than 500 publications are
grouped under 13 subject categories:
general reference, biology and medi-
cine, chemistry, computers, energy,
engineering and instrumentation, en-
vironment, health physics, isotope
separation, metallurgy, physics, reac-
tors, and vacuum technology. The cat-
alog is available as TID-4582-R11

without charge from ERDA Technical
Information Center, P.O. Box 62, Oak
Ridge, Tenn. 37830.

Walter C. McCrone Associates, Inc.
(2820 South Michigan Ave., Chicago,
I1L. 60616), has announced the forma-
tion of an Auwnomou subsidiary,
McCrone A ries and Comp:
nents, to market microscope accesso-
ries and related products. The new

bsidiary will handle pr A
factured by approximately 60 com-
panies in the U.S. and other countries,
as well as those developed by
McCrone Associates. The parent com-
pany is a microanalytical consulting
firm headquartered in Chicago.

Utopia Instrument Co. (P.O. Box
863, Caton Farm Rd., Joliet, IIL
60434) has been appointed exclusive
distributor in the U.S., Canada, and
Mexico by Knauer of Berlin, West
Germany, for its complete line of
vapor pressure, membrane and cryo-
SCopic « used for molecul
weight measurements.

High performance, low cost, reliability, precise
digital control settings, efficient oven, easy-to-

clean detectors. compact design and

over 6000 ==ormocme
Chromatographers ===

HP 5700 one of the most popu'ar gas
chromatographs ever produced.
Now there are more reasons to choose HP 5700.
re er e | New nitrogen-phosphorus tlame ionization
detector. Simplifies sample clean-up by providing
£
SCIics
-  S—

highly selective response for compounds
containing nitrogen or phosphorus.

® New glass capillary inlet system. Easy
conversion between split mode for major
components or purged splitiess mode for trace
level components.

For details. on these and other new features,

o' o = ii] call your local HP otfice or contact the

o olo " address below.

e HEWLETT hp, PACKARD
]|

« o 0 Sales and service from 172 offices in 65 countries.

Route 41, Avondale, Pennsyivania 19311

For assstance cal Washington (301) 948-6370. Chicago (312) 677-0400. Atianta (404) 434-4000. Los Angeles (213) 877-1282. Toronte (416) OYN/
43604
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The Analytical Approach

Edited by Claude A. Lucchesi

High chlorine content and corrosion rate in

crude otl distillation

tower, as well as tube blockage caused by

corroston inhibitor, present
complex problem

Refinery
Grisis
Solved

S. A. Schmidt and V. F. Gaylor
The Standard Oil Co. (Ohio)
4440 Warrensville Center Road
Cleveland, Ohio 44128

It began with an innocent-sounding
telephone call. “Please attend a Cor-
porate Engineering meeting to discuss
a refinery corrosion problem.” That
meeting was the beginning of a crash
analytical effort that involved nearly
all the R&D analytical groups.

The crisis occurred during the be-
ginning of crude oil and energy short-
ages when our refineries had to oper-

ate with whatever crude oils the Pur- x
chasing Department could supply.

And they had to keep operating to

supply the gasoline-hungry public. LER |\

But one of our refineries was in trou-
ble. Abnormally high corrosion rates
were being measured in the naphtha
handling system just downstream
from the crude oil distillation tower.
High corrosion rates were accompa-
nied by solids buildup in a crucial part
of the system. Both problems were so
alarming that shutdown of the crude
oil distillation tower was a very real
threat. As an additional complication,
the light crude naphtha was reported
to be high in total chlorine content
(10-100 ppm), and some inorganic
chlorine-containing compounds can
easily damage postdistillation naph-
tha refining facilities. The refinery en-
gineers were convinced that all of their
troubles were chlorine derived!

Diagnostic Plan

Figure 1 is a simplified schematic of
the part of the refinery directly in-
volved in this crisis. Crude oils deliv-
ered to refineries contain significant
quantities of water and hydrolyzable
chloride salts. Most of the water and
salts are electrostatically removed in
the desalter. Trace quantities of water
and chloride salts are, however,
present in the feed to the crude oil dis-
tillation tower and can generate HCI
during distillation. An amine corro-
sion inhibitor is therefore injected into
the light hydrocarbon overhead to
neutralize the corrosive acid. The
amine-HCl salt is subsequently re-
moved in the water knockout tank in
the water phase. The acid-free hydro-
carbon stream is then fed to the naph-
tha splitter, where the crude naphtha
is separated into light and heavy
naphtha fractions.

The crisis centered around the
naphtha splitter reboiler furnace.
Tubes in the furnace were plugging
(high-pressure readings), corrosion
meters indicated a corrosion rate of %
in. per year, and crude naphtha from
the splitter was reported to be high in
total chlorine.

In cooperation with Corporate En-
gineering, we outlined possible reasons



for the three refinery problems (Fig-
ure 2) and planned the analytical ap-
proaches accordingly. Both chlorine-
and sulfur-containing compounds can
corrode refinery equipment. There-
fore, our analyses included both types
of compounds.

Was It Chlorine Corrosion?

The initial work listed in Table I
seemed to eliminate chloride salts as
the cause of corrosion. The desalter
was working properly; we found no
unusually high levels of Cl~ and no
unusual metals in the desalted crude
oil. Furthermore, no unusual levels of
HCI were generated on distilling the
crude oil in the lab. Acidity level of
the undistilled crude oil was also nor-

mal.

Chlorinated hydrocarbons are
sometimes used for secondary crude
oil recovery from wells, and the pres-
ence of these materials could account
for total chlorine found in the naph-
tha. But we could find no chlorinated
hydrocarbons by polarography.

Was the total chlorine determina-
tion valid? That was a question asked
early, and the answer turned out to be
“No". The refinery lab was using a
nonstandard, combustion/microcoulo-
metric method (Dohrmann) for total
chlorine. With the refinery's proce-
dure, we confirmed apparent high
concentrations of chlorine in the
naphtha. But further experimentation
showed that high levels of sulfur inter-
fere with this chlorine method. After
reducing total sulfur concentration by
precipitating HaS and RSH with
Cd?*, the apparent total chlorine con-
centration dropped to insignificant

” 1 Crude Oii
Crude OIl <5 Distillation g
{ Tower

Water Knockout &
Tank =

Naphtha Splitter
. Reboiler Furnace

(a) Desaiter ineftective

(b) Unusual saits in crude ¢

{c) -Corrosion inhibitor
ineffective

levels.

There was no “high chlorine” prob-
lem. It was analytical error—a false
trail for diagnosing the corrosion
problem and due to sulfur interference
with the Dohrmann chlorine measure-

ment.

Table L. Analysis of Desalted Crude and Crude Naphtha Streams
for Chlorine- and Sulfur-Containing Compounds
Resuits
Method Desalted crude Crude naphtha
CHLORINE

Titrimetry and selective ion Normal CI™ levels.
electrode Desalter etfective
Emission spectrography No unusual metal salts

present
Titrimetry and polarography Normal acidity levels No acidity detected
HCI evolution test Normal HCI levels

generated
Polarography No chiorinated

hydrocarbon detected
Dohrmann microcoulometry Apparent high total
on untreated samples chiorine
Dohrmann microcoulometry Total chlorine insignificant
atter RSH and S~ removal
SULFUR

X-ray fluorescence High total sulfur High total sulfur
spectroscopy
Titrimetry High H,S and RSH High H,S and RSH
Corrosive sulfur evolution test High levels of corrosive  No corrosive sulfur

sulfur g d on o on heating. (No

heating unusual sulfur compounds

present)
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Table ll. Analysis of Corrosion Inhibitor
Neutralized with HCI
IR analysis GC-MS analysis recovered salts
lex mixture  Approx. equal amounts Partitioned Heated 6 h at
of cyclic amines  of five cyclic amines, Cg-C,, between 250 °F
in aromatic benzenes, and C10-Cha H,0-HC
solvent naphthalenes
>20% into Brownish black tar,
HC phase  contained chlorine,
water soluble
Was It Sulfur Corrosion?

There were high levels of corrosive
sulfur compounds (H-S and RSH) in
the crude oil, and more were generat-
ed on heating (Table I). Therefore, the
naphtha also contained high levels of
corrosive sulfur compounds. We con-
cluded that a major part of the corro-
sion problem was due to pri

Table lll. Analysis of Solids
from Reboiler Tubes

Appearance Black, soft spongy

texture

54% soluble in H,0
4% soluble in

CCly

El 31.9% carbon

Solubility

high sulfur crude oil.

What Was Blocking
the Reboiler Tubes?

Buildup of corrosion products con-
tributes to tube blockage in the reboil-
er furnace. However, the engineers
were convinced that the pressure
buildup rate far exceeded that expect-
ed from corrosion rate measurements.
The corrosion inhibitor was the major
remaining unknown in the whole sys-
tem. Corporate Engineering had no
prior experience with the inhibitor in
use; it was not used in any other com-
pany refinery.

ABSORBANCE

w
o
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<

5.1% hydrogen
9.5% nitrogen
16.0% chlorine
13.1% sulfur
6.6% iron
8.0% ash
Amines, amine
salts, and amides.
Good spectral
match with tars
made by heating
neutralized

Infrared analysis

We characterized the inhibitor by
the tests summarized in Table I1. The
inhibitor was a very complex mixture
of cyclic amines and aromatic hydro-
carbons. Partitioning of the inhibitor-
HCl salts between water and hydro-
carbon was unfavorable; this parti-
tioning experiment suggested that all
the amine salts were not removed in
the water knockout tank (Figure 1).
Some amine salts were carried into the
furnace reboiler. And the thermal sta-
bility test (Table II) showed that the
amine salts would indeed produce tars
on heating in the tubes.

We concluded that tube blockage
was caused by the corrosion inhibitor
and recommended tho reﬁnery change

toa P P
Epilogue

A brief shutdown of the naphtha
sphner provided an ultimate test of
our di Refinery
concluded the partially plugged re-
boiler furnaee had to be cleaned be-
fore swi gtother
corrosion inhibitor. E respon-

sible for the cleanmg job found volu-
minous quantities of a black, spongy
solid in the furnace tubes and re-
trleved a representative sample for

. It was a most unusual “plant

X-ray diffraction
analysis

FeS; present.
(Elemental sulfur
may also be
present)

wnvenuunen (cw

Figure 3. Infraled spectra of: upper: solids from naphlha reboiler furnace tubes;
lower: tars formed on heating HCI salts of corrosion inhibitor
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crud" sample (Table III) with an ash
content of only 8% and a high water
solubility of 54%! FeS, and maybe ele-
mental sulfur were present, confirm-
ing our diagnosis of sulfur-caused cor-
rosion. Large quantities of nitrogen
and chlorine, as well as carbon and hy-
drogen, pointed to HCl salts of the
corrosion inhibitor. This was nicely
confirmed by infrared analysis which
identified amines, amine salts, and
amides. And the spectral match with
laboratory prepared tars from the
neutralized corrosion inhibitor was ex-
cellent (Figure 3).

Three Problems—Three Solutions

High chlorine problem: Analytical
error

Corrosion problem: Corrosive sulfur
compounds from crude oil

Furnace tube blockage: Caused by cor-
rosion inhibitor
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Reproducible, uniform kusions of NaF « CONTAMINATION IN FOOD & PACKAGING Mo
gnefically operated double or single
m" “"‘; 204 "'ln' Write for Brochure ended glass volue. Has been pmvor;a° over
atories, 30 Campus Dr. '@au.nl ..“ Industrial Read, mony years use on GC and GC-MS systems.
Saskatoon, Canada STNOX1 INALY TICAL m"vn","‘zt;". L8 Wil funcrion against high pressure
hL‘u_.;QInwct conr. 2014843331 ditferentials.
For Informanion Write For Our

TRACE CARBON pisess sunce,

SPECPURE’

Brochure on Separcton and Vaives
For GC and GC-MS Systems

R.H. ALLEN

C & H ISOTOPE RATIOS i
contact: DR. D. S. KENDALL 303-278-9521
INSTRUMENTAL ANALYSIS Div., CTE
14335 W. 44 Ave., GoLoen, CO 80401

JOHNSON MA’
Anlllbblmmus Exclusive

write:
@ UMTED MINERAL & CHEMICAL CORY.
131 Hudson Sreet, Y., NY. 10013 (212) 966-4330

(ompany
Box 27-Bouldes, (0. 80302
(303)442-2141

cnuucnu LTD.
Distributor




DRY COLUMN CHROMATOGRAPHY

« Separations directly performed based on TLC results

« No large volumes of expensive “Elution” Solvents required

« No large quantities of flammable waste produced

* It component recovery required. just cut column with scissors

ADSORBENTS ALUMINA DCC SILICA GEL DCC

Quantity | 500 gm Skg 50 k 500 gm 3k 25 ki
Catalog No 404512 404511 40451()4 5045024 lO-ngﬁ m&'&)
Price | $2300 $155 00 $807 00 $1850 $82 50 $450 00

NYLON FOIL TUBING (all are 20 meter lengths)

Holographic m P s = -
1ameter a 80 125 155
Systems {mm) D 2 » 50 8 100
Sl l Catalog No 409611 409612 409613 409614 409615
m Price $19.00 $1200 $14.00 $16.00 51800
‘ 'y I(;N Pharmaceuticals, Inc. Call collect to discuss
\ 2] Life Sciences Group your requirements
%] 26201 Miles Road, Cleveland, Ohio 44128 (216) 831-3000
CIRCLE 106 ON READER SERVICE CARD c-3
e S P o e e B e o e e e e e
Supported by our )
renowned vibration )
isolated table system. We
can also build turn-key
industrial HNDT systems FIRST CLASS
for your QC problems Permit No. 25682
Philadelphia, Pa.
19101
i ocislonOptics % BUSINESS REPLY CARD
No postage stamp necessary if mailed in the United States —
POSTAGE WILL BE PAID BY e ———
12 coatings. 40 ANALYTICAL CHEMISTRY ——
substraté sizes and e
finishes. Stocked in P. O. Box -8660 -_—_—
OEM quantities for
quick delivery Philadelphia, Pennsylvania 19101
Lasers/Mounts e e e e e e e =
% ~ v Analytical o , Valid through
nalytical Chemistry OCTOBER 1976 FESRTARY 1577

NEW PRODUCTS, CHEMICALS, LITERATURE: 401 402 403 304 405 406 407 408 409 410 411 412 413 414 415
433

|
|
n | 416 417 418 419 420 421 422 423 424 425 426 427 428 429 430 431 4R 434 435 436 437 438 439 440 441 442
443 443 445 436 447 448 449 450 451 452 453 454 455 456 457 458 459 460 461 462 463 463 465 466 467 468 469
| 470 471 472 473 473 475 476 477 478 479 480 481 482 483 484 485 186 487 483 489 430 491 432 493 494 495 496
|
: 4 ADVERTISED PRODUCTS: 1 2 3 4 5 6 7 8 91011 1213 14 1516 1 1819
Complete He-Ne laser | 20 21 22 23 23 25 26 27 28 29 30 31 2 33 33 35 3 37 3B 39 0 4 L 43 4 45 &
from $265. Full range of | 47 48 49 50 S1 52 53 54 55 56 57 58 59 60 61 62 63 64 65 66 67 68 69 0 N 2 W
e OhoTi m"-‘fw ’ | 7475 76 17 78 79 80 8l 82 B3 8 85 8 87 88 89 90 91 92 93 94 95 9% 97 98 99 100
"l PE gé peasR0Las 101 102 103 104 105 106 107 108 109 110 111 112 113 114 115 116 117 118 119 120 121 122 123 124 125 126 127
at attractive prices | 128 129 130 131 132 133 134 135 136 137 138 139 140 141 142 143 144 145 146 147 148 149 150 151 152 153 154
1155 156 157 158 159 160 161 162 163 164 165 166 167 168 169 170 171 172 173 174 175 176 177 178 179 180 181
Send for free catalog. , 182 183 184 185 186 187 188 189 190 191 192 193 134 195 196 197 198 199 200 201 202 203 204 205 206 207 208
' 209 210 211 212 213 214 215 216 217 218 219 220 221 222 223 224 225 226 227 228 229 230 231 232 233 234 235
1236 237 238 239 240 241 242 243 244 245 246 247 248 249 250 251 252 253 254 255 256 257 258 259 260 261 262
|
newport q | PRODUCT 301 302 303 304 305 306 307 308 309 310 311 312 313 314 315 316 317 318 319 320 321 322 323
research NRC, | CAPSULES: 324 325 326 327 328 329 330 331 332 333 334 335 336 337 338 339 340 341 342 343 344 345 346
corporation m | Neme Position,
Mt y «
} Company
l | Street City.
|
CIRCLE 150 ON READER SERVICE CARD | State. Zip. Teleph



seex - RAMALOG/RAMACOMP

Analytical Chemistry

LASER-RAMAN SYSTEMS are unmatched in:

PERFORMANCE

RESOLUTION. LUMINOSITY, WAVENUMBER COVERAGE, S/N. ACCURACY
©15ecm ") (31000 to 11000) (=lem ")
VERSATILITY

UPDATABLE MODULAR UNITS, ILLUMINATOR ACCESSORIES,

(for all samples)
THE THIRD MONOCHROMATOR. VIS OR UV OPTICS.

DIGITIZED ELECTRONICS
(for all penipheral dewices)

RELIABILITY

HUNDREDS OF RAMALOGS OPERATING WORLOWIDE

INDUSTRIES, | OX 798, METUCHEN, N.). 08840 - & (201)-549-7144

CIRCLE 191 ON READER SERVICE CARD

NCTOBER 1976

Valid through

FEBRUARY 1977

NEW PRODUCTS, CHEMICALS, LITERATURE:

201 302 4

416 417 418 419 420 421 422 423 423 425 426 427 42

443 444 445 446 447 448 449 450 45] 452 453 453 455

470 471 472 473 474 475 476 477 478 479 480 481 4

ADVERTISED PRODUCTS: 1 2 3 4 7 8 91011 12 13 14
20 21 22 23 24 25 26 27 28 29 30 31 34 35 36 37 38 39 40 4
47 48 49 50 51 52 53 53 55 %6 57 58 61 62 63 63 65 65 67 68
74 75 76 77 78 79 80 81 82 83 8 85 88 89 9 91 92 93 9% 9
101 102 103 104 105 106 107 108 109 110 111 112 115 116 117 118 119 120 121 122
128 129 130 131 132 133 134 135 136 137 138 139 132 143 142 135 146 147 145 149
155 156 157 158 159 160 161 162 163 164 165 166 169 170 171 172 173 174 175 176

182 183 184

185 186 187 188 189 190 151 192 193 5 196 197 198 193 200

15
63
%

123

150

177

16
43
70
97
124
151
178 179 180 181
7 208

209 210 211 212 213 214 215 216 217 218 219 220 221 222 223 223 225 226 227 32 733 234 235
236 237 238 239 240 241 242 243 244 245 245 247 248 249 250 251 252 253 254 255 256 257 258 259 260 261 262
PRODUCT 301 302 303 304 305 306 307 308 309 310 311 312 313 314 315 316 317 318 319 320 321 322 323
CAPSULES: 324 325 326 327 328 329 330 331 332 333 334 335 336 337 338 339 340 341 342 343 344 345 346
Name Position

Company

Street City.

State Telephone

FIRST CLASS
Permit No. 25682
Philadelphia, Pa.

19101

BUSINESS REPLY CARD

No postage stamp necessary if mailed in the United States

POSTAGE WILL BE PAID BY

ANALYTICAL CHEMISTRY
P. O.Box /8660
Philadelphia, Pennsylvania 19101

L

PRODUCT
CAPSULES

Scan this list for products of interest. Then,
circle the indicated numbers on the adjacent
reply card and selected Rerature from adver-
tisers in the previous issue will be sent to vou

314

315
316
317
318

318
320

321
322
323

324
325

326
327
328

330
331
332
333

334
335
336
337
338
339
340
241
342
343

344
345
346

Product Capsules

Balances

Baths; Circulators

Biological Analyzers

Books; Periodicals; Catalogs

Centrifuge Equipment

Chemicals; Reagents; Gases

Chromatography, Gas

Chromatography, Liquid

Chromatography, Thin Layer

Computers; Calculators

Coolers; Freezers

Densitometers

Electrical Equip:  Ampifiers;

Power Supplies; Voltmeters: etc.

Electrochemical: pH Meters; lon
Meters; Titrators; Electrodes

Electrophoresis

Elemental Analyzers

Environmental Analyzers

Fourier Transform Data Sys-
tems

Furniture; Fume Hoods

Gas Chrom/Mass Spec Sys-
tems

Labware: Glass: Plastic; Metal

Lasers

Mechanical Equip: Presses:
Mills; etc.

Microscopes

Mixers; Stirrers; Blenders;
Shakers

Nuclear Instruments

Oscilloscopic Instruments

Ovens; Furnaces; Heaters

Photometers; Colorimeters

Pipets; Samplers; Dispensers

Pumps; Flowmeters

Recorders; Integrators

Services, Analytical; Consul-
tants

Signal Averagers

Spectro, AA

Spectro, Fluorescence

Spectro, Infrared

Spectro, Mass

Spectro, NMR

Spectro, UV/Vis

Spectro, X-Ray

Stills; Demineralizers

S i L [o?

etc.
Thermal Analyzers
Valves; Fittings; Tubing
Vacuum Equipment



rt Avaiiabte”

New BePO 0o le's $5610 Answer

to Complete Analysis
of Refinery Gases

Refinary Gas Analysis (including H, and H.8) Wrrontems o W =
L) Wotrument  Cot Mo 0134 Serws § AGC 1110

CoTemy  aC

78 Tomp

ks ratm (1 gy taopentane

o 4 o
Sampte See
oot bpwd

el . The October issue of CURRENT
o et e
Conmn 3 Mieeiar J. W. Smith of The Sheil Oil Co. to

the New Orleans Chromatography
Propane Discussion Group (May 27, 1976)
dealing with analysis of refinery gas
samples. To obtain a copy, circle the
number below, or write to Carle
Instruments.

C.+amdC=+

g

] i !
i f &
£ o]

One of 15 Optimum, Factory-Programmed
Answers Available from Carle’s
Automated Series-S AGC

There are fourteen more hard gas
analysis problems answered automat-
ically by Carle's Series-S AGC's. Each
dedicated instrument is factory pro-
grammed, completely tested and ready
for immediate use. Each utilizes Carle’s
unique column sequencing techniques

to produce fast, sensitive. complete
analyses. Lower cost manual versions
are also available.

Complete data on the above answer,
plus information on all 15 Series-S
AGC's and a listing of their manual
equivaients will be sent to you onrequest.

CARLE

INSTRUMENTS,INC.

1141 East Ash Avenue - Fullerton, CA 92631 - 714-879-9900
CIRCLE 35 ON READER SERVICE CARD
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New Products

This gradient system for high-p

eration permit flow for ch

liquid
utilizes two advanced metering pumps with electronic pulse correction
for precise flow rates to 10 ml/min at 10 000 psi. Two modes of op

or constant pressure where column or packing prsssue Ilmhs override

flow considerations. The solvent programmer can be used to program

IR Spectrometer

The Model 80 microcomputer-con-
trolled infrared quantitative spectrome-
ter is compact and versatile, accommo-
dates a wide variety of sample-handling
accessories, controls all instrument
settings, and obtains extremely accu-
rate quantitative data on solids, liquids,
or gases. It features a 16-key system
for entry of instrument settings and fac-
tors for data manipulation. Through sig-
nal averaging, 256 measurements are
made at each wavelength over a 1-
180-s interval. Up to 17 separate wave-
lengths can be measured in less than 2
min. Digital printout provides a perma-
nent record and eliminates ambiguity of
readings. Computer interface with RS
232C format communication link is

available. Wilks Scientific Corp. 408

Computing Integrator
for GC and HPLC

Models L and E real-time chromatogra-
phy data processors feature run param-
eters programmed by the operator, two
separate run parameter program files,
normalized peak reporting, two-channel
input selector, optional post-run calcu-
latnon rotnmes standard, peak detectton
'S progr
to suit changmg run conditions, auto-
matic nolse Ievel assessmem and six
progr | event signal:
Model L also includes total area normal-
ization. Model E includes total area nor-
malization as well as response factors
and internal and external normalization.
Laboratory Data Control 409

For more information on listed items,
circle the appropriate numbers on
one of our Readers’ Service Cards

h flow rate or gradient profiles up to 18 h. Operating mode selections
include manual solvent scouting, up to a 60-min hold at final gradient
concentration, and automatic column reequilibration. A UV-VIS detector
with an 8- flow cell and wavelength selectability from 254 to 660 nm
completes the system. Altex Scientific, Inc. 401

70 A resolu

AMR 1200/01 ' P pact and provid Itin-
corpora!asz-tmﬁmstaga. control, ly and final ap 5

camera g system, and gamma nonlinear amplification. It can be operated
Inthe y el electron, line, spot, and cathodoluminescence modes.

The AMR 1200/01 has a magnification range at normal working distances of 20X to 300 000X
with capability to go down to 5X. Priced under $29,000. AMR Corp. 402

Stirred-Slurry Column Packer

Model 705 enables the chromatogra-
pher to easily and reproducibly pack
HPLC columns using microparticle ma-
terials. The technique is simple and fast
and takes about 30 min for a 4 mm i.d.
X 25 cm column packed with 10-um
silica gel. The pumping system of any
high-pressure liquid chromatograph is
readily adapted to pressurize the col-
umn packer and provide flow to move
the slurry into the column. $320. Mi-

cromeritics Instrument Corp. 415

980 A ¢ ANALYTICAL CHEMISTRY, VOL. 48, NO. 12, OCTOBER 1976

lonization Gauge Controls

Ratiomatic 842 and Ratiomatic 843
eliminate the need to hold the emission
current constant, offer complete gauge
tube protection from pressure bursts,
and can be used with standard sized ion
gauge cable lengths up to 100 ft. Both
controls can also be supplied with set-
point protection for the gauge tube or
vacuum system components. The con-
trols measure pressures from 103
to 1078 torr. Varian Vacuum Division
416



Three new sorbents
for Reversed Phase

Chromatography:

BesT SHOW
SHOW

Now, for the first time, a series of organosilane
derivatized sorbents with varying hudrocarbon i
lengths, RP-2, RP-8 or RP-18, isavailable for reversed components being sepi
phase chromatography. They've just been introduced Reversed Phase pre-coats
bv the world's leader in chromatography--E. Merck, ideal tools for the chromatographer t
Darmstadt, Germany. sample/ solvent combinations prior to High S
* Forthe HPLC user, these new packings can mean Liquid Chromatography
optimized efficiency, Obtain “Chromatographic
Flexibilitv in Reversed Phase Chromatography™ Neo chromatographer i
by selecting the RP packing which best fits vour information on these impe
sample/solvent parameters. Laboratories’ chre
¢ For the thin laver and column chromatographer,  vou need. Send
these sorbents are available on pre-coated T1( reader service n
plates and for columns; thev represent the why RP-2, RP-8
introduction of reversed phase chromatography in -~ honors in Rever

EM Laboratories, Inc.

E. Merck, Darmstadt, Ge
Pure Consistency... k




The idea

A simple way to monitor the rate of

slow reactions involving the hydrogen

In a nutshell, we
stabilize the pH of the
reaction mixture by
adding an appropriate
titrant at such a rate that
hydrogen ion released or
used up is immediately
consumed or replaced.
By plotting the volume of
titrant used against time,
we derive a curve which
directly reflects the
reaction rate.

To obtain meaningful
curves it is essential to
control the temperature
of the reaction mixture
and, as well, to agitate it
vigorously to prevent the
formation of concentra-
tion gradients.

We put all of these
functions— pH control,
volume-time recording,
temperature control and
mixing—into an instru-
mentation package: our
Thermostatic Recording
pH-Stat, which is por-
trayed schematically in
the accompanying
diagram.

The pH-Stat involves a
lot of things we know a
good deal about, e.g.
laboratory strip chart
recorders, motor driven
burets, pH meters and
thermistor thermometer

circuits, and we have
used our experience to
put together an instru-
ment which allows you a
great deal of latitude in
selecting the parameters
for a high precision study
of reaction rates.
Sensitivity of the pH
control system is 0.005
pH and any pH from 0 to
14, preselected t0 0.01. is
held to+0.01 pH. Tem-
perature of reaction mix-
tures up to 100 ml in
volume can be
regulated to
+0.05°C over the
range, 20°to 50°C
(or ambient —15°
to ambient +40°C
with a special
thermistor avail-
able to order). With

the 2.5 ml buret supplied.
full volume scale calibra-
tions of 0.5and 2.5 mi are

ion.

available and three chart
speeds, 1/60. 1/10and 1
inch per minute are
switch selected. Accu-
racy of volume recording
is+0.1% of buret capa-
city. Dimensions of chart
paper grid, 250 mm x
36.6 meters.

There is a lot more to
say about our pH-Stat
than space here allows.
If you're interested, we
have a new bulletin we'd
like to send you. For your
copy. phone, write or
circle the reader service
number.

$-30240 pH-STAT — Record-
ing, Thermostatic, Sargent-
Welch. Complete with all
necessary operating supplies
For 115 volt. 60 Hz A C 3500.00

s SARGENT-WELCH SCIENTIFIC COMPANY

7300 NORTH LINDER AVENUE « SKOKIE, ILLINOIS 60076 « (312) 677-0600

/CI 1Ci i/C

d/Dallas/D

CIRCLE 188 ON READER SERVICE CARD

/Detroit/Springfield, N.J./Toronto/Montreal



Model 6970 liquid chromatograph features
a precision, constant flow, dual-piston pumping
system, a double-beam variable wavelength
detector, and a stop flow injector. The com-
plete system'’s performance is enhanced by

ofa digitalty
controlied solvent and flow programmer and
a variable volume valve loop injector. The in-
strument features continuous digital readout
of |low pressure, wavelength, solvent com-

p and/or high
voltage. design is P and
modular permitting easy accessory uccom-
and variable ot
tion. Tracor, Inc. 403
TM Cavity for EPR
Spectrometers
Model E-238 transverse-mode sample
cavity produces twice the signal

strength from aqueous samples as con-
ventional cavities. Several features in-
clude increased value of the H, field
along the sample axis which effectively
enlarges the active region of the cavity,
considerably higher Q than standard
cavities, and greater sample capacity in
the active region of the cavity without
high loss in Q. Comes in kit form which
includes wave-guide and hardware for
use with all E-line and E-line Century
Series EPR spectrometers. Varian In-
strument Division 412

Programmable Precision
Pulse Generator

Model 9010 features remote program-
ming of the pulse amplitude from 0 to
+9.999 V with 1-mV resolution and a
pulse DC mode which allows direct
measurement of the pulse top with a
digital voltmeter. Other features include
variable rep rates from DC to 1 MHz, in-
dependently variable rise and fall times,
adjustable pulse delay and width, sin-
gle- or double-pulse mode, 50 ohm out-
put impedance, and tail or flat top puls-
es with 0.01%/°C temp coefficient.
$1520. Berkeley Nucleonics Corp. 413

For more information on listed items,
circle the appropriate numbers on
one of our Readers' Service Cards

Corrected Spectra Unit

This new accessory is offered initially
for use with Models MPF-4, MPF-44,
MPF-44A, 512, and 512A fluorescence

tomatically. During the cahbratbn
mode the operator scans the spectro-
photometer in a prescribed way. For
subsequent wavelength scans, in either
corrected excitation or corrected emis-
sion modes, the information stored in
memory during the calibration mode
scan is recalled and used to automati-
cally correct spectral data. Perkin-
Elmer Corp.

Two-Pen X-Y1, Y2 Recorder

Model VP-6432A provides a sensitive
calibrated range of 200 uV/cm. Sensi-
tivity can be adjusted in 15 steps to 10
V/cm, and a variable control contin-
uously increases sensitivity up to 2.5
times. Two pen capability makes this
instrument suitable for plotting three
parameters simultaneously. Writing
speed is greater than 500 mm/s for
three axes, allowing accurate record-
ings of fast-changing input signals.
Standard features also include a large
recording area, a full-scale 100% zero
shift, high linearity with use of a linear
potentiometer, and a full-scale zero set.
Soltec Corp. 41

410

system for
148-eV
detector resolution and a unique trace element
capability called Bulk Mode which allows de-
tection of medium Z elements in the 10 ppm
range. The liquid nitrogen holding time is
guaranteed 10 days, and remote-controlled
motor-driven detector positioning is offered.
Prices range from $15,000 for semiquantita-
tive systems to $40,000 for computerized
itati Nuclear S

Mi Si(Li) x-ray
column &

Model FP61 melting point instrument is highly
compact and readabie 10 0.1 °C over a range
of 0-300 °C. After insertion of the capillary in
the furnace, the rest of the test is automatic.

There are five selectabie heating and cooling
rates: 0.2, 1, 2, 3, and 10 °C/min. The heating
process stops automatically as soon as the
sample is melted. The final result is heid on the
display until either the instrument is tumed off
or another sample run is started. $2750. Met-
tier Instrument Corp. 405

lon Sensing Electrodes

Series 1S-146 ion selective electrodes
can be used to selectively measure
such anions as chloride, sulfide, cya-
nide, iodide, and bromide. Cations
which can be measured include silver,
lead, copper, sodium, and potassium.
The electrodes come in three different
sizes including one model which is 10
in. long and Y in. in diameter and is de-
signed for use in flasks or narrow test
formulated solid-state film deposited
onto a metallic substrate giving high se-
lectivity and fast response time. They
can be used with all existing pH/mili-
volit meters. Lazar Research Laborato-
ries, Inc. 414

Chemicals

GC Packings

Spherocarb is a hard, nonfriable,
spherically shaped carbon molecular
sieve which is excellent packing for the
separation of permanent gases, light
hydrocarbons and traces of water in or-
ganics. Due to its high purity, it elimi-
nates many of the adsorption problems
associated with conventional as well as
tivated charcoal packings. Textured
glass beads are also available as a new
support. The beads are made from a
specially formulated soda lime silica
which materially reduces tailing. The
textured exterior provides increased
surface area for retention of the liquid
phase on the support. Two forms are

404

ilable, regular and DMCS coated.
Analabs, Inc. 418
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Harshaw IR windows
provide optimum transmission
at minimum cost.

GUARANTEED QUALITY

Precise IR measurements deserve the
consistently high quality of Harshaw's
IR windows. Harshaw carefully controls
each manufacturing step, including
purification, growth, fabrication and
crystal polishing. The result is depend-
able Harshaw quality—at low prices.

PROMPT DELIVERY

IR windows for Perkin Elmer, Beckman,
Wilkes and Barnes spectrophotometer
accessories are available from stock.
Call or write for more information about
Harshaw's line of IR windows and

accessories — (216) 248-7400

The Harshaw Chemical Company
Crystal & Electronic Products Dept.
6801 Cochran Road, Solon, Ohio 44139
de Meern, Netherlands: Harshaw Chemie B.V.
Wermelskirchen, West Germany
Harshaw Chemie GmbH

mousthe

CIRCLE 98 ON READER SERVICE CARD
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chromatogram
This excellent chromatogram shows the analysis of an Angelica Seed
Oil sample on a 102 m long glass capillary column coated with Car-
bowax 20M liquid phase. Conditions: column temperature programmed
from 70 to 240 ° C at 2 ° C/minute.

SUPERB HIGH-RESOLUTION

GLASS CAPILLARY COLUMNS
FOR GAS CHROMATOGRAPHY

These inert, magnificent high-resolution open tubular glass
capillary columns prepared by the use of a unique and very advanced
thin-film technology are available in lengths up to 100 meters. Because
of the novel coating procedure, many stationary phases now can be
used in the 240— 280+ °C temperature range. The high-efficiency
columns can be readily installed in any modern gas chromatograph
equipped with either a split-flow or splitless sample introduction
system.

Columns 0.75 mm O.D. by 0.25 mm .D. coated with the following
eight phases are available from stock:

OV-101 Carbowax 20M

SE-30 FFAP

ov-17 SILAR 5 CP (Silicone ASI)
0V-275 SILAR 10C (APOLAR 10C)

Custom-made columns coated with other liquid phases are prepared
upon request.

Each column is tested with a sample conforming to the charac-
teristics of a particular liquid phase; orders for custom-testing with
a special sample are also accepted.

Special discounts are available on three- and four-column
packages consisting of columns of different polarity. These combi-
nations represent the most reliable and economical way to introduce
sophisticated high-resolution gas chromatography to your labora-
tory.

Write for brochure and price list.

Post Office Box 993

QUAD Rex CORPORATION e Somnecet otz

CIRCLE 186 ON READER SERVICE CARD
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PRODUCTS, INC.

95Grand St Worcester Mass 01610
Tel (6171757 4435

CIRCLE 67 ON READER SERVICE CARD

Manufacturers’
Literature

Columns and Packings for HPLC. De-
scribes Zorbax and Zipax packings, a
new line of size exclusion columns, and
a series of preparative columns. 12 pp.
Du Pont Co. 421

Flame Photometers. Features Models
430 and 450 digital readout instru-
ments. Both have built-in capability for
Na, K, and Li determinations. Corning
Scientific Instruments 422

GC Inlet S S
facilitates splitiess in)ecuon on open tu-
bular columns. Best suited to trace-
comp lysis and comp
conventional sample splitting tech-
niques. ANGC 4-76, 6 pp. Hewlett-
Packard Co. 423

Gas Chromatograph. Specifications
and description of the GC-mini 1 are
given. This very compact GC features a
flame ionization detector and tempera-
ture progr . 6 pp. Shi s Sci-
entific Instruments, Inc. 424

Scanning Electron Microscope. De-
scribes the simple and compact Stere-
oscan 600 system in detail, along with
all of its optional capabilities. 15 pp.
Cambridge Instrument Co., Inc. 425

Continuous Gas Monitors. Describes a
series of new trace level analyzers with
photoionization detection designed to
meet requirements of continuous moni-

trace level

S,N, X

by the numbers.
THE DOHRMANN?® DIGITAL

MICROCOULOMETER will im-
prove your low Icvel lulfur nitro-

gen or halog $
DIGITAL READOUT in concen-
tration units speeds data intepreta-
tion.

PUSHBUTTON CONTROL sim-
plifies operation.

AUTOMATIC BASE LINE correc-
tion and bi-directional integration
assure accurate data.

A recorder/integrator combination
is no longer needed, so the Model
C-300 offers an overall 30% sav-
ings in operator time and a 50%
savings in systems size.

Based on techniques Dohrmann pio-
neered in the early 1960’s, the C-300
microcoulometer features ppm sensi-
tivity with a precision of =0.05 ppm.
The Dohrmann system is recog-

toring in process streams, stack gases, | Rized throughout the petrol and
or ambient air. 6 pp. HNU Sy Inc. h 1 industries as the preferred
426 | means of performing accurate trace
analyses of S, N and halogen in

P ble Calculator. Model 31

dala acquisition and control system is
featured as an OEM component for ana-
lytical systems in such areas as indus-
trial, laboratory, and medical applica-
tions. 6 pp. Tektronix, Inc. 427

Analytical Instrument Line. Features
the complete line of products from the
Instrument Group. Includes gas and lig-
uid chromatographs; UV-VIS and AA
spectrophotometers; NMR, EPR, and
mass spectrometers; electromagnets;
electrometers; and instrument data sys-
tems. 8 pp. Varian Instrument Group
428

GC Valve Automation Accessories.
Several new valve programmers and
accessories for automating GC valves
are presented. 6 pp. Carle Instruments,
Inc. 429

gases, liquids and solids.

Major applications are verifying
specifications of incoming or pre-
uct quality and monitoring plant
effluents.

Corporation, 3240 Scott Boulevard,
Santa Clara, CA 95050
(408) 249-6000 Telex 346 395

ENVIROTECH
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Manufacturers’ Literature

Spectrophotometer Cells. Reference
chart includes over 180 cells including
self-masking cells, quartz and optical
glass cells, disposable cells, and flow
cells. Markson Science Inc. 430

Ch tography N De-
scribes four applications in the field of

liquid chromatography. Vol. 4, No. 1. 13
pp. Perkin-Elmer Corp. 431

Gas Analysis by GC. ANGC 3-76 gives
details on an automated analyzer,
which performs an entire analysis of
gas extracted from electrical transform-
er oil with a single sample injection of
only 0.5 ml. 5 pp. Hewlett-Packard Co.
432

Light and Light Measurement Compo-
nents. Features instruments for the
generation and detection of light includ-
ing monochromators, light sources, and
photo detectors. 6 pp. Schoeffel Instru-
ment Corp. 433

Gas-Chrom Newsletter. May/June
issue features articles on aflatoxin stan-
dards, t-butyldimethylchlorosilane/imid-
azole reagent kits, and the Kalrez HPLC
septums. 8 pp. Applied Science Labo-
ratories, Inc. 434

Paired-lon Chromatography. Describes
a highly efficient method of separating
and analyzing both ionic compounds
and mixtures of ionized and nonionized
material. 13 pp. Waters Associates 435

Pollution Brochure. Features apparatus
for analysis of environmental pollutants
including glassware, pH meters and
electrodes, conductivity meters, and
water stills. 24 pp. Tudor Scientific
Glass Co. 437
Excitation Source. The HCD-unit, a hol-
low cathode-like excitation source de-
signed for analyses of plane metallic
samples and pellets of pressed powder
samples, is described. 12 pp. Spectros-
candia AB, SF-21660 Nagu, Finland

NMR Spectrometer. Describes the
FX100 high-performance multinuclear
100-MHz FT-NMR spectrometer and
the full line of accessories and exten-
sion kits. 24 pp. Jeol Analytical Instru-
ments, Inc. 438

For more information on listed items.
circle the appropriate numbers on
one of our Readers’ Service Cards

Sulfuric Acid. Provides complete infor-
mation on the various grades available
along with handling suggestions and
possible applications. 4 pp. J. T. Baker
Chemical Co. 440

Catalogs

Fume Hoods. Contains complete selec-
tion of standard, induced air, and spe-
cialized fume hoods with illustrations
and detailed specifications. Duralab
Equipment Corp. 443
Laboratory Supply News. Thirty-sixth
edition features many new and useful
items including calculators, petroleum
testing equipment, and an expanded
section of Teflon goods. 64 pp. Labora-
tory Supplies Co., Inc. 451

Plotter Chart Paper. Features full line
of chart paper to fit Broomall, Calcamp,
Houston, and Zeta plotters. 10 pp.
Graphic Controls Corp. 452
Thermometers. Catalog 760 lists the
full line of thermometers and accesso-
ries available. Helpful technical usage
data included. 33 pp. Brooklyn Ther-

mometer Co., Inc. 453

HROMATOGRAPH

Problem Solver

- ACID

DIGESTION
BOMBS

The rapid and safe way to dis-
solve inorganic samples in HF,
HC1 or HNO;, or to digest or-
ganic materials in strong alka-
lis or oxidizing acids with com-
plete sample recovery.

202 Campus Drive, Arlington Heights, IL 60004
(312) 3922670
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Now available in two models: a
general purpose bomb for
temperatures to 150° C and
pressures to 1200 psig, and a
new high pressure bomb for
samples which require disso-
lution temperatures up to 285°
C and pressures to 5000 psig.

Both have removable, 25 ml
Teflon cups with convenient
closures, long-taper seals and
other exclusive Parr features.
For details, write or phone:
Parr Instrument Co., Moline,
lll. 61265. Telephone 309/762-
7716
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finnigan GC/MS and Data Systems

Finnigan—the No. 1 in GC/MS instrumen-
tation—offers the most advanced, com-
plete, and flexible GC/MS and data sys-
tems available today. Systems that meet
every GC/MS analytical need. Systems
that provide the best performance/price
ratio.

Finnigan 4000 Series GC/MS Systems

The highest performance available in a com-
mercial GC/MS system. The 4000 is a highly
flexible instrument, providing both EI and CI
operation in the same unique source. Look for
new developments to be introduced soon—
LC/MS and Negative/ Positive lon CI.

Finnigan 3000 Series GC/MS Systems

The No. 1 GC/MS systems world-wide, both in
number of installations and in proven perfor-
mance and reliability. The complete GC/MS
system for operation in El or CI. And at a price
you can afford.

3000 Series

Finnigan/Incos Data Systems

The most advanced data systems on the mar-
ket. Modular software, simultaneous acquisi-
tion and processing, simultaneous interfacing
to magnetic or quadrupole systems, or both.
Unique features, such as user Fortran program-
mable, diagnostics programs, isometric map-
ping, and many more not found in any other
data system.

Finnigan 6000 Series Data Systems

From the top of the line Model 6110 to the new
low-cost Model 6105, these are unique user-
oriented systems with easy pushbutton opera-
tion. Ideally suited for total automation of your
GC/MS system. Unsurpassed archival storage
with low-cost magnetic tape cartridges.

Finnigan/Incos Data System

For all your GC/MS needs, talk to the specialists—talk to Finnigan.
finnigan

845 W. Maude Ave.
Sunnyvale, CA 94086
Munich Basel Hemel Hempstead
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A Guide for Young Professionals

Entering Industry: A Guide for Young
Professionals. Fred W. Bilimeyer, Jr
and Richard N. Kelley. xi + 281 pages.
John Wiley & Sons, Inc., 605 Third
Ave., New York, N.Y. 10016. 1975.
$14.50

Reviewed by Kenneth W. Gardiner,
Applied Science Program, University
of California at Riverside, Riverside,
Calif. 92502

This is a nicely organized and con-
cise presentation of what can best be
described as the *“facts of life” relative
to pursuing a professional career in in-
dustrial science or engineering. As
such, the authors specifically direct
their comments toward “‘young profes-
sionals"—an apparent initial limita-
tion in appeal that is neatly dispelled
by the following prefatory statement:
“If you are still in the university, at
any level from undergraduate through
graduate, post doctoral, and young
staff member, to the senior faculty
member with a well-developed sense
of responsibility to the stud s if you
have recently entered industry but
haven't yet mastered all its ins and
outs, learned all you ought to know
about it, found your own place in it to
your full and lasting satisfaction; or if
you have done all these things but are
still young in heart, retaining that im-
portant desire to find out what makes
things work and how you fit into the
picture, then you are young by our
definition.” The authors could have
also included that rather sizable group
of so-called career counselors now to
be found as a student service at most
universities!

Rather than trying to cover all types
of industries that afford scientific and
engineering career opportunities, Bill-
meyer and Kelley have wisely selected
the chemical industry as a model, a
most appropriate choice in view of
their own professional training and
experience. In this context, they thor-
oughly cover all aspects from entry
level job applications to the character-
istics, responsibilities, and rewards of
top management. In effect, this small
volume of just some 270 pages is a re-
markably complete handbook of the

v,
ENTERING
il

Fred WL Blimeyec k.
Richard M. Kelley

whys and wherefores and the do’s and
don'ts of getting ahead professionally
by really trying.

The subject matter is pr d in

Books

marketing, staff divisions, and patent
functions. This is a most useful and
complete treatment and provides a di-
rect answer to that most often asked
question by students as to what they
might do out in the real world.
Chapter 11 is a concise description
ol’mmgemntnndt.hurewem asa
pr of t
to recognize the works of wch famil-
iar, traditional authorities as Maslow,
McGregor, Herzberg, Koontz and
O'Donnel, and Drucker used as direct
quotes and references in this section.
In all, this is a very well-written
book in which the authors have cer-
tainly achieved their intent. The use
of some appropriate and popular
media cartoons that have decorated
more than one department bulletin
board provides an added flair! This re-
viewer has no hesitancy in recom-
mending it to all “young profession-
als”.

lon Exchange Ch graphy. Harold
F. Walton, Ed. xviii + 440 pages. Hal-

12 chapters, with four supportive ap-
pendixes. The first five chapters (110
pages) introduce the reader to the
chemical industry. Chap land 2
are replete with facts and figures cov-
ering such things as the type, size, and
distribution of chemical companies,
amounts of money spent on technolo-
gy, and salary and manpower usage in-
formation. Chapter 3 is devoted to the
niceties of landing a job in such com-
panies, while Chapter 4 covers the
nowada)‘s-all unportam area of pro-

: ibilities. Appendi
l and ll provi ide appropnate enmples
ofg forp
ment and the employment agreement
in support of these chapters. Matters
pertaining to advancement are dealt
with in only 10 pages (Chapter 5), and
if the book has a weakness, it is that
this critically important aspect is
given such short shrift.

Chapters 6-10 outline the workings
of those functional departments in
typical chemical companies that do af-
ford career opportunities for scientists
e Included are h

sted Press, 605 Third Ave., New York,
N.Y. 10016. 1976. $30

Reviewed by L. S. Ettre, The Perkin-
Elmer Corp., Norwalk, Conn. 06856

This book is the first in a series rep-
resenting collections of the most im-
portant papers of the devel of
an analytical technique.

The editor collected 48 papers start-
ing with the 1939 paper of Samuelson
on the potentialities of ion exchange
in analytical chemistry and ending
with the 1973 paper of Davankov et al.
on the separation of racemates by
means of ligand-exchange chromatog-
raphy. The book is organized into 13
parts. After the paper by Samuelson
which serves asan muoducuon. lhe

to apphmuon Thus. we hnve pl.m
ing the key pap
with the nn.nlym of rare-earth mix-
tures, transuranium elements, iso-
topes, metals, inorganic ions, nucleo-
tides, amino acids, wbohydnuq and
it }

d wn.h theoretical as-

and develog facturing,

pecm.themormuedoolvenu.md
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Tem-Pres
Internally
Heated

Pressure
Vessels

For subjecting samples to pure hydrostatic
pressures up to 10 kilobars and temperaturesupto *
1400°C simultaneously, Tem-Pres offers a variety
of pressure vessels with a furnace located inside
the vessel housing. Easily replaceabie. cartridge-
type furnaces. with dual control zones, allow com-
plete control of hot-zone location.

The units operate horizontally or vertically. and
open at either end for easy access 1o the furnace
and sample-holding assembly.

in hich

bioh
gl

research systems
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0l h

i icand sp are
organized as separate parts. .
Each part is introduced by the edi-

tor's comments giving the background
and importance of the selected papers
and their connection with other pa-
pers not included in the collection.
The individual papers are reproduced
in the original form. Papers published
in a language other than English are
reprinted in the original language fol-
lowed by a good abbreviated transla-
tion. The reproduction is clear and
well readable. The only problem is
that each page has two page numbers:
the page number of the book at the
bottom and the original page number
of the journal in the running head.
This is confusing, and probably the
latter should have been deleted.

In such a collection it is inevitable
that the selection of the papers repre-
sents the editor’s preference, and one
can always debate whether paper X
not included would be more important
than paper Y which was included. It is
true that the editor, in his introduc-
tion, always explains the reasoning for
his selection and quotes other papers
which the reader might look for. I per-
sonally found only two serious omis-
sions: the very first paper of Samuel-
son [Z. Anal. Chem., 116, 328 (1939)]
and the paper by M. Lederer [Anal.
Chim. Acta, 12, 142 (1955)] describing
the first preparation and use of ion-
exchange papers for paper chromatog-
raphy. I also disagree with deletion of
part of the paper of Spackman et al.
describing the first recording appara-
tus for the analysis of amino acids.

As mentioned earlier, the reprints
are primarily organized according to
the application of the technique.
Sometimes this is artificial and thus a
number of papers which really deal
with the technique itself and its im-
provements, and are using the appli-
cation only as an example, are lost in
the various parts. The best illustration
for this shortcoming is represented by
the two papers of Horvath and Lipsky
and the paper of Kirkland which—as
the editor correctly points out in his
introduction—really represent the be-
ginning of modern high-speed liquid
chromatography. In these papers nu-
cleotides are only the model sub-
stances the researchers happened to
use to investigate the influence of op-
eration parameters on the separation
and column performance. In my opin-
ion, these papers and some others
should have been included in a special
part dealing with the advancement of
the technique.

This is an important book for every-
body active in ion-exchange—and in
fact, generally in liquid—chromatog-
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don’'t be
high pressured
into buying a

low pressure
metering pump

Operating at pressures to 2850 psi,
ISCO metering pumps will deliver a
reproducible flow g«
over wide dial-se- l

lected ranges, easily ;
outperforming lower !
pressure peristaltic or |
similar variable
speed pumps. Three :
models offer flow
rates from1.5to 2500
ml/hr at 50 psi, to a
pulseless 0.8 to 200
ml/hr at 2850 psi. No
calibration is re-
quired and practical-
ly any liquid can be
accommodated.

All ISCO metering and gradient
pumps are described in our current
catalog. Your copy is waiting for

& ISCO

BOX 5347 LINCOLN, NEBRASKA 68505
PHONE (402) 464-0231 TELEX 48-6453
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HIGH RESOLUTION MASS SPECTRA
FOR DOLLARS INSTEAD OF THOUSANDS
Are you typical of the chemist who needs high resolution

mass spectral data, but cannot justify the expenditure
of thousands of dollars for the equipment?

T

A high and low resolution MS-30 mass spectrometer with a combined
gas cl phic inlet is available to serve your needs.

Solids, liquids, or gases—low molecular weight or high (up to 2400)—
are easily and quickly analyzed.

The gas chromatographic inlet facilitates the identification of minor
impurities in foods, , solvents, or other chemicals.

Pesticides, drugs, or other foreign chemicals are easily and unambiguously
identified in water, body fluids, soil, or agricultural products.

Elemental compositions are determined from mass measurements with
accuracies better t ten parts per million.
_ You can now obtain mass spectral data from the most sophisticated
instrumentation available—and at reasonable prices.

Results are totally computerized, leading to speed, accuracy, and con-
venience of the final output.

Contact: Stephen R. Shrader, Ph. D.
SHRADER ANALYTICAL

& Consulting Laboratory, Inc.
3450 Lovett Ave.

Detroit, Mich. 48210

(313) 825-5550
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VV Disposable Cuvettes

Fit any standard spectrophotometer holder

« Excellent optical properties
e Light path1cm.
* For wavelength at and above 320 nm
« Capacity 3.5ml to 4 ml (Catalog No. C-1)
 Capacity 1 ml (Catalog No. C-2)

* Price:Only $20.00 per 200 or $79.90 per1,000 stacked in100's,F.O.B.Woburn.
They’re good - Send for samples, you’ll see!

woumencs nc (8180 ask for details of our FINNPIPETTE Variable Volume micropipetting system)

; VARIABLE VOLUMETRICS, INC.

suswsancn 17 Cummings Park, Woburn, Massachusetts 01801 (617 ) 933-8170
CIRCLE 224 ON READER SERVICE CARD
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Books

raphy. Similar compendiums dealing
with the other variants of chromatog-
raphy would be most welcome.

Statistical Methods for Engi and
Scientists, Vol. 15. Robert M. Bethea,
Benjamin S. Duran, and Thomas L.
Boullion. xxi + 583 pages. Marcel Dek-
ker, Inc., 270 Madison Ave., New York,
N.Y. 10016. 1975. $25.50

Reviewed by David S. Chambers, De-
partment of Statistics, University of
Tennessee, Knoxville, Tenn. 37916

This book joins a growing number
designed for the increasing market in
undergraduate engineering and physi-
cal science. The content is similar to
that of Walpole and Myers’ *‘Probabil-
ity and Statistics for Engineers and
Scientists” and Freund and Miller’s
“Probability and Statistics for Engi-
neers”. The objective is to provide a
basic course in methods. The topics
are many and varied, extending from
basic probability through regression
and experimental design. The book
makes no pretense to heavy involve-
ment in the development of theory; it
is intended as a source of methods
useful to its readers, together with
some explanation of the way to use
these methods. The authors provide
convenient instructions as to which
topics should be omitted in the event
only one semester is available; it is ex-
pected that the entire book will be
covered in two quarters.

Many examples are included in the
text material, and numerous problems
at the end of each chapter have been
selected from the literature in science
and engineering, providing a decided
“applied” flavor. Sources of these
problems are frequently cited. A good
introductory year of college mathe-
matics should be sufficient prepara-
tion, and no previous statistics is as-
sumed. There is an appendix on ma-
trix algebra useful for the regression
discussion.

The format is the usual one for
Marcel Dekker. If one wishes a book
to use in a pragmatic course in statis-
tics, this text might well be consid-
ered. In the hands of a trained and ex-
perienced instructor, it can be the
basis for a satisfactory methods
course.

The book is in obvious need of more
careful editing, and it is hoped that
needed changes can be made through
the use of an errata sheet and alter-
ations in subsequent printings. On ini-
tial reading, errors ranging from mis-
spelled words to confusing statements
were noted on approximately 25 pages
(about a 4% error rate). Some exam-
ples are cited. Page 123, line 5: “How-



TRY THIS
~AND ADD ANOTHER DIMENSION
TOYOUR LAB

You can see the single-stroke REPIPET" dilutor above
in 3-D without any aids whatsoever by following these directions.

It will take a minute the first time,
but after you've seen it once, you
will always see such pictures in
3-D, instantly. Hold the pictures di-
rectly in front of your eyes at your
best reading distance. Look right
through the pictures at an imagi-

nary object about ten feet awa
You'll see three pictures, the cen-
tral one in 3-D. You may sharpen
the focus by bringing the pictures
closer or further away. (A few peo-
ple cannot see the 3-D.)

Like the picture above, the time-saving
.and improved-precision potential of the
REPIPET" dilutor may just take a minute to
realize in the following and countless other
applications: Clinical and industrial deter-
minations, radioactive cocktails, scintillation
counting, deproteinization, atomic absorp-
tion dilutions and wherever you add reagent
to an aliquot.
You can make a complete dilution in 2 to 4

seconds, 1.5% accuracy, 0.5% precision.
Just lift and press So >n‘m‘ e, it's difficult to
make a mistake. Keep both hands free. Use
the foot-operated model

Low silhouette single stroke dilutors, $146,
$158. Order from your local distributor. For
specialized information and/or complete

Labindustries catalog with price list contact
Labindustries.

45 LABINDUSTRIES

1802 Second Street/Berkeley, C

alifornia 94710/Phone (415) 843-0220
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ments for ever-changing
needs. Or require a special
instrument that’s not avail-
able off-the-shelf, MPI has
the answer. A complete
Photo and Electrometric In-
strumentation Laboratory.
By providing the basic build-
ing blocks, elements
common to whole series of
instruments, the MP1 Sys-
tem 1000 allows you to
economically tailor an

Find out how the MPI
System 1000 can help you,
write for your Free Brochure

MEl

instrument to fit your needs. McKEE-PEDERSEN

The system is versatile and
convenient. It will perform
virtually any instrument
function.

INSTRUMENTS
P. 0. Box 322

Danville, Ca. 94526

Phone: (415) 937-3630
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The GCA/McPherson
stopped flow module
with automatic loading.

The EU-730-11 Stopped Flow Module
is now available for delivery within
sixty days.

This versatile and highly flexible
instrument features exclusive automatic
loading, and is priced surprisingly low.

Because of its unique modular design,
our stopped flow system can easily be
converted to a conventional UV-visible
system.

For more information, call this toll free
number: 800-225-1248.

For literature, write to us at the
address below.

GCA/McPHERSON INSTRUMENT @@A

530 Main Street, Acton, Mass. 01720, (617) 263-7733
TELEX: 928435, ANS: GCAMCPHER ACTO
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Books

ever, o2/n tends to zero as n tends to
u...". The use of ev/n instead of

¢/ V/n in several places on the same
page. The statement on page 181, line
9 that the hypothesis H,, is not reject-
ed at the 99% significance level (the
1% level is intended). The insistence
on the use of a representative sample
(pages 2 and 94) when a random sam-
ple is meant.

On page 99 it is stated that data
which fluctuate over a wide range will
have a large variance (true) and that a
large variance indicates data have a
wide spread about the mean (true).
The authors then state that if the
sample values are very close together,
the sample variance will be quite small
(true). They then state that the latter
case is highly desirable. The meaning
is not clear. Is the advice to draw a
sample so that the values are close to-
gether? If so, what about the principle
of random sampling? Or does it refer
to a compact population with a small
variance? If so, sampling is not in-
volved. Such offhand advice to the
reader leads to reader difficulty. More
careful writing will be beneficial.

It is obvious that the authors have
vast experience in applying statistical
methods to engineering and scientific
data. Use of this text might well be
considered by others equally experi-
enced. Unfortunately, the reviewer
has not had an opportunity to teach
from the book, and that is the only
way one can become totally aware of
its strengths and weaknesses.

Chromatographic Analysis of the Envi-
ronment. Robert L. Grob, Ed. x + 734
pages. Marcel Dekker, Inc., 270 Madi-
son Ave., New York, N.Y. 10016. 1975.
$49.50

Reviewed by Robert K. Stevens, At-
mospheric Instrumentation Branch,
U.S. Environmental Protection Agen-
cy, Research Triangle Park, N.C.
27711

This book with contributions from
19 scientists from academic, govern-
ment, and industrial laboratories is
highly recommended for individuals
who are involved in measuring trace
contaminants in our environment.
The text is an up-to-date survey of
gas, liquid, paper, thin-layer, and ion-
exchange techniques for air, soil,
water, and waste samples.

Despite the wide range of topics
covered, the authors are largely suc-
cessful in presenting a comprehensive
review of chromatographic procedures
related to environmental analysis.

This reviewer was particularly im-
pressed with the section on air pollu-
tion by Robert S. Braman and the sec-



1 Modular
E“ - components

forliqud
chromatography
systems

Gradient Mixer GM-1
Valve LV-3

Reservoir R-9

Flow Adaptor A-26
Column K-26

UV Monitor

RI Monitor

Two Channel Recorder

s -u(:::)g-;

Monitors and
Recorders
available only
mUSA

and Canada

Pharmacia Fine Chemicals
Division of Pharmacia, Inc

Piscataway, New Jersey 08854 Fine Chemicals

Phone (201)469-1222

For additional information write or call PHARMACIA FINE CHEMICALS INC  Pis
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tion on thin-layer chromatographic
analysis in air pollution by Daniel F.
Bender and W. C. Elbert. These sec-
tions contained considerable detail
and discussion of GC and thin-layer
methods for a variety of pollutants.
The reviews contained enough detail
of the original work to make it easy for
the reader to select the best method
for a particular analytical problem.

The chapters dealing with soil and
waste analysis contained valuable in-
formation on the types of substances
that generally occur in these media
and the chromatographic methods
that have been employed for their
analysis.

There is some theoretical discus-
sion; however, the emphasis is on the
practical application of chromato-
graphic principles to analytical prob-
lems. For example, several of the
chapters provide valuable and de-
tailed information on calibration of
GC’s which is often overlooked in
some reviews.

Chapter 1 deals with the theory and
practice of chromatography, is well or-
ganized, and is an excellent primer for
beginning chromatographers.

Although the book is generally free

from errors, the reviewer found to his
dismay that his initials had been
changed from R. K. to R. H. (Ref. 55,
Chapter 2) and that O'Keeffe was mis-
spelled in Ref. 55, Chapter 2.

New Books

An Introduction to Microcomputers,
Vol. 1: Basic Concepts. xvii + 287
pages. Adam Osborne and Associates,
Inc., 2950 Seventh St., Berkeley, Calif.
94710. Publication No. 2001. 1976.
$7.50 (add 30¢ for surface mail and
$2.50 for airmail)

Following a great success with the
first edition published December 1975
(reviewed in ANALYTICAL CHEMIS-
TRY by Raymond Dessy, 777 A, Au-
gust), Osborne & Associates are now
offering the first installment of the ex-
panded second edition in two volumes.
Volume 1 is approximately the equiva-
lent of Chapters 1-6 of the first edi-
tion, but extensive sections have been
added to cover two topics which were
left out of the first edition—chips slice
products and serial 1/0. The aim of
the book is to give the reader a thor-
ough understanding of what micro-

computers are and how they differ
from other computer products from a
user’s point of view, and ultimately to
enable the reader to develop the capa-
bility to select the right microcompu-
ter for the particular application at
hand. Since the book does not assume
any prior contact with computers on
the part of the reader, basic concepts
are covered in considerable detail.

Emission Spectroscopy. Ramon M.
Barnes, Ed. xii + 548 pages. Halstea
Press, 605 Third Ave., New York, N.Y.
10016. 1976. $35

Compiled in this volume are repro-
ductions of selected papers which
have made landmark contributions to
the development of emission spectros-
copy over the last 100 years. The pa-
pers are arranged in a semichronologi-
cal order, beginning with a description
of the history and literature of spec-
trochemical analysis. The contribu-
tions between 1860 and 1930 are
grouped in Part 1. Part I concentrates
on the growth of quantitative emission
methods stimulated by developments
in emulsion calibrations, spark
sources, grating ruling and replication,
multiplier phototubes, and techniques

Three new reasons why your department should

any ashing is going on If the
sample i1s entirely ashed. or

will let you know

2. New Temperature Control
Transferring technology we
developed in maintaining a

for semiconductor manutac-
turing, we have built a

into our ashing chamber for
real-time control over
temperature at the sample.

safety and inexpensive

perchloric acid. These are

needs stirring, your IPC system

critical temperature envelope

sophisticated temperature probe

unattended operation and get rid
of your expensive and hazardous

TAKE ANOTHER
LOOK AT PLASMA

1. New End-of-Ashing Detector.
We ve incorporated an optical
feedback mechanism that uses
spectral analysis to determine if

important advantages when you
need speed and are ashing a lot
of samples Now you can do
high temperature ashing simply
with our efficient new built-in
heat lamps

So Three good new reasons
And there are many more that
won't fit this space Please let
us tell you our complete story
and show what other chemists
and spectroscopists are doing in
the QC Laboratory with our
ashers Analyzing plastics,
paints, foods, drugs and more
Call or write Dick Bersin. ask for
IPC Bulletin 4802

3. New Heat Lamps. Until now,
the only benefit you derived
from plasma asning was its speed
at low temperatures. Now you
can enjoy plasma’s cleanliness,

International Plasma Corpora-

tion, 31159 San Benito Street,
Box 4136, Hayward, CA 84544
(415) 489-3030
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Books

for solids, solutions, and microsam-
ples. Semiquantitative and universal
methods, advances in continuous cur-
rent discharges (arcs), and matrix ef-
fects highlight Part I1I. The applica-
tions of the time-resolution technique

spectrometry, gas chromatography-
mass spectrometry, and gas chroma-
tography-mass spectrometry-comput-
er systems for the analysis of complex
mixtures of biological origin.

keynote Part IV, and the de
of emission sources other than arcs
and sparks is emphasized in Part V.
Part VI surveys the present state-of-
the-art.

Ad in Mass Spect, try in
Blochemistry and Medicine, Vol. 1. Al-
berto Frigerio and Neal Castagnoli, Eds.
586 pages. Halsted Press, 605 Third
Ave., New York, N.Y. 10016. 1976. $40
This volume contains the proceed-
ings of the 2nd International Sympo-
sium of Mass Spectrometry in Bio-
chemistry and Medicine held June
1974 in Milan, Italy. The conference
was sponsored by the Mario Negri In-
stitute for Pharmacological Research
to provide an opportunity for the con-
tinued exchange of information in the
rapidly expanding application of mass
spectrometry for the analysis of bio-
logically active compounds. Fifty-one
papers contributed by over 140 au-
thors examine all aspects of mass

Continuing Series

Residue Reviews, Vol. 60. Francis A.
Gunther, Ed. vi + 160 pages. Springer-
Verlag New York Inc., 175 Fifth Ave.,
New York, N.Y. 10010. 1976. $18.80
“Sumithion” is a trade name regis-
tered by Sumitomo Chemical Co.,
Ltd., of Japan for its proprietary for-
mula 0,0-dimethyl 0-(3-methyl-4-
nitrophenyl) phosphorothioate, an or-
ganophosphorus insecticide having a
broad range of insecticidal effect and
yet having low toxicity to mammals
and fish to make its handling of less
concern. Much of the information
compiled in this volume on “Sumi-
thion" comes from members of Sumi-
tomo Co. engaged in the research and
development of the compound. Five
chapters written by 13 authors con-
centrate on discussions of different
chemical aspects of the compound.

The first two chapters review general
chemistry and available analytical
methods used to determine the com-
pound when it is present in technical
products and formulated materials.
The next two chapters discuss formu-
lation of “Sumithion” and its effect on
biological systems. Finally, the last
chapter describes the residue analysis.
Also included in this 60th volume of
the series are (as in volumes 10, 20, 30,
40, and 50) an abbreviated 10-volume
table of subjects, a 10-volume author
index, and 10-volume cumulative
subject matter index.

ation and Purification Methods,
Vol. 4. Edmond S. Perry, Carel J. van
Oss, and Eli Grushka, Eds. Marcel Dek-
ker, Inc., 270 Madison Ave., New York,
N.Y. 10016. 1976. $32.50

The separation and purification

techniques reviewed in this volume
are at least as diverse as they were in
the previous three volumes. They
range from modernized distillation
methods to modern countercurrent
distribution techniques, to name only
a few. Seventeen authors of this vol-
ume are all new to the series. The ex-
tensive literature references provided

AUTOMATIC SAMPLE INJECTION

* Automatic, Unattended operation—Up to 64 samples with
1, 2 or 3 injections per sample. Needs only 0.7 ml of sample.
« Positive Sampling—Delivers precise, reproducible sample

volumes with negligible carry-over between samples.
| ive, Di ble Glass Sample Vials — Polyethylene

caps'give posiliverseal to prevent sample loss.

Unique Positive Flow Design—Uses vial cap as piston to
discharge sample.

Motorized Injection Valve —reliable, 6,000 psi operation. A
10-p! loop is standard.

Microprocessor Operated —Controls injections per sample,
injection time, rinse between samples and automatic shut
down for malfunction and completion of last sample.

Self-Contained — Requires no compressed gas. Needs only
electrical power for operation.

Versatile—Usable with any HPLC system and can be ex-
ternally controlled by computer/integrator.

= X Materais Technoiogy 8nd Liaud Cnhromatogrephy

- - - ®
micromenritics
instrument corporation
5680 goshen springs road « norcross, georgia 30083 .USA.

telephone: 404/448-8282 « telex: 70-7450

Model 725 Automatic Injector
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Students keep on
Instructors top of recent
Researchers advances in

Problem- analytical
Solvers ... chemistry.

MODERN
CLASSICS IN
ANALYTICAL
CHEMISTRY

Volume Il

Edited by Alvin L. Beilby

A selection from the best feature
|articles that appeared in issues of
ANALYTICAL CHEMISTRY from 1970
|through 1975.

Particularly suitable as supplementary
reading for the advanced student of
analytical chemistry and for those who
must keep up with the Iatest develop-
ments in analytical chemistry and
instrumentation, this convenient collec-]
tion of source material contains valu-
able information presented only in out-
line form in many modern textbooks.

Volume Il 314 pages (1976) $8.50 paperbound
Volame | - 268 pages (1970) $5.75 paperbound]

ICONTENTS (Volume Il)
s D of ical Chemistry
b Spectroscopy (11 articles)

» Electrochemistry (2 articles)
» Chromatography (3 articles)
o A ion and Instn ion(6 articles)

» Measurement Techniques (7 articles)

» The Analytical Approach (9 articles)

» Art Conservation (2 articles)
SIS/American Chemical

1155 16th St.. N.W.IWashs.?g.BCtYm
Please send the following books:

Modern Classics in Analytical Chemistry
(Vol. 11 $8.50 paperbound)

(Vol. | $5.75 paperbound)

O My check for$ _____is enclosed. O Bill me.

WMU«B.WMM‘OM
(Prices. change without

notice.)

ne:

Books

at the end of each chapter include
some as recent as 1975. The text is re-
produced from author-furnished type-
written manuscript.

E ! dia of Electrochemistry of
the Elamsnls. Vol. VL. Allen J. Bard Ed.
xiv + 341 pages. Marcel Dekker, Inc.,
270 Madison Ave., New York, N.Y.
10016. 1976. $64

The aim of the series is to provide a
critical and comprehensive review of
the electrochemical behavior of the el-
ements and their compounds. The ele-
ments covered in each volume are
grouped together according to the or-
ganizational scheme devised for the
series. The elements reviewed in this

| volume by eight contributors include

Al, In, Ir, Os, Pd, Pt, Rh, Ru, Sc, Y,
and lanthanides. Each of the nine
chapters is organized into five sections
of introduction and standard poten-
tials, voltammetric characteristics, ki-
netic parameters and double-layer
properties, electrochemical studies,
and applied electrochemistry. The
book is a photo-offset copy of type-
written text.

| Applied Spectroscopy Reviews, Vol.

10. Edward G. Brame, Jr., Ed. xv + 305
pages. Marcel Dekker, Inc., 270 Madi-
son Ave., New York, N.Y. 10016. 1976.
$32.50

Unlike its predecessors which re-
viewed primarily vibrational spectros-
copy, this volume devotes more atten-
tion to emission spectroscopy. In addi-
tion to emission spectroscopy there is
coverage in the fields of photoelectron,
nuclear magnetic resonance, mass, flu-
orescence, and ultraviolet spectrosco-
py. The first review is by R. T. Bailey
and F. R. Cruickshank on applications
of infrared fluorescence. The second
review on biomedical applications of
selected ion monitoring is written by
workers from the School of Medicine
at Vanderbilt University, F. C. Falk-
ner, B. J. Sweetman, and J. T. Wat-
son. The next review by R. K. Harris
and B. J. Kimber covers 2°Si NMR
spectroscopy. The fourth review by G.
K. Oertel and G. L. Epstein treats a
broad area of study in the applications
of spectroscopy to solar research. The
next one by P. J. Slevin and W. W.
Harrison on the hollow cathode dis-
charge as a spectrochemical emission
source describes the use of this emis-
sion source as well as its fundamental
principles of operation. Finally, the
last review by G. K. Schweitzer on ele-
vated temperature vapor photoelec-
tron spectroscopy covers a field that is
undergoing a rapid rise in use. The
book is reproduced from typewritten
text.
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Purchase
Schleicher & Schuell

filter papers through
any office of these

laboratory supply
distributors:

Ace Scientific

Linden, NJ 07036
Beckman Instruments
(Science Essentials Operation)
Anaheim, CA 92806
J. & H. Berg

S. l’lamﬁcld NJ 07080
Biscayne Chemical
Miami, FL 33152

Burrell Corp.

Pittsburgh, PA 15219
Central Scientific
Chicago, 1L 60623
Curtin-Matheson Scientific
Houston, TX 77001

A. Daigger

Chicago, IL. 60610
Eastern Scientific
Providence, RI 02905
Federal Scientific
Kensington, MD 20795
General Medical
Richmond. VA 23261
Hach Chemical

Ames, 1A 50010
Krackeler Scientific
Albany, NY 12202
Labproducts

Tukwila, WA 98188
Macalaster Bicknell

New Haven, CT 06570
Micro-Chemical Specialties
Berkeley, CA 94710

New York Lab Supply

W. Hempstead, NY 11552
Nurnberg Scientific
Rockville, Centre, NY 11570
Para Scientific

Trenton, NJ 08638

PGC Scientific

Rockville, MD 20852
Physicians & Hospitals Supply
Minneapolis, MN 55043
Preiser Scientific
Charleston, WV 25322
Rascher & Betzhold
Chicago, IL 60625

SGA Scientific
Bloomfield, NJ 07003
Sargent Welch Scientific
Skokie, IL 60076

Scherer Medical/Scientific
Carson, CA 90745
Scientific Products
McGaw Park, IL 60085
Sears Supply Co.
Durham, NC 27705
Standard Scientific
Piscataway, NJ 08854
Taylor Chemical

St. Louis, MO 63119
Arthur H. Thomas
Philadelphia, PA 19105
Turtox/Cambosco
Chicago, IL 60620

VWR Scientific

San Francisco, CA 94119
Wilkens Anderson
Chicago, L. 60651



Filter paper in Kent, England
won'’t help your lab in Oklahoma City.

Our worthy competitor manufactures most of his
filter paper in Kent, England. Which can leave the
lab person here in a position of waiting for weeks for
his ship to come in.

Schleicher & Schuell® filter papers are made in
this country, so they’re available to do the job when
the job nceds to be done.

But readily available supplies and prompt de-
livery aren’t all you get when you buy from Schleicher
& Schuell. S&S has been making quality papers for
over a hundred years. We not only have more filter
paper on hand, we have more different kinds on hand.
Papers you can order by brand name, and by what
you want to do with them—application; nature of the
fluid being filtered; size, quantity and nature of the
substance being retained; desired output; filtration
method; and degree of precision required.

Yes, look for our name on the package. But
also look for the exact type of paper you need. S&S
has it—in stock.

Think about that the next time you're at sea
over a filter paper order.

Contact your labora-
tory supply dealer for fast
delivery from stock, or
more information. Or
send for our complete
catalog, ‘Products for
Separation Science’.

SCHLEICHER & Scn “

Keene, New Hampshire 03431
Schieicher & Schuell GmbH, D-3354, Dassel, West Germany
Schleicher & Schuell AG, 8714 Feldbach ZH, Switzerland

CIRCLE 195 ON READER SERVICE CARD
ANALYTICAL CHEMISTRY, VOL. 48, NO. 12, OCTOBER 1976 « 999 A



Analytical eXcellence

with PGT X-ray

fluorescent
systems

The PGT-500 X-ray Spectrochemical Analyzer features:

PGT

PRINCETON GAMMA-TECH

Box 641+ Princeton, N.J. 0BS540 « Tel: 608 924~7310 = Cable PRINGAMTEC » Telex: 843486

O rapid, nondestructive X-ray fluorescence analysis

O simultaneous analysis of up to 82 elements—from sodium
through uranium

0O Si(Li) detector for high resolution analysis

O unique pulsed or constant current air-cooled X-ray tube

O functional keyboard commands and pushbutton controls
for ease of operation

O qualitative and quantitative data processing equipment
that is both automatic and user programmable

O automatic data acquisition, processing and storage

O mass storage capabilities

O 18-sample, drop-in carousel with automatic and manual
sample sequencing

O minimal sample preparation for analysis of samples in
liquid, powder or solid form

O detectability levels between parts-per-million and
100 percent

O nonfocusing X-ray optics

O automatic or manual operating modes
O modular and compact construction

O interfaces for peripheral equipment
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Microprocessors Impact Analytical Instrumentation

Since it seems highly likely that
most new analytical instrumentation
is going to be based in part on micro-
processor technology, it behooves the
analytical research community to have
some understanding of the capabilities
and limitations of this latest technolo-
gy. The term microprocessor was
coined to reflect its limited functions
when compared with computers; thus,
it represents something less than a mi-
crocomputer. (See *An Introduction
to Microcomputers. Vol. I. Basic Con-
cepts” by Adam Osborne, listed on
page 996 A, this issue.) However, these
distinctions between microprocessor
and microcomputer have blurred with
usage so that both terms are used to
represent logic devices on chips.

Microcomputers are usually com-
prised of 1-5 or so chips with other
support chips to control and interface.
The key costs are associated with
memory chips. Custom-designed chips
now available normally contain 4-8
bits. Predictions are that perhaps in
5-8 years, most 16-bit processors will
also be in chip form. Volume applica-
tions of microprocessors, however, are
likely to be in 8-bit processors.

Will microprocessors replace mini-
computers, and how do they differ?
Microprocessors are three to five
times slower than minicomputers,
and, of course, minicomputers have
much more capability. Microproces-
sors can readily be coded to do specific
functions and will probably find use as
support components to larger mini-
computer systems. However, it ap-
pears that microprocessors will re-
place minicomputers only where the
latter now represent overkill: too
much function for the job at hand.

These devices vary so much one
from another, and this state of flux
and lack of standardization are apt to
continue for some time. As is often the
case, the software presents a problem,
and getting people skilled in program-
ming these devices is difficult.

Applications of these devices in con-
sumer products such as TV games, au-
tomobiles, and appliances will be
forthcoming. What is their role in ana-
Iytical instrumentation? It has been
suggested that their introduction will
have revolutionary effects on instru-
mentation. Closer questioning and
further examination of their likely
uses, however, suggest that the effects
will be evolutionary rather than revo-
lutionary. Their incorporation into an-

Editors’ Column

alytical instruments is spurred by
their cost effectiveness, reliability, and
ease with which they can be designed
to do specific jobs. Instruments so de- |
signed will be easy to use, reliable, and |
less expensive. Designing for improved
performance in individual instru-
ments up to this point has added not
only money, but complexity. Micro-
processors can provide improved per- |
formance with greater simplicity and
less cost. Although these results are
highly desirable, they do not seem to
be revolutionary.

Instr s with P
have great sales appeal, so much so,
that it might be tempting to use mi-
croprocessors in applications where
hardwiring would be a better solution.
At any rate, it seems certain at this
time that analytical instruments
under development will include micro-
processors.

Data Validity

Information theory and complex
statistical techniques are making their
contributions to analytical chemistry
research efforts. The computer learn-
ing techniques including pattern rec-
ognition have now reached the point
where applications are reported. The
very existence of computers with their
abiiity to handle efficiently and well
reams of data has tempted-technologi-
cal sophisticates to move in these di-
rections. Also, the real complexity of
some measurement problems would
appear to be ideally suited to these
treatments. However, is it not possible |
to use these methods past the point of |
their usefulness to try to extract more |
information from data than is really |
there? Detector signals can be im- |
proved by certain signal-to-noise en-
hancement methods and data manipu- |
lated readily via the computer, but
there is still a limit to how much infor-
mation is contained in the data. The
analyst cannot lose sight of the fact
that the validity of the data is still ba-
sically tied to the real sample, the real
detector, and the actual measurement
scheme with all the limitations and
variables involved therein. Especially
when the applications involve real sit-
uations with legal, economic, and so-
cial implications, the analyst must be
certain that his data-handling meth-
ods have statistical validity and his
conclusions are supported by the data
collected.

Josephine Petruzzi

During October. Instrumentation
Laboratory. Inc. (IL) will give free
| seminars in 25 dties ocoss the USA to
disauss and demonstrate the new
IL555 CTF (Controlled-Temperature
Fumace) Afomizer for atomic

An unusual feature of these seminars
is that they are guaranteed to contain

Jless than 10ppm bull and 20 ppm

In other words. they
will bec_'nleost99.997%

an.
You are invited. Whether you al-

| ready have AA are thinking about it.

or simply have a sdentific interest,
it will be three hours well spent.

First. no matter what you may have
heard or read. almost nobody
likes to do flameless AA
sampling. Therefore. we'll tell you
how to avoid it if at all possible. If it
con't be avoided, we'll show you how
the IL555 con make it somewhat
more palatable. We'll also desaibe
methods for water, air. petroleum.
and biological analysis.

Cirde the Readers’ Service number
and we'll send you all the informa-
tion. induding a six-poge artide that
has won wide praise for its readability.
accuracy. and honesty, But
Reader’s Service distribution takes fime.
To be sure and get the info be-
fore the seminar. please call
(800) 225-1481 tollfree and
ask for Wilmington.

Even better, do both.

Instrumentation

Laboratory Inc.

Analytcal instrument Dwison
Jonspn Road / Whimington, MA 01887
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GILSON

A NEW WINNER! || (RACE TRACK)

FRAGTIONATOR
for liquid
chromatography

® 220 test tubes (18 x 150 mm)
© Drop counting-time

® Control box can be removed
for remote operation

® Shut-off for column effiuent
and pump

® Electronic digital counter

© Rugged construction prevents
jamming of racks

Model FC-220

Size: 36 cm x 69 cm (14"x27")
Weight: 13 Kg (28 Ibs.)

The Gilson FC-220 RACE TRACK FRACTIONATOR is the new-
est addition to the Gilson Fraction Collector family.
contains eleven Polypropylene racks which move in a re-
circulating oval race track pattern. Each racks holds 20
glass test tubes (18 x 150 mm). Thus, 220 tubes can be col-
lected during unattended operation or collection can. be
continued indefinitely, without interruption, by periodically
removing filled test tube racks and adding empty racks.

A single-piece molded Polypropylene pan prevents spill-
age and foreign material from falling into the lower
mechanism ’

Multiple-column collection can be performed from 2 to
5 columns.

An accessory solenoid shut-off valve is available for
stoppln” the column flow after the last tube is filled, to

ing of the column packing. It also stops col-
changing from one test tube to the next. L=
Model FC-220 with
control box and shut-oft
valve mounted on mast

Call or write TODAY |
GILSON MEDICAL ELECTRONICS, INC.
P.O. BOX 27, MIDDLETON, WISCONSIN 53562 e TELEPHONE 608/836-1551
EUROPEAN MANUFACTURING PLANT

Gilson Medical Electronics
69, rue Gambelta, 95-Villiers-le-Bel, FRANCE
Telephone 990-54-31

CIRCLE 88 ON READER SERVICE CARD
1002 A » ANALYTICAL CHEMISTRY, VOL. 48, NO. 12, OCTOBER 1976



William L. Switzer
Department of Chemistry
North Carolina State University
Raleigh, N.C. 27607

Instrumentation

Asynchronous Serial Computer Interfaces

In their REPORT in ANALYTICAL
C.HEMISTRY. Dessy and 'Pitu_l (1) re-

many p
with computer interfacing. They dis-
cussed trade-offs in selecting and/or
designing an appropriate interface. -
Particularly noteworthy was their
“TTL" principle which describes the
trade-offs among T'ime, T'alent, and
Lucre. The reason often given for de-
signing an interface oneself is to save
money. But bulldmg an interface from
ive if and only
if the costs uuocmud with time and
talent can be neglected or at least
amortized over a number of projects.
A better reason may be that the expe-
rience gained in designing one’s own
interface can greatly simplify future
interfacing problems.

With even minimal knowledge of
the philosophies of digital data trans-
mission, the scientist with some back-
ground in digital electronics can de-
sign in block diagram fashion a digital
data link between his laboratory in-
strument and a computer or a teie-
typewriter. On considering his block
diagram in more detail, he will likely
become discouraged at the straightfor-
ward but extensive circuitry required.
Designing such a circuit from small-
and medium-scale integrated circuits
is not practical for most novice circuit
designers. Starting from large-scale in-
tegrated circuits or multicomponent
circuits will still offer many design
challenges. Herein lies the purpose of
this article, to examine the problems
and some solutions for designing an
interface b the user’s laborat

Figure 1. Multichannel asynchronous serial transmitter
Block diagram shows two instruments connected 1o two active channeis

In Table I the decimal number 15 is
shown in each code. In each case there
is a one-to-one relationship between
the decimal number and its digital
code. The binary code is simply the
base 2 representation of the number
which is 11115; this code requires the
fewest bits for representing any num-
ber. The BCD representation for 15 is
the base 2 representation of each deci-
mal digit and is 0001 0101.; this code
is the easiest for converting b

decimal (base 16) codes which are
merely shorthand representations of
the binary codes shown in Table L
Digital interfaces always involve only
two “levels” of information, logic 0
and logic 1, not 8 or 16 as might be in-
ferred from the use of these bases.

Parallel vs. Serial Transmission

If each bit of the digital code is si-
multanzously-vuhhle the code is
d in parallel. If each bit is se-

decimal and BCD. The ASCII repre-

ry instrument and a computer or tele-
typewriter. This article deals with a
very specific, but generally applicable,
type of interface in which the user’s
parallel TTL (T'ransistor Transistor
Logic) output is transmitted in an
asynchronous serial fashion.

Data Codes

Before proceeding, let us review the
concepts of a digital code and the two
methods for transmitting that code:
parallel and serial. (This subject is dis-
cussed extensively in ref. 1). A digital
code is a string of binary digits, or
bits. This string of bits, logic 0's and
1's, has a unique meaning to the inter-
preter, The three most popular codes
are binary, Binary Coded Decimal
(BCD), and American Standard Code
for Information Interchange (ASCII).

sentation precedes each BCD digit
with the three bits 011 (for numeric
data); thus, 15 is 0110001, 0110101,.
The extended word length of the
ASCII code allows one to represent as
a string of bits, not only numeric char-
acters, but also alphabetic and special
characters.

These digital codes shauld not be
confused with octyl (base 8) and hexa-

quenually available (one bit at a time)
starting with the least significant bit,
the code is pmenled lennl.ly With se-
rial data exchang

especially important since each bit in
the code must be transmitted and re-
ceived during a finite time interval
from the beginning of the transmis-
sion. Data exchange between trans-
mitter and receiver is synchronized
using digital timing techniques. Two

Table . Digital Codes for Decimal Number 15
Binary Octyl Hexadecimal
(base 2) (base 8) (base 18)
Code
Binary 111, 17g Fie
BCD 00010101, 0254 156
ASCll 0110001;0110101, 061,065, 31,6356
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methods are commonly employed:
synchronous and asynchronous serial
data exchange. Synchronous receivers
and transmitters use a common clock,
while asynchronous devices use sepa-
rate clocks operated at the same fre-
quency. Synchronous devices transmit
each bit only during specified pulses
of the clock, while asynchronous de-
vices transmit data whenever it be-
comes available. For this reason asyn-
chronous transmission is more suit-
able for interfacing both chemical in-
strumentation and devices such as
keyboards, which produce data ran-
domly with respect to any clock puls-
es. A more detailed comparison of the
two methods of serial data exchange is
discussed by Finkel (2), but further
consideration here will be limited to
asynchronous serial data exchange.
Consider the problem of transmit-
ting 8 bits of digital data. In parallel
transmission, 8 transmission lines plus
a reference line (9 total) are required;
in serial transmission, only 1 line plus
a reference (2 total) are required. The
main advantage of serial transmission
is that it requires only a single pair of
wires. When transmitting across a
room, wiring 9 transmission lines and
their associated connectors is practi-
cal, but when transmitting to a remote
location, dual-line transmission is usu-

ally more practical. Even when trans-
mitting short distances, if the data are
transmitted to different receivers on
different occasions, the scientist will
quickly tire of wiring multipin connec-
tors. Thus, considering the number of
transmission lines, serial transmission
is simpler.

Disregarding for the moment the
obvious requirement of more complex
electronics to “catch” data “on-the-
fly", another obvious disadvantage of
serial transmission is that data are
transmitted more slowly. At first
glance it should take eight times long-
er to transmit 8 bits serially than in
parallel. The situation is actually
somewhat worse. Consider the serial
transmission mode used by a teletype-
writer. In addition to a 7-bit ASCII
character, a parity bit, a start bit (sig-
naling the beginning of transmission),
and two stop bits (a “rest” interval be-
tween transmissions) are required.
Thus, a total of 11 bits is transmitted
in order to transmit the 7-bit code.
One loses about a factor of 10 in the
transmission speed.

Returning to the illustration in
Table I, one sees that the fastest way
to transmit the number 15 requires
transmitting the binary code in paral-
lel. The slowest way requires trans-
mitting the corresponding ASCII code

in a serial fashion; this method re-
quires 22 times longer (2 characters X
11 bits each), presuming the serial and
parallel receivers accept bits at the
same rate. Nevertheless, transmitting
serial ASCII code has the advantage of
being nearly universally accepted by
teletypewriters (if transmitted at 110
baud) as well as nearly all computers.
(The baud rate is the transmission
rate; 110 baud means 110 bits/s, but
these bits include the 7-bit code, the
parity bit, the start bit, and two stop
bits. Each character requires that 11
bits be transmitted; thus, one charac-
ter is transmitted every 100 ms at 110
baud.) With many computers the
baud rate may be greatly increased,
thus increasing the transmission
speed. Besides being compatible with
computer hardware, serial ASCII is
also compatible with most computer
software. Many Basic and Fortran
compilers can perform 1/0 directly in
the ASCII code. Considering both
hardware and software interfacing
problems, serial ASCII data transmis-
sion is highly desirable despite its
slowness and possible problems in
generating the ASCII code.

Thus far, primarily data transmis-
sion has been discussed. The reverse
operation, data reception, must also
be considered. Herein the serially

Introducing the ‘“‘conversational’’
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Fireworks or Fireflies

Get your data on the fly

Spectra shown below were acquired
from a living firefly (presently in re-
tirement in rural New Jersey) and from
a Bicentennial Fourth of July aerial
display. The storage capacity and high
sensitivity of the Optical Multichannel
Analyzer (OMA™) enabled us to ac-
quire a spectrum from George, the
firefly, at his convenience. He was
neither vivisected nor was he shocked.
George prefers this kind of data ac-
quisition, perhaps you will too.

A fireworks display such as the one
shown here is beyond George’s best
efforts, but no difficulty at all for the
OMA. The OMA was set up several
hundred meters away and spectra were
acquired for nearly every shot. ldenti-
cal techniques can acquire spectra of
explosions, flash lamps and other tran-
sient phenomena.

These spectra illustrate how the sensi-
tivity and single shot capability of the
OMA can simplify data acquisition for
you. While fireflies may not be at the
forefront of bioluminescence technol-
ogy, other critters such as cancer cells
are presently being analyzed in vivo
with OMAs. Similarly, fireworks are
not frequently optically analyzed, but
many researchers need better spectra
data acquisition techniques to avoid
fireworks in the laboratory. For more
information and specific applications

Model 1208 Polychromator with Model 1205D Intensified Detector Head and advice about our OMA Systems, write
Model 1205A OMA Console or call.

OMA spectrum of a single aerial burst

L

INTENSITY

Single flash from firefly ( photinus sp.)

INTENSITY

Princeton Applied Research Corporation
P. O. Box 2565 e Princeton, New Jersey 08540 ¢ US A.
Telephone: 609/452-2111 v Telex: 84-3409




transmitted string of bits must be re-
ceived “‘on-the-fly” and converted to a
parallel format. Any start and stop
bits, which were added on transmit-
ting, must be removed on receiving;
also, the parity must be checked, and
an appropriate error output set.

Universal Asynch Receiver/

Transmitter—UAR/T

Although simple in principle, trans-
mitting and receiving data serially re-
quire rather sophisticated electronics.
The novice would be wise to avoid
starting from basic TTL gates. How-
ever, a large-scale integrated circuit
called a UAR/T (General Instrument
Corp., 600 W. John St., Hicksville,
N.Y. 11802) is available which sacrifi-
ces little in general applicability. In
fact, it would be both time consuming
and expensive for the novice to design
such a versatile system from scratch.

The UAR/T consists of separate
transmitter and receiver sections. The
transmitter accepts bit-parallel input
and produces bit-serial output; the re-
ceiver accepts bit-serial input and pro-
duces bit-parallel output. The trans-
mitter and receiver may be operated
independently of each other (full du-
plex) or in series (half duplex), mean-
ing that whatever is transmitted is
also received. The number of bits in

the code can be selected (5-8 bits;
ASCII is a 7-bit code). An optional
parity bit may be added to the code
when transmitting or deleted when re-
ceiving (an error flag is set if appropri-
ate), and the parity may be selected
even or odd. The UAR/T also adds the
start bit and stop bit(s) (one or two
stop bits may be selected) when trans-
mitting and deletes them when receiv-
ing. The UAR/T also provides two sta-
tus outputs, one indicating that the
transmitter buffer is empty, the other
indicating that the receiver buffer is
full. The baud rate is determined by
an external clock.

All inputs and outputs on the
UAR/T are TTL compatible. Most
modern devices, which are likely to be
interfaced with the parallel inputs and
outputs, will be TTL compatible.
However, serial input and output de-
vices are often not TTL compatible.
The two most popular logic conven-
tions are current loop and RS-232.
Current loop, which is used by con-
ventional teletypewriters and, hence
computers with teletype interfaces,
specifies that logic levels 0 and 1 are
nominally 20 and 0 mA, respectively.
RS-232, which is used by most mo-
dems, specifies that logic levels 0 and
1 are +5 to +15 and —5 to —15, re-
spectively. (Modem is a device which

codes and decodes logic 0 and 1 as two
different frequencies. This is generally
used for long distance data links.)

Converting between TTL logic lev-
els and current loop or RS-232 and
vice versa is quite easy. Larsen and
Rony (3) give simple circuits for ac-
complishing this conversion. With
TTL, current loop, or RS-232, inter-
facing can nearly always be accom-
plished.

For transmitting a single character
serially, the UAR/T requires little
more than connecting the parallel in-
puts and starting transmission, while
receiving a single character requires
little more than sampling the parallel
outputs when the device indicates
data are available. However, most sci-
entists wish to transmit more than a
single character. The UAR/T requires
that each character (or word) be load-
ed in a word-serial, bit-parallel fash-
ion. Building a transmitter/receiver
from a UAR/T still requires consider-
able electronic design to load in this
fashion. For many applications, such
as transmitting data from a digital
panel meter, the data are available in
a word-parallel, bit-parallel fashion.
The designer must therefore convert
from this word-parallel format to a
word-serial format. On command to

(Continued on page 1010 A)
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Run repetitive LC analyses unattended
with the DuPont 848 System.

It's 1:00a.m. The QClabis
dark—except for the lights
on the Du Pont 848 High
Performance Liquid
Chromatography System.
It's busy running the
samples programmed the
previous afternoon.

Day or night, the Du Pont
848 HPLC System offers
you complete automation
for repetitive analyses.

It runs up to 95 samples
and performs duplicate or
triplicate analyses, if
needed, without operator
attention.

The system can performin
all chromatographic modes
of separation, including size
exclusion (GPC). It
incorporates true flow-
feedback control, pulse-free
delivery, wide flow rate

range and high sensitivity
detectors. The automatic
sampler module in this
system also is compatible
with other liquid
chromatographs.

Learn about the full
capabilities of the 848 HPLC
System by writing for our
new brochure. Du Pont
Instruments, Room 24026,
Wilmington, DE 19898.

Du Pont Instruments

CIRCLE 59 ON READER SERVICE CARD

ANALYTICAL CHEMISTRY, VOL. 48, NO. 12, OCTOBER 1976 « 1007 A



125 Years Craftsmanship

James Swift & Son Ltd., England
presents new, unique
/'? —

‘\‘

Quantitative
POLARIZING

MICROSCOPE_ § ’

QL
? e

-

3

A superb
optical system
combines
tradition and
modern
production
techniques.

A pleasure to use. Designed specifically for the
chemical microscopist, mineralogist and
petrologist.

H/l

HACKER INSTRUMENTS, INC.

Box 646, Fairfield. New Jersey 07006 * (201) 226-8450

CIRCLE 100 ON READER SERVICE CARD

Fr- - - -7/

|
| GLASS CAPILLARY
COLUMNS

|
|
| and accessories at discount prices

WCOT. |

|
|

|
|
|
|
|
|
| J & W Scientific, Inc.

. P.O. Box 216 » Orangevale, CA 95662
| 916 /988-8525

e o o i s . s s

CIRCLE 112 ON READER SERVICE CARD
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ORGANIC CARBON IN DRINKING WATER
YOU HAVE TO TAKE jeiemss

ONE LONG DRINK OF WATER. {iiljje

THAT’S EXACTLY
WHAT THIS THING DOES.”

The Oceanography International Total Carbon
System analyses 10 ml samples, and delivers
precise, statistically useful results at total organic
carbon concentrations as low as 0.1 ppm. Preci-
sion with other commercial analyzers (which use
40-80 pul samples) is dubious, and reproducibility
suffers. A lot.

The precision of the Oceanography International
System is a result of using large samples sealed
in glass ampules. It is the only EPA-approved*
ampule method for determination of total carbon
—and it is not susceptible to interfering ions.
Samples are taken with our patented Ampule

e

Sealer. The sealer is portable, so you can use it at
remote sites to preserve an accumulation of
samples for subsequent analysis. Several inves-
tigators, equipped with sealers alone, can be
served by a single central analyzer.

For speedy routine carbon analyses, the analyzer
can be fitted with a module for direct sample in-
jection.

Price includes free installation and operator
training. Write for detailed 8-page brochure!

*EPA approval Oct 16 1973 Federal Register Yoi 38 No 199, P11l pp 28758
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..announcing the

7th Technicon International Congress
December 13-15, 1976
The New York Hilton, New York City
“Advances in Automated Analysis and Information Systems”

Technicon Industrial Systems will assume a major role in the forthcoming 7th Technicon
International Congress with symposia on automated analytical chemistry affecting
virtually every area of interest.

Time and technology never stand still. Many advances in methodology, by themseives,
may not appear to have major impact. Many small refinements in instrumentation may
not appear noteworthy when singled cut. Expanding legislation and its resuitant regu-
latory impact play a distinct role in the needs of the analytical laboratory. Rising costs
create a demand for more effective analytical procedures. And, of course, major
instrumentation developments with their relevance to the laboratory, the economy,
industry, food and agriculture, always stand out.

Only in a meeting having the magnitude of an international congress can these indi-
vidual influences be focussed to form the complete picture. Technicon is proud to
present this forum, where dedicated analytical scientists can receive and review the
current state of the art from all directions. Over 75 papers will be presented, and more
than 4,500 square feet will be devoted to exhibits displaying the latest automated
analytical systems and instrumentation.

Major papers covering legislation, economic impact, technical developments in instru-
mentation and methodologies will be presented under 5 categones of Industrial Symposia :
1. Automated Instrumental Analysis and the Environment
2. Automated Instrumental Analysis and the Food Supply
3. Automated Instrumental Analysis and the Pharmaceutical Industry
4. Automated Instrumental Analysis for Animal Health and Herd Management
5. A Symposium on New Technology in Automated Analysis

Clinical Symposia: Worldwide leaders from Medicine, Academia and Health Care
Delivery will present papers on developments in Clinical Pathology, Diagnostic Medi-
cine and Regulatory Affairs. A Hospital Management Symposium on Computerized
Hospital Services will also be held.

For a complete schedule and registration package on the Industrial (and Clinical)
Symposia, write Department 254, Technicon Industrial Systems, Tarrytown, New
York 10591 or telephone toll-free: 800-431-1974.

7%Technicon Technicon
R “Advances n Aomaed Aralyes Industrial Systems
= ot it Tomorrow’s Technology Today

CIRCLE 202 ON READER SERVICE CARD
ANALYTICAL CHEMISTRY, VOL.. 48, NO. 12, OCTOBER 1976 « 1000 A



load his transmitter, the data must be
saved, and the first character must be
transferred to the parallel inputs on
the UAR/T and transmitted. Then
each successive character must be
routed to the parallel inputs and
transmitted when the previous trans-
mission is complete. Although simple
in principle, designing such a circuit
can be quite time consuming.

SERial Data EXchange—SERDEX

A device which more closely meets
the usual laboratory requirement of
transmitting word-parallel, bit-paral-
lel data is the STX 1003 SERDEX
(Analog Devices, P.O. Box 280, Nor-
wood, Mass. 02062). This device,
which was described by Larsen and
Rony (4), retains many of the features
of the UAR/T. It has separate trans-
mitter and receiver sections and can
be operated either full duplex or half
duplex. The number of bits per word
can be selected from 5 to 8; parity is
optional and can be selected either
even or odd. The start and either one
or two stop bits are added to the code.
The baud rate is determined by an ex-
ternal clock. The STX 1003 also pro-
vides switching circuitry for interfac-
ing by current loop.

A companion component is the SCL.
1006 clock module which provides the
appropriate clock pulses for selecting
baud rates from 110 Hz to 19.2 kHz.
From a +5-V power supply, it also
produces —15 V, which is required by
the STX 1003. Thus, the SCL 1006
and STX 1003 may be operated from
a single +5-V power supply.

Considering first the STX 1003 as a
transmitter, one sees that the princi-
pal difference between the UAR/T
and the SERDEX is the ability to load
in full parallel, i.e., word-parallel, bit-
parallel, up to 8 words each having 4
bits. This ability is sufficient to load
up to 8 BCD or octyl characters in full
parallel as provided by most digital
output devices. Following a load com-
mand, the data are latched and then
transmitted 4 bits of latched data per
character. Transmission continues
until a 11115 is detected; this charac-
ter serves as a STOP character. Trans-
mitting until a special character is de-
tected simplifies the use of this device
in some respects, but complicates its
use in others.

The advantages and disadvantages
arising from the STOP character will
be discussed further below. But re-
turning to the character makeup, one
sees that each of the 4-bit words which
were loaded in parallel is preceded by
1-4 bits depending on the number of
bits of code selected and on whether
parity is generated. (Preceded here
means the bits are more significant;
they are, in fact, transmitted last since
the least significant bits are transmit-

ted first.) The added bits may be load-
ed in a word-serial (not parallel), bit-
parallel fashion. For most interfacing
applications, which require transmit-
ting numeric data only, loading the
most significant bits in this fashion
causes little difficulty. Consider the
problem of transmitting an ASCII
code for a BCD digit. As noted earlier,
the ASCII code for numeric data is the
BCD code preceded by 011,. The
three most significant bits are always
the same and, hence, may be “hard-
wired” to the appropriate logic level.

When attempting to transmit any
data other than numeric data, prob-
lems arise requiring user-designed cir-
cuitry. Then one must somehow load
the appropriate 3-bit prefix in a word-
serial, bit-parallel fashion. One may
either add three shift registers which
allows him to load the entire 7-bit
code in a word-parallel, bit-parallel
fashion or attempt to generate the ap-
propriate 3-bit prefix as each word is
transmitted. Appropriate synchroni-
zation signals are provided to facili-
tate either approach. Adding shift reg-
isters is the most versatile approach
for expanding the character set; how-
ever, this requires adding 24 (3 X 8)
parallel input lines to the 32 (4 X 8)
already required. Generating the 3-bit
prefix “on-the-fly” is usually pre-
ferred if only a few nonnumeric char-
acters are required.

The nonnumeric characters, which
are frequently useful, are + and —
signs, Carriage Return (CR) and Line
Feed (LF), comma, and space. The
“SERDEX User’s Guide™ (5) is help-
ful in describing how to transmit a
sign; the ASCII characters for + and —
require a prefix of 001,. This reference
also describes a convenient manner for
producing CR/LF which requires a
prefix of 000,. Lorimer and Bell (6)
describe a system in which they sam-
ple and transmit a digital panel meter
nine times before producing a CR/LF.
With minor modifications this circuit
could transmit any number of samples
per line. In their circuit, each trans-
mission is separated from the previous
one by a comma, which requires a pre-
fix of 010,. With minor modification
the comma could be changed to an
ASCII space character, which requires
the same prefix. Adding one or two
nonnumeric characters to a numeric
character set is relatively easy as long
as they occur at exactly the same point
in each transmission (preferably first
or last).

Returning now to the use of a spe-
cial ch to stop tr issi
one can see both advantages and dis-
advantages. As mentioned earlier, a
1111, serves as the STOP character.
Depending on which of several 3-bit
prefixes precede this, several charac-
ters in the ASCII set will terminate
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transmission. On the one hand, having
even one character terminate trans-
mission is a disadvantage since trans-
mitting the entire ASCII character set
is difficult, although not impossible,
since one can inhibit detection of the
STOP character. On the other hand,
having more than one character stop
transmission is an advantage, since
the user can stop transmission with
one of several characters which can be
generated under different conditions.
Depending on which STOP character
is detected, the user’s computer can
tell which condition caused termina-
tion.

On examining the SERDEX more
closely, the STOP character is really
X1X1111, where X may be either 0 or
1. The STX 1003 changes thisto a
X0X1111,, if detection of STOP has
not been inhibited. The reason can be
readily seen. Since the three most sig-
nificant bits will usually be 011, for
numeric data, the resulting ASCII
character is nonprinting, if the STX
1003 changes these to 001.. This
means that with a teletypewriter the
STOP character will be deleted from
the printed output.

However, other problems with the
STOP character can still arise, as Lo-
rimer and Bell (6) point out. In trans-
mitting to their computer, which is
programmed in Fortran, the STOP
character is illegal and causes an input
error. These authors describe a meth-
od for deleting the STOP character by
shorting the current loop outputs from
the STX 1003 when STOP is detected.

Considering now the STX 1003 as a
serial receiver, one finds very little dif-
ference between the SERDEX and the
UAR/T. Both provide word-serial, bit-
parallel output. However, the STX
1003 also decodes certain special char-
acters providing an open-collector,
pulsed output when anyone of these is
detected. These special characters in-
clude: 2, *, %, !,’, =, and $. These
characters generate useful output
pulses for controlling the user’s instru-
ment.

Multichannel Data Transmission

As already discussed, the UAR/T
requires little additional circuitry to
transmit one ASCII character. Simi-
larly, the STX 1003 requires little ad-
ditional circuitry to transmit as many
as eight ASCII characters as long as
only numeric characters are allowed.
But for transmitting more than one
channel having as many as eight char-
acters each, the user must design his
own circuit. In our laboratory, we built
such a multichannel transmitter. With
this device, we wanted to transmit
channel-parallel, word-parallel, bit-
parallel data. Desiring to minimize the
design effort, we chose the STX 1003
as the basis for this interface. Using
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Table II. Character Set

LF 000010 10
CR 1000 1 10 1
+ 001010 11
- 0010 1 1 0 1
EOT 10101 1 11
sTOP 0 0 1 1 1 1 1 1
NUMER- X 0 1 1 X X X X
ic

the STX 1003 requires scanning each
active channel to load and transmit
data. The system is constructed so
that the user’s laboratory instrument
communicates with a data acquisition
computer, an IBM SYS/7 in our case.
One may substitute a teletypewriter
for the SYS/7, allowing the same in-
strument control from a keyboard. For
obtaining a printout of data and for
debugging computer-controlled data
acquisition, this teletypewriter com-
patibility has proved valuable.

Figure 1, which shows a block di-
agram of the system dlustrales the

ity of a multich ] trans-

mitter. The master control coordi-
nates the interactions of all other com-
ts in the sy The
cter g and each ch 1
are connected via a common control
bus. The STX 1003 and display are
connected via other lines. On receiving
an inquiry, which is the ASCII charac-
ter for “?”, the STX 1003 produces a
pulse which starts the sampling se-
quence. From each active channel, the
master control waits for a return sig-
nal indicating valid data at the inputs.

Flgun 2. Spoclal d\aractu generator
Generates bits 4, 5, and 6 of ASCHl code. GLAST: LO when last active channel loaded; CR/LF IND: LO
when CR/LF plug connected; LOAD (twice): LO to latch STX 1003 inputs for transmission; INIT: LO to

all counters and flip flops; bits 0 — 3: four least significant bits of ASCII code; EOT: Hl to sig-

Initialize
nal end of data

Flmna.Databusmneslnnndah IntoSTX 1003parallellnpmamdeontrollndb—

cators into appropriate control logic

One set of open-collector gates required for each channel. SIGN: Hi for +; MSB — LSB: paraliel input
mmmuhmmmmov&ouwmmmm EOT: Hi to signal end of
PLUG: channel when

Only those channels connected are
queried and transmitted. Each chan-
nel is routed sequentially onto a data
bus. The system has been built with
only two ch Is, but is expandabl
and the control logic has been bread-
boarded with four channels. The con-
trol block also activates appropriate
indicator lights on the display panel
and accepts certain manual override
inputs.

Table II shows the allowed charac-

ter set, which consists of LF, CR, +, —,

End Of Transmission (EOT), STOP,

STOP INH: LO to inhibit detection of STOP; SHIFT: positive edge

sequence;
advances STX 1003 to next latched character; bits 4 — 6: three most significant bits of ASCII code
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and numeric data. The EOT character
differs from the STOP in that it sig-
nals the SYS/7 to terminate a run.
Note that we have taken advantage of
having multiple STOP characters.
Both EOT and STOP terminate
transmission from the STX 1003, but
STOP only mdlmt&s to the SYS/7
that t ion of each ch lis
complete, while EOT signals the end
of a data acquisition sequence. Except
for the +, —, and CR, the lowest order
four bits are loaded from the data bus.
The + and — signs are generated using
circuitry suggested in the “SERDEX
User’s Guide™ (5). The lowest order
four bits for a CR are identical with
those for the — sign and thus pro-
duced as if for a — sign. The special
character generator, shown in Figure
2, produces the three most significant
bits of the ASCII code excluding pari-
ty. By default, this circuit produces
011, for numeric data and STOP. But
for CR and LF it produces 000, and
for +, —, and EOT, 010,. Parity is gen-
erated internally by the STX 1003.
Figure 2 serves to illustrate how com-
plicated the circuitry becomes to pro-
duce even this limited set of nonnum-
eric ASCII characters.

Figure 3 shows the data bus over
which data and control logic from each
channel are routed to the STX 1003. A
channel is activated by grounding a
single pin on the input connector. Ov-
erflow, end of transmission, and end of
conversion are held HI if the channel
is not active. These are the no over-
flow, no end of transmission, and con-
version complete conditions. If a chan-
nel is activated, each control input
must be held at the appropriate logic
level by the input device. The sign and
each bit are sequentially gated onto
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Table lll. Channel Gate Truth
Tables

2]
-1

ONE CHANNEL
TWO CHANNELS

THREE CHANNELS

- OO -t O o
cCo~00~«00
O~«0000O0OO0O

the data bus by the channel gate.
Table III shows the truth tables for
the channel gates. These truth tables
depend on the number of activated
channels. If only one channel is con-
nected, then channel one is always ac-
tive and all other channels are inac-
tive. If two or more channels were con-
nected, then each would be gated onto
the data bus and following transmis-
sion of the last channel, the gate con-

e g

ol

route data onto bus: GLAST: LO when last active channel gated onto bus

figuration would return to its initial transmission. XMIT" is generated
state. Tl'ns gatmg sequence 13'300011!- with external circuitry and remains HI
an ex ring long enough for transmitting one addi-
counter and a relnggerable RS flip tional ASCII character. is the
flop, the channel scanner. . complement of XMIT".) If only one
Figure 4 shows the expandable ring lis d, G1, the gate
The first channel requires pulse to channel 1, remains HI. This

one JK flip flop and two NAND gates;
each other channel requires one JK
flip flop and one open-collector
NAND gate. Outputs G1 and G2 are
the gate signals for channels 1 and 2,
respectively. If only one channel is
connected, G1 remains HI and G2 re-
mains LO on the positive edge of a
clock pulse produced by the channel
scanner (CHAN SCAN). If, however.

1 is cc d, G1 be-
gms HI while G2 is LO, but on the
first positive edge of CHAN SCAN,

G2 goes HI and G1 goes LO. On the
second positive edge G1 returns HI
and G2 returns LO.

The channel scanner, which gener-
ates the clock pulse to advance the
channel gates, must produce one pulse
if only one channel is active, two if two
are active, etc. Figure 5 shows the cir-
cuit which accomplishes this. It con-
sists of two ble multivit
and one RS flip flop made from
NAND gates. The RS flip flop, which
is the channel scanner output, is ini-
tially set to HI. On an end of conver-
sion (all conversion complete), mono-
stable M1 clears the RS flip flop. This
loads the STX 1003 and starts the
transmission. The STX 1003 sends a
shift pulse indicating transmission has
begun; this resets the RS flip flop. If
monostable M2 is activated, it again
clears the RS flip flop on the positive
edge of XMIT". (XMIT is an output
from the STX 1003 which is HI during

inhibits M2 from triggering on XMIT"
and leaves CHAN SCAN HL If, how-
ever, more than one channel is con-
nected, G1 goes LO on the first posi-
tive edge activating M2 for a positive

Figure 5. Channel scanner
mm-mwvwsrnmwmwmmammmmnmmmm
plete; * negative
mmﬁbﬂow

::ammm:mscmmmmmtm positive edge advances
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edge transition of XMIT". Monostable
M2 clears the RS flip flop which loads
the second channel and starts its
transmission. Alternately, the channel
gate will be advanced and transmis-
sion will begin until G1 again returns
HI, indicating that all ch Is have
been transmitted. M2 will again be in-
hibited until a new end of conversion
is detected.

This data acquisition system has
served our laboratory well. It ap-

: positive edge signals STX 1003 avallable for reloading; G1: Hi when first



With An Incos MS Data System

You Can Do This
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Reconstructed gas chr gr and i ic chromato-
gram map. This useful, time-saving display format is unique
to Incos data systems. Mass spectra or mass chromatograms
may be displayed in a three-dimensional format either before
or after data enhancement. The operator specifies a range of
scan numbers and a mass range or list of individual mass re-
gions. A fragmentation series or parent ion series can be dis-
played quickly in the isometric format and interpreted imme-
diately.

Incos system hardware embodies the latest advances in
solid-state microelectronics. The central processing unit
is a NOVA 3, 16-bit-word minicomputer with 700 nsec
cycle time. The dual-disk drive is a top-loading unit
operating at 2400 rpm with an average access time of 50
msec. Data storage capacity is 1.25 million 16-bit words
per disk, or a total of 2.5 million words. Capacity can
be increased to 5 million words with the optional dual-
density feature. The printer/plotter is a Versatec 800A
500-line-per-minute electrostatic printer/plotter with
very high print quality. The keyboard graphic display
terminal is a Tektronix 4010 with a 5.6” X 7.5" screen.

And A Lot More

e Simultaneous data
acquisition/processing

e Both high and low resolution mass
spectrometer interfacing

e Both quadrupole and magnetic system

control

Simultaneous multiple instrument

interfacing

REmote Dlagnostics

User Fortran programmable

Accurate mass assignment

Automatic GC/MS data enhancement

Instrument diagnostics

Multi-parameter library searching

Combining state-of-the-art hardware, modular Fortran

programming, and advanced design concepts, Incos da-

ta systems offer proven capabilities that greatly extend

the power and versatility of any mass spectrometer.

They also offer the most complete software package

available, enabling you to obtain accurate data in the
format best suited to your needs.

An Incos data system can process data as they are being
acquired, process previously acquired data files while
new data are being acquired, or run any Fortran pro-
gram you wish while the system is acquiring data.

Incos data systems can be interfaced to any make or
type of mass spectrometer—high or low resolution,
magnetic or quadrupole. They can be interfaced with
any desired combination of mass spectrometers, and
can provide simultaneous operation of the MS systems.
Additional display terminals at remote locations can
also be accommodated.

In addition to several diagnostic programs that enable
the operator to optimize overall performance parame-
ters, the system has remote diagnostic capability. A
modem enables the user to establish a direct telephone
link between his data system and any Incos service cen-
ter. This enables problems to be diagnosed quickly and
service provided rapidly.

Send for the brochure describing the many features
that make the Incos systems the most advanced and
flexible MS data systems available. Incos data
systems do so much more. Why settle for less? For
your GC/MS data system needs—ask the specialists.

INCOS

Incos Corporation
A wholly owned subsidiary of Finnigan Corporation
1332 Sixth St.
Berkeley, CA 94710
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From Signal Averagers
to complete Fourier Transform
Infrared Spectrometers . . . Nicolet
is helping solve measurement

problems in over 2000 Laboratories
Around the World

For over ten years Nicolet
Instrument Corporation products
have been used to analyze scientific
and engineering problems around
the world. The continuous expansion
of the Nicolet product line from one
single line of signal averagers in 1965
to its present diversified product
group has certainly enhanced the
versatility of, and demand for,
Nicolet instrumentation.

The 1070 signal averager has,
for over eight years, served many
areas of scientific research in
providing reliable signal averaging
with post-averaging processing
capability. Nicolet has incorporated
many new technological advances
into the 1070 over the years but the
measurement capabilities have
maintained a wide range of
versatility over the years. Nicolet
recently introduced an inexpensive,
single input signal averager, the
NIC-527, for applications which do
not require the 1070's versatility.

CIRCLE 151 ON READER SERVICE CARD

The Nicolet 1090A EXPLORER
Digital Oscilloscope, the other kind
of oscilloscope, is in service testing
hockey helmets for shock
absorption, analyzing pulsed nmr
signals in liquid crystal research,
searching out leaks in nuclear
reactor coolant systems, capturing
stress and strain data in materials

testing and making measurements
in hundreds of other applications that
require its accuracy, resolution, and
ability to interface to other
instruments for data recording or
modification.
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Nicolet data systems are in

worldwide use for nuclear magnetic
resonance chemical analysis
determining the structural and
motional characteristics of a wide
range of chemical systems. Other
applications of the new NIC-1180
data acquisition and processing
system include flash photolysis
epr studies, ESCA and auger
spectroscopy, and laser raman
investigations.
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Fourier Transform NMR

accessories, designed and
manufactured by Nicolet Technology
Corporation, are in use on
instruments such as the XL-100,
HR-220, T-60, R-12 and R-32. NTC
has announced a new high resolution
Fourier Transform lon
Resonance Mass Spectrometer
which offers greatly improved
resolution and sensitivity along with
the ability to examine higher
molecular weight compounds.

CIRCLE 154 ON READER SERVICE CARD

The first Nicolet Fourier
Transform Infrared Spectrometers,
which incorporate the NIC-1180,
have been installed recently, and are
already being employed for studies
of chemical structure and dynamics.
Worldwide this unit is in use in
analytical chemistry laboratories
taking advantage of the increased
sensitivity and ease of operation
offered by an FTIR system compared
to conventional IR analytical
techniques. The unique Nicolet
FTIR software package makes this
system even more versatile.

CIRCLE 155 ON READER SERVICE CARD

What about your signal
processing requirements? If you
have a signal averaging, data
acquisition or spectroscopy-related
measurement problem please phone
or write to describe your needs.

NICOLET
= INSTRUMENT
CORPORATION

5225 Verona Road
Madison, Wisconsin 53711
Telephone: 608/271-3333
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proaches very closely the “ideal” com-
puter interface with which the users
can wire for each channel a single, par-
allel connector between his instru-
ment(s) and this system and operate
his instrument under control of the
device linked serially with the STX
1003. Besides operating this interface
with teletypewriter and IBM SYS/7,
we have also operated it with an Altair
8800 microcomputer. We have used
the interface both full duplex and half
duplex. We also have a limited capa-
bility for selecting the baud rate
through control logic.

Future Serial Computer Interfaces

But despite the versatility of the
system built around the STX 1003,
microprocessors will undoubtedly play
an important role in future serial com-
puter interfaces. With an 8-bit micro-
processor and its clock, a parallel 1/0
port, and a serial 1/0 port, one could
eliminate the need for almost any
electronic design. Under program con-
trol, one could select and/or change
baud rates, codes, numbers of chan-
nels transmitted, and formats. Design-
ing microprocessor-controlled serial
interfaces would be reduced to wiring
a parallel input connector and to pro-
gramming a PROM (Programmable
Read Only Memory). Changing the in-
terface tailored for one instrument to
that for another would require chang-
ing PROM’s. Standard, high-volume
serial interfaces between commercially
available instruments and commer-
cially available computers would re-
quire the same microprocessor-based
interface and a much cheaper, mass-
produced ROM (Read Only Memory).

In y, serial comp inter-
faces can be made quite generally ap-
plicable for interfacing many instru-
ments having parallel 1/0 with com-
puters and many hard-copy devices.
Serial interfaces suffer only when re-
quired to handle extremely high data
rates. Finally, one should not underes-
timate the power, simplicity, and con-
venience of a single pair of wires for a
computer interface using serial data
exchange techniques.
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Chemical Characterization

A modernized name for qualitative analysis is chemical character-
ization, a name that implies a more detailed identification than the
classical detection of elements or compounds in a sample. Thus chemical
characterization may involve the identification of the oxidation state,
coordination state, crystalline form, distribution of impurities, surface
structure, and many other types of information besides composition.

Even if we are dealing with composition, we can visualize many
“nonclassical” situations arising, for example the identification of
transient species or steady-state occurrence of activated species in the
upper atmosphere or molecules in intergalactic space. What about
identification of larger units than molecules in biological systems? It
seems difficult to draw the line between macromolecular species, miceller
units, membranes, organelles or cells, all of which have a characteristic
chemical makeup. Somewhere along the line we begin to use functional
descriptive names such as egg albumen or E. coli mitochondria that
adequately characterize the material for the intended purpose.

We come to the nub of the matter when we recognize the problem-
oriented nature of chemical characterization, or for that matter of ana-
lytical chemistry as a whole. Chemical characterization includes as much
or as little detail as is necessary for the problem at hand. For some sit-
uations it is entirely adequate to report elemental composition in the
classical way, but if the problem being tackled requires more detailed
information, it is necessary to seek it. A good example is particulate
matter in the atmosphere. A first-level characterization is simply to
collect and weigh filterable particles in a known volume of air. A second
level of sophistication involved a breakdown by particles size distribu-
tion. A third level is to examine the size fractions for elemental compo-
sition. A fourth level is to determine the nature of the individual particles
(e.g., silica, rag weed pollen, lead halides, etc.). A fifth level is to char-
acterize specific crystalline forms (e.g., various forms of asbestos). Each
of these characterizations has a place appropriate to an environmental
problem. It is the responsibility of the analytical chemist to choose the
characterization method to yield the needed information efficiently, i.e.,

without wasted effort.
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Long-Lived Potassium lon Selective Polymer Membrane

Electrode

Oliver H. LeBlanc, Jr.* and W. T. Grubb

Electric F and Devel Center, Sch
Long-lived potassi lecti lectrodes were constructed
from branes | porating potassi i ycin tetra-
phenylborate salt in a poly ic matrix. The polymer was a
block copoly of poly(bisphenol-A bonate) and poly-

(dimethylsiloxane) with suﬂlclonl cyanoethyl substitution In
the latter to provide a dielectric of 5.2. Nearly ideal
Nernstian response to K* from 1075 to 10~ N was observed
over more than 3 years of exposure to neutral electrolytes.

Following the discovery by Mueller and Rudin (1) that the
macrocyclic antibiotic Valinomycin induces specific K* ion
conductance through lipid bilayer membranes, Stefanac and
Simon (2), and many others since, employed Valinomycin as
a neutral carrier to construct practical K* -ion-selective
electrodes; see the review by Buck (3).

In 1970 (4), electrodes incorporating Valinomycin as the
K+ ion carrier were prepared in a special elastomeric polysi-
loxane poly(bisphenol-A carbonate) block copolymer matrix
(5) prepared by the late Johannes F. Klebe of our laboratories.
The use of this copolymer membrane in pH-sensing electrodes
for in vivo biomedical applications has been described (6).
Such block copolymers containing about 50% of each con-
stituent polymer are actually heterogeneous, two-phase sys-
tems, the poly(siloxane) blocks comprising a continuous,
amorphous phase through which molecular transport occurs
rapidly, as in all silicones, while the poly(carbonate) blocks
form a discontinuous, crystalline phase that cross-links the
structure (7, 8). Because such cross-linking is destroyed by
poly(carbonate) solvents, such as methylene chloride, these
elastomers are solvent castable, a useful property.

If such copolymers contain only dimethylsiloxane moieties
in the poly(siloxane) blocks, they do not perform well in ion-
selective electrodes as matrices for ion-specific carriers. Pre-
sumably, their dielectric constants (2.5-3.0) are too low to
permit significant ion unpairing or electrical charge injection
at the aqueous/membrane interfaces (9). Adding ionic carriers
of various sorts to them yielded membranes of very high
electrical resistances and erratic transmembrane potentials
between aqueous solutions containing the transportable ions.
Accordingly, Klebe synthesized modified copolymer materials
in which the poly(siloxane) blocks were a random sequence
of dimethylsiloxane and cyanoethylmethylsiloxanes. Suffi-
cient cyanoethyl groups to yield a dielectric constant between
4 and 13 gave copolymers which performed well in ion-selec-
tive electrodes. Klebe also achieved improved hydrolytic
stability of these copolymers by employing a carbamate
linkage, rather than the more customary aryl-oxy-silicon
linkage between the poly(siloxane) and poly(carbonate)
blocks. Synthetic procedures are described in detail in Ref.
4.

K+ ion selective electrodes formed by simply incorporating
neutral Valinomycin (Calbiochem, LaJolla, Calif.) into films
of the above polymers showed some K* response, but resis-
tances were so high (210° Q) that measurements of trans-
membrane potentials were exceedingly difficult. Using the salt
formed between the K* : Valinomycin complex cation and the

N.Y. 12301

tetraphenylborate anion yielded much lower resistance
membranes with good K*-response characteristics.

EXPERIMENTAL
The elcclrodeb were constructed using the poly(siloxane)-poly-
(bisphenol-A carbonate) block copoly prep ion specifically
desi, ed as 1 ber 2 in Ref. 4. This contained 52% si-

loxane, with 2.2 dimethylsiloxanes per cyanoethylmethylsiloxane with
a static dielectric constant of 5.2, and an intrinsic viscosity of 0.3 dl/g
in chloroform at 25 °C.

The carrier salt was prepared froi tassium tetr; ylborate
precipitated from aqueous solutions of KCl and sodium tetraphen-
ylborate. After careful washing and drying 3.3 mg (9.2 mmol) of this
salt plus 12.2 mg (10.9 mmol) of Valinomycin were dissolved in 8 ml
of methylene chﬁoride in about 3 h. (Potassium tetraphenylborate is
insoluble in methylene chloride, but the complex salt is soluble.) The
complex salt formed more rapidly in the mutual solvent acetone,
which was removed in vacuo before dissolving the salt in methylene
chloride.

The complex salt in methylene chloride was added to methylene
chloride solution of the block copolymer to obtain about 3% solids in
solution consisting of 3.0 parts salt to 100 parts copolymer by weight.
After filtering through a glass frit to remove any particles, the solvent
was partially evaporated until there was about 7% solids solution. This
solution was poured onto a glass plate, allowing it to spread freely, and
allowed to dry overnight with a Petri dish cover to slow solvent
evaporation. The resulting film, 60-90 um in thickness, was peeled
from the plate. It was tough, rubbery, colorless, and slightly cloudy,
probably indicating that the complex salt was present slightly in ex-
cess of its solubility in the copolymer.

Small circular disks 6 mm in diameter, punched from this film with
a stainless steel punch, were incorporated in two electrodes whose
structure is shown in Figure 1. The electrode body was a 10-cm length
of Pyrex tubing, 5.0-mm o.d. and 3.3-mm i.d., with ends ground flat.
One end of the tube was coated with a small quantity of silicone rubber
cement (RTV 1[)8 Ceneral Electric, Waterford, N.Y.), the tube

d in a mic , and the cement-coated end lowered
into concentric contact with the Sllghllj larger 6.0-mm diameter disk
of the K* -sensitive film. The silicone rubber cement was allowed to
cure overnight, forming the first of two seals between glass and
film.

Making of the second seal was simplified by use of a shaped sleeve.
This had been preformed from heat-shrinkable polyolefin tubing
(Flexite PO-135, expanded i.d. 6.3 mm, recovered 3.2 mm, L. Frank
Markel & Sons, Norristown, Pa.) by shrinking it onto a Teflon poly-
mer rod machined to two diameters of 5.0 and 6.0 mm with a shoulder
between. The Pyrex glass tube was held vertically with the membrane
at the top, and the shaped sleeve positioned about half-way up the
tube with its larger di facing upward. The space be-
tween the sleeve and the tube was filled by injecting more of the
RTV-108 silicone from a syringe. The sleeve was then slid upwards
until it touched the membrane. The outer edges of the membrane were
gently pressed down to make good contact with the silicone rubber
cement, which then was allowed to cure overnight.

Thus, two independent seals were formed sequentially, providing
better assurance against pinhole leaks. The silicone rubber cement
used to make these seals adheres extremely well to poly(siloxane)
materials, and also to clean glass surfaces.

An internal reference element consisting of a chloride silver wire
was sealed into a sized piece of the heat-shrinkable polyolefin tubing.
A vent hole was provided in this to facilitate final assembly of the
electrode, after it was filled with a reference electrolyte solution, by
simply sliding the snugly-fitting polyolefin tubing onto the open end
of the Pyrex glass tube.

The two electrodes constructed on November 11, 1970, have had
slightly different histories. Electrode A was stored wet at room tem-
perature, filled with and immersed in a solution of either 4 mM KCl
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Figure 1. Construction of the electrodes.
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Figure 2. Electrode p asa of K* ion ation

Table I. Resistance as Function of Time Elapsed Since
Beginning of Continuous Storage in 0.15 M NaCl,
0.01 M KClI

Electrode A Electrode B
Date Time, Resistance, Time, Resistance,
tested days MQ days Q
11/25/70 14 22
12/10/70 29 20
1/20/71 70 27
4/22/71 103 21
5/11/72 547 35 384 22
11/13/72 733 35 570 17
5/17/72 917 30 754 18
11/19/73 1104 35 941 18
2/10/76 1917 29 1754 6

Calif.) is shown in Figure 2. The agreement with the Hyland
assay shows that these electrodes can be used to determine K+
ions in plasma or serum.

For three years after they were constructed, the response
time of both electrodes was such that steady potentials were
obtained in less than 1 min after changing the external solu-
tions. This was probably limited by the time of mixing.

Electrical resistance was monitored as a sensitive measure
of the stability of ion selective electrodes (probably more
sensitive than the electrode potential itself). The resistance
will undergo changes due to deteriorations in either the “liquid
membrane” matrices or the carrier systems, or due to the
develop t of pinhole leaks, long before any of these phe-

Internal electrolyte: 140 mM NaCl plus 4 mM KClI. Reference electrode: saturated
calomel. External solution: (O) KCI alone; (0) KCI plus 140 mM NaCl. The K*
ion concentration in Hyland serum was calculated by interpolation from the
potentials measured in it, in 1 mM KCl plus 140 mM NaCl, and in 10 mM KClI plus
140 mM NaCl. Value found: 4.1 mN; Hyland assay: 4.3 mN

and 140 mM NaCl or 10 mM KCl and 150 mM NaCl. Electrode B was
stored dry for approximately five months and in the same manner as
Electrode A since then.

From time to time, the electrodes were briefly removed from storage
for testing. The internal electrolyte solutions were renewed if neces-
sary. Electrode potentials were conventionally measured against a
reference electrode using high impedance electrometers or pH meters.
Electrode resi: were d by a variable freq 'y audio
bridge with extrapolation to zero frequency or by measuring the
electrode potentials as a function of i d shunt load resi
All data were ob d at room 23+2°C.

RESULTS AND DISCUSSION

Static potential response of electrode A to variations in
external K* ion concentrations is shown in Figure 2; the
characteristics of electrode B were indistinguishable. The
same response, repeatedly observed for both electrodes for a
period of three years was nearly linear from 102 to 10~ N
[K*] and not exactly linear at higher concentrations because
of the variation of activity coefficients. For example, the re-
sponse was 56 + 2 mV when the external solution was changed
from 1 mM KCI to 10 mM KCl at 23 °C. This is Nernstian
behavior considering the activity coefficient differences be-
tween these two solutions.

To determine if the electrodes are useful in the determi-
nation of [K*] in whole blood plasma, separated plasma, or
serum, in which Na* is present (=140 mN Na* vs. <4 mN
K*), potentials were determined in the presence and absence
of 140-150 mM NaCl. As Figure 2 shows, the addition of NaCl
generally decreased the electrode potential, as expected for
activity coefficient effects, rather than increasing them, as
would be expected for Na* ion interference. A test of recon-
stituted human blood serum (Hyland Clinical Control Serum,
Hyland Division, of Travenol Laboratories, Los Angeles,

nomena lead to detectable changes in electrode potential
characteristics. The resistance data obtained on the present
electrodes are listed in Table 1. They demonstrate that the
electrodes were surprisingly stable for 3 years, with detectable
changes occurring at 5 years.

At 5 years of age, both electrodes had deteriorated, as
judged by all criteria for evaluating their performance. The
resistances had noticeably decreased. The potential response
to changes in external [K+*] was now sluggish, steady potentials
being reached only after as long as 5-10 min. The static re-
sponse was now low; the potential now changed only +50 mV
for electrode A and +54 mV for electrode B when the external
solution was changed from 1 mM KCl to 10 mM KCL

The reason for this ultimate deterioration in performance
is not certain, but all the observations would be consistent
either with the development of Na* (or Cl-) interference in
the membrane proper or with the development of pinhole
leaks around or in the membrane. The latter is considered
more probable.

CONCLUSION

‘The long life of these electrodes is remarkable. Clearly, the
poly(siloxane)-poly(bisphenol-A carbonate) block copolymer
synthesized by Klebe is quite stable in contact with neutral
aqueous solutions. The potassium Vali ycin tetraph
ylborate complex salt remained active in the membrane
during a 3-year period without dissolving into the aqueous
solutions or hydrolytically decomposing. Similar long life
behavior has also now been observed with ion-selective elec-
trodes constructed using plasticized poly(vinyl chloride) as
the “liquid membrane” material (10-17), which suggests that
the ph may be gi 1 to electrodes constructed with
noncrystalline polymer matrices. The electrodes of the present
paper have utility in biomedical applications such as blood
serum K+ determinations.

The deterioration in transmembrane potential and response
time properties and the accompanying decrease in electrical
resistances at 5 years' life may indicate the onset of electrolytic
shorting paths through or around the membranes. The use of
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thicker membranes or even better adhesive or sealing proce-
dure might yield electrodes with longer life.

Finally, the elastomeric copolymer applied in this work may
be useful as a host matrix for other ion-selective carriers,
providing improved stability and lifetime.
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Determination of Subnanogram Amounts of Fluoride with the

Fluoride Electrode

Alan S. Hallsworth,* John A. Weatherell, and Dan Deutsch

Department of Oral Biology, Dental School, University of Leeds, Leeds LS 1 3EU, England.

An ly sensitive method of determining fiuoride wl(h

the Orion el de Is ibed having an absolute det

limit of 10 pg (10~11 g) of F~. One-microliter volumes of
P are ined as thin layers between the fluo-

ride-lon ing el tofa d ‘Orlon ' d andtho

EXPERIMENTAL

Apparatus. Sample Preparation Block. Solutions of samples
soluble in 1 M perchloric acid are prepared in 50-ul capacity chambers
or microtubes (2.5-mm diameter X 10 mm deep) drilled in a block of
pol)propylene (Figure 1). Before use, the sample block is cleaned by
in 10% Decon 90 at 80 °C for 60 min, rinsed with fluo-

flat sl J ion of a cak | ref trod:
Immediately below It. One hundred plcograms (10““ a) ol F'

nde free water and then immersed in 30% perchloric acid at 80 °C for
about 20 min, care being taken to ensure that the acid completely fills

have thus been d: ined with a preci:
deviation) of 5%: the precision improving {0 2.8% at the 1-ng
level. Sample preparation procedures and a fluoride micro-
diffusion technique of great sensitivity and range (<1 ng to 100
ng F™) are also described. These techniques, while developed
primarlly for the mineralized tissues, can be used to analyze
many other ﬂuorlde-contalnlng malerlala. Similar electrode
blies, used to d I of chloride
Ion (1 ng) and hydrogen lon are discussed.

The Orion fluoride electrode (1) has been used to determine
less than 100 pg of fluoride ion with reasonable accuracy and
precision, this high sensitivity being achieved by using a
minimum convenient sample volume of 1 ul. The fluoride
electrode, without modification, is used with a separate ref-
erence electrode and a special ground-sleeve junction.

A fluoride diffusion technique of comparable sensitivity is
used when the sample fluoride content is extremely low and
must be concentrated into a small volume of solution to enable
accurate measurements to be made, or when some of the flu-
oride is complexed by sample components.

These analytical methods have been in use for a number of
years, being employed by the authors to measure fluoride
concentrations in dental enamel, dentin, bone, and other bi-
ological materials. They can, however, be applied to a wide
range of fluoride-containing materials. The principle upon
which the electrode assembly is based has been similarly ap-
plied to the ultramicrodetermination of chloride and hydrogen
ions and could, with little difficulty, be used in the electrode
determination of many other ions.

each chamber. The block is rinsed at least 6 times with fluoride-free
water and dried in vacuo over sodium hydroxide pellets.

Fluoride Mlcrodxf[usxan Cells Diffusion cells were made from
polypropylene sp les and push-fit polyeth
ylene stoppers (Figure 2). The emb ddi les (8-mm d
may be obtained from TAAB Labomtorles. Reading, England. The
polyethylene stoppers (Reference 39/H/1001) are available from
Johnsen & Jorgensen Ltd., London S.E.7, England. Prior to use, the
capsules and stoppers are cleaned with laboratory detergent and 30%
perchloric acid as described above.

Fluoride Electrode Assembly (Figure 3). This consists of an Orion
fluoride electrode, models 96-09 or 94-09; a saturated calomel refer-
ence electrode, Radiometer types K100, K130, or K1301; and a spe-
cially-designed, ground-sleeve junction, made as described below.

The sleeve-junction is connected to the reference electrode by a
salt-bridge, filled with saturated KCl solution from the reservoir. This
solution also fills the reference electrode and the ground-sleeve
junction (Figure 5). An expanded scale pH meter/millivoltmeter
(Radiometer type PHM 26) readable to £0.1 mV is used to measure
electrode potential.

Ground-Sleeve Junction. This is made from a borosilicate %3 joint
(Quickfit CNB 5 cone and SRB 5 socket, Figure 4a). The small end
of the glass cone is first sealed in an oxygen-gas flame and the fit of
the cone in its socket is improved by lightly lapping them together
with Aloxite optical grade (No. 40) powder and water. This operation
determines the leak rate of the sleeve-junction, a very low rate (ca.
0.1 ul/h) being essential. The socket is then cut from the remainder
(i.e., the shank) of the SRB 5 joint to make the sleeve. The cone and
sleeve are mated and the smaller end of the joint ground flat and ex-
actly perpendicular to its long axis with 400 grit silicon carbide powder
and water. Both components (Figure 4b) are then chemically cleaned,
rinsed thoroughly with water, and dried at 105 °C. While still warm,
the small ends of the cone and sleeve are mounted in silicone rubber
molds and coated separately with 2-3 mm of liquid epoxy resin
(Araldite AY 103 resin + HY 956 hardener, 5:1 by wt) as shown in
Figure 4¢). This resin coating which prevents fluoride ion in the an-
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Figure 1. Polypropylene block used to prepare test solutions from
samples soluble in 1 M perchloric acid. The curved ends of the block
enable it to be centrifuged within the 250-ml bucket of a preparative
centrifuge

(o] 10 20 30
Losatissbisiatinn il
mm

Figure 2. Microdiffusion cell used to separate 1-100 ng of fluoride

The cell (c) consists of an electron capsule
(a) and a push-fit polyethylene stopper (b) £

alyte solution exchanging with ions in the glass, is cured at 105 °C for
16 h, ground to a uniform thickness of about 0.5 mm and polished with
metal polish. A hole, 1 mm in diameter is drilled through the wall of
the cone to connect its interior with the liquid junction which forms
in the narrow annular space between cone and sleeve (Figure 4d and
Figure 5).

Ground-Sleeve Junction—Determination of Leak Rate. Before
commissioning the unit, check its leak rate by measuring the amount
of CI~ ion leaking from the sleeve. Connect the sleeve-junction to the
reference electrode and fill with saturated KCl solution. Flush the
junction with saturated KCI by opening the reservoir tap (Figure 3)
and slightly loosening the glass sleeve. Reseat the sleeve firmly, close
the tap, and remove all excess solution with paper tissue. Thoroughly
rinse the working surfaces of both sleeve-junction and fluoride elec-
trode with distilled water and dry with tissue. Pipet 10 ul of distilled
water onto the sleeve-junction and lower the fluoride electrode to
spread the water to the full diameter of the sleeve (cf. Figure 5).
Readjust the ion of the el de from time to time to compensate
for evaporation. After 1 h, absorb all the residual liquid onto a 20 mm
X 10 mm strip of Whatman No. 50 filter paper (pre-extracted with
water and dried at 105 °C). Dry the paper strip at 105 °C, add 1 ml
of distilled wuur, nnd shake for 30 min at room temperature. Deter-
mine the ch of the extract with either
a chloride elect.rode (Orion models 94-17, 96-17) or an automatic
chloride titrator. Make serial dilutions of the utuntad KCl laluﬁon

and the chlorid ations as i the
operational leak rate of the sleeve-junction from thue data after
carrying out 3 replicate determinations. A leak rate of 0.1-0.5 ul of
saturated KCI per hour is about optimal.

Reagents and Standards. All chemicals used were of AnalaR,
ACS, or equivalent grade. Solutions were made up in fluoride-free
water, prepared by the single distillation of tap water (0.1 ppm F-)

Figure 3. Fluoride electrode assembly

(A) Orion fiuoride electrode; (B) ground-sieeve junction; (C) stainless steel holder
wmwmclmmuymmwm)vmmmuumw

Cl(E) holder with clips; (F) saturated
KCl reservoir

(Radi K100); (G)

1 odpo
!

a b < d
i " 20

Figure 4. Stages Iin the construction of the ground-sleeve junction

The original %3 cone-and-socket joint is shown In (a). In (b), the end of the cone
has been flame-sealed and ground while the socket has been detached, lapped,
and ground with the cone as described in the text. (c) liiustrates the use of silicone
rubber molds to coat and extend the ends of the sleeve-joint with epoxy resin.
The two parts of the completed unit are shown In (d)

in an all-glass still. The solutions were stored in polyethylene or
polypropylene.

Perchloric Acid, 60%, Fluoride-Diffusion Grade. Heat 1-ml por-
tions of 60% perchloric acid at 60 °C for at least 72 h in a microdiffu-
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o reference electrode
via sat. KC! salt-bridge

Figure 5. Detall of the fluoride electrode and sleeve-junction in use

For clarity, both the sample solution, normally a thin layer, and the annular space
between the cone and sleeve have been greatly exaggerated in size. The
polyethylene cap fitted on the sleeve-junction to reduce sample evaporation,
is shown in broken outline. Clearances are just sufficient to permit the fluoride
electrode 1o be raised or lowered with the cap in position

sion cell (2) and trap diffused fluoride in a thin layer of solid sodium
hydroxide. Store the purified acid in the cell.

Perchloric Acid, 1 M.

Silver Sulfate, 0.12 M in Perchloric Acid, 60%. The solution should
be freed from fluoride by a preliminary microdiffusion at 60 °C as
described above.

Sodium Acetate Buffer, 1 M. Dissolve 20.7 g of sodium hydroxide
in about 300 ml of fluoride-free water; add 30 g (28.7 ml) of glacial
acetic acid and 1.05 g of citric acid with cooling and dilute the solution
to 500 ml (520.5 g) by weight with fluoride-free water. This solution
is about neutral. When mixed with M perchloric acid in the proportion
4:1 (v/v), the final pH of the solution is at 5.2-5.3.

Sodium Hydroxide, 0.1 M.

Sodium Fluoride Standard Solution (100 ppm F~, pH 5.2). Dis-
solve 22.10 mg of sodium fluoride (Merck Suprapur, vacuum-dried)
in a 4:1 v/v mixture of the 1 M sodium acetate buffer and 1 M per-
chloric acid (pH 5.2) and dilute to 100 ml with the same mixture.

Procedure. Preparation of Sample Solutions. A. Perchloric
acid-soluble samples. Weigh the samples to £0.1 ug, transfer them
to separate chambers in the sample preparation block (Figure 1) and
dissolve in 1 M perchloric acid (1 ul per 20 ug dental enamel, ashed
dentin, or bone). Add 4 ul of 1 M sodium acetate buffer to each mi-
croliter of acid sample solution, her lly seal the chambers with
adhesive polyethylene tape, mix the solutions by gentle vibration and
then centrifuge the block at low speed for about 30 s. The final pH of
the buffered sample solutions should be 5.2 + 0.1. For samples that
contain excessively high concentrations of aluminum, ferric iron, or
other fluoride-complexing ions (e.g., fossil enamel and bone), a citrate
buffer such as that of McCann (3) may be required. When the fluoride
concentrations of the samples are very low (e.g., fetal enamel), fluoride
is separated and concentrated by microdiffusion at 60 °C from 60%
perchloric acid solution as described below: the diffusates being re-
dissolved in 1 M sodium acetate, 1 M perchloric acid buffer prior to
analysis.

B. Perchloric-acid insoluble samples. The fluorine content of these
materials must be converted quantitatively into soluble ionic fluoride
by the appropriate sample preparation uchmques (e.g., fusion with
NazCO; or NaOH; combustion with oxygen in the Schéniger flask or
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Figure 6. Fluoride microdiffusion

Regression curve obtained by plotting fluoride recoveries on a logarithmic scale
vs. the fluoride microdiffused. The vertical bars reprcsem the standard deviation
at each level. The mean amounts of fluoride
are given in par The straight (regr llne

fit through lhcse points as determined by the least squares melhod

the best

10 ul of a 4:1 v/v mixture of 1 M sodium acetate buffer and 1 M per-
chloric acid, pH 5.2. Mix the solution by gentle vibration and deter-
mine its fluoride concentration with the fluoride electrode assembly
as described below. The diffusion of fluoride from samplea of high
chloride content may be i lete owing to exhdustion of the alkali
by the HCI simultaneously liberated. Such samples should be mi-
crodiffused from a 0.12 M solution of silver sulfate in 60% perchloric
acid: a reagent devised by Hall (8).

Fluoride Determination. The fluoride concentrations of all so-
lutions are determined with the fluoride electrode assembly shown
in Figure 3. Place a 1-ul drop of sample solution upon the end of the
ground-sleeve junction (B) and lower the fluoride electrode, cunﬁning
the sample as a thin disk of liquid (Figure 5). Inmediately raise the
electrode 0.5 mm or so, and then lower it agam with aslight twnsung
motion to recontact both sample and sl ion. This
results in an even distribution of the sample and tends to produce a
more reliable electrode potential. Read the electrode potential to the
nearest 0.1 mV after a further 1 min, raise the electrode, and remove
the sample with paper tissue. Carry out at least 4 replicate determi-
nations on each sample solution. Readings taken from the first and
second 1-ul aliquots of the analyte sol tend to be i the
fluoride electrode taking rather longer than 1 min to reach equilib-
rium. The short equilibration period, however, reduces errors due to
evnporahon of the sample The electrode pownuu given by the third
and will be p ively more i and
reflect the fluoride concentration of the sample more accurately and
are used when calculating the fluoride concentration of the sample.

can be reduced, by fitting a polyethylene cap
(an effectwe anti-evaporation cap is made from the base of a poly-
ity 2.5 ml (Cat. No. XT 1530) available from Xlon

Parr bomb) (4). Citrate may be added to sample solutions prep

vial,
Products Ltd.,, London, England) on the sleeve-junction (Figure 5)

from al Is and other i ic materials
(5-7). A simple thermal ashing of biological and organi ples at
500-600 °C may suffice.

Separation of Fluoride by Microdiffusion. Remove the caps
from clean TAAB capsules (Figure 2a) and evaporate 5 ul of 0.1 M

and enable readings to be obtained from a

smgle 1-ul nhquot, 10 min or longer after its application. The sleeve-

junction used must have an excepuonally low leak rate. Since the

fluoride electmde hasa “ memury solutions with t.he lowut ﬂuonde
should be analyzed first.

NaOH to dryness in their pointed bases in vacuo over sodium hy-
droxide pellets. Weigh the sample to an accuracy of +0.1 ug and
transfer it to a polyethylene stopper (Figure 2b). Add 50 ul of 60%

samples of very different fluoride concentration may, however, be
eliminated hy nnxmg the fluoride-sensing surface of the electrode and

perchloric acid, fluoride-diffusion grade, to the sample and i di
ately fit the prepared TAAB capsule onto Lhe stopper Place the as-
sembled cell (Figure 2¢) in a closed h d with sodi
hydroxide pellets to ensure a fluoride-free at.mosphere and allow the
diffusion to proceed overnight (16 h) at 60 °C.

After diffusion, allow the cell to cool to room temperature in the
closed container. Dissolve the fluoride-containing layer of alkali in

the g tion with water to a potential about 50 mV
more positive than that given by the buffer blank. If the junction
potential becomes unstable, because of dilution of the liquid junction
with either water or sample, a fresh liquid junction should be prepared
by opening the tap of the KCl reservoir (Figure 3) and slightly loos-
ening the ground-glass sleeve. The sleeve is reseated firmly, the tap
closed, and excess KCl solution removed with paper tissue.
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Table I. Fluoride Ion Concentrations (ppm) and Their Precision of Measurement (+ rel std dev %) as Determined in

Replicate 1-ul Samples of Standard NaF Solution, pH 5.2¢

F concentration

of standard
NaF solution
(ppm) and F
content of Sample No.
sample (ng) 1 2 3 4 5 6 7 8 9 10
0.050 0.018 0.027 0.033 0.041 0.047 0.049 0.051 0.050 0.050 0.050
£30.71 +24.44 +20.98 +13.11 +10.77 +6.13 +6.45 +3.51 +1.64 +1.15
0.100 0.045 « 0.072 0.087 0.090 0.098 0.098 0.099 0.098 0.101 0.10¢
+17.21 +12.84 +11.26 +4.32 +5.87 +4.89 +4.24 +3.30 +3.00 +2.26
0.200 0.089 0.150 0.176 0.186 0.192 0.199 0.201 0.200 0.200 0.200
+5.64 +4.09 +5.27 +5.02 +3.26 +3.81 +3.69 +3.16 +2.96 +2.16
0.500 0.202 0.381 0.459 0.480 0.486 0.490 0.492 0.494 0.496 0.500
+9.88 +3.48 +2.01 +1.52 +2.12 +2.12 +2.08 +2.14 +1.50 +0.88
1.000 0.473 0.763 0.875 0.910 0.961 0.969 0.977 0.992 0.992 1.000
+8.37 +4.09 +2.67 +3.15 £2.47 +2.87 42,67 +2.24 +1.96 +1.33
2.000 1.151 1.700 1.810 1.888 1.936 1.942 1.966 1.983 1.992 2.000
+2.91 +2.80 +1.72 +1.49 +1.20 +1.24 +1.13 +1.36 *1.17 +1.57

@ Each result in the table is derived from 10 electrode potential measurements as described in text.

Calculation of Results. The fluoride concentrations of all samples
were determined by comparison with a standard curve of 0.1 ppm, 1.0
ppm, and 10 ppm F~ in 4:1 v/v 1 M sodium acetate-1 M perchloric
acid buffer.

RESULTS

Precision and Percentage Recovery of Fluoride Dif-
fusion. The microdiffusion procedure was checked over the
range 1-100 ng F using standard solutions of NaF in water:
replicate (12) portions, 1-10 gl in volume of each standard
solution being microdiffused from 50 ul of 60% perchloric acid
as described above. The fluoride contents of the diffused
standards, blank-corrected, were plotted on a logarithmic
scale (y axis) vs. the absolute amounts of fluoride added (x
axis) to give the regression curve shown in Figure 6. The ver-
tical bars through the points represent twice the standard
deviation at each fluoride level. The straight line represents
the best fit through these points as determined by the least
squares method. The equation for the line is y = 0.9883x0-9973
and the correlation of log y with log x is 0.9995. Fluoride re-
coveries varied between 83% and 105% with a mean diffusion
blank of 1.26 + 0.30 (std dev) ng F.

Precision and Absolute Detection Limit of Fluoride
Analysis. Reproducibility measurements were carried out on
standard solutions of NaF in 1 M sodium acetate-1 M per-
chloric acid buffer containing 0.05, 0.1, 0.2, 0.5, 1, and 2 ppm
F. One-hundred electrode potential measurements were made
on each standard solution. These measurements represented
10 “determinations”, each “determination” consisting of the
millivolt readings given after 60-s equilibration by 10 suc-
cessive 1-ul aliquots of the standard solution. The results
(Table I) show that the analysis tends to become more re-
producible with both increase in the number of measurements
made upon a standard solution and increase in its fluoride ion
concentration. After 4-5 applications of standard solution,
the precision of fluoride measurement at the 50 pg, 100 pg, and
1 ng levels was about 12%, 5%, and 2.8% (rel std dev), respec-
tively. The effect of fluoride ion ration on precisi
was still evident after 6 applications of standard but, with
further 1-ul applications, rapidly declined into insignificance.
Thereafter, the precision of measurement tended to be the
same (£1-2%, rel std dev) at all fluoride concentrations: a
feature characteristic of selective-ion electrodes when the
electrode response is Nernstian (7, 9). The electrode potentials
of all standards, measured after the fifth 1-ul application, were
equivalent, in terms of fluoride concentration, tc 93-98% of

Table II. Analysis of Sample Particles Dissected from a
Compressed Pellet of Bone Ash of Known (1070 ppm)
Fluoride Content

F concentration

of sample
Sample solution  F concentration
Weight, analyzed, of sample, Mean result,
ug ppm ppm ppm
39.0 1.68 1077
44.7 £1.92 1074
47.8 2.05 1072
50.2 2.29 1140
54.9 2.52 1148 1103 + 40 (std dev)
56.0 2.50 1116 (£3.7% rel std dev)
68.2 2.90 1063
73.1 3.45 1180
83.0 3.60 1084
89.5 3.85 1075

those given by the tenth application. In further tests (Table
II), small sample particles (40-90 ug) were dissected from a
compressed disk of bone ash of well-established fluoride
content (1070 ppm, as determined by various conventional
analytical procedures) and analyzed by the present method
to yield a value of 1103 + 40 ppm (std dev) or 3.7% (rel std
dev). The absolute detection limit of the method was deter-
mined with standard solutions of NaF in 0.10 M sodium ace-
tate-perchloric acid buffer, pH 5.2 containing 0 ppb F and 10
ppb F, respectively. Application of 1 ul of the 10-ppb F solu-
tion (i.e., 10 pg F~) to an electrode assembly pre-equilibrated
with the 0-ppb F solution caused a significant (3—4 mV) re-
duction in electrode potential.

DISCUSSION

Fluoride ion in nanogram amounts or less is most reliably
determined with the fluoride electrode at the maximum
possible concentration or activity, i.e., in the minimum volume
of solution. The high sensitivity of the present method resides
entirely in the ability of the fluoride electrode assembly to
handle microliter size sample volumes. The method is more
sensitive than the hanging-drop fluoride electrode technique
(10) which requires a minimum sample volume of about 5 ul,
and almost ten times more sensitive than the procedure (11)
using the combination fluoride electrode with confined
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Figure 7. Fluoride uptake and distribution within an approximal carious
lesion of enamel as determined by the present analytical methods
(A) Sound enamel surface; (B) carious enamel surface (surface zone); (C) body
of leslon; (D) dark zone or positive zone; (E) primary translucent zone; (F) sound
Interior enamel used as control

spot-test paper (10-u] minimum sample volume). No modi-
fication (12) of the fluoride electrode itself or the construction
of a special fluoride microelectrode (13) are y with the
present technique. The reference electrode and sleeve-junc-
tion used however, must have a controlled, low leak rate
consistent with the small volumes of analyte solution. The
sleeve-junction provides stable junction potentials in spite of
its low leak rate, and virtually no difficulty has been experi-
enced wnh blockage or cloggmg

C p ion is

d and precision increased
by usmg a polyethylene cap to reduce evaporation. This allows
a much longer equilibration between sample and fluoride
electrode. The procedure is, however, more time-consuming.
Futther marginal improvement in precision might result from
the use of a silver/silver chloride reference electrode.

Linear null-point potentiometry (LNPP) (14, 15) is, in any
case, the most precise way of determining fluoride with the
electrode. The sleeve-junction used in the present method
could easily be incorporated into the concentration cell em-
ployed by Durst and Taylor (14) and by Durst (15) to deter-
mine subnanogram amounts of fluoride by LNPP. This might
improve the precision of fluoride measurement at the 100-pg
level to about 1%, providing evaporation of the sample was
controlled as described above.

The techniques described in this paper were first developed
and then employed (16-19) to study the uptake and distri-
bution of fluoride in mineralized tissues simply, quickly, and
with reasonable accuracy and precision. The uptake of fluoride
by dental enamel during carious attack is shown in Figure 7.
Many other materials of biological origin, fluoride-containing
minerals (hydroxyapatites, fluorapatites, microlites, etc.) have
also been analyzed by these procedures.

Gas-liquid chromatography (GLC) is often used to deter-
mine fluoride in biological materials (20, 21). The current
GLC technique (20) while having a better-than-1-ng sensi-
tivity, is, however, less convenient than the present method
and much less suitable for routine use by relatively unskilled
operators. The fluoride microdiffusion technique is based

upon the earlier and less sensitive procedures of Stuart (2),
Rowley and Farrah (22) and Marshall and Wood (23). In all
four methods, a thin layer of sodium hydroxide is used to trap
diffused hydrogen fluoride. The present technique, however,
like that of Stuart (2), has the advantage that all operations
are carried out in the same container, thereby minimizing
errors due to contamination and the nonquantitative transfer
of solutions. The microdiffusion has a very low blank (see
Results) and is as sensitive as an alternative separation pro-
cedure (10) using diphenylsilanediol as fluoride extractant.

The principle of the present method whereby the concen-
tration of an ion in solution is measured by confining a drop
of the solution between the flat, ion-sensing surface of an
electrode and the flat surface of a ground-sleeve junction
seems to be generally applicable. Similar electrode assemblies
have been used by the authors to measure ultramicroamounts
of hydrogen ion and chloride ion (unpublished work). The pH
of 1 ul of solution was determined by replacing the fluoride
electrode with a flat-membrane glass electrode. This tech-
nique, while much less sensitive than the nanoliter-scale pH
determination of Pita (24) is convenient to use. For the chlo-
ride determination, it was necessary to replace the calomel
reference electrode and the KCl salt-bridge with a chloride-
free alternative—a mercurous sulfate electrode and saturated
potassium sulfate salt-bridge was therefore used. The high and
somewhat variable liquid junction potential normally asso-
ciated with the mercurous sulfate electrode was eliminated
by saturating the analyte solutions with K;SOy4 prior to
measurement. One nanogram of chloride ion (i.e., 1 ul of 1 ppm
Cl~) was thus determined with an Orion solid-state chloride
electrode, a 10-fold increase in sensitivity over that previously
obtainable with chloride electrodes.
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Rapld determination of a ber of trace el in zinc
sulfate electrolyte Is lal for adequate plant p
control. As a basls for an on-strea Iing sy , dif-
ferential pulse polarography and differential pulse anodic
stripping try ata h g drop y electrod

have been Investigated, using conventional and computer-
controlled instrumentation, for the determination of Cd, Cu, Pb,
Sb, Co, Ni, Tl, and As. Cd and Cu were determined directly in
the zinc sulfate solution down to 10 ug/I., and Sb to a similar
low level after addition of concentrated hydrochloric acid. Pb,
Co, NI, Tl, and As were determined after addition of appropriate
reagents In some cases; however, these determinations are
generally better sulted to higher concentration levels than for
Cd, Cu, and Sb.

Successful operation of electrolytic zinc plants depends
critically on the purity of the cell feed, both for product purity
and for high current efficiency in the deposition stage (1-4);
therefore, reliable analytical data are very important to the
economics of the process. Over the years, reasonable process
control has existed (2, 5-9) by virtue of manual sampling and
rapid analysis for those impurity elements known to be most
detrimental. Many elements can affect the efficiency of the
process (14, 8, 10-12), particularly Fe, Ni, Co, Cu, Cd, Sb, As,
Pb, Ag, Sn, Se, Ge, Te, T, and CI at concentrations in the
10-1000 ug/l. range. Fortunately, it is not y to it
all the significant elements with the same frequency. Normal
processing technology involves three or four purification
stages in which elements are removed in groups, and it
therefore becomes possible to assess the purification at each
stage by monitoring a relatively small number of elements.

For the present work it was established that determination

Parkville, Vic. 3052, Australia

ers, the operational time in these instances would make this
approach unacceptable. This limitation does not apply,
however, to Co, where the “fast chemistry” available in the
Nitroso R Salt procedure can yield results in a continuous flow
analyzer (Technicon) every 7 min. Other techniques were
eliminated because of inadequate sensitivity at the extremely
high concentration of zinc sulfate.

Modern polarographic ac and pulse techniques (13) are
particularly suited for the rnpld determmatlon of low con-
centrations of sel ts in rated zinc sulfat
solution. Zinc is reduced at more negative potentials than most
of the elements to be determined in this case, and sulfate is
inactive at the mercury electrode. Data published on fast
sweep dc polarography (14), second harmonic and differential
pulse anodic stripping voltammetry (15), and a range of an-
odic stripping techniques (16) indicate the possibilities for
polarography with this electrolyte. The technique has, in fact,
already been used for impurity determination in zinc plant
solutions (6, 7, 17), but few data are available for the low levels
present after the final purification stages.

EXPERIMENTAL
the three forms of instn:-

Instr ion. For
mentation examined are described as
and computerized.

Conventional. Either a PAR Electrochemistry System Model 170
or Polarographic Analyzer Model 174 was modified to perform arange

of functions additional to those provided by the
(18).

Semiautomated. A combumuon of a PAR Polarographic Analyzer
Model 174 and A d Elect ller Model 315 was

used. All procedures except the readout were nummntu:.lly controlled
in these expenments

ized. The p hic instr ion under
conuol essentially a dlfferentml pulse polarograph based on du de-
algn of Vassos nnd Osteryoung (19), was interfaced to a PDPS/E

of Cd, Cu, and Sb had the highest importance for achi

of rapid process control. Considerable importance attaches,
also, to Co, Ni, Tl, Pb, and As, and these elements have
therefore been included.

A typical composition of cell feed is given in Table 1. This
solution is the most significant and the most difficult to ana-
lyze, the various trace impurity elements being at their lowest
concentrations. Monitoring of solutions at stages earlier in the
purification system is a simple extension of techniques es-
tablished for cell feed.

PRELIMINARY EVALUATION

The analytical problem of rapid determination of Cd, Cu,
and Sb in concentrated zinc sulfate at levels in the range
10-1000 ug/l. is substantial. One possibility was to automate
the existing manual spectrophotometric techniques (for Cu
and Sb) and the dc polarographic technique (for Cd). Al-
though this would increase the frequency of the data output
for Cu and Sb, e.g., using discrete or continuous-flow analyz-

output. The computer controls the
degassing and !.he timing of all stages in anodic stripping voltammetry,
initiates the potential sweep, and processes the i~E curve to generate
the final print-out in units of concentration.

The system is currently being further developed to include auto-
matic cell filling, rinsing, and draining under computer control, which
will permit fully automated operation for on-stream industrial use.
Further details of this are to be reported in a later paper.

Electrode Systems. A three-electrode system was used for all ex-
periments with either a dropping or hanging drop mercury electrode
(HDME) as the working electrode, platinum as the auxiliary electrode,
and Ag/AgCl (1 M NaCl) or Hg/HgSO, (1 M H3S0,) as the reference
electrode For nnodlc stnppmz 1 ry, most experi with

aM b

d instr ion
BM50-3 HDME The computerized system used a PAR Model 314
Automated HDME Tha HDME was selected in prcfarenee toa t.lnn
film mercury linear
over a wider range of without ion or i
effects (16), and the automated version is ideal for on-stream work,
allowing a fresh working electrode surface to be generated automat-
ically for each analysis.

R Prelimi

>y

y investi were undertaken using re-
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Table I. Typical Composition of Cell Feed

g/l mg/l. ug/l.
Zn 120 Ca 500 Fe 600
SO, 210 Na 500 Ni 200
Mn 10 K 400 Cu 100
Mg 3 Si0, 100 Cd 300
150 Sb 30
Co 10 Pb 100
As <50
Tl 100
Bi 1
Se <10
Ge 3
Sn <200
Ag <20

Table II. Direct Determination of Cd in Zinc Sulfate Plant
Electrolyte by DPASV Using Conventional and
Computerized Instrumentation

Conventional, Computerized,

g/l MR/l

10 20

70 70
110 100
240 280
270 270
170 180

Table III. Determination of Cu in Zinc Sulfate Plant
Electrolyte by DPASV and Spectrophotometry

DPASV Spectrophotometry,
ug/l. ue/l.
<10 7
<10 8
<10 5
30 29
10 6
20 30

agent grade zinc sulfate solutions at a concentration of approximately
300 g/1. However, to obtain a blank and to prepare calibration curves,
further purification was required. Reagent grade material prepared
as a 4-1. batch of solution at 440 g/l. ZnSO,-7H,0 in water was acidified
to pH 2 and treated with 20 g of powdered reagent grade zinc dust
while heating to 50-60 °C. After stirring continuously for 2 h, the
solution was filtered into a Buchner flask which had been previously
thoroughly washed with dilute sulfuric acid and rinsed. Usually four
treatments were adequate to reduce the concentrations of Cd and Cu
from around 200 ug/l. to less than 5 ug/l., Cu being the more difficult
to remove. Concentrations of other elements were acceptably low.
All metal standards were prepared as sulfate solutions with the

L 1 L
06 04 -0z 00
V vs Ag/Agcl

Figure 1. DPASV curves in plant zinc sulfate solution.

Deposition potential, —0.75 V vs. Ag/AgCl, with 2-min stirring and 30-s equili-
bration time. Pulse amplitude, 25 mV; duration between pulses, 0.5s; scan rate,
10 mV/s. (a) 20 ug/l. Cd, 30 ug/l. Cu; (b) 30 ug/I. Cd, 10 ug/l. Cu

cu
Io LA

1 1 |
+01 0o -0t
Vovs Ag/Agcx

Figure 2. Differential pulse polarogram for 160 ug/l. Cu in plant zinc
sulfate solution

Drop time, 2 s; pulse amplitude, —25 mV; scan rate, 1 mV/s

carbon tetrachloride. The solvent phase is wet ashed and the copper
re-extracted for spectrophotometric determination.

Antimony. After conversion to Sb(III) and extraction in an iodide
system by 4-methyl-2-pentanone (MIBK), antimony is stripped from
the solvent phase. After removal of thallium and oxidation to Sb(V).
the Rhodamine B C is d ined spect

RESULTS AND DISCUSSION

Cadmium. At a DME cadmium gave extremely well defined
reversible fund tal and d harmonic ac and pulse
polarographic waves in zinc sulfate with an E, value of —0.58
V vs. Ag/AgCl. The calibration curves with ac and DPP
methods were linear from the limit of detection (=5 X 10~7
M) to at least 10~3 M (50-100 000 pg/1.) with the response in
plant electrolyte equally satisfactory as that for purified
synthetic solution. Fast sweep polarographic methods (22)
at a single mercury drop were also satisfactory and have the
added advantage of shorter analysis time. For lower concen-
tration levels encountered in cell feed, however, anodic
stripping voltammetry is preferable. Figure 1 shows DPASV
curves for samples of plant electrolyte (acidified to pH 2),
including one sample with the lowest concentration encoun-

rically.

exception of Pb which was prepared as nitrate. All other ch
were of analytical reagent grade.
Plant S: les. Plant les were collected in clean polyethylene
containers and acidified to approximately pH 2 with sulfuric acid.
Procedures. All solutions were d g d fora

tered (20 ug/l.). As the matrix is essentially constant, the use
of a calibration curve based on purified zinc sulfate was in-
vestigated rather than a standard addition technique. A linear

pe-
riod of 3 min using argon or nitrogen. During each potential scan the
inert gas was passed over the solution. Elements were determined on
aliquots of 20-40 ml at ambient temperatures of 23 + 2 °C. Other
details are p d in the Results and Di ion section.
Alternative Methods for Cu and Sb Determinations. In view
of the significance of Cu and Sb in this work, and as a check on the
analytical data at concenuauons down to 10 ugﬂ separate values
were ob d using validated spectroph ric p dures. An
outline of the procedures (20, 21) isas follows
Copper After acidification and destruction of organic matter,
copper is d with jum 1-pyrrolidine carbodithioate into

extending well into the polarographic range (>10~¢
M) and passing t,hrough the origin was obtained. Results from
standard addition agreed well with calibration curves with
good reproducibility (<5%) several days apart. Where avail-
able, polarographic and DPASV data gave acceptable agree-
ment, further validating the DPASV procedure. For the
concentration range 10-500 ug/l., a deposition time of 2 min
with stirring and 30 s without stirring, at a potential of —0.75
V vs. Ag/AgCl, was used. The scan rate was 10 mV/s, with a
pulse amplitude of 25 mV, and duration between pulses of 0.5
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Figure 3. Differential pulse polarogram for 210 ug/I. Sb in plant zinc
sulfate solution diluted 1:1 with concentrated HCI

Drop !ihe. 5 s; pulse amplitude —25 mV; scan rate, 0.5 mV/s

s. Table II shows results obtained for cadmium using DPASV
with both the conventional and computer-controlled systems.
The results validate the latter and demonstrate the practi-
cality of a fully automated method.

Copper. Copper in synthetic zinc sulfate gave well defined
DPP curves, although a sloping baseline caused difficulties
with ac techniques and the latter were not considered suitable.
The E,; value was about 0.03 V vs. Ag/AgCl. The detection
limit was approximately 5 X 10~7 M, and calibration curves
were linear over the range 5 X 10~7 M to 10~3 M (30-60 000
ug/l.). However, in plant solutions considerable interference
from unidentified neighboring peaks was found. Figure 2
shows the difficulties experienced near the detection limit.
The interfering species could be chloride ion and degradation
products or organic additives.

In synthetic zinc sulfate DPASV curves for Cu were almost
as well defined as for Cd, and linear, reproducible calibration
curves were obtained. Although plant solutions still presented
some difficulties from neighboring peaks, particularly at very
low concentrations, Cu could be determined over a wide range
of concentration simultaneously with Cd, under the same
electrolysis conditions as described above. Figure 1b shows
a typical curve at low Cu levels. The sloping baseline can be
attributed in part to chloride (Table I).

Table III shows Cu determinations at low levels, compared
with those obtained by a spectrophotometric method.
Agreement is adequate for process control purposes in the
present project, in which the lowest level of interest is 20 ug/l.
Improved Cu determination below 20 ug/l. can be obtained
by using longer plating periods or chemical treatment with
oxidants. Alternatively, deliberate addition of hydrochloric
acid can be used as discussed below.

Lead. Extremely well defined DPASV curves are obtained
for Pb with a peak potential of —0.51 V vs. Ag/AgCl. Inter-
ference from Tl and Sn does, however, occur when these ele-
ments are present at comparable or higher concentrations.
The acid chloride medium discussed below is equally suitable
for Pb determinations and eliminates difficulties which may
arise in preparing Pb standards in concentrated sulfate
media.

Antimony. Antimony cannot be determined directly in zinc
sulfate solution by polarography. However, a very suitable
medium is obtained by using a 1:1 mixture of zinc electrolyte
sample and concentrated hydrochloric acid (17). In this me-
dium, a close-to-reversible three-electron reduction is ob-
served with an Ey/; value of —0.26 V vs. Ag/AgCl. Excellent
waves were obtained by both the differential pulse and ac

sougfl sb

L
-04 -03 -02

Vivs Ag/agct
Figure 4. DPASV curves for Sb in plant zinc sulfate solution diluted 1:1
with concentrated HC!

Deposition potential, —0.35 V vs. Ag/AgCl with 2-min stirring and 30-s equili-
bration period. Pulse amplitude, 25 mV; duration between pulses, 0.5 s; scan
rate, 5 mV/s

Sb

Scale
change

1 I 1 1 1 1
-08  -07  -06 -05 -04 -03 -02
Vovs Ag/Agci

Figure 5. DPASV curves for Cd, Cu, and Sb in plant zinc sulfate solution
diluted 1:1 with concentrated HCI

Deposition potential, —0.85 V vs. Ag/AgCl, with 3-min stirring and 30-s equili-
bration time. Pulse amplitude, 25 mV; duration between pulses, 0.6 s; scan rate,
7 mV/s. Approximately 400 ug/I. Cd, 100 ug/I. Cu, 80 ug/I. Sb

techniques. Linear calibration curves over the range 2 X 10~7
to 5 X 10~* M (25-60 000 pg/l.) with respect to the original
sample were obtained with DPP. Figure 3 shows a plant so-
lution analysis for Sb near the detection limit, and for Sb levels
in the above-mentioned range little difficulty was experienced.
It should be noted, however, that the proximity of the Cu wave
could cause difficulty if Cu was present at concentrations
substantially higher than Sb.

With DPASV it is easy to obtain extremely well defined
waves in synthetic zinc sulfate/HCI solution, and linear cali-
bration curves are obtained. However, in plant solutions the
deposition potential needs to be carefully chosen so as to avoid
neighboring peaks. The best deposition potential found was
—0.32 V vs. Ag/AgCl. Solutions were analyzed as soon as
possible after addition of hydrochloric acid. Figure 4 shows
typical curves for plant samples. Despite extremely high
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Figure 6. Differential pulse polarogram for 1.4 mg/I. of As In zinc sulfate
solution diluted 1:1 with concentrated HCI

Drop time, 0.6 s; pulse amplitude, —25 mV; scan rate, 7 mV/s

sensitivity, the precision is not as high as for Cd and a preci-
sion of only +10% was found. Comparison between standard
additions and a calibration curve, however, gave good agree-
ment.

Simultaneous Determination of Cd, Cu, Pb, and Sb. The
1:1 mixture of plant electrolyte and concentrated hydrochloric
acid is a suitable medium for simultaneous determination of
Cd, Cu, Pb, and Sb by DPASV. This method has advantages
in simplicity and speed and eliminates any risk of precipita-
tion of trace constituents which can occur at high pH. Further,
the Cu peak is free from spurious interferences, and standard
additions of Pb can be made. Sn, if present in concentrations
comparable to Pb, will, however, interfere with the Pb de-
termination. Using a three-electrode system and the DPP
technique, we have not observed any loss of sensitivity for Sb
at more negative plating potentials, as reported by Leclercq
and Carlier (17).

Figure 5 shows a DPASV trace for a typical plant sample.
In this medium the copper wave is a result of the Cu(0) —
Cu(I) reaction, which yields a relatively broad Cu peak,
causing some interference to the Sb peak. By using differential
current values at appropriate potentials and applying mutual
corrections calculated from the known peak shapes, it is
possible to determine a corrected value for both peaks. Al-
though tedious in conventional manual analysis, this proce-
dure is relatively simple in a computer based system (23).

Cobalt. As the reduction step Co(II) + 2e — Co(0) occurs
near that for Zn (24), it will be very difficult to determine Co
by the direct use of the reduction step. However, provided
Co(II) can be complexed, the possibility exists of using the
oxidation wave Co(II) = Co(III) + e. Because most ligands
forming complexes with Co also complex Zn, and the Zn is
present in large excess, high concentrations of complexing
reagent are likely to be required. In 0.1 M ethylenediamine/0.1
M KNOjg, the oxidation of Co(II) is reported to give a well
defined wave (24) at —0.46 V vs. SCE and, accordingly, a
method based on this complexing agent was investigated using
DPP at —0.5 V vs. Ag/AgCl.

It was confirmed, however, that concentrations of at least
2 M ethylenediamine with dilution of the zinc electrolyte were
required to achieve a determmatlon level as low as 15 mg/l.
Obviously, the alternative spectrop ric technique is
to be preferred.

Nickel. As with Co, complexation is required to permit the
determination of Ni. The use of thiocyanate to produce fairly
well defined waves is well documented (24-26), but, because
of the presence of very high concentrations of Zn, higher than
usual concentrations of thiocyanate were found to be essential.
Addition of ammonia was also undertaken to shift the Zn to
more negative potentials, enabling the Ni wave to be observed
between those for Cd and Zn. Equal volumes of zinc electrolyte
and 2 M NH,SCN with the solution adjusted to approxi-
mately pH 8 with ammonia was found to provide a suitable
medium for Ni determination by DPP, down to concentration

levels at least as far as 1 mg/l. The peak potential for Ni was
—0.83 V vs. Ag/AgCl in the medium used.

Attempts to determine Ni by DPASV were unsuccessful.
Owing to the irreversible nature of the Ni(II)/Ni(0) process,
stripping peaks occur at a more positive potential than the
corresponding reduction peaks, so that overlapping with other
waves (e.g. Cd, Pb, Tl) occurs.

Thallium. Thallium gives extremely well defined differ-
ential pulse polarograms and anodic stripping voltammograms
in synthetic zinc sulfate. The peak potential under polaro-
graphic conditions was —0.47 V vs. Ag/AgCl using DPP.
Overlap of the Tl wave with Cd occurs when Cd is in sub-
stantial excess (18), the typical plant situation (Table I).
Under DPASV conditions the interference is overcome by
using a deposition potential on the positive edge of the Cd
stripping wave (—0.54 V vs. Ag/AgCl). However, the peak
potential for Pb stripping at —0.41 V vs. Ag/AgCl prevents
direct determination of Tl in the plant situation (16).

Temmerman and Verbeek (27) have shown that addition
of EDTA leaves the potential of the T1 wave essentially un-
altered, but shifts Cd and Pb to far more negative values,
making this medium ideal for the stripping technique. Be-
cause of the high Zn concentration, a tenfold dilution of plant
electrolyte with a 1.2 M ammonium EDTA solution was used.
This dilution effectively raises the detection limit under po-
larographic conditions to approximately 10~ M. Using
DPASV, an electrolysis time of 10 min or more is necessary
to achieve a sensitivity comparable with that for Cd or Cu.

Arsenic. The 1:1 mixture of zinc sulfate solution and con-
centrated hydrochloric acid is a suitable medium for polaro-
graphic determination of As. Three waves are observed similar
to those reported by Myers and Osteryoung (28) for an HCI
medium. Figure 6 is a differential pulse polarogram for 1.4
mg/1. of As(III) in a synthetic zinc sulfate electrolyte. Practical
levels of As in cell feed are much lower, however, and inter-
ferences from other species in solution limit the value of this
method. Attempts to determine As by DPASV in this medium
were also unsuccessful.
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Double Potassium Salt of Sulfosalicylic Acid in Acidimetry and

pH Control

Richard A. Butler and Roger G. Bates*
Department of Ch Y. L

i,

Upon partial neutralization of sulf ylic acid, a d
potasslum salt of the composition KHSs*K,;Ss*H,0 can be
prepared, where Ss represents the bivalent anion ~00C-
CgH3(OH)SO5™. The pK_ for the carboxyl group has been found
to be 2.85, with a varlation of less than 0.01 unit In the range
15 to 45 °C. The double salt is a promising acidimetric stan-
dard, as the equivalent weight (550) Is high and the pH change
near the equivalence point In the titration with strong base Is
sharper than for the titration of p hydrogen phthalat
Solutions of this salt are also useful for acidity control near pH
2.8.

Sulfosalicylic acid (2-HOCgH3-1-COOH-5-SO3H) is a
triprotic acid. The sulfonic acid group is strong (K > 0.1), the
carboxyl group is of moderate strength (K ~ 1.4 X 10~3), and
the phenol group is very weak (K =~ 4 X 104 in salicylic acid
(1)). In 1857, Mendius (2) reported that the primary and
secondary potassium salts of sulfosalicylic acid crystallize as
a 1:1 double salt.

This double potassium salt is of some analytical interest.
It can be prepared in pure anhydrous form, is not appreciably
hygroscopic, and has a very large equivalent weight (550.655).
Hence, weighing errors may be relatively small. Furthermore,
the strength of the second acid group, coupled with the es-
sential inertness of the phenol group, permits the double salt
to be titrated with high precision to the equivalence point for
the carboxyl neutralization. This substance therefore shows
promise as a standard for acidimetry. In addition, the double
salt is a natural pH buffer, and solutions regulated at a pH
near 2.8 can be prepared by weighing a single pure substance.
In both acidimetry and pH control, this double salt appears
to be superior to potassium hydrogen phthalate. We have now
determined the second dissociation constant of sulfosalicylic
acid, making clear these analytical applications.

SECOND DISSOCIATION CONSTANT OF
SULFOSALICYLIC ACID

The dissociation constant K, of the carboxyl group was
determined by emf measurements of the cell without liquid
Jjunction

Pd;H;(g,1 atm)| KHSs-K,Ss(m), KCl(m)|AgCL;Ag (A)

where Ss represents the bivalent sulfosalicylate anion
~00CCgH3(OH)SO3~ and m is molality. The techniques have
been described in a number of earlier papers (3, 4). If the ac-
tivity-coefficient term is represented by the Debye-Hickel

ty of Florida, Gal ille, Fla. 32611

equation, each value of the emf E of cell A for solutions of
known molality can be used to calculate a value for the “ap-
parent” pK, (designated pKy'), i h as the standard emf
E® of the cell is known (5). The relationship is

(E - E°)F m(m —my) 2AI12

Ky =
PR = T in10 T my T 1+Banz O

In Equation 1, A and B are constants of the Debye-Hickel
theory, & is the “ion-size parameter”, and I is the ionic
strength. The quantity pKy' becomes equal to the thermo-
dynamic value (pK>) upon extrapolation to I = 0. The values
of the ion-size parameter are chosen by trial to produce the
best straight-line extrapolation. The ionic strength is given
by

I=5m+2my (2)

In view of the appreciable acidic dissociation of the carboxyl
group of KHSs, estimates of the hydrogen ion molality (my)
are needed to establish reliable values of the buffer ratio in
Equation 1. In principle, my can be derived from the emf by
the Nernst equation, provided that the activity coefficient of
HCl in the buffer—chloride mixtures can be estimated with the
required accuracy:

(E — E°)F

—Rm +logm + 2log v+(HC)  (3)

—log my =

EXPERIMENTAL

The double salt KHSs-K,Ss was prepared by combining sulfosali-
cylic acid of commercial grade with reagent-grade potassium car-
bonate in the proportions of 0.75 mol of bicarbonate to 1 mol of the
acid. The product was recrystallized repeatedly until a sample, dried
at 110 °C, assayed close to 100% by titration with strong alkali. The
crystallization was effected by cooling an aqueous solution, saturated
at about 70 °C, to 20 °C. In some instances, ethanol was added to the
extent of about half the volume of the saturated aqueous solution to
increase the yield of the double salt. The lot of salt used had been
crystallized seven times. It was titrated with equally satisfactory re-
sults to the calculated equivalence point (pH 7.6 in 0.05 M solution)
or to the first pink color of phenolphthalein. Two weight titrations
of the final product gave 100.01 and 100.00%.

Recalculation of the analytical data given by Mendius (2) confirms
that 1 mol of the double salt contains 2S and 3K and that the com-
pound separates from aqueous solutions as a monohydrate. The water
of hydration was easlly lost. however, and, in our experience, the dried
salt was not app ly hyg ic. The salt dissolves readily in
water; at room temperature, a saturated solution is about 0.2 M.

Potassium chloride was purified by two crystallizations from water.
The platinum bases for the hydrogen electrodes were coated with
palladium black (6) after trial measurements with platinum black
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Table . Electromotive Force (E, in Volts) of the Cell: Pd; H, (g, 1 atm) |[KHSs-K,Ss (m,), KCl (m,) |AgCl; Ag

from 10 to 50 °C

ml = m;,

mol kg™ 10°C 15°C 20°C 25°C
0.010 002 0.506 44 0.50790 0.50925 0.510 61
0.010 590 0.504 32 0.505 55 0.506 85 0.508 58
0.019815 048623 048718 0.48809 0.48913
0.020 98 0.48363 0.484 53 0.48543 0.486 32
0.041 64 0.464 01 0.46440 046477 0.46523
0.041 97 0.46370 0.46405 0.464 47 0.464 90
0.062 67 0.453 19 0.453 23 0.453 30 0.453 34
0.063 24 0.45299 045299 0.45303 0.453 20
0.084 84a  0.44570 044546 044526 0.44510
0.106 602 0.440 23 0.439 87 0.439 46 0.43910

30°C 35°C 40°C a5°C 50 °C
0.51255 0.513 94 0.515 41 0.516 88 0.518 37
0.50956 0.51093 0.51228 0.513 59 0.514 89
0.49001 0.490 99 0.491 94 0.492 90 0.493 82
0.48725 0.48809 0.48897 0.489 85 0.490 71
0.46559 0.46602 046643 0.466 86 Shias
0.46517 046553 046596 0.46636 0.466 79
0.45345 0.453 47 0.453 56 0.453 64 0.453 72
0.45321 0.45333 0.453 40 0.453 49 0.453 51
044494 044476 044459 044441 0.444 22
0.43880 0.438 47 0.43815 0.437 84 0.437 49

a Values of E are average results obtained for two different solutions of the same composition,

Table IL pK, for Sulfosalicylic Acid from 10 to 50 °C
and Related Thermodynamic Constants

56 pK, e pK,
10 2.869 30 2.845
15 2.859 35 2.846
20 2.852 40 2.849
25 2.847 45 2.855

50 2.862

AH® (25 °C) = 257 + 55 cal mol™'. AS* (25 °C)=—12.2 +
0.2 cal K™ mol™'. AC,° (25 °C) = —42 + 7 cal K™' mol™*

gave highly unstable values of the emf, presumably because of re-
duction of the aromatic ring.

The cells were immersed in a water thermostat controlled within
0.01 °C of each of the nine inal were
measured with a Hewlett-Packard quanz lhermumeter which had
been compared with a calibrated platinum resistance thermometer.
The emf was determined with a Hewlett-Packard digital voltmeter
checked from ume to llme against laborau:ry standards consisting
of two dard cells maintained at a controlled tempera-
ture.

ures. T

RESULTS

The observed values of the emf of cell A, corrected to a
partial pressure of hydrogen of 1 atm, are listed in Table I. It
has long been recognized that uncertainties in estimating the
activity coefficient in Equation 3 and, hence, the molality of
hydrogen ion, lead to appreciable errors in pK when the latter
is less than 3 (7). For this reason, a close approximation to the
activity coefficient of HCl in the buffer—chloride solutions was
sought.

It was assumed that v (HCI) in the solutions composed of
potassium salts (chloride and sulfosalicylates) will be nearly
the same as the “trace” activity coefficient v 4% of HCl in KCl
solutions. From the values of a; for HCl in HCI-KCI mixtures
(8), one finds that the trace activity coefficient at 25 °C is 0.782
in 0.1 m KCl and 0.705 in 0.5 m KCI. These values and other
intermediate values derived by interpolation of a;, are closely
represented by

Ml
1+4.1BJ2 SO0kt d
which was used to obtain vy (HCI) for each of the cell solutions
at 25 °C. The activity coefficient of HCI is not very sensitive
to temperature changes. Hence, v+ (HCI) at the other tem-
peratures studied was obtained from the values at 25 °C with
the use of the temperature coefficients found by Harned and
Hamer (9) for the activity coefficient of HCI (0.01 m) in KCI
solutions.

The values of my obtained by Equation 3 were used to
calculate pK>’ by Equation 1. Visual examination as well as

—log ys'r =

linear regression analysis dictated a choice of & = 6 A as suit-
able for the evaluation of the intercept, pK,. The standard
deviation about regression varied from 0.002 at 25 °C to 0.006
at 15 °C. At a few of the temperatures, these deviations from
linearity are larger than those normally expected in well-
designed experiments of this type. They may indicate a slight
residual tendency of the sulfosalicylate ions toward reduction
at the palladium electrode. Nevertheless, it was clear from a
comparison of data at 25 °C recorded at the beginning of the
temperature series with those at the end that any irrevers-
ibility was of little consequence.

The values of pK at the nine temperatures were fitted to
a second-degree equation of the form proposed by Harned and
Robinson (10) using the method of orthogonal polynomials
described by Please (11). The result was as follows:

1420.41
T

pK, = — 6.4925 + 0.015347T (5)
where T is the thermodynamic temperature in kelvins. The
average deviation of the calculated values from the observed
pK> was 0.002 unit. Table II lists the values derived from
Equation 5, and at the foot of the table are found the standard
changes in enthalpy, entropy, and heat capacity associated
with the dissociation of the carboxyl group. These quantities
are given in calories, where 1 cal = 4.184 J. The uncertainties
assigned to the thermodynamic functions were calculated
from the variance of pK» by the method of Please (11).

DISCUSSION

The double salt of monopotassium sulfosalicylate and di-
potassium sulfosalicylate may prove useful as a standard for
acidimetry. It can be prepared in pure form and, once dehy-
drated, shows little tendency to pick up moisture except from
very humid atmospheres. Its equivalent weight (550.665) is
high enough to minimize adventitious errors in weighing due
to temperature fluctuations, absorption of moisture, and the
like. When the double potassium salt is titrated with strong
alkali, the pH rises sharply from near pH 4 through the
equivalence point. If the concentration of Ss2- at the equiv-
alence point is 0.05 M, the pay calculated for yg, = 1is 7.77.
If yg, is given a more reasonable value of 0.5, the pay at the
equivalence point is found to be 7.62. Accurate titrations can
be performed with phenolphthalein as an end-point indicator.
The pK, (2.85) is so low that the buffer capacity at the
equivalence point is considerably smaller than is the case for
titrations of potassium hydrogen phthalate (pK, = 5.4), and
the feasibility of the titration is correspondingly greater.

The double salt is also useful for pH control. As can be seen
in Table II, pKj is at a minimum near 30 °C. Consequently,
the pH of solutions of this substance is almost unaffected by
changes of temperature in the range 20 to 40 °C. Buffer so-
lutions with pH somewhat below 3 are conveniently prepared
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by a single weighing of a pure substance, and a buffer ratio
very close to unity is assured.

The usefulness of some buffer substances such as potassium
hydrogen tartrate and, to a lesser extent, potassium hydrogen
phthalate is impaired by a tendencyto support mold growth,
Although molding in solutions of sulfosalicylates was not
specifically investigated, it seems likely that the presence of
a phenol group in the sulfosalicylate molecule may provide
built-in mold inhibition.
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The equation of the m vs. E curve during the totally irreversible
T ion of an electroacti P is derived: it resembles
an ir ible polarog ata de, but Is less
asymmetric. The effects of ramp-rate and of Initial potential
are luated, and the rel p to linear scan voltammetry
is explored. Neopolarograms have been determined experi-
mentally, using the 103~ and Ni?* electroreductions, and
correlation between theory and experiment is sought by
comparing transfer coefficient values determined from various
features of the neopolarograms.

When an electrode in contact with a solution containing a
reducible species is polarized by a potential E that becomes
progressively and linearly more negative, the curve which
results from displaying the semiintegral m of the faradaic
current vs. —E is termed a neopolarogram. If the electrode
reaction is reversible, the shape of the neopolarogram is
identical to that of a classical reversible polarogram (1-3). The
usual equation describing this shape

RT me—m
E=Evet gpin (%) e
may be rephrased as
=Me_me NE o 9
m 5 5 tanh (2RT |E El/gl) (2)

where m is the semiintegral (4), d=1/2i/dt ~/2, of the faradaic
current i, m is an abbreviation for the constant

NAFC~D =m, (3)

and other symbols have the significance commonly accorded
them in electroanalytical chemistry. Note that the shape of
a reversible neopolarogram depends on neither the initial
potential Eo nor the ramp-rate v, the two constants that
jointly determine how the potential

E=E;-ut (4)

changes with time.
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The Shape of Irreversible

Conditions wherein the electrochemical reduction

k(E)
Ox + Ne-—>Rd (5)

is totally irreversible or quasi-reversible have also been con-
sidered (1, 2). One of the major advantages of the semiintegral
method, that has been exploited by Saveant and coworkers
(5), is its ability to analyze electrochemical kinetics without
preassuming any particular dependence of the heterogeneous
rate constant k(E) upon potential. For the present purpose,
however, it will be assumed that the rate of reduction is gov-
erned by a volmerian,

—anF
RT

dependence on potential. If the rate-determining step of the
electroreduction mechanism is an initial transfer of n elec-
trons, then « is the transfer coefficient of that step. The shape
of such irreversible neopolarograms is not independent either
of Eqor of v, so that it is impossible to write an equation of the
form m = f(E) in which the function f is independent of the
starting potential and the ramp-rate. However, it is possible
to derive an expression of the form f(m,i,E) = 0, relating po-
tential to both the faradaic current and its semiintegral, and
in which neither Ej or v appears. Such a relationship (1, 2)

18
RT kymc—m]
=E,4—In (2—_——1
=Bt o e (05T) ®

and has been verified experimentally. Though it certainly
holds when the potential varies with time according to the
linear relation 4, the validity of Equation 7 is not restricted
to any particular temporal dependence of potential (6).

Equation 7 cannot be said to describe the shape of an irre-
versible neopolarogram; what it does is to provide an inter-
relationship between the shape of a neopolarogram and the
shape of a linear-potential-scan voltammogram. The object
of the present study is to produce and test an equation that,
in fact, does describe the shape of an irreversible neopolaro-
gram by giving the value of m as an explicit function, m =
f(E,Eo,v), of the variable E and the constants E; and v.

If E, is sufficiently positive, then its precise value is irrel-
evant. We shall see that, in this circumstance, the equation
that relates m and E is

R(E) = ky, exp ( (E- E.]) ®)
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Tabie I. Values of m/m_ as a Function of the Parameter £
(an Undimensionalized Potential, Defined in Equation 8b},
Giving the Shape of an Irreversible Neopolarogram That
Starts at a Sufficiently Positive Potential

£ mjmc £ mjmc

—e 0 +0.4000 0.67678
—7.0000 0.00091 +0.6000 0.72955
—6.0000 0.00249 +0.6829 0.75000
-=5.0000 0.00671 +0.7802* 0.77277
—4.0000 0.01810 +0.8000 0.77725
—3.0000 0.04810 +1.0000 0.81909
—2.0000 0.12333 +1.2000 0.85476
—1.8000 0.14768 +1.4000 0.88445
—1.6000 0.17612 +1.6000 0.90867
—1.4000 0.20904 +1.8000 0.92811
—1.2000 0.24672 +1.9346 0.9389
—1.1837 0.25000 +2.0000 0.94361
—1.0000 0.28930 +2.1292 0.9517
—0.8000 0.33669 +2.5185 0.9699
—0.6000 0.38850 +3.2969 0.9880
—0.4000 0.44401 +4.0000 (0.99483)
—0.2072 0.50000 +5.0000 (0.99830)
—0.2000 0.50212 +6.0000 (0.99943)
—0.0000 0.56140 +7.0000 (0.99981)
+0.2000 0.62020 +eoo 1

m/m_ values given to only four decimal places were de-
rived from data in Ref. (10), while parenthesized values are
from Expression 18. The asterisked entry corresponds to
the peak of a linear scan voltammogram.

1= = ¥ (~expd) VG (8a)
Mme  j=0
where £ is the abbreviation
anF 1. 7 kRTY
FrEcBre(GRp) =t @

The derivation of Equation 8, and of the more complex rela-
tionship that covers cases in which Ej is not indefinitely
positive, is accomplished in the next section. This is followed
by an experimental section which attempts to verify the the-
oretical predictions using the reductions of iodate and nickel
ions at a mercury electrode.

THEORETICAL
On recognition that the current i is the temporal semide-
rivative, i = d?m/dt!/2, of m, Equation 7 may be recast as
VD d"2m

F
TW= [me — m] exp (% lE.—E0+Ut|) 9)

after incorporation of relationship 4. This so-called semidif-
ferential equation (7) contains m and ¢ as the only variables.
Simplification to

di2y

a2 (10)

=v(1 = u) expr

follows from the definitions

—=ypu (11)
me
and
anFut _
RT - T (12)

of two undimensionalized variables to play the roles of m and
t, and of one dimensionless constant,

RT \12 anF
k — [E. - =

d (anFuD) oxp (RT (Es E°]) v
whose value decreases as Eq becomes more positive. Our ap-

(13)

PR i L " L s s
-3 ] L) ° 1 L] 3

Figure 1. Comparison of the shape of an irreversible neopolarogram
(full line) with a ible (neo)polarogram (dashed line) and an Irre-
versible polarogram (unconnected points)

The three curves, which are given by the expressions 1 — Z()~"4(—expt)’
where £ + 0.2072 = anF[E; 2 — E]/RT; %, — Y tanh(NF[E — E; 2] /RT); and
V7 A exp(Aerfc where \ = 0.433 exp(anF|E; 2 — E] /RT); have been scaled
by assuming an = N/2 and by the half. to d

proach to solving Equation 10 will be to first consider its so-
lution in the ¥ — 0 limit (as appropriate to neopolarograms
which start at an arbitrarily large positive potential), before
going on to a more general solution.

Initial Potential Indefinitely Positive. Definitions 8b,
12 and 13 imply ¢ = 7 + In v, an identity which converts
Equation 10 to

dl/zu
m = (1 - p) expt (14)
This becomes
12
i (1 - p) expt (15)

[+ =]
in the ¥ — 0 limit. Notice that £ is simply a suitably undi-
mensionalized potential. The dV/2/[d(¢ + «)]!/2 operator,
corresponding to a lower limit of —=, is an instance of the
Weyl differintegration operator (7), a class to which the
rule

da exp(vx)

[dG + =) =9 exp(vx),»>0,allq (16)

applies. This simple rule permits immediate recognition of
= — 5 o jSLUE) 17

u ,->.:, (=) ) an

as a solution to Equation 15. From here it is just a matter of
changes of variable to generate the final result, Equation 8.
Table I contains accurate numerical data corresponding to
Equation 17 and Figure 1 includes a graph of  vs. ; that is,
it shows the shape of an irreversible neopolarogram. For
comparison, the shapes of a reversible neopolarogram
(Equation 1 or 2) and of an irreversible polarogram at a sta-
tionary electrode (8) are also included in this diagram. (By the
phrase “polarogram at a stationary electrode” we mean the
i vs. —E curve produced by a series of potential step experi-
ments in which the current is measured after a constant time
interval. The applied potential is changed slightly between
experiments.) The three curves have been “fitted” at the
half-wave point. As expected, the irreversible neopolarogram
is decidedly less steep than the reversible curve. The irre-
versible neopolarogram is an asymmetric curve, its point of
inflection lying somewhat negative of its half-wave potential.
The asy try is mild enough to pe casual notice, how-
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Table II. Comparison of Polarographic Features. D' Is the Diffusion Coefficient of the Reduction Product

Reversible neopolarogram

Feature or polarogram

Irreversible neopolarogram

Irreversible stationary
electrode polarogram

Ev RT D RT RT t
E¢+—In [— +——In( 1.23k R =
* ' NF )/; s n( */ anFuv E5+anF Irs) 2.8k D
RT RT RT
Ey, — Ey, 1.099 — 0.977—— .940——
4 NF anF MY
RT RT RT
Ey, — Ey, 1.099 — 0.890 — .809——
Yo 4 NF anF 0 anF
NF anF anF
Slope at E}, S — —0.295— 2 —
P Yo iRT —0.313 RT
NF F
Maximum slope — —0.297—an —0.320-—0{"F
4RT RT
Height of maximum
slope (inflection point) 0.500 0.545 0.576
Potential of RT RT
maximum slope Ey, Ey, —0.151— Ey—0.241 —
anF anF
NF 1.178 anF 1.279 anF
“Log plot” slope ——— ————— at E ——————
el = 2.303 RT 2303RT A 2308 RT “ E%
ever, and is certainly not as great as that of a classical sta- £+ 481 £t 28T [

tionary electrode irreversible polarogram. Features of the
three curves are compared in Table II.

Early entries in Table I were calculated by using Equation
17. For ¢ values in excess of about 2.0, the retention of suffi-
cient computational precision makes this straightforward
approach unrewarding. The parenthesized values listed in the
tabulation for large ¢ were calculated from the asymptotic
expression

_exp(—§)
Vi(x§)

Dependence on Ramp-Rate. We have established that,
for irreversible neopolarograms which start at arbitrarily
positive potentials, u is a function of £ only. It follows, there-
fore, that the change with v of any point on the neopolaro-
graphic wave (e.g., the half-wave potential, E, », corresponding
to u = %) is that required to maintain a constant value of ¢.
Then by differentiating

1= (18)

anF 1 kIRT
——[Ei-EJ+-In(———)=¢,= 1
rT [Ba— B +3In (anFuD) G =eosest: 10
to yield
anF dlnv
RT dE, - T 0 (20)
we find that
AE _ —2.303RT @1
Alogv 2anF

In words, Equation 21 states that a tenfold increase in
ramp-rate will shift the potential corresponding to any par-
ticular height up the wave (E,/,E /4,etc.) cathodically by
29.6/an mV at 298 K. Note that changing the ramp-rate
merely shifts the entire wave along the potential axis, the
shape of the wave remaining unaltered. This is in contrast to
linear-potential-scan voltammetry, wherein changes in v also
affect the height of the response.

Solution for Arbitrary Initial Potential. An exact solu-
tion of Equation 14, namely

p=- i, (=) 5 () ©2)

is possible in terms of functions s, ( ) that are repeated sem-
iintegrals of the exponential function. The recurrence

SF e /

a4
o3
o2

ol

1 L I* L 1 L
-4 -3 -2 -1 o

Figure 2. The upper curve is the foot of an irreversible neopolarogram
that started at an indefinitely large positive potential
The four incomplete curves show the effect (from left to right) of making Eg in-

creasingly less positive. The fragment marked with an asterisk shows the start
of the ar tor which u acq the value 0.4900 at £,,,

-1/2
ey [exp(x)sp—1(x)] = sn(x) (23)
defines all these functions, so( ) being unity. Via polynomial
approximations to these functions (9), tabular values of s, (7)
were prepared and these enabled Figure 2 to be constructed.
This diagram compares the theoretical shapes of the feet of
neopolarograms that commence at various potentials. Note
that the late-starting neopolarographic curves are initially
vertical but that they soon veer to follow a course almost
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Table III. Values of u at E1; for Various Initial Potentials

ks E,— Ey] at E
RTI o~ Ey; 9 patEy,
1.000 0.2990 0.4267
1.500 0.1814 0.4617
2.000 0.1100 0.4792
2.500 0.0667 0.4885
2.622 0.0591 0.4900
3.000 0.0405 0.4935
3.500 0.0246 0.4963
4.000 0.0149 0.4979
4.500 0.0090 0.4988
5.000 0.0053 0.4993
o 0 0.5000

parallel to, but slowly converging with, the neopolarogram that
started at an indefinitely positive potential.

Some time after the commencement of a neopolarogram,

7 becomes large enough that an asymptotic summation (9)

may be employed to replace that in Equation 22. Introduction
of this simplification leads eventually to the result

1-pe

B~ e = ——F—

xr Jo j=0

v = (—expu)
v
where p.. is the value that x would have had if E, had been
infinite. The integrand in result 24 is the same function that
appears in the expression (Equation 17) for p.. itself. Values
of the integral were calculated and were, in fact, used as an aid
in the construction of Figure 2. Though its restriction to large
7 must not be overlooked, Equation 24 tends to be more useful
than Equation 22. The former correctly predicts that u is in-
variably less than u.., but that these two values converge as
v approaches zero or as 7 approaches infinity.

Choice of Initial Potential. Though irreversible neopo-
larograms are simplest when the initial potential is very pos-
itive, in practice one must choose E; such that no electroox-
idations occur. In this subsection, the effect upon the neopo-
larographic half-wave potential of starting the ramp at a
less-than-infinitely positive potential will be evaluated. It will
be demonstrated that, provided that the initial potential is
at least 67.4/an mV more positive than E, , effects are con-
fined to the foot of the wave.

Making use of Table II and of Equations 12 and 13, one may
demonstrate that at the true neopolarographic half-wave
potential (E} s, corresponding to u. = %), 7 acquires the value
—In(1.23 7). Substitution of this value into Equation 24
gives

du (24)

L 1 v = (—expu)/
2 V=4xIn(1.237) Jo ;=0 V(D
as the expression for uat E) . Values of this expression, which
is a function of v alone, are to be found in Table III.
From Table II1, it is seen that ¥ must not exceed 0.0591 to
ensure that u lies between 0.4900 and 0.5000 at E,/,. At T =
298 K, this corresponds to the inequality

du (25)

an[Eo — Ey ) 2 2.622 BFI =67.4mV (26)
Of course, the foot of the irreversible neopolarogram that just
satisfies this inequality will be considerably distorted (the
start of this neopolarogram is shown by the asterisk in Figure
2), but, in the vicinity of E/, and at more negative potentials,
the curve lies within experimental error of the ideal neopo-
larogram.

Relation to Linear Scan Voltammetry. Obviously, since
a neopolarogram is the semiintegral of a linear-potential-scan
voltammogram, the known shapes (10) of the latter curves

m-ﬁ,‘»(,.mm
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120 -
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1 1 1 ! 1
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]
=1050 =150 -1250 =1350

E(mVvs.SCE)

= 1450

Figure 3. Neopolarograms for iodate reduction

Solution: 2.00 mM KIO; in 100 mM KNO3; electrode area: 46.8 mm?; initial po-
tential: —800 mV vs. SCE; ramp—rates (mV s™'): 0 20.5, A 50.3, O 102, O 205,
and V 509
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Figure 4. D of the istic p (O Eqsa, O Eqsa,

and A Ej,4) on the logarithm of the ramp-rate. Conditions as in Figure
3

could have been used to predict neopolarographic behavior.
‘This method has not been followed here, because to have done
so would have obscured the fundamentality of the semiin-
tegral approach.

As Reinmuth (11), in a different. terminology, stressed: the
linear relationship of m to the surface concentrations of
electroactive species lends to m a basic significance that i does
not share. In evidence of this, the shape of a reversible lin-
ear-potential-scan voltammogram (10-12) is described by the
unfamiliar infinite sum

i=—m, (NFL%) wli::l =)

—jNF
exp (;_T ‘En —ut — E;/g]) \/j 27)

whereas m is expressed by Equation 2, in terms of a single
elementary transcendental function. From a mathematical
viewpoint, the neopolarogram is far the simpler curve and
consequently it is appropriate to regard the linear scan vol-
tammogram as derived from it by semidifferentiation. That
Equation 27 is indeed the semiderivative of Equation 2 follows
immediately from the identity
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Table IV. Summary of an Results

an for reduction of

Method 10, Ni*
Ey, vs. log v slope 0.55 0.47
Ey, vs. log v slope 0.56 0.46
E3, vs. log v slope 0.53 0.45
Ey, — Ey, separation 0.47-0.50 0.53-0.54
Ey, — Ey, separation 0.53-0.55 0.55-0.57
Ey, — Ey, separation 0.58-0.69 0.58-0.61
Slope at v =20.5 mV s~! 0.52 0.57
Slope at v =50.3 mV s™* 0.51 0.61
Slope at v =102 mV s~ 0.48 0.59
Slope at v = 205 mV s~' 0.48 0.53
Slope at v =509 mV s~ (0.43) (0.49)
Mean: 0.53 + 0.04 0.54 + 0.04
log (m — m)/i vs. E slope 0.50 0.52
% - : .
1-tanh7 =2 ):0 (=)/ exp(jx) (28)
j=

and the Weyl rule, Equation 16.

For irreversible electroreductions, Equation 8, describing
the neopolarographic wave shape, is not actually significantly
simpler than its semiderivative,

— (anFU) 1/2 = (=)

RT) &YVG-1D
—janF[ RT anFuD]
X —ut —
exp( RT | Fomut =B+ g mhnons ) (29)

which governs the shape of a totally irreversible linear scan
voltammogram (10, 13). Nevertheless, the neopolarogram has
two simplifying features—near-symmetry and ramp-rate
independence—not enjoyed by the voltammogram. As well,
the attainment of a constant value m, represents a decided
advantage for neopolarography, especially where analytical
applications are sought.

Because of Equation 7, there is a simple relationship be-
tween numerical values of i and m at each potential. This re-
lationship was used to convert the tabular current data of
Nicholson and Shain (10): some of these results are included
in Table I to supplement the ¢ > 2 range. Note that the cited
data were not prepared using Equation 29 (which suffers the
same limitations as Equation 8 at the more cathodic poten-
tials) but by a numerical integration scheme.

EXPERIMENTAL

The apparatus and technique are unchanged from those described
in previous articles of this series (2, 4, 14). A hanging mercury drop
electrode was employed; in all cases the drop was “second hand” (2).
Reagent grade chemicals were used without further purification. A
supporting electrolyte of 0.10 M KNO; was used throughout. Two
electroreducible species were examined: the iodate ion as 2.00 mM
KIO; and the nickel(II) ion as 4.00 mM Ni(NOj3),. Both these ions
have been extensively studied and their reduction at a mercury
electrode is well known to be irreversible. Because a rather large initial
current was observed in the case of the I0;~ reduction, the working
electrode was regularly maintained at the initia! potential for about
45 s to eliminate such currents prior to the recording of the neopo-
larogram.

Analog ration was employed, using a ladder network in
the feedback loop of the Princeton Applied Research Model 170's
i or, as previously described (15). (Please note a typographical
error in Figure 10 of this article; the resistor shown as 830 kQ should
have read 8300 k2.) The m values so measured were corrected for
electrode sphericity (1, 12) by subtraction of the gD'/2/r term (¢ =
Sidt, r = drop radius).

RESULTS AND DISCUSSION

Experimental neopolarograms for iodate reduction are
shown in Figure 3 for a variety of ramp-rates, v. Figure 4, de-
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Flgure 5. Plot based on Equation 7 for iodate reduction. Conditions as
in Figure 3
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Figure 6. Plot based on E

Solution: 4.00 mM Ni(NO3), in 100 mM KNOj; electrode area: 87.3 mm?; initial
potential: —650 mV vs. SCE; ramp-rates: as in Figure 3

7 for nickel reducti

rived from Figure 3, shows how the quarter-wave, half-wave,
and three-quarters-wave potentials depend on ramp-rate. As
predicted in Equation 21, each characteristic potential is seen
to depend logarithmically on v. The equation was applied to
the slopes of the Figure 4 lines, the an values listed in Table
IV being thereby calculated.

Values of an may be calculated, not only from the slopes
of the lines in Figure 4, but also from the displacement of these
lines from each other. This is evident from the predictions in
Table II, which show that

an o 200mV__ 480mV__ 229mV

Evs—Ey2 Eys—Eys Evo—Esp
at 298 K. The an values calculated from these relations are
also displayed in Table IV; ranges of an are reported because
the lines in Figure 4 are not quite parallel. For iodate elec-
troreduction, data determined from relations in Equation 80
demonstrate rather poor self-consistency; this reflects the fact,
evident in Figure 3, that the iodate neopolarogram is slightly
less symmetrical than theory predicts.

Yet another way of determining an from the neopolaro-
grams uses their slopes. According to Table II, the irreversible
neopolarographic wave has a maximum slope almost equal to
its slope at E 5, both these slopes being given within experi-
mental precision by

(30)
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at 298 K. Using this equation and the curves shown in Figure
3, an values were calculated for each ramp-rate, the results
again being collected in Table IV. Apart from the datum ob-
tained from the 509 mV/s ramp-rate (where pen response may
have been a complicating factor), the values agree well and
give an an average value of 0.50.

Table IV permits an intercomparison of an values deter-
mined for iodate reduction by all three neopolarographic
methods. Though the agreement is less than might have been
hoped, the scatter averages only 0.04 and confirms that theory
and experiment are in broad agreement. Possible causes of the
discrepancies include: imperfect correction for sphericity,
interference from nonfaradaic and other background effects,
and neglect of the role of the double-layer structure (1) on the
kinetics of 103~ reduction.

Essentially similar results were obtained for Ni2+ reduction.
Values of an were calculated by the same method used for
10, and the data are likewise assembled into Table IV. The
agreement between an values determined by the various
methods is no better than in the iodate case, but it is inter-
esting to note that the results for the two electroreducible
species do not parallel each other. This suggests that diver-
gencies arise from idiosyncrasies of the individual systems,

(31)

rather than reflecting any general inadequacy of the theo-

ry.

Finally, a method of deter ing an was employed that
does not hinge on the theory presented in this article. This
method uses Equation 7 and consists of plotting log (m. —
m)/i vs. E. Figures 5 and 6 show these plots for iodate and
nickel ion reductions respectively. From the slopes of the lines
shown in these diagrams, which, it should be noted, embrace
several ramp-rates, the an values reported as the final items
in Table IV were calculated. Agreement with the other tabu-
lated values is good.

Figure 7 shows neopolarograms for the reduction of Ni2+
for a variety of initial potentials. We have not attempted to
correlate these curves quantitatively with theory, but the
qualitative agreement with Figure 2 is evident.
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Optical Pathlength Considerations in Transmission
Spectroelectrochemical Measurements

F.R. Shu! and G. S. Wilson*
Chemistry Department, University of Arizona, Tucson, Ariz. 85721

A transmission spectroelectrochemical cell is described in
which the optical path length can be varied to enable consid-
eration of its effect on electrochemical characteristics such
as cell time constant. The utility of the short pathlength cell was
demonstrated in the of the d order ho-
lectr for the tion of
ineruthenium(ll).

rate
hrome c and h

hor;e heart cy

! Present address, Smith Kline Instruments, Inc. 880 W. Maude
Ave., Sunnyvale, Calif. 94086

In the course of investigating electron transfer reactions
involving fast kinetics via transmission spectroelectrochemical
techniques, it is necessary to measure the absorbance changes
corresponding to chemical reactions taking place at the elec-
trode surface or in the diffusion layer of the working electrode.
Under these conditions, the diffusion layer constitutes only
a small fraction of the total optical path length. Thus, it is
necessary to measure a small difference between two large
numbers if the original reactant absorbs appreciably. Clearly,
greater sensitivity can be achieved by reducing the total path
length. Such an approach might lead to the use of optically
transparent thin-layer electrodes (OTTLE). These have been
used to considerable advantage for both chemical and bio-
chemical applications (1-4), especially where final spectral
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measurements are made under null current conditions. Un-
fortunately, thin-layer cells often exhibit large resistive effects
which lead to poor potentiostatic control of the working
electrode and nonuniform current density across the electrode
surface (5, 6). In some applications (7), it is also desired to
measure small (<10~%) absorbance changes in short times
(<50 ms). It is necessary in such cases to perform multiple
experiments (ensemble averaging) and this, in turn, requires
that the reaction layer be “refilled” after each experiment. We
have shown that this can be conveniently accomplished by
stirring the solution (7).

In this report, a variety of electrochemical experiments have
been performed to demonstrate the conditions under which
reliable spectral observations can be made in a short path
length cell without interfering with the electrochemistry.

EXPERIMENTAL

Apparatus. The spectroelectrochemical cell was similar to that of
Hawkridge and Kuwana (8) except that the body was constructed of
Kel-F rather than Lucite because of superior chemical resistivity. The
optical path is defined on one side by an optically transparent tin
oxide electrode and on the other by an approximately 1.5-cm light pipe
(%-in. diameter image conduit, American Optical Co.) with its opti-
cally flat ends oriented parallel to the electrode. The light pipe was
permanently mounted by drilling a 0.32-cm hole in the rear of the cell
block and cementing in place. The light pipe was positioned above
the center of the cell cavity so that a small stirring bar could freely
rotate at the bottom of the cell.

A piece of Pt wire sealed into the cell block served as the counter
electrode. The wire was coiled around the light pipe near the indi-
cating electrode end so that product generated there would not in-
terfere with observations at the indicating electrode. The reference
electrode (Ag/AgCl) was constructed as described previously (8) ex-
cept that a luggin capillary constructed of polyethylene was used to
orient the reference electrode probe immediately adjacent to the end
of the light pipe. This modification improved the cell response sig-
nificantly.

The indicating electrode was constructed with a 1.5 X 2 cm square
of Sh-doped tin oxide (20 ohms/square) glass. The square was then
painted with silver conductive paint so as to define a masked circular
window slightly larger than the end of the light pipe. A thin layer of
silicone rubber (Dow-Corning Silicone Rubber Sealer) was then ap-
plied to the electrode to mask that portion of the conducting paint
which would otherwise come in contact with the solution.

The electrochemical insi ion included a Princeton Applied
Research Model 173 Potennosl.at and Exact Model 126 signal gen-
erator. A double beam spectrophotometer was constructed using a
100-watt tungsten quartz iodine light source (Sylvania 6.6A/T2 1/2
Q/CL) Jarrell-Ash Model 82-410 (0.25 meter) monochromator,
matched 1P28A photomultiplier tubes, Burr-Brown (Tucson, Ariz.)
Model 3402A amplifiers as current-voltage transducers, and an OEI
(Tucson, Ariz.) Model 2534 high speed log ratio converter. From this
apparatus, an absorbance readout of 1.0 V/absorbance unit was ob-
tained. All experiments were run under the control of a Hewlett-
Packard 2100 minicomputer using a data acquisition system described
previously (7, 9).

Reagents. All chemicals used in the present study were reagent
grade unless otherwise specified and were used without further pu-
rification. Cytochrome ¢ (Sigma Type VI) was prepared in 0.2 M
phosphate buffer, pH 6.45, and was used to calibrate the optical path
length of the cell. Methyl viologen was obtained from K and K Lab-
oratories. Hexaammineruthenium(III) chloride was purchased from

Strem Chemicals, Inc.

RESULTS AND DISCUSSION

Evaluation of Cell Spectral Characteristics (Static).
Spectroelectrochemical cells with light paths of 0.021, 0.065,
and 0.097 cm, respectively, were constructed for evaluation.
The spectrum of reduced cytochrome ¢ was measured from
400 to 600 nm and, in each case, was found to agree with that
reported previously (10). Agreement was also observed for
Beer’s law as measured by the difference in molar absorptivity
of the bands at 550 and 535 nm, respectively. Thus, it can be
concluded that the use of a light pipe has no apparent effect
on the quality of spectral measurements in the visible region.

Table L. Electrochemical Evaluation of Cell Characteristics

Estimated?
Optical path
length cm R (ohms) RC (ms)
0.021 80 0.22
0.065 50 0.12
0.097 44 0.10

aEstimated from Equation 1 using solution blank, AE =
0.4 V, Elect. area ~ 0.27 cm?®.
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Figure 1. Current-time curve for p { ic r of methyl
viologen
Uncorrected current (++); current using 1, 1"

(AA). R = 44 ohms, RC = 0.14 ms. Concn MVZ* = 10~ M. Potential step
—0.45 to —0.8 V vs. Ag/AgCl electrode. Results averaged from 7 experi-
ments

The photometric broad band noise (0.001 A.U. P-P) of the
system was not appreciably affected by the presence of the
light pipe.

Evaluation of Cell Electrochemical Characteristics.
The time constant of the electrochemical cell was evaluated
using the recently described method of Perone and co-workers
(11) in which it is assumed that the charging current is given
by

. AE
ion =3 e—t/RC 1)

where AE is the size of the potential step; R, the total un-
compensated resistance; and C, the capacitance of the elec-
trode double layer. The cell constant was determined from a
potential step of 0.4 V in a solution containing only the
phosphate buffer. The current was measured over the time
interval 0 < t < 0.5 ms. The values obtained are shown in
Table I. It will be noted that influence of the light pipe on the
resistance begins to become pronounced below a path length
of 0.065 cm. If current-time data are to be utilized in the po-
tential-step experiment, particularly at concentrations of 10~4
M or less, correction for charging current is absolutely es-
sential. Unfortunately, the blank solution does not take into
account the effects on the cell time constant resulting from
the addition of the electroactive species. To deal with this
difficulty, Perone and co-workers (12) have recently proposed
a theoretical model which ‘permits the estimation of the
charging current in the presence of a faradaic component.
Figure 1 shows that it is possible to obtain linear Cottrell be-
havior to within less than two cell time constants by sub-
tracting the charging current using the correction procedure
(11). A similar correction procedure has been developed whxch
does not depend on the mechanism of the iated chemi

reaction (13). Virtually identical results are obtained. From
the Cottrell slope, a diffusion coefficient of 7.9 X 106 cm2/s
can be calculated for methyl viol (MV2+) in its reduction
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Figure 2. Absorbance-time curve for potentiostatic reduction of methyl
viologen

Conditions same as Figure 1. Monitor wavelength 602 nm. Results averaged from
35 experiments

to the free radical (MV-*). This value compares favorably with
avalue of 7.5 £ 0.5 X 106 cm?/s obtained from the potential
step chronoabsorptometry experiments to be described sub-
sequently. As Perone has pointed out (11), the correct Cottrell
slope is not obtained until rather long times (in our case
greater than 0.5 ms) where the corrected data converge.

Cyclic Voltammetry. The cyclic voltammetric behavior

of methyl viologen is very similar to that reported by Steckhan
and Kuwana (14). The cathodic peak current (i) varied
linearly with scan rate over the range 0.039-16 V/s. The peak
current ratio (ipc/ipa) was essentially unity over the scan range
studied. The peak separation (AE;) where AE, = E,. — E,
increases with scan rate {v) as noted previously (/4) and this
is attributed to the inherent resistance of the tin oxide film.
If a plot of peak separation vs. V' is extrapolated to zero scan
rate, AE, values in the range of 0.045-0.053 V are obtained.
It is possible that in addition to the resistive properties of the
film, the behavior also is influenced to some extent by the
presence of the light pipe, especially at low scan rates. Over
the range studied, the peak separation does not depend on
path length. A zero peak separation would be expected for the
limiting case of a true thin-layer cell (15).

Potential Step Chronoabsorptometry. The absorb-
ance-time response to a potential step is shown in Figure 2.
The least-square fit follows the Cottrell equation for times
greater than one time constant. It should be noted that these
data are uncorrected for charging current; however its effect
is apparent at short times. If the region between the y-inter-
cept and the first data point (100 us) is expanded, it can be
shown that the absorbance-time curve (Figure 2) will pass
through the origin. Thus, a lag time is produced during which
current flow occurs but no product is produced. Data appear
to be usable without correction after 1-2 time constants. Thus,
it is still easier, in this case, to achieve linear Cottrell behavior
with absorbance monitoring in this system than with current
measurements. The very high molar absorptivity of MV-+ at
the monitoring wavelength contributes significantly to this
conclusion. After application of a potential step, the diffusion
layer will move out into solution eventually reaching the end
of the light pipe. At this point, the condition of semiinfinite
linear diffusion no longer applies. For the 0.021-cm cell, de-
viation occurs at about 250 ms. This is considerably sooner
than would be expected since the diffusion layer thickness
should equal the optical path length after about 60 s. Un-
doubtedly, the diffusion layer is distorted by the irregular
current flux resulting from the cell geometry. At times less
than 100 ms, no difficulties are encountered.

The thin layer cell has been used to measure the second-
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Figure 3. Absorbance-time curve for the reaction of Ru(NHa)e?*-
cy"lllc

Reaction condition: Ru(NH3)¢®* = Cyt."'c = 1 X 10™4 M; 0.2 M acetate butfer,
pH 3.48. The potential was stepped from 0.2 V to —0.5 V (vs. Ag/AgCl) and back
(7 = 0.2 s). Absorbance monitored at 550 nm. Results averaged from 7 steps.
Solid line = rate constant 6 X 10*M~'s~'

order rate constant of the reaction between iron(III) cyto-
chrome ¢ and hexaammineruthenium(II):

Ru(NHj;)6** + e = Ru(NHj)g2* (2)
Ru(NHj)e2t + Cytlllc = Ru(NHy)g?* + Cytllc  (3)

The reaction was monitored at 550 nm using a cell with a light
path of 0.1 cm. As was expected, at least a sevenfold reduction
in background absorbance was observed. Between 30 and 50
experiments were required to obtain a S/N ratio of 6 as com-
pared to about 100 in the absence of the light pipe. Conditions
can be further improved by signal conditioning with a 2-pole
Butterworth filter (fo = 100 Hz) where only 7 to 15 cycles of
signal averaging were required to achieve a smooth experi-
mental curve (S/N = 6). A representative example of the ex-
perimental results is demonstrated together with a digital
simulation curve in Figure 3. This result is in good agreement
with the data reported in the literature (16).

CONCLUSION

The above described cell is well suited to experiments in
which the diffusion layer is kept thin with respect to the op-
tical path length. Because of the resistive properties of the tin
oxide film, correct electrode potentials cannot be maintained
(even in the absence of a light pipe) and these effects are ap-
parently accentuated by the light pipe. Use of a more highly
conducting thin film would aid this difficulty. The cell, how-
ever, will function most effectively under conditions where
the current-time response is less strongly dependent on po-
tential control, i.e., a potential step to the diffusion pla-
teau.
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Rotating Ring-Disk Enzyme Electrode for Surface Catalysis

Studies

F. R. Shu' and G. S. Wilson*

Department of Chemistry, University of Arizona, Tucson, Ariz. 85721

A rotallng ring-disk enzyme electrode (RRDEE) has been
loped and ted. The enzyme, glucose oxidase, is
Imrnoblllzed at the surface of a carbon paste electrode. The
progress of the enzymatic reaction was monitored at either
the ring or disk. By varying the electrode rotation speed the
rates of mass transport and lyti can
be distinguished. The theory d g the electrod P
hasbeendevelopedandlshgood.,,. with experi it
The kinetic par s of the i ilized yme have been
determined along with the properties of the modified electrode

surface. Perfor as a selective sensor is discussed.

In recent years, there has been considerable interest in
applying immobilized enzymes for specific assays. Among
these applications, the so-called enzyme electrode is quite
unique because it combines the enzyme specificity with the
sensitivity and convenience of electroanalytical techniques
in a compact form to facilitate analysis. The enzyme electrode
is usually prepared by attaching an immobilized enzyme layer
to an electrochemical sensor so that changes occurring as a
result of the enzyme reaction can be monitored either po-
tentiometrically or amperometrically (1-3). Regardless of the
electrode sensor type, enzyme electrodes to date have been
operated in a stationary manner. The mass transport of sub-
strate to the catalytic layer is therefore controlled mainly by
solution stirring and the diffusion rate inside the immobilized
enzyme matrix (4). Neither of these processes is very effective
in bringing the product of the enzyme reaction to the electrode
surface. A recent model study of the theoretical aspects of
amperometric enzyme electrodes by Mell and Maloy has
shown that the sensitivity of a stationary enzyme electrode
is determined by the proper balance of the catalysis rate of the
enzyme on one hand and the diffusion rate of the substrate
on the other (4). Since both processes are inherent properties
of a particular system, it becomes apparent that there is very
little one can do to improve the efficiency or the sensitivity,
in practice, of a stationary enzyme electrode. Furthermore,
as pointed out by these authors, the lack of a well defined
boundary condition to describe the mass transport represents
another difficulty in predicting the steady-state current of a
stationary enzyme electrode. This, in turn, limits the potential
of using a stationary enzyme electrode to evaluate the kinetic

_ ! Present address, Smith Kline Instruments, 880 W. Maude Ave.,
Sunnyvale, Calif. 94086.

parameters of reactions at immobilized biosurfaces or other
catalytic surfaces.

A rotating electrode provides several attractive advantages
over its stationary counterpart. First, the rate of transport of
a species from the bulk of the solution to an electrode can be
controlled by varying the rotation speed of the electrode. The
hydrodynamics of a rotating disk electrode is well defined (5).
Therefore, it is possible to make mass transport competitive
with the enzyme catalysis rate. As a result, the sensitivity of
a particular enzyme electrode could be significantly improved.
Second, because of the convective nature of the electrode, one
would expect that a rotating enzyme electrode should give
much faster response than a stationary electrode. This, of
course, would shorten the analysis time. The third advantage
of a rotating enzyme electrode is its potential as a tool for in-
vestigating the kinetics of surface catalytic reactions. Since
the boundary conditions of a rotating disk electrode are well
defined, a reliable mathematical model can be derived to
predict its behavior. We have carried out a study to develop
arotating disk enzyme electrode and to investigate the theo-
retical aspects of its performance.

The system we selected to study is the glucose-glucose ox-
idase reaction:

glucose oxidase

Glucose + 02 Gluconic acid + H,0, (1)
The formation of H,0, is coupled with a fast indicator reac-
tion:

molybdate
H,0, + 2H* + 2]-=——>1, + 2H,0 (2)

The amperometric detection of the formation of I, serves to
measure the overall extent of the reaction (4, 6).

In addition to the theoretical studies, we also present some
preliminary investigations of enzyme electrode perfor-
mance.

EXPERIMENTAL

Instrumentation. The four-electrode potentiostat used in the
present study was similar to that described by Shabrang and Bruck-
enstein (7). The rotating ring-disk electrode, Model DT-6, was pur-
chased from Pine Instrument Co., Grove City, Pa. The disk part of
the electrode was a 0.5-cm deep cavity with a diameter of 0.764 cm
according to the manufacturer’s specifications. Therefore, the cal-
culated area of the disk electrode was 0.46 cm? when the cavity was
filled with carbon paste. The width of the platinum ring electrode was
0.024 cm. It was separated from the disk electrode by a 0.016-cm wide
epoxy gap. The collection efficiency of the DT-6 electrode was 0.18
as calculated from theory (8). A heavy gauge platinum wire counter
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Figure 1. Experimental steady-state disk current (ip(uA)) as a function
of glucose concentration (M) at various electrode rotation speeds: 400
rpm (A), 900 rpm (O), and 1600 rpm (+)

electrode and a Ag/AgCl reference electrode (E°” = 0.200 V) were also
used.

A Pine Instruments Model PIR rotator was used to control elec-
trode rotation speed.

Preparation of Glucose Oxidase Electrode. The carbon paste
used was prepared in the usual manner from 5 g of graphite powder
(No. 38, Fisher Scientific Co.) and 3 ml of Nujol, except that 10 mg
of n-octadecylamine (technical grade, Aldrich) was also added. The
thoroughly mixed carbon paste was packed firmly into the disk cavity
of the DT-6 electrode. The surface of the electrode was then polished
with a piece of weighing paper. After the ring and the gap were wiped
clean, the electrode was allowed to rotate in a 12.5% glutaraldehyde
solution for 10-15 min, followed by washing in a cold 0.2 M phosphate
buffer (pH 6.5) for 1 min. The rotating electrode was dipped into a
bovine serum albumin solution (0.1 g/ml). (BSA, Fraction V 96-99%,
Sigma Co.) The reaction was allowed to proceed for 2-3 min. Again
the electrode was washed in a cold phosphate buffer for 2 minute after
the BSA treatment. The electrode was then removed from the rotator
and was positioned with the electrode surface facing up. A glucose
oxidase solution prepared by dissolving 0.3 g of the enzyme (Glucose
oxidase, Type II, 15000 units/g, Sigma Co.) in a 5% glutaraldehyde
solution (buffered with phosphate at pH 6.5) was applied to the sur-
face of the disk electrode. After at room ure for 5
min, the excess enzyme solution was discarded and the ring and the
gap of the electrode were carefully cleaned. The electrode was finally
allowed to spin in a cold phosphate buffer at 2500 rpm for 5 min to
remove physically entrapped or weakly bonded enzyme. This ensured
reproducibility in subsequent measurements. The electrode was
soaked in a phosphate buffer and stored at 5 °C overnight before
use.

Solutions and Reagents. Unless otherwise mentioned, all chem-
icals used were reagent grade. The stock solution of 0.1 M glucose was
allowed to mutarotate at room temperature for at least 24 h before
using. All glucose testing solutions were prepared in a KI-buffer-
catalyst solution, pH 6.1, as described previously (4, 6). The I3~ so-
lution employed to measure the effective electrode area was prepared
according to Reference 9.

Procedure. The enzyme electrode was allowed to rotate in 20-30
ml of sample solution for about 20-30 s before stepping the potential
of the indicator electrode to —0.2 V vs. the Ag/AgCl reference. This
potential corresponded to a diffusion limited current for iodine re-
duction. The current transient resulting from potential application
was then recorded to find the steady-state current. Measurements
were repeated periodically to check for loss of enzyme activity.

BASIC PROPERTIES OF THE ENZYME
ELECTRODE

The response of the rotating enzyme disk electrode pre-
pared in this study is usually very rapid. At 400 rpm, steady-
state current response can be reached in less than 50 s. In-
creasing the rotation speed can further reduce the response
time. The steady-state disk currents at 400, 900, and 1600 rpm
are plotted vs. glucose concentration in Figure 1. At 400 rpm,

the calibration curve has a linear range from 10 mg/dl to 75
mg/dl. Comparing this observation with the data obtained by
Guilbault and Lubrano (2), it is noticed that the detection
limit of our electrode when it is rotated at 400 rpm is about

fold more ive. H , the upper limit of the linear
range of a rotating enzyme elect.rode is much smaller than that
of a stationary enzyme electrode. As the rotation speed of the
enzyme electrode is mcreased the magnitude of the steady-
state current resp ller. This is also accom-
panied by a reduction in the linear range of the calibration
curve (Figure 1). An i diat hed from this
observation is that the catalysis rate of the immobilized glu-
cose oxidase cannot keep up with the pace of mass transport
as the rotation speed of the electrode is increased. In order to
understand the relation of these two important factors and
to predict the optimal conditions for operating a rotating disk
enzyme electrode (RDEE), the theoretical aspects of this
electrode were explored in more detail.

DIGITAL SIMULATION

Digital simulation techniques have proved to be very useful
in analyzing electrochemical boundary value problems
(10-14). In our model, the electrode surface is defined as X
= 0 in the simulation distance scale. The enzyme layer is as-
sumed to extend into solution from this point to a point
(LEN). The presence of this layer is further assumed not to
interfere with diffusion to or from the electrode surface. If a
thin enzyme layer is attached to the electrode surface, we must
assume that the concentration of the enzyme is uniform in
each volume element within the enzyme layer.

It has been shown that the solution velocity under a rotating
disk can be expressed by:

Vi = —0.510%2p~12X2 3)

where w is the rotation speed of the disk expressed in rad/s,
v is the kinematic viscosity of the solution (v = 0.01 ¢cm?/s for
water), and X represents the distance from the surface of the
disk (5). This equation is valid only when X is much smaller
than the hydrodynamic layer which is a function of w. In order
to simplify computation, it is assumed that the thickness of
the immobilized enzyme layer is much thinner than the
minimum hydrodynamic layer associated with the maximum
rotation speed employed in the present study. In addition, it
is also assumed that the enzyme layer attached does not affect
the flow pattern near the electrode surface. Convective dif-
fusion occurring within the enzyme layer is assumed to occur
in the same manner. This last assumption is reasonable if the
enzyme layer is thin.
The simulation time unit is given by

At =t /LT 4)

where t) is the convection time constant as defined by Prater
and Bard (13, 14):

ty = (0.51)~3,=1,1/3D-1/3 (5)

where D is the diffusion coefficient. In the program, the sub-
strate and the product are assumed to have the same value of
D. The definition of tj greatly simplifies the mathematical
treatment of the convective mass transport (13). By adjusting
the value of LT, the desired accuracy of simulation can be
obtained. The simulation distance, AX can be derived from
At:

= (DAt/DM)V/2 (6)

where DM is the diffusion coefficient in simulation units.
Usually the ratio of D/DM has the value of 10~4. The dimen-
sionless enzyme layer thickness in simulation can now be re-
lated to the true enzyme layer thickness, d, by Equation 7:
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LEN =d/AX 7)

The mass transport processes, i.e. convection and diffusion,
are treated according to a previously described algorithm (10,
13).

For the enzyme electrode, it is convenient to express the
concentrations of all species relative to the bulk substrate
concentration, C. Thus, the true concentration of the substrate
in a given volume element, J, can be expressed as:

[S]=C-UUA(J) (8)
Likewise, the concentration of the product:
[P]=C-UUB(J) 9

The terms UUA(J) and UUB(J) are fractional concentrations
of the substrate and the product, respectively. The fractional
concentration of the substrate is defined initially as 1 while
the fractional concentration of the product is zero. To calcu-
late the perturbation of [S] and [P] as a result of the catalytic
reaction, Michaelis-Menten kinetic theory is assumed:

k1 k3
E+S+—ES—P (10)
k2

bstrate 1

where E is the enzyme and ES the enzy
The rate of formation of the product is

d[P)/dt = ksCe/(Kn/[S] + 1) (11)

where K, is the Michaelis-Menten constant. Cy; is the ana-
Iytical concentration of the active enzyme in the enzyme layer,
i.e., the sum of free enzyme and enzyme substrate complex.
Transforming Equation 11 to finite difference representation,
one obtains:

C- AUUB(J)/At = k3Ce/(K/(C - UUA()) + 1) (12)

Substituting Equation 4 into Equation 12 and rearranging the
expression that describes the effects of the enzyme catalysis
results in:

DEL = AUUB(J) = —AUUA(J))

= (k3Ce/Km) - (ti/LT) - UUA(J)/(1 + (C/K ) - UUA(J))
(13)

Equation 13 clearly indicates that the extent of the pertur-
bation by the enzyme catalysis is dependent upon the sub-
strate concentration as represented by C/K,. Thus, the de-
pendence of the current on concentration can be calculated
by varying C/K .. Another important feature of Equation 13
is that it compares the catalytic rate with convective mass
transport implicitly. The parameter that compares these two
processes can be extracted from Equation 13 and defined
separately:

V = kiCety/Km (14)

Since ty is a time constant associated with convection, the
velocity parameter, V, actually reflects the amount of product
that is allowed to form in a given time under a given convective
condition. For example, a smaller ¢, and V would result if the
rotation speed of the electrode is increased. Thus, the as-
signment of V and C/K,, permits the combined effects of
enzyme kinetics, convection, and concentration on current to
be evaluated.

Under the diffusion limited condition, the concentration
of the reaction product is zero at the electrode surface. Thus,
the flux of the catalysis product is given by

ZZ=2-DM-UUB(1) (15)
The current can then be expressed in terms of ZZ:
i(t) =nFAC-ZZ - AX/At (16)

50

oo 0 40 &

Figure 2. Simulated current transient at rotating disk electrode time (s)
after application of potential, t. Steady-state current, i;. Other param-
eters LT =300, DM = 0.45, w = 400 rpm, V = 0.2266, and C/Kny =
1 are defined in text

where n, F, and A have their usual electrochemical signifi-
cance. Substituting Equations 4 and 7 into Equation 16 and
rearranging, we get

i(t) - ty/nFACd = ZZ - LT/LEN an

If we multiply both sides of Equation 17 by (C/K ) - (1/V),
we have:

i(t)/nFAdk3Cg = ZZ - LT -CKM/(LEN - V)  (18)

where CKM stands for C/K,. Inspection of this expression
shows that the current is now rendered dimensionless by di-
viding by nFAdk;Cg. It also b Iculable by simulation

Equation 18 allows straightforward correlation of digital
simulation results with true current. The left-hand side of
Equation 18 compares the current observed with the maxi-
mum catalysis rate, k3Cg.

Finally, the initialization of the simulation time scale should
be mentioned. Since the three processes, electron transfer,
enzyme catalysis, and mass transport can hardly occur si-
multaneously, a steady-state distribution of [S] and [P] has
to be calculated prior to the calculation of current. Once the
steady-state concentration distribution is reached, the cal-
culation of simulated current can begin. In order to save
computing time, the steady-state conditions for concentration
and current are assumed to be reached when the variation
between iterations of concentration or current is less than
0.01%. This approach is not only co; ient but also parallel
the manner in which the experiment is performed.

FORTRAN 1V calculations were carried out with a DEC-10
time-sharing system at the University of Arizona.

In principle, the larger LT is, the closer the simulation will
approximate the physical system. However, a practical con-
cern in digital simulation is the computing time. With LT =
300, the steady-state calculation requires ~800 iterations for
concentration distribution and ~210 iterations for the current.
Most of our calculations were done with LT = 300. Since ¢
varies with rotation speed, LEN also varies with respect to w
for a given enzyme layer thickness, d. Therefore, values of
LEN at various rotation speeds are calculated prior to use of
the program.

A typical simulated enzyme electrode current transient is
shown in Figure 2. The results of our simulation indicate that
the steady-state current can be reached in a time interval less
than ¢ty regardless of the value of V.

Some simulated calibration curves are shown in Figures 3a
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Figure 3. Simulated calibration curves for different kinetic condi-
tions

(8) kaCe/Km = 0.01; (b) k3Ce/Km = 50.0. Electrode rotation speeds: 100 rpm
(4A), 400 rpm (O), 1600 rpm (+)
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Figure 4. Effect of w on simulated current. F used: k3Ce/Km
= 1. C/Kn = 0.01

and 3b. In these plots, the ordinate, i,, stands for the steady-
state current. It will be noted that the dependence of current
on rotation speed reflects the relative effects of diffusion and
catalysis. When the catalysis rate is slow, e.g., k3Ce/Km = 0.01,
the current becomes smaller and the linear range of the cali-
bration curve becomes narrower as the rotation speed of the
electrode is increased. On the other hand, when the enzyme
catalysis rate is very fast, e.g., k3Cg/K,, = 50., an increase in

00F

[p)rc

10

Figure 5. Concentration profile for enzyme electrode

(a) k3Ce/Km = 1.0; (b) k3Ce/ Km = 50.0. Calculation made at 100 and 800 rpm
as indicated

current sensitivity can be achieved by raising the rotation
speed of the electrode although the upper linear limit of the
calibration curve remains the same. These conclusions are
consistent with the experimental results of Figure 1. A more
thorough study of the sensitivity of the electrode indicates that
the current passes a maximum at a characteristic rotation
speed as shown in Figure 4. The position of this maximum is
dependent upon the value of k3Cg/K . Operating at this
maximum where possible certainly improves the sensitivity
of the electrode.

This behavior is understood in terms of the concentration
profiles shown in Figures 5a and 5b. Regardless of enzyme
catalysis rate, increasing the rotation speed of the electrode
has the effect of reducing the residence time of the substrate
in the enzyme layer, thus allowing less product to accumulate.
However, the convective mass transport is more important
than diffusion at higher rotation speeds. As a result, the con-
centration profile maximum is shifted toward the electrode,
as the rotation speed is raised. The flux at X = Ois increased
leading to higher currents. If the enzyme catalysis rate is ex-
tremely fast, the peak of [P]/C will be raised by a factor of
about six even at higher rotation speeds (Figure 5b). Much of
the product formed within the enzyme layer is lost into the
bulk solution via diffusion at slow rotation speeds.

To obtain an empirical expression for the steady-state
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Figure 8. Lineweaver-Burk plots of simulated current

(8) kaCe/Km = 0.01; (b) k3Ce/Km = 50.0. Electrode rotation speeds: 100 rpm

(4), 400 rpm (O), and 1600 rpm (+)

current of a rotating disk enzyme electrode, we have treated
our data in a manner similar to Mell and Maloy (4). The
Lineweaver-Burk (16) plots of the simulated variables are
shown in Figures 6a and 6b. The ordinate is the reciprocal of
the value calculated from Equation 18 at the steady-state and
the abscissa is the reciprocal of V-K,,/C (= k3Cgty/C). If aline
is drawn to connect the point of C/Kn, = « and the point of
C/K, = 0.001, all points will fall on the line provided that V
is small (V < 0.1), i.e., the enzyme catalysis rate is slow with
respect to convective diffusion (Figure 6a). In other words,
a linear Lineweaver-Burk plot will result if the current is
controlled by the catalysis rate. On the other hand, the points
will show a negative deviation from the line if V is large, e.g.,
V 2 10 (Figure 6b). This would be the case where the mass
transport is the limiting process. The general equation that
describes these lines may be written:

nFAdk;Cg kaCgty
—_——m pe———
is c

b (19)

where m is the slope and b is the intercept. From our calcu-
lations, it is found that b is solely a function of the rotation
speed and the substrate diffusion coefficient. Some typical
values of b are given in Table I.

The relation between m and V is not so straightforward.
Figure 7 shows the plots of log m vs. log V when the catalysis
rate is extremely fast with respect to convective mass trans-
port, e.g., V = 10. Under this condition, the current becomes
mass transport limited. From Figure 7, it is noticed that the
slope of the line connecting the points of equal k3Cg/K, is
exactly —0.5. Since ¢y is inversely proportional to w, the slope

Table 1. Variation of Convection Coefficient, b, with
Convection Parameters

b
w (DM = 0.45) (DM = 0.06)
25 1.14 1.37
50 1.25 1.73
100 1.46 2.13
400 2.16 3.50
900 2.87 5.06
1600 3.65 6.50
10
E
g 0sp
L g L
oo 0s 10 '8 20

log Vv

Flgure 7. Relation of mand V (see text) under mass transport limiting
conditions. Kinetic parameter (k3 Ce/Km): 50.0 (A), 75.0 (O)

suggests that the current will be proportional to w!/2. By ex-
trapolating to log V = 0, it is found that the intercept of the
lines in Figure 7 is 1.22 (k3Cgd?/KnD)'2. Therefore, the
general equation that describes these lines can be expressed
by:

m = 1.22(d?/Dty)'? (20)

This equation is valid as long as the rotation speed of the
electrode is kept low so that the condition of V > 10 is satis-
fied. Substituting Equation 20 into Equation 19 we obtain:

nFADk3Cg/i, = 1.22(d2?/Dty)2(k3Cgti/C) + b (21)

When the concentration of the substrate is sufficiently low so
that b is insignificant compared to the first term, the steady-
state current becomes:

iy = 0.65nFAD?/3y=1/6,1/2C (22)

This is virtually identical to the Levich equation for steady-
state current of a rotating disk electrode (5). Thus, it is clear
that the rotating disk enzyme electrode (RDEE) behaves like
an ordinary rotating disk electrode under mass transport
limiting conditions. The good agreement of Equation 22 with
the Levich equation also confirms the validity of our
model.

When the enzyme catalysis rate is slow with respect to
convective diffusion, e.g., V < 0.1, the relation of log m with
log V is demonstrated in Figure 8. If a straight line is drawn
to connect the points of equal rotation speed, the slope of these
lines reflects the effects of the enzyme catalysis on m. Again,
extrapolation of these lines to log V = 0 leads to the equa-
tion:

m=2 23)

Thus, under catalysis controlled conditions, we have:
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Figure 8. Relation of m and V under catalysis-controlled conditions.
Kinetic parameter (k3Ce/Km): 0.01 (A), 0.1 (O), 1.0 (+). Rotation
speeds indicated next to each curve

nFAdk;Cg/iy = (b/V)(k3Cgti/C) + b= b(K,,/C +1) (24)

Rearranging Equation 24 gives:

nFAdksCy Ko
—_— et 4
b ] +1 (24a)
or
imax _ Km
. 1
L C + (24b)

Equation 24b allows us to plot the experimental i /i 5 vs.
1/C to determine K .. In dilute solutions when K ,/C is much
greater than 1, Equation 24 can be simplified to:

iy = nFAdk3CgC/(b- Ky)

Thus a linear calibration curve is predicted. Assuming D =
0.45 X 104 and « = 50 rpm, the steady-state current response
would be:

iy = 0.80nFAdk3CgC/K (26)

Comparing this with Equation 22 of Reference 4, it can be
concluded that the sensitivity of a rotating disk enzyme
electrode will be at least 60% greater than its stationary
counterpart.

Under either mass transport controlled or catalysis con-
trolled conditions, the steady-state current approaches a limit
when the substrate concentration is very high. From Equation
21 or Equation 24, the maximum current for a rotating disk
enzyme electrode is:

imax = %nFAdk;,Cg (26)

The parameter b varies with the rotation speed and the dif-
fusion coefficient.

RESULTS AND DISCUSSION

Proper immobilization of the enzyme on the electrode
surface is critical to obtaining correct and reproducible results.
In order to hold the enzyme at the surface of the electrode, it
is found that the presence of a small amount of amine in the
carbon paste is essential. If the concentration is increased by
10-fold over the designated amount, the disk current is greatly
suppressed. This behavior is not unexpected since the amine
is a surfactant. In comparing the cyclic voltammogram of the
oxidation of I~ obtained with a pure carbon paste electrode

and that obtained with an electrode containing amine, we
found that there is no significant change in E;, and i, at the
amine level suggested. After glucose oxidase is attached to the
electrode, both the anodic and cathodic peaks are broadened
considerably. Nevertheless, a diffusion limited current for
iodine reduction is still obtained at —0.2 volts vs. Ag/AgCl. At
this point, the disk currents measured for a series of I3~ so-
lutions are exactly the same for both the pure carbon paste
electrode and the glucose oxidase electrode (no substrate
present). Based on the Levich equation (5), the effective
electrode area calculated from the disk current is 0.21 cm? for
both electrodes. This value is less than 50% of the projected
electrode area based on its geometry. This finding suggests
that less than 50% of graphite is in contact with the solution
at the electrode surface. It also suggests that attachment of
the enzyme to the electrode does not interfere with diffu-
sion-controlled I3~ reduction.

The chemistry involved in the enzyme immobilization
procedure may be outlined as follows:

T
RI—NH, + 0=C—(CH—C=0
carbon glutaraldehyde
paste
H H
| |
— R—N=C—(CH),—C=0 (1)
H H NH, NH,

RF—N=C—(CH)—C=0+ [B § A
H.
2 T H BL—NH,
—  RN=C—(CH),—C=N—|s 28)
' AF—NH,

|

Z

When the glucose oxidase-glutaraldehyde solution is intro-
duced, the reactions outlined above are repeated with glucose
oxidase replacing BSA. The BSA is assumed to provide ad-
ditional enzyme coupling sites without blocking the electrode
surface. The enzyme immobilized following this procedure has
good thermal stability and excellent mechanical strength, i.e.,
it can survive stirring at high rotation speeds without losing
noticeable activity. If it is stored at 4 °C while not in use, the
electrode gives reproducible current response for a period
longer than 6 days. We have observed an activity decrease of
only 15% after one month of regular use. The enzyme electrode
shows very similar pH behavior to that reported in Reference
6. Above pH 7.2, the current response drops sharply. Further
details of electrode performance, particularly for analytical
applications, will be presented shortly in a separate paper.
A comparison of Figures 1 and 3 indicates that the electrode
behavior predicted from the simulation model is qualitatively
consistent with experiment. To correlate the experimental
results with the digital simulation, we first compare the ratio
of imax at various rotation speeds with that calculated from
the theory. The value of i sy can be obtained by extrapolating
the plet of the reciprocal of the current vs. the reciprocal of
the concentration. Since Equation 26 predicts that i,y is not
affected by the process which controls the current, the ratio
of imax of a given electrode at various rotation speeds should
agree with the corresponding ratio of 1/b (according to
Equation 26). The values of b calculated with the reported
diffusion coefficient of glucose (15) are shown in Table I. The
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Table I1. Evaluation of Enzyme Kinetic Parameters

Rotation speed, —R‘ML_
e Exptl Theor

400 1.00 1.00

900 0.74 0.69
1600 0.57 0.54

Plot of Eq. 24b dk,Cg X 10'°
Km (M) Intercept (mol -cm=?5-")
0.0077 0.94 1.13
0.0095 0.99 1.21
0.0091 1.01 1.20

ratios of i mqy are compared with the ratios of 1/b in Table II.
Obviously, the agreement is excellent. The behavior of the
calibration curves in Figure 1 as well as the linear plot of the
reciprocal of current vs. the reciprocal of concentration suggest
that the measured currents under experimental conditions
are controlled by the enzyme catalysis rate. Therefore,
Equation 24b should be used. A typical plot of i /iy vs. 1/C
is shown in Figure 9. Again, remarkable agreement with theory
is cbserved. The values of the Michaelis-Menten constant,
Km, and the intercepts obtained from these plots are also in-
cluded in Table II. It is noteworthy that the K,, values re-
ported in Table II are not only self-consistent but also in ex-
cellent agreement with the reported values (17, 18).

According to Equation 26, the maximum catalysis rate of
the enzyme, i.e., k3CEg, can be determined from i .. Unfor-
tunately, we are unable to determine the thickness of the en-
zyme layer at the electrode surface. Therefore, only the
combined term, dk3Cg, is calculated for each rotation speed
using Equation 26. These values are also given in Table II. We
have established that the behavior of our enzyme electrode
follows the pattern of catalysis controlled current behavior,
V < 0.1. Based on this assumption, the maximum possible
value of k3CE of the immobilized enzyme is 0.002 M~1s~1 as
calculated from Equation 14. The concentration of the glucose
oxidase solution used to prepare the electrode is 0.3 g/ml.
Based on the specific activity of the soluble enzyme, k3Cg
should be about 0.075 M s~! assuming all of the added enzyme
is attached and active. Based on these assumptions, about 3%
at most of the original enzyme activity is retained after the
enzyme is immobilized. We do not know at present how much
of the originai enzyme is actually attached so this value rep-
resents a lower limit. Taking 1.2 X 10~ mol-cm~2s~! as the
value of dk3Cg, the minimum thickness of the immobilized
enzyme thin layer would be 6 X 10~5 cm.

Although k3Cg cannot be determined without knowing d,
it is still possible to estimate this parameter using theory. This
can be done by lowering the rotation speed of the electrode
to a state where the enzyme catalysis competes with the mass
transport effectively, i.e., a condition where both processes
have comparable contributions to the steady-state current.
Under this condition, matching the experimental results ex-
pressed in a proper form with the curve obtained from digital
simulation would allow one to determine the k3Cg value. For
instance, if the plot of iy/imax vs. /K obtained from an ex-
periment matches with the plot calculated from the theory for
agiven V, then one should be able to determine k3Cg from V
by using known values of ¢y and K. Further studies on this
question are presently under way.

Finally, we would like to point out that the behavior of the
ring current (with an enzyme disk) is very similar to that of
the enzyme disk electrode. The ring current (no potential
applied to the disk) due to the catalysis of glucose oxidase can
be measured at a variety of glucose concentrations. If this
current is plotted against the disk current measured in a
separate set of experi ts a linear relationship is observed.
The slope of the plot does not change with rotation speed.
Thus, the ring current is simply tracking the reaction at the
disk as expected. It is also interesting to note that the slope
of such a plot is 0.40 as compared to a collection efficiency 0.18

aatia

L 1
00 300 00 1300
e, w!

Figure 9. Determination of K., (see also Table Il)

calculated from electrode geometry. Both calculation and
experiment give the value of 0.18 if collection efficiency is
evaluated in the conventional way as a carbon paste RRDE.
If the disk and ring currents are measured simultaneously with
the enzyme electrode, i.e., potential applied to both the ring
and disk, the slope obtained is 0.30. This indicates that only
25% of the total flux of I, that originally reaches the ring is lost
to the disk if the disk is also at the reduction potential of I,.
We feel that this observation may be attributable to the fact
that the iodine formed outside the disk electrode electrolytic
diffusion layer could reach the ring electrode. It may be pos-
sible to estimate the thickness of the enzyme at the disk by
comparing the ring and disk currents. This possibility is cur-
rently under investigation.

CONCLUSION

It has been shown that an enzyme can be attached to an
electrode to produce a stable catalytic surface. Moreover, with
the aid of a relatively simple model, it is possible to measure
the rate of the catalytic reaction and to extract pertinent ki-
netic parameters.- Although only a small portion of the at-
tached enzyme is apparently active, it gives kinetic behavior
very similar to the soluble protein. The structure of the at-
tached enzyme is not known, but it behaves like a thin layer
of about 1-50 microns. Attachment of the enzyme does not
appear to interfere either with electron transfer at the disk or
with hydrodynamic flow to the ring.

The ring-disk technique should also prove valuable for the
study of kinetics of surface-catalyzed reactions including
nonbiological reactions if reacting species can be monitored
electrochemically. We have recently demonstrated the ad-
vantage of attaching the enzyme to one electrode and moni-
toring at another. The technique provides a convenient
method for separating mass transport and kinetic control of
surface catalyzed reactions by well defined variation of hy-
drodynamic conditions. Mass transport can always be made
sufficiently rapid by increasing the rotation speed such that
the observed currents will depend only on the catalysis
rate.
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Fully Automated Stopped-Flow Studies with a Hierarchical

Computer Controlled System

Glen E. Mieling, Richard W. Taylor," Larry G. Hargis,? James English, and Harry L. Pardue*®

Department of Chemistry, Purdue University, West Lafayette, Ind. 47907

" ted, com-

d

The develop t and luation of a Iully
puter lled stopped-fl ter is
A microcomputer controls sovoral oporallons including the
preparation of reagents from up to five different solutions and
one diluent, the drawing of d vol of the reagent
and sample into a nmpllng unit, and stopped-flow mixing of
the reagent and ple. A mini; controls the operation
of lhe microcomputer, performs data acquisition and pro-

g operati and decisl relative to the ac-
ceptablllly of acquired data. Quantitative data are preunlod
to demonstrate the performance ch teristics of
components as well as the total system. Results reported lu-
clude mole ratio and i plots for
metal ions, and a partial simplex study of the Ti(IV)-H,0,
complex In the presence of EDTA.

Several recent papers have described computer controlled
instrumentation for equilibrium and kinetic studies (1-4).
Because the computer is involved in a closed loop configura-
tion with the reagent preparation and measurement hardware,
some of these systems are applicable to both routine appli-
cations involving repetitive operations and nonroutine ap-
plications requiring predetermined or computer originated
changes in experimental conditions based upon results of
current experiments (/). One common feature among these
systems is the fact that the minicomputer must handle all of
the instrumental control functions in addition to data ac-
quisition, storage, processing, and display and decision making
operations. One objective of this work was to evaluate the
capabilities of a microcomputer used in a hierarchical ar-
r witha puter to relieve the latter of some
of the time-consuming control functions encountered with
slow systems which require constant or frequent attention.

This report describes the design and performance charac-
teristics of a completely automated stopped-flow instrument
system which uses a microcomputer for control and a mini-

1 Present address, De;ertment of Chemistry, University of Okla-
homa, Norman, Okla. 7

2 Present addreu. Department of Chemistry, University of New
Orleans, New Orleans, La. 70122,

computer for data acquisition and processing. Also, the paper
describes a reagent preparation system which is more flexible
and which is less subject to mechanical problems than syringe
based systems described earlier (7). Quantitative data which
illustrate the reliability of the system and which demonstrate
its applicability to equilibrium and kinetic studies are in-
cluded in the report. Data show that the system should be
particularly useful for measurement and process optimization
studies which have been gaining popularity in recent years
(3).

INSTRUMENTATION

The automated stopped-flow instrument consists of a
hierarchical computer system, a reagent preparation unit, a
sampling unit, a Sturtevant-type stopped-flow mixing system
and a stabilized photometer. Figure 1 represents the inter-
actions among the minicomputer (Model 2100A, Hewlett-
Packard Company, Palo Alto, Calif. 94304), the microcom-
puter (Model 8008, Intel Corporation, Santa Clara, Calif.
95051) and the other components of the stopped-flow system.
Operator communication with the system is via the mini-
computer which handles several other functions including
scheduling and initiation of experiments, acquisition, pro-
cessing, and display of data, as well as decision-making pro-
cesses associated with any set of experiments. The micro-
computer is dedicated to controlling the reagent preparation
and stopped-flow mixing system and to monitoring the status
of selected hardware components. Data transfer between the
minicomputer and its several peripherals, including the mi-
crocomputer, is under priority interrupt control. Intercom-
puter data transfers are made via a 16-bit duplex register card
in the minicomputer and a buffered 8-bit input multiplexer
and a 16-bit latched output from the microcomputer.

The minicomp interface includes a 12-bit, eight channel
analog-to-digital converter (ADC) (Model AN 5200 Analogic
Company, Waltham, Mass. 02154) and a general purpose in-
terface which features a programmable clock, buffered
input/output data lines, and expandable logic. Since this in-
terface is similar to others used routinely on many laboratory
computer systems (6), it is not discussed further here, but
details can be supplied to interested readers.

The microcomputer used in this work was an Intel 8008 with
3072 words of random access memory (RAM) and 512 words
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A-F = Stock reagents and diluent, RSV = Reagent select valve, PP = Peristaltic
pump, TT = turntable, DT,ST = Delivery and sampling tips, DS = Drive syringe,
RS = reagent syringe, SS = sample syringe, SSV = Sampling system valves,
RL = Reagent loop, SFS = Stopped-flow sp PP =F

pistons

of programmable read only memory (PROM). The computer
has eight 8-bit input ports and sixteen 8-bit output ports. Five
input ports are used; one for the Teletype keyboard, one for
status signals from instrument components such as valves, one
as a flag buffer, one to accept data from the minicomputer, and
one to read the front-panel switch register. Five output ports
are used; two each for 16-bit word transfers to the minicom-
puter and instrument components, and one for output to the
Teletype. More complete details of this system can be supplied
upon request.

The microcomputer is interfaced to the instrument com-
ponents represented in Figure 2 via a switching interface
which contains optically isolated, zero crossing, solid state
power relays (Model D 1202, Crydom Controls Division of
International Rectifier, El Segundo, Calif. 90245). These re-
lays supply power to electrically activated pneumatic sole-
noids which control the reagent delivery and pickup tips, the
reagent select valve, the sampling unit valves, and the drive
syringe piston, and to relays which control the reagent turn-
table and peristaltic pump. The switching interface includ
a manual override switch so that all operations can be con-
trolled by the operator.

Stopped Flow System. Figure 2 is a schematic represen-
tation of the reagent preparation, sampling, and mixing sys-
tems. Reagent delivery and sampling tips are raised from and
lowered into the receiving vials by a pneumatic cylinder
(Model 318-1009-024, ARO Corp., Bryan, Ohio 43506). Up to
five reagents and one diluent are placed in their respective
stock containers labeled A-F. The reagent select valve (Model
R6031V6A, Chromatronix Inc., Berkeley, Calif. 94710) con-
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Figure 3. Timing seq for
mixing

nects each reagent successively to the peristaltic pump (PP)
(Compu-pet 100, General Electronics, Morris Plams, N.J
07950) so that the desired t of reagent can be pt
through the reagent line to the receiving vial on the tumtable
(Model 272, Fraction Collector, Instrumentation Specialties
Co., Lincoln, Neb. 68501). The last position of the reagent
select valve is reserved for the diluent which is used to wash
all other reagents into the receiving vial and to adjust the
volume to the desired final value. The reagents are thoroughly
mixed in the receiving vial by a small magnetic sumng bar.
The sampling system, described in detail in a previous paper
(3), takes equal aliquots of both the prepared reagent and the
sample and injects them through the mixing block into the
observation cell. A microswitch senses the stopping point of
the syringe drive mechanism and provndes a trigger pulse to
initiate data isition. Tr are moni-
tored with the stabilized photometer described earlier. (7).
Figure 3 represents the electrical timing sequence for each
step involved in the preparation and stopped-flow mixing of
areagent with a standard reagent or le. The capital let-
ters in parentheses associated with each step identify the
device(s) in each step which is(are) activated by the 0 to 1
signal transition in that step. Steps 1 and 3 correspond to air
pressure being applied via electrically operated valves to
different ports of the pneumatic cylinder, P, so that the piston
moves in opposite directions to raise and lower delivery and
sample tips. Steps 8 and 10 correspond to similar operations
on the pneumatic cylinder, P/, so that the drive syringe
plungers are pulled back in step 8 and forced forward in step
10. The %-s duration pulse in step 2 initiates turntable motion,
but the turntable requires about 1 s to change from one posi-
tion to the next. It should be noted that the system cycles
through steps 4 and 5 until all stock reagents and diluent (A-F
in Figure 2) have been delivered. At the end of this sequence,
the sampling valves are set in step 6 so that the prepared re-
agent can be drawn into the reagent loop, washout solution
can be drawn into the reagent syringe (RS), and the standard
reagent or sample can be drawn into the sample syringe (SS).
The 7-s period used in step 7 to flush and fill the reagent loop
was determined experimentally, and could be different for
different valves, different tubing, and different vacuum levels.

tance
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The 6-s pull-back time for the drive syringes in step 8 was used
to avoid degassing reagents being drawn into the syringe
barrels. After the reagent loop and syringe barrels are filled
with appropriate solutions, the sampling valves are reset in

Figure 6. Flow-chart of microcomputer programs

step 9 so that the prepared reagent in the reagent loop and
sample in the sample syringe can be mixed in the mixing cell
and monitored when the drive syringe plungers are forced
forward in step 10.

This timing diagram will be helpful in discussing some of
the software described in the next sections.

Software. Figures 4-6 represent flow charts of the mini-
and microcomputer programs from which the reader can ob-
tain an overview of the capabilities of the system. Each figure
is discussed briefly below.

Minicomputer Background Program. Figure 4 represents
the minicomputer background program which handles the
organizational and bookkeeping functions. Some of the most
important aspects of these routines are discussed here. Prior
to the initiation of any set of experiments, the operator enters
all pertinent information into the minicomputer via a Tele-
type dialog. The first column represents the operations in-
volved in entering experimental information into the com-
puter.

If one or more reagents are to be prepared by the system,
the desired concentration data are entered into the computer
which checks these entries, informs the operator if any re-
quested conditions will exceed specified limits, and requests
appropriate new values. When the concentration data for an
experiment are accepted, then the type of experiment (equi-
librium or kinetic) is specified and the computer requests
several operating parameters. For example, for equilibrium
experiments, the operator must specify the time from mixing
until the start of data acquisition, while for kinetic experi-
ments, the operator must specify whether pseudo-zero or
first-order kinetics are expected, he must specify data rates
or instruct the computer to calculate appropriate data rates
from preliminary experiments, and he must specify a “rejec-
tion coefficient” which is used to detect anomalies in response
curves caused by bubbles in the light path or other unexpected
difficulties. For each experiment to be run, the operator must
specify the total number of runs, which of these runs (if any)
are for washout and which are to be ensemble averaged as
valid data. All experimental parameters are stored on mag-
netic tape (Model 344, Dicom Industries, Sunnyvale, Calif.
94086) and the process is repeated for each experiment to be
carried out.

A typical dialog for kinetic experiments involving two re-
agents prepared and processed by the system is included in
Table I. The dialog appears to be straightforward and is not
discussed further here.
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Table I. Computer-Operator Dialog for Reagent Preparation and Stopped-Flow Kinetic Run #

Experimental constants?

Experimental parameters

Calibration slope and intercept? 0.1156, —0.073
Stock concentrations?

0.1

0.2

03

04 0

0.5 0.02

Dead time (s) 0.012 0.03

Date 1/1/76 0.04
0.05

Type of experiment 19
Rejection coefficient 0.1

# of duplicate runs? 3

# of ensemble averages? 3
First data run? 2.

Initialization? 1¢
Reagent preparation? 1
Identification Code
Solution volume (ml) 30
Input concentration set

Initialization? 0¢

Reagent preparation? 1
Identification Code FESCN2
Solution volume (ml) 30
Input concentration set

0.02

4
.05
0.4
Type of experiment 14
Rejection coefficient 0.1
# of duplicate runs? 3
# of ensemble averages? 3.
First data run? 2.

B[]

Data rate? 0.001 Data rate? 0.002
New experiment? 1_ New Experiment? 0
Ready? 1
@ Underlined ch indicate operator input. ® This table illustrates in detail the input dialog sequence shown in column 1 of

Figure 4. € 1 = yes, 0 = no. ¢ 0 = pseudo-zero order kinetics, 1 = pseudo-first-order kinetics, 2 = equilibrium measurement.

The second column in Figure 4 represents the major func-
tions performed by the background program to prepare the
mini- and microcomputers for each experiment. When the
parameters for all experiments have been recorded, the min-
icomputer reads information for the first experiment from
magnetic tape into core memory. If the system has been in-
structed to prepare a reagent, then concentration values are
translated into 8-bit codes (which represent the time the
peristaltic pump will deliver each reagent (A-F in Figure 2)
into the receiving vial) and transferred to the micrc puter.

tape and are printed out via Teletype. The background pro-
gram can also branch-from the end of the third column to
point 1 in the second column if a new experiment was re-
quested.

Minicomputer Foreground Programs. The foreground
programs are collections of subroutines written in assembly
language. Typical functions of these subroutines are to output
commands and data words to peripheral devices, set up
transfer linkages to interrupt signals, and to service interrupt
requests. The HP 2100A minicomputer interrupt system is

If the system has been instructed to find a data rate which will
take a fixed number of data points for a specified extent of the
reaction, then the program adds one trial run to the number
of data runs requested initially. Otherwise, a data rate defined
by the operator is used and, in either case, the number of
stopped-flow runs required for that experiment is translated
into an 8-bit code and transferred to the microcomputer.
Other information related to data acquisition, data processing,
and display is retained in the minicomputer. After data
buffers, data rate, clock, etc. are initialized and the stopped-
flow trigger (microswitch) interrupt is enabled, then accepted
data from the previous experiment (if any) are processed,
displayed, etc., while the microcomputer begins the next re-
agent preparation or stopped-flow sequence of a new experi-
ment.

The third column in Figure 4 represents the major steps in
executing a single experiment. After the display oscilloscope
is erased, and the conditions for the experiment being run are
printed out, the data taken by the foreground program, either
at a data rate specified in the initial dialog, or at a data rate
obtained from a trial run, are examined. A derivative routine
(8) analyzes the data for any anomalous changes in slope
which would indicate bubble formation and requests new runs
for bad data sets. When a data set is accepted, it is stored on
magnetic tape and displayed on the oscilloscope. If no addi-
tional experiments were requested, then the data processing
routines are implemented. A linear least-squares routine
calculates a zero-order rate constant or estimates values of a
first-order rate constant, k), initial absorbance, Ao, and final
absorbance, A ., which are then used by a nonlinear regression
routine (9) to obtain better estimates of these parameters via
a fit to an exponential relation between absorbance, A, and
time. The operator can request a display of residuals from the
regression analysis. Computed results are stored on magnetic

a hardware feature in which each input/output channel has
a specified memory location (or trap cell) associated with it.
When an interrupt occurs on a given I/O channel, it causes the
computer to interrupt what it is doing and execute an in-
struction in the associated trap cell which transfers control
to a subroutine which services interrupts expected on that
particular channel. It is the responsibility of the subroutine
to save information the computer will need when it returns
to the activity with which it was involved when the interrupt
occurred.

Figure 5 represents four subroutines which make up most
of the foreground programs. The primary functions of the first
subroutine are to set up the interrupt linkage and enable the
interrupt so that the hardware clock can be started when the
trigger interrupt from the stopped-flow mixer is received.
However, since the process of initialization or clean-up will
produce several interrupt signals, the system must be able to
differentiate between those results from initialization or
clean-up operations and those corresponding to actual runs.
A code word transferred from the micro- to the minicomputer
permits the latter to differentiate between these operations,
and to make the decision whether to implement or skip the
major functions in the first subroutine. When the proper code
word is received, the second subroutine is enabled so that the
data rate clock is turned on by the next service request from
the stopped-flow instrument (microswitch closure).

Each clock pulse triggers an ADC conversion and each
end-of-conversion (EOC) pulse is serviced by the third sub-
routine. When an EOC interrupt is received, this subroutine
stores the datum, increments the data counter and storage
buffers, and decides whether all 250 data points have been
collected. If more points are needed, then the computer re-
turns to background operations until the next interrupt oc-
curs. If all data have been collected, then the subroutine resets
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pointers, buffers, and counters in preparation for the next run
and sets the linkage for the A. subroutine before returning
to the main program. Another function performed by this
subroutine is to generate an exponentially changing clock rate
used to select the appropriate data rate from a trial run.

The fourth subroutine is designed to obtain an experimental
estimate of A .. after approximately six halflives of a first-order
reaction have elapsed. This subroutine is entered and exited
without any action a specified number of times (usually 250
interrupts) while the reaction approaches completion. When
the specified number of counts is exceeded, then the subrou-
tine proceeds to collect and store data until another specified
number (usually 30) of points are acquired. When all the A
data are collected, then the subroutine proceeds to turn off
the clock, inform the microcomputer that it can proceed with
the next operation, and reinitialize the A. data buffers,
counters, etc.

Microcomputer Programs. Figure 6 represents flow charts
of the more important functions of the microcomputer pro-
grams. At the start of the program, the microcomputer latches
a control word at the input to the switching interface so that
all the pneumatic solenoids and valves are in their initial states
and the peristaltic pump and turntable are turned off. The
microcomputer then enters a wait loop which interrogates a
flag buffer illustrated in column 1. One flag signals waiting
reagent information while the other flag indicates the arrival
of a function word from the minicomputer. The reagent in-
formation, consisting of six pairs of digital numbers used along
with the software clock to dispense appropriate amounts of
reagents and diluent via the peristaltic pump, is loaded into
the microcomputer as represented in column 2. The function
word activates a service routine (in the third column) which
decodes the word bit-by-bit to call subroutines which perform
different operations on the instrument system. These opera-
tions include initializing reagent lines and reagent and sample
valves, preparation of the reagent, and execution of the
stopped-flow mixing operation. These routines utilize the
external sensing capabilities of the microcomputer to detect
the positions of the reagent select valve and stopped-flow drive
syringes via microswitches. The stopped-flow service routine
performs automatically all of the functions described earlier
(3) for the washout, sampling, and mixing system. These op-
erations appear to be sufficiently straightforward that they
do not merit additional discussion.

SYSTEM EVALUATION

The various components of the instrumental system were
evaluated individually and as an integrated unit. In addition,
several different types of experiments were run in the com-
pletely automated mode to illustrate the capabilities of the
system. The following section presents a description of the
experiments and discusses the results obtained.

Reagents. All solutions were prepared in distilled deionized
water. Those solutions for which reagent grade materials were
not available or not adequate for intended purposes (NaOH
vs. HCl titer, Ti(IV), H,0., Zn(I), and zincon) were purified
and/or standardized by conventional procedures (10).

Component Evaluation. Peristaltic Pump. To evaluate
a calibration factor (volume vs. time) and the long time per-
formance characteristics of the peristaltic pump, thermostated
water (25.0 % 0.1 °C) was pumped for different time periods
into tared weighing bottles and weighed.

The relative standard deviation of replicate delivery vol-
umes varies from about 1% at 1 ml to about 0.9% at 6 ml and
0.5% at 11 ml. Plots of volume delivered vs. pumping time were
linear as expected. For an operating sequence in which the
delivery tip was not immersed in the solution, the least squares
slope and intercept had values of 0.115 £ 0.003 ml/s and —0.04
+ 0.02 ml, respectively, with a correlation coefficient of 0.9998.

For a sequence in which the delivery tip was immersed in the
solution, the slope and intercept values were 0.1156 + 0.0001
and —0.073 + 0.008 ml, respectively, and the correlation
coefficient was 0.9995. The negative intercept probably results
from starting inertia of the drive motor and the response time
(~8 ms) at the zero crossing relay which activates the motor.
We were unable to detect any significant carry-over due to
liquid adhering to the delivery tip when it is immersed in the
solution during delivery, and all subsequent experiments were
performed in this fashion.

Initial studies of the long-term reproducibility of the de-
livery system were quite unsatisfactory. The problem was
eventually traced to temperature variations at the pump head
caused by the heat from a transformer mounted directly under
it and the virtual absence of any ventilation in the case. This
problem was solved by mounting the motor head assembly
panel on a 2-inch high Plexiglas housing with ventilation holes
and a small fan mounted to one side to move ambient air
through the case. With this arrangement, repeated measure-
ments (five per set) taken at one-week intervals over a four-
week period gave a calibration value of 0.1417 £ 0.0002 ml/s
demonstrating excellent long term reproducibility. We have
found it necessary to lubricate the tubing in the rotor head
assembly daily to avoid frequent replacement. The different
calibration values noted above result from different varieties
of tubing used with the pump.

Other experiments in which HCI delivered by the pumping
system was titrated with carbonate free NaOH of known titer
showed that the dead volume from the 6-port valve to the
delivery tip was 1.35 ml and that 2.25 ml of water was required
to deliver 99.5% of the solution in the line. Thus, in all subse-
quent experiments at least 2.25 ml of diluent was used to wash
reagents from the line into the receiving vial.

Reagent Preparation System. Volumes of HCl and
K;Fe(CN)g solutions entered via Teletype were delivered
under computer control to receiving vials. Volumes of HCI
delivered were determined by NaOH titration and amounts
of K3Fe(CN)g were determined from absorbance measure-
ments on a Cary Model 16 spectrophotometer. A least squares
fit of observed vs. expected volume of HCl gave a slope of 0.996
+ 0.003 with an intercept of 0.0188 + 0.0213 and a correlation
coefficient of 0.9999. A Beer's law plot of the K;Fe(CN)g data
yielded a molar absorptivity value of 1071 + 2 mol~! cm™!
which is in good agreement with the literature value of 1060
mol~! em~! (11). The correlation coefficient for these data was
0.9999.

Sampler, Stopped-Flow Mixer, and Detector. The dead-
time of the stopped-flow mixing system, including the sample
loop and valves, was determined by the extrapolation method
(12) using the Fe(III)-SCN~ reaction to be 12 + 3 ms. The
path length of the observation cell was determined to be 3.009
+ 0.015 mm using a K3Fe(CN)g solution which had been
standardized on a Cary 16 spectrophotometer.

Because the mixed solution is in contact with a solution of
the reagent and solvent used to force the reagent from the
reagent loop. it is desirable to know the extent to which these
solutions may mix. To evaluate this, the observation cell was
thoroughly flushed with water and a single sample of
K3Fe(CN)s was injected. Absorbance measurements were
taken periodically over a 2-h interval. The maximum deviation
from the average was 0.0005 A during this period and there
was no sign of a systematic drift in either direction.

One of the major goals of the design of the sampling system
was to minimize carry-over from one sample or reagent to
another so that either basic studies or routine analyses can be
carried out efficiently under computer control. To evaluate
the extent of carry-over, the cell was first thoroughly flushed
and filled with either pure water or a K3Fe(CN)g solution.
Then the absorbance was measured for repeated injections
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of either K3Fe(CN)g or pure water. The fraction, f, of the
initial sample in the cell carried over to subsequent samples
was calculated as follows (13). For K;Fe(CN)g injected into
a cell filled initially with water, the carry-over is computed
as

f=1l== (1)

and for water injected into a cell filled initially with
K3Fe(CN)g, the carry-over is computed as

Ao
== 2

o' @
where A, and A, are the observed and expected (assuming no
carry-over) absorbances and A, is the absorbance of the pre-
vious sample. The carry-over was essentially the same (within
+2 SD) for both types of experiments. It varies from about
1.3% for one injection to a negligible value after five injections.
Unless stated otherwise, all results reported from this point
on are based upon two or more injections so that the carry-over
should be less than about 0.6% (~16 ul).

To evaluate the performance of the sampling, mixing, and
spectrometer systems operating as a unit, several dilutions of
a K3Fe(CN)g solution were prepared manually and placed in
vials on the sample turntable in a sequence going from low to
high to low concentration in a serial fashion. Each solution was
sampled and measured five times with the absorbance for each
sample being the average of 100 points taken at 25-ms inter-
vals. Each solution was also measured on a Cary Model 16
spectrophotometer for comparison purposes.

The average molar absorptivity values of 1071 + 8 and 1067
+ 8 for the increasing and decreasing concentration series,
respectively, agree very well with the values of 1068 + 7 ob-
tained for the increasing concentration series with the Cary
16 and 1060 reported in the literature (11). Regression of the
decreasing concentration series data as the dependent variable
against the increasing concentration series data gave a slope
of 0.9960 + 0.0025 and an intercept of 0.0005 + 0.0004. Thus,
no significance is attached to the slight apparent differences
between the two data sets.

Results reported to this point present a reasonably complete
indication of how the individual components contribute to the
performance characteristics of the system. We now turn our
attention to the performance of the total system operated
under computer control.

Total System Performance. Several types of experiments,
including serial dilutions of stock reagents, mole ratio and
continuous variation studies of metal-ion complexes, an ele-

tary simplex optimization study, and a kinetic study were
carried out to evaluate the hardware-software performance

Ch,0, /Criaw+(B)

s

ABSORBANCE
o
~

o

C20/Czincon ()
Figure 8. Mole-ratio data obtained by the automated system
Curve A. Zn(ll) added to 9.77 X 105 mol/I. Zincon, pH 9, A = 620 nm, mole ratio

atintersection = 1.01. Curve B. Ti(IV) added to 1.33 X 1072 mol/I. H,0;, [H*]
= 0.056 M, A\ = 410 nm, mole ratio at intersection = 1.02

and to demonstrate some potential applications of this sys-
tem.

Serial Dilutions. This series of experiments consisted of
the computer controlled preparation and measurement of
several solutions of K3Fe(CN)g in a low to high to low con-
centration sequence. The absorbance of each solution was also
measured on the Cary 16 for comparison purposes. Results for
the computer controlled experiments are presented in Figure
7. Excellent linearity is observed for the absorbance range
between 0 and 1.7. The nonlinearity above an absorbance of
1.7 results primarily from the stray light inherent in the mo-
nochromator used in this work (3, 14). The molar absorptivity
value of 1070 £ 5 computed from the linear portion of the plot
is in good agreement with the value of 1065 + 4 computed from
the Cary 16 data which exhibited good linearity over the total
range of concentrations prepared by the system in these ex-
periments. The relative standard deviation for all of the results
of the computer controlled experiments was 0.87%.

Mole Ratio Experiments. In these experiments, the system
was used to prepare a series of solutions containing the same
concentration of Zincon indicator at pH 9 but different
Zn(II)-perchlorate concentrations. Absorbances of these so-
lutions were d on the aut. d stopped-flow
and the Cary 16. Results obtained on the stopped-flow system
are presented in Figure 8. The intersection of the extrapolated
linear segments of the plot for the automated experiments is
at 4.67 ml compared to a value of 4.65 ml for the Cary 16 data.
The intersection corresponds to a mole ratio (Cz/Czincon) 0f
1.01. The mean relative standard deviation for all points is
1.2%.

Similar experiments were performed by preparing solutions
containing a constant concentration of Ti(IV) and variable
amounts of Hy0, in 0.05 M HCL. Results of these experi
presented in Figure 8 exhibit an intersection of the extrapo-
lated straight line segments at a mole ratio of 1.02 compared
to an expected value of 1.00. The mean relative standard de-
viation of all measurements is 0.86%.

Continuous Variation Experiments. A series of solutions
containing a constant total concentration of Ti(IV) plus Hy0,
was prepared by entering only the total concentration and the
desired Ti(IV) concentration for each solution via Teletype.
The computer calculated the required HyO2 concentration,
controlled the preparation of solutions and measurement of
absorbances, and reported the results presented in Figure 9.
The extrapolated linear portions of the plots intersect at a
ratio (Cri/(Cti + Ch,0,)) of 0.508 compared to the expected
value of 0.500. The mean relative standard deviation for all
points is 0.91%.
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Table I1. Comparison of Kinetic Data Determined for Solutions Prepared Manually and Automatically

Robed® Rel std dev., %
I(Fl::glllll))] (st:f) Each run® Among runs?

X 107) Man. Auto. Man. Auto. Man. Auto.
5.0 2.41 2.40 0.3 0.4 0.8 ) 10
7.5 2.96 2.92 0.2 0.3 14 1.4

10.0 3.45 3.44 0.2 0.3 0.7 2.0
12,5 3.99 4.00 0.2 0.3 0.6 2.0
15.0 4.52 4.51 0.2 0.3 0.8 1.0
17.5 5.09 5.08 0.2 0.2 0.9 19
20.0 5.59 5.52 0.3 0.3 0.7 1.0
22.5 6.10 6.14 0.2 0.4 1.3 0.1

Av - i 0.2 0.3 0.9 1.3

a Values quoted are averages of kobed and standard deviations for four duplicate runs of a given solution. ® Values quoted represent
standard deviations obtained from the least squares fit of —~In(A. — A) vs. time data.
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Ti(IV)] +[H,0,)
Figure 9. Continuous variation data obtained by the automated system
for Ti(IV)-H,0,

[H*] = 0.056 M, A = 410 nm, peak occurs at 0.508

Simplex Design. The main purposes of this portion of the
study were to demonstrate the capabilities of the system to
design and execute experiments representing a wide range of
conditions and to test software designed for simplex optimi-
zation studies (5, 15). The reaction of H,0, with Ti(IV) in the
presence of EDTA was chosen as a model system for this study
(16). The responses to be optimized were the absorbance level
and color stability as functions of Ti(IV) and EDTA concen-
trations. From the simplex point of view, the response was the
product of absorbance times a stability parameter (R = A X
s). If absorbance measurements made at 1 and 10 min after
solution preparation differed by more than 3%, then the sta-
bility factor was set to zero indicating an unsuitable response;
otherwise the stability factor was set equal to unity.

A stock solution with the desired H,0, concentration was

20 30

VOLUME EDTA,(ml)

0

| 2 3 4 5
Volume Ti (IV),(m1)
Figure 10. Two factor simplex experiment performed automatically
on the Ti(IV}-EDTA-H,0, reaction

pH4.02, A = 410 nm, G0, = 6.64 X 10~ mol/l., Crgy) = 4.83 X 10~2mol/l.,
Cepra = 1.10 X 1072 mol/I.

appears to have moved along a ridge toward a plateau-like
region. Actually, the movement was restricted by somewhat
arbitrary constraints placed on the maximum amounts of
Ti(IV) and EDTA solutions which could be used. As indicated
earlier, the goal was not to optimize this chemical system, but
rather to illustrate the capabilities of this instrument system
for this type study which has been discussed in detail by other
authors (5, 15).

Kinetic Studies. Data presented above and in earlier re-
ports (3, 7) suggest that this automated system should be well
suited for fast kinetic studies. The Fe(II1)-SCN~ system was
selected as a model reaction to test the capabilities of the in-
tegrated system. Solutions containing 0.20 M HCIO4 and
variable amounts of Fe(III) and NaClO4 (to maintain a con-
stant ionic strength of 0.5) were prepared from stock solutions

placed on the sample side of the stopped-flow sampling sy
and the Ti(IV)-EDTA solutions were prepared automatically
in reagent vials on the reagent turntable. The only inputs to
the computer were the stock solution concentrations,
boundary conditions, the delay time between readings, and
initial simplex coordinates. The absorbance readings for the
second of two runs from each solution were used in the simplex
algorithms. The simplex procedure was terminated when the
absorbance reading changed by 1% or less for five consecutive
experiments.

Results of these computer generated experiments are rep-
resented in Figure 10. The numbers represent the order in
which different experiments were conducted. The simplex

both lly and automatically. These solutions were then
drawn into the reagent loop (see Figure 2) and mixed with an
equal volume of 2 X 10~ M KSCN in 0.20 M HCIO;4 and 0.30
M NaClO; from the sample syringe. Kinetic plots of absorb-
ance and —In(A . — A) vs. time were similar to those reported
earlier (7). Values of the apparent first-order rate constant,
kobed, Obtained as the least squares slopes of —In(A. — A) vs.
t plots are presented in Table II.

The regression equations for manually and automatically
prepared reagents are kopeq = (212 % 1) [Fe3+] + 1.35 + 0.02
and kobsa = (213 + 2) [Fe3*] + 1.33 + 0.03, respectively. The
correlation coefficients for the two data sets were 0.99991 and
0.99976. Students’ t and F tests suggest that there are no
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statistical differences between the average values of rate
constants or the standard deviations for the two sets of ex-
periments.

More complete data will be reported on this and other
systems in the future.
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Linearizing the Calibration Curve in Determination of Sulfate by

the Methyithymol Blue Method

George Colovos, Martha R. Panesar, and Edward P. Parry*®

Air Monitoring Center, Rockwell International, 2421A West Hillcrest Drive, Newbury Park, Calif. 91320

The linearization of the calibration curve of the automated
methylthymol blue (MTB) p dure for the di tion of
sulfates Is described. This Is accomplished by altering the
barium-to-MTB molar ratio of the barium-MTB reagent used.
Because of the low purity of the commercial dye, barium-
to-MTB molar ratios of 0.9:1 or lower are usually needed for
obtaining linear calibration curves. A linear relation between
absorbance and sulf lon with a cor
coefficient of 0.9995 or better Is obtained. The relative dard
deviation among replicates, in the range of 0 to 100 ug/ml, Is
1.4 to 0.4 %. The sensitivity for this range Is 4 ug/ml SO42~

Routine determination of sulfate in a large number of water
and air samples is usually performed by a variety of automated
wet chemical methods. The automated methylthymol blue
method developed by Lazrus et al. (1) is gradually displacing
all the other methods, and currently most of the Federal and
State water and air pollution agencies have adopted this
method for the determination of sulfates.

The method involves displacement of methylthymol blue
(MTB) from a barium-MTB complex by sulfate and colori-
metric measurement of the freed MTB in highly basic solu-
tion.

Ba2* + MTBS¢- = BaMTB*~ (1)
BaMTB¢~ + S0,2~ = BaS04 + MTB6- (2)

The absorption maximum of the barium-MTB complex is
at 610 nm and that of the free MTB is at 460 nm. Therefore,
the free MTB can be measured at 460 nm without major in-
terference from the barium-MTB complex. As Equation 2
shows, the concentration of MTB is directly related to the
concentration of sulfate, which permits determination of the
sulfate by measuring the concentration of the displaced
MTB.

One of the most unwanted characteristics of this method
has been the nonlinear relationship between the output of the
instrument (absorbance) and the sulfate concentration. The

plot of absorbance vs. concentration appears to be a parabolic
function which becomes linear above a certain concentration
of sulfate. Thus, in most cases, a calibration curve may be
assumed as consisting of two linear portions of different slopes.
The first linear portion corresponds to low sulfate concen-
trations (about one fifth of the total range), and the second
to higher sulfate concentrations. The slope of the first linear
portion of the calibration curve is lower by at least a factor of
two from the slope of the second portion. Currently, two dif-
ferent approaches are used for the utilization of the nonlinear
calibration curves for determination of sulfates. In the first
approach, the output signals corresponding to each point of
the calibration curve are linearized electronically with respect
to the standard sulfate concentration, and thus the entire
range can be utilized. In the second approach, only the linear
portion of the calibration curve corresponding to higher sul-
fate concentrations is used for the analysis of samples. Both
approaches have several disadvantages. For the electronic
linearization, additional equipment and some extra effort to
set the calibration are required. In the other approach, the
sensitivity of the method is reduced by more than 20% and,
therefore, low sulfate samples cannot be analyzed unless a
larger or more concentrated sample is used.

In our laboratory, the MTB method is used extensively for
determination of sulfate in environmental samples. To avoid
all the disadvantages which arise from the nonlinear calibra-
tion curves, we investigated the chemistry involved in this
system with the hope of linearizing the calibration curves by
modifying the original analytical procedure.

In this paper, we wish to report the results of our research
which enabled us to obtain linear response with respect to
sulfates without any electronic linearization of the resulting
signals.

EXPERIMENTAL

Instruments and Apparatus. A Technicon AutoAnalyzer I1
connected to an Automatic Sampler IV was used throughout this
study. The flow diagram used in the present study was similar to the
one recommended by Technicon for sulfate analysis in waste water
(2). In this, the sample containing sulfate in the range of 4 to 100 ug/ml
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Flgure 1. Absorption spectra of the barium-methylthymol blue com-
plexes at various barium-to-MTB molar ratios

(Ba?*)/[MTB] for spectra 1, 2, 3, 4, 5, 6, and 7 was equal to 0.89, 1.07, 1.25,
1.43, 1.78, 2.32, and 2.94, respectively. pH = 12

is first diluted (1:9.7) with water, then passed through a cation ex-
change column to remove all the interfering cations, and finally
reacted with a reagent containing barium ion and MTB (pH ~2.4) in
a 20-turn mixing coil followed by addition of the appropriate amount
of 0.18 N NaOH in a second 20-turn mixing coil to bring the pH to
about 12. The absorbance of the resulting solution is monitored
continuously in the colorimeter at 460 nm. Other, more sensitive,
concentration ranges can be established by changing the sample
dilution. Samples containing sulfate in the range of 0.5 to 10 ug/ml
can be analyzed by eliminating the dilution and passing the sample
directly into the ion-exchange column.

Reagents. Methylthymol blue (J. T. Baker, Baker grade) was used
without further purification. The rest of the chemicals were reagent
grade and were used without any further purification.

All the reagentsolutions were prepared as described in the Tech-
nicon procedure (2) except the methylthymol blue reagent solutions,
which were prepared in the following manner: a 6.796 X 10~% M Ba?*
solution was prepared by dissolving 1.6601 g of BaCl; and diluting to
1 1. with distilled water. A methylthymol blue solution of the same
molarity was prepared by dissolving 0.5193 g of MTB in 100 ml of
distilled water. These two solutions were used for the preparation of
the Ba-MTB reagent with varying barium-to-MTB molar ratios by
adding: 12.4 ml aliquots of the BaCl; solution to each of several 250-ml
volumetric flasks, then adding volumes of the MTB solution ranging
from 9.0 ml (for [Ba2+]/[MTB] = 1.39) to 16.0 ml (for [Ba?*]/[MTB]
= (,78). Two ml of 1 N HCI, the appropriate amount of distilled water
to bring the volume to 50 ml, and a small amount (1.5 ml) of wetting
agent (Brij-35) were then added, and finally the solution were diluted
to 250 ml with ethanol. The solutions were refrigerated overnight
before they were used in the AutoAnalyzer II with the usual flow ar-
rangement for the 4-100 ug/ml sulfate range.

The nominal [Ba?*)/[MTB] ratio of each reagent can be calculated
from the volumes of the respective solutions used to prepare the
particular reagent. Reagents of barium-to-MTB molar ratios above
1.39 or below 0.78 may also be prepared using a similar procedure.

Procedure. Nine-point calibration curves covering the operating
range of 4 to 100 ug/ml SO,2- (4, 8, 12, 16, 20, 40, 60, 80, and 100 ug/ml,
respectively) were run with each methylthymol blue reagent solution
of varying barium-to-dye molar ratios. The instrumental parameters
were kept constant throughout all these runs and they were as follows:

dard calibration adj at 4.0, wash-t. ple ratio 1:3 and
30 les/h ling rate. The baseline was adjusted as Y.
After each reagent was run with the nine standards, the heights of the
obtained peaks were measured and corrected for the baseline. The
standard curve parameters (3) of slope (b) and intercept (a) were
calculated from the known sulfate concentrations and the heights of
the resulting peaks by using the linear least squares equation. The
standard error of estimate

Sy =V(ZYZ—aZY + b2YX)/n (3)

and the coefficient of correlation,
- (nZXY - ZXZY)

T nzXt- EX)InzY? - 2Y)
were calculated also for each set of data. Using the standard error and
the coefficient of correlation as criteria, an optimum [Ba2*]/[MTB]
ratio can be selected for the preparation of MTB reagent suitable for
routine use. Using the selected [Ba?t]/[MTB] ratio, the weight of
MTRB dye for 11. of reagent can be cal This weight cor:
to the particular lot of commercial MTB and it can be used thereafter
each time Ba-MTB reagent is prepared from the same lot of MTB
dye. For each new lot of MTB, a linearity study should be performed
to establish the optimum barium-to-MTB ratio.

Spectrophotometric Determination of the Purity of the Dye.
The purity of the commercial dye can be estimated spectrophoto-
metrically by measuring the absorbance of solutions of known con-
centrations and using the known molar absorptivity of MTB at that
wavelength. The molar absorptivity at 435 nm for aqueous MTB so-
lutions of pH 1.8 to 5.4 has been measured by Yoshino et al. (4). The
reported value is 1.89 1. mol~! cm~!. An MTB solution was prepared
by dissolving 0.1947 g MTB in 50 m1 0.001 N HCI, which gives a cal-
culated concentration of 5 X 1073 M. This MTB solution was diluted
1:100 with 0.001 N HCI and the absorbance at 435 nm was recorded
with a Cary-14 spectrophotometer using a 1-cm cell. The purity was
calculated from the relation:

% purity = 105.82 Ay35 nm (5)

4)

where A 435 nm is the measured absorbance at 435 nm.

Spectrophotometric Investigation of the Formation of Binu-
clear Complexes. The change in the absorption spectra of solutions
containing constant concentrations of MTB and varying amounts of
barium was used to demonstrate the formation of binuclear complexes
of barium with MTB. For this purpose 5.0 ml of a Ba-MTB reagent
(3.8 X 10~ M MTB) of known [Ba?*]/[MTB] ratio and appropriate
amounts of BaCl, solution to yield the desired [Ba2*]/[MTB] ratio
were added in 50-ml volumetric flasks followed by 3 ml of 0.18 N
NaOH. Then the solutions were all diluted to the mark with distilled
water and absorption spectra were recorded immediately with a
Cary-14 spectrophotometer using a 1-cm cell.

RESULTS AND DISCUSSION

Methylthymol blue (MTB) is a derivative of thymol sul-
fonphthalein with two N,N’-di(carboxymethyl)amino-
methyl groups attached to its 3,3’ position (I).

Ry Ry
NS
HOOCCH2> OH CH,, COOH
NHC: CHN
HOOCCH, c 2 .
R, R, H, COOH
$03

Because of these two groups, MTB behaves as a ligand ca-
pable of chelating with a metal atom at either one of the two
end groups. However, because of the stereochemical hinder-
ance of the bulky sulfonphthalein structure, the participation
of both groups in the coordination sphere of a single metal ion
is not feasible (4). Thus, the second group remains vacant and
available for coordination with a second metal ion.

Formation of binuclear complexes of MTB with metal ions
such as Co(II), Ni(II), Cu(II), and Zn(II) has been studied
(4-6). It has been found that the absorption maximum of the
binuclear complex is at the same wavelength (610 nm) as the
1:1 complex, but the molar absorptivity of the binuclear
complex is significantly larger. The spectra of Figure 1 show
the formation of the binuclear barium-MTB complex in al-
kaline solutions. It can easily be seen that the molar absorp-
tivity at 610 nm increases as the barium-to-dye ratio increases
up to about 2:1 indicating that the amount of barium in excess
of that required for formation of the 1:1 complex forms further
complexes. When the barium-to-dye ratio becomes higher
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Figure 2. Change of the calibration curve with the barium-to-MTB
ratio

[Ba?*]/[MTB] for curves 1. 2, 3, 4, and 5 was 1.39, 1.25, 1.00, 0.83, and 0.78,
respectively

than 2:1, the molar absorptivity does not increase further. It
is, therefore, rather evident that MTB forms binuclear com-
plexes with excess of barium ions.

Commercial methylthymol blue, as most dyes, is not 100%
pure. In fact, the purity of MTB is even lower than many other
dyes because the monosubstituted derivative of sulfon-
phthalein (semimethylthymol blue, SMTB), is produced along
with MTB during preparation. SMTB can be separated from
MTB by column chromatography (7).

As described in the previous section, the purity of MTB can
be determined spectrophotometrically. This technique gives
essentially a measure of the existing impurities which do not
absorb at 435 nm. Impurities such as SMTB or unsubstituted
sulfonphthalein which absorb at 435 nm cannot be deter-
mined. The amount of nonabsorbing impurities in commercial
dye preparations has been shown to vary from lot to lot
ranging from 10 to 50%.

This low purity of the MTB dye is the main reason for the
nonlinear calibration curves. For example, the composition
of the MTB r t solution rec ded by Lazrus et al.
(1) and in the Technicon procedure (2) contains a barium-
to-dye molar ratio equal to 1:1, but due to the low purity of the
commercial dye, the actual ratio is usually considerably higher
than that. Binuclear species are, therefore, formed along with
the mononuclear complexes and the removal of small amounts
of barium ions by the sulfate (at low sulfate concentration)
results in the transformation of the binuclear to mononuclear
complexes (Equation 6).

Ba,MTB2- + SO42~ = BaSO4 + BaMTB*~ (6)

The molar absorptivity of the binuclear complex at 460 nm
is lower than that of the mononuclear (Figure 1) and, there-
fore, under the above experimental conditions, the absorbance
of the solutions will be increased only slightly with added
sulfate. With higher sulfate additions, the 1:1 complex is
converted to free MTB (Equation 2) resulting in a higher
change in absorbance per mole of added sulfate.

The formation of binuclear complexes can be eliminated
by changing the barium-to-dye molar ratio. Figure 2 shows
the effect of the barium-to-dye molar ratio on experimentally
obtained calibration curves. It can be seen that the deviation
from the linearity increases as the barium-to-dye molar ratio
becomes greater. This deviation from the linearity is shown
better in Figure 3 where the coefficient of correlation of the
calibration curve is plotted vs. the barium-to-MTB ratio.

10000 -

[T
awior

a9%sr

COLFFICIENT OF CORRELATION

09950

0% 1 1 L ' L TR 1
as a7 as a9 Lo L1 L2 L L4 L5

[8a"" |1 [m1g]
Figure 3. Change of the coefficient of linearity of the calibration curve
with the barium-to-MTB molar ratio

Table 1. Determination of Sulfate in Synthetic Solutions
with the Modified MTB Procedure

0,42~ pg/ml

Taken Found® Std dev %
5.00 4.90 0.07 14
10.00 10.08 0.08 0.8
20.00 20.08 0.29 14
40.00 41.14 0.36 0.9
60.00 59.95 0.24 0.4
80.00 80.04 0.43 0.5
100.00 100.58 0.38 0.4

2 Average of five runs.

These coefficients of correlation have been calculated from
the 9-point calibration curves as described above, with five
of these points located at the lower part of the calibration
curve (4 to 20 ug/ml) where the curvature usually occurs. The
coefficient of correlation approaches unity when sufficient
excess of dye prevents the formation of binuclear species.
Thus, by changing the concentration of MTB, the optimum
barium-to-dye ratio can be established for any given lot of
commercial dye preparation and then used thereafter for
routine preparation of the reagent.

The spectrophotometrically determined purity of MTB
correlates very well with the optimum barium-to-dye ratio
established experimentally as it is described above. The
commercially available dye usually contains inorganic salts
as well as small amounts of SMTB and other organic com-
pounds. However, the nonabsorbing species constitute the
larger part of the cial dye impurity and, therefore, the
estimated spectrophotometrically purity of the dye can be
used for establishing the barium-to-dye ratio required for the
preparation of the MTB reagent. This is based on the as-
sumptions, that 1) MTB forms mononuclear complexes when
it is mixed with equimolar amounts of barium and 2) the
concentration of organic impurities absorbing at 435 nm is
very small. These two ptions appear to be sub ially
supported by the experimental results. The value of the bar-
ium-to-dye molar ratio required for the preparation of the
MTB reagent in most cases was found to be in the range of 0.8
to 0.9 which indicates dye purity of 80 to 90%. However, in
some cases, C( ially available dye pr tion may be
found to contain larger amounts of impurities. For example,
a recent lot of dye was found to contain 51.3% absorbing
species by the spectrophotometric method described above,
and the linearity study yielded an optimum [Ba2+]/[MTB]
molar ratio of 0.513. Therefore, the optimum barium-to-dye
ratio might be defined using the spectrophotometrically de-
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termined purity of the commercially available dye. However,
the actual measurement of the correct barium-to-MTB ratio,
by constructing calibration curves using various ratios, is
preferred because of possible impact of the presence of ab-
sorbing impurities during the spectrophotometric determi-
nation.

Table I shows typical results obtained with the modified
MTB procedure for determination of sulfate. For these, the
instrument was calibrated independently with standard so-
lutions, and slope and intercept of the calibration curve were
determined by the linear least squares equation. The relative
standard deviation for replicate standards was found to be
between 0.4-1.4%. The sensitivity for this range (0 to 100
ug/ml) was found to be equal to about 4 ug/ml. Higher or lower
sensitivities may be obtained by modifying the flow diagram
of the Technicon AutoAnalyzer as described above. In our
laboratory, we were able to obtain sensitivities of 0.5 ug/ml in
a range up to 10 ug/ml by such modifications. Even with this
sensitive range, the calibration curves remain linear when the
MTB reagent is prepared using the weight of MTB dye cal-
culated from the results of the linearity study.

Both the high (0-100 ug/ml) and low (0.5-10 ug/ml) ranges
are used in our laboratory routinely for determination of
sulfate, and the results obtained are always comparable to
those described here.
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Application of Thermal Analytical Methods in the
Characterization of Carbonaceous Materials

Ralph T. Yang,* Meyer Steinberg, and Robert Smol

Department of Applied Sci , Br ional Lab ry, Upton, N.Y. 11973

Thermal analytical methods are applied to a study of the
reactivities toward O, and CO, of three kinds of carbonaceous
materials which give different rate expressions with respect
to the fractional of the reaction. it Is d d
that a pseudo-thlvd-order ction can give a bif ted peak
in the DTA curve and, therefore, the notion of the existence of
two kinds of carbonaceous malerials based on a bifurcated
peak, as has often appeared in the literature, should be as-
serted with caution.

The thrust of developing more efficient energy systems from
coal has renewed a great interest in the application of thermal
analytical methods to the study of reactivities of carbonaceous
materials toward gases. In the field of catalysis, meanwhile,
the employment of differential thermal analysis (DTA) to
examine the catalysts poisoned by carbonaceous materials
deposited on the surface has attracted wide attention and
application. More specifically, in the studies by Rode and
Balandin (7, 2) on the nature of the carbonaceous deposits on
chromia catalyst, the DTA curve produced by combustion of
the deposits showed bifurcation, or two peaks, of the exo-
thermic peak in some instances. The authors interpreted this
as an indication of two types of carbonaceous materials on the
surface. Thereafter, a bifurcated peak in the DTA curve has
been quite commonly related to the notion of the existence
of two kinds of carbonaceous materials (3, 4). Furthermore,
it has been suggested that, by matching with a synthesized
bifurcated DTA peak of a standard reference mixture con-
sisting of two known carbonaceous materials, an unknown
;:a;bonaceous material could be analyzed quantitatively

5).

In this work, thermal analytical methods are used to study
the reactivities of three widely different carbonaceous mate-
rials. The quantitative relationship between a single DTA

curve and the kinetic parameters for a *“first-order” hetero-
geneous reaction has been previously developed (6). The
qualitative relationship between the general form of the rate
expression and the shape of its corresponding DTA curve is
examined in this study for two higher-order gas—carbon re-
actions. More importantly, it will be shown that a pseudo-
third-order reaction can also produce a bifurcated peak in the
DTA curve. Therefore, caution must be taken in relating such
a peak to the existence of two kinds of carbonaceous materi-
als.

KINETIC ANALYSES OF DTA CURVES

Extraction of kinetic information from DTA curves is, in
general, limited to reactions with simple rate expressions (6,
7). For reactions with more complicated rate expressions, the
approximate methods outlined by Kissinger (8) and by Yang
and Steinberg (6) can also be applied; but the results would
be lengthy and the mathematics tedious, and therefore such
analyses would not be of practical interest.

In this section, it is not intended to extract the kinetic pa-
rameters from a DTA curve. Rather, the qualitative rela-
tionship between the rate expression and the general shape
of the DTA curve is to be explored. More specifically, the
possible number of peaks in a DTA curve will be predicted
from the order of the reaction.

The rate of a heterogeneous reaction is expressed in the
conventional fashion:

1 dm
Rate = r = = (1)
where m is the instantaneous mass of the reacting solid and
t is the time.

The rate of a gas—carbon reaction at steady state, or at
constant burnoff (x) is normally expressed as a function of the
concentrations of the gases involved. However, in the DTA
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measurements the gas concentrations are held constant, the
rate is expressed in terms of x, and it can be shown that
_ldm_ 1 dx
e = (2)
mdt 1-xdt

In this work, the order of a reaction will be expressed in
terms of the following form:

dx
Et- = roe~E/RT(] — x)n < 3)
where n is the order, ry the frequency factor, E the activation
energy, Rt the gas constant and T the absolute temperature.
Now we consider three general types of gas-solid reactions
having individually the following characteristics: (1) the rate
is independent of x; (2) the rate increases or decreases linearly
with x and (3) a rate maximum or minimum exists in the curve
of r with x. The corresponding general rate equations are:

%%=r1e‘5/RT(1 -x) 4)
£=r2e‘”/"7(1 —x)(x+1) (5)
:—t=rge‘E/RT(1—x)(x2+px+n) (6)

where [, p, and n are constants. According to Equation 3, Type
L is first order and Types 2 and 3 are referred to as pseudo-
second and pseudo-third-order reactions, respectively.

In DTA measurements, the temperature differential (A7")
is recorded as a function of 7. Assuming that the heat of re-
action is detected instantaneously and that the thermal effect,
either exothermic or endothermic, is dissipated to the flowing
gas rapidly, AT is proportional to the mass rate, i.e., the total
amount of mass being reacted per unit time, or to dx/d¢

AT = k(dx/dt) (7

The above assumptions are not unrealistic in the gas—car-
bon reactions in which diffusion is not the rate-controlling step
and the reactions proceed uniformly throughout the sam-
ple.

By substituting the approximate expression for dx/dt for
the three types of reactions in Equation 7, and setting
d(AT)/dt = 0, the following relations are obtained:

E e
C, ﬁ = e~ E/RT (8)
CQW = e E/RT(ax + b) )
E .
O = a—EIRT (o524
R e (ex dx + f) (10)

where C), Cy, C; are positive constants and a, b, ¢, d, and f are
constants that can be either positive or negative.

Equations 8-10 can be used to predict the peak tempera-
tures of a DTA curve, provided that the functional form x(7T')
is known. The x(T) function can be approximated in a way
similar to that outlined for a first-order reaction (6). However,
it is of interest in this study to predict the number of peaks in
the DTA curve based on the three general rate expressions as
shown. For this purpose, Equations 8-10 are consequently
solved graphically. It may be recalled that x increases from
0 to 1 with increasing 7' and assumes a fractional value which
changes very slowly with 7" compared to the other two factors
in the equations: 1/T% and exp (—E/RT). The equations are
presented in graphical forms in Figure 1. The points of in-
tersection of the curves representing the right-hand-side
(RHS) and the left-hand-side (LLHS) are the peak tempera-
tures in a DTA curve. From Figure 1, it is clear that there is
only one possible solution for Equation 8 or Equation 9, and

HS

TEMPERATURE (T)

Figure 1. N of for E 8-10

there possibly exist three solutions for Equation 10. It is also
possible that only one solution exists for Equation 10, de-
pending on the constants in the equation. For the reaction
with rate increasing monotonically with x, the characteristics
of the graphical solution for Equation 9 in Figure 1 should also
apply, and hence also only one solution would be expected.
From this analysis, it can be seen that only one peak is possible
in the first-order and pseudo-second-order reactions while two
peaks, or a bifurcated peak, can occur for the pseudo-third-
order reaction.

EXPERIMENTAL

A Mettler Differential Thermal Analyzer Model TA-1 was used to
obtain the DTA curves. Reaction rates were measured gravimetrically
(TG) and were expressed according to Equation 1.

The carbon samples used were: coke from Illinois No. 6 bituminous
coal (coked at 1000 °C for about 20 h in flowing Ny); electrode graphite
and a reactor-grade nuclear graphite. The nuclear graphite had less
than 100 ppm ash content and more analyses have been given else-
where (6). The coke gave the following analyses: ash content, 17%;
Si0,, 10%; Fe, 1.8%; Al,03, 2.5%; and the balance of Ca, Mg, and Ti,
etc. Analyses of the electrode graphite yielded: ash content, 2.7%; 1%
Si; 0.1% B and Cu each; 0.03% Fe, Ni, Ag, and Ca each; 0.01% Mg, Al,
Zn, and Mn each; and trace of Cr, Pb, and V. The elemental analyses
were performed by emission spectroscopy.

Carbon dioxide was supplied by Matheson Gas Products Company
and was of Coleman Instrument grade (99.99%). The gas was further
purified of moisture and O- in a train of silica gel, Mg(Cl0y). (both
at room temperature) and copper turnings held at 500 °C. The DTA
measurements- involved dilution of the carbon sample in an inert
material (Al,0y3) which was also the reference. The dilution is neces-
sary because of the high heat of reaction. Detailed procedures of the
DTA and the rate measurements were given previously (9). It should
be noted that a high gas flow rate was employed and that the ther-
mocouples were placed at the center of the sample which was con-
tained in a platinum sample holder. Under these conditions, the as-
sumptions made for Equation 7 are not unrealistic.

RESULTS AND DISCUSSION

The temperature range and the other experimental condi-
tions were chosen such that the overall reaction rates were
dominated by the chemical rates. It has been demonstrated
that the oxidation of carbons by air in the 500-600 °C range
(10) and the oxidation of nuclear graphite by CO, at 1050 °C
(6) are all in the chemical-controlled rate regime. In this re-
gime, the rates of the diffusional steps are high compared to
the chemical rates and the observed overall rates can be ap-
proximated as the chemical rates.

The following carbonaceous materials were used in this
work, in the order of decreasing reactivities: coke, electrode
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Figure 3. DTA curves

(a) Coke in air. (b) Coke (with 40% burn-off in air at 525 °C) in air. (c) Electrode
graphite in air. (d) Nuclear graphite in CO,

graphite, and nuclear graphite. Reaction rates were measured
on the first two materials with air and on the nuclear graphite
with CO,. These three gas-solid reactions demonstrated the
general behavior of the three types of reactions which were
analyzed above. Some typical results are shown in Figure 2,
at the specified temperatures. The reactions with nuclear
graphite and with coke can be represented by rate expressions
of the first- and pseudo-third-order types respectively. The
rate with the electrode graphite does not increase linearly with
burn-off, while it does increase monotonically. According to
the preceding analysis, the reaction with the nuclear and the
electrode graphites would give only one peak while the reac-
tion with coke could give two peaks or a bifurcated peak in
their corresponding DTA curves. Such predicted behavior was
verified by the measured DTA curves, and they are shown in
Figure 3. In this figure, three exotherms (C + O,) and one
endotherm (C + CO,) are shown. An interesting feature in this
figure is that the reaction with coke with 0% burn-off showed
a bifurcated peak while the coke with 40% previous carbon
burn-off showed a single peak. This is due to the fact that the
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Figure 4. BET surface area (N;'. 77 K) vs. burn-off
(a) Coke. (b) Electrode graphite. (c) Nuclear graphite
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Figure 5. X-ray diffractograms of coke at (top) 0% burn-off and (bottom)
31.8% burn-off, copper Ka radiation

rate of the reaction decreases monotonically after 40% burn-
off, as shown in Figure 2. The reaction with the coke that has
40% burn-off can be categorized as a pseudo-second-order
reaction and, hence, can produce only one peak in the DTA
curve. Although it is not intended in this work to study the
factors involved in determining the reactivities of the various
carbonaceous materials, it is illustrative to study the specific
rates, or the rates per unit reacting surface area. The total
surface area of the materials was measured at various carbon
burn-offs and the results are shown in Figure 4. From the data
in Figures 2 and 4, the specific rates of the reactions with the
two graphites were nearly constant with increasing burn-off.
The specific rate of the coke was also nearly constant below
about 30% carbon burn-off but decreased monotonically upon
further increasing burn-off. The decrease may be due to two
factors: (1) the increasing surface area of the mineral matters
and (2) a possible decrease of the concentration of the active
sites on the carbon surface which predominantly contribute
to the rates (11, 12).

To further examine the possibility of the existence of two
kinds of carbons, x-ray diffraction patterns were obtained of
the coke samples at various burn-offs. In Figure 5, the dif-
fraction patterns of the coke at 0% and at 31.8% burn-off are
shown. The peak at 26 = 26.5° is due to the (002) planes of the
graphitic structure in the crystallites. No difference can be
detected between the patterns and therefore it is unlikely that
“two kinds of carbons” exist.

Based on the preceding kinetic analyses and the experi-
mental results, one may conclude that a bifurcated peak, or
two peaks, in the DTA curve does not provide a sufficient
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condition for the existence of two kinds of carbonaceous ma-
terials. Furthermore, the same assertion should be valid in the
application of DTA to the analyses of solid materials in gen-
eral.
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Determination of Aluminum in Bulk Iron Ore Samples by

Neutron Activation Analysis

Mihai Borsaru® and Ralph J. Holmes

CSIRO Division of Mineral Physics, P.O. Box 124, Port Melbourne, Victoria 3207, Australia

Neutron activation analysis has been applied to the determi-
nation of aluminum in 25-kg iron ore samples at —6-mm par-
ticle size. By measuring the thermal and epithermal neutron
fluxes reflected by the ples during Ir an accuracy
of better than +0.3% (95% confidence Intervals) was
achieved for alumi ations bet 1and 6%. Ore
samples should be dried to <1% free moisture before analysis;
if this is not possibl I tent must be de-

the free e
termined separately to obtain the alumina content on a dry
weight basis.

The neutron activation technique is well established as a
powerful tool for nondestructive analysis. Many published
works (1-6) have dealt with the determination of 2’Al in dif-
ferent matrices, by employing either the thermal neutron
reaction 27Al(n,y)?8Al or the fast neutron reaction 27Al(n,p)-
27Mg. The samples analyzed were usually small, of such size
that they would not significantly alter the neutron flux.

The present work deals with the use of neutron activation
analysis for determination of aluminum in bulk samples of
high grade Australian iron ore. The advantage of using large
rather than small samples is that the tedious and time-con-
suming sample preparation process required to obtain a rep-
resentative small sample is avoided. This is of particular in-
terest to mining companies who require a quick answer for the
percentage of a particular element in a given ore (without
errors introduced by inadequate sampling techniques). Special
care must be taken in using neutron activation for analysis of
bulk samples, since either chemically bound water (usually
referred to as loss-on-ignition for Australian iron ores) or free
moisture will affect the available neutron flux and thereby
introduce errors.

The development of this technique for “static” bulk analysis
is a significant step towards development of methods for
“on-stream” analysis of ore on a conveyor belt, which is po-
tentially of great importance to the mining industry.

EXPERIMENTAL

The method is based upon the thermal neutron reaction 27Al(n,y)-
28A1 which has a cross section of 230 mb. The radioactive isotope 28A1
formed in this process has a half-life of 2.3 min and decays by emitting
a vy ray of 1.78-MeV energy.

A 252Cf neutron source with a neutron output of approximately 107
neutrons/s was used to irradiate the iron ore samples. This neutron
source is suitable for exciting aluminum, since the average neutron
energy is lower than that of (a,n) sources (e.g., Pu-Be), resulting in
less interference from the fast neutron reaction 28Si(n,p)?8Al, as dis-
cussed later. The 2>2Cf source was located at the bottom of a 10-cm
diameter hole (9 cm deep) in a cylindrical polyethylene block to obtain
a well thermalized neutron flux (7). The v rays from the decay of the
radioisotope 28Al were detected with a 126 X 126 mm Nal(T1) detec-
tor.

The bulk ore samples (= 25 kg) were irradiated from below in a
rectangular wooden box (40 X 33 cm by 8 cm deep) for 6 min. A 9-cm
thick paraffin block was placed on top of the sample container during
irradiation to reflect some of the neutrons passing through the iron
ore back into the sample, thus increasing the neutron flux in the ore.
Two neutron detectors attached to the irradiation facility were located
underneath the box to measure the thermal and epithermal neutron
fluxes in the vicinity of the ore les. The neutron detectors used
were Texlium spectrometric detectors containing 4 atm 3Heand 2 atm
Kr, and were shielded from the neutron source with cadmium sheet.
The epithermal neutron detector was located in a cylindrical poly-
ethylene tube covered with cadmium sheet so that only epithermal
neutrons could enter the detector. These are thermalized in the
polyethylene cylinder before hing the neutron detector, to in-
crease the counting efficiency. Samples were quickly transferred from
the neutron source to the detector via a small railway track. The
counting time was 5 min (live time).

RESULTS AND DISCUSSION

Measurements. Three independent sets of measurements
under slightly different geometrical conditions were taken of
25 iron ore samples, each of approximately 25 kg in weight.
Each sample was first crushed to —6-mm particle size and then
dried to <1% free moisture before analysis. The chemical
(bound) water in these samples varied from 0.3 to 6.6%. The
neutron activation assays were obtained from an equation of
the form:
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Figure 1. Comparisons of neutron activation assays for Al;O3 with
chemical analyses

y=A+Bx+Cp+Duw (1)

where y is the neutron activation analysis assay, x is the
number of y-ray counts (thousands) in the 1.78-MeV alumi-
num peak after subtraction of background, p is the bulk
density of the ore sample, w is the number of thermal neu-
trons, the number of epithermal neutrons or the ratio of
thermal to epithermal neutrons, and A, B, C, D are constants
determined by regression of the data against accurate chem-
ical analyses.

Table I compares the overall accuracy of Al;0; determi-
nations (by activation analysis) at the 95% confidence level
for various forms of the regression equation. It is clear from
this table that the inclusion of neutrons improves the accu-
racy, the best results being achieved by employing the ratio
between thermal and epithermal neutrons in the regression.
This is not surprising, since any variation in the abundance
of total water in the iron ore samples will cause the number
of thermal and epithermal neutrons to vary in opposite di-
rections, and hence the ratio is more sensitive to variations in
total water. The regression equation for the third set of mea-
surements, for example, was

y =9.02 + 0.65x — 1.28p — 4.2Tw 2)

where w is the ratio of thermal to epithermal neutrons.
Comparisons of Al,03 assays given by the above equation with
chemical analyses are presented in Figure 1.

It should be mentioned that the figures for overall accuracy
given in Table I include the chemical analysis error. From a
statistical analysis of duplicate sampling and analysis data,
the latter was estimated to be £0.12% Al,O4 at the 95% con-
fidence level. When this is taken into consideration, the esti-
mated accuracy of +£0.3% Al;03 (95% confidence intervals) for
the activation method is improved to +0.27% Al;03.

Sources of Error and Limitations of the Present
Method. Since the neutron output of the source used for the
present measurements was only 107 neutrons/s, the statistical
errors were quite large. This can easily be overcome by using
a stronger neutron source. A further consequence of the low
neutron output was the necessity to measure the natural y-ray
background to determine the net number of counts due to
aluminum.

Inaccuracies in measuring the time interval between the end
of the irradiation period and the commencement of counting
also introduce errors. An automatic device would reduce this
error to an acceptable level.

Table L. Accuracy (:20) of Al,0, Determinations, by
Activation Analysis, for Various Forms of the
Regression Equation

w = ratio of w =0 (No

thermal to neutrons in

Run epithermal w = thermal w = epithermal regression

No. only only ion)
1 0.25 0.27 0.31 0.32
2 0.28 0.31 0.34 0.34
3 0.30 0.31 0.35 0.37

As mentioned previously, the production of the radioisotope
28A1 from the reaction 28Si(n,p)28Al can interfere with the
measurement. This reaction has an energy threshold of 3.8
MeV and a cross section of 100 mb for neutrons of 6-MeV
energy. By irradiating pure quartz, it has been estimated that
the contribution to the aluminum peak from 28Si was less than
0.5% for SiO2 concentrations up to 10%. In the samples used
in this study, SiO; varied from 3 to 10%.

Other reactions which could interfere with the present
measurements are the fast neutron reaction %Fe(n,p)*¢Mn
which has a threshold of 2.9 MeV, and the thermal neutron
reaction >*Mn(n,y)*Mn. Both produce the radioisotope *Mn
which has a half-life of 2.58h and decays by emitting y rays
of energy 0.847, 1.811, and 2.113 MeV. The resolution of the
Nal(T1) detector was insufficient to separate the 1.78-MeV
v ray due to 28Al from the Mn v ray at 1.81 MeV.

The interference from the 6Fe(n,p)®Mn reaction was
evaluated by irradiating pure Fe;O3. It was found that its
contribution to the aluminum peak was less than 0.4%, which
is much less than the statistical error.

The magnitude of the ®>Mn(n,y)*Mn interference was
investigated using a high resolution intrinsic germanium solid
state detector. At the Mn concentrations found in the samples
used for this study (<0.05% Mn), no significant %Mn radiation
(also due to %Fe, of course) was detected. This low level of Mn
is typical of Australian iron ores of commercial significance
presently being mined. However, precautions are necessary
if the technique is applied to high Mn ores. It would then be
necessary either to monitor Mn via the 0.847- or 2.113-MeV
y-ray line and apply corrections, or to take a second count of
the sample after the 28Al has decayed. In the present instance,
only background radiation remained after the decay of
28A1.

CONCLUSIONS

The present work demonstrates that neutron activation
analysis can be applied to static bulk analysis of alumina in
25-kg iron ore samples. After correction for the influence of
the sample on the thermal and epithermal neutron fluxes
during irradiation, the accuracy is better than +£0.3% Al,O3
(95% confidence intervals) for alumina concentrations ranging
from 1 to 6%.

The ore samples should be dried to 1% free moisture or less
before irradiation; otherwise the free moisture content in the
sample must be determined by an independent method and
corrections applied to obtain alumina on a dry weight basis.

The total irradiation and counting time can be reduced to
approximately 8 min by using a stronger 252Cf source, e.g., =
10% neutrons/s.
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Automated Composite Analysis of Major Sinter Components

Om P. Bhargava* and W. Grant Hines

Chemical and Metallurgical Laboratories, The Steel Company of Canada, Limited, Wilcox Street, Hamilton, Ontario, Canada, L8N 3T1

y were d for the P lysk
of the major sinter p Al;0; (0.4 to 1.5% )
SI0; (310 12%); Ca0 (5 to 14%); MgO (2 to 10%); and total
iron (50 to 66 %) with a standard deviation of 0.03, 0.03, 0.1,
0.1, and 0.2, respectively. The sinter sample Is fused in a vit-
reous carbon crucible with a mixed flux of sodium peroxide and
sodium carbonale yielding a complele solution suitable for the
lysis of the ab: p In a single so-
lution. The vitreous carbon crucibles are expensive but up to
18 fusions can be carried out per crucible. The simplification
of sample dissolution and ease of operation justify the cost.
Fusing iron ore or sinter ple in a zirconi ible with
sodlum peroxide permits determination of the two key com-
ponents—iron and silica—on the AutoAnalyzer. The
crucible Is almost indestructible. This application could prove
useful at mine sites for monitoring and quality control during
and after ore benefication.

Routine analysis of sinter—a recycled iron-bearing feed to
blast furnaces—is carried out currently by x-ray fluorescence
on a VXQ-72000. There is no back-up unit and traditional
methods of chemical analysis (including our scheme for rapid
analysis (1)) are slow and not available around the clock. The
objective, therefore, was to devise an operationally simple
alternative to cope with VXQ breakdown or provide an eco-
nomical alternative at lower workloads.

AutoAnalyzer systems have been developed in our labora-
tory for determining acid soluble aluminum in steel, zinc, and
galvanizing (2), and silicon (3) in steel and other matrices.
Satisfactory performance of these methods around the clock
in the routine control laboratory for several years has soundly
established this technique.

AutoAnalyzer methods have also been developed for the
successful determination of the major components of blast
furnace slag, viz., Ca0, SiO», MgO, and Al,03 (4). Owing to
the high concentration of iron in sinter as well as the appre-
ciably different concentration range of the aforesaid compo-
nents, the methods described there needed modification for
application to sinter.

EXPERIMENTAL

Sinter Dlssoluuon Fuston in Platinum Crucible. Blast furnace
slag resy e d ion after sintering the sample with
sodium peroxide at 380 °C in a platinum crucible for 20 min, in a
muffle furnace. However this sintering technique was not successful
for solubilizing the sinter, even after increasing the sintering time to
an hour. Grinding the sinter sample down to 250 mesh and increasing
the ratio of peroxide to sample still left some residue unattacked.

Kilsby (5) employed a 5:1 mixed flux (sodium carbonate-boric acid)
for fusing the iron ore or sinters in a platinum crucible at 900 °C for
20 min in a muffle furnace. This approach was tried but proved un-
successful leaving some unattacked sample. Increasing the fusion
temperature from 900 to 1100 °C and the fusion time from 20 to 30
min did not help. Additionally, the flux was increased and a blast
Meker burner was used, but still there was no improvement in dis-
solution. Alternative approaches were then explored.

Fusion in Zirconium Crucible. In our scheme (3) to determine silica
in iron ore, sinter, and slag, it was demonstrated that iron ores and
sinter are completely solubilized after fusion in a zirconium crucible.
It was thought worthwhile to investigate whether this approach is
compatible with the analysis of the other components, viz., Al;03,
MgO, Ca0, and iron. Determination of silica had already been es-
tablished. Determination of iron as an o-phenanthroline complex did
not pose any problem.

After establishing the silica and iron systems on the AutoAnalyzer
(fusion in zirconium crucible) efforts were directed towards investi-
gating the use of this solution for determining magnesia. The solutions
were run identically to the magnesium-Titan yellow system for blast
furnace slags. However, the absorbance remained unchanged with
increasing concentration of MgO i in sinter sampla In our earlier
study, we had established that iron i limi d by in-
corporalmg the compensating solution. It became apparent that
zirconium was the interfering species. This was confirmed by studying
the effect of zirconium using synthetic solution. Zirconium greatly
suppresses the absorbance of the magnesium-Titan yellow complex.
Hence, an alternative solution was sought which was free from zir-
conium contamination.

Fusion in Iron Crucible. Fusion of sinter sample with sodium
peroxide resulted in heavy erosion of the iron crucible contributing
e ive and i of iron to the solution. In splle
of modifying the p ing solution to date this in-
creased and inconsistent excess of iron, the system did not work.

Bisulfate Fusion in Vycor Crucible. Fusion of sinter (0.100 g) in
a Vycor (silica) crucible with potassium bisulfate (3 g KHSO, fused
powder) was then tried. The fused melt was leached with 50 ml of 3.6
N HCl and filtered. The magnesium-Titan yellow complex was de-
veloped (manual operation) after establishing the optimum concen-
tration of compensating solution used to mask the interfering ele-
ments. The system was then put on the AutoAnalyzer incorporating
Titan yellow and sodium hydroxide into a single solution. This also
eliminated the problem of occasional staining of the mixing coil. This
system was suitable for determining MgO in the range 2 to 9%.

The next sinter at d was alumina. Prior knowl-
edge of zirconium interference in aluminum determination precluded
fusion in such a crucible. The solution used for magnesia determi-
nation (bisulfate fusion in Vycor crucible) was then investigated. On
dissolving the sinter bisulfate fusion melt in 3.6 N HC, a slight white
residue was noticed. The solution was filtered. Recovery of alumina
was hat low. Spect hi ination of the residue showed
evidence of all It was thereft luded that bisulfate fusion
of sinter is not suitable for alumina determination. Again an alter-
native solution was needed.

Fusion in Nickel Crucible. A method for determining alumina in
sinter (6) etc. has been in use for 7 years and an automated version
(AutoAnalyzer) for over 3 years. The sample is fused in a nickel cru-
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cible with sodium peroxide and solubilized with dilute HCL. After
dilution, the colorimetry is carried out by treating the solution (ali-
quot) with ascorbic acid to reduce the ferric iron. The color complex
of al with Ch is then developed in a solution buff-
ered with sodium acetate at pH 5.3. Satisfactory precision and accu-
racy were obtained for this component.

The scheme is satisf y for the simult determination of
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+ 1) alcohol, filtered, combined with the filtered buffer solution, and
diluted to a liter with water.

Silica. Iron 0.2% solution is made by dissolving high purity iron
(1.00 g) in 80 ml of 8% v/v H,SO;. After the reaction is completed, 10
ml of 3% w/v freshly prepared ammonium persulfate are added, the
solution is boiled for 2 min, and diluted to 500 ml.

Ammonium molybdate 1.6% w/v aqueous is used.

silicon and iron fusing the sample in a zi crucible. H 3
separate fusions were required for magnesia (bisulfate in a Vycor
cruc:ble) and alumina (mckel crucible) to prevent the interference
of zi ium in and alumina determinations and interfer-
ence of nickel in iron, silica, and magnesia determinations. It is most
desirable to have a single solution (for the analysis of all the major
components in the sinter) which is free from interference.

Fusion in Vitreous Carbon Crucible. In the past, we had attempted
to use the vitreous carbon crucible using both sintering at 380 °C with
sodium peroxide as well as direct fusion on a Meker burner. Sintering
was not adequate in deeompoamg the smwr whlle fusion eroded the

quite id d in some
fusion fluxes (using iron or mckel cruublee) w prevenl a violent ex-
plosive reaction when d 1 such

as Calsibar and ferroalloys. It was thoughl worthwhile to moorpomw
sodium carbonate with sodium peroxide to fuse sinter samples in a
vitreous carbon crucible. This modification completely solubilized
the sinter in about 2-min fusion time. After acidifying the melt, a clear
solution free from carbon specks and with no contaminants (such as
zm:omum nickel, or lron) was obtained.

1) A Tech AutoAnal, 11, comprising Sampler
1I, Pmporuoumg Pump III, Colorimeter with a flow-through cell and
interference filters (550 nm, 660 nm, and 520 nm) and two-pen chart
recorder, was used in this study.

2) Vitreous carbon crucible, 20 ml. This crucible (Grade V25) “Le
Carbonne—Lorraine” is available from Spectrex Ltd., 2245 St.
Francois Rd., Dorval, P.Q.

R R, are grouped ding to the being

determined.
Alumma Aseorblc acid 1.6% w/v nquooul is used.
d buffer-Ch d by dissolvi
54 gof lodlum acetate t.nhydrat.e in 700 ml of water and ﬁlunng
(0.08 g) is dissolved in 200 ml of denatured (1

Sodium fluoride solution, 2.4% w/v aqueous, is stored in a poly-
ethylene bottle.

Calcium Oxide. The wash solution is 0.024 N HCI.

Triethanolamine 20% v/v is used.

The buffer is prepared by dissolving 30 g of sodium hydroxide
pellets in 600 ml of water, adding 10 g of Borax (Na;B40+10 H,0) and
5 g of potassium cyanide and diluting the solution to a liter with
water.

Glyoxal bis(hydroxanil), GBHA, is made by dissolving 0.10 g of the
reagent in 300 ml of denatured alcohol and then adding 200 ml of
water. After mixing, this solution is stored in an amber colored
glass sloppered botlle

ing solution is prepured as follows.

Dissolve 7. 0 g EGTA (Ethylenebis( itrolo)tetraacetic
acid) in 15 ml of 10% w/v sodium hy: droxnde The pH is adjusted to 7
with 2 N HCI. Sodium fluoride, 3 g, is then added and the contents
are diluted to 500 ml with water. This follows the addition of 2.5 g of
hydroxylamine hydrochloride and 0.225 g of aluminum chloride
hexahydrate. After mixing, 70 ml of triethanolamine are added and
the volume is made up to a liter with water. This solution is stored in
a polyethylene bottle.

Titan yellow-sodium hydroxide solution is made as follows. Dis-
solve 60 g of sodium hydroxide in 600 ml of water and cool to room
temperature. Into a 100-ml beaker, triturate 0.05 g of Titan yellow
(also called Clayton yellow) in a minimum volume of water; then add
50 ml of water, mix to dissolve, and filter through a rapid filter into
a 400-ml beaker. Wash the filter with about 200 ml of water. Add 100
ml of glycerol to the Titan yellow solution, mix, and add this solution
to the sodium hydroxide solution. Dilute the combined solutions to
2 1. with water Swre ina polyethylene bottle.

~Iron. Hyd hloride solution, 1% w/v aqueous, is
made fresh each day.

Sodium acetate trihydrate is 4% w/v.
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Table I. Alumina in Sinter
% AlLOy
Sample identifications n s i Assigned or Cert.
April 25/71 7 0027 0.51 0.45
March 18/69 7 0022 0.68 0.60
May 28/69 7 0035 0.73 0.70
June 20/64 7 0029 091 0.91
Dec. 11/57 7 0026 1.12 1.04
Nimba BCS 4 0026 1.05 1.08
Ore
Table II. Silica in Sinter
% Si0,

Sample identification n s X Assigned
April 25/71 5 0.023 4.25 4.20
May 28/69 5 0.033 5.06 5.10
March 18/69 5 0.014 5.20 5.20
Jan. 20/64 2 0.030 6.65 6.68
Dec. 11/57 5 0030 11.43 11.38

O-Phenanthroline solution is prepared by dissolving 1 g of reagent
in a liter of water containing 1 ml of HC

Wash solution (about 45% Fe) is prepared by treating an appro-
priate weight of iron ore or sinter sample (to provide the baseline)
using the sample dissolution described below.

Procedure. Sinter Dissolution. Sinter (0.1000 g) is mixed with 0.5
g of sodium carbonate and 2 g of sodium peroxide in a vitreous carbon
crucible and fused at low heat over a Meker burner for 2 min. The
somewhat cooled melt is extracted with water followed by treatment
with 25 ml of (3 + 2) HCl and boiled for 2-3 min. The solution is then
transferred to a 1-1. volumetric flask containing 40 ml of 8% v/v sul-
furic acid and about 500 ml of water and the contents are diluted to
volume. This solution is then ready for the determination of Al;03,
Si0,, Ca0, MgO, and total iron on the AutoAnalyzer.

Internal reference sinter samples as well as NBS, BCS, and 1SO
reference standard iron ores and sinters are dissolved identically along
with the unknown samples and run on the AutoAnalyzer to establish
calibrations.

Alumina. The analytical system for determining alumina is as-

bled according to sch ic flow di shown in Figure 1. The
sample, air and ascorbic acid (1.6%) at 0.42 ml/min, each are mixed
and passed through an 8-turn mixing coil. Buffer solution containing
Chromazurol (0.08 g/1.) at 1.00 ml/min is added and passed through

Table III. Calcium Oxide in Sinter

% CaO

Sample identification n s 2 Assigned
Jan. 20/64 7 007 6.30 6.17
May 28/69 7 0.08 9.79 9.90
Dec. 11/57 7 013 10.95 10.90
March 18/69 7 0.12 11.18 11.26
April 25/71 7 0.08 12.90 12.83
Table IV. Magnesia in Sinter

% MgO

Sample identification n s Assign
Jan. 20/64 16 0.08 2.60 26
Dec. 11/57 16 0.15 4.42 4.3
April 25/71 16 0.05 5.71 5.7
May 28/69 16 0.08 7.04 74
March 18/69 16 012 8.06 8.1
Table V. Total Iron in Sinter

% Fe

Sample identification n s 2 Assigned
Dec. 11/57 4 0.07 50.0 50.2
March 18/69 3 011 52.1 52.2
May 28/69 3 0.22 54.1 53.7
Apri! 25/71 3 0.19 54.1 53.9
Jan. 20/64 4 0.13 58.7 58.7

orimeter. Absorbance is measured at 660 nm. Sample and wash (8%
H2S0y) cycles are 30 and 45 s, respectively.

Calcium Oxide. The analytical system for CaO is assembled as
shown in Figure 3. The sample, air, and triethanolamine at 0.42, 0.42,
and 0.32 ml/min, respectively, pass through a 6-turn coil and meet
buffer (NaOH 30 g/1., Borax 10 g/1., and KCN 5 g/1.) at 0.32 ml/min.
After passing through an 8-turn coil, the stream meets glyoxal
bis(hydroxanil) at 0.70 ml/min and traverses a 28-turn coil. The ab-
sorbance of the complex is then recorded at 550 nm. The sample and
wash (0.024 HCI) cycles are 60 and 90 s, respectively.

Magnesia. The analytical system for MgO is assembled as shown
in Figure 4. The sample, air, and compensating solution at 0.60, 0.42,
and 0.32 ml/mm. r&specmely pass l.hmugh a 16-turn coil and meet
a Titan y NaOH-gl 1 at 1.40 ml/min. After passing
through a 20 turn coil, , the absorbance is recorded at 550 nm. The
sample and wash (8% H2S0y) cycles are 50 and 60 s, respectively.

Iron. The analytical system for the determination of iron is shown
in Figure 5. The sample, air, and hydroxylamine (1%) at 0.16, 1.00, and
1.6 ml/min, respectively, pass through a 16-turn mixing coil and meet
sodium acetate at 0.42 ml/min. After traversing an 8-turn coil the
stream meets o-phenanthroline and passes through a 16-turn coil to
the colorimeter. The absorbance is measured at 520 nm. The sample
and wash (45% Fe solution) cycles are 50 s each. The wash solution
contains 45% Fe to blish the baseline and provide i d sen-
sitivity in the range 50 to 66% Fe.

RESULTS AND DISCUSSION
As indicated earlier, the fusion of sinter samples in a vit-
reous carbon crucible with sodium peroxide incorporating

sodium carbonate provided complete solution free from
contaminants (interfering el ts) such as zi i nickel,

a 20-turn mixing coil. The absorbance of the Al-Ch
is recorded at 550 nm. Sample and wash/(water) cycles are 30 and 50
s, respectively.

Silica. The analytical system for SiO; is assembled accordmg to
the schematic flow diagram shown in Figure 2. The sample, iron so-
lution (0.2%) and air at 0.80, 0.42, and 1.00 ml/min, respectively, pass
through a 6-turn mmng coil followed by ammonium molybdate (1.6%)
at 0.80 ml/min and mix through a 16-turn coil to form the silicomol-
ybdate complex. Molybdenum blue is then formed by addition of NaF
(2.4%) at 0.80 ml/min, and passage through a 16-turn coil to the col-

or iron from the respective crucibles. It was possible to analyze
satisfactorily the components Al;03, SiO,, CaO, MgO, and
total iron in sinter in a single solution on the AutoAnalyzer
using the necessary reagents and the appropriately devised
analytical schematics. The results are recorded in Tables I
through V for alumina, silica, calcium oxide, magnesia, and
total iron, respectively. The tables also show the standard
deviation and comparison with the assigned values.
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Determination of Total Estrogens in Urine with 3-Methyl-2-

benzothiazolinone Hydrazone

Hugh Y. Yee* and Bobette Jackson

The Department of Pathology, Hutzel Hospital, 432 East Hancock, Detroit, Mich. 48201

(Damon/IEC Division, Needham Heights, Mass.) was used to cen-
trifuge the ammonium sulfate precipitates. Spectra were obtained
with a Coleman Model 124 spectrophotometer (Coleman Instruments,
Inc., Maywood, 11l.) with Model 165 recorder. Fluorometric mea-

An estrogen hod has been developed that utilizes a col-

orimetric tl isting of the oxidati pling of 3-
hyl-2-b hyd (MBTH) to the phsnol

portion of the id molecule. Colorimetric

are made at 530 nm ly or with an AutoAnalyzer at an

analysls rate of 50 samples per hour. Comparison with a flu-

gave a coefficient of 0.96 and
with a gas chromatographic one, a coefficient of 0. 94 so that
the proposed method may be sultable as an alt thod
for the ination of total g in preg y urine
samples.

The importance of assaying urinary estrogen concentrations
to assess fetal growth and well being has been established and
documented (1). To date, most procedures have not combined
simplicity and specificity. Perhaps, the most rapid manual
method for use is one that uses Amberlite XAD-2 resin to
separate estrogens from urine, reaction with a Kober reagent,
and a fluorometric measurement (2). A comparable colori-
metric method has not been made available, as relatively
longer times are needed (3).

We have investigated a procedure to assay urinary estrogens
that uses either ethyl ether—ethanol extraction (4) or ammo-
nium sulfate precipitation (5) of the steroids and reagents that
are suitable for manual or automated quantification. Larger
laboratories with a greater number of estrogen assays to per-
form would tend to use an automated procedure, and many
excellent procedures are available (6-9). Most of the published
procedures are carried out at an analysis rate of 15 to 40
samples per hour, and necessitate the use of a fluorometer. We
have succeeded in extending the manual method reported
here to a semiautomated estrogen method with an analysis
rate of 50 samples per hour. The color reaction used in this

s were made with an Aminco Model SPf 125 spectrofluo-
rometer (American Instruments Co., Silver Spring, Md.). A Varian
Aerograph Model 1440 chromatograph was used for the assay of es-
trogens by gas chromatography.

Reagents. Isolation, Hydrolysis, and Purification. Reagents used
were 6 N HySOy4; 0.5 N HoSQy in ethanol; 0.5 N HoSOy4 in methanol;
1 N NaOH; 0.1 N NaOH; acetate buffer (2 mol/lL; pH 4.7); Glusulase,
an enzyme mixture from Helix Pomatia containing approximately
200 000 units/ml of glucuronidase and 100 000 units/ml of sulfatase
(Endo Laboratories, Garden City, N.Y.); 1 M K;CO3; (NH,),SOy;
ethyl ether; methanol (aldehyde free); ethanol.

Manual Color Development. Use 0.2% w/v ceric ammonium sulfate
(G. F. Smith, Columbus, Ohio) in 1.5% v/v H,SOy, store in an amber
colored bottle; 0.15% w/v aqueous solution of 3-methyl-2-ben-
zothiazolinone hydrochloride (MBTH) (Aldrich Chemical Co., Mil-
waukee, Wis.), keep refrigerated when not in use and discard after 2
weeks; 0.3% w/v EDTA (disodium salt); estriol standards 20 and 40
mg/l. in 25% v/v methanol or 100% methanol.

Automated Color Development. Wash water, add 0.1 ml Brij-35
(30% solution; Technicon Corp., Tarrytown, N.Y.) per liter; 0.2% w/v
ceric ammonium sulfate in 2% v/v H,SOy, store in an amber colored
bottle; 0.05% w/v MBTH in aqueous solution, keep refrigerated when
not in use and no more than a 2-week supply; 0.3% w/v EDTA (diso-
dium salt), add 0.1 ml Brij-35 per liter; stock estriol standard, 1 mg/ml
in ethanol; dilute with 25% v/v ethanol to obtain standards of 5, 10,
20, 30, and 40 mg/1.

Procedure. Isolation: (a) Ammonium Sulfate Precipitation. In
a 40-ml glass-stopper centrifuge tube containing 3.5 g (NH4)2S0y4,
pipet 5 ml of urine from a 24-h collection, add 0.1 m1 6 N H,SOy, and
mix the contents. Warm the contents of the tube in a 55 °C water bath
for several minutes. Stopper the tube and vortex vigorously until the

.salt dissolves. Transfer the contents of the centrifuge tube to a plastic

centrifuge tube. Centrifuge the tube in a high speed centrifuge at
17 000 rpm at 0-5 °C for 30 min. Remove the tube from the centrifuge
ana aspirate off the supernatant liquid, taking care not to remove any
of the precipitate. Add 2 drops of 1 N NaOH and 1 ml of water. Vortex
the c Add 3 ml of water and mix. Centrifuge for 5 min at 3000

procedure has been previously used for the deter: tion of
phenols in water supplies (10, 11).

EXPERIMENTAL

Apparatus. The manifold used for the automated procedure is
shown in Figure 1. The AutoAnalyzer system (Technicon Corp.,
Tarrytown, N.Y.) consisted of sampler II, pump II, colorimeter, and
recorder. Manual measurements were made with a Gilford Model
300-N spectrophotometer (Gilford Instruments Laboratory, Oberlin,
Ohio). An International B-20 A high speed refrigerated centrifuge

rpm to pack any undissolved material. Transfer the purified urine
extract to a clean 40-ml glass-stopper centrifuge tube.

Hydrolysis. Add 1 ml of acetate buffer and 0.5 ml of Glusulase. Mix
and incubate the contents at 55 °C for 120 min.

Purification: (@) Ammonium Sulfate Isolation. Cool the tube
containing the hydrolysate. Add 25 ml of ethyl ether and shake vig-
orously 3 times for 10-s intervals (release pressure after each 10-s
shaking). After the layers have separated, aspirate off the lower phase.
Wash the ether phase by shaking with 10 ml of 1 M K,CO; and aspi-
rating off the lower phase. Wash with 10 ml of water and aspirate off
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Figure 1. Manifold diagram for automated color development

the lower phase. Pipet a 10-ml aliquot of ether into a 40-ml conical
test tube and evaporate the ether to dryness in a 55 °C bath. For au-
tomated color develc dissolve the sample residue in 0.5 ml of
ethanol, making certain the sides of the tube are rinsed. Add 1.5 ml
of water and mix well. For manual color development, substitute 2.0
ml of methanol. The solution is equivalent to 2 ml of urine.

Isolation: (b) Ether-Ethanol Extraction. In a 50-ml glass-stopper
centrifuge tube containing 2.5 g (NH,4)2SOy, pipet 5 ml of urine, add
0.1 ml6 N H2804, and mix the contents. Add 10 ml of ether—ethanol
3:1 v/v, and shake vigorously 3 times for 20-s intervals (release pres-
sure after each 20-s shaking by carefully opening the stopper). Aspi-
rate off the urine layer. Transfer the solvent to a clean 40-ml centri-
fuge tube and evaporate to dryness. Add 4 ml of water and mix.

Hydrolysis. Add 1 ml of acetate buffer and 0.5 ml of Glusulase. Mix
and incubate the contents at 55 °C for 120 min.

Purification: (b) Ether-Ethanol Isolation. Extract the cooled
hydrolysate with 25 ml of ether and shake vigorously 3 times for 10
s each (release pressure after shaking). Aspirate off and discard the
aqueous phase. Wash the ether phase with 10 ml of 1 M K,COj fol-
lowed by 10 ml of water. Pipet a 10-ml aliquot into a 15-ml conical test
tube and evaporate the ether to dryness in a 55 °C bath. Redissolve
the residue in 3 ml of ethyl ether. Add 1.6 ml of 0.1 NaOH and vortex.
Aspirate off the ether phase. Transfer the alkaline phase to a clean
test tube. Add 0.4 ml of 0.5 N H,SOy in ethanol for automated color
development or 0.5 N H,SO, in methanol for manual development.
Mix well.

Color Development and Measurement: Manual. Pipet 1 ml of the
sample solution into a clean test tube. Pipet 1 ml of each standard,
20 and 40 mg/l., into separate tubes. For a reagent blank, use 1 ml of
25% v/v methanol or 100% methanol. Add 1 ml of 0.15% MBTH to all
tubes and mix. Let stand 5 min. Add 1 ml of 0.2% ceric reagent, mix,
and let stand 5 min. Measure the absorbance at 530 nm vs. the blank.
Calculate the concentration of the sample from the standards. Mul-
tiply the concentration in mg/l. of the urine sample by the number
of liters of the 24-h collection to obtain the mg/24 h. If the absorbance
from a urine control is greater than anticipated, it may be y
to prepare the estriol standards in a urine matrix.

Color Development, Measurement, and Calculations: Automated.
Place the manifold on the pump (Figure 1), attach reagent lines, and
pump reagents for at least 10 min to obtain a stable baseline. Place
the 530-nm filters and the No. 1 aperture in position. Set baselines.
If the 100% T bageline drift is pronounced, replace the sample line.
Load the standards on the tray followed by three water wash cups,
controls, water wash cup, and groups of six samples. Separate each

Table I. Recovery of Added Estriol?

Added Calcd value Found Recovered Recovery, %
0.0 5.8
2.0 7.8 8.0 2.2 110.0
4.0 9.8 9.7 3.9 97.5
10.0 15.8 16.4 10.6 106.0
20.0 25.8 243 18.5 92.6

a Estriol was added to a urine containing 5.8 mg/l. of es-
trogen. All specimens were assayed in triplicate.

group of samples with a water wash cup. Begin sampling at a rate of
50/h (2:1 sample wash; 48-s sample/24-s wash). After the highest
concentration standard is recorded and the pen returns to or near
100% T, re-adjust the baseline if y. After all les have
been recorded, remove reagent lines and place them into water and
pump water through the system for at least 20 min. Plot % T values
of the standards vs. their respective rations using il
rithmic graph paper. Read the concentrations of the samples directly
from the plot. Multiply the concentration in mg/l. by the number of
liters of the 24-h urine collection to obtain mg/24 h.

RESULTS AND DISCUSSION

Recoveries and Correlation. Aqueous solutions con-
taining 10, 15, 30, and 50 mg/l. of estriol-3-glucuronide and
estriol-16-glucuronide (Sigma Chemical Co., St. Louis, Mo.)
were assayed in replicate, and recoveries of 77-96% consis-
tently obtained with an average recovery of 86%. The highest
concentration of estrogen conjugate gave the lowest recovery
indicating that samples of greater than 40 mg/l. concentrations
be diluted and repeated. Estriol added to urine was recovered
as shown in Table 1. The data indicates excellent recov-
eries.

A series of urine specimens were assayed with the proposed
method and compared with fluorometric (12) and gas chro-
matographic (13) procedures. The data are shown in Table
II. Quite satisfactory correlations are obtained when the
proposed procedure is compared with either of the other two
methods.
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Table II. Comparison of Proposed Method with Other
Estrogen Methods?

Sample No. MBTH Fluorometric (12) GC (13)
1 14.6 16.9 14.1
2 21.3 20.5 25.4
3 19.5 17.6 15.4
4 34.8 33.3 39.0
5 7.2 6.0 7.9
6 25.8 27.0 25.2
7 32.3 32.6 30.8
8 124 121 124
9 26.9 22.0 23.4

10 20.0 21.7 23.2
11 24.0 23.2 22.8
12 20.8 19.3 17.9
13 16.7 16.7 20.6
14 7.3 5.5 5.8
15 8.3 8.8 6.2
16 23.0 26.0 24.2
17, 216 18.7 20.2
18 13.0 11.0 14.2
19 18.9 15.5 17.6
20 13.7 14.1 14.9
21 21.2 19.3 24.2
22 11.3 12.6 16.1
23 19.1 14.5 17.9
Average 18.9 18.0 19.1

a All values listed are mg/24 h. Y(qpTH) = 1.86 + 0.89
X(Ge)ir=0.94;8y,=2.40. Y(MBTH) = 1.62 + 0.96 X(fluor);
r=0.96; Sy, = 1.98.

Table III. MBTH Reaction with Various Steroids¢

Estriol (+)
Estradiol (+)
Estrone (+)
Androsterone (=)
Epiandrosterone (=)
Dehydroepiandrosterone (-)
Cortisol (=)
Pregnanediol -)
Pregnanetriol (

a Concentrations of all steroid solutions were 10 mg/liter
in methanol.

Two commercially available urine control materials were
assayed over a period of several months to yield a mean value
of 5.3 mg/l. £ 1.4 (20), n = 42 (Lederle lot 2920-690 H6; values
given: 4.0 + 1.6 gas chromatography and 4.5 + 1.6 Stanbio)
and 7.3 £ 1.1 (2 ), n = 28 (Hyland lot 0401 L001 AA; value
given 6.6 + 1.8 Brown colorimetric). A bias of approximately
+0.8 mg/l. was found between the proposed method and the
methods used for the commercial materials.

The recoveries and correlations suggest that the proposed
method is suitable as an alternative method for the estimation
of total estrogens in pregnancy urine.

Spectral Characteristics of the Chromogen. The red-
dish violet chromogen has two absorption maxima: one at
420-440 nm and the other at 530-560 nm. The 420-440 nm
peak of the chromogen is slightly greater (Figure 2). The ap-
parent molar absorptivity at 530 nm for estriol was 11 200 +
600. The absorptivities for estradiol and estrone were similar,
so that estriol was selected as the standard. The color followed
Beer’s law up to a concentration of 40 mg/l. estriol. Mea-
surements were made at 530 nm for either automated or
manual color development.

Color Reaction. The oxidative coupling of 3-methyl-2-
benzothiazolinone hydrazone (MBTH) with phenols, aromatic
amines, and active methylene compounds was reported by

Absorbance

— —r B s S I S S S S
00 50 500 550

Wavelength (nm)

Figure 2. Spectrum of chromogen of estriol, MBTH, and ceric ion re
action

Hiinig and Fritsch (14). The coupling was initially carried out
under alkaline conditions with ferricyanide, but modification
to use ceric ammonium sulfate in acid medium was successful
with an increased sensitivity (10). The reaction is depicted in
Figure 3.

Specificity and Interferences. The specificity of the color
reaction with other representative steroids was investigated,
and these data are given in Table III. Sinze the color reaction
occurs with the phenol portion of the molecule, steroids not
having this structure will not interfere. The most probable
interferences in urine will be aromatic amines, phenolic acids,
and neutral phenols. To eliminate interference from aromatic
amine compounds, the isolation of the estrogens is carried out
at an acid pH. Amines will be in the form of their acid salts
which are relatively more water-soluble and not separated
with the steroids. Phenolic acids are removed by washing the
ether extract with potassium carbonate.

The most difficult compounds to remove are the neutral
phenols of which p-cresol and catechol appear to be the pre-
dominant ones (15). Fortunately, two favorable factors min-
imize this interference: (a) phenols with a pK 7 are generally
excreted as sulfate conjugates (16) (p-cresol pK = 10.3; cat-
echol pK = 9.5), so that these salts would most likely remain
in solution during the isolation of the steroids as well as being
removed by the potassium carbonate wash; (b) substantial
losses of both of these phenols would occur during the ether
evaporation at 55 °C, since they are quite volatile (15). To
determine the effects of p-cresol, samples containing 25 to 200
mg/l. [50 mg/l. is the normal amount found in urine (15)] were
taken through the entire procedure. A concentration of 0.2-0.4
mg/l. of material was found at all concentrations of p-cresol.
The concentration of residual phenolic substances of 25
nonpregnancy urine specimens was determined by the pro-
posed method. An average concentration of 2.2 mg/l. was
found with a range of 0.2-3.8 mg/l. Since the estrogen con-
centrations in the majority of urines analyzed by our labora-
tory are between 5-10 mg/l. and studies with two other es-
tablished estrogen methods indicate good correlation, the
residual phenolic substance concentration does not appear
to interfere to any significant extent.

Because false positive results could occur, urine collections
must be from pregnant subjects. Furthermore, this procedure
is not suitable for estimating low concentrations of estrogens
in urine from normal subjects.

Isolation and Purification. The first procedure for the
isolation and purification of estrogens from urine using am-
monium sulfate precipitation with high speed centrifugation
was described by Cohen in a series of papers (5, 17, 18). Op-
timum conditions have been confirmed and defined (19).

The alternative procedure using an ether—ethanol extrac-
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Figure 3. Oxidative coupling of MBTH with estriol in the presence of ceric ion

tion of urine containing 50% (w/v) ammonium sulfate was
reported earlier (4).

A duplicate run (n = 20) using both procedures gave results
for all samples that were within +3 mg/l. with a correlation
coefficient of 0.96. This evidence indicates that either means
of separation is suitable for routine use. Because of greater
variations in shaking with solvent in the initial extraction, the
procedure employing ammonium sulfate and high speed
centrifugation is preferred.

Amberlite XAD-2 separation, in our hands, was not satis-
factory, especially with urine samples containing drugs of
abuse. Colorimetric and fluorometric measurements gave
extremely high results for these extracts. Direct analysis was
also unsuitable, so that separation and purification must be
carried out to ensure valid results.

The purification by solvent extraction or ammonium sulfate
precipitation removed enzyme inhibitors, so that the rate of
hydrolysis by the glucuronidase and sulfatase was increased
(17). A large excess of enzyme was employed to make certain
that specimens having high concentrations of estrogen con-
jugates were hydrolyzed within the 2-h incubation period.

Automated System. An alcoholic solution of the purified
and hydrolyzed estrogens is diluted with 0.3% EDTA and
0.05% MBTH added. After mixing, 0.2% ceric ammonium
sulfate is added. This final solution is mixed and pumped
through the flow cell and measurements made at 530 nm.
Carryover was 2% for a 5 mg/l. sample after a 20 mg/l. one and
2.5% after a 40 mg/l. one. Steady state reached was 94%.
Sampling rate was 50/h with a sample wash ratio of 2:1.
Slightly improved washout characteristics of 1.9% could be
obtained at a rate of 50/h, 1:1, with a lower percent steady state
reached and a diminishing of the peak heights. The peak
heights could be restored by using a larger sample line to
compensate for the shorter sampling time at the 1:1 ratio.

The ceric to MBTH ratio for the automated procedure is
1 ml 0.2% ceric:0.23 m1 0.05% MBTH and is critical. Increased

amounts of MBTH without compensating increases in ceric
ions will result in baseline drift. This drift is caused by the
continuing formation of the greenish cerous ions. The drift
can be controlled by maintaining the proper reagent ratio and
by rapid passage of the reaction stream through the colorim-
eter before any substantial reduction of ceric ions takes place.
Note that in the construction of the manifold, we have speci-
fied that the tubing from the last mixing coil be kept as short
as possible in length.
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Gas Liquid Chromatographic Determination of Therapeutic and
Toxic Levels of Amitriptyline in Human Serum with a Nitrogen-

Sensitive Detector

John Vasiliades* and Kerry C. Bush

Department of Pathology, The University of Alab. in B igham, Bir Ala. 35233
A gas liquid ch graphic (GLC) p! dure Is p d tion. The chromatographic conditions were as follows: carrier gas,
for the d ination of th tic and toxic serum levels of helium with a flow rate of 100 ml/min; column oven temperature, 230
°C; injector ure, 260 °C; interfi ure, 270 °C; air
Pty o Pty ’. gen sensitive detector. flow tod 40 psi; hydrogen flow to d; , 15 psi; and detector

The drugs are extracted from an into n-hep-
tane—4 %isobutanol and back-extracted into 0.1 M HCI. After
washing with n-heptane, the drugs are back-extracted into
ether and analyzed by GLC. Protriptyline Is used as the internal
standard. The method Is accurate, sensitive, and specific with
no derivatization required prior to analysis. An ad ge of
the p dure Is the.small ple size needed for analy

is and
the selectivity and sensitivity of the detector, with lho limit of
detection for amitriptyline being 1 ng/ml.

Amitriptyline and its monomethyl metabolite, nortripty-
line, are widely used therapeutic agents for the treatment of
severe depression. A definite correlation between circulating
blood levels of amitriptyline, nortriptyline, and therapeutic
effect has been established (7). The more common use of these
drugs has brought about an increase in tricyclic abuse and
self-inflicted poisonings. Patients may take the drug for
therapeutic purposes or suicide gestures. Because of cardio-
vascular complications, the identification and quantitation
of amitriptyline and nortriptyline overdosage is important
().

A number of procedures have been reported for the deter-
mination of amitriptyline and nortriptyline in serum (3-7).
A gas liquid chromatographic (GLC) procedure using a ni-
trogen sensitive detector is presented in this report. An ad-
vantage of this procedure is the small sample size used for
analysis and the sensitivity and selectivity of the detector. No
derivatization is required and quantitation is achieved from
therapeutic to toxic levels. Seven representative patients in-
volved in amitriptyline poisonings are presented.

EXPERIMENTAL

Ri All used were sp 1 grade: Chl m
(Fisher Scientific), methanol (Fisher Scientific), isobutanol (Eastman
Organic Chemicals), n-heptane (Sargent Welch Scientific Company).
Anesthetic grade ether (Merck and Co., Inc ) was used. Amnmpl.ylme
HCI (Merck, Sharp & Dohme R h ies, , N.JJ),
nortriptyline HCI (Eli Lilly and Company, Indianapolis, Ind ), and
protriptyline HCI (Merck, Sharp & Dohme Research Laboratories,
West Point, Pa.) were used as the hydrochloride salts; however, all
concentrations are expressed as the free base. The protriptyline in-
ternal standard was prepared in spectral grade chloroform-methanol
1:1 by weighing out the pure drug and dissolving in 1:1 chloroform-
methanol. A 1 mg/ml stock aqueous solution of amitriptyline and
nortriptyline was prepared in deionized distilled water; serum stan-
dards were made up by adding small amounts of aqueous amitripty-
line or nortriptyline 10 ug/ml working standards to pooled human
serum. A 0.5 M NaOH solution was prepared from solid sodium hy-
droxide and 4 0.1 M HClI solution was prepared from concentrated
HCl acid.

Apparatus. Analyses were performed on a Perkin-Elmer 3920 gas
chromatograph equipped with flame ionization and nitrogen sensitive .
detectors (Perkin-Elmer, Norwalk, Conn. 06852). A 1.8 meter X 2 mm
glass column packed with 3% OV-17 on 100/120 mesh Gas Chrom Q
(Applied Science Laboratories, Inc.) was used to accomplish separa-

-voltage, 5.5-5.8. A Perkin-Elmer 26 recorder set at a range of 1 mV

and a chart speed of 10 mm/min was used to record all chromato-
grams.

The detector used in the analysis was the new nitrogen-sensitive
detector developed by Perkin-Elmer. A discussion of the principle
of its operation has been reported (8).

The long life of the rubidium bead is an advantage of this d
over other detectors using volatile alkali salts. Kolb and Bischoff (8)
report that a single bead was used for over 6 months without any loss
of sensitivity. We have used the same bead for over 4 months with
little change in sensitivity.

Procedure. A 2-ml sample of human serum, 1 ml of 0.5N NnOH
and 25 ml of n-heptane c ing 4% isob | were bi in
a 50-ml glass-stoppered centrifuge tube and shaken on a mechanical
shaker for 5 min. The mixture was then centrifuged and the organic
layer transferred to another 50-ml centrifuge tube containing 5 ml
of 0.1 N HCL. This mixture was then shaken for 5 min, centrifuged,
and the organic layer discarded. The remaining 5-ml aqueous phase
was washed twice with 25 m] of n-heptane to remove the isobutanol.
After discarding the n-heptane from the second wash, the acidic
aqueous phase was transferred to a clean 45-ml glass stoppered cen-
trifuge tube and made basic by the addition of 1.5 ml of 0.5 N NaOH.
A 6-ml aliquot of ether was added and the mixture shaken for 5 min.
After a light centrifugation, the ether layer was transferred to a 12-ml
glass-stoppered centrifuge tube and evaporated to dryness at 40 °C.
During evaporation, the tubes were occasionally chilled to wash down
any material on the sides of the tube. The resndue was then dlssolved
in 10 ul of protrip internal dard and dtod
analysis on the gas ch h. One liter of the 1
injected for analysis.

Swndnrd curves were obtained by analyzing serum standards

ing known of amitriptyline and nortriptyline. With
patients whose clinical symptoms mdlcated that they might be in the
toxic range, serum standards containing 200 to 800 ng/ml of ami-
triptyline or nortriptyline were used; samples from patients thought
to be in the therapeutic range were run with amitriptyline and nor-
triptyline serum standards at the 50, 100, and 200 ng/ml level. The
concentration of the protriptyline internal standard used for the toxic
range was 220 ug/ml and the ration for the th tic range
was 100 pg/ml. Following chromatography, peak areas were measured
using the formula height times width at half peak height, and the ratio
of amitriptyline or nortriptyline peak area to internal standard peak
area of each serum standard was calculated and plotted against its
concentration. Peak height ratios were also calculated and gave es-
sentially the same relative standard deviation. The origin and serum
standard ratios were then used to draw the standard curve as a check
on linearity. However, the amitriptyline or nortriptyline concentration
in patients was not obtained from the curve, but rather by using the
nearest serum standard.

RESULTS AND DISCUSSION

Figure 1 shows the excellent separation of amitriptyline,
nortriptyline, and protriptyline under the described condi-
tions of study. The retention times at 230 °C were 8.5, 10.0,
and 11.7 min, respectively. Figure 1 also indicates the detector
was most sensitive to amitriptyline, followed by nortriptyline,
and then protriptyline. Sensitivity was governed by the ability
of these three amines to form cyano free radicals.

Blank serum samples assayed in the same manner as stan-
dards and patients gave no significant peaks on the chroma-

was
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Figure 1. Gas-liquid chromatogram of blank serum with (20 ng/mi) of
amitriptyline, nortriptyline, and protriptyline added after the serum was
carrled through the extraction

Chromatographic conditions: Column, 240 °C; carrier gas, helium, 100 mi/min;
detector voltage, 5.8; and attenuation, 1 X 8

tograph that might interfere with the analysis (Figure 2). The
arrows in Figures 1 and 2 indicate where the temperature was
raised after separation of the three drugs was accomplished;
this was done to observe any endogenous peaks that might
follow. Retention times of all three drugs could have been
reduced had it not been for an unidentifiable peak that ap-
peared after the protriptyline peak. Elevation of the tem-
perature or increased carrier gas flow rate tended to move this
peak beneath the protriptyline internal standard peak. It was
also found that imipramine had a retention time approxi-
mating that of protriptyline. Thus, in the presence of im-
ipramine, protriptyline could not be used as an internal
standard.

The absolute percent recovery of amitriptyline by our
method averaged 64 + 10% for serum standards of 50, 100, 200,
400, and 800 ng/ml. The relative percent recovery for serum
standards averaged 99 + 10%. This compares well with the
procedure described by Hucker and Stauffer (3) who reported
97 + 8% relative percent recovery for amitriptyline, although
they used pl ples of lower ration. The t
of drug recovered decreased slightly as concentration in-
creased. Other researchers (7) have made the same observa-
tion using a different procedure. Recovery studies also indi-
cated that a greater amount of drug was extractable from an
aqueous matrix as compared to a serum matrix. Thus, when
determining the levels in patients, we chose to carry serum

tead of aq standards through the entire procedure.
Since the patients’ samples and the standards were in the
same biological matrix, this helped to correct for experimental
error and loss of drug during the extraction. The relative
percent recovery for serum standards of nortriptyline at the
200, 400, and 800 ng/ml level averaged 99 + 2%.

The linearity of the entire assay was demonstrated by ex-
tracting 2 ml of serum samples in duplicate containing 50, 100,
200, 400, and 800 ng/ml of amitriptyline and subjecting the
extract to GC analysis after the addition of internal standard.
Again the ratio of amitriptyline peak area to internal standard
peak area was calculated and plotted against concentration.
The range of linearity extended through 800 ng/ml. Standard
curves run on separate days were linear. Excellent linearity
was also observed for nortriptyline. Serum standards con-
taining 300 and 800 ng/ml of amitriptyline were analyzed in

Response
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Figure 2. Gas-liquid chromatogram of drug-free pooled human serum

assayed in the same manner as pati x les and

Chromatographic conditions: Column, 240 °C; carrier gas, helium, 100 mi/min;
detector voltage, 5.8; and attenuation, 1 X 32

quadruplicate for amitriptyline concentration. The within-run
relative standard deviation (rel std dev) at the 300 ng/ml level
was 4.1% while the within-run rel std dev at the 800 ng/ml level
averaged 12.8%. There was no difference observed in ex-
tracting amitriptyline at pH 9.3 vs. pH 13 using this procedure.
The percent difference of extracting at the two pH concen-
trations was 4%. Since the within run rel std dev is about 4%,
it was concluded that there is no difference in extracting
amitriptyline at the two pH concentrations.

The above procedure was used to determine serum ami-
triptyline levels in patients seen in the emergency room and

ted of having ingested amitriptyline. A review of seven
patients seen by the ‘gency room is ized in Table
I. Shown in Table I is the patients’ alleged drug ingestion,
clinical symptom, and amitriptyline level. In all cases, ami-
triptyline was identified and confirmed by three separate
methods. The metabolite nortriptyline was quantitated in
serum in some cases. Amitriptyline was first identified in the
urine and or gastric samples of each patient by UV spectro-
photometry (9-11). The drug was extracted from a basic so-
lution into ether; subsequent extraction of the drug into 2 N
sulfuric acid left the drug in the protonated form. The sulfuric
acid fraction was scanned and then made basic. The basic
solution was then rescanned. The scans were compared with
standard absorption curves for amitriptyline. Amitriptyline
and nortriptyline were also identified in urine and gastric
samples by thin layer chromatography (12). The drugs were
extracted from basic solution into chloroform-isobutanol,
spotted with pure standards and controls, and allowed to rise
on the plate with the appropriate solvent. The plate was then-
dried, and visualization of amitriptyline and other drugs was
obtained by spraying with iodoplatinate. Amitriptyline and
two metabolites were observed. Amitriptyline has an R, value
of 71 and the first metabolite R; = 46 was identified as nor-
triptyline.

GLC analysis was performed on the serum to qualitatively
identify and quantitate the drug. Figure 3 shows the GLC
spectra of a patient whose amitriptyline level in serum was 404
ng/ml. Table II gives the concentration of amitriptyline as
determined using this procedure and the peak area ratio for
calculating the patients’ drug level. Also given in Table II is
the amitriptyline serum level using peak height ratio for cal-
culating the drug level. There appears to be good agreement
between the two methods of calculation. A 300 ng/ml serum
standard ran in quadruplicate gave a rel std dev of 4.1 and
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Table I. Summary of Patients Involved in Amitriptyline Poisoning

UV spectra Serum level of

for ami- TLC amitriptyline,
Patient Drugs allegedly ingested Clinical symptoms triptyline  Amitrip.  Nortrip. ng/mld
A.34 yr 2-3 beers, unknown amount Progressively obtunded, + + + 274 (73)
W-M of Triavil semicomatose
B.34 yr 2 empty bottles of Elavil Obtunded with hypo- o + + 404
W-F (left a suicide note) active reflexes
C.24yr Unknown amount of Elavil Fully conscious with + + ¥ 113 (73)
WwW-M good reflexes, skin
very flushed
D.33yr Unknown amount of Valium Semicomatose but + + + 283 (115)
B-M and Elavil or Triavil responding to pain
E.b 31yr Unknown amount of Elavil, Stuporous and often + + ore 102
W-F meprobamate, Artane, and combative
Darvon
F.39 yr Unknown amount of Elavil Comatose with respira- + + + 471
B- (left a suicide note) tory complications
G. 26 yr 10-12 tablets of Elavil Fully awake with good + # + 51
B-F of unknown concentration reflexes

@The value in parenthesis after the amitriptyline level is the nortriptyline concentration in ng/ml. » Meprobamate level =

5 mg/dl, TLC very positive for Darvon), + = positive.

Response
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Figure 3. Gas-liquid chromatogram of amitriptyline extracted from the
serum of a patient whose level was 404 ng/ml
Chromatographic conditions: Column, 230 °C, carrier gas, helium, 100 mi/min;
detector voltage of 5.8; and an attenuation of 1 X 32. The protriptyline internal
standard concentration was 220 ug/ml. A = Amitriptyline, P = Protriptyline
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4.4%, respectively, for the two methods of calculation using
peak area and peak height. The rel std dev at the 800 ng/ml
level using peak area and- peak height was 12.8 and 13.1%,
respectively. Thus, either peak area or peak height can be used
for calculating the drug level.

Current gas chromatographic procedures have established
that serum levels of patients on therapeutic doses of ami-
triptyline hydrochloride (75-100 mg/day) range anywhere
from 20 to 200 ng/ml (I, 3) depending upon dosage and the
time that the sample was drawn and analyzed. The toxic range
is generally accepted to be greater than 400 ng/ml. The pa-
tients analyzed in our study ranged from therapeutic through
toxic levels. The serum levels quantitated by this method
correlated well with the physical state of the patient; the
higher the level, the more obtunded and comatose the patient.
Hemolyzed samples did not affect the sensitivity of the pro-
cedure. The patients’ urine samples were also analyzed for the
presence of phenothiazines. This helped to determine whether

Table II. Concentration of Amitriptyline in Patients Using
Peak Area and Peak Height Ratios

Concentration Concentration

using peak using peak

area ratio, height ratio,
Patient ng/ml ng/ml
A 274 275
B 404 404
C 113 114
D 283 297
E 102 103
F 471 514
G 51 40

the patient took Elavil or Triavil if that information was not
already available, since Triavil is known to contain per-
phenazine.

The method described in this paper appears to have several
advantages over current gas chromatographic procedures
utilizing electron capture and flame ionization detectors. The
technique is fairly rapid and small sample volumes, as low as
0.5 ml of serum provide sufficient biological material for
amitriptyline detection and quantitation. Injection of 1 ul of
extract dissolved in internal standard is sufficient for GLC
analysis. The spectra are very clean with excellent separation
of all three drugs. Sub-therapeutic levels can be quantitated
and the lower limit of detection is approximately 1 ng/ml. No
derivatization is involved, only simple extraction of the pure
drug. In addition, amitriptyline, nortriptyline, and pro-
triptyline are eluted from the column after a steady baseline
has been obtained. Quantitation of drug levels can be easily
accomplished by using peak height instead of peak area as
shown in Table II. Hucker and Stauffer (3) have recently
described a similar gas chromatographic method for quanti-
tation of amitriptyline using a flame ionization detector.
However, their method involves a large sample size, 3-5 ml of
plasma. Furthermore, the drugs are eluted before a baseline
is reached, and their lower limit of detection is approximately
20 ng/ml. Several investigators have quantitated tricyclic
levels in serum by derivatizing the drug before GLC analysis.
An example is the procedure described by Wallace, Hamilton,
Goggin, and Blum (7) in which amitriptyline and nortriptyline
are oxidized to their polyaromatic carbonyl derivative an-
thraquinone and analyzed using an electron capture detector.
Their method is quite sensitive, as low as 2 ng/ml in a 0.5-ml
specimen, but lacks the ability to differentiate between ami-
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triptyline and nortriptyline. Watson and Stewart (6) have
proposed a new high performance liquid chromatography
technique for the determination of amitriptyline, nortripty-
line, and protriptyline. They report a sensitivity level of 10
ng/ml for a 10-ml aqueous sample of amitriptyline; sensitivity
levels in serum and urine were not reported. Jorgensen (4)
reports a GLC method using a nitrogen-sensitive detector that
has a lower limit of detection of 5 ng/ml for amitriptyline using
a 2-ml serum sample. However, the addition of acetic anhy-
dride is required to acetylate nortriptyline; otherwise the
complete separation of amitriptyline and nortriptyline cannot
be accomplished. In addition, the resolution of the drugs is not
as great as demonstrated by our method.

The new method described here using the nitrogen-sensitive
detector may be the most sensitive direct method to date for
tricyclic analysis. Preliminary studies have shown that the
identification and quantitation of many other drugs in bio-
logical materials may be achieved by this procedure or by a
minor modification of it.
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Intercalibration of Gas Chromatographic Analyses for
Hydrocarbons in Tissues and Extracts of Marine Organisms

John W. Farrington,* John M. Teal, Gilbert C. Medeiros,? Kathryn A. Burns,? and E. Arthur Robinson, Jr.3

Woods Hole Oceanographic Institution, Woods Hole, Mass. 02543
James G. Quinn and Terry L. Wade
di School of Oct phy. Uni

Gas chromatographic analyses of hydrocarbons separated
from tuna meal samples and cod liver lipid extracts have been
intercalibrated among three laboratories. Measurement of
petrol hyd: rbons spiked to ples of cod liver oll gave
values as follows: X, (X — X)/x, s/x; distillate cut of South
Louisiana crude oil—372 ug/g, 0.09, 0.06; No. 2 fuel oll—1163
ug/g, 0.50, 0.26; Wilmington crude oil—913 ug/g, 0.69, 0.34.
The estimates of petroleum hydrocarbons in tuna meal sub-
samples gave x + s of 37.7 + 4.6 ug/g dry welght. Measure-
ments of pristane in cod liver lipid samples gave X + s of 35.7
+ 3.5 ug/g lipid and 271 + 4.5 ug/g lipld. Measurements of
pristane in tuna meal were less precise with x + s of 2.4 + 1.5
ug/g dry welight. Some limitations to current methods of
analysls as applied in this study and In several current oll
polluti dias aie 0 d and di 2

Petroleum and its refined products such as fuel oils and
lubricating oils continue to be discharged to the world’s oceans
with little hope in the immediate future for substantial re-
duction of the quantities released (1). Studies of the inputs,
effects, and fate of these discharges have recently been re-
viewed and recommendations for future studies set forth (7).

! Present address, Department of Defense, Washington, D.C.

2 Present address, Division of Agricultural Chemistry, Marine
Chemistry Unit, Melbourne, Victoria, Australia. . .

3 Present address, Chemistry Department, Tufts University,
Medford, Mass. 02155.

ity of Rhode Island, Kingston, R.I. 02881

These studies will require the efforts of many laboratories
throughout the world because of the complexity and global
nature of the oil pollution problem. This is already apparent
to some degree in the oil pollution research literature.

An important factor in field or laboratory studies is the
precision, accuracy, and intercomparability of the data
gathered using the same or different methods of analyses in
different laboratories (I-3). We initiated a program of in-
tercalibration between our laboratories in 1971 as part of a
study program to identify problems related to oceanic envi-
ronmental quality under the auspices of the Office for the
International Decade of Ocean Exploration, National Science
Foundation. Three laboratories were involved in studying the
distribution of hydrocarbons in the biota, water, air-sea in-
terface and sediments of the North Atlantic Ocean. Unfor-
tunately, suitable samples for intercalibration were not
available, and we proceeded to develop our own. We choose
to intercalibrate using a lipid material containing indigenous
biogenic hydrocarbons and spiked petroleum hydrocarbons.
Most current methods of extracting hydrocarbons from
sediment, tissue, whole organism, or water involve an initial
step of organic solvent extraction to obtain a lipid extract
(1—4). Thus, it seemed that an initial intercalibration program
with a lipid matrix sample would apply to a wide variety of
marine samples. It also excluded the influence of initial lipid
extraction which would have to be investigated at a later date
if the first intercalibration program was successful.

We have reported the result of one phase of this intercali-
bration program (5, 6). Later we received a working inter-
calibration sample of tuna meal from the National Bureau of
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Standards. We emphasize that this was not a standard refer-
ence material for hydrocarbon analysis. It was used only be-
cause it was a relatively homogeneous sample of marine tissue
for which we had no knowledge of the hydrocarbon composi-
tion and concentration. A fourth laboratory participated in
this phase of the intercalibration and we have issued a brief
report on the results of this study (7).

We report here the result of our entire intercalibration
program to date. We hope that by reporting our experience
and data in detail, we will stimulate others to develop similar
and even more comprehensive intercalibration efforts.

EXPERIMENTAL

P, ion of I libration Samples. a) Cod liver oil sample
A and sample B were manufactured by Squibb Pharmaceutical
Company and purchased at a local pharmacy.

b) IDOE-1: Cod liver oil sample B was spiked with 1163 ug of No.
2 fuel oil/g cod liver oil.

¢) IDOE-3: Cod liver oil sample B was spiked with 913 ug of Wil-
mington crude oil/g cod liver oil.

d) IDOE-5: Cod liver lipid extract was prepared by Virtis homog-
enization extraction in hexane (8) of a liver excised from a cod caught
in the East Greenland Current on Cruise B-9-71 of R/V Bjarni Sae-
mudson of the Marine Research Institute, Reykjavik, Iceland. The
concentrated extract was spiked with 372 ug of a distillate fraction
of a South Louisiana crude oil/g cod liver lipids. The distillate cut was
prepared by vacuum distillation and had a boiling range between
n-hexadecane (n-Cg, 287 °C, 760 mm Hg) and n-octacosane (n-Cos,
432 °C, 760 mm Hg).

dryness in the vial on the rotary evaporator. A known volume of CS,
was added, usually 50-100 ul, and an aliquot was weighed on the Cahn
balance to determine total hydrocarbon concentration. The hydro-
carbons were analy y gas chr hy using a 2.3-m 3% Ap-
iezon L on Chromasorb W 80/100 mesh column, 2.2-mm i.d. stainless
steel, programmed from 80 to 290 °C at 6°/min. The column had 2160
plates as determined using n-Cys at 160 °C. Nitrogen carrier gas flow
rate was 10-15 ml/min at the start of the program. Varian Aerograph
Model 1200 and Model 1700 gas chromatographs equipped with FID'’s
were used for these analyses.

The hydrocarbons were checked for purity by thin layer chroma-
tography on silica gel G plates developed with 3% benzene in isooc-
tane. No spots attributable to other lipids such as mono-, di-, and
triglycerides, wax esters, sterol esters, methyl ketones, sterols, or fatty
acids were found when plates were visualized in an iodine chamber.
Several of the hydrocarbon samples were checked by infrared spec-
troscopy and no functional group absorption bands, which could be
assigned to these other lipid compounds in the cod liver oil, were
noted.

‘The concentration of petroleum hydrocarbons in the samples was
determined as previously described in Quinn’s section on methods
using n-eicosane or n-docosane as an internal standard.

TEAL AND BURNS. Subsamples of IDOE-1 and IDOE-3 were an-
alyzed by column chromatography using 20 g of 1/1 (v/v) deactivated
alumina packed over silica in a 1-cm i.d. column. The columns were
routinely eluted with three column vol of Two analy
were also conducted by eluting the column with three column volumes
of 5% benzene in pentane. Column eluates were concentrated by
evaporation under reduced pressure. Aliquots of the residue, dissolved
in CS,, were weighed on the Cahn balance to determine total hydro-
ctubcn concemrntlon ‘The hydrocarbons were then analyzed by gas
y on a 3.0-m 3% Apiezon L on Chromasorb W column,

) Tuna meal sample: this was provided as a working int a-
tion sample by the National Bureau of Standards, courtesy of Philip
A. LaFleur.

Procedures. IDOE-1 and IDOE-3, QUINN AND WADE. Each
subsample was transferred to a 50-ml centrifuge tube and 20 ml of 0.5
N KOH in absolute methanol was used to rinse out the sample vial
and then added to the centrifuge tube. Three ml of distilled H,0 and
1 ml of methanol containing 100 ug of n-eicosane (internal standard)
were added to the tube. The tube was flushed with nitrogen, capped,
and heated at 100 °C for 10 min to ensure complete saponification of
the sample. After cooling, 5 ml of distilled H,0 were added to the tube
followed by 10 ml of ethyl ether. The contents of the tube were shaken
and the phases separated by centrifugation.

The ether phase was removed and evaporated to dryness under

2.9-mm i.d. stainless steel, programmed from 80 to 280 °C at 5°/
minute. Nitrogen carrier gas flow rate was 10-15 ml/min at the start
of the program. The column had 4281 theoretical plates at the start
of the analysis of the samples but had deteriorated to 1835 plates at
the end of this series of analyses based on n-C4 analysis at 125 °C.
A Hewlett-Packard Model 700 gas chromatograph with FID was used
for these analyses.

The peak areas in chromatograms of a known portion of sample
were calculated and multiplied by the quantity of hydrocarbons/unit
area calculated from chromatograms of a series of standard n-alkanes
of known amounts, i.e., external standard technique.

Cod Liver Oil—Samples A and B (Quinn, Wade, and Far-
rington). Samples of cod liver oil were analyzed to determine the

ration of pristane. Methods of analysis by Quinn were the

reduced pressure at room temperature on a rotary evap . The
residue was dissolved in a small amount of chloroform and applied
to predeveloped (in chloroform) 0.37- or 0.50-mm thick silica gel G
plates (20 X 20 cm). The solvent system was petroleum ether/elhyl
ether/acetic acid (95/5/1). After development, the plates were visu-
alized by bnef exposure to iodine vapors. ’I'he total hydrocarbon band
(corresp to dn d and phenan-
threne standards) was scraped from the plate and extracted with
chloroform/methanol (9/1). After evaporation of the solvent under
vacuum, the hydrocarbons were dissolved in a small volume of carbon
disulfide and analyzed using a Hewlett-Packard Model 700 gas
chmmawgraph equlpped wnth a ﬂnme lommuon detector (FID).
The d were 2.2-mm i.d. stainless
su:el and ranged in length from 1 810 2.0 m. The nonpolar column
d 2% A n L on Anak Q (90/100 mesh), and the polar
column contained 12% FFAP on Chromosorb W (H.P., 80/100 mesh).
oth were temperature-p. d from 80 to 280 °C at
5°/m|n with nitrogen carrier gas at a flow rate of 10 ml/min. Quanti-
tative analyses of samples involved comparison of the area of the
chromatogram attributed to petroleum hydrocarbons with the area
of the internal standard (IDOE-1) or pristane (IDOE-3, the concen-
tration of pristane is known from analyses of the cod liver oil as de-
scribed below). Peak areas were calculated by multiplying peak height
times peak width at half height. The area of the unresolved complex
mixture signal was determined by planimetry.
FAHRING'I‘ON Subsamples of IDOE-1 and IDOE-3 were column-

hed on 10 g of al over 20 g of silica (both 5%
deacllvuted with water) in a 1- to 1.5-cm i.d. column. Hydrocarbons
were eluted with three column of 5% b in The
eluate was d under reduced to a volume of 10-15

ml and transferred to a 50-ml pear—shnpe flask. The eluate was then
evaporated until the manometer in the vacuum line of the rotary
evaporation unit showed a rapid drop in pressure indicating the last
of the solvent had been evacuated from the flask. The residue was
transferred to a small vial with ~0.5-1.0 ml of CS; and evaporated to

same as those described above using n-eicosane as an internal stan-
dard. Farrington analyzed both saponified and nonsaponified samples
using the same column procedure as described above. A thin-layer
chromatography procedure employing silica gel G plates developed
with 5% benzene in pentane was also used to analyze a saponified
sample of cod liver oil. Samples were saponified under reflux for 2h
with 0.5 N KOH in methanol/benzene (I£1).

Comparison of the peak area of an internal standard of n-eicosane,
n-docosane, n-tetradecane, or n-octacosane added prior to analysis,
with the peak areas of the pristane was used as a means of determining
concentrations. Gas chromatographic procedures were the same as
described above.

IDOE-5 and Tuna Meal. The methods of analysis used to measure
hydrocarbons in these les have been pr d in detail else-
where (5-7, 9) and were in principle the same as those described
above.

Measurement of Petroleum Hydrocarbons. The problems as-
sociated with distinguishing between pollutant hydrocarbons and
those biosynthesized by organi have been di: d elsewhere (1,
4). Inour we have integrated the lved 1
mixture signal,resolved and partially resolved peaks due to the pe-
troleum spike (5).

RESULTS AND DISCUSSION

Pristane Concentration Measurements. The concen-
trations of pristane in the various samples analyzed are given
in Table I. The agreement and precision of the measurement
is good for the cod liver lipid samples where the pristane
concentration was between 30 and 40 ug/g lipid and 260 to 280
ug/g lipid. The precision for the pristane in the tuna meal
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Table I. Reproducibility of Pristane Analyses

Pristane concn,

Analyst Technique ug/g Lipid
Cod Liver Sample A
Quinn, Wade Saponification-TLC, GC@ 30.1
Farrington Saponification-TLC, GC, 3 analyses by GC 358+ 1.6
Saponification-CC, 2 analyses by GC 39.4 +2.3%
No saponification-CC, GC, Subsample A-1 36.4 + 1.6°
No ification-CC, GC, Sub le A-2 37.3 £ 1.0%
Cod Liver Sample B HES S
Farrington No saponification-CC-GC
Subsample 1 38.7 (n-Cyq)¢
40.3 (n-Cag)
Subsample 2 37.1 (n-gﬁ)
39.7 (n-Cag)
TGS Mean 39.0+1.2
Quinn, Wade Saponification-TLC, GC, 2 analyses 259, 268; mean = 264
Teal, Burns Saponification-CC, GC, 1 analysis 276
Farrington Saponification-CC, GC, 6 analyses, range 225 to 308; mean = 272
Mean for 3 laboratories 271+ 4.5
Tuna meal ug/g dry wt.
Quinn, Wade Saponification-TLC, GC, 2 analyses 3.0, 3.6; mean = 3.3
Teal Saponification-CC, GC, 1 analysis 2.0
Farrington Saponification-CC, GC, 2 analyses; 1.9, 2.0; mean = 2.0
Mean for 3 laboratories 24+15

@ TLC = Thin layer chromatography; CC = Column chromatography; GC = Gas chromawgraphy 5 Mean % 1 ¢ estimated from
d used to

2 or 3 analyses by GC of hydrocarbons isolated from same sample. ¢ Internal d

and n-Cas added to subsamples as internal standard.

ration. Both n-Cy4

Table I1. Results of Hydrocarbon Analyses of IDOE-1 and IDOE-3 Intercalibration Samples, (ug hydrocarbons/g cod

liver lipid)
Gas chromatography analysis
Petroleum hyd.
peaks + unre-
solved complex Total hydrocarbons
Sample Analyst mixture Total hyd. by weighing
IDOE-1 Quinn, Wade® 498 uglg 770 uglg N.A.b
Teal, Burns 782 823 1200 pg/g + 310(2)¢
Farrington 449 + 85 (4) 628 £ 131 (4) 2948 + 192 (4)
Mean 576 + 147 740 + 82 2074 + 874
IDOE-1: £ = 1,163 ug No. 2 fuel oil/g cod liver lipid¢
IDOE-3 Quinn, Wade® 410 pg/g 523 uglg N.A.
Teal, Burns 178 £ 47 (2) 242 + 54 (2) 1178 ug/g + 313(2)
Farrington 262 + 122 (3) 438 +£ 92 (3) 1080 =+ 260 (5)
Mean 283 + 96 401 £ 118 1129 £ 49

IDOE-3: £ = 913 ug Wilmington crude oil/g cod liver lipid¢

aThe average coefficient of variation for total hydrocarbons estimated to be 20%. ® N.A. = not

leulated Standard

q
ly or

deviations calculated or estimated from number of analyses shown in parentheses. ¢ An unknown but minor portion of the fuel oil

and crude oil are not hydrocarbons.

sample was not as good. This may have been the result of the
inclusion of the additional extraction procedure in the anal-
ysis. The starting mass of the lipid extract is not the reason
because 200 to 600 mg of lipid were used for saponification,
separation, and gas chromatographic analysis for both cod
liver oil, IDOE-5, and tuna meal analyses.

IDOE-1 and IDOE-3 Measurements. The results of the
analyses of samples of cod liver oil spiked with No. 2 fuel oil
or Wilmington crude oil are given in Table IL The discrepancy
between the actual amount of No. 2 fuel oil added to the
sample (IDOE-1, 1163 ug/g lipid) and that found (576 + 147
ug/g lipid) is probably due to losses by volatilization of hy-

drocarbons boiling below the C,4 n-alkane during the isolation
and concentration procedures. Comparison of the gas chro-
matograms of hydrocarbons isolated from IDOE-1 with the
gas chromatogram of No. 2 fuel oil confirmed that there were
losses of hydrocarbons boiling below n-tetradecane in the
analysis of IDOE-1. This is consistent with previously reported
recovery values of 70% by weight for No. 2 fuel oil from similar
column chromatography procedures (8).

The values of total hydrocarbons by weighing are reason-
ably precise. However, the values found by Farrington were
much higher than the calculated ts of hyd bons in
the sample. This is attributed to elution of cod liver oil com-
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Table II1. Results of Hydrocarbon Analyses of IDOE-5 Intercalibration Sample IDOE-5: £ = 372 ug petroleum/g cod

liver lipid (ug hydrocarbons/g cod liver lipid)

(Petroleum hydrocarbons) Unresolved
Peaks and unresolved complex )
Analyst complex mixture Peaks® mixture Pristane
Subsamples date, January
1972. Analyses, January
to October, 1972
Quinn, Wade® 373 85.5 288 264
Teal, Burns® 438 87.7 350 276
Farrington® 407 64.4 343 272
Mean std dev 406 + 26 79.2 £ 10.5 327 £ 21.7 271 £ 45
Subsample date, August
1972. Analysis, February
1974
Medeiros, Robinson® 455 71 384 267
Subsample date, October
1972. Analysis, February
1974
Medeiros, Robinson? 426 59 367 270
Subsample date, June 1974
Analyses, November 1974
Quinn, Wade 474 78 396 262
493 108 385 256
676 63 613 272

aData taken from Ref. (5). ¢ Data taken from Ref. (6). < Does not include pristane or squalene.

Table IV. Results of Hydrocarbon Analyses of Tuna
Meal? (ug/g dry wt tuna meal)

Unresolved
complex
mixture Resolved
Analyst n-Cygton-Cyy peaks? Total
Quinn, Wade 324 9.4 41.8
Teal, Burns 39.7 19.3 59.0
Farrington 41.0 6.5 47.5
Mean + std dev 377146 11.7+£6.7 494 +88

@ Taken from Ref. (6). *This does not include pristane or
squalene.

ponents from the alumina-silica column which were not
measured by gas chromatography because of its high molec-
ular and very late elution, if at all, from the GC column. These
components do not contain carbonyl, carboxyl, or carboxylate
functional groups based upon infrared spectroscopy of the
concentrated column eluate. Further analyses are needed to
determine the nature of this material.

The petroleum hydrocarbon concentration in IDOE-3 as
determined by gas chromatography has a greater relative
standard deviation (34%) among the three laboratories than
the analysis of IDOE-1 (26%). In addition, the measured
IDOE-3 concentration values (283 + 96 ug/g lipid) are much
lower than the true value (913 ug/g lipid) compared to results
of the analyses of IDOE-1.

The reported values for petroleum hydrocarbons can be
explained as follows for the IDOE-3 analyses. Column and
thin-layer chromatography as employed would exclude the
more polar fractions of the crude oil from the hydrocarbon
isolates. Also, the fraction of the crude oil which was obtained
for gas chromatographic analysis would not include volatile
low-boiling hydrocarbons which would be lost in the same
manner as the volatile components of the No. 2 fuel oil in
IDOE-1. Furthermore, the fraction analyzed by gas chroma-

tography may contain high-boiling hydrocarbons which do
not elute from the gas chromatographic column or elute at the
end of the temperature program and during the isothermal
operation at the upper limit. Their signal may be difficult to
distinguish from the column bleed signal which is present at
these high temperatures. This problem did not occur during
analysis of the No. 2 fuel oil in IDOE-1 because its boiling
range is such that the hydrocarbons elute from the column
prior to the appearance of the column bleed signal.

There is evidence available to support our explanation of
the low results obtained for IDOE-3 petroleum hydrocarbons.
A comparison of the gas chromatograms of hydrocarbons in
IDOE-3 with the gas chromatograms of the crude oil showed
that lower-boiling hydrocarbons have been lost during the
analysis. The recovery of Wilmington crude oil from the col-
umn chromatography procedure was 30-48% by GC analy-
sis.

IDOE-5 Measurements. The results of the first series of
intercalibrations with IDOE-1 and IDOE-3 led to the prepa-
ration of sample IDOE-5 as described previously. We prepared
this sample to test our interpretation of the problems associ-
ated with analyses of IDOE-1 and IDOE-3. We reasoned our
methods should lead to more precise and accurate measure-
ments for the spike of the distillate fraction of South Louisiana
crude oil because the spike contained only compounds with
a molecular weight range within the range which could be
measured by our methods, i.e., molecular weight range n-
tetradecane to n-triacontane. Also, a check of the distillate
fraction by column chromatography showed that 95+% of the
components should be recovered by column chromatography
and thin-layer chromatography as analyzed by weighing and
GC.

The results of intercalibration with IDOE-5 were more
precise and accurate as expected. The data are presented in
Table 111, as taken from our earlier reports (5, 6). The mea-
sured concentration of petroleum hydrocarbons is in fair
agreement with the actual concentration spiked to the sam-
ple—372 pg/g lipid—with the exception of one measurement
of the June 1974 subsample. We cannot explain this discrep-
ancy except that it may represent inhomogeneity in this

1714 « ANALYTICAL CHEMISTRY, VOL. 48, NO. 12, OCTOBER 1976



Table V. Comparison of Results of IDOE-5 Analyses by One Laboratory Using Internal and External Standards (ug

hydrocarbons/g lipid)

Peaks and unresolved Resolved

complex mixture
External standard method-6 subsample 41 X 10! £ 7 X 10!
analyses

Internal standard method-4 subsamples 400 + 83

@ Does not include pristane or squalene.

Unresolved
complex
Peaks® mixture Pristane
58+ 18 35X 10! + 6 X 10! 27 X 10! £ 3 X 10!
69 + 28 331 £ 69 261 + 24

sample. There are no large changes in the concentrations of
hydrocarbons as a result of two years’ storage in the dark,
under Ny, at 0 °C. However, there appears to be a trend of a
small increase in the concentration of petroleum hydrocarbons
with time. The pristane concentration has remained constant
within the interlaboratory variability. One explanation is that
the bulk IDOE-5 sample has suffered some inhomogeneity
imposed during subsampling. We intend further analyses and
testing to establish if this trend is real.

Tuna Meal Measurements. The results of our analyses
of tuna meal samples as reported elsewhere (7) are presented
in Table IV. These analyses required extraction in addition
to the procedures of analysis previously described in this
paper. Despite this additional step, there is good agreement
for the measurement of the unresolved complex mixture hy-
drocarbons. The agreement for the analyses of resolved peaks
is not as good and is probably a result of the small ratio of peak
signal to unresolved complex mixture signal for many of the
peaks.

Comparison of Measurements Using Internal and
External Standards. During the program of analyses of
IDOE-5, we tested measurements of hydrocarbons by gas
chromatography using both internal and external standards.
Internal standards used for these experiments were the n-
alkanes, n-tetradecane, n-eicosane, n-docosane, and n-octa-
cosane. The gas chromatogram FID peak area of the internal
standard was compared with the areas of the sample hydro-
carbon peaks and unresolved complex mixture to quantitate
the sample hydrocarbons. The second method employed was
to analyze an accurately measured volume of a mixture of
known concentrations of even carbon number n-alkanes from
n-tetradecane to n-octacosane using the same gas chroma-
tographic conditions as those used for analysis of the sample.
The FID response is calibrated with the n-alkane standard
and used to quantitate the hydrocarbon peaks and unresolved
complex mixture signal of the sample.

A comparison of results obtained by analyzing subsamples
spiked with an internal standard and quantitating hydro-
carbons using this standard with results obtained by quanti-
tation of hydrocarbons using external standards is presented
in Table V. The results compare quite favorably.

There are advantages gained in using an internal standard.
If the standard is added with a volumetric pipet under care-
fully controlled conditions, an accurate measurement of hy-
drocarbons in the sample to three significant figures is pos-
sible. In addition, the exact amount of sample injected into
the GC need not be measured. The external standard method
requires a more accurate ement of the vol of ex-
ternal standard injected into the GC. The commonly used
10-x1 Hamilton syringe or other similar syringes offer only
two-figure volume measurements, thus limiting the accuracy
and precision to two significant figures.

An additional advantage of the internal standard method
is that once the standard is well mixed into the sample, any
subsequent accidental losses do not negate the analysis. The
disadvantage of the internal standard method is that it re-

quires the analysis of a separate subsample without internal
standard or with a different internal standard to determine
which hydrocarbons present in the sample interfere with the
measurement of a given internal standard. An error of this
type results in calculation of a lower than true ug/unit area of
peak. This disadvantage can be overcome by using !4C-labeled
hydrocarbon which would act as an internal standard for
manipulations prior to the GC analysis and not interfere with
FID-GC analysis due to the trace amount of label required.

GENERAL DISCUSSION

We have demonstrated the feasibility of interlaboratory
calibration for hydrocarbon analyses in marine tissues and
extracts. We have also shown that an intercalibration sample
of marine lipids spiked with petroleum hydrocarbons can be
stored for at least two years with minimal sample alteration
as far as concentrations of hydrocarbons in lipid are con-
cerned. The data suggest that after two years the sample may
begin to deteriorate. However, we think that storage of sub-
samples under N; in sealed ampules at 0 °C could overcome
this problem. We have stored the bulk sample under N ina
brown bottle with Teflon-lined screw cap at 0 °C in the dark.
Subsamples were withdrawn in batches and it may be that,

during the last ling, the homogeneity of the pl
was altered and resulted in the data for one of the June 1974
subsamples.

The results of the first intercalibration effort confirms that
the present methodology we employ and which is employed
by others (1-4) has certain limitations. Some of these limi-
tations have been discussed in this paper.

The agreement among three laboratories for the IDOE-5
and tuna meal samples was generally good and provides
guidelines for comparing data reported by any of the labora-
tories and allows a more comprehensive interpretation of
hydrocarbon biogeochemistry in the marine environment.

Despite these advances, we have only focused on a few as-
pects of the problem. A more thorough and widespread in-
tercalibration effort is needed to investigate precision and
accuracy from extraction through the entire analysis up to and
including gas chromatography-mass spectrometry and other
instrumental methods employed in oil pollution studies (1).
Other methods of analyses for different molecular weight
ranges and types of molecules need to be intercalibrated.
Analyses for specific petroleum components, such as known
carcinogenic polynuclear ar ic hydrocarbons, also need
to be intercalibrated. These efforts would best be served if
working intercalibration materials could be provided by an
organization such as the United States National Bureau of
Standards.
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Gas Chromatographic Separation of Lower Aliphatic Amines

Yasuyuki Hoshika

Aichi Environmental Research Center, 7-6, Tsuji-machi, Kita-ku, Nagoya-shi, Aichi, Japan

A mixture of 13 lower were separated by a
TENAX-GC column in temperature programming gas chro-
matography. Primary amines were converted Into corre-
sponding Schiff bases by tion with b Idehyd Idual
secondary and tertiary amines were analyzed In the forms of

TPy i

their free ami The ami ted are eight primary
amines: methyl-, ethyl-, -pvopyl- isopropyl-, -butyl- iso-
buiyl- n-amyl-, and yl three i

Yy
yl-, , and di-n-propylami and two tertiary
. tri .L'. and triethylami

Qualitative and quantitative analysis of ammonia and lower
aliphatic are probl cC ly encountered in odor
pollution analysis, because these compounds have odor
threshold values at ppm or ppb levels in air (1-3).

Direct separation of the mixtures by gas chromatography
(GC) with Lubrol MO, paraffin and undecanol (4,5), THEED
and TEP (6), triethanolamine (7), PEG 1500 and 20 M (8),
Amine 220 (9), squalane and glycerine (10), Chromosorb 103
(11,12), Pennwalt (12) have been used. However, in general
when these columns are employed, the GC separation of the
mixtures of ammonia and lower aliphatic amines, such as
methyl-, dimethyl-, trimethyl-, ethyl-, diethyl-, triethyl-, and
isopropylamines is poor.

In this study, to achieve complete chromatograms, sepa-
rations of the mixtures of free amines and Schiff base deriv-
atives of amines, the amines and derivatives were chromato-
graphed simultaneously using TENAX-GC (13) column
packing. Primary amines were converted into corresponding
Schiff bases by reaction with benzaldehyde (14); residual
secondary and tertiary amines were analyzed in the forms of
their free amines, since they do not react with benzaldehyde.
However, in this present method, ammonia was not analyzed,
because ammonia only reacted with benzaldehyde but did not
give the corresponding peak in the chromatograms.

EXPERIMENTAL

Reagents. Ammonia (28%, wt % aq. soln) and dunethyhmme (40%,
wt % aq. soln) were ob from Kat. 1 Industries,
Ltd., Osaka, Japan. Methyl- (40%, wt % aq. soln). trimethyl- (30%, wt

% aq. soln), ethyl- (70%, wt % aq. soln), diethyl-, triethyl-, and iso-
propylamines were obtained from Tokyo Kasei Kogyo Ltd., Tokyo,
Japan. n-Propyl- and n-butylamines were obtained from Wako Pure
Chemical Industries, Ltd., Osaka, Japan. Isobutyl-, n-amyl-, isoamyl-,
and di-n-propylamines were obtained from PolyScience Corp., Niles,
11l. Benzaldehyde (95%, min.) was obtained from Wako Pure Chemical
Industries Ltd., Osaka, Japan. n-Propylbenzene was obtained from
Tokyo Kasei Kogyo, Ltd., Tokyo, Japan. n-Hexyl alcohol was ob-
tained from PolySci Corp Allr used were dor
reagent grade chemlcals

Preparation of Schiff Base. The procedure for the preparation
of all the Schiff bases listed in Table I was as follows. The amines (1-6
X 10~4 mol) and benzaldehyde (5 X 10~3 mol) were mixed in 2 ml of
n-hexyl alcohol, at room temperature. The Schiff base formation
reaction was rapid and exothermic; therefore the reaction time also
was sufficient to form the derivatives of Schiff bases in a few min-
utes.

Apparatus. The gas chromatograph used was a Shimadzu Model
GC5APsT (dual columns system) instrument equipped with on-col-
umn injection, a thermal conductivity detector (TCD), and a digital
integrator (Shimadzu Model ITG-2A) for the determination of the

Table I. Relative Retention Times (RtR) of Ammonia and
13 Lower Aliphatic Amines in the Free Form, and the
Schiff Base Derivatives (n-Propylbenzene = 1.00)

Primary amine

Compounds RtR Schiff bases RtR
Ammonia 0.07
Class
Primary in free
Methylamine 0.15 Methylamine 1.14
Ethylamine 0.25 Ethylamine 1.19
n-Propylamine 0.41 n-Propylamine 1.28
Isopropylamine 0.33 Isopropylamine 1.20
n-Butylamine 0.58 n-Butylamine 1.40
Isobutylamine 0.53 Isobutylamine 1.32
n-Amylamine 0.72 n-Amylamine 1.54
Isoamylamine 0.68 Isoamylamine 1.47
Secondary in free
Dimethylamine 0.24
Diethylamine 0.48
Di-n-propylamine 0.74
Tertiary in free
Trimethylamine 0.29
Triethylamine 0.62
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relative retention times. The relative retention times of nll the com-
pounds listed in Table I were calculated using n-prop, as
an-internal standard.

Chromatographic Condhmnn The GC column consisted of a 3
m X 3 mm i.d. glass column, packed with TENAX-GC (made by Enka
nv Arnhem/Holland), obtained from Shimadzu Ltd., Kyoto, Japan,
60/80 mesh, Lot No. 30704. The columns were precondltluned at 280
°C for 20 h with a constant flow of N (50 ml/min) through the col-
umns, before being connected with the TCD. The chromatographic
conditions for the analysis were: carrier gas (N,) flow rate, 50 ml/min;
column temperature (programming), holding for 1 min at 100 °C and
heating the column oven at a rate of 10 °C/min from 100 to 250 °C,
maintaining this temperature for 15 min and then cooling to the
starting temperature; injection port and detector temperatures, 250
°C; and bridge current, 66 mA.

Procedure. The sample solution was prepared by dissolving am-
monia and 13 lower aliphatic amines and n-propylbenzene (4 X 10~4
mol) as an internal standard, in 2 ml of n-hexyl alcohol. One ul of
sample was injected with a 10-ul Hamilton microsyringe (701-N) into
the GC column. Benzaldehyde for Schiff base formation reactions was
introduced directly to the sample solution.

RESULTS AND DISCUSSION

The relative retention times of ammonia and 13 lower ali-
phatic free amines and the derivatives of Schiff bases are listed
in Table I. The retention time of n-propylbenzene was defined
as unity.

Complete separation of ammonia and 13 lower aliphatic free
amines were obtained, except for the overlap of n-amyl- and
di-n-propylamines peaks, and the incomplete resolution of
ethyl-, and trimethylamines. All primary amines were quan-
titatively converted to the corresponding Schiff bases by the
reaction with benzaldehyde. Only the secondary and tertiary
amines remained as free amines. The Schiff bases were re-
solved, except for the derivatives of ethyl- and isopropylam-
ines. Analytical times for the GC determination of this method
was about 25 min.

No evidence was found for the interference of water in the
analysis.

Ammonia in the solution reacted with benzaldehyde in the
mole ratio more than 2, quantitatively, but did not give the
corresponding peak in 25 min, in the chromatogram. This was
also confirmed from the chromatogram of the product by the
direct reaction of ammonia with benzaldehyde, which was not
used as solvent. It has been reported that aromatic aldehydes
in general reacted with aqueous or alcoholic ammonia at room
temperature to give the so-called “hydroamides” (15). These
are high-melting, crystalline substances formed according to
the following equation:

3ArCHO + 2NH; — Ar(N=CHAr), + 3H,0

Particularly, in the case of benzaldehyde, an intermediate,
crystalline addition consisting of 2 mol of benzaldehyde and
1 mol of ammonia has been isolated.

2CgH5CHO + NH3 — C¢gH;CHOHNHCHOHCgH;

Therefore, it is sufficiently considered that, when warmed at
column temperature, the addition compounds break up into
“hydroamide”, aldehyde, and water.

2C¢H;CHOHNHCHOHCgH;5 —
(CeH;CH=N),CHCgH;, + C¢H;CHO + 3H;0

Therefore, in this present method, ammonia is not only
analyzed, but in the case of large amounts present along with
the amine mixtures may give the interfering effect. Because
the ammonia will disappear benzaldehyde will react with the
lower aliphatic primary amines. In such case in general, the
addition to the amine mixtures of benzaldehyde of large
amounts is necessary.
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Coupled Gas Chromatography—Atomic Absorption
Spectrometry for the Nanogram Determination of Chromium

Wayne R. Wolf

Nutrient C ition Lab

y, Nutrition

A simple inexpensive interface to introduce the effluent from
a gas chromalograph directly into the burner of a commercial
P ter has been d. Deter-

Agricultural Research Service, U.S. Department of Agriculture, Beltsville, Md. 20705

a detection limit of 1.0 ng. Analysis of single ples is ob-
tained in less than 1 min from injection into the GC-AAS. The
use of this selective, relativel free detecti

ination of h lum In the range by helati
extraction of volatile chelates has been demonstrated, with

y was tested in recovery sludles and in the determination
of chromium content of NBS SRM 1571 Orchard Leaves.
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Figure 1. GC-AAS separation of chromium chelates
Amount of sample: (A) 0.15 ug Cr; (B) 0.20 ug; (C) 0.15 ug: (D) 2.90 ug: (E) 1.50

ug. Scale expansion, 3 on recorder readout; column temperature, 180 °C; N,
flow, 65 mi/min

The gas chromatographic analysis of metals by formation
of volatile metal chelates has been demonstrated for a wide
variety of metals and matrices (I, 2). The analysis of chro-
mium particularly has lent itself to this method because of the
very stable, volatile chelates which are formed with the fluo-
rinated derivatives of acetylacetone (2,4-pentanedione).
Procedures have been reported for the analysis of chromium
in several types of materials including biological materials
(3-5). Because of the high sensitivity required in determina-
tion of naturally occurring chromium levels in biological
samples, the electron capture detector has been used in these
procedures. One major drawback to electron capture detection
for this analysis is the relative nonspecificity of the detector
to the metal, which’is the analyte of interest. Electron cap-
turing species extracted from the biological samples, or minor
degradation products of the fluorinated ligand which are ex-
tracted into the organic phase during the separation give a
detector response. This may result in an interfering signal,
errors in analysis, and a very significant deterioration of the
usable sensitivity of the method. Sensitive and specific de-
tection of metals in gas chromatographic effluents by mass
spectrometry has been demonstrated (6). However, the high
cost, limited availability, and necessary minor modifications
of existing equipment restricts its use on a routine basis.

An analytical method for chromium in biological materials
by extraction with acetylacetone and analysis by flame atomic
absorption spectrometry has been reported (7), but detection
limits and sensitivities have not been sufficient to optimally
meet the requirements of precise analysis at the naturally
occurring levels. Atomic absorption spectrometry with carbon
furnace atomization devices is a very sensitive, selective
method for determination of trace elements. However, anal-
yses with these devices have shown that many severe matrix
effects exist. Particularly, the determination of chromium by
carbon furnace atomic absorption has been shown to be very
dependent upon the chemical form and matrix in which the
chromium occurs (8, 9).

In order to dewrmine an t of each ch
form of chromium in biological les, it is y to have
a procedure which will separste the form, and a detection

£,

spectrometry. This paper describes a simple inexpensive in-
terface which introduces the effluent from a gas chromato-
graph directly into the burner of the commercial atomic ab-
sorption spectrometer. This modification leaves the spec-
trometer unchanged in regards to sample introduction by
aspiration which means that the instrument does not have to
be dedicated to the GC-AAS mode, but can be used concur-
rently for conventional analysis of solutions.

EXPERIMENTAL

Instrumentation. This method was developed using a model 303
atomic absorption spectrometer (Perkin-Elmer Corp., Norwalk,
Conn.) equipped with a model 56 recorder. Baseline stabilization was
accomplished with a model 1021 electronic filter (Spectrum Scientific
Corp., Newark, Del., 19711) with variable cut-off frequencies. The
gas chromatograph was fabricated from a hot plate oven (OV10600,
Thermolyne Corp.,Dubuque, lowa) by drilling holes in the top and
side for injection and exit ports. The injection port was fabricated
from a Y-inch Swagelok Tee. Nitrogen carrier gas was introduced
through a flow meter into the stem of the tee. A septum was placed
in the Swagelok nut on one arm and the Y%-inch o.d. Teflon column
attached to the opposing arm. At the exit port of the oven, the effluent
was carried to the burner of the atomic absorption spectrometer by
Y-inch o.d. copper tubing. The injection port, exit port, and copper
tubing were heated by wrapping heating tape around them, and the
temperature was controlled by a variable power source (Powerstat,
Fisher Scientific). Interface to the spectrometer was accomplished
by tappingathreaded hole in the center of the side of the burner head
to accept a %g-inch gold-plated Swagelok union. Both the standard
4-inch single slot and a 2-inch nitrous oxide burner head were suc-
cessfully used with good results. Preliminary experiments with the
triple slot burner head gave a significant decrease in sensitivity. The
gas chromatographic column was 24 inches of 3-mm i.d. Teflon tubing,
packed with 0.28 g of 10% SE-30 on Chromosorb W.H.P. 80/100 mesh
(Hewleu Packard Avondale, Pa., 19’}1 1).

les of pure ch i trifluoroacetylacetone
(Cr(tfn)g) were prepared by a previously published method (1) and
purified by vacuum sublimation; the purity was checked by melting
point. Trifluoroacety! Iacewne (Htfa) was obtained from a commercial
source (Pierce Chemical Cq Rockford, Ill., 61105), redistilled
before use, and stored in a polyethylene bonle at 4 °C. Standard so-
lutions of Cr(tfa); were prepared by dissolving weighed amounts of
the pure chelate in hexane or benzene and diluting volumemully to
the desired concentration. Other chromium chel were ob
from commercial sources or had been prepared previously (I, 10).

Chelation and Exlraclion. Samples of NBS SRM 1571 Orchard

Leaves were di d in a reflux using sulfuric acid and
This p dure has been developed to ensure
qunnmauve recovery of total chromium content. Details of this di-
gestion procedure will be described elsewhere. Aliquots of this digest
(1.00 ml) were placed in reaction tubes fitted with Teflon valves (10
X 100 mm hydrolysis tubes, Kontes Glass, Vineland, N.J., 08360). The
pH was adjusted to 5.5-6.0 with a concentrated solution of NaOH and
0.10 ml of Htfa added. The tubes were sealed and placed in an oven
at 105 °C for 2 h. Tubes were removed from the oven and allowed to
set at room temperature at least overnight until ready for extraction.
The chelate was extracted into 0.500 ml of hexane, and aliquots of the
hexane solution were injected into the GC-AAS for analysis. Up to
0.200-ml injections were used at times for samples of lower concen-
trations. Equal volume ali of various rations of the
standards were injected intermittently with the samples to calibrate
the system. Above 0.020 ml, there is a volume effect on cbserved peak
height. Therefore, volume of sample and standard must be equal.

Solutions of inorganic chromium were prepared by fusion of pure
Cr203 (Alpha Inorganics, Beverly, Mass., 01915) with Na,CO3 and
dissolution with dilute acid. Chromium content of the solutions was
checked by both flame and graphite furnace atomic absorption. Re-
covery studies were made with aliquots of these solutions carried
through the chelation-extraction procedure described above for the
Orchard Leaves digest.

RESULTS AND DISCUSSION

system which is sensitive, precise, and selective. Th e,
1 have examined the use of chelation-extraction and gas
aphy d with flame atomic absorption

Preliminary trials were conducted with injection of solu-
tions of chromium chelates into the mixing chamber of the
AAS burner, by replacing the nebulizer with an injection port.
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Table I. Recovery of Inorganic Chromium

Amount of First Second
Cr added, extraction,® extraction,®
Sample Hg Hg ug

1 3.360 1.966 0.175

2 3.360 1.426 1.175

3 1.006 0.372 0.466

4 2,012 0.772 0.825

5 3.018 1.288 0.999

6 4.024 1.758 1.131

@ Hexane. ® Hexane + internal standard of Cr(fod);.

Total
extracted, Recovered,
Hg % :

2.141 63.7
2.601 774
0.838 83.3
1.597 79.4
2.287 75.8
2.889 71.8

mean + SEM 752+ 28

Table II. Chromium Content of NBS Orchard Leaves (SRM 1571)

First Second Total
extraction, extraction, extracted,
Sample HE ng ug
1 0.144 0.065 0.209
2 0.156 0.016 0.172
3 0.077 0.002 0.079
4 0.105 =0.013 0.092

@ Mean is 76.9% of NBS value of 2.6 ug/g.

Sample Concentration
weight, measured,
4 nglg
0.0895 234
0.0895 1.92
0.0460 1.72
0.0460 g 2.00
mean + SEM¢  2.00 £+ 0.13

With chromium hexafluoracetylacetonate (Cr(hfa)s) chelat
a precision of 4.2% relative standard deviation of 5.0 ng of Cr
injected, was observed for peak height response, giving a de-

tection limit of 0.4 ng Cr for twice the standard deviation. .

However, some limitations of this approach were readily ap-
parent. The solvent passing through the flame gave a small
instrumental response due to light scattering and momentary
change of flame conditions. The magnitude of this response
was volume-dependent and usable injection volumes were
limited to 0.005 ml maximum. The solvent and chelate signals
were not separated as both entered the flame at the same time;
therefore, a correction had to be made for the solvent signal.
Use of Cr(tfa); or less volatile chelates necessitated heating
the entire mixing chamber which is difficult to control.

Since the direct injections into the mixing chamber of the
AAS burner were moderately successful, the possibility of
separation of the solvent and chelate peaks in a gas chroma-
tograph and introducing the effluent into the AAS burner
became obvious. Therefore, the experimental setup described
above was constructed and tested. With this system, a sepa-
ration of Cr(tfa); from the solvent and resolution of peaks for
a mixture of five different volatile chromium chelates was
realized as shown in Figure 1. In Figure 1, the solvent peak
elutes at the same time as chelate A, which is Cr(hfa);. Note
that fluorination of the chelates is not a prerequisite for de-
tection by this system. The Cr(tfa); chelate (peak B in Figure
1) is most suitable for analytical work, and was further studied
for quantitation.

Peak height calibration curves for Cr(tfa); were linear from
0.50 to 5.0 ug Cr/ml for 0.020-ml injection volumes, with cur-
vature above 5.0 ug Cr/ml due to peak broadening in the GC.
The calculated detection limit was 1.0 ng Cr injected, and
precisions of less than 6% relative standard deviation for three
or four injections of the same solution were routinely ob-
tained.

Recovery studies of inorganic chromium and analysis of
NBS Standard Reference Material SRM 1571 Orchard Leaves

were performed to test the use of thls detection system for the
analysis of chromium in biologi ples. The use of an in-
ternal standard in the organic phase and a measurement of
the ratio of Cr(tfa); to the internal standard significantly
improved the quantitation and allowed more flexibility in the
extraction and injection volume used for the analysis. The
internal standard chosen was chromium-heptafluorodi-
methyloctandionate, (Cr(fod)3) which elutes from the column
at a later time than Cr(tfa);, (peak C in Figure 1). With a
constant concentration of Cr(fod)s in the organic phase added
to the extraction step and a variable concentration of Cr(tfa)s,
a calibration curve using the ratio of peak heights was gener-
ated. The curve is linear (r = 0.997) from 0.5 to 7.5 ug Cr/ml
as Cr(tfa); at a concentration of 2.50 ug Cr/ml as Cr(fod)s. This
ratio was independent of t of sample injected into the
GC-AAS, and calibration curves were reproducible from day
to day (slope = 1.041 + 0.017), intercept = 0.048 + 0.013).
Multiple injections of the same solution routinely gave pre-
cisions of less than 6% relative standard deviation, and single
injections could be analyzed at the approximate rate of 1/min,
giving a high speed system with good potential for automa-
tion.

Results of recovery of inorganic chromium and of mea-
surement of chromium content of NBS Orchard Leaves are
listed in Tables I and II. With a first extraction, the recoveries
were low and, upon a second extraction, additional Cr(tfa)s
was observed. Total extracted inorganic chromium was 75.2
+ 2.8% SEM, and the value obtained for the Orchard Leaves
digest was 2.00 + 0.13 SEM, which was 76.9% of the NBS
certified value of 2.6 ug/g, in excellent agreement with the
observed recovery of the inorganic standards. Thus, the de-
tection system is seen to be accurate and the low recovery is
in the chelation-extraction step. Subsequent experiments
showed that optimum recovery is dep upon the vol
of the aliquot added to the reaction tube and that multiple
extractions are necessary. Using 1.0-ml aliquots, adding a fixed

t of internal standard in the extraction step, extracting
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the reaction mixture with three aliquots of 0.250 ml of hexane,
and rating the bined extracts gave recoveries of
92.1 & 2.5% SEM (n = 12). This procedure gave a value for the
Orchard Leaves of 2.41 + 0.12 SEM (n = 6) which is 92.7% of
the NBS value.

In conclusion, the feasibility of introducing the effluent
from a gas chromatographic column directly into the burner
of an atomic absorption spectrometer has been successfully
demonstrated. This selective detection system for the analysis
of chromium has been shown to have high sensitivity, some-
what better than flame analysis by aspiration of sample so-
lutions. This increased sensitivity is due mainly to the im-
proved efficiency of introducing the metal into the flame as
a volatile species. Although this system does not have the
extremely high sensitivity of graphite furnace atomization
systems, the freedom from interferences as a result of the
separation of the metal from the bulk matrix in the chela-
tion-extraction—chromatographic procedure is a very great
advantage in working with complex samples. While this sys-
tem has been developed for use in the analysis of the essential
nutrient chromium in foods and other biological samples, a
great number of other metals have previously been chroma-
tographed as volatile chelates and should readily be detected
by this system. Indeed, the entire area of metal analysis util-
izing volatile chelates should find use for this simple method

of obtaining a selective, sensitive, precise detection system
that can be used with the procedures already established.
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The method is based on the principle that if un}

are chromatographed with columns of A, of S, and of thelr
mixtures, the data points for individual sol must d with
Equation 1, i.e. values of Kz must be linear in g,. Supple-
mentary information such as peak height, peak width, etc. can
-be used to complete unamblguous Ilnklng of peaks from

hi to ch re-
tentions (a) can be calculaled and, vla the prevlously de-
scribed window di. pr e, op I com-
position and length !or p resolution can be calculated.
The method provides means to achi in i

of the nature of the mi died and can be applied to GLC
or GSC with any type of column. The analysis of an Industrlal
still residues sample of ten major and 33 minor unknown
components is used to lllustrate the method.

In a recent series of papers (1—4), we have established that
the general solution law

Kr = ¢aK°ria) + ¢sK°r(s) (1)

is obeyed for 400 systems described in the literature. Here, Ky
is the infinite dilution partition coefficient of any solute be-
tween a solvent mixture (A + S) and the gas phase, K°g) and
K°Rs) are the corresponding quantities for the pure liquids,
A and S, respectively, and ¢ represents a volume fraction.
Self-evidently, Equation 1 must apply for a binary mixture
of adsorptive solids. Subsequently, we showed (5, 6) that
Equation 1 provides a quantitative basis for optimizing GC
separations of known mixtures. We now describe how the

Wales SA2 8PP

method may be applied to optimize separations of complex
mixtures of unknown components.

METHOD

The technique we describe below is based on the general
validity of Equation 1, and for illustration we use binary sta-
tionary phases, although ternary mixtures, at least, can also
be treated similarly (6). Briefly, the theory is that, for any
given solute eluted from A, S, and A/S mixtures, the corre-
sponding Ky/¢a data must lie on a straight line.

First, two solvents, A and S, of differing type are chosen, and
chromatograms of the unknown mixture are obtained with a
column of each at some chosen and common temperature. The
suitability of the two solvents can be assessed immediately,
since, at this stage, the only matter of interest is to obtain
symmetrical peaks corresponding to reasonable numbers of
theoretical plates (N). If a satisfactory result, e.g., not less than
400 theoretical plates per foot with 100~120 mesh support, is
achieved, we then assess the suitability of the chosen tem-
perature from the point of view of both analysis time and of
overall capacity factors (k’). Having then decided on a working
temperature, the chromatograms are re-run. A standard solute
for which K°gr(a)and K °gs) are accurately known is included
in these and all subsequent runs which allows conversion of
retention times to Ky values.

Hypothetical chromatograms for pure A and S columns are
shown in Figure 1, (a) and (e). In each, four peaks appear,
indicating, superficially, a four-component mixture, which
is satisfactorily separated. The sample is then hypothetically
run on three other columns containing, respectively, 2:1, 1:1,
and 1:2 (vol/vol) mixtures of the two solvents, and chro-
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Figure 1. Hypothetical chromatograms of what appears to be an un-
identified 4-component mixture

WINDOWS
B

Figure 2. Plots of Kp vs. ¢a constructed from the data contained in
Figure 1

matograms (b)-(d) illustrate possible results. Only three peaks
appear in (d), but we cannot at this point assume that this is
the only case where overlap has occurred. (We recognize that
there will be changes in peak heights and areas which will be
indicative of identities, but we shall return to this matter
later.)

The data from Figure 1 are now represented as a plot of Kr
vs. ¢ as shown in Figure 2, where each vertical set of points
refers, from left to right, to chromatograms (a)-(e). Straight
lines are drawn through the points, and we see for the first
time that there are, in fact, at least five components.

A window diagram (5, 6) may now be constructed, since Ky
for each component is known as a function of ¢, and so, «
values for all component pairs can be calculated over the whole
range ¢ = 0-1. Figure 3 shows the plot (window diagram) of
a vs. ¢a wherein we see three almost equivalent optimum
windows at the indicated values of ¢4 and a. Figure 4 shows
the skeletal chromatogram to be expected with columns of ¢a
corresponding to each window peak composition, where, for
convenience, we assume the column dead volume to be neg-
ligible. The order of elution is determined by reading up the
window lines indicated in Figure 2. Further, each peak can
unambiguously be assigned an identification number, even
though their chemical identities are unknown. For example,
we can now look back at Figure 1 and specify that the peaks
shown correspond, in order of elution, to: (a) 1 + 2,4, 3, 5; (b)
1,2,3+4,5;(c)1,2,3,4+5;(d)1+3+5,2,4;and () 5,3, 1,
2 + 4. It will be appreciated that the foregoing example illus-
trates a situation of highly complex retention behavior, a
feature which emphasizes the power of the technique.

9,013
=157

9,038
=163

025 % B +00

Figure 3. Window diagram for the 5 components identified via Figure
2

WINDOW C 4 2 53

WINDOW B 5 4 32 1

WINDOW A
5

Time 0
Figure 4. Hypothetical chr for the 5
2 at the windows indicated in Figure 3

of Figure

@)

(b)

(c)

I | 1E3 Bd
I VY

Figure 5. Chromatograms showing the major constituents of an in-
dustrial still residue mixture at 100 °C with columns of: (a) di-n-nonyl
phthalate (DNNP); (b) squalane and DNNP (¢ = 0.6276); (c) squalane
and DNNP (¢ = 0.3315); (d) squalane

Columns: 180 cm X 0.4 cm (i.d.) glass. Support: Chromosorb G (AW-DMCS,
100-120 mesh), wt % DNNP: 4.4024; wt % squalane: 3.7719. Inlet pressure:
30 psig. Packings (b) and (c) were made by mechanically mixing appropriate
amounts of packings (a) and (d). Perkin-Eimer Model F-11. All off-scale peaks
were singlets at lower sensitivity settings
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Table I. Partition Coefficients for Peaks of Figure 5

Krat ¢a =

Peak No. 0.0000 0.3315 0.6276 1.0000
1 35.9 49.1 62.1 76.2
2 69.9 92.2 113 136
3 928 117 138 163
4 116 130 162 204
5 137 151 178 215
6 154 158 206 248
i 257 176 261 321
8 333 212 521 673
9 . 395 749 998
10 o 554 o lats

Toluene 108 117 127 138

Finally, Figures 3 and 4 indicate that a column of ¢5 = 0.65
(window C), of sufficient length to provide the number of
theoretical plates (N) required by the predicted window
maximum a value, will provide marginally, the best separa-
tion. Furthermore, reference to Figure 2 shows that it provides
the fastest analysis since the last emerging peak has the lowest
KR in this window.

It is recognized that from time to time a situation may arise
where two or more solutes have virtually identical values of
both K°g(a) and K°gs) and so appear as a single peak at all
times, irrespective of ¢5. However, this is not so difficult a
problem as might seem since much ancillary information is
contained in the original chromatograms. First, although it
is not relevant to the above problem, unlike the situation de-
picted in Figure 1, all peaks will not be equal in height. For
instance, we can now see that had we assumed equal amounts
of components 1-5 in the data of Figure 1, the areas of the
multiple peaks would have been: (a i) = 2, (b iii) = 2, (civ) =
2, (d v) = 3,and (e iv) = 2, all other peaks being of unit area.
Thus, i ion of the chr will be a considerable
aid in making the assignments involved in Figure 2 and in
constructing Figure 3. Second, peak widths can also be useful,

Table I1. Partition Coefficients for Peaks of Figure 7 (¢a

= 0.0749)

Peak No. Kgr Peak No. Ky
1 39.2 74 155
2 74.8 8 168
3 98.0 9 288
4 102 10 384
5 125 Toluene 110
6 146

particularly in the context of the problem cited above. Any
peak which is suspiciously broad, that is, shows a low value of
N with respect to its neighbors, may indicate lack of separa-
tion. Finally, having optimized the separation, ancillary
techniques, such as mass spectrometry, can be used both for
identification and as an indication of lack of separation.

If, for any reason, it is still thought that the mixture may
not have been completely resolved, the whole procedure can
be repeated with other pairs of solvents. This is not a time-
consuming matter, since, once a laboratory has a set of
“standard” pure solvent columns, and has amassed the cor-
responding K, data for the added standard solutes, the nec-
essary data can be obtained quickly. Indeed, any solvent pair
can be fully explored in a day or two for a mixture of almost
any degree of complexity.

We now consider the final choice of working temperature.
The foregoing procedure will have specified a column com-
position and length which will achieve complete separation
of the mixture at the working temperature. What, then, might
be the object of searching for an alternative temperature?
First, overall analysis time may be undesirably long unless low
solvent/support ratios are used. This however, may introduce
one or both of two significant problems: (a) unacceptable solid
and/or liquid surface adsorption effects and, even if these are
absent, (b) the increasing N requirement for separation as the
capacity factor (k’) is reduced. Second, it is generally, although
not always, true that reduction of analysis temperature in-
creases a values which, in principle, allows separation with
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Figure 7. Chromatogram of the industrial still residue with a column
of ¢onne = 0.0749; other conditions as specified in Figure 5

500F
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5001

Figure 8. Correct K vs. ¢pae plot for the 10 unambiguously identified
major components of the industrial still residue mixture at 100 °C

shorter columns. However, this corresponds to increased
values of K which, since it means longer analysis times, takes
us back to, and to some extent, exacerbates, the first of the
problems listed. Thus, while we might consider repeating the
entire optimization procedure at a lower temperature, the
most profitable initial approach would be to carry out test runs
with the already-optimized column at lower temperatures.
The optimum volume fraction of the binary stationary phase
may vary slightly with temperature but unless drastic tem-
perature changes are used, this effect will be inconsequen-
tial.

Since a generally decreases with increased temperature, it
is unlikely that the optimized column will provide complete
(60) separation at a temperature higher than the test tem-
perature, and so, only if column length is of no consequence
and all materials are well below the point of thermal insta-
bility, should a move in this direction be undertaken.

Although a quantitative procedure for temperature opti-
mization can be developed along the lines we indicate, we feel
it to be of little value to discuss it further here, since the
strategy is self-evident. We also note that the entire procedure
could easily be computerized.

=1084 at
$,%0734

05
ODNNF
Figure 9. Window diagram for solutes constructed from data contained
in Figure 8. Highest windows occur at ¢osse = 0.2940 ( = 1.081), and
Porne = 0.7340 (a = 1.084)

i

€ EJ ] 36 20 10 °

T

Figure 10. Chr howit lution at 100 °C of
w\emﬁeonmnsoio\emialsﬂllmnimwmm
packing of gonne = 0.2940.

Column: 360 cm X 0.15 cm (i.d.). All other conditions as in Figure 5 except use
of Pye 104

EXPERIMENTAL

All ch were obtained at 100 °C with silanized glass
columns which were packed with 100/120-mesh Chromosorb G
(AW-DMCS). Both a Perlun Elmer Model F-ll and aPye Umum
Model 104 gas ch h were d. The
(S) and di-n-nonyl phthalate (DNNP) (A), were reagent grnde from
B.D.H. Ltd., and were used without further purification. Liquid
loadings for the pure solvent columns were 3.77 wt % (S) and 4.40 wt
% (A) and binary stationary phases comprised mechanical mixtures
of these. The mixture analyzed below is an industrial still residues
sample of composition unknown to us. Other details and procedures
have been published elsewhere (5, 6).

RESULTS

Only very rarely does any mixture contain all components
at about the same concentration level. Whatever the ultimate
analytical objective, the first req
of the major components. Thus, the most “suitable initial
strategy is to work at detector attentuations which reveal only
the majors and keep them “on scale” for accurate Kr mea-
surement.

Figure 5 shows four chromatograms of the industrial still
residues mixture, only the major constituents being shown.
The DNNP column (Figure 5a) yields 9 peaks, a column of ¢,
= 0.6276 (Figure 5b) gives 9 peaks also while one of ¢ =
0.3315 (Figure 5¢) gives 10 peaks and a pure squalane column
(Figure 5d) resolves only 8. Toluene was eluted from each of

is ion
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Figure 11. Chromatogram of the industrial still residue mixture with column as specified in Figure 10 at 75 °c

All conditions identical, except sensitivity increased by a factor of 16 and inlet pressure reduced to 15 psig. Numbering now sequential

the columns and, since its Ky for each was accurately known,
those for the unknowns were calculated from relative retention
data. The data for all peaks and columns are given in Table
I, and Figure 6a shows the Kg values plotted vs. ¢a. The
numbered data points in the figure correspond to the peak
numbers in Table I and Figure 5.

By inspection of the chromatograms in Figure 5 and the
points in Figure 6a, we can immediately draw several con-
necting lines between K °g(s) and K°g(a) values. As one ex-
ample, the data for the peaks numbered 8 (¢ = 0), 10 (¢ =
0.3315), 9 (pa = 0.6276), and 9 (¢a = 1) all lie on a single
straight line and, furthermore, the peaks have the same area.
Therefore, these peaks must be due to the same component.
In contrast, we can draw a line which connects data point No.
9 (¢4 = 0.6276) with data point No. 8 (¢4 = 1), but extrapo-
lation of such a line predicts a peak appearing after No. 10 at
¢a = 0.3315; since no such peak was found, we eliminate this
possibility.

Figure 6b shows the same data points as in Figure 6a, except
that now, those points which, by inspection (as outlined above)
have been shown to relate to a given component, have been
connected by straight lines. We see that 7 components have,
in this process, been unambiguously identified. We must now
turn to a consideration of the several points left over and, as
yet, unconnected. Clearly, the components involved must, at
some value or other of ¢,, overlap others. To decide which
ones they overlap, all possible straight lines are drawn through
the various unconnected points such that each line has 4
points on it, as shown in Figure 6¢. Previously-used points are
used again, if necessary. We now see that there are 13 lines in
total, i.e., 13 possible components.

Some of the lines in Figure 6¢ may be fictitious, that is, it
may be coincidental that a straight line can be drawn through
a set of points. To test this prospect, a column composition
is selected by consideration of Figure 6¢, such that all (possi-
ble) components would be at least partially resolved if present.
Such a column composition occurs at ¢a = 0.075; Figure 7
shows the corresponding chromatogram where, still, only 10
peaks are seen. The partition coefficients are given in Table
11, and are shown plotted in Figure 8, where the three fictitious
lines of Figure 6¢ have been eliminated.

We are now in a position to optimize the separation of these
10 components; Figure 9 shows the window diagram, where
the two best « values indicated are 1.081 (¢ = 0.294) and «
= 1.084 (¢a = 0.734). Referring back to Figure 8, we find that
analysis times for the latter window will be considerably longer
than those for the first. Since the two windows are for all
practical purposes identical in terms of a, thus offering no real
choice on the basis of resolution, we choose the window at ¢,
= 0.294. Figure 10 shows the chromatogram obtained with a
column containing packing made up at the indicated ¢ value,

and of appropriate length to provide the number of theoretical
plates demanded by the relevant value of a where all 10
components are resolved in 52 min. If the window at ¢, =
0.734 had been used, the corresponding analysis time would
have been about 80 min.

Finally, Figure 11 shows a chromatogram of the mixture
with the column of ¢ = 0.294 operated at lower flow rate but
at a higher sensitivity setting at 75 °C. There are now 43
clearly visible peaks.

In order completely to resolve the entire mixture, the op-
timization procedure would have to be repeated at the higher
sensitivity setting, but this is a relatively trivial task as was
indicated earlier.

We have now applied the above approach to a number of
complex mixtures of initially unknown composition with equal
success. It seems likely that the method will prove a powerful
addition to chromatographic technique since it can be applied
to GLC and GSC and for any type of column, provided only
that these can be accurately packed or coated.

We recognize, of course, that what we have provided is a
solution specific for mixtures of two particular packings.
Obviously, a better optimization might be achieved with some
other pair in the sense of requiring shorter columns, faster
analysis, or some other desirable feature. To some extent, the
judgment will be subjective; to a further extent, it may be
defined by physical limitations imposed by equipment. If, in
the end, an unsatisfactory solution is achieved, even though
it has provided the desired complete resolution, further
studies according to our method can be carried out until an
acceptable situation is found. As we have stated earlier, a bi-
nary packing can be exhaustively studied in a matter of days
so no great time is involved.

Finally, although we have so far (/-6) been unable to find
a solvent pair which does not behave in accord with Equation
1, the possibility exists and it might be argued that this de-
stroys the generality of our method. Mechanical mixtures of
packings of pure solvents always obey Equation 1; hence, their
use avoids any ambiguity arising on this account.
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High pressure liquid-liquid partition chromatography was
applled to some metal chelates of the tetradentate S-ke-

NN -ethylenebis(acetylacetoneimine), (H,(en)AA),
N,N'-trimethylenebis(acetyl imine), (H,(tm)AA) and

N,N’-ethylenebis(b lacetoneimine) (Hz(en)BA). The
complexes Co", Ni', Cu“ Pd"(en)AA, NI', Cu'(en)BA,
Cu''(tm)AA have been considered. Nickel and copper were
separated by using H,(en)AA and Hy(en)BA on two different

Palladium was y separated from copper
but not from nickel. The dep ot the of the uv
detector (254 nm) on the of metal in

is reported for Ni and Cu(en)AA. The delodlon‘llmns are about
0.2 and 0.5 ng of metal injected for Ni and Cu, respectively.

High-pressure liquid chromatography is most widely em-
ployed in organic chemistry, but some examples of its appli-
cation to inorganic and organometallic compounds have been
reported. Ion exchange technique has been used for separation
and determination of Fell! (1), Sb!ll, Billl, CrV1, Aulll, Hgll,
Pd!, PtIY, RulY, TI'M, Sn!V (2), PbY (3), Th!V, Ca, Cull, Mn,
Ni'l (4), rare earths (5), and transplutonium elements using
di(2-ethylhexyl)orthophosphoric acid as a stationary phase
(6). With liquid-solid high-pressure chromatography, the
separation of Hg!, Cu'! (7), Sn!! (8) has been achieved. The
partition liquid-liquid technique, with direct or reversed
phase, has been chosen for organometallic Cr!'! (9, 10) and
Fe!!! (11) compounds and for the 8-diketonates of several
divalent and trivalent metals (12).

We applied the reversed phase liquid-liquid partition
chromatography to some metal complexes of the tetradentate
B-ketoamines

HC B CH,
N \ 4
£= =C

HC, CH
\ /
C—OH HO—C,

/ \

R R

with B=(CH,), R=CH, (Hfen)AA)
B=(CH,), R=CH, (H(tm)AA)
B=(CH), R=CH, (Hfen)BA)

Our aim was to study the behavior of metal chelates in high
pressure partition chromatography and to evaluate the pos-
sibility of using this method in the determination of metals.

The separation of Ni and Cu using the ligand Ha(en)AA has
been briefly reported by us (13). Independently and at the
same time, other authors published the separation of Ni(en)-
AA and Cu(en)AA (14); in this case liquid-solid chromatog-
raphy was used, with microparticulate silica as a stationary
phase.

The present paper deals with the chromatographic behavior

of Col''(en)AA, Ni'l(en)AA, Cull(en)AA, Pd!(en)AA,
Ni'l(en)BA, Cul(en)BA, Cul!(tm)AA. The dependence of thie
detector response on the amount of Ni and Cu in aqueous
solutions is also reported.

EXPERIMENTAL

Preparation of Ligands and Metal Chelates. Described proce-
dures were followed in the preparation of Ho(en)AA, Ha(tm)AA,
Ha(en)BA, Ni(en)AA, Cu(en)AA, Cu(tm)AA, Cu(en)BA (15) and
Pd(en)AA(I6).

Except for Ho(tm)AA, the pounds were ch. ized by ele-
mental analysis, mp, and mass spectra. The mass spectra of the
complexes of Hy(en)AA and Ha(tm)AA agree with those reported (17).
The mass spectra of Ni(en)BA and Cu(en)BA show the expected
fragmentation patterns with parent ion peaks.

The cobalt(II) complex was not isolated, but prepared by adding
small excess of cobalt acetate to the methanolic solution of Hy(en)AA
in nitrogen atmosphere. The yellow solution obtained was directly
used for the chromatographic analysis.

High-Pressure Liquid Chromatography. Apparatus. A Varian
Aerograph 8500, with a single wavelength uv detector (254 nm) was
used; the full-scale sensitivity was 0.005 absorbance unit; flow cell
volume, 8 ul.

Columns. The columns used were stainless steel 25 cm X 0.2 cm i.d.
MicroPak CH (Omdecylslnne onsilica gel 10-um diameter), stainless
steel 50 cm X 0.2 cm i.d. slurry pacl(ed (18) withssilica gel (10-um di-
ameter) bonded to 3-ami hoxysilane (19) (-NH; column),
As moving phase, methanol 6 : x 1073 M phosphate or borate buffer
mixtures were used. The pH of the buffer solutions ranged between
7.0 and 11.0. The flow rate of the eluent was 1 or 1.5 cm® min~! ata
pressure of 225-300 atm. Spectroscopic grade solvents were used. Peak
areas were measured by a Varian CDS 101 integrator.

Mass Spectrometry. Mass spectra of ligands and chelates were
run on a Varian MAT CH5 spectrometer at the ionizing voltage of 70
eV. The solid samples were directly introduced into the source by

means of a direct insertion probe. Source temperature was 220-240
°C

Ultraviolet-Visible Spectrometry. Electronic spectra of the
chelates were run on a Perkin-Elmer model 402 spectrophotometer.
Methanol and tetrahydrofuran (spectroscopic grade) were used as
solvents.

RESULTS AND DISCUSSION

N,N’-Ethyl ) and its analog
particularly the fluorinate ones, have been successfully em-
ployed in the gas chromatographic analysis (17, 20-22). Owing
to the high values of the stability constants of their complexes
(log K = 23 for Cu(en)AA (23)), which are soluble in medium
and low polarity solvents, these ligands are also suitable for
liquid-liquid partition chromatography; at high pH, the values
of the total distribution coefficient of the metals are ap-
proximately coincident with those of the partition coefficient
of the complexes (12). Moreover the high values of the molar
absorptivities in the uv region allow good sensitivity with
photometric detectors. The low number of metals with which
they form stable complexes (24), reduces the problem of in-
terferences.

On the MicroPak CH column different moving phases were
used, varying the volume ratio between methanol and the

hisl; 1,
acetyl
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Figure 1. (a) Separation of Hx{en)AA, Co'(en)AA, Ni'(en)AA, Cu'(en)AA. Column: MicroPak CH 25 cm X 0.2 cm; moving phase: methanol/phosphate

buffer pH 7.8, 65/35 (v/v); flow rate: 1 cm® min~". Theoretical plate number for Cu(en)AA: 480. (b) Superimposed chromatograms of Ni(en)AA
and Pd(en)AA. Moving phase: methanol/phosphate buffer pH 7.8, 45/55 (v/v); flow rate: 1 cm?® min~'. (c) Separation: of Pd(en)AA and Cu(en)AA

at the same condition of b). Theoretical plate number for Cu(en)AA: 410

R —
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Ty,

Figure 2. Separation of Cu(en)AA, Cu(tm)AA, and Cu(en)BA. Column:
MicroPak CH; mobile phase: methanol/phosphate buffer pH 7.8, 50/50

(v/v). Flow rate: 1 cm® min~—". Theoretical plate number for Cu(en)BA:
940

aqueous buffers and the pH value of the buffer. Separation
of a methanol solution of Ha(en)AA, Co, Ni, Cu(en)AA was
achieved by using a methanol/buffer volume ratio 65/35 and
pH 7.8 (Figure 1a). The resolution factors are 1.44 for Cu/
Ni(en)AA, 2.85 for Ni/Co(en)AA, 4.25 for Cu/Co(en)AA. The
peaks were identified by injecting the single chelates. The
cobalt chelate decomposes in solution, even in N atmosphere;
the solution turns brown, and successive injections show a
second peak immediately after that attributed to Co(en)
AA.

Separation of Ni(en)AA and Pd(en)AA was not successful,
Pd(en)AA being only slightly more retained (Figure 1b) for
every volume ratio between methanol and buffer solution. The
separation of Pd(en)AA and Cu(en)AA in methanolic solution
is shown in Figure 1c. The resolution factor for Cu/Pd(en)AA
under the conditions quoted in the figure, is 1.94.

The behavior of CuenAA is not considerably influenced by
the pH of the buffer on the range 7.0-11.0 (phosphate buffers

1726 ¢ ANALYTICAL CHEMISTRY, VOL. 48, NO. 12, OCTOBER 197

| ‘;-‘P“EAr NienHA
\
CuenBAN Y |
I§ I
ol
il | 4]
| |
[ Ju'!
5 b

Figure 3. (a) Superimposed chromatograms of Cu(en)BA and Ni(en)BA.
Column: MicroPak CH; mobile phase: methanol/phosphate buffer pH
7.0, 70/30 (v/v). Flow rate: 1.5 cm® min~. (b) Separation of Cu(en)BA
and Ni(en)BA. Column: -NH, 50 cm X 0.2 cm; mobile phase: metha-
nol/phosphate buffer pH 7.8, 40/60 (v/v). Flow rate: 1 cm® min~".
Theoretical plate number for Ni(en)BA: 346

up to 8.0 and borate buffers between 8.0 and 11.0 were used):
in this pH range, the uncorrected retention time lengthens
from 1.7 to 1.9 min for a methanol/buffer volume ratio 70/30;
the area of the peak is constant for the same quantity of
complex. The copper chelates Cu(en)AA, Cu(tm)AA,
Cu(en)BA in THF solution are separated using a 50/50
methanol/buffer pH 7.8 mixture (Figure 2). The presence of
the phenyl ring in Cu(en)BA determines a major affinity of
the complex for the stationary phase and the retention time
increases sensibly. With this ligand, nickel and copper are not
separated; the superimposed chromatograms of Ni(en)BA and
Cu(en)BA in chloroform solutions are shown in Figure 3a. On

6



Figure 4. Ultraviolet spectra of 5 X 10~5 M solutions of Cu(en)BA and
Ni(en)BA in tetrahydrofuran

the contrary, Ni(en)BA and Cu(en)BA are separated on the
-NH; column, using a mobile phase with a volume ratio
methanol/buffer pH 7.8, 40/60 (Figure 3b).

Both these chelates are stable and have high absorption in
the uv region (Figure 4). Their molar absorptivities at 254 nm
(e =~ 20300 and 26 000 mol~! L.ecm™! for Cu(en)BA and
Ni(en)BA, respectively) could allow a good sensitivity in the
chromatographic determination of traces of Ni and Cu.

‘The other complexes Ni, Cu, Pd(en)AA and Cu(tm)AA are
not separated on the -NH; column for any composition of the
mobile phase; their retention times are influenced very little
by the volume ratio in the eluent mixture.

To estimate the possibility of an analytical application of
the liquid-liquid partition chromatography of tetradentate
ketoamines, the dependence of the detector response on the
amount of the metal was verified for Ni(en)AA and Cu(en)AA.
For this purpose, the MicroPak CH column was used; the
mobile phase was a methanol/borate buffer pH 10, 70/30
mixture. Calibration curves were set up both with solutions
of the pure chelates and starting from the metals in aqueous
solution. In the latter procedure, methanolic solutions of an
excess of the ligand (500-50 times) were added to equal vol-
umes of aqueous solutions of the metal acetates in the range
of concentration 0.2-2 and 10-100 ppm of metal, buffered at
pH 10. The reaction was carried out three times for each
sample; the mixed solutions were directly injected into the
column. The injections were replicated five times and the peak
area was determined by means of an integrator. Figure 5 shows
a typical chromatogram of some injections of 5 ul of a 0.5-ppm
solution of Ni2*, i.e., corresponding to 2.5 ng of metal. The
calibration curves obtained starting from the aqueous solu-
tions of the metals are linear in both ranges of concentration,
corresponding to 0.5-5 and 25-250 ng of metal injected; the
relative standard deviation of each mean value of the peak
area is about 2% in the higher range of concentration and be-
tween 3-6% in the lower one. The plots obtained by using
methanolic solutions of the two chelates coincide with those
obtained starting from the metals, within the experimental
errors. The detection limits, corresponding to a signal-to-noise
ratio 2:1, for Ni and Cu are about 0.2 and 0.5 ng. The lower

detection limit for Ni is attributable to the higher molar ab-
sortivity at 254 nm of the nickel chelate (13) and i

to its lower retention time. Moreover, it is noticed that the
metals can be extracted by means of a chloroform solution of
the ligand and the extracts can be concentrated; in this way,
it is possible to start from more dilute aqueous metal solu-
tions.

HyenAR

“ Umin

Figure 5. Ch of ive inj of Ni(en)AA:
methanol/water solution of 0.5 ppm of metal; 0.5-ul samples. Column: -
MicroPak CH; mobile phase: methanol/borate butfer pH 10, 70/30. Flow
rate: 1.5 cm® min~'

The results obtained confirm the possibility of a useful
application of the HPLC to metal chelates; further studies on
liquid-liquid partition chromatography of the metal com-
plexes of B-ketoamines and other polydentate ligands are in
progress.
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Liquid Chromatography of Aromatic Hydrocarbons on lon-

Exchange Resins

David M. Ordemann and Harold F. Walton*

Department of Ch Y, Ur ity of C Boulder, Colo. 80309
Polycycli tic hyd " and halog d hydro-

b lncludlng hlorinated biphenyls, are separated
h on col ol low-cross-linked poly-

ﬂyuno-type callon-exchange resins. The counterions affect

Associates, Milford, Mass., and by Laboratory Data Control. Ultra-
violet detectors were supplied by Spectra-Physics, Inc., Santa Clara,
Calif., and were used at 254 nm.

The columns were normally kept at 55-65 °C by circulating water
from a constant-temperature bath. The resin beds were 18-35 cm long.
Mixed sol were used, one component being water and the other

retention, doubly- and triply-charged ions being more effectiy
than singly-charged. Best results were obtained with Ca and
Fe(lll), using water or methanol-wat

mixtures.

Ion-exchange resins based on polystyrene absorb uncharged
organic compounds, especially those having aromatic char-
acter. The charge type of the resin is of secondary importance.
In 1957, Sherma and Rieman (1) described the “solubilization
chromatography” of alcohols, esters, ketones, and aromatic
hydrocarbons on columns of anion- and cation-exchange
resins, using as eluents mixtures of water with methanol or
acetic acid. The proportion of nonaqueous solvent was in-
creased as elution proceeded. Recently Funasaka et al. (2)
studied the chromatography of several substituted benzenes
and naphthalenes on six different ion-exchange resins with
six different solvents. Anion-exchange resin columns were
used by Scott and others (3, 4) to analyze the polar organic
constituents of body fluids and contaminated waters.

Polycyclic aromatic hydrocarbons and their chlorinated
derivatives are of current interest because of their environ-
mental importance. Chromatography on bonded packings (5,
6) and on silica gel (7, 8) has been used to analyze mixtures of
these compounds. A combination of gas and liquid chroma-
tography was used by May et al. (9) to analyze aromatic hy-
drocarbons in sea water. Gas chromatography on a liquid
crystal stationary phase (10) is very effective for distinguishing
isomers.

In our laboratory, we have studied the chromatography of
various polar aromatic compounds on anion- and cation-
exchange resins (11, 12) and noted, among other effects, the
effect of the resin counterions. We have now extended these
studies to polycyclic aromatic hydrocarbons and a few of their
chlorinated derivatives, using both anion- and cation-ex-
change resins of the polystyrene type. Experiments with
cation-exchange resins are described in this paper.

EXPERIMENTAL

Materials. Most of our work was done with the sulfonated poly-
styrene cation-exchange resins, Aminex 50W-X4, 20-30 , and Ami-
nex A-7, 8% cross-linked, 7-11 Ky both supplied by Bio-Rad Labora-
tories, Rich d, Calif. A de copolymer of 2-methyl-5-
vln)lpyndme with 9% divinylk wns lied by the same

pol) mer Amberln.e XAD-2 (Rohm and Hnas Co., Phlladelphml was
also tested. Pure phenanthrene, biphenyl, and chlorinated biphenyls
were supplied by Analabs, Inc., North Haven, Conn., and other hy-
drocarbons by Aldrich Chemical Co., Milwaukee, Wis. High-quality
solvents were used.

Columns, Chromatographic Equipment, Procedure. Water-
jacketed glass columns, 6.3-mm i.d., fitted with adjualable Teflon
(PTFE) plungers and tolerating pressures of 500-1000 psi (35-70 bars)
were supplied by Glenco Scientific, Inc., Houston, Texas, and by
Laboratory Data Control, Riviera Beach, Fla. Injections were made
by septum or by sample-injection valves. Pumps were made by Waters

either methanol, acetonitrile, or isopropyl alcohol. Solvent gradients
were sometimes used. Flow rates were between 12 and 30 ml/h, with
pressures up to 300 psi (20 bars). With the soft, 4% cross-linked resin,
it was important not to use excessive pressure, or the resin bed col-
lapsed, sometimes irreversibly. At moderate pressures, the columns
could be operated continuously.

RESULTS

Comparison of Ionic and Nonionic Resins. The ionic
functional groups of ion-exchange resins play no direct part
in the absorption of uncharged organic compounds. Their
main function is to become hydrated and cause the resins to
swell and become permeable. Comparing the retention of bi-
phenyl on a column of Aminex 50W-X4 ion-exchange resin
with that on a column of nonionic, macroporous Amberlite
XAD-2, we found much stronger retention on XAD-2. The
capacity factor, k', was 2.5 at 65 °C with 80% acetonitrile as
the solvent, compared to 1.6 with 33% acetonitrile for the
ion-exchange resin (see Table III). The bands were much
broader with XAD-2, because this resin was used in its normal
commercial form, as porous granules 0.5 mm in diameter.

Counterion Effects. The absorption of hydrocarbons by
cation-exchange resins depends on the counterions. Divalent
ions give considerably stronger retention than univalent, and
trivalent ions give somewhat stronger retention than divalent
ions. This effect was first noticed in batch equilibration tests
with 8% cross-linked resin in its sodium and calcium forms.
The distribution ratio of biphenyl in isopropyl alcohol-water
mixtures was almost twice as great for the calcium form of the
resin than it was for the sodium form. Column elution tests
confirmed this result. A selection from a large number of
elution data with different counterions is given in Tables I and

Cross-Linking. Table II shows that the higher-cross-linked
resin retains hydrocarbons more strongly. The bands were
significantly broader with this resin, however. The effective
plate height for fluoranthene, for example, was more than 1.5
times as great for the 8% cross-linked resin than for the 4%
cross-linked resin with Mg as counterion. For this reason, the
4% cross-linked resin was chosen for more detailed study.

Comparison of Different Resins. The anion-exchange
resin, Bio-Rad AG1-X4 37-75 microns, was tested. It retained
hydrocarbons roughly twice as strongly as calcium-loaded
Aminex 50W-X4, and the chloride form gave slightly stronger
retention than the sulfate form. However, the plate height of
AG1-X4 was about five times as great as that of 50W-X4.

Cross-linked 2-methyl-5-vinylpyridine resin retained hy-
drocarbons some four times as strongly as Aminex 50W-
X4-Ca, but it, too, gave broad bands with marked reverse
tailing.

Solvents. Mixtures containing water and up to 60% of an
organic solvent were used. Acetonitrile and methanol gave the
narrowest bands, corresponding to their low viscosities. Rel-
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Table L Elution of Phenanth from Aminex 50W-X4°

2-Propanol A Tois

25% 317.5% 37.5%
Counterion k' H K H 13 H
Na 4.8 s 3.8 1.0
Ag Con) s 6.3 0.3
NH, 5.2 - 4.4 0.7 oo aes
Cl 8.6 0.2 7.9 0.7 7.9 0.3
9.1 0.3 7.4 0.8 o apoe
Fe(lﬂ) 11.1 0.4 8.2 0.5 8.4 0.3
i . " 9.1 1.3

a Flow rate, 24 m]/h temp 60 °C k' = capacity factor;
H = effective plate height, mm.

Table II. Comparison of C ions and Cross-Linkinge

Resin

cross- Counter- & for
linking ion Anthracene  Fluoranthene Pyrene
8% Mg 1.9 34 4.5
Zn 2.4 5% 5.1
4% Na 0.9 1.8 2.3
Mg 1.15 2.3 2.9
Ca 1.3 2.6 3.2

@ Solvent, 50% CH,CN by volume; flow rate, 24 ml/h,
temp. 55 C k' =capacny factor.
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Figure 1. Capacity factor (column distribution ratio) and solvent com-
position

(+) fluoranthene; (@) pyrene; (O) phenanthrene. Resin, Aminex S0W-X4-Ca.
Temp. 65 °C

ative retention volumes of different hydrocarbons were almost
unaffected by the choice of solvent, though we did notice that
chlorinated naphthalenes were poorly resolved in isopropyl
alcohol-water mixtures, p to itrile-water
mixtures. Chlorinated biphenyls were resolved nearly as well
in methanol-water (60% methanol by volume) as in acetoni-
trile-water (33% itrile). Elution were lower in
acetonitrile-water mixtures than in methanol-water mixtures
having the same proportion of organic solvent.

Elution volumes increased rapidly with decreasing pro-
portion of organic solvent. Figure 1 shows an almost linear
correlation between the logarithm of the corrected elution
volume and the proportion of acetonitrile by volume (“50%
by, volume” means that equal volumes of acetonitrile and
water were mixed). This is a common relationship, and shows
that the energy of transfer of solute from the solution to a
standard state is proportional to the volume fraction of the
mixed solvents.

COLUMN: Dowex-5014-Fe,
S5cm x 0.62cm

SOLVENT: cu,c» 37.5%
1.9; 60°C
FLOW RATE: 24mi/hour

NAPHTHALEKE
+
BIPHENYL
INDENE

o

FLUORENE

a0

PHENANTHRENE

) FLUORANTHENE

UJ&

o l? 36 48 60mi
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ABSORBANCE (0.04 FULL SCALE)
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Figure 2. Isocratic elution on Fe-loaded resin

Resin, Aminex 50W-X4-Fe; solvent, acetonitrile, 37.5% (v/v); temp. 60 °C; flow
rate, 24 mi/h. Column dimensions, 35 cm X 0.63 cm

COLUMN: Dowex-50x4-Fe, 38cm x 0.63em
FLOW RATE: 30mi/hour
SOLVENT :
cu,c». 60°C
—————————— —=50% (gradient)
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Figure 3. Gradient elution on Fe-loaded resin
Resin, Aminex 50W-X4-Fe; solvent, acetonitrile; gradient, 25% to 50% in 45
min; temp. 60 °C; flow rate, 30 mi/h. Column dimensions, 35 cm X 0.63 cm.

Quantities injected (ug): indene 10, naphthalene 17, biphenyl 10, fiuorene 7,
phenanthrene 4, fluoranthene 24, pyrene 24

Elution Sequences and Separations. Two extended series
of tests were made with the resin Aminex 50W-X4, one with
Fe(III) counterions, the other with Ca(II).

Iron-Loaded Resin. With Fe(III), the solvents were made
0.01 M in nitric acid to prevent hydrolysis. A very small
leakage of iron from the resin was observed, but it was steady,
and stable baselines were obtained with the uv detector.
Figures 2 and 3 show chromatograms obtained with this col-
umn.

With 20% acetonitrile as solvent, we separated a number
of single-ring and two-ring aromatic hydrocarbons. They were
eluted in this order: b tol ethyl b ortho-
xylene, meta- plus para-xylene (not resolved), indene,
naphthalene, biphenyl. Naphthalene and biphenyl were well
resolved with good baseline separation. Anthracene and
phenanthrene were not resolved.

Compounds with larger molecules than pyrene were sepa-
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Figure 4. Elution on Ca-loaded resin

Resin, Aminex 50W-X4-Ca; temp. 85 °C; column dimensions, 18 cm X 0.63
cm. Peaks, in order of elution, are: biphenyl, 0.2 ug; phenanthrene, 0.025 ug;
fluoranthene, 0.3 ug: pyrene, 0.6 ug. Curves (a) and (b), S0% acetonitrile (v/v);
(a) 24 mi/h; (b) 12 mi/h. Curve (c), 37.5% acetonitrile (v/v), 24 mi/h

Table III. Effects of Chlorine Substitution?
Absorptivity

Compound 13 at 254 nm
Biphenyl 1.60 16 500
2-Chlorobiphenyl 1.30 5400
2,2'-Bichlorobiphenyl 1.03 1 000
4-Chlorobiphenyl 2.00 32 000
4,4'-Bichlorobiphenyl 2.85 36 000
Naphthalene 1.7 e
1-Chloronaphthalene 2.6 v 4
Anthracene 8.0 10 000
9,10-Dichloroanthracene 15.5 50 000

@ Resin, Aminex 50W-X4-Ca; solvent, 33% CH,CN by vol-
ume; temp. 65 °C; k' = capacity factor. Molar absorptivities
are approximate.

rated with a solvent mixture consisting of acetonitrile, tetra-
hydrofuran, and water, in ratios 4:1:5 by volume. These elution
volumes were found at 55 °C on the same column used for
Figures 1 and 2: fluoranthene 17, pyrene 19.5, chrysene 23.5,
benzo[a]pyrene 29.5, perylene 34 ml. Effective plate heights
were 1.5 mm at 24 ml/h, which is to say that the bands for the
hydrocarbons beyond pyrene were undesirably broad.

A mixture of biphenyl, 4-bromobiphenyl, and 4,4’-dibro-
mobiphenyl was cleanly separated on a column 18 cm X 0.63
cm, with 37% CH3CN at 55 °C. Elution volumes were, re-
spectively, 8.0, 10.5, and 14.0 ml. The presence of a halogen
atom always increased the elution volume except in the case
of 2-substituted biphenyls (see below).

Calcium-Loaded Resin. The advantage of calcium as a
counterion, compared with iron, is that it is not hydrolyzed
by water and there is no need to acidify the solvent. Retentions
and bandwidths are comparable.

Representative chromatograms of a hydrocarbon mixture
on a calcium-loaded 4% cross-linked resin are shown in Figure
4. They show the effects of solvent composition and flow rate.
With 50% acetonitrile at 12 ml/h, acceptable resolution of
biphenyl, phenanthrene, fluoranthene, and pyrene was
achieved in 40 min. For fluoranthene, the plate number of the
18-cm column was 1050, and the effective plate number was
750.

A chromatogram of a mixture of chlorinated biphenyls and
biphenyl itself appears in Figure 5. It shows that chlorine
atoms in the 2 position decrease the retention rather than
increasing it. They cause the two phenyl groups to be twisted
out of their common plane, and as a result, -electron overlap
is lost and attachment to the aromatic resin polymer is re-
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Figure 5. Biphenyl and chlorinated biphenyls
Resin, Aminex 50W-X4-Ca; temp. 65 °C; column dimensions, 18 cm X 0.63
cm; solvent, 33% acetonitrile (v/v); flow rate, 21.5 ml/h. Peaks, in order of
elution, are: 2,2'-bi i , 3 ug: 2 , 1ug:; biphenyl, 0.2
ug: 4-chlorobiphenyl, 0.1 ug; 4.4"-bichlorobiphenyl,-0.1 ug

duced. Another consequence is reduced absorption of ultra-
violet light. Where no steric interference occurs, however, the
effect of chlorine substitution is to increase the retention by
the resin and also to increase the ultraviolet absorption. These
effects are seen in Table III.

The 3- and 3,3'-substituted chlorobiphenyls were retained
somewhat more strongly than their 4- and 4,4’-isomers.

DISCUSSION

An interesting feature of these results is the effect of the
counterion. The stronger absorption found with divalent
counterions, compared with univalent, may simply be due to
the fact that one doubly-charged ion takes up less space than
two singly-charged ions, and leaves more room for absorbed
molecules. A more likely explanation is that electrostatic fields
within the resin are stronger with doubly-charged ions. Their
position of maximum stability is close to one of the singly-
charged fixed ions, not midway between two of them. A strong
electrostatic field would induce a dipole moment in an aro-
matic molecule and strengthen its absorption.

Silver ions are known to form w-bonded coordination
complexes with aromatic hydrocarbons, but the few tests that
we made showed little difference in retention between a sil-
ver-loaded and a sodium-loaded resin, probably because water
is present and the silver ions are hydrated.

The major cause of the binding of aromatic hydrocarbons
by polystyrene resins is, almost certainly, =-electron overlap.
The behavior of 2-substituted biphenyls supports this idea.On
a column packed with C,g-bonded silica, we found that 2-
chlorobiphenyl was retained more strongly than biphenyl it-
self, whereas the reverse was true on the cation-exchange
resin.

As to the practical utility of the 4% cross-linked cation-
exchange resin for chromatography of these compounds, it
would seem that, in most circumstances, a Cg-bonded packing
would work better. Certainly this is true for molecules having
more than four aromatic rings, for the transfer of big molecules
in and out of a resin is just too slow. For molecules the size of
pyrene and smaller, however, the resin may be a useful alter-
native. Resolution is as good as on the bonded packing, with
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5000 plates per meter and better. Elution peaks on the resin
are very symmetrical, even at high loadings, which makes it
easy to detect small amounts of closely-eluted impurities. We
found, for example, that our high-grade phenanthrene had a
small trace of an impurity which eluted 0.6 ml after the
phenanthrene peak.

The higher capacity of the resin makes it better for pre-
parative purposes than the bonded packing. Columns of 4%
cross-linked resin are easy to pack and to use. Chromatogra-
phy is slower than on C,g-bonded packmgs, but not much
slower, and if running times of 30-60 min are acceptable, resin
columns may be of practical value.
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Determination of Anhydrotetracyclines in Tetracycline by High-

Pressure Liquid Chromatography

Richard F. Lindauer,* David M. Cohen,* and Kevin P. Munnelly*

Pfizer Inc., Quality Control Division, Brooklyn, N.Y. 11206

A method has been d d for deter tion of (4S5)-
anhydrotetracycline (ATC) and (4R)- anhydrotelracycllne
(EATC) by high-pressure liquid ch tography. The hod
uses a cation-exchange column and a neutral 0.3 M ethyl-

diaminetet tate buffer. Resp is linear and the
estimated limits of detection are 12 ng of ATC and 7 ng of
EATC. At 429 nm, the recoveries of ATC and EATC added to
tetracycline at the 0.6 % level were quantitative with relative
standard deviations of 0.7 % and 1.4 %, respectively. Prepa-
ration and characterization of a suitable assay standard is
described and possible application to other tetracyclines is
discussed.

Commercial preparations of the broad-spectrum antibiotic
(4S)-tetracycline (TC) may develop varying levels of (4S)-
anhydrotetracycline (ATC) and (4R)-anhydrotetracycline
(EATC) if stored under adverse conditions—e.g., high tem-
perature and humidity (7). Limits for EATC in TC bulks and
products have been established by the Food and Drug Ad-
ministration (2). Because ATC and EATC are readily inter-
converted (3), accurate determination of both epimers is de-
sirable. Resolution of ATC and EATC from TC has been
achieved by partition chromatography (1, 2, 4, 5), gel per-
meation chromatography (6), and gas chromatography (7),
but these methods were not rapid. High-pressure liquid
chromatography (HPLC) with certain reverse-phase systems
gave poor resolution of ATC from EATC (8, 9). Shorter
analysis times and good resolution of ATC, EATC, TC,
(4R)-tetracycline (ETC), and chlortetracycline have recently
been reported by isocratic reverse-phase ion-pair HPLC (10)
and by gradient-elution reverse-phase HPLC (11); however,
no evidence was presented to rule out formation of ATC and
EATC by partial dehydration of TC and ETC in the highly
acidic mobile phases used. Reproducibility data were not given
for the ion-pair system, but in the gradient method the relative
standard deviation for EATC was only +6%.

Several ion-exchange HPLC systems with short analysis

times and adequate efficiencies for the anhydrotetracyclines
nevertheless appeared unsuitable for our purposes since the
anhydrotetracyclines eluted on the tail of the main tetracy-
cline peaks (12). However, a preliminary cation-exchange
HPLC system (/3) in which k” values for the anhydrotetra-
cyclines were low appeared to be more promising. The latter
system, which used a dilute phosphate/ethylenediaminete-
traacetate (EDTA) buffer at pH 7 as the mobile phase, was
investigated and modified in an effort to develop a suitable
assay for ATC and EATC in TC bulks and products. This
paper describes both the resulting system and methods of
preparing and characterizing a suitable quantitative standard
for ATC and EATC.

EXPERIMENTAL

Apparatus. For determinations at wavelengths greater than 260
nm, a Du Pont Model 843 pump module was used in conjunction with
a Schoeffel Model SF 770 multiwavelength absorbance detector and
a Spectrum Scientific Model 1020 electronic filter (operated at a
nominal cutoff frequency of 0.1 Hz). At 254 nm, a Du Pont Model 840
liquid chromatograph was used. Injections were made with a (nomi-
nal) 10-ul loop injector valve (Du Pont No. 204590), and all connec-
tions were made with either stainless steel or Teflon capillary tubing.
The temperature of the column was maintained to within £0.2 °C by
a Varian water jacket (No. 96-000048-00 and No. 37-000324-00) and
a Lauda K-2/R circulator. Spectrophotometry was performed on a
Cary 14 recording spectrophotometer.

Column. A straight 2.1-mm X 1-m stainless steel column (Du Pont
No. 820983903) was thoroughly cleaned with hot detergent solution,
rinsed with hot water, hot 30% nitric acid, hot deionized water, and
methanol, and dried. Stainless steel column plugs (Du Pont: inlet
porosity, 10 gm; outlet porosity, 2 um) were used, and the column was
packed with Zipax SCX (Du Pont No. 820960003) using the modified
tap-fill procedure (14). A prepacked column of the same dimensions
(Du Pont No. 820950002) gave comparable results. Prior to first use,
columns were conditioned by elution with 150-200 ml of the mobile
phase.

Mobile Phase. The nearly saturated mobile phase may be prepared
readily in the following manner. Add 229 g of disodium EDTA dihy-
drate (Fisher Certified) to 1.8 1. of 0.27 M aqueous sodium hydroxide
at 70 °C and stir to dissolve. Filter (1.2-um membrane, Millipore type
RAWP) and cool to room temperature under vacuum (100-150 Torr)
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to degas the viscous liquid. Adjust to pH 7.00 with 50% aqueous so-
dium hydroxide and dilute to 2.00 1.

Qualitative Reference Standards. Tetracycline hydrochloride
(USP Reference Standurd} chlonetmcyclme hydrochlonde (NF
Reference Stand hloride” (ATC),
and ‘“4-epi: yd line hydrochl .de" (BP Authentic
Specimens) were nsed directly. Doxycycline hydrochloride, metha-
cycline hydrochloride, and oxytetracycline were internal working
standards of Pfizer Inc. (4R)-Tetracycline ammonium salt monohy-
drate was prepared by the method of McCormick et al. (3).

Preparation of EATC/ATC Assay Standard. Commercial
sources for pure ATC and EATC are vxnually nonexlslem and the
BP Authentic Speci ly limited

Table I. Effect of Temperature on System Performance for
EATC and ATC

Capacity factor k' Plate height #, mm

Tempera-

ture, °C EATC ATC EATC . ATC
25.0 1.18 2.77 .5 12.0
27.5 1.08 2.45 7.2 11.2
30.0 0.95 2.17 6.4 9.4
32.5 0.86 1.90 5.3 8.7
35.0 0.79 1.72 4.8 7.5

are
outside the UK. The following procedure affords an assay standard
suitable for simultaneous determination of ATC and EATC.

With vigorous stirring 100 g of bulk tetracycline hydrochloride was
added during 1 min to 1.0 L. of 2 N hydrochloric acid at 80 °C. Pre-
cipitation from the clear red-orange solution began within 5 min, and
the suspension was cooled to room temperature. The precipitate was
isolated by filtration and dried under vacuum (40 °C, 12 Torr), af-
fording 97 g of crude anhydrotetracycline hydrochloride consisting
mainly of the (4S)-epimer (HPLC analysis).

A solution of 130 g of crude product in 2.6 1. of 5% aqueous acetic
acid was maintained at 75-80 °C for 75 min, cooled to ~10 °C during
the next 50 min, and added to 500 ml of cold 12 N hydrochloric acid.
The precipitate was filtered, air-dried, and freed from insoluble
matter by methanol extraction in a Soxhlet apparatus. The solvent
was removed in vacuo and the solid was finely ground. Drying for 4
hat 55 °C (<1 Torr) yielded 107 g of the standard mixture of EATC
and ATC as the hydrochlorides.

Characterization of the Assay Standard. Inasmuch as neither
the bulk purities nor the epimer ratios are specified by the BP, neither
Authentic Specimen is suitable as a direct quantitative standard.
Accordingly, the composition of the mixed assay standard described
above had to be determined indirectly. HPLC analysis at 254 nm
detected no components other than ATC and EATC, each of which
exhibited the same retention volume and bandwidth shown by the
appropriate Authentic Specimen. The bulk purity of the EATC/ATC
standard was determined in quadruplicate by potentiometric titration
in acetic acid containing 0.6% mercuric acetate, the titrant being 0.05
N perchloric acid in glacial acetic acid; the mean value + the standard
deviation s was 97.8 + 0.3% as the hydrochlorides. Upon heating, the
EATC/ATC standard was epimerically stable for >5 h at 115 °C
(HPLC analysis). The volatile content of the standard mixture was
determined in quadruplicate by heating under vacuum for 2 h at 80
°C: the mean value % s was 2.1 £ 0.1%.

Because suitable quantitative ds were not available, the
molar ratio p of ATC to EATC was determined by two alternative
methods in order to increase the reliability of the values. Each method
depends on the observation that epimerization of tetracycline at C-4
is reversible and catalyzed by buffers such as acetate (3). Since each

epimer has a characteristic molar absorptivity € under a given set of
conditions, the molar absorptivity ¢ of a mixture of ATC and EATC
under the same conditions will be given by:

) [
£ 1+p A 1+p o
where the subscripts a and e refer to ATC and EATC, respectively.
In dilute hydrochloric acid, the values of ¢ (15) at the longwave
maximum (~7 X 10° at 427 nm) and at the shortwave minimum (~15
X 10° at 238 nm) are similar to the corresponding values for &, i.e., ~7
X 10° at 432 nm and ~16 X 10° at 237 nm (16). As a result, 430 nm and
237 nm may be taken as quasi-isosbestic points, at which ¢ will be
relatively insensitive to p’. Therefore, the ratio of the total anhydro-
tetracycline ions in two EATC/ATC mixtures can
be determined quite accurately without knowing the individual
concentrations if the mixtures are allowed to epimerize under the
same conditions until p’; = p’; and if the absorbances are then mea-
sured at one of the “isosbestic” points. In order to minimize systematic
errors in the comparison study, spectrophotometry was performed
at 430 nm in the partition method and at 237 nm in the HPLC
method, peak areas being 1 at 254 nm; h , 275 nm or
429 nm would be preferable for routine HPLC area measurements.

HPLC Method. If an aliquot of an EATC/ATC solution is analyzed
by HPLC (vide infra) and the area A of each peak is determined, p
for the mixture is given by:

Adde_Ra
ABa Ry
where §, and g, are the individual detector response factors (peak area

(2)

per ug injected), the response ratio R is 84/8e, and the area ratio R4
is Aa/Ae.

An iterative procedure using arbitrary mixtures of ATC and EATC
was used to calculate Rs. Two stock solutions (No. 1 and 2) were
prepared so that R4) =~ 6 and R4 = 0.12. The ratio C,/C; of the total
anhydrotetracycline concentrations C in the two stock solutions was
determined by epimerization in hot acetic acid (vide infra) and
spectrophotometry at 237 nm. A mixed solution (No. 3) prepared from
equal volumes of the two stock solutions exhibited area ratio R4a.
Initially, it was assumed that R = 1, giving p; = R4; and po = Rag;
pa was calculated by straightforward algebraic manipulation of C,/Cs,
p1,and p2. Since R = R 43/p3, a revised value of R4 could be calculated
and used to improve p; and py; iteration was continued until successive
values of R agreed to within 0.001. Two separate determinations of
R gave 1.074 and 1.088 at 254 nm.

Using the mean value for R, quadruplicate determinations of R 4
for the EATC/ATC standard gave p = 0.942 + 0.005 for the mean +
S

Partition Method. A slurry of 20 g of acid-washed diatomaceous
earth (4), 95 ml of 0.1 M EDTA (adjusted to pH 7.8 with ammonia),
and 5 ml of glycerin was dried to a free-flowing powder at 105 °C. For
each determination, ~2 mg of EATC/ATC standard was applied to
the top of a short column (12-mm i.d.) containing a lightly tamped
5-cm bed of the EDTA-impregnated powder. ATC was eluted with
methylene chloride, and then EATC was eluted with 5% acetic acid
in methylene chloride. The two fractions were heated to dryness,
dissolved in 25 ml of 5% aqueous acetic acid, heated at 75-80 °C for
100 min to ensure equilibration, cooled, and diluted to 50 ml with 5%
aqueous acetic acid. Spectrophotometry at 430 nm afforded the ratio
of absorbances for the two fractions and, hence, p for the EATC/ATC
standard. Determination in quadruplicate gave p = 0.941 + 0.023 for
the mean + 5.

Of the two procedures, the HPLC method is preferred because of
its greater precision and speed, once R has been determined. From
the combined analytical data, the EATC/ATC standard was assigned
values of 48.5% ATC hydrochloride and 51.4% EATC hydrochloride
when dried for 2 h at 80 °C under vacuum.

Procedure. With the column temperature at 35 °C and the flow
rate at 0.5 ml/min (inlet pressure ~700 psig), allow the baseline to
stabilize with the detector at ~0.2 AUFS (275 nm) or ~0.08 AUFS
(429 nm). On the day of use, prepare a 0.32-mg/ml solution of the
EATC/ATC standard in 0.1 N aqueous sodium hydroxide; store at
0-10 °C to stabilize the epimer ratio. Analyze the standard solution.
Prepare a 16-mg/ml solution of tetracycline base or hydrochloride in
0.1 N or 0.2 N aqueous sodium hydroxide, respectively; analyze the
sample solution within 1 h of preparation. Reanalyze the standard
solution. For each anhydrotetracycline epimer, use the sample signal
and the average standard signal in the calculations.

RESULTS AND DISCUSSION

Optimization for ATC and EATC. Because TC is unsta-
ble at either low or high pH (3), the mobile phase was main-
tained at a nominal value of pH 7.00 during the optimization
studies. The usual formulas (16) for capacity factor k’, sepa-
ration factor a, resolution R, effective plate number N, and
plate height H were used in the evaluations, and limits of
detection LD were estimated as twice the peak-to-peak noise
level.

Chromatographic Conditions. Increasing the EDTA con-
centration from 0.005 M to 0.3 M decreased k’ for EATC,
ATC, and ETC, increased « for each epimeric pair, and sub-
stantially improved baseline stability at 254 nm. With 0.3 M
EDTA flowing at an arbitrary rate of 0.9 ml/min, increasing
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Table II. Linear Regression of Assay Resp on Analate Cq

ion for EATC and ATCa.b

Regression coefficients

Wavelength,
nm Analate Slope
254 EATC 0.982
254 ATC 0.985
275 EATC 0.991
275 ATC 0.998
429 EATC 0.996
429 ATC 1.002

Standard error Correlation

Intercept of estimate, Syx coefficient, r
0.034 0.050 0.998
0.003 0.016 1.000
0.018 0.019 1.000

—-0.005 0.012 1.000
0.013 0.008 1.000

-0.014 0.012 1.000

“'I‘v'vo determinalion_s .for each analate at solution concentrations of 0.016, 0.05, 0.11, 0.16, and 0.32 mg/ml as the hydro-
chlondes._ At the spec_lfled assay concentration, these would be equivalent to 0.01, 0.03, 0.07, 1.0, and 2.0% of analate in a
hypothetical tetracycline bulk. > Amount found = slope X amount added + intercept, values expressed as absolute percentage

of analate in a hypothetical tetracycline bulk.

the column temperature in the range 25-35 °C had no sig-
nificant effect on the resolution of EATC and ATC (R, =~ 1.29)
but decreased k’ and H markedly for both epimers (Table I).
However, at 50 °C overall column performance was notably
poorer, and 35 °C was chosen as the best compromise. Since
column efficiency and, hence, peak height per ug injected vary
with temperature, the column should be operated isother-
mally. For accurate determination by peak height, main-
taining constant flow was also found to be important; de-
creasing the flow rate in the range 1.12-0.35 ml/min increased
N gt for EATC from 37 to 87.

Sample Preparation. Increasing the amount of TC injected
up to 250 ug did not significantly increase the assay time (~30
min at 0.5 ml/min) as indicated by return to baseline, although
TC did begin to elute sooner as a result of the column being
overloaded for TC. For adequate sensitivity without inter-
ference to the ATC peak, tetracycline (hydrochloride) samples
were prepared at a concentration of 16 mg/mlin 0.1 N (0.2 N)
aqueous sodium hydroxide. TC and ETC are known (15, 16)
to undergo irreversible dehydrations readily under acidic
conditions, forming ATC and EATC, respectively. Use of the
alkaline solvent would be expected to minimize both anhy-
drotetracycline formation and interconversion of ATC and
EATC (3) prior to analysis. In fact, at 5 °C the standard so-
lution of ATC and EATC in 0.1 N sodium hydroxide is stable
for at least 10 h.

Detection Wavelength. In the mobile phase ATC and
EATC exhibit absorption maxima at 269 and 430 nm and at
268 and 428 nm, respectively. Since the absorptivities were
roughly three times higher at the ultraviolet maxima, detec-
tion was expected to be more sensitive at 269 nm than at 429
nm. However, background absorbance from the mobile phase
increases rapidly below 270 nm. The Du Pont unit used in the
original studies operated only at 254 nm, and, as a result, the
baseline was quite sensitive to flow variations and changes in
the mobile phase composition due to injection of the alkaline
solutions. The Schoeffel unit was unable to compensate for
the high background absorbance below 260 nm. Baseline
stability and short-term noise improved dramatically as the
wavelength was increased to 285 nm, but response to AT'C and
EATC decreased at wavelengths greater than ~269 nm.

Selection of an analytical wavelength will depend on a va-
riety of factors including the availability of suitable detectors
and the presence of interfering substances in complex TC
samples. In our hands, detection at 275 nm afforded the best
compromise between noise and sensitivity. Commercial de-
tectors operating at 280 nm would probably give adequate
results for bulk TC samples. However, TC and many of the
excipients commonly found in TC dosage forms—e.g., ascorbic
acid, ethyl maltol, procaine or propyl paraben—absorb
strongly only in the ultraviolet. Detection at the visible max-
ima for ATC and EATC, although less sensitive than at 275
nm, would increase the selectivity for anhydrotetracycline
determination in such samples. Thus, 429 nm is the wave-

__J e

0 n 2 2

RETENTION TIME. MINUTES

Figure 1. Chromatogram of tetracycline hydrochloride containing 0.6 %
(4R)-anhydrotetracycline and ~0.75% (4 S}-anhydrotetracycline, de-
tection at 429 nm

(A) Solvent peak: (B) (4R) y
(D) (4R)-tetracycline; (E) tetracycline

(C) (45}

length of choice for general use in determination of the
anhydrotetracyclines.

Linearity and Accuracy for ATC and EATC. Prelimi-
nary studies of detector resp at 254 nm showed compa-
rable results either by peak height or by peak area. Accord-
ingly, linearity of response by peak height was investigated
at 254, 275, and 429 nm using ATC and EATC solutions in the
concentration range 0-0.32 mg/ml; these would be equivalent
to 0-2% of each epimer in a hypothetical tetracycline hydro-
chloride sample solution at 16 mg/ml. Two determinations
were made at-each of five concentrations, and the data were
analyzed by linear regression (Table II). The correlation
coefficients r were excellent at each of the three wavelengths,
but comparison of the standard errors of estimate s,, and the
regression coefficients showed that 429 nm gave the best re-
sults. As expected from the spectral data, LD for either ATC
(0.012 ug) or EATC (0.007 ug) was lower at 275 nm than at 429
nm (0.04 ug or 0.02 ug, respectively).

Following the procedure outlined in the Experimental, a
sample of tetracycline hydrochloride was analyzed before and
after having been spiked with 0.6% each of ATC and EATC
(Table III). A typical chromatogram of the spiked sample
(Figure 1) illustrates both the efficiency of the ion and
the selectivity for ATC and EATC afforded by detection at
429 nm. The average recoveries + s were 99.4  0.7% for ATC
and 101.0 £ 1.4% for EATC; neither average was statistically
significantly different from 100% at the 95% confidence level
(t-test).

Other Tetracyclines. In order to more fully evaluate the
capabilities of the system, k' was determined for several
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Table III. Analysisa of Tetracycline Hydrochloride? Spiked
with 0.6% EATC¢ and 0.6% ATCc

Spike Recovered, %

Replicate No. EATC ATC
1 100.6 99.7
2 98.9 98.2
3 101.0 99.5
4 102.1 100.0
5 102.4 99.4
Mean + stand dev 101.0+ 1.4 99.4 + 0.7

aDetector at 429 nm, flow at 0.5 ml/min, column tem-
perature at 35.0 °C. »Quadruplicate analysis of the unspiked
sample gave 0.146 + 0.004% ATC hydrochloride and 0.007
+ 0.002% EATC hydrochloride. ¢ As the h)drochlondes

common tetracyclines using solutions of 0.5 mg/ml in order
to avoid overloading the column. Detection at 359 nm afforded
maximum sensitivity to TC with minimum response to either
ATC or EATC. Methacycline (k’ = 0.87), oxytetracycline (k”
= 1.39), and doxycycline (k’ = 1.95) were well separated from
TC (k’ = 7.3). ETC (k’ = 4.7) exhibited adequate resolution
from TC (R, = 1.0) and was completely eluted before the TC
maximum was reached. Chlortetracycline (k' = 5.8) was sep-
arated but not well resolved from TC (R, = 0.4).

Potential usefulness as an assay for ETC and/or TC was also
investigated. Both TC and ETC are slowly degraded in
aqueous alkali (3), but solutions of either one in 0.01 N sodium
hydroxide are suitable if analyzed within 5 min of preparation.
For both ETC and TC, peak heights were determined once at
each of five concentrations in the range 0.1-0.8 mg/ml, and
the data were analyzed by linear regression using the 0.8
mg/ml solution as the standard. Each epimer showed excellent
linearity (r = 1.000), the concentrations found (mg/ml) being

given by the equations y = 1.003 x — 0.003 (ETC) and y =
1.004 x — 0.003 (TC); LD values were 0.06 ug and 0.07 ug, re-
specuvely However, TC begins to elute slightly before the
ETC maximum is reached, and low-level determination of
ETC in TC would be somewhat inaccurate. Nevertheless,
excellent quantitative results should be possible for TC with
little or no modification of the HPLC system.
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Separation and Quantitation of Diazonium Salts as
Heptanesulfonate lon Pairs by High Pressure Liquid

Chromatography

Edward Fitzgerald
GAF Corporation, 25 Ozalid Road, Johnson City, N.Y. 13790

Quantitative analysis of diazonlum salts in formulations is

system, especially in formulations containing more than one
salt. Reverse phase high pressure liquid chroma-

important for the quality control of diazo rep

Quantitative separations of several diazonium salts weta ob-

grap

tained by reverse phase high p liquid ch graphy
of the heptanesulfonate ion palrs Chromalography was per-
f d with an octadecy d phase col and a

butfer-acetonitrile eluent using a uv detector. The preclslon

tography on octadecyl bonded phase columns has been re-
ported to perform good separations for a variety of compounds
(1, 2). This type of column yielded a good separation for a
mixture of typical diazonium salts except for the formation
of two peaks for one of the salts. This effect was not repro-
ducible and was particularly troublesome in quantitative

was 0.2% standard deviation with good least sq i

(0.9988 coefficient of determination) over arange of 0. 07 to

0.14% diazonium salt. The ch

good routine In-p'ocou quallly oomrol of dlazonlum nlls and
lers in

L progitap

Separation and analysis of diazonium sensitizers in repro-
graphic formulations requires an efficient chromatographic

analysis of the diazonium salt. Reverse phase chromatography
of organic ions paired with heptanesulfonate has been recently
reported (3), and it was believed that this ion would form one
peak with the diazonium ion in question. One reproducible
peak was obtained using the heptanesulfonate permitting
good separation and quantitation.

EXPERIMENTAL
Reagents. Acetonitrile was purchased from Burdick and Jackson,
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Figure 2. ion of salts in buffer with
heptanesulfonate added
Peak (1), p-N-N-di i : (2), 3-methyl-4-pyr-

benzenediazonium chloride

Muskegon, Mich. The diazonium salts were commercial sensitizers
supplied by Philip Hunt and ABM Chemicals Ltd. and recrystallized
several times.

Apparatus. Chromatography was performed on a Waters C-900
3000 PSI pumping system with a Valco CV-6-HPAX sampling valve
and a Waters Model 440 ultraviolet detector. The column was a Wa-
ters 30 cm X 5 mm pBondapak C-18 column. Chromatograms were
integrated with a Spectra Physics Minigrator.

Procedure. One-percent solutions of the diazonium salts were
made up in water and stabilized with 1% citric acid. They were diluted
5:50 in acetonitrile along with a 10% toluene internal standard diluted
2:50 and injected in the 10-ul sample loop.

The buffer consisted of 2.5% potassium phosphate monobasic with
phosphoric acid added to obtain a PH of 3.

RESULTS AND DISCUSSION

2,5-Di-n-butoxy-4-morpholinobenzenediazonium chloride,
1% (zinc chloride) and 3-methyl-4-pyrrolidinylbenzenediazo-
nium chloride, % (zinc chloride) yielded sharp quantitative
peaks on the octadecyl column using 45 acetonitrile-55
aqueous PH3 buffer as eluent at a flow rate of 1.3 ml/min.
However, p-N,N-diethylaminobenzenediazonium chloride,
1% (zinc chloride) yielded two peaks, as in Figure 1. Addition
of 0.005 M heptanesulfonic acid to the buffer-acetonitrile
eluent resulted in one sharp peak, as in Figure 2. The precision
was 0.2% standard deviation with good least squares linearity
(0.9988 coefficient of determination) over a range of 0.07 to

y chloride, (3) 2,5-di-n-butoxy-4-morpholinoben-
zenediazonium chloride

0.14% diazonium salt after dilution. The quantitative data
were obtained by area ratio of the peak to the toluene internal
standard.

CONCLUSIONS

The diazonium ion probably exists as an ion pair in this
system and the double peak of the p-N,N-diethylaminoben-
zenediazonium salt may be the result of ion pairs with two
anions. Formation of the heptanesulfonate ion pair resulted
in one peak. The retention time of the last salt, which was well
retained, was increased significantly when heptanesulfonate
was added as expected, but the first two salts which elute
rapidly were not significantly more retained as heptanesul-
fonates.

This system is also useful for separation of diazonium salts
and couplers in reprographic formulations. The degree of
quantitation is excellent for quality control application.
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Analysis of Solid Materials by Laser Probe Mass Spectrometry
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Three types of laser have been examined as sources of fon
production for trace element analysis of solid materials by
mass spectrometry. Comparison is made between the lasers
and with the conventional rf spark source. Their analytical
qualities and potential are di d for the ination of
both ducting and ducting materials.

The conventional means of ionizing solid materials for the
analysis of trace elements in mass spectrometry is by the
radio-frequency spark (7). The laser has an appeal as a com-
petitor because of its inert nature and because it provides the
possibility of examining small regions of single specimens
without the need for special preparation. In the case of the
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Table I. Pulsed Laser Parameters

CO. gas Ruby NdYAG
Pulse length, ns >100 20 15
Energy, mJ 300 10 10
Q-switched _ Dye—Vanadyl phthalocyanine Pockells cell
Wavelength, um 10.6 0.6943 1.06
Pulse repetition rate UptolHz 10 s per pulse (max) Up to 50 Hz
Mode Multimode Single TEMoo Single TEMgo
Pulse reproducibility st +15% +5%
77 7 | teracts with the sample. Material is removed early in the pulse
25KV and the energy of the pulse is used in the efficient ionization
¥ of the evaporated material (3). A highly ionized plasma is
Leps SyMirror produced which expands away from the sample surface. The
source |~ 3 1 fon b use of a high intensity short duration pulse is advantageous
Glass | > for the following reasons. If the pulse length is long, the plasma
/{ I—_l_ temperature increases and so do the ionization states resulting
L1 = in large numbers of multiply charged ions. Also, since the
Specimen plasma lifetime is long, radiation from the plasma can cause

\A'( : @; 77

A Window

Laser beam

Figure 1. Mass spectrometer source arrangement

spark source, a pair of electrodes must be prepared which are
electrically conducting. This can present problems for both
solid and powder samples. For solids, the surfaces can be
contaminated from handling or from chemical reagents used
for etching and cleaning the surfaces. In the case of noncon-
ducting powders, these have to be mixed with a high purity
conducting powder, usually graphite, silver, or aluminum. This
has two detrimental effects. First, the material for examina-
tion is atomically diluted by a function of the weight mix and
the atomic weights of the two materials involved, thus re-
ducing analysis sensitivity. Second, any trace elements in the
conducting powder will limit the analysis sensitivity of these
elements in the sample. The use of the laser as a means of
ionizing the material overcomes these problems as the speci-
men may be examined directly and in many cases without any
preparation. The electrical conductivity of the sample has
little influence on ion production.

INSTRUMENTAL

In a previous paper (2), we have demonstrated the quanti-
tative analytical capability of the ruby laser for solid materials
and shown that it provides not only a microanalytical surface
technique because of its small beam diameter capability but
also offers the possibilities of both bulk and surface analysis
with a focused or defocused beam. In this paper, we report on
work carried out using three types of high power pulsed laser
source; COy, ruby, and NdYAG; and we compare these with
the conventional spark source. We have not used any secon-
dary ionizing process in our work but have extracted ions di-
rectly from the laser-produced plasma into an AEI MS7 type
double-focusing mass spectrometer. This instrument is of the
Mattauch-Herzog design normally used with the spark source
which is capable of coping with the large ion energy spread
produced by the spark and it was expected to be more than
adequate for the anticipated energy spread from ions of a laser
plasma.

We have concluded that the ideal laser for materials anal-
ysis is a pulsed laser operated in the Q-switched mode. With
a Q-switched laser, a high intensity short duration pulse in-

local evaporation around the crater which can boil out volatile
elements. Furthermore, a low laser power density (<10%W
cm~2) can be shown to discriminate against higher boiling
point elements to the advantage of the volatile elements.
Our work has been carried out mainly in the power density
range 10°-10!! W cm~2 and, at these high fluxes, the laser is
found to be nonselective for a wide range of elements.

EXPERIMENTAL

Figure 1 is a schematic layout of the mass spectrometer source
housing and shows how it has been modified for the ruby and NdYAG
laser systems. The specimen is mounted with its plane normal to the
mass spectrometer and the laser beam is passed through a window
in the wall of the chamber, reflected from a mirror through a lens
system to strike the specimen surface at an angle of approximately
45°. Both the lens and the specimen positions can be adjusted from
outside the vacuum chamber to give control of the position of the
specimen and focus of the beam. Generally, the focal point of the laser
beam is arranged to coincide with the specimen surface in line with
the optical axis of the mass spectrometer but this is not critical. As
will be explained in more detail later, the experimental arrangement
was slightly different when the CO, laser was used as at the wave-
length of its radiation (A = 10.6 um) ger ium optical t:
were necessary. A viewing system incorporating a microscope is also
fitted to the source chamber and provides a large field of view of the
region to be examined. The area for analysis is selected using a He-Ne
C.W. laser which is aligned along the same optical path as the pulsed
laser. This method of alignment is found to be quite accurate for se-
lecting small regions for analysis. Crater diameters down to 20 um
have been obtained with the ruby and NdYAG laser systems.

All results reported in this paper have been recorded on Ilford Q2
photoplates. These are ideal detectors for experimental work as they
can detect all isotopes over the mass range 6-240 simultaneously with
the MS7 and enable the effects on all types of ion species to be ob-
served. Photoplates do not have the sensitivity of electrical detection
techniques but are much more useful for overall assessment pur-
poses.

All three lasers used in the experiments produced large pulses of
ions (of the order of several ) and it was y to support
the accelerating voltage (25 kV) with capacitors. Shielding was nec-
essary to screen the plasma from earthed parts of the source chamber
to avoid accelerating voltage collapse which would reduce ion trans-
mission through the mass spectrometer. Space charge problems were
also experienced in the ion beam within the mass spectrometer and
this was overcome by closing the object slit of the mass spectrometer
(S3) down to 10-um width. The resolving power thus obtained with
all three lasers was similar to that of the spark source.

Details of the parameters of the three lasers are given in Table I.

COz Laser. The laser used was a CO; solid cathode Transversely
Excited Atmospheric gas laser. This type of laser has been described
by Pearson and Lamberton (4). The main discharge occurred across
two parallel electrodes with edges shaped to a Rogowski profile. Initial
ionization is produced by field emission from a fine trigger wire which
runs parallel to the two electrodes. Field emission induces a sheet
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Figure 2. Ruby laser craters

Table I1. Ruby Laser Power Density

Focused spot Power, density,
2

diameter yum Wem™
500 108
160 10°
50 1010
20 101t

discharge across the whole length of the electrodes. The laser was a
sealed unit having a discharge length of 28 cm. This meant that no
control over the output mode structure was possible. The multimode
output of the laser had a peak pulse of about 300 mJ. The pulse shape
as observed using a photon drag detector has a fairly narrow initial
peak (half width 100 ns) and a long tail of between 1 and 4 us.

A considerable amount of energy occurred in the tail of the pulse.
The laser was not Q-switched but the maximum power density in the
initial peak of the pulse was of the order of 10° W cm~2. As was noted
earlier, it was necessary to use germanium optical components to
transmit the radiation (A = 10.6 um) into the mass spectrometer
source. The radiation was focused using a 1.5-in. (3.8-cm) focal length
germanium lens and the crater sizes obtained were approximately 300
um in diameter (on mild steel). Typical crater depths were 10 um.
Because of the multimode output of the laser, the intensity distri-
bution across the focused beam was not uniform and “hot spots” or
lobes occurred. The effects of these could be observed in the craters
produced.

Visual element sensitivity on the photoplate was 2000 ppm atomic
per laser shot from materials such as steel and was obtained from a
crater 300 u in diameter and 10 um deep. By repeating a series of shots,
all superimposed on the same spectrum, a higher sensitivity is ob-
tained. Thus, 1000 shots produced sensitivity of 2 ppm and with a
pulse repetition rate cf 1 Hz the 1000 pulses took 16 min to record.

Using the CO laser under these conditions, volatile elements were
found to be preferentially emitted and some substances, such as
copper, were low in ion production. This could be expected as copper
is known to be highly reflective to the longer wavelengths.

Semiquantitative analysis could be carried out but the relative
sensitivity factors of the elements covered a wide range. These aspects
will be discussed later. The large amounts of material removed showed
an ionization efficiency of about 1% despite there being several levels
of multiply charged ion species present in the spectra.

Ruby Laser. Some of the work carried out with the ruby laser has
been reported in a previous paper (2). In this paper we will present
further results and highlight its differences with the other laser
sources. The NdYAG and ruby laser are found to be very similar in
most respects and their parameters are given in Table I. The ruby
laser had a low pulse repetition rate of 1 puise every 10 s and gave a
photoplate sensitivity of 1000 ppm per shot. So to fire 300 shots (the
largest number recorded) in order to reach a visual photoplate sen-
sitivity of 3 ppm required a time of 50 min.

The reproducibility of the pulse output was estimated to be £15%
using a photodiode measuring system. The amount of material
evaporated, for the same element sensitivity was considerably lower
with the ruby laser than with the CO; laser. This is to be expected for
a Q-switched laser (3). A single laser pulse on mild steel evaporated
about 1078 g of steel compared with 6 X 10~7 g with the CO; laser.

NdYAG Laser. This was a commercial laser system which had a
pulse repetition rate which could be controlled over the range from
single pulses to 50 Hz. This feature provided several advantages over
the other lasers. The major advantage was the greater speed of anal-
ysis, but it also offers the possibility of using electrical detection
methods for either spectrum scanning or peak switching. With the
higher pulse repetition rate, it was possible to use the ion monitor
signal on the MS7 as a measure of transmission, and it was reasonably
steady at repetition rates above 20 Hz. This stable signal made it much
easier to tune the mass spectrometer for optimum transmission.

A single shot from the NdYAG laser gave a visual sensitivity on the
photoplate of 1000 ppm and the spectra showed good quantitative
features.

The power density at the specimen surface is a function of the focus
conditions for a fixed pulse energy, and Table II gives an indication
of the levels used in these experiments. Most work has been carried
out in the power density range 10°-10!! W cm™2. Latest work has
shown that pulses of about 10! ions are produced in each laser pulse
and the ionization efficiency measured approaches 100%.

Crater dimensions can be varied over the range 20-300 um diameter
with depths of 5 um at 20 um diameter in steel down to 0.5 um at 300
um. Figure 2 shows a set of six electron microscope photographs of
the ruby laser craters produced by increasing numbers of laser shots
on steel.

The laser beam is incident at an angle of 45° to the steel surface and

as “in focus” on the surface.

The output of both the ruby and NdYAG lasers is single mode. The
beam i ity profile is G ian and, therefore, the highest power
density occurs in the center of the laser produced crater. The power
density falls off at the edges of the beam and consequently there is
a region around the rim of the crater where only melting occurs. Ma-
terial which is explosively removed from the center of the crater also
re-solidifies around the edge of the crater. This is seen in the electron
microscope photographs shown in Figure 2. The outer region produced
by melting can be reduced by using an aperture in the laser beam. This
is illustrated in Figure 3 which shows a single shot ruby crater in steel.
The outer molten region has been almost completely eliminated. No
detectable reduction in ion pulse intensity was noticed using this
technique and it tended to confirm our observations that few ions are
produced from the outer regions of the crater.

It is not important for specimen surfaces to be flat. We have ex-
amined such things as irregular fractured rock surfaces selecting in-
dividual mineral grains with little loss in ion signal; but if the angle
between the specimen and the optical axis of the mass spectrometer
is large, then ion extraction does suffer. This aspect and also the small
probe size enables very small specimens to be examined either em-
bedded in some other bulk material or mounted on the end of a pin
or rod.
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With the ruby and NdYAG lasers, ion extraction is just as efficient
with electrically ing as with conducting materials. Sub-
stances such as glass produce ion pulses of the same magnitude as
metallic and no probl are d due to surface
charging as found in other probe techniques. We have also examined
solid organic materials directly although the lasers rapidly dig deep
holes.

We have obtained good spectra from rubber and have examined
plestics, wood, walnuts, and other similar substances. We have only
detected carbon and oxygen in these fairly pure organic materials.
This feature could open up new fields of application in the mass
spectrometry of organic solids.

Sensitivity of element detection is achieved by superimposing
several laser pulses on one spectrum. A single ruby or NdYAG laser
shot has a sensitivity of 1000 ppm and in the case of steel this removes
108g of material. We have found this relationship to be linear up to
the ber of shots r ded of 300 pulses for the ruby
laser. Using the NdYAG system with a well focused beam over a large
number of shots, the ion signal falls as the crater deepens because of
the angle between the laser beam and specimen surface with respect
to the optical axis of the mass spectrometer. As the crater deepens,
the ions expand back along the laser beam, With a defocused beam,
this effect is reduced; and extrapolating from our figures for a single
shot of 1 pulse removing 1078 g for 1000-ppm detection level, one may
expect that at 50 Hz then 105 pulses would remove 1 mg to give a
sensitivity of 0.01 ppm in 33 min. These figures are similar to that
currently achieved by the spark source for the same exercise. In
practice, it is unlikely to compare as favorably because of the cratering
effects previously discussed, but could certainly compete on shorter
less sensitive analyses.

Although electrical detection techniques have not yet been em-
ployed for analysis of the laser ion beams, a higher instantaneous
sensitivity for individual elements could be obtained giving up to a
factor 10° gain and providing a detection limit of about 1 ppm for a
single shot. With a repetition rate of 30-50 Hz, the spectrum could
bewmnedovernlarge mass range or selected peak
in a similar manner to that currently used with the spark source and
with detection limits of the same order (0.1 ppm scanning; 0.01 ppm
peak switching).

RESULTS AND DISCUSSION

The spectra obtained with the laser sources are not as
complex as the spark source, and the resolving power is similar

o= Foby Lo
—MNa YAS Leser

—Co, Laser

e L L s
PSS oy b oMok bW oAl KRS kW

Flgure 5. Laser sensitivity of elements relative to matrix-steel

giving around 3000 at mass 60 (50% peak height definition)
under present conditions. Multiply charged ions are present
in the laser spectra but are at lower levels than the spark.

Figure 4 shows spectra over the mass range 10-150 obtained
from a specimen of slate using spark, COs, and ruby laser ion
sources. Each set of spectra are from a separate photoplate,
each recorded in steps 1-3-10, etc. The spark spectra have
been recorded as charge over the range 0.01-3 nC, the CO,
laser spectra over the range 1-1000 shots, and the ruby laser
1-300 shots.

The dispersions of the three sets of spectra are not quite the
same and so have been lined up at m/e 40. It can be seen that
the spark spectra are rich in lines at the lower mass range
because of multiply charged ions compared with those of the
lasers. For example, the doubly charged ion species 3°K and
41K found at m/e 19.5 and m/e 20.5 are very much less dense
in the laser spectra than the spark. Molecular species have
rarely been found in the laser spectra, even in such complex
substances as this rock indicating the high energy processes
taking place in the plasma.

Slate is a good example of a nonconducting complex mineral
mixture and demonstrates well the differences between these
sources. The major elements are oxygen, silicon, aluminum,
and potassium with smaller amounts of magnesium, sulfur and
iron, An interesting feature of these spectra is that the small
probe size of the ruby laser has picked out a small crystal of
iron pyrite (FeS). The second spectrum (3 shots) of the ruby
series shows strong %Fe and 32S compared with their absence
in the single- and ten-shot spectra. The crystal must have
weighed less than 3 X 1078 g and been of the order of a 20-um
cube in size. The CO, laser and spark sources cover a much
larger surface area and are unable to discriminate to such
small dimensions.

The CO;, laser spectra show the typical thermal effects on
element selectivity of the more volatile elements as can be seen
for potassium (m/e 39/41), rubidium (m/e 85/87) and cesium
(m/e 133). They are grossly enhanced in comparison with the
spark and ruby spectra and can be attributed to the lower peak
power density and long tail of the laser pulse.

The problem of element sensitivity (normally termed the
relative sensitivity factor) is a measure of the sensitivity of an
element with respect to the matrix element(s). For example,
a volatile element such as sodium in aluminum could show a
high value of sodium with respect to the aluminum, whereas
an element like tungsten could appear unexpectedly low. The
relative sensitivity factors for a range of elements in a steel
standard have been measured for the COy, ruby, and NdYAG
lasers and are shown in Figure 5. To retain linearity of com-
parison the measurements below unity are reciprocals of the
value Calculated Value/Nominal Value used to obtain the
factors. It can be seen that the relative sensitivity factors for
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Table IIL Visual Analysis of NBS Steel Standard 467 with
the MS7/NdYAG Laser (ppm weight)

Concentrations
Element Given Calculated
Pb 6 11
w 2000 2300
Ta 2300 970
Sn 1000 1260
Mo 210 350
Nb 2900 1660
Zr 940 490
Ag 40 116
As 1400 1340
Ge 30 77
Cu 670 1030
Ni 880 1580
Co 740 1050
Mn 2800 2950
Cr 360 460
A% 410 460
Ti 2600 5150
S 100 57
B 2 0.7

Table IV. Visual Analysis of Johnson-Matthey Copper
Standard CAO with the MS7/NdYAG Laser (ppm

weight)
Concentration
Element Given Calculated
Bi 500 326
Pb 400 323
Sb 500 381
Sn 480 276
Ag 470 338
Ga 350 387
Cr 220 120

the ruby and NdYAG lasers are close to unity. They are very
similar to each other and to those obtained for the spark
source. However the CO; laser shows poor sensitivity for the
high boiling point elements, particularly niobium and tanta-
lum where the latter is over a factor of 100 down.

High relative sensitivity factors are not serious if they are
constant, and can be quantitative. But if they are due to

thermal pr wich are dependent on a pl pera-
ature which can vary, then they cannot form the basis for a
quantitative technique. In this respect, the CO; sy tested

is not such a suitable analytical source as the ruby and
NAYAG systems.

In order to assess the analytical capabilities of the technique
we have analyzed several well known standard materials.
Table III shows the results obtained by visual photoplate
analysis of NBS standard 467 using the NdYAG laser. The
series of spectra were recorded over the range 0.01-3 nC charge
as measured at the monitor of the mass spectrometer. This

gives a of the ions passing through the instrument
and is the conventional method of recording spectra with the
spark source.

The rations were calculated using an estimated

photoplate sensitivity obtained from the matrix isotope 56Fe.
No element correction factors were used. Despite the fact that
the analysis was made visually, which gives an accuracy of the
order of £50% with the line extinction method, it can be seen
that the elemental sensitivities vary over at most a factor 3.

Table V. Visual Analysis of NBS Glass Standard 611 with
the MS7/NdYAG Laser (ppm atomic)

Concentration
Element Given Calculated
0] 117 80
Th 119 60
Pb 124 120
Ag 142 200
Sr 354 200
Rb 298 300
Zn 407 400
Cu 418 600
Ni 468 1000
Co 398 400
Fe 492 600
Mn 531 600
Ti 548 1000
K 712 1000
B 1920 600

Table VI. Visual Analysis of Steel Standard NBS 464 with
the MS7/CO;, Laser (ppm atomic)

Concentration
Element Given Calculated
Pb 54 <4
w 67 <6
Ta 213 <2
Sn 204 180
Ag 16 <4
Nb 223 12
Mo 166 <20
Zr 62 <4
As 134 200
Ge 12 25
Cu 823 500
Co 266 300
Ni 1280 1200
Mn 13200 3000
Cr 840 600
\Y% 3240 400
Ti 47 15
S 350 400
P 307 300
B 255 200

By using element correction factors and microdensitometry
of the lines, this accuracy should be improved.

Table IV gives the analysis figures obtained from a John-
son-Matthey copper standard CAO using the NdYAG laser
and recorded in the same way as with the steel analysis. The
photoplate sensitivity taken was that estimated from the steel
analysis and no element correction factors were made.

Table V shows the visual analysis of a nonconducting ma-
terial, NBS glass standard 611 with the NAYAG laser. The
specimen was in the form of a solid disc and the laser fired
directly onto the surface. The series of spectra were again re-
corded over the range 0.01-3 nC charge and plate sensitivity
taken from the steel analysis. No element correction factors
were used and it can be seen that the accuracy of the results
is similar to those of the metallic samples.

Analysis figures obtained with the ruby laser for the same
materials have been reported in a previous paper (2), and are
very similar in accuracy to those with the NdYAG laser. Table
VI gives the analysis results for NBS steel standard 464 using
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Figure 8. Layer analysis of gold plated brass

the CO; laser and shows again the poor comparison and lack
of sensitivity for many of the elements.

The results of these and other d samples ined
show that the laser is capable of semiquantitative analysis of
many types of materials without a similar type of standard as
a comparison.

The reproducibility of element analysis for single laser shot
spectra has been measured to be £20% with the ruby laser
which compares favorably with a variation of £15% in the
peak power energy. For the NdYAG laser, reproducibility of
analysis was <10% for single shots compared with the manu-
facturers quoted peak power reproducibility of +5%. It would
be expected that the reproducibility of multiple shot spectra
would limit at that of the photoplate emulsion (about +4%).

In the results we have presented, we have not attempted to
demonstrate that the laser source is or can be superior in ac-
curacy to the spark source. This would involve considerably
more work to be carried out than has so far been undertaken
in these preliminary experiments. First, longer exposures of
spectra would be required to be able to densitometer the lines
(the human eye is far more sensitive in the detection of a weak
line than a photometer) and many more standards would need
to be run to determine accurate relative sensitivity factors.
Using these methods, there is no reason to doubt that the laser
could analyze to an accuracy at present attained by the spark
source of about +10% using photoplates. Electrical detection
could improve this further due to its higher sensitivity and
more precise measuring capability.

We have so far discussed the use of laser probes mainly from
their semiquantitative analysis capability but it must be re-

bered that the t of material removed to achieve
this accuracy is small. By defocusing the beam, thinner layers
can be removed down to approximately 0.2 um per shot, [Eloy
et al. (5, 6)). To demonstrate this, we have examined a speci-
men of brass sheet, which has a gold layer on the surface, with
the ruby laser. The beam diameter was adjusted to 200 um and
the erosion rate of the gold surface was measured to be 0.9 um
per shot. A series of spectra were recorded each spectrum
being composed of three laser shots.

Figure 6 shows densi t ts of the gold and
copper as the laser eroded into the material. It can be seen
from the curves that the interface is about 27 um deep and,
by examination of the specimen cross section by microscope,
the mean gold depth was measured to be 29 um.

Each recorded spectrum of three shots gave an element
sensitivity of 300 ppm and so all elements present in the layer
removed for each spectrum could be detected down to this
level. The distribution of elements through surface layers
could be measured using this method.

Conversely by focusing the laser to a fine focus, spatial
analysis can be obtained across the specimen surface. Line
scans or area mapping can be obtained by recording a series
of spectra across the area of interest and the photoplate will
record all elements above 1000 ppm simultaneously for a
single shot. More than one shot in each position will increase

the sensitivity according to the number of shots. By using
electrical detection, individual el ts could be monitored
to much lower detection levels and the surface analysis
method would be analogous to that undertaken at present by
the ion probe.

Solution analysis could be carried out by evaporating the
liquid on a flat surface of polythene. With a defocused laser
beam, the surface deposit would be analyzed along with some
of the polythene but this would only contribute carbon and
oxygen lines (assuming high purity material) because of the
low molecular formations of the laser source. Higher element
sensitivity would be obtained than with the spark source be-
cause the liquid deposit would not require mixing with
graphite as previously discussed. A moving tape with one or
several deposits on the surface could be run through the ion
source providing on-line analysis. The laser also offers the
possibility of multiple sample loading in the source chamber.
This is difficult with the spark source as two small electrodes
have to be carefully aligned with each other and the optical
axis of the mass spectrometer, and there is thus a danger of
contamination from sputtered material. However, with a
single specimen which only requires moving into a fixed po-
sition for analysis it should be possible to design a source
chamber capable of holding several specimens at one loading
and to move each one into the analysis position in turn. This
would speed up the analysis cycle by saving on the pumping
time normally necessary between each sample.

CONCLUSIONS

The laser can now take its place as an analytical source in
mass spectrometry for the examination of solid materials. It
has been shown to be capable of providing semiquantitative
analysis on different types of materials and can preduce
spectra from unusual specimens such as organic substances.
It is yet to be seen if the latter can provide meaningful ana-
lytical results.

The laser source competes directly with the conventional
spark source in all respects and offers the further advantages
of surface analysis, analysis of nonconducting materials,
minimal sample preparation, negligible molecular contribu-
tions, and simple spectra.
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Concentration Instabilities in Liquid Chromatography

John C. Helmer
Varian Instrument Division, Palo Alto, Calif. 94303

Chromatography with mixed may p!
tration oscillations when the viscosity of the mixture varies with
tho concentrations of the liquid P ts. The charact

Istics of the oscillation dep on the sol Y Two
kinds of solvent systems have been identified, depending on
whether the solvents are water based or non-assoclating. A
mathematical model is derived which describes the experi-
mentally observed osclllations in a dual-pump gradient system.
Systems may be stabllized by several methods. These include
using larger mixers, using a circult design which utllizes the
limited fi of the col using a

ir P

pressure va'lve. a'nd using pressure derivative feedback on the
liquid flow rates.

High sensitivity in high pressure liquid chromatography
(HPLC) requires a pulseless, constant flow rate from the
solvent delivery system. Problems in pulse damping on sys-
tems employing reciprocating pumps of small volume (less
than 1 ml) have led to the design of constant flow syringe
pumps of larger volume (e.g. 250 ml) (for example, the System
8500 HPLC, Varian Aerograph, Walnut Creek, Calif.) As used
in gradient elution, two syringe pumps containing different
solvents are connected to a mixer, such that the volume flow
rate out of the mixer is constant, while the concentration
varies according to a predetermined schedule. The mixer is
connected to a chromatographic column whose resistance to
flow depends on the viscosity of the liquid stream. When
solvents of different viscosity are mixed, it is evident that the
column resistance will vary with concentration of the mixture.
This effect, coupled to the compressibility of the reservoirs,
has been identified as the probable cause of oscillations oc-
casionally observed in using water-methanol gradients, (1,

.'I‘he effect of fluid compressibility on isocratic (single sol-
vent) HPLC has been previously treated by M. Martin et al.
(3), and will not be discussed in this paper.

SINGLE RESERVOIR MODEL

Imagine a situation in which two fluids, 1 and 2, are mixed
and passed through a column, as in Figure 1. Fluid 2 is in-
compressible and is delivered to the mixer at a constant flow
rate. Fluid 1 is compressible in its reservoir, and the reservoir
fluid is replaced at a constant rate by a pump at its inlet. Fluid
2 is more viscous than 1, and 2’s concentration after mixing
is 90% by volume.

The mechanism of instability is as follows. Suppose the
pressure across the column drops slightly. This will allow fluid
1 to expand out of the reservoir to increase the concentration
of 1 relative to 2. This produces a decrease in viscosity of the
mixture which can further lower the pressure across the col-
umn. The process may be cumulative and the composition of
the mixture may refuse to stabilize at the 90% 2, 10% 1 set-
point. The form taken by the concentration-pressure fluc-
tuations depends on the fluid circuit parameters which will
be analyzed.

The water-methanol instability is one in which 2 is meth-
anol and 1 is water, except the viscosity increases as the per-
cent of water increases. In this case, the concentration oscil-

lation exists as a wave traveling down the line between the
mixer and the column. If there is 180° phase change in the
oscillation, bet mixer and col then the col will
see a reduced viscosity as the viscosity is increasing at the
output of the mixer. Then the condition that the pressure
decrease as the ration of water i (at the output
of the mixer) will be satisfied. In this case, it is the time delay
between mixer and the column which is the primary frequency
determining element of the fluid circuit.

In the following sections, we analyze the elements of the
fluid circuit. We put these elements together in a mathe-
matical model and derive the characteristics of the oscillation.
We examine the conditions for stability and present experi-
mental evidence in support of the theory.

MODELING THE CIRCUIT ELEMENTS
Syringe Pump. Figure 2 shows a syringe pump. We sup-
pose the pump is full and the piston is traveling inward with
velocity v. The volume V is a function of the length L of the
cylinder, and the fluid density p is a function of the pressure
P. Thus the mass flow rate out of the pump is given by

a0 4P
oP dt
We have dV/dL = A = cross section area, dL/dt = —v, and

3p/dP = kpo, where k is the compressibility of the fluid and
po is its density. Thus Equation 1 becomes

T e=-p S

oL dt W

dM _ dP
o = pAv — pokV a (2)
The volume flow rate is given by
laM o _po,, 9P
Q e Av ” 1:3% T 3)

For small fluctuations, it is sufficient to set p = po. Also Av =
Qo = equilibrium flow rate, and Equation 3 becomes

dP
Q=Qo—kV T 4)
Equation 4 shows that the flow rate out of the pump is in-
fluenced by pressure ch due to the ibility k of
the liquid and the volume V of the reservoir.

Although V is reduced in time due to the motion of the
piston, we make the approximation that the change in V is
negligible over a period of oscillation. In the oscillation anal-
ysis, V is taken to be constant, and, from this viewpoint, the
syringe pump appears as a reservoir of constant volume con-
nected to a pump which forces liquid through it at rate Qo as
in Figure 1.

Mixer. If two pumps containing different solvents are
connected to a mixer of volume Vp, as in Figure 3, how does
the output concentration change with pressure? Solvents 1
and 2 are input to the mixer at rates Q,(t) and Q2(t), respec-
tively. Mixing is instantaneous. Let ¢ be the concentration of
Solvent 1 in the mixer. This is defined as the volume in the
mixer of Solvent 1, divided by the volume of the mixer. We do
not know ¢, but we can calculate its change Ac in an interval
At. In the derivative limit, this is given by
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Figure 1. Model LC oscillator with single reservoir

de _Qi—c(@1+Qy
de Vi

Each parameter is given an equilibrium value x plus a variable
value £. Thus

(5)

Q=Qu+Q;, Q:=Qun+Qs Q+Qn=Q
_ 5 __Qu
s Cl_Qm"‘on L

When Equation 5 is expanded to first order in the variable
quantities, we obtain
dé , ¢ é
== 0 7
dt Vm Tm ™
where 7, = V,,/Q is the volume exchange time of the mixer
and co = 1 — ¢;. In Equation 7 we find that

le = Q2L‘1
Qo

is the concentration variation produced by a mixer of zero
volume, V, = 0.

Roughly speaking, an analysis of Equation 7 shows that, at
time t, the mixer outputs a concentration which is an average
of all concentrations entering it in the time interval t — 7, to
t. The response to a delta function input is an exponential
exp(—t/rm), and the response to a general input ¢o(t) is

aw= " i

r—=1
éo(7) exp (—) — 9)

Ty o “Ton
Double input ports for @, and Q> are not conceptually nec-
essary, and a single port is sufficient to input the concentration
function ¢o(t), previously generated by a mixer of zero vol-
ume.

If the mixer is driven by two syringe pumps of volumes V,
and Vg, such that & arises from the expansion of these res-
ervoirs during pressure changes, then @, and @ are obtained
from equations of the form of Equation 4. Thus

(8)

@ =-kVy ?:l_f (10)
dP
Qo= —kaVy — = (11)

where k; and k. are the compressibilities of the two solvents,
and P is the pressure variation. Then from Equation 8, we
obtain,

k V1C2 k2V261 dp

% a =

vV

Figure 2. Model of a syringe pump

Q+Q;

Q. STIR BAR|

MAGNETIC
DRIVE
Figure 3. Model of a fluid mixer

Column. The pressure across the column varies because of
changes in flow rate and changes in concentration of the mixed
fluid passing through it.

P=Qf+c— QRa+ Qoft
aQ
The term Ry = BP/BQ is the differential column resistance.
R is the variation in column resistance due to changes in
concentration é. If R = Po/Q is the equilibrium column re-
sistance, we have from Equation 13

(13)

5 1 9P
R=Ro (=% §=Robé, b=
0 (Po aC)Q - Robé, b= (1/Py)dP/dc

(14)

The constant b is a critical parameter, since the fluid system
can be unstable if |b| > 1. The value of b depends on the op-
erating point on the curve of pressure vs. concentration.

In the glass bead columns used in the experimental part of
this work (Bio Glas-1500 A, 40-u particles), the resistance to
flow rate is constant, Rq = Ry, and we will assume that this
condition holds.

Equation 14 will be used when changes in ¢ are slow enough
in comparison to the void volume exchange time of the col-
umn, that ¢ is approximately uniform throughout the column.
In general it is necessary to assume that ¢ = ¢(t — x/v), where
v is the fluid velocity and x is a position along the length of the
column. If the column is homogenous, which we assume, then
b is constant along its length. Then the variation in column
resistance is given by

e e D)%

where ¢(t) is the concentration variation at the entrance to the
column, L is the column length, and . is the column void
volume exchange time.

If ¢ is a steady state oscillation represented by ¢ = exp jw(t
— x/v), then from Equation 15, we have

Robf c(r)— (15)

sin wro/2

wTe/2
We conclude that with steady-state oscillations, a distributed
column is equivalent to a point resistance with the following
properties. The resistor is located downstream from the col-
umn entrance by a time equal to 7./2, and the effective value
of b is reduced by the factor (sin wr./2)/w7./2). We note that
w/27 = 1/7. is the cutoff frequency for the column response
to variations in concentration.

R=Reb ( ) exp jolt — 7o/2) (16)
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Length of Tubing. We assume that as a circuit element a
length of tubing is represented by a simple delay time 7
equivalent to its volume exchange time. Thus if the concen-
tration entering the tube is exp jwt, the concentration leaving
is exp jw(t — 7¢). This assumption implies that plug flow ex-
ists in the tube.

The parameter ¢ is very useful in the interpretation of
experimental observations. However, some degree of laminar
flow must exist, depending on the tube diameter and wall
finish. In relation to the present subject, the concentration
transfer equations for 1 flow are so hat intractable
and, in any case, they do not seem to be necessary for inter-
pretation of the oscillations.

SYSTEM ANALYSIS

Pressure is uniform throughout the system preceding the
column, and it varies at the column according to Equation 13,
with R given by Equation 15. If ¢(¢) is the concentration
output of the mixer, and there is a delay time 79 between mixer
and column, then the concentration input to the column is c(t
— 7¢). Thus the pressure variation is given from Equations 13
and 15 by

P=QRa+Po [ ctr- nﬂ? an

Py = RoQo is the equilibrium condition, and we set R4 = Ro.
From Equations 10 and 11, we have

Q=QI+Q2=-(lel+k2v’l)% (18)

When Equation 18 goes into Equation 17, we recognize the
system time constant

T = Ro(k V) + kaVy) (19)

so the general form of Equation 17 is

dP t d
P=-T-+Pp j:_“c-(f—m)—' (20)

At the output of the mixer, é(t) is given by
dé ¢ ¢o
Sr—=20 21
dt tm Tm @h
and from Equations 12 and 19, we obtain
_ (k1V1C2 - kszcl) ld_f’
RV +kaV, Py dt

Equation 22 shows that expansion of the fluid in the reservoirs
produces no change in concentration if

k1Vico = koVocy (23)

This condition will stabilize the system against oscillations,
but it is too restrictive on the operating conditions to be of
practical use in chromatography.

If V5 = 0 in Equation 22, it reduces to a form representative
of the single reservoir system shown in Figure 1.
U @4

P, dt

We will use this form because, without loss of generality, c2
may also be employed to designate the general term,
k1Vica = kaVocy

R\Vi+ kaVa
Equations 20, 21, and 24 provide a complete system of equa-
tions which may be solved to obtain the transient response of
the system.

Analysis by Exponential Functions. We anticipate a
solution of the form exp (pt), where p = a + jw, with a being

o=

(22)

ca— (25)

the growth constant and w the angular fr y. Thus, the
previous variables are rep ted by a set of plex am-

plitudes s, ¢, and co, such that

= Re(seP!), &= Re(ce?!), éy= Re(coeP') (26)
The term Re means “real part of.” When Equations 26 are
substituted into Equations 20, 21, and 24, we obtain

0
s = =pTs + bce—P70 f epr A 27
~re e
c=—20 co= —copTs (28)
T pry 0 2P

When Equation 28 goes into Equation 27, we obtain an
equation which may be solved for p,

RN i (1 - e""=)
pT 1+prm \ pre

This general equation includes the mixer-to-column time
delay 7o, the mixer integration time 7., the column volume
exchange time 7., and the system time constant T'. Special
cases will now be examined.

General Solution to 1st Order in a. Equation 29 may be
rewritten

(29)

=+pra) (14 plT) % begeam (1—l7+“’=) a0

If we set p = jw and solve for w, we get the steady-state os-
cillation frequency together with the required value of bca
such that « = 0. To include the attenuation rate «, we expand
each p function in Equation 30 about p = jw to first order in
a. If for a = 0, each function is represented by an amplitude
and a phase, then a introduces a real expression which changes
the amplitude and an imaginary expression which ch the
phase. Thus, we obtain the following quantities.

Time delay:

e~Pr0 = (1 — arg)e/% (31)

where 0y = wro.

Mixer: Let A, = V1 + w?r2, tan 0, = wrpy, then

1+ prm=(Am + ary, cos O)
X expj (a,,. - sin o.,,) (32)
Reservoir: Let A, = V1 + 1/(w?T?), tan 6, = 1/ T, then
1 a cos 6, asin 6,
1+—= (A + -0, +
pT (‘4 T ) el ( *TA, ) 83)
Column: Let A = (sin 6./2)/(8./2), 8. = wt, then
—p Pt
= (Ac-Zsino2)
pTe w

. (=0, 0,
Xexpj (S + 2 - S22 m) (34)
2 w wA,
On substituting Equations 31-34 into Equation 30, it is re-
quired that the phases sum to give zero or a multiple of =, if
they are combined in the same exponent.

[)
n1r=00+5°+0m—9,

e (—rm sinfm  sinf 1  cos 0./2
An AT w Aw
wheren =0,1,2,3...
The a term in Equation 35 represents a small correction to
the steady-state phase condition. This correction is of no
particular interest. Taking a = 0, we write tan (6 + 6/2 — nx)

) (35)
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I'EXANEIIPA

Figure 4. Graphical solution for the osclllation frequency w, at a =
0

= tan (6, — 0), from Equation 35. Thus, the steady-state
frequency of oscillation is given by

(1/uT) — wryy
1+ /T

Equation 36 has an infinite number of solutions for «, and the
graphical solution is indicated in Fig. 4. The even-order roots,
n =0,2,4,...require that bc, be a negative quantity, whereas
the odd-order roots,n = 1,3, 5,.. . . require that bcs be positive,
as shown below. These two sets of solutions correspond to the
two types of solvent mixtures, e.g., hexane-isopropanol
(negative b) and water-methanol (positive b).

There are two special cases of interest, because these are the
oscillations which have been observed. These are the n = 0
(negative b) and n = 1 (positive ) modes. The n = 0 mode
gives very low frequency oscillations involving the system time
constant T. For wrg + wr/2 < 1 and 7,,/T « 1, Equation 36
gives the solution

1 12
“= (T(ro +Tm+ 7‘./2)) (87)

The n = 1 mode may be observed under the conditions w7 >
1, wrm < 1; such that from Equation 35

W(ro+ Tm+71/2) =7 (38)

tan (wrp + wre/2) = (36)

The period of oscillation, 2z/w, is equal to twice the net transit
time, 7o + 7m + 7./2, and the frequency is directly proportional
to flow rate. This condition provides a simple test of the os-
cillation mechanism.

When the phase sum in Equation 35 is satisfied, then
Equation 30 is real and the coefficient of b is negative or
positive depending on the total phase, nx. When the magni-
tudes of Equations 31-34 are multiplied in Equation 30, we
retain only 1st powers of a. This process yields the following
solution for a.

IbCzIAt - AmAr
sin 0¢/2>
w

a=
Am cos by

|bea] + TmAr cos 0y, + T

(mAc ¥+
(39)
Undamped oscillation exists when a = 0. Thus, the condi-
tion for stability is a« < 0, or
mAr V1 + &2 VI + 1?12
sin wr/2
wr/2

If the expected value of | bey| for different solvent systems
is known, then the parameters of the fluid circuit may be

bea| < 2mAr (40)

10,

8l T

6 Q'___ﬁ’ ~PT

s &n 0= 1+bey( -E2 )
T PTc

2 p=-<+JU

bc,

9 i ) 3 %

i

2 2Ty W

-3

-a|

-5

Figure 5. The phase angle w7, and attenuation per cycle for positive
b oscillations generated only by the column transit time 7.. n = 1

chosen to achieve stability. These parameters are wry, w7, and
WTe.

An effective method of quenching the n = 1 mode of oscil-
lation is to minimize the volume of the mixer and the con-
necting tube such that 7o + 7, < 7/2. Then Equation 38 gives
the frequency of oscillation by wr./2 = x. But then (sin
w7c/2)/(wr/2) = 0 and Equation 40 indicates stability for all
values of bco.

For negative values of bcs in the n = 0 mode, the frequency
will tend to be so low that (sin wre/2)/(wr/2) 2= 1. If 7y > 70
+ 7./2, then Equations 36 and 40 reduce to

1
VT,

This oscillation (as well as the previous one) is quenched
by increasing the volume of the mixer and reducing the volume
of the reservoir.

Exact Analysis of Column Oscillations for the n = 1
Mode, (positive b) and 7 = 7, = 0, T = =, The previous
analysis of column damping violates the assumption of small
a. An exact treatment is possible when the column is the only
frequency dependent circuit element.

The non-steady state behavior is given by solution of
Equation 29 with 7, = 7o = 0. In addition, we take T' = «, as
this is often a good approximation. Thus Equation 29 be-
comes

|bea| <1+ 7o/ T (41)

w=

0=1+b€‘g( (42)

1- e“"f)
prc
We multiply through by p7. and separate real and imaginary

parts of Equation 42.
0 = arc + bea(l — e~ cos wrc) (43)
0 = wre + bege~c sin wr, (44)

By inspection, a particular solution is w7, = 3x/2, bcy = —ar
= 1.3. We can expand Equations 43 and 44 about this solution,
such that wr. = 37/2 + 0, cos wr = 0, sin wr. = —1. We then
eliminate 6 between Equations 43 and 44 to obtain a quadratic
solution for bc; as a function of ar.. Given bcg and ar, we can
then calculate 6 and wr,. This solution is given in Figure 5.

As expected, damping is obtained for all values of bc,. As
be; exceeds the value 3, the damping per cycle becomes rather
small and approaches zero as be, — =. At bey =~ 2, the ringing
amplitude is reduced by a factor of e in each successive cycle,
and the damping is very rapid for smaller values of bco.

Especially if bc is not too large, the elimination of the
connecting volumes to make 7., , 7o =~ 0 is an effective way to
stabilize the system against n = 1 oscillations.

Analysis of Instabilities for n = 0 (negative bc;) and
Large Damping. For n = 0, the frequency is very low and a
useful approximation is that e=P70 = 1 — pro. We set pr. =~
0, and then Equation 30 yields the quadratic equation
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in which the mixer is connected directly to the column (1o = 0). n =
0

0= (1+ pr)(p + 1/T) + beap(1 — pro)

or

Pt = begro) + p (1 + ’?'“ 5 bcz) +1UT=0 @45)

Figure 6 gives the solution for 7o = 0, /T = 4, and also
gives the formulas for values of certain characteristic points
of the solution. Thus the region of undamped motion is de-
fined by bcy; < —(1 + 7,/T). For any given solvent system
characterized by a maximum negative value of bcs, the mixer
volume may be chosen to give a value of 7, such that the
transient motion of the system is damped.

In the non-oscillating regions, for bcp < —(1 + V7,,/T)? and
bey > —(1 = V7,/T)?, the motion is characterized by two time
constants, both positive or both negative, respectively. At b
= 0, these correspond to the time constants T and 7, of the
reservoir and the mixer. Experimentally it is the longest time
constant (smallest «) which is observed, and this leads to a
clear distinction in the behavior of negative b vs. positive b
systems. Beginning in a stable region (small value of bcs), as
the concentration ratio is changed to take bc, into an unstable
region, if bc, is going negative the observed time constant will
get shorter, whereas if bcs is going positive the time constant
will get longer.

Saturation Oscillations. For sufficiently negative values
of be,, Figure 6 indicates a nonoscillating motion of un-
bounded exponential growth, which is physically impossible.
This growth is limited by “saturation” which reduces the ef-
fective magnitude of bco. By setting 79 = 1y = 7. = 0, we
eliminate all phase shifts which dominate the previous anal-
yses and expose the exponential instability that occurs when
bey < —1.

In general, the equilibrium pressure is a nonlinear function
of concentration, and the concentration is a nonlinear function
of §. Thus Equations 13 and 18 should be written

L (Q)” Q__TdP 46)

Po w1 "\Q/ T Qo Po dt
where P, = R¢Qy is the equilibrium condition and the a,,’s are
constants. The term a, corresponds to 1 + bc in previous
notation. a» gives rise to a shift in average pressure and the
generation of second harmonics. a3 is important for saturation,
since the effective value of a,Q/Qq can be taken from the 1st
and 3rd terms in the summation.

(@u2[2@] @

If ag/a, is negative, the Q2 term in Equation 47 has a dc
component which reduces the effective value of a, as the

Colurmn: Bloglas I500A,40 micren dic.
24cmilong x2.2mm LD.
10 Flow Rate: 150mi/he.
B METHANOL
WATER
6 <bs2.4 N
\,e\
A 5246
o
10 20 30 40 50 60 70 80 90 100
% Me OH % MeOH
In water

Figure 7. Pressure vs. concentration CHzOH/H,0 at constant flow
rate

amplitude @ increases. The physical situation with respect
to HPLC has not been analyzed in detail. We find that the
solution of Equation 46 with a, negative and a3 positive gives
rise to oscillation with a sawtooth waveform, in which the
amplitude is proportional to (—a;3/a3)/2, and the period is
equal to 1.5a,T"

Experimentally, such oscillations would be most easily in-
vestigated by using a zero volume mixer, no time delay 7o, and
by replacing the column with a valve so that 7. = 0. Also, as
70+ 7 — 0 in the previous analysis, that solution must make
a smooth transition into the solution described here. This area
has not been experimentally investigated.

RESULTS

Water-Methanol Solvent System. Water-methanol
mixtures have been described by Hettinger, Pertuit, and
Munk, (1, 2). A t of normalized pressure vs.
concentration at constant flow rate is shown in Figure 7, which
is interpreted with the aid of Equation 14. The magnitude of
b in Equation 14 is maximum at the end points of the con-
centration scale. If ¢ measures the concentration of methanol,
then b = 1/Py(dP/dc) is maximum positive at ¢ = 0% and
maximum negative at ¢ = 100%. However, both ends represent
a positive b instability in the single reservoir representation
of Figure 1. This is because the coefficient which multiplies
b, represented by ¢, in Equation 25, changes sign in passing
from one end of the concentration scale to the other. In the
single reservoir model, the reservoir contains the minor fluid
component, and the sign of b is determined by the variation
of pressure with this minor component. The major fluid con-
centration is now designated by co, and it can be seen in the
term bc, that the instability is enhanced by working at ¢ ~
1. Thus, positive b oscillations are generated at 95% H,0-5%
MeOH or at 5% Ho0-95% MeOH.

Experiments were done with a Varian Model 8500 HPLC.
For V (H20) = 200 ml, V (MeOH) =~ 20 ml, @, = 100 ml/h, Py
= 200 atm, 7 ~ 1.5 min, 7,, = 0.24 min, and a fluid composi-
tion of 5% Ho0-95% MeOH, harmonic pressure oscillations
are generated with a period of about 3 min. The influence of
the system time constant, T =~ 2 min in Equation 6, is negli-
gible and Equation 38 for the n = 1 mode applies. The fre-
quency of this mode is accurately proportional to flow rate,
as predicted by Equation 38. When ¢, = ¢ (MeOH) is varied
in stepwise fashion from a stable region at 50% toward 100%
MeOH, the active time constant increases in approaching the
unstable region, according to the discussion of Figure 6.

Equation 38 for the frequency of oscillation was verified by
placing various lengths of tubing between the mixer and the
column, to get various values of 7o. The total delay time 7, =
70+ 7m + 7/2 from mixer to column was measured by intro-
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Flgure 8. Pressure vs. concentration of isopropyl alcohol in hexanes
and acetone, at constant flow rate
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ducing a step change in concentration, and noting the time for
this step to reach the column and change the pressure across
it. Taking w as the observed frequency, we obtained in all cases
the value w7, =~ 7, in agreement with Equation 38.

Theoretically a value b > 1 is necessary for undamped os-
cillation. Figure 7 shows that b values of 2.4 and 4.6 are
available at the ends of the scale. Thus, undamped and
growing oscillations can be obtained. The proposal to damp
these oscillations with 7o = 0, by connecting the mixer directly
to the column, as discussed in regard to Figure 5, was tested.
With a mixer of about 10~3 ml volume, no ringing could be
obtained (4).

Isopropanol-Hexane or Acetone Systems. Postive b
systems as described in the previous section apparently occur
only in water based mixtures in which there is a high degree
of molecular coordination. Isopropanol with acetone or hexane
forms a negative b system which is characteristic of non-as-
sociating (Kneser) liquids (5). In these systems, the viscosity
is always less than a linear extrapolation between the con-
centration end points. This behavior can be described as a
linear combination of viscosities which are themselves a
function of concentration.

Let ¢, be the concentration of one liquid with viscosity 7,1,
and c2 = 1 — ¢; be the concentration of the other liquid with
viscosity n22. We have found that the total viscosity n of a bi-
nary mixture of Kneser liquids is approximately described by
the following relations.

n=cim+com (48)
where
b6
m M M2 n2 7M21 N2
and 72 = 72; is the intermolecular viscosity of liquid No. 2
with respect to No. 1. Equations 49 are suggested by gas phase
viscosity relations. Equations 48 and 49 may be fitted to ex-
perimental data to yield a value of ;2. For example, the slope,
dn/dc; at ¢; = 0, is given by 512 — n3./n21. Given the value of
n22, the experimental slope determines ;2. This formulation
may be compared to the one by Herzfeld and Litovitz (5).

A ement of normalized pressure vs. flow rate for
hexane/isopropanol and acetone/isopropanol systems is shown
in Figure 8. Maximum negative b values of 1.6 and 2.9 are in-
dicated at 100% isopropanol. Weak oscillation may be ob-
tained with hexane, and stronger oscillation with acetone,
which has a higher b value. A period of oscillation in excess of
8 min was measured with the shortest possible delay time
between mixer and column. The frequency predicted by
Equation 37 seems to be roughly correct, although no detailed
verification was made.

L oL, ce (49)

As the transit time 7o + 7, + 7/2 is reduced towards zero,
the behavior of the n = 0 mode should pass progressively from
the oscillating condition expressed by Equation 37 to the
saturation oscillation described in the text. Further experi-
mental and theoretical work is warranted to describe this re-
gion of operation.

Higher Order Modes, n > 1. The preceding sections de-
scribe observation of the n = 1 and n = 0 modes of oscillation,
respectively. In principle, one could observe then = 0, 2, 4, 6,
... modes simultaneously, and the n = 1, 3, 5, 7, . .. modes
simultaneously. These higher order modes have not been seen,
and the reason is probably that the system picks that mode
with the highest gain and oscillates solely in that mode. The
higher order modes might be observable under brief, transient
conditions.

Examination of Equation 40 suggests that a higher odd-
order mode might be generated by minimizing the mixer
volume and increasing the transit time 7o to lower the fre-
quency. This will increase the threshold value of bc, through
the term 1/w2T2. At some point, the system will choose to re-
duce the threshold by jumping to a higher frequency at a
higher n value.

CONDITIONS FOR STABILITY

This text has shown that, under certain special conditions,
it is possible to obtain concentration oscillations in gradient
chromatography. Although observation of these oscillations
has been infrequent, it is worthwhile to have a system which
is stable under all conditions. Overall stability can be achieved
by the following means.

Use of a Constant Pressure Valve. This technique was
first suggested by M. Munk (2). If an automatic valve is in-
stalled at the outlet of a reservoir, such that the reservoir
pressure is held constant, then dP/dt = 0. This eliminates the
transient fluid flow described by Equation 4 and quenches all
oscillations. In addition, the use of a constant pressure valve
enhances the general performance of the system (6).

Elimination of C ing Volume between Mixer and
Column. As described in the text, if 7o = 0, then then =1
mode in the water-methanol system will not oscillate. This
plumbing configuration has improved the gradient perfor-
mance of the system (6).

Pressure Derivative Feedback. Equation 40 shows that
the system may always be stabilized by reducing the reservoir
time constant 7. One method would be to reduce the reservoir
volume. Another method is to feed back to the reservoir pis-
ton, a velocity which is proportional to both the pressure de-
rivative dP/dt and the reservoir volume V. In the right pro-
portion, this will introduce a transient flow which will cancel
the pressure generated transient flow in Equation 4. Complete
cancellation cannot be achieved because it is impossible to
measure the instant value of dP/dt. Some measuring time
delay 7. is required, in which case the minimum achievable
reservoir time constant is about v Tr,. This still allows a
significant reduction. It can be shown that this method is
equivalent to a reduction in the fluid compressibility.

Increase in Mixer Volume. Equation 40 also shows that
the system may be stabilized by increasing the mixer volume.
This technique is less desirable than the others because it
tends to introduce an unacceptable time lag between the
gradient program as delivered by the pumps and the gradient
program as received by the column.
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Liquid Chromatographic Identification of Oils by Separation of
the Methanol Extractable Fraction

W. A. Saner,"* G. E. Fitzgerald, and J. P. Welsh

U.S. Coast Guard Research and Development Center, Avery Point, Groton, Conn. 06340

A liquid chromatographic oil spill Idenlmcatlon technique
employing dual ultraviolet d ion was loped. The
methanol-extractable fraction was removed from the oil
samples and separated on a reverse-phase column using a
water/methanol gradient. Ratios of the peak heights of two
closely eluting bands (a = 1.01; detector A = 254 nm), com-
mon to all oils studied, were reproducible to within +3.0%.
This ratio was used for screening improbable oll spill source
samples. A serles of intra-chromatographic peak-height ratios
was then used to define a “‘fingerprint” region (detector A\ =
210 nm). The spill chromatogram was used as a standard to

which all suspects were pared for ing purposes. This
tching t q h d that, as an oll weathered, the
standard error of the standard de bet any two

S

chromatograms ( ed and thered) Increased
proportionately to exposure time. This permitted the calculation
of an estimated time of spillage (+8 h) based on the linear
increase of the standard error with time, for nine of the eleven
oils tested.

The potential of separating high molecular weight com-
pounds, which are presumably more resistant to weathering
than more volatile compounds separable by gas chromatog-
raphy, has made liquid chromatography a powerful comple-
mentary technique to an oil spill source identification system
(1,2).

Carmin and Raymond (3) traced the historical development
and increasing use of chromatography in the petroleum in-
dustry. Oil analysis employing liquid chromatography has
primarily involved gel-permeation and straight-phase systems
(4-9). These separations, however, were generally applied to
classify oils by type or for class composition analysis of major
petroleum components. Applications of reverse-phase liquid
chromatography for separation of polyaromatics present in
oils has been demonstrated (10, 11). Other reverse-phase
separations of aromatics have been restricted to automobile
exhaust condensates and air pollution samples (12, 13).
Frankenfeld and Schulz (14) reported the solvent extraction
of petroleum with acetonitrile followed by reverse-phase liquid
chromatography of the solvent extract. Schulz (15) also re-
ported the effect of weathering on the reverse-phase liquid
chromatograms of extracted oils. Jadamec, Saner, and Porro
(16) reported the use of methanol for extracting petroleum;
the solvent extracts were chromatographed on a reverse-phase
column followed by fluorescence spectroscopic identification
of some major peaks. The methanol-extractables from the API

(American Petroleum Institute) No. 2 fuel oil standard in-
cluded two and three fused-ring aromatics (naphthalene, 2-
methylnaphthalene and fluorene were identified). In addition,
many peaks possessed comparable fluorescence emission
spectra very similar to carbazole. Drushel and Sommers (17)
have demonstrated the presence of carbazoles, quinolines, and
indoles, using GLC in a light catalytic-cycle oil. McKay and
Latham (18) have identified carbazole and benzocarbazoles
present in the 400-500 °C distillates of Wilmington, Calif., and
Wasson, Texas, crude oils by employing thin-layer, gel per-
meation, and anion-exchange chromatography. The present
study was undertaken to evaluate the ability of reverse-phase
liquid chromatography to separate the methanol-extractable
aromatics from petroleum oils and to evaluate the specificity
of this oil fraction for “fingerprinting” spills. Although it was
realized that heterocyclic aromatics in general have some
solubility in water, and could diffuse into the aqueous layer
from an oil spill on water (19, 20) this condition was not found
to be serious.

EXPERIMENTAL

Apparatus. A Perkin-Elmer Model 1220 high pressure liquid
chromatograph with two screw-driven piston pumps capable of 3000
psi solvent delivery was interfaced with a Perkin-Elmer Model 250
Ultraviolet Absorption Detector and a Coleman Model 55 UV-Vis
Digital Spectrophotometer (variable wavelength). The methanol-
soluble fractions from petroleum oils were chromatographed using
gradient elution on two 0.64 X 30 cm columns packed with Waters
Associates u Bondapack C,g. This column packing has a monomole-
cular layer of octadecyltrichlorosilane chemically bonded to small
diameter (21) (<10 um) silica particles. The columns were connected
by reducing end fittings ining a 5-um stainl teel frit and were
maintained isothermally in an air bath at 60 % 0.1 °C. Column effluent
was monitored at 254 nm in a 12-ul cell. The detector signal (linear
from 0.01 to 0.5 absorbance units full scale) was recorded on a Per-
kin-Elmer Model 56 recorder. After passing through this uv photo-
metric cell, the column effluent was then transferred via 0.015-in. i.d.
stainless-steel tubing to a Coleman Model 55 Spectrophotometer; its
8-ul photometric cell was monitored at 210 nm and recorded on a
Perkin-Elmer Model 56 recorder.

Procedure. A solution of degassed spectroquality methanol (MCB
MX475) and distilled water was used as the gradient-elution mobile
phase programmed for a linear 1% per minute increase in methanol
concentration from a starting mixture of 50/50 (v/v) methanol/water
taken to 100% methanol (50-min gradient time). A 1400-psi head was
developed at a flow rate of 1.5 ml/min. The oil samples were dried with
calcium sulfate. Methanol-extractables were r d from the oil
by a liquid-liquid extraction using acidified methanol (0.4% acetic
acid/methanol by volume). The ratio of oil sample volume to ex-
tracting solution volume was umty The oil-methanol mixture was
shaken on a vortex mixer for 1 min, then oenmfuged at 1000 RCF for
10 min. The methanol phase was d and i
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Figure 2. Replicate chromatograms of the American Petroleum Institute
No. 2 fuel oil

saturation was achieved by ion of the methanolic
extract at 60 °C to the point where visible oil dmplem precipitated.
Four microliters of the sample was stop-flow injected t:hfough septum

using a 5-ul side port Auto Sampler Syringe (P!
Corp.).
Column Efﬁciancy Flg\ue 1 shows the isocratic (nongradient)
of b and using 50/50 methanol/water

(v/v) as the carrier at 1.5 ml/min flow rate. Utilizing the benzene peak,
a value to 3600 plates was calculated representing HETP, H (cm) of
0.0167. The basic separation mode by this particular column packing
is reverse-phase liquid-liquid (RPLL) (22).

Reproducibility. Figure 2 shows replicate chromatograms (254-nm
uv absorption) of the API No. 2 fuel oil dard, utilizing
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f
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T
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Figure 3. Chromatograms of two No. 8 fuel olls refined from the same
feedstock

Table I. Reproducibility of Retention Times (Minutes) of
Major Peaks on Replicate Chromatograms of the American
Petroleum Institute No. 2 Fuel Oil Standard

Chromatogram Peak 1 Peak 2 Peak 3 Peak 4 Peak$5

A 27.9 29.4 320 35.7 39.2

B 28.2 296 32.0 36.0 39.6
Mean 28.05 29.5 32.0 35.85 39.35
Maximum deviation 0.5% 0.3% 0% 0.4% 0.4%

from mean (%)

Table II. Repeatability of Peak Height Ratios of the
t = 34-Minute Doublet for Replicate Injections with No
Weathering Differences

elution. Retention times for the five major peaks indicated in Figure
2 are listed in Table L. The variability of retention times of these du-
plicate runs is about £0.5%. The major contributing factors to cause
this variability were the precision of solvent delivery by the dual pump
system (1% of the indicated flow rate), and, of lesser importance,
the precision of the air bath temperature (+0.1 °C). A difference of
1% in flow rates between replicate chromatograms has significant
effect on retention volumes, particularly for peaks eluting after sub-
stantial time frames.

(8/%)
X 100,
254 ratios Std dev  %rel
x (S) std dev
API No. 2
fuel oil 0.83 0.89 0.86 0.04 4.7
Trinidad
fuel oil 1.08 1.07 1.06 1.07 0.01 1.3
Italy
fuel oil 1.28 1.33 1.31 0.03 2.4
Italy
fuel oil 1.15 110 1.125 0.035 3.1
Finland
“fueloil 0.83 0.84 0.835 0.007 0.8
v
fuel oil 119 118 1185 0.007 0.6
Venezuela
fuel oil 0.83 0.84 0.835 0.007 0.8
No. &
fuel oil 0.96 0.98 0.97 0.014 1.4
Diesel oil 119 1.20 1.196 0.007 0.6
No. 2
fuel oil 114 117 1.166 0.02 1.7
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Table III. Repeatability of Peak Height Ratios of the ¢ =~ 34-Minute D

blet for Repli Injections with Weathering

Differences
254 Ratios
Increasing weathering time — % Rel
el
Oil sample number Unweathered Std dev std dev
1. Massachusetts (Spill) 1.324 1.3049 0.014 11
(28 May) (29 May)
2. New Hampshire (Spill) 1.32a 1.3449 1.294a 0.025 1.9
(21 May) (22 May) (23 May) 0% -
3. Artificially weathered 1.42 1.39b6 1.43% 0.021 15
— —_ (4 h)b (72 h) : :
4. Artificially weathere 181 1.24 1.22a
(96 h) (96 h) 0.015 1.2
6. Artificially weathered 1.09 1.126 0.019 1.9
(36 h) . .
6. Artificially weathered 1.18 1.202
(@0 h) 0.014 1.2
7. Artificially weathered 1.10 1.11% 0.007 0.6
(24 h) : :
8. Artificially weathered 1.09 1.08%
(24 h) 0.007 0.7
9. Artificially weathered 0.95 0.98% 0.02 2.9
(70 h) ' .
10. Artificially weathered 1.18 1.200 0.014 1.2
(48 h) i :
11. Artificially weathered 1.18 1.14%
(48 h) 0.028 2.4

@ Weathering substrate = sand. » Weathering substrate = salt water.

Baseline drift is evident in these chromatograms. Although spec-
troquality methanol was used throughout, some absorption in the uv
was demonstrated due to impurities. The increasing methanol con-
centration in the eluting solvent as the gradient proceeded caused an
increasing uv absorption.

RESULTS

Distinguishing Oils: Comparing Peak Height Ratios
of a t = 34 Min Doublet (254-nm uv Detection). The liquid
chromatograms of two No. 6 fuel oils are shown in Figure 3.
Both of these residual oils were manufactured by Gulf Oil from
the same Caribbean crude feedstock. The resulting 254-nm
chromatograms are very similar. However, the peak-height
reversal of the two closely eluting bands at about ¢ = 34 min
is readily apparent. The separation factor (a) for these par-
ticular peaks is 1.01. Although this value is low, meaningful
resolution of peaks eluting with an « value as low as 1.05 has
been reported (23). (No attempt was made to compare directly
the peak heights of the ¢t = 34 doublet interchromatographi-
cally since a relatively large quantitative error is introduced
with peak height measurements by incomplete peak separa-
tion, Rs < 1.)

Baseline drift was compensated by interpolating the
baseline between the start and finish of both peaks, considered
collectively, as shown by the dashed line in Figure 3. Peak
height, rather than peak area was used because the height
measurement is both intrinsically simpler and more accurate
when resolution (Rs) is low. The reason for this is that peak
heights are much less affected by neighboring, overlapping
peaks than are peak areas (24). Furthermore, regardless of the
resolution between peaks, Janik (25) has shown that for
quantitative GC analysis, the variance for peak heights mea-
sured with a ruler and peak areas measured with an electronic
integrator are of the same order. The peak height measure-
ments provide ratios of 0.97 and 1.13 for the chromatograms
shown in Figure 3.

In order to determine both the range of this ratio for dif-
ferent oils and to estimate the precision of this calculation, ten
different oils were extracted and chromatographed. Three oils
were weathered before chromatographing. The remaining
seven oils were all unweathered. All replicates, regardless of

weathering history, were taken from the same methanolic oil
extracts. In this way, this set of experiments tested the pre-
cision of the instrumentation (and of septum injections by
hand) in reproducing the 254-nm ratio for oils with no
weathering differences (AT = 0). Table II lists these data.
Examination of the range in the ratio shows a low of 0.83 and
a high of 1.33. The relative standard deviations (Pearson’s
coefficient of variation) for the ratios range from 0.6 to 4.7%.
The median relative standard deviation is 1.35%: two times
the median standard deviation (2.7 =~ 3%) was taken as the
allowable error for the ratio. Because of both the limited range
of the ratio and the limits of its reproducibility (+3%) much
overlap between oils occurs. In fact, duplication of a ratio
(0.83-0.84) occurred for two distinct fuel oils manufactured
from Venezuelan and Finnish Crude feedstocks. It became
apparent that the ratio could, at best, only be used as a pri-
mary screening technique, since it lacked sufficient specificity
for oil spill identification.

Effect of Weathering on Peak Height Doublet Ratios
(254-nm uv Detection). Although loss of the 34-min doublet
peak was noticed with increasing weathering time, if the peaks
decreased proportionally then the ratio of their heights should
remain constant to provide a suitable mathematical descrip-
tion of an oil for screening purposes.

In order to determine weathering effects on the ratio, a
second series of chromatograms was studied (Table III).
Various types of oils were used, i.e., crude, No. 6 fuel oil, No.
5 and No. 4 fuel oil, No. 2 fuel oil, and diesel oil. The oils were
weathered outside in open containers on the rooftop of a
one-story building during the months of May, June, and July.
Because past experience demonstrated that 95% of all sig-
nificant oil spills were detected and sampled within 48 h of the
spill time, weathering exposure was limited to four days or
less.

Admadjian et al. (26) found that natural weathering con-
ditions can be closely simulated by weathering oils in con-
tainers on land; generally high water temperatures reached
in the rooftop containers were found to cause accelerated oil
weathering, regardless of the oil type. Furthermore, Brown
et al. (27) have observed that the greatest change in the in-
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Figure 4. Chromatogram of a No. 4 fuel oil

frared spectrum of an oil takes place during the first two days
of weathering.

The present study corresponds to accelerated weathering
conditions which would hardiy be commonplace for most real
world spill situations. The acceleration of weathering by the
rooftop simulated weathering procedure has been estimated
to proceed at five to ten times the rate of natural weathering
in real world spill situations (28). As a result, the oils weath-
ered four days in the present study could represent oils
weathered between 20 and 40 days under more natural con-
ditions.

Examination of Table III shows that there were no signifi-
cant changes in the ratios for any of the in-house weathered
oils regardless of whether sand or water substrates were used
for weathering. Furthermore, no significant changes were
detected in the ratios for any of the real world oil spill samples.
An error of 2.4% relative standard deviation was the maximum
ratio difference for all in-house weathered oils. This repre-
sented the standard deviation for the ratio of a No. 2 fuel oil
weathered on water for 48 h vs. the unweathered oil. Fur-
thermore, the M husetts spill showed only a 1.1% stan-
dard deviation between samples weathered for x and x + 24
h. The New Hampshire spill demonstrated a 1.9% standard
deviation for the ratios among samples weathered y, y + 24
h,andy +48h.

The median relative standard deviation of 1.20% for these
eleven weathered oil ratios compares closely with the median
value of 1.35% relative standard deviation for ten unweathered
oil ratios (Table II). Any real differences in the ratios caused
by disproportionate losses of one peak relative to the other
were within the reproducibility limits for the ratio itself ir-
respective of the weathering variable. Therefore, any changes
in the ratios caused by weathering are less than 3% related to
the original unweathered oil. Even though this ratio demon-
strated stability through weathering, it could only be used to
indicate possible matches between spill and source oil sam-
ples.

Matching Oils: Serial Ratioing of Peaks Eluting be-
tween 25 and 40 Min (210-nm uv Detection). In an effort
to expand the capability of this liquid chromatographic
technique for also assigning oil spill matches, a variable
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Figure 5. Chromatogram of diesel oil

wavelength uv detector monitoring column effluent at 210 nm,
was added behind the 254-nm uv detector. Figure 4 shows the
chromatograms of a No. 4 fuel oil using both 254-nm and
210-nm uv detection. From inspection, it is apparent that for
some regions of the chromatogram, particularly for those
peaks eluting between 25 and 40 min, the 210-nm absorption
trace showed an increased number of bands. In addition,
Figure 5 shows the chromatogram of a diesel oil using dual uv
detection. Those peaks absorbing at 210 nm which eluted
between approximately 25 and 40 min seem characteristic for
the oil. The 0- to 25-min regions of the chromatograms were
found to be grossly affected by weathering. For these above-
mentioned reasons, only those peaks which eluted between
25 and 40 min were investigated further for the purpose of
matching oils statistically.

Peak heights were utilized rather than peak areas due to the
incomplete separation of bands in the 25- to 40-min elution
range. Since the peak separation, however, throughout this
entire region is marginal at best, rather than direct inter-
chromatographic peak height comparisons for all bands, a
series of intrachromatographic ratios was generated for each
chromatogram by ratioing the first peak to the second, second
to the third, third to the fourth, etc. [i.e.,n/(n + 1), (n + 1)/(n
+2), (n + 2)/(n + 3)] for these peaks (i.e., those peaks within
the 25-40 min range, eluting after the major naphthalene
peaks). Only those peaks with both a positive and a negative
slope and with a minimum peak height of 5 mm were consid-
ered. In this way, each 210-nm chromatogram was reduced to
an ordered set of ratios which served as a numerical descrip-
tion of each oil. It was realized that substantial errors in
peak-height measurements were possible due to the fact that
small “rider” peaks present on larger peaks cause displace-
ment of the true band centers of these smaller peaks. However,
if the chromatograms displayed constant repeatable peak
center displacements, then the error introduced into the peak
height measurement would be lessened. In addition, the ra-
tioing of directly adjacent peaks served to lessen further the
peak height error caused by band center displacement for
incompletely separated peaks. For instance, any two adjacent
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Table IV. Ratio Series for Replicate Chromatograms
of a No. 2 Fuel Oil

Original run Replicate run
113 1.39
2.67 2.57
0.07 0.07
0.99 1.01
2.94 2.88
0.93 0.87
0.76 0.75
1.07 1.07
3.31 3.39
0.83 0.84
116 0.94

peaks, eluting on either the front or back side of a larger peak,
display band center displacements in the same direction. Since
the resulting peak-height measurements would be overesti-
mates, then a series of ratios using adjacent peaks would tend
to minimize this error. Last, since the detector response is
variable for different compounds, the ratioing of even adjacent
peaks in a chromatogram is in no way a direct measurement
of the quantitative relationship of these peaks since their
molar absorptivities at 210 nm are unknown and probably
different. Rather, the above method of reducing a chro-
matogram to a set of numbers was envisioned simply as a
possible means of reducing chromatographic data in order to
compare two oils objectively for matching purposes. As such,
the 2540 min elution range of the spill oil chromatogram was
used to establish a typical profile as a standard.

It was realized that in order to study the reproducibility of
this series of ratios for a particular oil, it would be necessary
to study the reproducibility of each individual ratio in the
series. Bi any one oil g ted b 10 and 15 peaks
which eluted between 25 and 40 min, this alternative meant
studying the reproducibility of between 9 and 14 ratios per oil.
Instead all ratios in the series were considered collectively by
a statistical method.

Statistical Method of Comparing of Any Two Ratio
Series (210-nm uv Detectlon) This method compares any
two chr ams and a numerical degree of
“match”. This method can be dxrectly applied to ascertaining
the proximity of a spill sample/suspect sample pair for
matching purposes. The procedure involves: 1) Computation
of the standard error of the standard deviations of the serial
ratios (collectively considered) for any two oils, and 2) com-
putation of the correlation coefficient between the individual
ratios of the two oils.

For any two chromatograms (X and Y) the correlation
coefficient (29) (r) was calculated from the formula:

nZxy — ZxlZy
XY T T
nZx? - (Zx)?[nZyZ - (Zy)

where chromatogram X produces an ordered set of x’s (in-
trachromatogram peak height ratios = n) and chromatogram
Y produces an ordered set of y’s (intrachromatogram peak
height ratios = n). The correlation coefficient is then used to
test the hypothesis that the serial ratios of the X chromato-
gram and the Y chromatogram are not significantly differ-
ent:

(1)

= \/pr2 + SW2 - ”XYSOXSW (2)

where Syy = standard error of chromatogram X, Sgy = stan-
dard error of chromatogram Y, and rxy = coefficient.of cor-
relation between X and Y.

The standard error, S, (for the separate sets of serial ratios),
was calculated from:
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Figure 6. Replicate chromatograms of a No. 2 fuel oil

Sp= 3)
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where x, represents the individual ratios in the series for peaks
eluting after napthalenes and between 25 and 40 min.

Figure 6 shows replicate chromatograms of a No. 2 fuel oil
indicating those peaks meeting the above-mentioned criteria
within the 2540 min elution range, and baseline interpolation.
Table IV lists the two ratio series for these particular chro-
matograms. The two series yielded a correlation coefficient
of (r = 0.994). The test of the standard errors of the standard
deviations, Sp, was 0.10. Furthermore, a replicated diesel oil
Sp value of 0.09 compared closely with the Sp of 0.10 calcu-
lated for replicate chromatograms of a second No. 2 fuel oil.
The individual standard deviations, r values, and Sp values
are summarized in Table V. These results indicated that
minor differences existed between duplicate runs of the same
oil. These differences, however, were consistent. A perfect
match indicating no differences would, of course, be zero. The
calculated value of 0.10 + 0.01, then, is a measure of the in-
strumental precision. This value was accepted as the numer-
ical definition of a match between two oils with no weathering
differences.

In-House Oil Spill Testing. The effect of weathering on
the Sp values was studied by a set of in-house oil spill identi-
fication tests developed by an independent team. These tests
consisted of weathering the “spill” oil sample from 24 to 96
h on both salt water and sand. All suspect sources provided
were unweathered. Various oils, No. 2, No. 4, No. 5, and No.
6 fuel oils in addition to crude and diesel oils were used. The
oils were weathered in containers on the rooftop of a one-story
building, explained previously. In any one test, the same type
of suspect oil and spill oil was supplied. In addition, the source
samples were chosen on the basis of physical and chemical
similarities (i.e., flash point, percent sulfur, viscosity, insol-
ubles, asphalt content) to the spill sample. Last, the majority
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Table V. Standard Deviltions (Se ), Coefficients of Correlation (r), and Standard Errors of the Standard Deviations (Sp)
lculated from Replicat
No. 2 Fuel 0|l (A) Diesel Oil No. 2 Fuel Oil (B)
Unicate Duplicate Umcate Duphcate Unicate Duplicate
(Sg) 0.70 0.69 f 1.36 1.46
(r) 0.994 0. 998 0. 9995
(Sp) O.IIO 009 0.10

i’

J

i

|

| |
RATIO = 0000/

n 1 SUSPECT

O SPILL

Figure 7. Comparison of the 254-nm doublet ratios for seven in-house
oil spill tests

of suspect sources provided in any particular spill test was
from the same processor.

In the application of the ratio series for differentiating oils,
the spill samples provided were used as comparison standards
and only those suspects having a 254-nm doublet ratio within
+3% of the spill sample were considered for ratio series com-
parisons. In this way, the 254 detection served as a means of
screening out improbable source samples. However, since
qualitative differences between spill and suspect chromato-
grams in the 25- to 40-min region of the 210-nm chromatogram
occurred fi ly, the spill le was arbitrarily made the
standard for comparison. Only corresponding peaks common
to both spill and suspect were used for the ratioing and cal-
culation of r and Sp. Extraneous peaks existing in the 25-40
min elution range of the suspects were ignored in calculating
the series of ratios for that suspect if no such peak existed in
the spill chromatogram because these could be attributed to
losses as the result of weathering. In this way, zero values were
not included in the series of ratios for any of the spill or suspect
oils. Where more than one spill sample was provided in the
same spill test, each was considered as a distinct oil and used
separately as standards for comparison to the suspect samples
or remaining spill samples.

Figure 7 plots the 2564-nm doublet ratios for the spill and
suspect samples for the seven in-house oil spill tests. Any
suspect oil whose 254-nm peak ratio overlapped the spill ratio
is considered a potential match to be further evaluated by

Table VI. Paired Comparisons (Sp) for Spill Cases
with Two Spill Samples

spill/ Spill /suspect
Spill sample spill 1 2 3 4 5

Test 1

From water 0.10 0.21 2,07 Xa

From sand 0.10 0.21 208 Xa
Test 2

From water 0.51 Xa Xa Xa 0.56

From sand 0.50 0.58 4.86 Xa 0.10
Test 4

From water (A) 0.42 049 0.14 039 0.28 Xa

From water (B) 0.35 0.14 037 0.50 0.49 Xa@

@ Screened out as possible spill match on basis of 254-nm
doublet ratio.

spill test was 20%, while, in two cases, the 254 ratio screened
out 50% of the suspects.

Three of the'in-house spill tests provided more than one
spill sample; i.e., Tests 1, 2, and 4. Tests 1 and 2 each provided
two spill samples, one on salt water and one on sand. Test 4
provided two spill samples, both of which were on salt-
water.

Table VI shows the results of the Sp, calculations for these
multiple spills and the potential matches for them. The Sp
value of 0.10 between the spill on water and the spill on sand
for Test 1 indicates that these two samples were the same oil,
with no determinate weathering differences during 96 h of
exposure. Using either spill sample as the standard for com-
parison, the table also shows the suspect sample with the least
difference to the spill sample (Sp = 0.21) is Suspect 1. This
suspect was, in fact, the source of the spills.

On the other hand, the Sp, calculations between the two spill
samples for Test 4 (0.42 and 0.35) indicated that they were
either different oils, or the same oil with weathering differ-
ences present. Additionally, the minimal Sp, value for the
comparison of Spill 1 to all probable suspects is 0.14, indi-
cating a match to Suspect 2. Similarly, Spill 2 vs. Suspect 1
produced a minimal Sp value of 0.14. The conclusions,
therefore, were that the spill samples (1 and 2) consisted of
different oils which matched Suspect 2 and Suspect 1, re-
spectively.

Oil spill Test 2 (consisting of No. 6 fuel oils) also provided
two spill samples, one on sand, another on salt water. The Sp
value for these was large. The splll on sand vs. Suspect 4 SD
value of 0.10 was the minimal value possible for repli
chr ams of the same oil with no weat.henng differences.

means of the 210-nm peak ratio series. Conversely, any 1

The c were that the spill samples consisted of dif-

whose ratio did not meet these requirements was considered -

a definite mismatch and was not evaluated further. It is ob-
vious that the ratios plotted in Figure 7 are clustered closely
to the spill samples for each test. Nevertheless, the minimum
percentage of suspects which were eliminated in any one oil

ferent oils, and only the spill on sand was identical to Suspect
4. These results, however, were incorrect, probably due to
contamination. Suspect 4 had been used to generate both spill
samples. Table VII lists the Sp values for the remaining spill
tests which provided one spill sample each (on salt water). In
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in-house oil spill identification tests

each of these tests, the minimal Sp value predicted the correct
match between spill and source. Table VII, however, shows
that for Test 7, two source suspects (1 and 3 with comparable
Sp values of 0.24) are equally good matches for the spill.
Furthermore, the Sp value for Suspect 1 vs. Suspect 3 was
0.20. The Sp value for the same oil, with no weathering dif-
ferences between replicates, is 0.10 % 0.01. The observed value
of 0.20 for suspect samples 1 and 3 could possibly represent
differences in handling these two oil samples over 1% years.
(Suspects 1 and 3 were the same oil, stored in different, but
identical containers.)

These oil spill tests provided a total of 47 possible spill/
sample correlations; 33 negative correlations (spill and spill
or spill and suspect do not match) and 14 positive correlations
(spill and spill or spill and suspect match). By employing both
the 254-nm doublet ratio to screen improbable matches and
the 210-nm ratio series to assign numerical differences be-
tween chromatograms, a total of 12 correct positive correla-
tions and 33 correct negative correlations between oils was
made. This is equivalent to 0.957 (45/47) probability for cor-
rectly matching oils. However, since this procedure is based
on a “best fit” method, that is, one which “matches” a spill to
whatever suspect happens to show the least difference to the
spill (minimal Sp), it would be highly dependent on complete
sampling of all possible pollution sources in real world
cases.

Because all real world spill cases do not include all possible
sources, it becomes necessary to assign a maximum limit to
the value of Sp for defining a suspect/spill match. The Sp
values from the seven oil spill tests are plotted in Figure 8. All
correct positive correlations between spill and source (solid
dots) are either equal to or less than 0.24. However, since the
Sp value for any two ch is reproducible to +0.01
(a fact due primarily to errors in hand measurement of peak
heights), the recognition of a “gray area” (0.24 % 0.01) is
necessary. For any oil spill sampled within 96 h of spillage, an
Sp value < 0.22 will define a match, while an Sp value > 0.26
will define a mismatch.

TWO PONTS

ms:— surmmu
) Ywurowvl
i NOTE: PONT SPREAD OF + .01 OF S0 VALUES ARE CUE
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Figure 9. Best fit curve defining increasing Sp with time

Table VII. Paired Comparisons (Sp) for Spill Cases
with One Spill Sample

spill on Spill /suspect
water test 1 2 3 4 5
3 0.15 0.24 Xa Xa
5 0.25 0.19 Xa 0.75 Xa
6 0.17 1.58 1.44 Xa
7 0.240 Xa 0.24b 0.39 Xa

4 Screened out as possible spill match on basis of 254-nm
doublet ratio. ? Suspect 1 vs. Suspect 3, Sp value = 0.20.

Figure 8 shows that for Spills 3 and 5, one nonmatching
suspect falls within the inconclusive Sp, range, for each. Fur-
thermore, two matching suspects (later shown to be the same
oil, Sp = 0.20) for Spill 7 also fall in this Sp range. For this
reason, the range 0.22 < Sp < 0.26 is defined as inconclusive
for spill matching purposes. Utilizing this inconclusive range
as the border between a match (Sp < 0.22) an nonmatch (Sp
> 0.26), then of a possible eight unique positive correlations,
seven clearly fall within the match range for Sp; one, Test 7,
falls within the inconclusive range. This is equivalent to a
0.875 probability of correctly matching oils based solely on the
numerical value of Sp.

Figure 9 plots the Sp values of spill sample vs. matching
suspect for each of the seven oil spill tests, using the best fit
curve for defining the increase in Sp with time for different
oil types. Only the spill on sand vs. matching suspect for oil
spill Test 2 was used, since the spill on water was suspected
of having been contaminated during the course of weathering.
(See Table VI.) A value of 0.10 was taken as the minimal Sp
defining the reproducibility between chromatograms of the
same oil with no weathering differences. (See Table V.)

A range of +£0.01 has been indicated for each data point
established for the precision of the Sp cal ion. This curve
shows that as weathering exposure time increases, the Sp
value for comparing the same oil unweathered vs. weathered
also increases. A limit of the 96 h maximum exposure time is
indicated in order that a weathered oil and its unweathered
source may be “matched” (Sp < 0.22). The equation

y =0.5x + 10 (5)

defines this best-fit line. Correcting for differences in the
scales of x and y, this equation becomes

y!=(1.25%1073) x! + 0.1 (6)

where y! = Sp, and x! = exposure time in h.
Solving for x! and substituting Sp, for y!,

Exposure time (in h) = LS—D——IO';;—XIOS 7

Because of the +0.01 precision limit for Sp, the calculated
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values for x! are within £8 h. Consequently, for an unknown
oil spill sampled within 4 days of spillage, the Sp value can,
alone, establish the identity of the spill. However, the calcu-
lation of x! will additionally assign an approximate time of
spillage. This information can be very useful as corroborative
evidence where a “passing ship in the night” is identified as
the spill source and yet is 4 days’ steaming time distant from
the actual spill site. Additionally, as was pointed out above,
the artificial weathering scheme used to produce “weather
oils for this set of in-house tests has been known to cause
greatly accelerated weathering of oils compared to actual real
world weathering situations. Consequently, the 96-h time limit
imposed on the weathering framework in order that Sp values
remain less than 0.22 is a significant underestimate for real
world weathering situations.

Environmental parameters in real world situations are
unique; as such, the weathering of spilled oils will proceed at
various rates for different locations and for different times of
the year. This problem will be addressed in future work.
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Determination of the Specific Surface of Adsorbents by the

Dynamic Adsorption Method

1 hiat.

a-Trz

Henryk Golka and Bogusl. J
ty of W . Wroclaw, Poland

P of C ', Unil

Logarithmic equations were derlved lor the adsorbate distri-
bution g the sequential ples in a col

during the dynamlc adsorption from the flowing mixture of
cunlor gas and benzene. To check the equations, a series of
on several Alzo;. samples

wevecanlodout.lthuboenloundthauhe‘ i

ska’

adsorption measurements of benzene on adsorbents of known
surface were carried out at dynamic conditions.

EXPERIMENTAL

‘The measurements were carried out on the apparatus shown in
Figure 1. Its most important element consists of a multisectional,

operly describe tho adsorption course and that the speclllc
of les determined by them are iden-

tical to those d I;y other

Studies on the adsorption of volatile compounds of rhen-
ium, molybdenum, and selenium (I, 2) require a special
method for analysis of the adsorbate distribution along the
adsorbent packed in a col b of the specific condi-
tions such as high temperature, adsorption at dynamic con-
ditions, and unusually long retention times. Theoretically
derived equations for the distribution of an adsorbate on an
adsorbent allowed: a) the determination of the specific surface
of solids and b) calculation of the di ions of adsorption
col at a fixed efficiency.

In order to check the accuracy of the derived equations,

di able adsorption col (8, Figure 1). At first, samples of
studied adsorbents(0.02-0.1 g) were placed in each section. Samples
of Al,O; of different specific surfaces, made from ignited AI(OH); (3),
called Al,05(1), Al,04(I1), Al,O4(I1I) and adsorbent B (1, 2) (MgO +
Al;03) were used in our studies as adsorbents. The number of sections
in a column was usually 5-6. A neutral gas current (hydrogen, 20
ml/min) was passed through the column. The carrier gas flow was
maintained constant by use of a three-stage reducing valve (2a—c,
Figure 1). Hydrogen was purified by passing through a column (3,
Figure 1) packed with A-4 molecular sieve and a liquid nitrogen trap
(4, Figure 1). Before starting the measurements, the adsorbent sam-
ples, placed in the column (8a-e, Figure 1), were heated for 1 h at 200
°C. After the impurities (4) were removed from the adsorbent surface
and equilibrium in the system was reached (decay of the recorder
baseline drift), the column was cooled down to 25 °C. That temper-
ature was kept constant using an ultrathermostat. Then the ther-
mostated column (8, Figure 1) was cut from the path I of carrier gas
(valve 6, Figure 1) and put into the circuit of gas (path I) saturated
with benzene in a bubbler (7, Figure 1). The volume of the gas which
was passed through the column was measured with a gas burette (12a,
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Table I. Results of the Dynamic Adsorption M t of B

Peak area, mm?

on ALO0, (I)

Adsorbed amount of benzene, N cm’

Sample
Section weight, g 149 20

a 0.0704 3307 5140

b 0.0692 2016 1102

c 0.0641 837 438

d 0.0407 187 81

e 0.0870 4 43
sum 0.3314

a Corresponds to individual measurement series.

3a 19 29 3a
5315 1.1582 1.7966 1.8564
1484 0.7053 0.3852 0.5183
868 0.2933 0.1504 0.3031
460 0.0654 0.0283 0.1607
316 0.0014 0.0151 0.1105
2.2246 2.3756 2.9490

Table II. Results of the Dynamic Adsorption Measurement of Benzene on Al,0, (II)

Peak area, mm?

Adsorbed amount of benzene, N cm®

Sample
Section weight, g 14 28 34 14 24 34
a 0.0289 2060 2263 2323 1.689 2.105 2.528
b 0.0248 511 593 752 0.418 0.554 0.819
c 0.0256 449 414 605 0.368 0.386 0.658
d 0.0532 407 398 858 0.334 0.371 0.936
e 0.0503 132 128 596 0.108 0.119 0.649
f 0.0576 48 28 326 0.040 0.026 0.357
sum 0.2404 2.957 3.561 5.947

a Corresponds to individual measurement series.

abcae

Figure 1. Apparatus used for studies of the dynamic adsorption of
benzene

(1) Carrier gas container, (2) (a, b, c, d) reducing valves, (3) molecular sieve, (4)
liquid nitrogen trap, (5) comparative catharometer cell, (6) valve, (7) bubler
containing benzene, (8) (a, b, ¢, d, e) multisection adsorption column, (9)
catharometric measurement cell, (10) flow meter, (11) gas burette, (12) power
supply and recorder

Figure 1). After a given amount of benzene-H; mixture was passed
through, the adsorption column was connected again to path I. To
avoid any perturbation of measurements, which might be caused by
the adsorbed benzene migration, the column was cooled simulta-
neously to =72 °C (dry ice-EtOH). Next, the column sections were
subsequently heated up to 100 °C in the following order—section 8e,
-8d, 8c, 8b, and 8a, causing fast and complete desorption of benzene
from a given adsorbent sample. By passing various volumes of ben-
zene-saturated Hy through the column, various amounts of the ad-
sorbate were injected on the column and therefore (at a given amount
of the adsorbent) different amounts of benzene were adsorbed on
subsequent sections of the column. The amounts of adsorbed benzene
in individual measurement series are given in Tables I-1V (also see
Figures 3a and 4a). The benzene desorbed was determined quanti-
tatively using a Sorptiograph S-272 (made by ICSO Blachownia
Slaska-Poland), operating on a chromatograph principle. A
calhmometer of 1000 mV/mg/ml sensitivity was used in this unit as
. The ts of desorbed b were determined from
peak areas. The calibration indicated that the relation, P = f(n),
where P = peak area in mm? and n = amount of benzene, is linear in
the applied concentration range. To find the total amount of adsorbed
benzene, the determination of two calibration points for each mea-
surement series was sufficient. The results of benzene adsorption on

Table IIL Results of the Dynamic Adsorption
Measurement of Benzene on Al,0, (III)

Adsorbed amount of

Peak area, mm* benzene, N cm?

Sample
Section  weight, g 14 20 14 20
a 0.0468 9096 6512 7.959 5.696
b 0.0750 2800 2994 2.450 2.619
c 0.0983 1843 2211 1.612 1.934
d 0.1063 766 678 0.671 0.757
e 0.1140 110 126 0.096 0.141
f 0.0887 16 17 0.014 0.019
sum 0.5291 12.802 11.167

a Corresponds to individual measurement series.

’I‘able IV. Results of the Dynamic Adsorption
ts of B on Sorbent B

Adsorbed amount of

Peak area, mm? benzene, N cm?

Sample
Section  weight, g 14 29 19 28
a 0.0204 1761 1952 1.5156 1.6798
b 0.0291 363 504 0.3120 0.4336
c 0.0254 138 315 0.1184 0.2711
d 0.0255 43 190 0.0374 0.1638
e 0.0340 30 74 0.0258 0.0637
sum 0.1324 2.0092 2.6120
a 0.0578 2858 0.9962
b 0.0525 1098 0.3833
c 0.0590 1062 0.3707
d 0.0549 636 0.2219
e 0.1082 123 0.0429
sum 0.3324 2.0151

a Corresponds to individual measurement series.

the adsorbents Al;O3(I), AlsO3(II), Ale;;(lII), and B are given in
Tables I-1V. Figure 2 one of the of b
distribution among the adsorbent B samples, placed in subsequent
column sections.

CALCULATION METHODS
In order to find mathematical relations in the examined
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Flgure 2. Chromatogram of benzene distribution among the sample
welghts of the sorbent B, placed in subsequent column sections, during
the thermal benzene desorption. The arrow indicates the direction of
the gas mixture flow

process, and to find quantitative relations between the amount
of substance adsorbed in a given volume (dv) of an adsorbent
and its distance from the start of filling of the column, equi-
librium conditions of the adsorption and desorption processes
were assumed. Since the experiment was carried out a) at low
carrier gas flow rates and b) using short, lightly packed col-
umns, the following assumptions were made: 1) Carrier gas
pressure decay along the column is very small. 2) The ad-
sorption process is running under the equilibrium conditions.
3) The amount of substance adsorbed on the adsorbent sur-
face is determined only by the adsorption isotherm. For fur-
ther calculations the Langmuir isotherm was applied:

ambp
= 1
1+bp @

The amount of substance adsorbed in each volume element
dv of the adsorbent packed in the column is given by
_dny

a dv @
Balancing the adsorbed substance flowing through a given
volume element (dv = dx-dy-dz) of the filling, it should be
considered that, because of the gas phase flow forced in the
macroscopically favored direction, e.g., along the z axis, an
additional transfer of the sorbed substance along the two re-
maining directions x and y occurs. That transfer is caused by
the diffusion, convection, and turbulence of the main gas
stream. At limited cross sections of a column, these phenom-
ena lead to the decay of the adsorbate concentration gradient
in those two directions (x, y). That makes possible a balancing
of the adsorbate in one favored direction—the gas phase flow
direction.

Therefore,

dn,

rdl ¢ @
The negative value was used to denote the decrease of the
amount of substance adsorbed in a given volume element at
an increasing distance from the beginning of the column.
Following Dalton’s law, the partial pressure of adsorbate was
expressed by concentration. Since the total carrier gas pres-
sure in the column during the experiment was equal, p. =
const = 1 atm,

_dn, - ambng/V @
rdl 1+ bng/V

Defining x = ny/n,,
1—x=ng/n, (5)
and since n, + ng = n,

_nodx - ambno(l = x) ©
rdl  V+bno(l-x)

Integration of Equation 6 at limiting conditions:
pP=po,x=0atl=0
p=pix=xiatl=1

results in

—n (1= x) 4 2ReFi
In(1-x)+ v

ambr

v 15 (7
At low partial pressures of the adsorbate, bnyx;/V = 0. To
prove this, Equation 7 was rewritten

Y=AX+B (8)

where Y = [In (1 = x;)]/x;, X = li/x;, B = bn,/V.

Differences between the results obtained from Equation
7 at bnox/V = 0 and Equation 8 were negligible. Therefore,
for further calculations Equation 7 was used in its simplest
form:

-ln(l1-x)=A-1 9)

where A = b.C, b = adsorption-desorption equilibrium con-
stant, and C = constant value at given experimental condi-
tions.

If gas pressures are differing from 1 atm, Equation 7 be-
comes

= Nln (1 - x;) + bnopexi = ambperls (7a)

Equation 7a should be linearly dependent on the absolute
value of the total gas pressure.

However, if the pressure gradient along the column becomes
Ap/Al # 0, Equation 7a should behave nonlinear. The in-
fluence of pressure gradients was not examined in detail.

The polylayer adsorption could be thought of as a series of
parallel systems (5, 6). Each of them could be defined by the
reactions:

k
sorbate + free surface k‘——‘l single adsorption complex
-1

k
sorbate + single adsorption complex ‘——‘2
-2

double adsorption complex, etc.

where ky/k_1 = by, ko/k—3 = by, k3/k—-3 = by, etc. Usually, the
equilibrium constant b, for the first layer is remarkably higher
than by, bs, . .. for the second and next layers, because the
sorbent-sorbate interaction is decreasing rapidly with in-
creasing distance. It is usually assumed that

by »by=by=... (10)

In the case of multilayer adsorption, the assumption of the
applicability of the Langmuir isotherm for each layer inde-
pendently, as in the BET theory, leads to the conclusion that
differences among the subsequent equilibrium constant values
(Equation 10) should influence the slope (A-b) of Equation
9 (if experimental data are presented as log (1 — x) vs. ). In
the ideal case the plot of log (1 = x) vs. I should be composed
of linked straight-line sectors of various slopes. Their joint
points called L, (Figure 3.) ere situated at distance /,, in the
coordinate system, and should correspond to the adsorbent
coverage completion/beginning by adsorbate molecules within
a given monoenergetic surface section of adsorbent. The layer
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Flgure 3. Dynamic adsorption of benzene on sorbent B

(a) Distribution of benzene among the sequential sorbent samples In the column
for Injected benzene doses: (in Ncm3) @ = 13.217, O = 17.180, © = 6.063.
(b) Application of Equation 9 to describe the adsorption.

capacity at that point may be determined from the plot of a
vs. [. That dependence determines the adsorbate quantity
(calculated for the adsorbent mass unit) adsorbed in a given
element AV on its distance from the beginning of a column.
The capacities of layers at distances I, will be given by the
corresponding ap, values.

Because of the simultaneous existence of several adsorp-
tion-desorption equilibria (Equation 10.) the plot of log (1 —
x) vs. [ for experimental data would be a curve composed of
linear sectors. The distance !, could in that case be evaluated
by the extrapolation of the straight-line sectors of that curve.
Differences in the slopes of those sectors should occur for those
layers only which differ in the equilibrium constants (Equa-
tion 10).

That method can be much simplified. Differentiation of
Equation 9, given in its exponential form and substituting
differentials by increments leads to Equations 12 and 13,
which relate directly the amount of adsorbed molecules in a
given layer element to its distance from the beginning of ad-
sorbent filling in the column:

1-x=exp(A-b-1) (11)

d(1=x)=A-b-edbldl (12)
Ax

In Al A-b-l+ const (13)

The slope of Equation 13 also contains the equilibrium con-
stant b and, hence, the plot of In (Ax/Al) vs. [ should exhibit
a bending in the formation area of the completed adsorbate
layer on the adsorbent.

20

Log(tx) S

Figure 4. Dynamic adsorption of benzene on Al,04 (1).

(a) Distribution of benzene among the sequential sorbent samples In the column
for injected benzene doses: (in Ncm?) © = 6.715, O = 7.169, @ = 8.899. (b)
A of 9to the

RESULTS

The results of the benzene adsorption measurements on
sorbents B, Al;03(I), Al;04(II), Al,O4(III) are listed in Tables
I-IV. For a convenient direct comparison, these results were
recalculated introducing the adsorption degree (x) and weight
fraction of the adsorbent (g;). The adsorption degree of the
examined compound at a given distance (l;) of the column
packing is defined as the sum of ratios of adsorbate amounts
in subsequent layers to the total amount injected to the col-
umn:

xi=Ax;+Axg+...+ Ax;
Ax; = ni/n, (14)

The weight fraction of the ith layer of the adsorbent was de-
fined as the ratio of its mass to the total mass of an adsorbent
in a column:

& =mi/m, (15)

One may prove that the weight fraction g; of the ith layer of
adsorbent is equal to the volume and length fractions of the
given layer, respectively:

& = Av; = Al;

and therefore
Zg;=Ui=l(-Al1+Alz+...+Alx (16)

The equivalence of the weight, volume, and length fractions
allowed the easy illustration of changes in the amounts of
adsorbed molecules along the column packing. It allows also
the use of the very illustrative term of distance of ith adsor-
bent layer from the column start.
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Table V. Determined Values of the Specific Surface of Examined Samples

Specific surface determined, m?/g

Injected
amount of From Eq. 9 From Eg. 13 By other
benzene, methods
Sorbent Nemfg a'm So a'm So 5
Al O, (I) 6.715 5.50 64.6 5.07 59.5
7.169 5.10 60.0 o % 5= 60.24
8.899 5.20 61.0 5.15 60.5
Al O, (II) 12.290 9.76 114.9 9.88 117.0
14.813 9.76 114.9 2o oD 116.00
24.798¢ 10.4 122.0 21.4 252.0
Al O, (III) 24.196 13.5 159.0 5% 35
21.106 13.6 160.0 13.5 159.0 297b
Sorbent B 6.063 5.20 61.0 5.15 60.6
5:17 60.7 5.19 61.0 62.00
13.217¢ s e 10.37 122.0 o
17.180¢ 10.4 122.0 10.30 121.2

a Specific surface determined by the classic BET method from the benzene adsorption isotherm. » Specific surface deter-
mined by the thermal desorption of nitrogen method (7,8). ¢ Benzene injected in excess vs. capacity of sorbent sample used.

On the basis of such calculated data, plots of x vs. /, showing
the mean increase x in sequential adsorbent layers for incre-
ments Al = 0.1, were drawn. The resulting averaged data were
used in the graphic solution of derived Equations 9 and 13.

Determination of the Specific Surface from Equation
9. From intersections of the extrapolated straight line sectors
of the log (1 — x) vs. | plots, only the !, distance of those points
from the start of the column packing were determined di-
rectly. The amount a,,,’ of adsorbed molecules at this L, point,
at the distance I, was determined indirectly from plots a; vs.
{; where a; = Ax;:n,/Alpm,. Examples of plots log (1 — x;) vs.
{; and a; vs. I; for the dynamic benzene adsorption on Al,O3(I),
and on adsorbent B are given in Figures 3 and 4. The x, and
an’ values read from the diagrams and calculated on the basis
of surfaces occupied by the adsorbed benzene molecules are
listed in Table V; these values correspond to the cross-points
(Lm) of straight-line sectors of the log (1 — x) vs. [ dependence.
The surface occupied by the benzene molecules was calculated
from the formula:

S = am-N-w
ST 22,414
Determination of the Specific Surface from Equation
13. Equation 13 can be transformed:

amn

(18)

Examples of log a; vs. /; plots for the dynamic benzene ad-
sorption on Al,03(I) and on adsorbent B are given in Figures
5 and 6. These plots are not straight lines, according to as-
sumption. From the L, points, determined by extrapolation
of their linear parts, the log a,,’ values were determined. The
calculated layer capacity a " and, calculated from Equation
17, surface C, occupied by the adsorbed benzene molecules
are listed in Table V.

Extensive simplification of Equation 9, given by Equation
13, might lead to inaccurate results and therefore we would
recommend the use of Equation 9 to determine the S,
values.

logai=a-l;+C’

DISCUSSION

The capacity a,,’ of the layer determined from the Ly,
points on logarithmic plots and, hence, calculated surface
occupied by the adsorbed benzene molecules proved to be
practically equal to the specific surface values of studied ad-
sorbents determined by another method (thermal desorption
of nitrogen (7, 8)). That agreement of specific surface values
for the examined samples seems to confirm our assumptions
and derived equations.
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Figure 5. Dynamic adsorption of benzene on sorbent B

A of 15 to the of the specific surface of the
examined sample, for injected benzene doses: (in Ncm®) ©@ = 13.217, @ =
17.180, O = 6.063

The results obtained indicate that the deflection areas of
logarithmic plots correspond to the formation of the complete
adsorbate layer on the adsorbent surface in the case of ben-
zene. The slope of straight-line sectors of a logarithmic plot
is proportional to the equilibrium constant of the sequential
adsorption stages. The deflection point on the log (1 — x) vs.
1 plot appears at the change of equilibrium constant, i.e., at
transition from monomolecular to polymolecular adsorption.
The observed discrepancies of the specific surface values de-
termined for the Al,O3(III) adsorbent from thermal desorp-
ti;;n and our method are most likely due to the molecular sieve
effect.
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Figure 6. Dynamic adsorption of benzene on sorbent Al,O4 (1)

Application of 15 to the of the specific surface of the
examined sample for injected benzene doses: (in Ncm?®) © = 6.715, O = 7.169,
< =8.899

The layer capacity a,’ determined from the deflection point
of the discussed plots is in some cases twice as large as nor-
mally observed. That was observed only if relatively large
amounts of benzene were injected to a column. It seems likely
that, in those cases, the deflection point appeared either as
the results of completion of the second layer or because of the
layer capacity increase. An increase of the layer capacity might
be due to the reorientation of adsorbed molecules. It seems
that the possibility of observing the deflection point on a
logarithmic plot at higher surface concentrations of adsorbed
molecules could be considered as a confirmation of the sen-
sitivity of our method.

The influence of the gas carrier flow rate on the slope and
L., distance makes some difficulty in application of that
method. The optimal setting of the carrier gas flow rate was
found at 20-80 cm?3/min for our column (80-280 cm3/min-.
cm?). For such flow rates, the most reproducible results were
obtained because the [, values were ranging from 0.3 to 0.5.
Flow rates outside those limits are unfavorable because they
are leading to an increase of the cross-angle of extrapolated
straight-line sectors of logarithmic plots. The benzene dose
affects the accuracy as well. We have found that the dose of
benzene should be sufficient to find as small as possible, but
quantitatively detectable, amounts of benzene adsorbed in
the last column section (see Figure 2.). At this condition, we
found that a,, = a,’. The appropriate dose is usually deter-
mined within 3 runs at varying amounts of the adsorbate.

At measurements of the dynamic adsorption of benzene,
an interesting phenomenon was observed: on the desorption
chromatogram of benzene, at higher carrier gas flow rates of
30 ml/min and for adsorbent samples of higher surface occu-
pancy, a splitting of peaks was observed. That splitting was
not observed at the benzene desorption from samples placed

in more remote column sections—at smaller surface coverages.
For those samples, the slopes of relations log a; vs. [; and log
(1 — x) vs. | differed from those determined for samples of
higher coverage. Those peak splittings are not due to benzene
impurities. The high purity of benzene used was confirmed
by gas chromatography. It seems that the peak splitting is
analogous to that described by Kuge and Yoshikawa (9). Ac-
cording to those authors, the peak splitting corresponds to the
point B on the Second Type Isotherm, following the Brunauer
classification (3).

It should be noted that unpublished results (10) on dynamic
adsorption of selenium(IV) and rhenium(VII) oxides indicate
that the appearance of a deflection point on log (1 -~ x) vs.
plots has to be interpreted as the filling of the monoenergetic
surface section on the adsorbent surface, and not as the for-
mation of a complete monolayer of the adsorbate mole-
cules.

NOMENCLATURE

a = amount of a substance adsorbed in N cm3/g.

a; = amount of benzene adsorbed on the sorbent sample in a given
column section per 1-g sample.

am = monolayer capacity in N cm3/g.

am’ = amount of adsorbed benzene in N cm%/g of the adsorbent de-
termined from L, points.

A=bC.

« = slope, including the expression for the equilibrium constant b.

b = adsorption-desorption equilibrium constant.

C = constant value at given experimental conditions.

C’ = constant, including also the expression for the equilibrium
constant b.

| = column length.

[; = distance of the sorbent sample from the beginning of the packing
in a column.

I = distance of L, points from the packing start of the column.

L, = cross point of the extrapolated straight-line sectors of the log
(1 = x) vs. | dependence.

m, = total mass of a sorbent in the column.

m; = mass of ith analyzed sorbent sample in a given column sec-
tion.

n, = total amount of adsorbate injected in the column.

n; = amount of adsorbed substance on ith analyzed sorbent sample
in a given column section.

n,= of adsorbed sul ce

n, = amount of adsorbate in gaseous phase.

N = Avogadro number.

w = the surface pied by the b lecul

p = pressure of the sorbed component.

r = cross section of a column.

S, = specific surface of the examined sample in N cm®/g.

v = sorbent volume.

V = carrier gas volume.
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The di lative electron capture tlon for alkyl halid
was measured by use of an electron capture detector and the
activation energy was obtained by means of the Arrhenius plot
of the electron capture coefficlent. The free electron in this
ction can be regarded as a nucleophile and the halide anion
as a leaving group; lhon it is considered that the dluoclatlva

electron capture r ds by a hani:
to bimolecular mdoophlllc mbctllmlon (SN2). The relationship
the chemi and the energy for
alky! halides can be pletely explained by assuming Ibe
lrarumon slale of an SN2 tion. A gas ch
detect can afford the retention Index

and the acllvallon onergy simultaneously, and bolh clouly

relate to the chemi e of the

Therefore, it can be expected to facilitate the qualitative
lysis of alkyl halides by ing these values.

Various organic compounds, containing a halogen, oxygen,
or sulfur atom, and polynuclear aromatic hydrocarbons ex-
hibit strong electron capture characteristics. By taking ad-
vantage of this property, the gas chromatographic trace
analysis of a wide variety of environmental pollutants such
as poly(chlorobiphenyl), alkyl mercuric chloride, and per-
oxyacetyl nitrate became possible with an electron capture
detector connected to a chromatographic column. The prin-
ciple of this detection method is summarized as follows.

The background current Iy, which is the current observed
when the detector is operating with no solute passing through
it, is proportional to the concentration of secondary electrons
produced through inelastic and elastic collisions between
primary electrons from the 8-source and molecules or atoms
of carrier gas. When an electron-capturing solute entering into
the detector captures a near-thermal secondary electron, the
current across the cell decreases to I, because of the con-
sumption of the free electron, and the difference in the de-
tector current, Iy, — I, is observed as the output of the detector
on the recorder.

Wentworth and co-workers (1, 2) have described the elec-
tron attachment phenomenon on the basis of kinetic deriva-
tions using the steady-state approximation and related the
electron capture response to the concentration of a capturing
species in terms of the electron capture coefficient K. Ac-
cording to Wentworth’s theory, the molecular electron affinity
or the activation energy for an electron attachment accom-
panying a bond dissociation is obtained from K.

A free electron in an electron capture detector can be re-
garded as the simpl hile or radical, and then it is
possible to consider that the electron attachment is a kind of
organic reaction between the simplest reagent and a reactive
substrate, both suspended in an inert gas. Since the electron
affinity or the activation energy is the potential energy dif-
ference between the neutral state and the anion radical of a
sample molecule or the electron-attached transition state of

ing, Kyoto Unit

ity, Yosida, Kyoto, Japan

Hikone, Shiga, Japan

a sample molecule, variations in these energies can be ex-
plained in terms of the stabilization of the anion radical or the
transition state through the inductive and resonance effects,
and the molecular strain. Since the effects are closely corre-
lated with the chemical structure of the sample molecule, the
electron affinity and the activation energy obtained could be
used as information for identification. It has been proved that
the structure of various compounds can be estimated by
measuring the electron affinity and the activation energy
(3-5).

Although an electron capture detector is constructed from
very simple units compared with other instruments for
identification, it functions not only as a highly sensitive de-
tector but also as a qualitative detector.

This paper describes the correlation between the activation
energy and the chemical structure of haloalkanes on the basis
of the transition state model analogous to that in an SN2 re-
action and proposes its applicability to qualitative analysis.

EXPERIMENTAL

The gas chromatograph used in this investigation was a modified
Shimadzu GC-2C model. The electron capture detector employed was
a concentric type with 15 mCi nickel-63 as a radioactive source. Ap-
plied voltage was supplied as a pulse through a pulse generator with
an amplitude of 28 V, a pulse width of 3.2 us and a puise time of 3200
us, and then electron capture reaction proceeded under field-free
conditions.

Glass columns (0.4 cm X 240 cm) were packed with Shimalite W
80/100 mesh, coated with 15% Apiezon L or 20% TCP for separation
of the chlorides and the bromides and their temperatures were
maintained at 80 °C or 100 °C. For the iodides, a glass column (0.4 cm
X 100 cm) was packed with Durapak (Carbowax 400/Porasil C) and
its temperature was maintained at 70 °C. Nitrogen was used as a
carrier gas. In most cases, methane at a concentration of 5-10% is
added to argon as a quenching gas for thermalization of fast electrons.
Using methane, Wentworth et al. (6) estimated that an electron with
an energy of 10 keV was cooled to 10% above thermal energies (2-5
X 1072 eV) in 0.076 us. Although the activation energies obtained in
this study were somewhat smaller than those with argon-methane
by Wentworth, it would not be unreasonable to assume that in the
time of 3200 us with no voltage applied, a near-thermal distribution
could be obtained.

Since van de Wiel and Tommassen have described that an oxygen
molecule as an impurity in nitrogen gas captures a free electron (7),
the oxygen in the carrier gas was removed by passing it through an
absorption tube packed with cuprous chromate pellets. When this
tube is inserted between the cylinder of the carrier gas and the GC
inlet, an increase in the detector current is observed. Another tube
packed with Molecular Sieve 5A was used for the removal of mois-
ture.

The ure of the d cell was d by insertion of
a ther ple in the d bath. The reagents used were all
commercially available and some of them were redistilled before use.
The sample solution was prepared by dilution with pentane, hexane,
or benzene to a concentration such that the detector current decreases
to about a half of the background current.

The electron capture coefficient K was calculated from the fol-
lowing equation derived by Wentworth (1, 2):

F =, _
S-f I dx=Kn
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Figure 1. Arrhenius plots of electron capture coefficients for alkyl

chlorides

(1) Isopropyl chloride, (2) n-butyl chloride, (3) sec-butyl chloride, (4) tert-buty!

chloride, (5) n-pentyl chloride, (6) tert-pentyl chloride, (7) n-hexy! chloride, (8)
cyclohexyl chloride
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Figure 2. Arrhenius plots of electron capture coefficients for alkyl
bromides and alkyl iodides

(1) n-Propyl bromide, (2) isopropy! bromide, (3) n-pentyl bromide, (4) sec-pentyl
bromide, (5) tert-pentyl bromide, (6) ethy! iodide, (7) n-propy! iodide, (8) n-buty!
iodide

where F is the carrier gas flow rate in |./min, S is the chart speed in
cm/min, n is the amount of sample injected in moles. I}, and I are the
detector current without and with a capturing species in the detector,
respectively. Since the detector signal proportional to (I, — I,) was
converted to the signal proportional to (I, = I.)/I through an analog
convertor, the integral term of the above equation corresponds to the
peak area on the chromatogram.

RESULTS AND DISCUSSION

According to Wentworth'’s theory, there are roughly two
reaction modes in an electron capture reaction; a nondisso-
ciative reaction where an anion radical is produced from a

Table 1. Activation Energies E* for Alkyl Halides

Compound E*
Isopropyl chloride 10.9 + 0,39
n-Butyl chloride 121+ 0.3
sec-Butyl chloride 115+ 0.3
tert-Butyl chloride 10.0 + 0.3
n-Pentyl chloride 10.8 + 0.3
tert-Pentyl chloride 9.1:0.3
n-Hexyl chloride 10.7 + 0.3
Cyclohexyl chloride 9.6+ 0.3
n-Propyl bromide 6.4+03
Isopropyl bromide 5.6+ 0.3
n-Butyl bromide 5.7+ 0.3
sec-Butyl bromide 4.6+ 0.3
tert-Butyl bromide 24+03
n-Pentyl bromide 5.8+ 0.3
sec-Pentyl bromide 36:0.3
tert-Pentyl bromide 1.6+ 0.3
Ethyl iodide 1.8+ 0.3
n-Propyl iodide 2.0: 03
n-Butyl iodide 23:03
Benzyl chloride 3.6:0.1
m-Methylbenzyl chloride 34:0.2
p-Methylbenzyl chloride 3.2:0.2

in kcal/mol

a Standard deviation.

sample molecule and a dissociative reaction where an anion
and a radical are produced (I, 2).

AB + e~ = AB~ (nondissociative) (1)
AB + e~ = A + B~ (dissociative) 2)

Wentworth and co-workers have correlated the electron
capture coefficient K to the electron affinity of a sample
molecule in the nondissociative reaction or the activation
energy for the dissociative reaction as expressed in the fol-
lowing equations:

In KT3/2 = Z + EA/RT (nondissociative) 3)
In K = Z — E*/RT (dissociative) 4)

where EA and E* are the electron affinity and the activation
energy in kcal/mol, R is a gas constant, and T is the absolute
temperature in the detector. Z is a pre-exponential factor. The
Arrhenius plot of K may be linear with a positive slope of
EA/R for the nondissociative case or with a negative slope of
E*/R for the dissociative case.

The Arrhenius plots of In K for alkyl chlorides, alkyl bro-
mides, and alkyl iodides are shown in Figures 1 and 2. Since
all the plots are linear with negative slopes, it can soon be seen
that alkyl halides capture free electrons dissociatively. In
Table I are given the activation energies calculated by the
least-squares method. The activation energy for an alkyl ha-
lide evidently depends primarily upon the halogen species
contained, and secondarily upon the carbon skeleton. The
activation energies fall in the range of about 12 to 9 kcal/mol
for the chlorides, of about 7 to 2 keal/mol for the bromides, and
of nearly 2 kcal/mol for the iodides. The activation energies
decrease in the order of the length of the carbon chain and in
the order of primary > secondary > tertiary and in the order
of chloride > bromide > iodide. This order is the same as that
of the dissociation energy for the carbon-halogen bond and
is contrary to the order of electron affinity for the halogen
atom. This fact shows that the activation energy is predomi-
nantly determined by the bond dissociation energy. Since the
magnitude of the activation energy is the measure of the
sensitivity of an electron capture detector to the sample
molecule, it will be concluded that if the dissociation energy
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Figure 3. Resonance structure in transition state

of the A-B bond is low, a sample molecule AB containing an
electrophilic group B may be detected by an electron capture
detector with a high sensitivity even if the electron affinity of
group B is low.

Wentworth et al. have described a linear relationship be-
tween the activation energy and the change in internal energy
with a slope of unity for some alkyl halides as expressed in
Equation 5 (8).

E* = AE +153 (5)

where AE is the change in internal energy (the difference
between the dissociation energy of the C-X bond and the
electron affinity of group X). In this study, the relationship
between E* and AE obtained is expressed by the following
equation.

E* =089 AE + 14 (6)

Since a standard error of about 2 kcal/mol is involved in the
C-X bond dissociation energy, it seems that this empirical
relationship is essentially identical with that obtained by
Wentworth. This is a very convenient relation for estimating
E* from AE or vice versa.

As the activation energy is concerned with the difference
of the potential energy between the neutral state and the
transition state of a sample molecule, it is interesting to con-
sider the structure of the transition state and to correlate the
stability of the transition state to the value of the activation
energy shown in Table I. The dissociative electron capture
reaction of the alkyl halide could be assumed to be similar to
a bimolecular nucleophilic substitution in solution. According
to this assumption, the sp?® orbital on the a-carbon atom
should change to an sp? orbital as a free electron is ap-
proaching. Therefore, the stability of the transition state de-
pends upon the extent to which the accepted odd-electron in
the p orbital on the a-carbon atom is delocalized by resonance.
In such a case, it can be considered that the resonance effect
is based on the hyperconjugation in which the hydrogen atoms
attached to the S-carbon atom participate (Figure 3).

From this model, it can be explained that the activation
energies for alkyl halides decrease in the order of primary >
secondary > tertiary. In addition, it is expected that the de-
localization of the odd electron on the a-carbon atom through
the phenyl ring in benzyl halide gives an additional resonance
energy and the activation energies for benzyl halides will be
lower than those for alkyl halides. This assumption, in fact,
was confirmed by comparison of the activation energies for
alkyl halides and benzyl chloride as shown in Table 1. Because
of the contribution of the p-methyl group to the hypercon-

jugation through the phenyl ring, it is also shown in Table I
that p-methylbenzyl chloride has greater reactivity in the
electron capture reaction than benzyl chloride or m-methyl-
benzyl chloride.

While the reactivity of alkyl halides with a free electron
decreases in the order of tertiary > secondary > primary, the
reverse order has been found to hold in SN2 reactions in so-
lution. This difference may be explained by considering the
steric hindrance between the alkyl groups around the a-carbon
atom and a nucleophile. Since such an effect is negligible when
a free electron is a nucleophile, the reactivity in the electron
capture reaction is influenced only by the electronic effect. On
the other hand, the steric hindrance between the alkyl groups
around the a-carbon atom and the leaving group X contrib-
utes to weakening the C-X bond in analogy with an SN2 re-
action.

In the dissociative electron capture reaction, the hyper-
conjugation also contributes to the stabilization of the re-
sulting radical. Then the factor contributing to the stabiliza-
tion of the product parallels that found in the transition state.
This fact is an explanation for the linear relationship between
the activation energy and the change in internal energy.

Our proposal on the mechanism of the electron capture
reaction will be helpful for understanding the relationship
between the activation energy measured and the chemical
structure of the sample molecule and then the identification
of a peak on the chromatogram in the GC-ECD system.

CONCLUSION

An extensive study has been made of the structural effects
on the electron capture reaction of alkyl halides. We concluded
that the electron capture reaction of alkyl halides is a kind of
SN2 reaction. The reactivity in the electron capture reaction
of alkyl halides is fully interpreted on the basis of the mech-
anism for the SN2 reaction. The validity of the activation
energy for the estimation of the chemical structure was sug-
gested.

If an electron capture detector is used in gas chromato-
graphic analysis of alkyl halides, the activation energy E* and
the retention index I for each compound are measured si-
multaneously. These values could conceivably aid in eluci-
dating the structure of an unknown component. For example,
the carbon number could be estimated from /, the kind of
halogen atom from Al and E*, the number and the kinds of
substituents on the a-carbon atom from Al and E*.
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Comparison of Positive lons Formed in Nickel-63 and Corona
Discharge lon Sources Using Nitrogen, Argon, Isobutane,
Ammonia and Nitric Oxide as Reagents in Atmospheric
Pressure lonization Mass Spectrometry

I. Dzidic, D. I. Carroll, R. N. Stillwell, and E. C. Horning*

Institute for Lipid Research, Baylor College of Medicine, Houston, Texas 77025

lons with a short residence time were observed with an API
( heric pr ionization) disch

by locallng the discharge point 0.5 mm from lhe sampling
aperture. Nitrogen ions (N* and N,*) and argon lons (Art)
were observed when nitrogen and argon (0.1% in ultrahigh
purity helium) were reagents. The nitrogen lon N;* was the
major reactant ion observed In nitrogen alone. lons with long
resldence times in a corona source were observed by changing
the dist from the discharge point to the sampling ap

source of appropriate design, however, initial, intermediate,
and product ionic species involved in API processes can be
detected.

EXPERIMENTAL

Instrumentation. Details of the design and operation of the API
mass spectrometer under a variety of conditions have been published
(1-9). The spectra of high energy ions reported in this paper were
obtained using a source designed for a gas chromatograph-mass

to 4.0 mm. The formation and reactions of -C4Hy*, NO*, and
NH,4* with several organl ds are described for bott

corona discharge (4 mm) and 83N} sources.

The technique of API (atmospheric pressure ionization)
mass spectrometry using a 83Ni or a corona discharge ioniza-
tion source has been described in previous publications (1-9).
Several methods of sample introduction have been employed.
Samples may be introduced by direct injection in common
organic solvents (I, 2), or in the effluent stream from a liquid
chromatograph (3, 4, 6). Under these conditions, the reactant
ion species are determined by the organic solvent. For exam-
ple, C4Hg* is the major reactant ion produced when isooctane
is used (6). The sample may also be introduced by volatization
from a platinum wire probe inserted into the heated flowing
gas stream (5), or in the effluent stream from a gas chroma-
tograph. Previously, reactant ion species employed in the
absence of solvents were generated from water or oxygen
present as trace impurities in the carrier gas. As indicated in
this paper, the addition of small amounts of isobutane, am-
monia, or nitric oxide to the carrier gas yields the reactant ions
t-C4Hg*, NH,+, and NO*, and these ions can be used in the
same manner at atmospheric pressure as in conventional
chemical ionization (CI) mass spectrometry at pressures
around 1 Torr. The order of basicity is NHz > C4Hg > H,0.

It is possible to generate and to observe short lived reactant
ions in a corona discharge source of new design. This source
has an axially adjustable discharge point. Ion residence times
can be effectively controlled by adjusting the distance from
the discharge to the sampling aperture. With a distance of 0.5
mm, ions with very short residence times in the source can be
observed. This circumstance makes it possible to demonstrate
experimentally the presence of high energy reactant ions in
an API source, and to define in greater detail the sequence of
ion molecule reactions that are involved in the ionization of
organic compounds in these sources.

The work reported in this paper is primarily directed to
defining reactions and conditions leading to the formation of
useful reactant ions. It should be noted that product ions
observed with both a 63Ni and a corona discharge source, when
the discharge is several mm distant from the aperture, are
identical. The product ions observed under these conditions
are stable and relatively long lived. With a corona discharge

spectr p (GC-MS-COM) analytical system. A sche-
matic diagram of this source is shown in Figure 1. For this study, thé
source was connected directly bo the reagent gas supply, without an
intervening gas ch h. The d from the corona dis-
charge point to the sampling aperture was 0.5 mm, the corona po-
tential was 800-1000 V, and the discharge current was maintained
at 10~% A. Under these conditions, the major reactant ion peaks sat-
urated the electron multiplier. Single ion currents, measured using
the multiplier as a Faraday cup, were up to 10~10 A. The high energy
ion spectra were taken using the multiplier as a Faraday cup with a
full scale recorder deflection of 10-10 A.

The API source used for the comparison of 3Ni and corona dis-
charge spectra, for ions with relatively long llfetunes was dulgned
for use in a prototype liquid ch mass
computer (LC-MS-COM) analytical system (4). The reaction
chamber contained both a $Ni and a corona discharge source. In this
instance, the dmmnce of the corona dxschatge pomt to the umplmg
aperture was 4 mm. S were i d by pl. wire pmbe
(5). Spectra of the reactant ions ¢-C4Hg*, NO*, and NH,*, and ionic
product.s from these ions, were determined in conventional manner
using pulse counting techniques ().

Reagcnu Nitrogen or argon (0. l% in uh.mhxgh punty helium),

(0.01% in ultrahigh purity h ), purity helium,
and high purity nitrogen were obtained from Linde Division, Union
Carbide Corp. Research grade isobutane (0.1% in high purity nitrogen)
was obtained from Matheson Gas Producm n- Heptylamme and 4-
heptanol were from Aldrich Chemical Co. Hi was
from Pfaltz and Bauer, Inc. Nicotine was from Eaxtmnn Organic
Chemical Co.

RESULTS AND DISCUSSION

Nitrogen Ions in Nitrogen and in Nitrogen/Helium.
In the initial API study (1) it was proposed, primarily on the
basis of kinetic data (10), that the H*(H20), ions observed
as reagent ions in an API source (with nitrogen as the carrier
gas) were formed by a sequence of ion molecule reactions
originating with the formation of Ny* by electron bombard-
ment:

N2 +e— N+ + 2¢ (1)

No+ + 2Ny — Nyt + Ng @)

Ng+ + Hp0 — Ho0* + 2Ng 3
H,0* + H,0 — H30* + OH (4)
H30* + H20 + N — H*(H20)2 + N2 (%)

H*(H20),-1 + HoO + No ~ H*(H20), + N2 (6)

The ions No*, Ngt, and HyO+ can be observed only if ion
residence times in the source are reduced to less than the half
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CORONA DISCHARGE API ION SOURCE

Figure 1. Schematic diagram of a corona discharge source with an
djustabl point and pling aperture

" CORONA SOURCE
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Figure 2. Mass spectrum of nitrogen obtained with the corona discharge
point located at a distance of 0.5 mm from the sampling aperture.
Source temperature, 200 °C

life of the reactions in which they participate. Assuming that
the water concentration is 1 part per million (1.6 X 103 mol-
ecules cm~3 at 200 °C), and using the experimentally deter-
mined reaction rate constant (10) of 1.8 X 109 ¢cm?® mole-
cule~! 571, the half life of reaction 4 is:

1
(1.6 X 10'%) X (1.8 X 1079)

Thus, an experimental demonstration of the presence of H;0*
(the product of reaction 3) requires a sampling procedure that
will remove ions from the source chamber in about 10~% s or
less. These conditions were achieved with a corona discharge
source of the design shown in Figure 1, with a distance of 0.5
mm from the corona discharge point to the sampling aperture.
With nitrogen as the carrier gas, and with this source, the
major reactant ion at 200 °C was observed to be Ns*. The ions
present in the source chamber under this condition of opera-
tion are shown in Figure 2; No* is also present, along with some
Ng*.

It is generally assumed that ions formed at atmospheric
pressure are brought to thermal equilibrium very rapidly. This
may not be the case for a corona discharge. It is not possible
at this time to determine directly the rate of transfer of ions
from the corona point to the mass analyzer region, but esti-
mates can be made. If the field from the corona discharge
point to the aperture is uniform, the velocity of an N4* ion
generated with an applied voltage of 10° and present in a field
of 2X 10*V ecm~! would be 5 X 104 cm s~! (11), and the transit
time from the corona point to the aperture would be about
10~ 5. This value can be compared with estimates for the half
life of reaction 2. The forward reaction rate constant is 8 X
1022 ¢cm® molecule~2 s~ (12), and the half life is:

=35X%X10"5s

tip=

CORONA SOURCE
prb O1% Nz in He
" v |lgre ¥ Ny N
'dl 1 l—‘l“l 1 |
4 8 “ies 28 2 36

Figure 3. Mass spectrum of 0.1% nitrogen in helium, obtained with the
corona discharge point located at a distance of 0.5 mm from the sam-
pling aperture. Source temperature, 200 °C

1

8 X 10-29 [N,]?
where [No] is the nitrogen gas density. At 200 °C the density
is 1.6 X 10? molecules cm~3, leading to a value for the reaction
half life of about 5 X 10~1! 5. These relationships suggest that
at 200 °C, and with a transit time of about 10~ s, it should not
be possible to observe Ny* ions. If the equilibrium constant
for reaction 2 is calculated from Figure 2, using the equa-
tion:

tisz

N I
Kea= Iox Py
where I and I are the observed ion intensities for No* and
Ny, respectively, PN, is the pressure of the nitrogen carrier
gas (760 Torr), and K4 is the equilibrium constant for
Equation 2 in Torr~!, the value is found to be 0.1 Torr=. The
data of Payzant and Kebarle (12) give a value of K54 = 0.1
Torr~1 for a temperature (at thermal equilibrium) of 540 °C.
The ions are evidently not in thermal equilibrium with the ion
source walls (which are at 200 °C). The high energy of the ions
is probably due to the high electric field present in the dis-
charge which leads to high ion velocities and thus through
collisions to much higher vibrational and rotational energy,
i.e., “high effective temperature” of the ions. These ions have
ion lifetimes that permit their observation when transit times
of 1076 to 105 s are attained through appropriate source de-
sign.

A convenient way to reduce the concentration of nitrogen
in the source is to use a nitrogen/helium mixture; this reduces
the concentration of N4+ ions, and No* and N+ ions become
the principal high energy reactant ions. Figure 3 shows the
positive ions observed for a 0.1% nitrogen in helium reagent
gas mixture. The initial reactant ions are He* and He,*:

He + e — He* + 2e (7)
He* + 2He — He;* + He 8)
and the N* and N»* ions are produced by charge transfer:
He* + N, — N*+ He+ N 9)
He* + N, — No* + He (10)

The ions N3t and N4* are the products of subsequent reac-
tions of N* and No* with No. The equilibrium constant for
reaction 2, calculated as described from the observed (Figure
3) ion intensities for No* and N4t indicates an effective
temperature of 570 °C. This result is in agreement with ob-
servations made for nitrogen alone: the high energy, short
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Figure 4. Mass spectrum of 0.1% argon in hellum obtained with the
corona discharge point located at a distance of 0.5 mm from the sam-
pling aperture. Source temperature, 200 °C

lived reactant ions N+, Ny, and N4+ are not in thermal
equilibrium within the source.

These reactants will generate ions from any substance with
an ionization potential below that of nitrogen that is intro-
duced into the source. For example, Figures 2 and 3 show ions
due to impurities in the gases. The ions at 16 and at 32 amu
are due to O* and O,*; ions at 18 amu are due to HO*. The
ion at 46 amu was identified by Shahin (13) as being due to
NO,+.

Other Highly Reactive Ions. When a reagent/carrier gas
mixture of 0.1% argon in helium was employed, the major
reactant ion was Ar*, as shown in Figure 4. Water was not
added to nitrogen or helium to provide additional reactant
ions, although this could be done. The initial ionic product
from water is H,O* (reaction 3).

Reactions of High Energy Ions. The use of 0.1% of ni-
trogen or argon in helium, as a reagent/carrier gas results in
a sequence of ionization reactions. The initial step is the for-
mation of helium ions (ionization potential, 24.6 eV) (reactions
7 and 8). This is followed by ionization of the reagent to yield
argon ions (ionization potential, 15.7 eV) or nitrogen ions
(N2*, ionization potential, 15.6 eV). These highly reactive,
short lived ions will react by charge transfer with organic
compounds introduced into the source. It is not yet known if
argon charge transfer spectra will prove to be of practical value
in applications of GC-MS(API)-COM analytical systems.
Preliminary experiments with n-alkanes have shown that
hydrocarbon radical ions can be observed, but this aspect of
API processes remains to be investigated.

Inorganic substances introduced into the source chamber
may also be ionized under these conditions, but potential uses
of API mass spectrometry in inorganic chemistry have not
been investigated.

The introduction of appropriate organic or inorganic re-
agents has the effect of providing a new ion or group of ions
which in turn may serve as reactants. In these instances, the
carrier gas may be helium, argon, or nitrogen, and reagents of
current interest are isobutane, ammonia, and nitric oxide. The
ions derived from isobutane, ammonia, and nitric oxide are
relatively stable and long lived, but sufficiently reactive with
most organic compounds to provide product ions that are also
relatively stable and long lived. An advantage gained in using
these reactants is that water, which is unavoidably present as
a trace impurity, is not ionized to a detectable extent in the
pr of these r ts. The r t and product ions are
in thermal equilibrium in 4-mm corona discharge and 83Ni
sources.

Formation of ¢-C4Hy* Ions in 0.1% Isobutane in Ni-
trogen. Figure 5 shows the reactant ions observed at 200 °C
for nitrogen carrier gas containing 0.1% isobutane. The corona
discharge (4 mm) and ®3Ni spectra are essentially identical,

ISCBUTANE N NITROGEN
. 200° ¢
/“C‘Ng
€3y,
P
C: ﬂg |
ki corona
Figure 5. APl mass spectra (i and 4-mm corona discharge) showing
reactant ions from (0.1% In nitrogen) at 200 °C
AP] MASS SPECTRA
NHEPTYLAMNE
(EE 200°C

5 a9

l e

|
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|-C4N9'
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Figure 6. APl mass spectra of reaction products for n-heptylamine and
lact in the p of t-CiHet at 200 °C (83Ni

source)

but the corona spectrum shows in addition a low concentration
of the C3H3* ion. This ion was also observed in the CI (1 Torr)
spectrum of isobutane (14); it is a relatively stable ion. In both
sources the t-CsHo* ion is probably produced by charge
transfer with hydrogen radical loss:

Ng* + C4Hjo— t-C4Ho* + 2N + H 1)

The t-C4Hg* ion is produced over a wide range of isobutane
concentrations. The upper limit of useful concentration de-
pends chiefly upon the impurities in the reagent; with research
grade isobutane, the upper limit is around 1%. The lower limit
of useful concentration is determined by the water present in
the source. Reaction 3 forms H,O* ions from traces of water
present in the carrier gas. Assuming that the charge transfer
reaction rates for reactions 3 and 11 are of the same order of
magnitude, a useful limit would be about 102 above the water
concentration. For this reason, a range of isobutane concen-
tration from 0.01 to 1.0% is suitable for the generation of ¢-
C4Hg* ions. The half-life of reaction 11 is approximately 5 X
10-7s for a 0.01% concentration of reactant.

Reactions of t-C4Hg* Ions. The usual reaction observed
under conventional isobutane CI conditions with organic
compounds containing nitrogen or oxygen atoms is ionization
by proton transfer (15).

M + t-C4Hg* — MH* + C4Hsg (12)

This reaction is illustrated in Figure 6 for two compounds with
a 53Ni source; identical corona discharge spectra were ob-
served. The ¢t-C4Hg* ion will also participate in hydride ab-
straction reactions with saturated aliphatic hydrocarbons, and
will add to some compounds to form (M + 57)* (15). These
reactions were not investigated.
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Figure 7. APl Mass spectra (®*Ni and 4-mm corona discharge) showing
reactant ions obtained from nitric oxide (0.1% in helium) at 200 °C

Formation of NO* Ions in 0.1% Nitric Oxide in Helium.
Figure 7 shows the corona discharge and 8Ni spectra of 0.1%
nitric oxide in helium at 200 °C. The NO* ions are formed
directly or by charge transfer from He* ions:

He* + NO — NO* + He (13)

The ionization potential of nitric oxide (9.2 eV) is below that
of water (12.5 eV) so that charge transfer from H,O* would
also give NO* ions. The concentration range of nitric oxide
in helium is not highly critical; the lower limit should be sev-
eral orders of magnitude greater than sample concentrations,
while the useful upper limit is set by dimer ion formation. In
the concentration range of 0.1 to 1%, the major reactant ion
species is NO*, The concentration of cluster ions NO*(H20),,
will be dependent upon the source temperature and the water
concentration. The expected ratios of NO* to NO*H0 at
different temperatures and partial pressures of water can be
calculated from the data of French, Hills, and Kebarle (16).
The variation in ion intensities for No/NO mixtures under CI
conditions (0.9 Torr, 100 °C), as a function of NO concentra-
tion, was studied by Jelus, Munson, and Fenselau (17). A
similar study cannot be made with a 4-mm corona discharge
source, since the short lived nitrogen ions which are present
in the source are not observed.

Reactions of NO* Ions. The use of NO* ions in conven-
tional CI mass spectrometry has been recommended as a
means of identifying certain functional groups (18-22). For
example, hydride abstraction from a secondary alcohol leads
to (M-H)*:

+?H
|
R,CHOHR, + NO* — R,CR, + HNO (14)

This reaction is illustrated in Figure 8 for 4-heptanol.
Hydride transfer to NO* from hydrocarbons has been
studied (23-25); when the hydrocarbon contains a tertiary
hydrogen atom, the reaction occurs readily.
Reaction by addition may also occur. In instances where the
reacting compound has a high dipole moment, NO* may
add:

M + NO* + He = NO*M + He (15)

The extent of formation of NO*M depends upon the structure
of M and the source temperature; increasing the temperature
decreases the ion yield. An example of reaction 15 is in Figure
8 for heptanoic-y-lactone.

Charge transfer may also occur (17); relatively few examples
of this type have been studied. Identical spectra for all reac-
tions were obtained with ®Ni and corona discharge
sources.

Formation of NH,* Ions in Ammonia in Helium. For-

AP] MASS SPECTRA
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Figure 8. AP| mass spectra of ion pr fora y alcohol

and for a lactone in the presence of NO* at 200 °C (83Ni source)

mation at 250 °C of the reactant ion NH4*, and the cluster ion
NH,4*NHj, in helium containing approximately 30 ppm of
ammonia, is shown in Figure 9. This concentration was ob-
tained by dilution of 0.01% ammonia in helium. The 63Ni and
corona discharge spectra are identical. The initial ionization
reactions are assumed to involve charge transfer from He* to
form NH;*, NHo+*, and NH* ions. The reactant ion NH % is
formed as a product of further reaction, for example:

NH;* + NH; — NH4* + NH, (16)
The cluster ion NH4*NHj is formed by the reaction:
NH;* + NH; + He — NH,*NH; + He (17)

The cluster ion NH;*NHj has a proton affinity that is 24.8
Kcal greater than that of NH4*, and it is not suitable for
general use as a reactant ion species. For this reason, the
concentration of ammonia in the carrier gas must be held
within relatively narrow limits. The lower limit of concen-
tration is set by the requirements that reaction 16 be com-
pleted. Assuming a reaction rate constant for reaction 16 of
10~ cm? molecule~! s~1, and a reaction half life of 10~4s for
reaction 16, gives a lower limit of about 10!? molecules cm~3
or about 0.6 ppm of ammonia. At this concentration, the ratio
of NHy*NHj; to NH,* ions can be calculated from the rela-
tionship:
.

I X Py,

where I is the cluster ion intensity,  is the NH4* ion inten-
sity, Pxn, is the ammonia pressure in Torr and Ky is the
equilibrium constant in Torr~!. The equilibrium constant at
various source temperatures can be determined from the data
of Payzant, Cunningham, and Kebarle (26). At 250 °C, it is
100 Torr~!. Assuming an upper limit of 2:1 for the ratios of
NH *NH; to NH4*, as shown in Figure 9, the upper limit of
ammonia concentration is 27 ppm. At 200 °C, the equilibrium
constant increases to 700 Torr~! and the upper limit would
be reduced to 4 ppm, just slightly above the ugeful lower limit.
Thus, in API studies, the useful range of ammonia concen-
tration is rather limited.

Reactions of NH,* Ions. Figure 10 shows the ionization
of n-heptylamine and nicotine by reaction with NH,* ions.
The 83Ni and corona discharge spectra were identical.

Numerous examples have been published of the use of
NH,* as a reactant ion in conventional CI mass spectrometry
(27-33). The proton affinities of amines (34-37), amides (36),
pyridines (34, 35) and some ketones (29) are higher than
ammonia, so that a variety of compounds can be ionized by
proton transfer from NH +. Two examples of amine proton-
ation are in Figure 10.

KO,l
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Figure 10. APl mass spectra of reaction products for n-heptylamine
and for nicotine in the presence of NH,* at 250 °C (®*Ni source)

The cluster ion NH4*NHj is relatively unreactive, since
proton transfer from this ion is 24.8 Kcal/mol more endo-
thermic than proton transfer from NH * (26); if the concen-
tration of NH,* ions is greatly depressed by the use of 0.1%
ammonia in helium, the capability of ionization by NH * is
virtually lost.

Low Energy lons as Reactants. No differences have been
observed in 53Ni and corona discharge (4 mm) spectra for re-
actions of relatively low energy ions with organic compounds.
Both reactant and product ions are less reactive than ions such
as N*, No*, or Ar*. The transit time from the corona point to
the sampling aperture is estimated to be about 1074 to 10~3
s, and highly reactive carrier gas ions, although present in the
source, are not detectable under these conditions.

Only a few representative reactions were studied; the results
are in accord with present knowledge of CI reactions. The
reactant jons t-C4Hg*, NH4*, and NO* should show the same
chemical properties in an API source as in a conventional CI
source.

Comparison of Sensitivity of Detection with Different
Sources. The sensitivity of detection observed with the usual
4-mm corona discharge source has been shown to be the same
as that of a 83Ni source (6). The sensitivity of detection with
the corona discharge source (0.5 mm) designed for studies of
high energy ions has not been determined. The ion residence
times are reduced, while the total ion current is increased by
about 102, It is expected that the sensitivity of detection at-
tainable with this source will probably be less than that ob-
served for ®3Ni and 4-mm corona discharge sources; this
question is under investigation.

Use of Mixed Gases in API Sources. The use of mixed
gases in a conventional CI source has been proposed (38, 39)
in order to provide a composite spectrum made up of charge
transfer fragmentation ions and one or more relatively stable

ions resulting from proton transfer. These spectra have been
recommended for use in structural studies.

The purpose of using mixed gases in API mass spectrometry
is entirely different. Only small amounts of reagent are needed
to produce a suitable reactant ion concentration. The ion-
ization sequence is carrier gas — reagent — product ions, and
concentrations of 0.01-0.1% of reagent are adequate for this
purpose. Other advantages in using a low concentration of
reagent are that cluster ion formation is reduced (this is an
important effect for ammonia) and that the effects of small
amounts of impurities are minimized. The upper limit of re-
agent concentration is usually determined by the impurities
in the reagent. There is no implication that a charge transfer
and a proton transfer spectrum should be observed in com-
posite form as a consequence of the use of mixed gases with
a %*Ni or 4-mm corona discharge source.

CONCLUSIONS

The reactant ions No* and N4*, whose formation in an API
source was originally proposed on the basis of kinetic data, can
be observed in a corona discharge source with a corona
point-to-sampling aperture distance of 0.5 mm. Other high
energy ions such as He*, He,*, Art, N+, O+, and H,O* can
also be observed under these conditions. With a corona
point-to-sampling aperture distance of 4 mm or greater, the
ion residence times are longer and the corona discharge and
63Ni spectra of reactant ions are essentially identical.

Ionization reactions in API mass spectrometry leading to
positive ions are not limited to water- or solvent-mediated ion
molecule reactions.

The reactant ions t-C4Hg*, NH*, and NO* can be gener-
ated easily in 83Ni and corona discharge (4 mm) API sources.
Identical mass spectra of product ions were observed for these
two sources when positive ions were generated by reaction of
samples with reagent ions. Although only a limited number
of reactions were investigated, the results suggest that reac-
tions which have been observed under conventional CI con-
ditions employing the same reagents will also be observed
under API conditions.
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Large-Scale Mass Spectral Analysis by Simplex Pattern

Recognition

T. Fai Lam, Charles L. Wilkins,* Thomas R. Brunner, Leonard J. Soltzberg, and Steven L. Kaberline

Department of Chi y. Uni

In the present work, the simplex optimization procedure is
ined as a of producing high quality linear discri-

inant functi for gnition of el functional group
categories from low resolution mass spectra. Classifler per-
formance is evaluated with test sets totaling over 1900 com-

pounds; and a new perfi the figure of
merit—Is employed in the luation. For linearly separable
data, simplex-derived weight vectors are not superior to those
btained by the simpler error-correction-feedhack method:

For inseparable data, however, a simplex with initial vertices
at weight vectors derived by error-corr dback does
indeed generally ge on a set of weight vectors with
superior performance. It is found that those weight vectors

howi rf d to the more difficult

oV L e v
chemical discriminations.

Studies of chemical pattern recognition have shown the
promise of the method for eventual routine application to
spectral analysis (1-4). Previous work has been open to the
criticism that it was based on relatively small data sets un-
representative of practical analytical problems. Therefore,
a primary objective of the work presented here was to inves-
tigate the applicability of linear discriminant analysis to a
larger data set. Accordingly, 2140 mass spectra drawn from
a larger collection of 18 806 spectra (5), were used in this
study.

BACKGROUND

The linear learning machine method of pattern recognition
is an empirical approach to data analysis (6). Using error
correction feedback (7) and known training sets, weight vec-
tors are trained to make binary decisions. In principle, if
enough different sets of sufficiently accurate weight vectors
were accumulated, they could be used to identify molecular
structures from mass spectra, even in the absence of knowl-
edge of the theory of mass spectrometry. The linear learning
machine method has been used with some success in deter-
mining empirical formulas (8) and for some substructure
determinations (9), although with relatively small data sets.
However, one problem of the technique is its inability to deal
adequately with linearly inseparable data. The particular

ty of Lincoln, Lincoln, Neb. 68588

weight vector obtained is dependent in a complicated way
upon the details of the feedback process and the order of
pattern presentation during training. In the case of insepa-
rable data, convergence to 100% recognition of the training
set is impossible and, even worse, the final weight vector may
bear little relationship to class identities. Consequently, un-
reliable predictions can result. Even for separable data, there
is no assurance that a vector giving perfect recognition of a
training set will yield optimum prediction results.

The simplex method, a procedure for optimization, has been
used in several areas of analytical chemistry such as experi-
mental design (10), data reduction (1), and automated in-
strument control (12). More recently, this technique has been
found attractive for pattern recognition because it may pro-
vide a means for generating near-optimum linear discriminant
functions for inseparable data (13). Accordingly, it could be
a more reliable tool for obtaining these functions for use in
mass spectral interpretation than previous methods (13). In
this paper, that premise is examined using a large data set to
develop functions for eleven structural questions.

EXPERIMENTAL

Data Base. For initial training and testing, a set of 1252 mass
spectra (Set A) was drawn from a computer-readable file of 18 806
spectra (5). These spectra were so selected that each compound rep-
resented contained only one of eleven functional groups chosen for
the development of weight vectors (an exception to this was the phenol
category, which obviously contains a substituted phenyl). For each
of the eleven categories, a training set containing up to 200 spectra
was chosen from the 1252 spectrum set. Wherever possible, training
sets were comprised of approximately equal numbers of class member
and nonmember spectra. The remaining spectra, unused in training,
were used as test sets to determine the prediction capabilities of the
weight vectors developed. After weight vectors had been calculated,
additional spectra were drawn from the 18 806 spectrum file to serve
as further unknowns. Spectra of d d pounds were reji
In this way, a set of 888 additional unknowns was obtained.

Computations. Programs for modified sequential simplex and
linear learning machine calculations were written in FORTRAN IV and
all computations performed using an IBM 360/65 computer. The
simplex method was that described previously (13), except that the
spanning constant, a, was 4000 for all questions except amine, where
it was 100.

Preprocessing and Feature Selection. Intensities in the master
file were encoded to 1 part in 9999, with the base peak in each spec-
trum being assigned the value 9999 and the others assigned values
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Table 1. Composition of Training Sets Useda

Ketone/
Phenyl Aldehyde  Ether Alcohol

Training set 1 2 3 4

Number in class 249 96 103 185
Class

1 100 31 31 18
2 12 56 13 12
3 11 16 60 11
4 18 19 16 100
5 8 15 12 6
6 8 8 10 8
i f 12 15 15 14
8 9 13 13 9
9 12 15 14 12
10 6 8 10 6
11 4 4 6 4

Phenol Acid Thiol®  Ester Amine  Amide  Nitrile
5 6 7 8 9 10

84 51 135 125 131 56 37
32 40 28 30 30 40 35

14 15 10 10 12 15 15
16 15 11 12 12 15 15
20 25 15 18 18 15 20
44 15 10 10 10 15 15
10 30 8 8 8 15 25
16 15 80 17 17 15 15
12 15 12 80 13 15 15

16 15 13 13 70 15 15

10 10 7 7 T 30 10,
10 5 5 5 5 10 20

4 Training sets are listed as columns; e.g., the training set for phenyl contained 100 phenyl compounds, 12 ketones and/or
aldehydes, 11 ethers, etc, Thioethers were also included in this category.

Table II. Comparison of Simplex and Linear Learning Machine Predictions for 1052 Monofunctional Unknowns

Functional group

Presence or absence (% correct)

Merit (M)?

vector SIM

RED-SIM LLM RED-LLM tures@ SIM RED-SIM LLM RED-LLM M (av)
Phenyl 91.2 94.9*c 92,0 91.2 20 0.55 0.63 0.53 0.34 0.51
Aldehyde and ketone 88.9 89.3 95.4* 88.5 35 0.31 0.27 0.50 0.25 0.33
Ether 81.6 83.4 84.4% 88.1 45 0.23 0.20 0.21 0.07 0.18
Alcohol 87.1 79.4 88.5*% 87.1 30 0.36 0.23 0.34 0.18 0.28
Phenol 91.7 94.8% 91.9 87.1 20 0.32 0.53 0.42 0.38 0.41
Acid 93.0* 90.9 91.3 86.3 25 0.25 0.23 0.23 0.18 0.22
Thiol or thioether 93.9 94.4% 93.3 86.1 20 0.53 0.55 0.49 0.36 0.48
Ester 83.0 86.2* 90.5 82.4 25 0.26 0.23 0.15 0.14 0.20
Amine 87.9 95.1% 94.4 77.8 20 0.49 0.55 0.57 0.09 0.43
Amide 86.3 90.2 94.3* 81.3 25 0.15 0.20 0.32 0.19 0.22
Nitrile 90.8 96.1 96.6* 94.3 25 0.33 0.42 0.49 0.36 0.40
4 The number of features used in the reduced-feature simplex and linear learning hine training, desi d RED-SIM

and RED-LLM, respectively; 60 features were used, otherwise. » The figure of merit, defined as the ratio of information
gain in bits to possible information gain in bits. See Equation 14. ¢ The best weight vectors, selected by considering merit
figures and % correct prediction are indicated by *. Average percent correct for these is 92.5%.

relative to that one. For this study, metastable peaks and those with
less than 1% relative intensity were not used. The square roots of in-
tensities of remaining peaks were used for subsequent calculations.
For computational convenience, feature selection (i.e., choice of the
m/e values to be used in weight vector development) was accom-
plished by selecting (.he 60 most frequently appeanng peaks for each
of the eleven fi ional group ng feature selection,
members of the training set.s pomasmg peaks at none of the selected
m/e values were eliminated. This limination of 1 spectrum
from each of four training sets, 2 spectra from one training set, and
10 spectra from one training set.

RESULTS AND DISCUSSION

It was a primary objective of the research to obmm, if pos-
sible, reliable weight vectors ble of achieving r
high levels of accuracy in detect.mg the presence or absence
of selected functional groups in molecules by examination of
their mass spectra. A second objective was to evaluate the
relative merit of the simplex and linear learning machine
approaches, both generally and for the present applications.
For these reasons, the training was conducted using both
simplex pattern recognition (13) and the linear learning ma-
chine method on the prepr d data selected for training.
It seemed logical to develop weight vectors which could dis-
criminate between specific well-defined classes (the functional
group categories) and all other classes. Accordingly, the
training sets were purposely comprised of spectra from com-
pounds whose spectra would be uncomplicated by the pres-
ence of more than one kind of functional group (with the ex-
ception of phenyl and phenol). Although this is certainly a

defensible strategy for training, use of such a set of spectra,
where ambiguity is minimized, is unlikely to provide realistic
tests of the prediction ability for actual unknowns, where no
such artificial restrictions exist. Therefore, in addition to
testing the prediction performance with monofunctional
compounds not used in training, 888 additional spectra (Set
B) arbitrarily selected from the master file, were employed to
evaluate the potential performance on realistic problems.
Table 1 shows the distribution of compound types for the
entire 1252 spectrum set (Set A) which served as the source
of training sets. Also included in Table I is the distribution of
compounds within each of the eleven training sets. As men-
tioned earlier, several of the training sets have slightly fewer ’
than 200 members b of the elimination of P
having no peaks at the 60 m/e positions chosen for the par-
ticular questions.

Table II summarizes the recognition and prediction per-
formance for all simplex and linear-learning machine weight
vectors developed in this study. In each case, all Set A non-
members of the respective training sets were used as predic-
tion set unknowns. Recognition of training set members was,
with three exceptions, 98% or better for the simplex and 60
feature linear learning machine weight vectors. Table V pre-
sents the prediction percentages of the weight vectors for the
additional 888 unknowns. Here, the percentage of correct
predictions is somewhat lower, as expected, and averages
82.3% correct, if the best vectors are considered.

For the present study, the Fisher ratio (14) feature selection
technique employed previously for mass spectral vector de-
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Table III. 60-Feature Simplex Recognition and Prediction Results, Percent Correct 1052 Monofunctional Unknownsa *

Weight vector 1 2 3 4 s
Recognition 98.0 99.5 99.0 95.0 99.5
Class
1 94.6 97.2 98.2 99.1 82.9
2 98.8 82.6 78.3 92.9 98.8
3 88.0 83.9 83.3 59.8 100.0
4 91.6 86.7 62.0 87.1 95.8
5 46.1 95.4 100.0 92.3 77.5
6 90.7 86.0 92.7 72.1 100.0
7 95.1 88.3 88.3 91.7 92.4
8 96.6 87.5 64.3 67.2 86.7
9 98.3 86.2 72.4 99.2 98.3
10 96.0 85.4 80.4 94.0 95.7
11 100.0 87.9 100.0 81.8 81.5
Overall
prediction 91.2 88.9 81.6 87.1 91.7

10

11

6 7 8 9
99.0 99.5 96.0 99.5 97.8 99.5
98.1 98.6 86.8 96.8 94.3 95.6
96.3 91.9 83.7 70.9 95.1 92.6
94.3 78.3 76.9 89.0 88.6 88.6
91.9 94.7 83.2 89.8 94.7 92.7
98.6 97.3 86.5 94.6 97.1 95.7
71.4 93.0 44.2 83.7 66.7 97.2
92.5 92.7 67.8 94.9 94.2 91.8
73.3 94.7 87.3 91.0 86.4 72.7
99.1 99.2 98.3 100.0 52.6 87.1
89.1 100.0 93.9 57.1 65.4 91.3
84.4 71.9 90.6 37.5 66.7 88.2
93.0 93.9 83.0 87.9 86.3 90.8

aThe columns contain the detailed performance of the weight vectors for unknowns belonging to each of the classes.

velopment (13) and in a parallel carbon-13 NMR spectra
study (I5) was not used. Instead, features (m/e positions to
be used for each weight vector) were selected simply on the
basis of the frequency of peak appearance within each training
set. That is, for each set, those 60 m/e positions where peaks
(excluding metastables and those with less than 1% relative
intensity) were most often found, were selected as the features
to be used. This method gave significantly better results than
the use of Fisher ratios in a few trial comparisons.

In those cases where fewer than 60 features were used
feature selection was accomplished by ively di
groups of five features from the frequency- ordered set of 60
features, until the data became linearly inseparable in the
training sets within the computational constraints imposed.
As before, the least frequently appearing features were dis-
carded first.

Because a primary objective of the study was to produce the
best possible weight vectors for incorporation into an on-line
pattern recognition system, methods of improving the simplex
weight vectors obtained were of interest. Additionally, it was
of interest to investigate the premise suggested by earlier work
(13, 15) that simplex-derived weight vectors would be superior
for linearly i able data. It d possible that, in the
latter case, a preprocessing step to produce a beginning weight
vector via the linear learning machine method might provide
a better means for initializing the simplex process. To examine
these matters, the number of features used were reduced until
the training sets became inseparable, as described above.
Linear learning machine weight vectors obtained from these
reduced-feature training sets were then used as starting points
for each of the eleven simplex calculations, instead of the mean
value starting vectors (13) utilized for the 60 feature simplex
calculations.

Classifier Evaluation. In the past, the most common
single measure of prediction reliability for pattern recognition
predictions of functional group category from spectral data
has been the overall percent correct prediction. Because this
figure can sometimes obscure the performance when pre-
dicting class membership, as opposed to nonmembership,
percent correct performance on class and nonclass members
commonly has also been reported. In a study, such as the
present one, with one objective being selection of the most
reliable of a number of binary classifiers, it is particularily
important to use an appropriate means of determining which
classifiers are the best for the application.

One matter of concern in applying the percent correct
performance criterion, especially when derived from a large
diverse test set, is the significant depend of this e

information gain, I(A,B), be used as an objective measure of
performance. This quantity measures the amount by which
a classifier reduces the uncertainty in class membership and
is measured in bits.

Specifically, information gain is defined as difference in
entropy, H, before (H(A)) and after (H(A|B)) application of
the classifier (17). As Rotter and Varmuza reemphasized (16),
the convenient formulation of Equation 2

I(AB) = H(A) — H(A|B) (1)
I(AB g Pl
BB = e, Pk e 0 2

allows easy computation of the quantity.

However, even this information-theoretic approach retains
a measure of dependence on test set composition. Accordingly,
we have proposed an alternate measure of classifier perfor-
mance (18) based on recognition of the fact that the maximum
possible information gain of a classifier is limited by the initial
uncertainty, H(A), which in turn depends on the composition
of the test set as shown in Equation 3. This new measure
(Equation 4), which we have called the figure of merit, M, is
the information gain relative to the maximum possible in-
formation gain imposed by the test set composition.

H(A) = —p(1) log, p(2) (3)

_IAB)

HA) @

In the present study, we have calculated M for all 44 clas-
sifiers developed for the eleven functional group questions,
using for this purpose test sets of over 1000 spectra.

Prediction Reliability. When the results contained in
Tables II through V are considered, a number of interesting
facts are observed. First, if one compares the performances
tabulated in Table II, it is seen that, on the basis of percent
correct predictions for the 60 feature data sets, the linear
learning machine (LLM) weight vectors were superior to the
simplex (SIM) weight vectors for 9 of the 11 questions and
only slightly worse for the remaining 2 questions. For these
separable or near-separable training sets, there is no pro-
nounced advantage from the use of the simplex method.
However, examination of the merit figures, M, in Table II
reveals that the case is not quite as clear-cut as prediction
percentages might suggest. Here, only six of the LLM cate-
gorizers had higher ratings than the simplex discriminants,
suggesting that prediction performance for members and
bers was sometimes less balanced than might be

upon test set composition. In an effort to minimize this de-
pendence, Rotter and Varmuza (16) have proposed that the

desired. For example, even though the overall prediction
performance for the ester question is over 7% better for the
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Table IV. 60-Feature Linear Learning Machine R

gnition and Prediction R

Its, Percent Correct 1052

Monofunctional Unknownsa

Weight vector 1 2 3 4 5

Recognition 100.0 100.0 97.0 99.0 100.0
Class

1 92.0 99.1 94.0 97.8 84.3

2 97.6 87.5 80.7 89.3 93.9

3 100.0 96.6 76.7 65.2 98.9

4 99.4 97.6 76.3 824 98.8

5 53.3 98.6 94.4 94.9 90.0

6 100.0 88.4 92.7 90.7 95.1

& 99.2 99.2 90.0 97.56 89.9

8 99.1 92.0 52.7 75.0 86.7

9 78.2 89.7 91.5 95.0 99.1

10 92.0 87.5 97.8 90.0 97.8

11 90.9 100.0 93.6 72.7 70.4
Overall

prediction 92.0 95.4 84.4 88.5 91.9

6 7 8 9 10 11
99.0 100.0 100.0 99.5 99.5 100.0
99.0 95.5 97.3 97.7 99.5 97.2
96.3 100.0 90.7 94.2 96.3 95.0
84.1 79.4 75.8 97.8 94.3 100.0
90.0 99.4 87.4 100.0 98.2 97.0
95.7 90.5 9€.0 96.0 100.0 95.7
714 88.4 79.1 88.4 91.7 96.2
95.8 90.9 99.2 94.1 100.0 98.3
80.0 84.1 50.9 100.0 99.1 95.5
96.6 99.2 98.3 95.1 69.0 93.1
84.8 100.0 98.0 65.3 73.1 100.0
68.8 84.4 100.0 62.5 96.3 88.2
91.3 93.3 90.5 94.4 94.3 96.6

@ The columns contain the detailed performance of the weight vectors for unknowns belonging to each of the classes.

LLM discriminant, M for that discriminant is only 0.15, while
the M for the corresponding simplex discriminant is 0.26.
When the detailed performance tabulations of Tables III and
IV are compared, it is obvious that there is a large discrepancy
between class performance (row 8, column 8) and overall
prediction for the LLM discriminant. Of course, a judgment
of whether higher overall correct prediction or balanced pre-
diction is more desirable is only possible when considered in
terms of the proposed application. In the present context,
evaluating the discriminant for inclusion in an on-line pattern
recognition system, a somewhat lower overall prediction
performance appears to be the better choice if, thereby, better
prediction of class membership results. That is, we judge a
positive prediction about possible presence of a group more
useful to the spectroscopist than the suggestion of its ab-
sence.

Turning now to consideration of the results from the re-
duced-feature data sets, where linear inseparability was
purposely introduced by systematic elimination of features
from the training sets, it is possible to verify the earlier con-
clusion (13, 15) that, for inseparable data, the simplex-derived
weight vectors are, in general, superior to LLM weight vectors.
Here, when percent correct performance for the reduced
feature simplex vectors (RED-SIM) are compared with the
corresponding learning machine performances (RED-LLM),
it is seen that, for 9 of the 11 questions, the simplex perfor-
mance was better. In every case the merit figure was higher.
Even more revealing is the fact that for 7 of the 11 questions,
the reduced feature simplex vectors performed as well
(within 1% ) as, or better than, the 60-feature LLM vectors.
Similar trends are displayed by their comparative merit fig-
ures. This reflects the success of the strategy of using the linear
learning machine weight vectors obtained from inseparable
data as the starting vectors, suitably modified by addition of
the spanning constant, a (13), for definition of starting sim-
plex figures, which are the basis of the reduced simplex weight
vectors ultimately obtained. It is found that those weight
vectors are equal or superior to the original 60 feature simplex
vectors on either a percent correct prediction basis or if figures
of merit are considered. We interpret this as verification of the
importance of correct selection of the starting points for the
simplex optimization procedure, if local extrema in the re-
sponse surface are to be avoided (although it certainly could
be argued that the reduced feature space had a different and
more favorable response surface). Nevertheless, it is clear that
the 60 feature simplex vectors were those corresponding to
local response maxima, as recognition percentages for the
training sets (also listed in Tables III and IV) establish that

Table V. Prediction Percentages for 888 Unknowns

Presence or Absence (% Correct)

60- 60-
Functional Feature Feature Red- Red-
group simplex LLM simplex@ LLM@
Phenyl 83.8 80.3 82.8*b 76.7
Aldehyde or
ketone 79.4 87.8* 70.6 64.9
Ether 83.6 80.5* 72.2 71.8
Alcohol 79.8 79.6* 64.1 73.8
Phenol 63.3 61.4 64.8% 59.2
Acid 85.4*% 82.5 80.4 80.5
Thiol or
thioether 82.5 75.9 85.1* 80.8
Ester 71.9 85.7 74.6* 79.9
Amine 92.3 81.8 88.8* 60.1
Amide 75.2 91.4* 84.2 78.6
Nitrile 83.2 84.1% 83.8 77.8
Av 80.0 81.0 77.4 73.1

a For reduced-feature weight vectors, the numbers of fea-
tures used are those given in Table II. & Best weight vectors,
included in Appendix A, are indicated by *. Average per-
cent correct for these is 82.3%

the linear learning machine vectors were located at higher
response regions for the training sets in almost every case.
Reduced feature predictors behaved similarily when their
details were considered in the same way as in Tables III and
IV for the 60 feature predictors.

One other question of interest is whether the results for
those questions where categorization was consistently more
difficult can be understood in ch | terms. One ient
index of this is the average merit figure, M (Table II), for all
categorizers applied to each particular question. Because of
the lack of any dramatic spread in the value M among the
different discriminant functions for each question, a low value
for M indicates that they all encountered difficulty. Using M
values of below 0.30 as an arbitrary choice of “difficult”
categorization questions, we can examine Tables III and IV
containing the typical detailed results to ascertain whether
there are chemically reasonable bases for the difficulty in
classification. Five of the eleven questions are difficult by this
criterion: ether, alcohol, acid, ester, and amide are the func-
tional group categories involved. When the appropriate sec-
tions of the tables are examined, it is seen that significantly
lower than average prediction performance is found for alco-
hols and esters when encountered by the ether categorizer.
Conversely, the alcohol categorizer generally shows decreased
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performance when ethers, esters, and nitriles are encountered.
Chemically and mass spectrometrically, this is neither sur-
prising nor totally unexpected. In fact, it provides further
assurance that the discrimination being achieved is a function
of mass spectral information, rather than being fortuitous. In
a similar way, it can be seen that esters, amides, and acids are
confused with each other by their respective discriminant
functions. Once again, this is a kind of confusion which is
chemically understandable and, in fact, to be expected. An
understanding and verification of the specific sources of
confusion, as made possible by analysis of the kind presented
here, will permit design of machine-assisted interpretation
systems to circumvent the difficulties posed, and it is expected
that this will be done.

As a final test of the discriminant functions, they were ap-
plied to 888 unknowns (Set B) drawn at random from the
18 806 spectrum file, subject only to the restriction that they
not be deuterated compounds. Table V presents the results
of this trial. For all but two of the categories, the prediction
performance was worse than for the more specifically selected
Set A. For the one category where performance was far worse
than previously (phenols), the misclassification of other
phenyl compounds was primarily responsible for the poor
performance. Average prediction performance for the best
vectors (vide infra) was approximately 82%, irrespective of
whether class or nonclass unknowns were considered. As we
had hoped, performance of these vectors on this less care-
fully-selected test set paralleled that found earlier.

Implications for On-Line Mass Spectral Pattern
Recognition. It appears that among the weight vectors ob-
tained in the present study are ones sufficiently reliable for
incorporation in a mass spectral pattern recognition system
for routine use by analysts. We have therefore selected the
best weight vector for each functional group question, based
on the joint consideration of percent correct prediction on the
1052 spectrum test set and the figure of merit, M, for inclusion
in Appendix A, along with instructions for their use. In most,
but not all, of the cases, the classifier with the best percentage
prediction performance had a merit figure about as high
(within 0.02) or higher than other classifiers and was therefore
chosen. The two exceptions were the reduced feature LLM
classifier for ethers and the 60-feature LLM classifier for es-
ters, where low merit figures prompted selection of the second
best (by the percentage correct criterion) predictors. It is
worth noting that one of the eleven weight vectors chosen (that
for acid categorization) was a 60-feature simplex vector, five
were reduced-feature simplex vectors (those for phenyl,
phenol, thiol, ester, and amine), and the remainder were
60-feature linear learning machine vectors.

It does not appear possible, at the present time, to develop
weight vectors which are perfect in their performance. How-
ever, that should not prohibit the effective use of linear
discriminant functions, including those presented here, as a
diagnostic aid to the practicing spectroscopist. Because of
the minimal computer storage requirements and the ease of
applying weight vectors to spectra obtained on computer-
controlled systems, it seems both realistic and practical to
incorporate such capabilities into existing laboratory mini-
computer systems. It is not expected that such developments
will immediately permit the fully automated computer in-
terpretation of unknown spectra. Rather, such a system will
offer the analyst suggestions which can be accepted or rejected
upon the basis of other information available; in this manner,
the task of interpretation will be assisted by the easy avail-
ability of guidelines which may point the way toward solution
of structure determination problems. It does seem self-evident
that, as multidata-source information becomes available (e.g.,
gas chromatography, NMR, and infrared spectra), it should
be possible to employ this information synergistically in on-

line pattern recognition systems to further aid the analyst.
Perhaps then, the desirable objective of rapid, reliable, and
automatic analysis may be achieved.

SUMMARY

It has been shown that a selection of eleven weight vectors
derived by the simplex and linear learning machine methods
and tested with 1940 test spectra for prediction performance
can achieve an average of 88% correct prediction. This level
seems sufficiently high to warrant use of the vectors in an
on-line mass spectra interpretation system. It has also been
further verified that, when inseparable data sets are used for
training, simplex pattern recognition is to be preferred to the
linear learning machine approach. Furthermore, a new
strategy for obtaining near-optimum weight vectors in such
cases by using the linear learning machine method as a pre-
processing step to provide a basis for the initial simplex, has
been shown effective. Additional work is under way to com-
pute more weight vectors for other important functional group
categories and to incorporate them in an on-line system.

APPENDIX A

This appendix contains the best weight vectors obtained
in this study (Table VI); these correspond to the classifiers
marked with asterisks in Table II. The features correspond
to the m/e values listed in the left hand column. Thus, feature
1 is associated with mass spectral peaks at m/e = 18, and so
forth.

To classify a mass spectrum, the summation

Txw+(d+1)

is carried out over all features. Here, x; is the preprocessed
peak intensity corresponding to the ith feature, and w; is the
corresponding weight vector component. A positive sum in-
dicates that the compound producing the spectrum contains
the functional group represented by the weight vector.
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Comparison of Continuum Models in Quantitative Diffuse

Reflectance Spectrometry

Harry G. Hecht

Department of Chemistry, South Dakota State University, Brookings, S.D. 57006

Model systems containing soluble dyes in scattering media
are considered in this article dealing with quantitative diffuse
reflectance spectroscopy in highly absorbing media. Several
continuum models are used to Interpret the data, including
those of Kubelka and Munk, Pitts, and Rozenberg, as well as
exact solutl to the radiati f quation for various
phase factors. The Pitts’ formula Is a two-parameter repre-
sentation which gives a good fit to the experimental data. it
does, however, require the use of very anisotropic phase
functi The large from the Kubelka-Munk and
similar formulas are due to the anisotropy of scatter. Thus, the
two-parameter formula is not just an empirical means of fitting
the data but has the potential of distinguishing between non-
linear effects and instrumental errors, and thus extending the
range of reflect. for quantitative analytical
purposes.

Numerous diffuse reflectance theories have been proposed,
and they may be quite different depending on the interests
of the author(s). Astrophysicists have usually been concerned
with radiative transfer theory, whereas spectroscopists have
tended toward the use of various layer models. It has become
traditional to group the theories into two categories, the
continuum models and the statistical models. There are many
parallels which can be drawn between the theories, and these
have recently been reviewed (1).

In general, it may be stated that the statistical theories re-
quire the use of a rather specific model for the medium. By
summing contributions to the reflectance from the individual
particles or layers, one can derive an expression for the re-
flectance from which the absorptivity can be determined. The
success of this approach depends, of course, on how closely the
model corresponds with reality.

The continuum theories, on the other hand, are more gen-
eral. They do not depend on a detailed knowledge of the me-
dium since the scattering and absorbing processes are de-
scribed by two phenomenological constants. The absolute
absorbance cannot be determined using continuum theories.
For analytical purposes, this is not a severe limitation, since
determinations are usually made from comparative mea-
surements.

Reflectance spectrometry is now recognized as a valuable
companion technique to transmission spectrometry (2). It is,
in fact, the preferred technique in secme highly absorbing
media, and the only applicable technique for many surface
studies, color measurements, and in situ analyses of thin-layer
chromatograms.

The most widely used method of interpreting diffuse re-
flectance data on a quantitative basis is the Kubelka-Munk
theory (3-5). This theory was advanced in 1931 (6), but, in
fact, constitutes a re-discovery of the earlier treatment by
Schuster (7). The form given by Kubelka and Munk is con-
venient for analytical purposes, and this is probably the reason
that spectrometrists continue to use it so widely and refer to
it as the K-M theory.

The K-M function can be applied for quantitative analysis

by reflectance measurements in much the same way that the
Beer-Lambert law is applied to tr issi ts
(3-5). As is well known, the Beer-Lambert law is a limiting
law which is obeyed only in dilute solutions. The K-M function
should also be regarded as a limiting law for essentially the
same reasons (8).

In practice, it is found that the K-M function is valid only
over a very limited concentration range (9). The primary
reasons for this appear to be two basic assumptions which are
not valid. Namely, it is d that h 1s scattering
layers are involved in which scatter and absorption are pro-
portional to the layer thickness. Differential equations are
then written for these layers, although one would not expect
them to be valid in the limit of small differential layer thick-
nesses (10). Furthermore, as the medium becomes more
strongly absorbing, anomalous dispersion effects should play
an increasingly significant role (11). These effects would also
lead to deviations from the ideal K-M behavior, since they are
not included in the theory.

The K-M theory represents an approximate solution to the
radiative transfer equation for a medium which scatters iso-
tropically (2). The exact solution for this case has been given
by Chandrasekhar (12). An exact solution for scatter according
to the phase function wo(1 + x cos ) is also available (12). wo
is defined in terms of the absorption (a) and scattering (o)
coefficients by wo = o/(a + 0), and is known as the albedo of
single scatter. © is the angle of scatter referred to the direction
of incidence assuming a radial distribution, and x is a pa-
rameter representing the degree of anisotropy. The various
solutions have been put into a useful form by Giovanelli (13)
and compared with an approximate solution due to Pitts (14).
Another useful approximation is that of Rozenberg (15).

It appears that some of the other solutions mentioned above
might give a more accurate description of the reflectance of
strongly absorbing media than the K-M function, and would
allow such measurements to be used for quantitative analyt-
ical purposes over a more extended concentration range. It is
felt that this approach is preferable to the use of the numerous
ad hoc relationships which have been proposed in the past to
linearize reflectance data simply as an analytical expedient
(16), since these experiments have at least the potential of
suggesting reasons for departure from the simple K-M theory.
It is unlikely that a new relationship can be found which lin-
earizes reflectance data much better than the K-M theory over
an extended concentration range, but the simple calculational
procedures which the other theories involve cannot be re-
garded as a serious deterrent in a modern analytical labora-
tory.

Several model systems will be used to quantitatively com-
pare the various continuum reflectance theories in strongly
absorbing media. This paper reports the results for systems
of one type; namely, those containing a soluble absorbent in
a scattering medium.

EXPERIMENTAL

Two model systems were chosen for the present study: eosin B in
magnesia suspensions, and methylene blue in cow’s milk. The samples
were prepared by quantitative addition from stock dye solutions to
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Figure 1. Some rep diffuse refl spectra for

of eosin B in milk of magnesia

Each sample contained 10 mi of Phillips’ Milk of Magnesia and was made up to
a total volume of 20 ml. The molar concentrations of dye for the various curves
(from top to bottom) are: 4.06 X 1078, 1.62 X 1075, 4.06 X 107%, 1.62 X 1074,
3.25X 1074

60 -

134

“o- 4
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Figure 2. Transmission spectrum of a 8.12 X 10~ M aqueous solution
of eosin B ded with a Bech Model DB sp:

suspensions which contained a fixed volume of the scattering medium.
Commercial Phillips” Milk of Magnesia was used in the former case,
and fresh whole cow’s milk in the latter.

Reflectance measurements were made using a Beckman Model
DK-2A spectroph quipped with an integrating sphere re-
flectance attach Similar to which no dye had been
added were used as reflectance standards. Ten-mm silica cells were
used. It was verified that the condition of “infinite layer thickness"
was satisfied by noting that the reflectance was not altered by the
addition of a white backing. A dark current adjustment was made
before each measurement. Periodic checks vs. the reflectance standard
showed that instrumental drift was no more than 1% throughout the
course of the ‘Those refl which were less than
0.1 lR are reported as averages of several scans using an expanded
scale.

RESULTS

The Eosin B in Magnesia Model System. Some typical
reflectance curves are shown in Figure 1. By comparison with
the transmission spectrum of the dye solution (Figure 2), the
peak at shorter length is iderably accentuated. This
effect is attributed to increased scatter at the shorter wave-
lengths. This same effect is probably responsible for some
apparent shifts in the peak positions as well. The two ab-

X} E

0.2

3 O
¢ x w0t

Figure 3. Reflectance of eosin B in milk of magnesia suspensions at
the two wavelengths 411 nm (O) and 516 nm (0O) as a function of the
reduced concentration, C

The dashed curves are least squares fits using an isotropic phase function
(Equation 7), and the solid curves are least squares fits using the Pitts formula
(Equation 9)

sorption peaks involved are identified by their reflectance
maxima at ca. 411 and 516 nm.

The absorption and scatter of the samples are represented
by the two constants a and o, respectively, where

a = Ciay + Coas (1)
g =Co1 + Caoos (2)

The subscript 1 refers to the magnesia particles and the
subscript 2 refers to the dye molecules. It is assumed that a;
= 0 and o2 = 0. The reflectance is expressed in terms of the
single independent variable C = C2/C,, where C| is a relative
concentration determined by the dilution factor. The absolute
concentration of scattering particles is not reported here. The
measured reflectance values as a function of C are shown in
Figure 3 for the two peaks at 411 nm (0) and 516 nm (D).

In Figure 4, the data are plotted according to the K-M
function f(R),

fR) = ——===Z=2C ®)
o

where v = ay/0). A least squares fit to the data is represented
by the solid lines whose slopes yield the parameters y4; =
2534 and v516 = 24168. The ratio y411/v516 = 0.104 is smaller
than the corresponding ratio of molar extinction coefficients
determined from the solution spectrum, 0.148. This is pre-
sumably due to the different magnitude of the scattering
constant at the two wavelengths, as previously mentioned. As
might have been anticipated, the K-M theory fails to give a
good account of the reflectance for the more intense band,
although that for the weaker band is satisfactory.

Rozenberg (17) has argued that models of the K-M type are
too crude to give anything but a fortuitous agreement with
actual reflectance data. Using methods developed by
Kuznetsov (18), Rozenberg (15) showed that the reflectance
is given by

(4)

= @iy
CR=Z @+or
where ¢ is the multiplicity of scatter, C; is a parameter de-
scribing the polarization of the reflected radiation, and the
a;, are constants which depend upon the scattering indicatrix.
As 8 = a/o increases, terms of higher multiplicity become less
important. Ambartsumian (19) has shown that the mean
multiplicity of scatter in a semi-infinite turbid medium is in
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Figure 4. Kubelka-Munk function for eosin B in milk of magnesia sus-
pensions at the two wavelengths 411 nm (O) and 516 nm (O) as a
f ion of the C. The lines are least squares
fits using Equation 3

fact given by V1 + 1/8. Thus when 8 = 1, a sufficiently ac-
curate solution is obtained by inclusion of terms up to second
or third degree. Assuming scatter to be independent of g, the
reflectance is then given by

Ro_ (1+8)?
B 1+ﬁ ®
Q

where

—~ Qre+1
=1+
Q E:lau(l + Bo)t
is a constant characteristic of the scattering medium in the
absence of absorption (8 = ;). Equation 5 can also be derived
in terms of a simple layer model (20), in which case

t
1+ r+t &
a, t, and r are the absorption, forward scatter, and reflection
constants of the layer, respectively.

Figure 5 shows the reflectances at 411 and 516 nm plotted
according to the R berg formula (E ion 5). The solid
line is a least squares fit to the 516 nm peak with Q5,6 = 16.18
and vs516 = 17687. The fit is seen to be quite satisfactory in
general, although there is an obvious trend in the data at low
concentrations which is not repr d by the R b
curve. No convergence was obtained in an attempt to fit the
411-nm band. The curvature is so slight that @ is not uniquely
determined. If it is fixed at the value of the 516-nm band;i.e.
at 16.18, a rather poor fit is obtained with v4;; = 4125 (dashed
line).

An attempt was made to fit the reflectance data using the
exact solution to the radiative transfer equation for isotropic
scatter in the form given by Giovanelli (13) for our Roep
measurements:

a
ﬂ—mandQ—

R(1) =1 - H(1)(1 = wo)'/? (7)

where wg = o/(a + o) and H(1) is an integral given by Chan-
drasekhar (12). The least squares fit gives y41; = 1148 and vs16

Figure 5. Rozenberg function for eosin B in milk of magnesia suspen-
sions at the two wavelengths 411 nm (O) and 516 nm (O) as a function
of the reduced concentration, C

The solid line is a least squares fit to the 516-nm data using Equation 5, and the
dashed curve is a least squares fit to the 411-nm data using the same fixed value
of Q= 16.18

= 5964, and is shown by the dashed curves in Figure 3. The fit
is rather poor; the curvature is obviously not correct.

The exact solution for the phase factor w(1 + x cos 0) has
also been given by Giovanelli (13),

R(1) =1-HMI = [(wo/2)(ao = car)]} (8)
where
= x(1 = wolwole1/(2 = woao)]

and ap and a; are moments of the H-integrals. It is generally
assumed that 0 < x < 1. An attempt was made to fit the data
of Figure 3 using x = 1. The result was somewhat better than
with x = 0 (isotropic solution), but still unsatisfactory. This
suggests that a fit with x > 1 might be better, but the necessary
integrals have been tabulated by Chandrasekhar (12) only for
x=0andx =1.

It was shown by Giovanelli (13) that an approximate solu-
tion given by Pitts (14) is in excellent agreement with the exact
solution at x = 0 and x = 1. The Pitts formula is obtained
using the Eddington approximation and can be expressed in
the form,

@o

2Vx + 3 — wox

3+ (1 —wox,
1+ poVx '

Rluo) = f=x + 9)

where
x = (8 = wox)(1 = wo)

This formula represents a convenient analytic expression for
non-integral x values, and makes possible the investigation
of systems with very anisotropic scatter without the cum-
bersome calculation of H-integrals and moments. It will be
shown elsewhere (21) that the Pitts approximation is in very
good agreement with the exact solution for non-integral x
values, including those in range x > 1.

A nonlinear least squares fit of Equation 9 to the data is
shown by the solid curves of Figure 3. The parameters deter-
mined are y41; = 127.5, x411 = 2.52, y516 = 1278, and x516 =
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Figure 6. Some diffuse ref spectra for p

of methylene blue in cow's milk

Each sample contained 25 ml of fresh whole milk to which varying volumes of
a stock dye solution were added. The reduced molar concentrations for the
various curves (top to bottom) are: 5.35 X 107%, 2.67 X 107, 1.07 X 1074, 5.35
X 1074, 2.67 X 1072
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Figure 7. Transmission spectrum of a 6.69 X 10~° M aqueous solution

of methylene blue recorded with a Beckman Model DB spectropho-

tometer

2.06. The agreement is obviously quite goed and the ratio
va11/v516 = 0.0998 is very nearly the same as that determined
by the K-M theory.

The Methylene Blue in Cow’s Milk Model System.
Analogous measurements were made for the second model
system. Some typical reflectance curves are shown in Figure
6. Once again a comparison with the solution spectrum of
methylene blue (Figure 7) reveals some chtmges in intensity
and position which may be attributed to an mcrease in the
scattering constant at shorter lengths. M ts
were made for the peak at ca. 660 nm, the shoulder at ca. 610
nm, and the small peak at ca. 390 nm. Reflectance values for
these three features are shown in Figure 8 by the symbols O,
0, and A, respectively. A relative concentration is once again
used, since the absolute concentration of scattering particles
has not been determined.

A plot of the reflectance data according to the K-M theory
is shown in Figure 9. The least squares analysis gave the values
of yego = 1911, vg10 = 1490, and 390 = 8.5. The lines deter-
mined by these slopes are given also in Figure 9, and once

Figure 8. Reflectance of methylene blue in milk suspensions at the
wavelengths 660 nm (O), 610 nm (O) and 390 nm (A) as a function of
the reduced concentration, C

The dashed curves are least squares fits using an isotropic phase function
(Equation 7) and the solid curves are least squares fits using the Pitts’ formula
(Equation 9)

) ! ! ! .
D ) S 3 4 s
€ x10

Figure 9. Kubelka-Munk function for methylene blue in milk at 660 nm
(0), 610 nm (O), and 380 nm (A) as a function of the reduced con-
centration, C. The lines are least squares fits using Equation 3

again the model is satisfactory for the weak band but gives a
very poor fit to the stronger bands.

The reflectance data for methylene blue in milk are shown
in the Rozenberg form in Figure 10. A nonlinear least squares
fit to these data was convergent only for the 610-nm shoulder
for which vyg10 = 2188 and Q10 = 3.24. The other bands have
curvatures which are not with the R berg for-
mula (Equation 5).

A fit of the data with the exact solution for isotropic scatter
(Equation 7) is shown by the dashed curves of Figure 8. The
corresponding vy-values are yggo = 1061, v610 = 468, and v3g0
= 3.4. It is apparent once again that the curvature of the iso-
tropic solution is too small, and a better fit can be obtained
if anisotropic scatter is assumed. Using the Pitts formula
(Equation 9) with both v and x treated as parameters yielded
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Figure 10.R gf ion for y blue at 660 nm (0O), 610
nm (O), and 390 nm (A) as a function of the reduced concentration,
C. The'solid line is a least squares fit to the 610 nm data using Equation
5

the values ygg0 = 388, xg60 = 1.61, v610 = 112, and xg10 = 2.02.
The least squares fit was nonconvergent for the weak band at
390 nm, showing in fact very little x-dependence. The solid
curves of Figure 8 show the optimum fit to the 660- and
610-nm bands.

CONCLUSIONS

Because the K-M theory leads to a simple one-parameter
equation (Equation 3), it is a very attractive model and is very
useful where applicable. In accordance with previous obser-
vations (3-5, 9), this study shows that it can be used to
quantitatively describe the concentration of an absorbing
species in scattering media only over a very limited concen-
tration range.

The Rozenberg formula (Equation 5) has been derived for
strongly absorbing media, and is claimed to give very good
agreement with reflectance data obtained using a filter-pho-
tometer system (22). Perhaps the crude filter system masks
some effects, for we find that the Rozenberg equation gives
a good description of the reflectance data in some cases, but
fails completely in others. It appears that the formula is of
little value for a weak band, because the slope is too small for
@ to be uniquely determined. An examination of Equation
shows that, at high concentrations, Ro/R should become linear
in concentration with slope @«. On the other hand, it appears
that additional difficulties are encountered for strong, over-
lapping bands as in the case of methylene blue. Because of
anomalous dispersion effects, these bands perturb one another
and they do not show the expected concentration-dependence
of an isolated band.

The magnitudes of the @’s which fit our data also raise some
questions about the general validity of the Rozenberg theory.
According to the approximate parameters of Chekalinskai
(Equation 6), we would expect 1 S Q < 2,sincea+r+t=1.

The value reported by II'ina and Rozenberg (22) for several
systems is 2.3. However, our values of 3.24 and 16.18 are too
large to be given any reasonable physical interpretation.

The use of an exact solution to the equation of radiative
transfer for isotropic scatter offers no advantage over the
simple K-M theory. This is not surprising, as it has previously
been shown that the solutions differ very little (2). It is sig-
nificant to observe that solutions which are based upon an-
isotropic scatter give a much better account of the reflectance
of strongly absorbing media. The Pitts formula (Equation 9)
has been shown to be a convenient two-parameter equation
which fits our data well. It requires large x-values, which
implies that the scatter in these model systems is highly an-
isotropic.

In condensed media, the apparent scatter is a result of
multiple scattering processes, each of which is known to be
anisotropic. It is generally assumed that the net result can be
represented by an isotropic phase factor (see, for example, Ref.
17). This is apparently not true of the model systems studied
here.

It appears that quantitative analysis by diffuse reflectance
spectrometry is possible in strongly absorbing media if proper
account is taken of the anisotropy of scatter. Some variation
in the anisotropy of the bands reported in this study is ob-
vious. There is insufficient data at present to show whether
the degree of anisotropy correlates with the magnitude of the
absorbance and/or with the wavelength of the band. Further
measurements will be made in an attempt to clarify this point
and better define the scattering properties of the model sys-
tems. It seems intuitively obvious that the degree of anisotropy
within a given elemental sample layer must depend upon the
absorbance of that layer. The present reflectance theories do
not include a concentration-dependent anisotropy of scatter,
but it is suggested that proper account of this effect might lead
to an improved model.
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Determination of Ammonia by Mercury-Sensitized

Luminescence

William Ho* and A. B. Harker

i Center, R T d Oaks, Calif. 91360

A method using the principle of mercury-sensitized lumines-
cence was ped and d d for the detection and
quantitative lysis of la. The method Is based on

observing the emission from the decay ofa bound state of the

la exclplex d by g ammonia with
melannble 63Pg mercury atoms. The omlnlon Is specilfic in
freq y for la. For pl g low

trations of Interfering gases such as O, real-time measure-
ments were shown feasible at sensitivities well below the pi-
cogram level. For | gas chr t

techniq were used to Isolate the am-
monln snmplal and a sensitlvity of 3 pg with a signal-to-noise
ratio of 5 was achleved. In addition, the linearity of the emission
signal was 3 and
5000 pg.

1 1as hot:

d for p

Evidence is accumulating that ammonia, though present
in ambient air at low concentrations (0.1 to 100 ppb), plays a
significant role in the formation and stabilization of ambient
pollution aerosols, and that such aerosol particles can po-
tentially cause adverse health effects in humans. In response
to the need for a sensitive method of continuously monitoring
gaseous NH3 at ambient levels, a detection method has been
developed based on the observation of the emission intensity
from the decay of the excited mercury-ammonia complex
(exciplex).

The exciplex is produced by the reaction of NH; with Hg
atoms in the excited metastable 63P, state which can be
formed by irradiating Hg vapor with 253.7-nm light in the
presence of Ny. The emitted light from the exciplex is in a
continuum band centered at 345 nm with a half-width of ap-
proximately 20 nm. An extensive examination of the physics
and chemistry of the process has been carried out and the rate
constant of the exciplex formation reaction as well as the
lifetimes of the exciplex and Hg(6°P;) atoms have been
measured (1, 2).

In this previous study, it was found that the exciplex
emission is linear with concentration and for NHj3 in Ny,
measurements can be made to well below the part-per-billion
by volume level. For ambient measurements, it was found that
specific gases, primarily molecular oxygen, lowered the sen-
sitivity of the method through the quenching of the excited
Hg atoms. Therefore, gas chromatographic techniques capable
of separating NH; at ppb concentrations were developed and
used in conjunction with the exciplex emission detection
method for the purpose of measuring NHg in ambient air.

Since other compounds also form emitting mercury exci-
plexes, this technique can potentially also be employed to
detect such species as amines, alcohols, hydrazine, and
water.

PRINCIPLE OF DETECTION

Several investigators (3, 4) have established that the met-
astable mercury (6°Py) state forms an excited complex (ex-
ciplex) with ammonia in the gas phase which primarily decays

via the emission of light in a continuum centered at 345.0 nm.
This emission band is specific for the ammonia exciplex and
does not overlap any other known mercury exciplex emissions
such as those for water vapor, alcohols, or other amines.

Mercury (63P;) metastable atoms are created by the
quenching (usually by Ny) of mercury in the 63P; state which
can be produced by irradiating mercury vapor with 253.7-nm
light. The proposed mechanism for the formation and decay
of the exciplex are given by the reactions:

Hg + hv(253.7 nm) — Hg(6°P;) (1a)
Hg(6°P,) + N, — Hg(63Py) + Ng* (1b)
Hg(6°Po) + NH; — (Hg - NHy)* (1c)
Hg(6°Po) + NH3 + Np — (Hg - NHz)* + N, (1d)
(Hg - NH3)* — Hg + NH; + hv(345.0 nm) (1e)

(Hg - NHy)* + Np — Hg + NHj + No* (1)

(Hg - NH3)* + M — Products (1g)
Hg(6°Pg) + N, — Hg + No* (1h)
Hg(6%Po) + M — Hg + M* (1i)
Hg(6°P;) + M — Hg + M* (1j)

where M denotes any gas species present other than nitro-
gen.
The intensity of the emission produced in reaction le is
given by,
Emission (345.0 nm) = k.[(Hg - NH3)*] (2)

where the steady-state exciplex concentration for the mech-

anism given above can be expressed as,

(ke + ka[N2]) [Hg(6°Po) ]| [NH3)
ke + k([No] + kg[M]

[(Hg - NHg)*],, = (8)

At milliTorr Hg concentrations, the absorptivity is suffi-
ciently large such that in a few cm pathlength, virtually all
253.7-nm radiation is absorbed. Hence, the Hg(6°P;) pro-
duction rate is proportional only to the incident 253.7-nm
light. This allows the spatial and time averaged steady-state
Hg(63Py) concentration in a flow reaction cell to be written
as,

[He(6°Po)]ss
kp[al][No]
7 knlNa] + &i{M] + [NHy (ke + ka[NaDitky[Ne] + &;[M]}
(4)

where « is a constant of proportionality.

For low concentrations of NH3, kn[Ng] + ki[M] > (k. +
kd[N2])[NH3). In addition, at high N, concentrations and low
impurity levels ky[No] > kj[M]. Therefore, the expression for
the emission intensity of the exciplex can be approximated
by,
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Emission (345.0 nm)

o kalke + ka[Ns])[al][NH,] B

(ke + k[No] + kg[M]}{kn[No] + &i[M])
Alternatively, Equation 5 can be expressed in the form,
Emission (345.0 nm)
~ ke(kc + ka[N2])[NH;][al]r[Hg(63Po)] 7(Hg - NH3)*  (6)

where 7[Hg(63Po)] is the lifetime of the metastable Hg atom
i'; the system, and r(Hg - NH3)* is the lifetime of the exci-
plex.

These two expressions show that the exciplex emission in-
tensity is directly proportional to the ammonia concentration,
with its overall sensitivity controlled by magnitude of the rate
constants, incident excitation light intensity, and the level of
impurities, or M gases, existing in the reaction cell. Therefore,
for a given set of operating conditions and for a constant level
of trace contaminants, the emission mbensnty at 345.0 nm
provides a simple e of the
present.

The presence of impurities in the system influences the
observed ammonia exciplex emission primarily via the
quenching reactions 1j and 1i which reduce the steady-state
concentration of the Hg(63P;) and Hg(63P,) atoms necessary
for the formation of the ammonia exciplex. From the data
given in Table I, the relative importance of these two processes
can be estimated.

For the first process, if it is assumed that less than 10% of
the Hg(6°P,) state produced is quenched to the ground state,
i.e., kj[M]/ky[No] < 0.1, then the maximum allowable con-
centrations for some common gases listed are: O; < 1.4%; CO,
< 7.9%; Hy < 3.3%; NO < 0.8%.

The estimates for the second effect, whereby the mercury
atoms in the 3P, state are quenched to the ground state, re-
quire a slightly different approach. Since the Hg(3P,) state
is metastable and the transition to the ground state is doubly
forbidden, the major mechanisms controlling the lifetime of
the Hg(®Py) state in a given system are quenching by trace
contaminants from outgassing and by wall reactions. What
one wishes to compare, therefore, is not the quenching rate
constant of various gases relative to NH; and Ny, but rather
to compare them to the effective quenching rate in a clean
system which can be determined by measuring the lifetime
of the Hg(3P,) state.

The observed lifetime of the Hg(3Py) state for a typical re-
action cell containing 1 atm of pure N, was found to be of the
order of 100 us corresponding to a first-order rate constant of
10 s~ for the quenching of Hg(°Po) to the ground state. Using
the data in Table I, the required concentrations for the various
gases in order to give a rate constant equal to or less than 10¢
s~! are given by: Oz < 2 ppm; Hy < 6.5 ppm; NO < 1.5 ppm;
CO < 34 ppm; C;Hg < 3000 ppm; CoHy < 0.8 ppm. These
values correspond to the impurity level for a given contami-
nant gas such that the lifetime of the Hg(°Py) state, and
therefore the emission intensity of the ammonia exciplex, is
reduced by a factor of 2. For other atmospheric trace gases
such as SO; and NO,, it is expected their quenching rate
constant would be comparable to that for O,. Consequently,
they can also be tolerated at the parts-per-million level. As can
be seen, the conditions imposed by the q hing of the
Hg(°Py) state by the impurity gases via reaction 1i are much
more critical than those for the quenching of the Hg(°P,;)
state.

For ambient monitoring, molecular oxygen removal is by
far the most critical problem, owing to its abundance and

relatively large quenching rate constant. Its concentration in
a sample obtained from ambient air must be reduced by ap-
proximately a factor of 10° in order to maintain the same de-
tection sensitivity as that achieved in measurements made

ration

Table 1. Q g Rate Constants of Various Gases
Reacting with the Excited States of Mercury

Bimolecular Rate Constants

Hg 6(°P,) a1 298 K Hg 6(P,) at 295 K
(From Cvetanovié (S}) (From Callear and

k(cm® molecule™ s~ McGurk (6))
k(cm
Gas Procedure 19 Procedure 114 molecule ™ s7')
A 3.02x 102 4.31x 1072 Very small

0, 2.08 x 10~'° 2.98 x 107*° 1.8 x 107"
H, 3.36 x 10™'° 4.81x 107'° 5.37x 107"
NO 3.85 x 107'° 5.45x 107*'° 2,51 x 107
Cco 6.48 x 10~ 9.27 x 10~ 1.035x 107"
NH, 591 x 10~ 8.37 x 107" 3.1x 10"
H,0 1.94 x 107! 277 x 107" Very small
CO, 3.25x 107" 4.64 x 107! 4,39 x 107*?
N,O 1.66 x 107 2.37x 107" 1.12x 107"
CH, 1.3 x 107* 1.8x 107*2 5.9 x 107'¢
C,H, 4.2 x 107 6.0 x 107'° 4.2x 107"
C,H, 1.7x 1072 2.5x 107'° 8.88x 107**

Hg/NH,/N, system (1)

k, (cm

ke(e m? molecule

molecule ™ s™") 5™ 7(Hg-NH)* {Hg 6CP,)]
31x 10 22:0.2 1.7= 0.1 (us) 80-120 (us)

x 107

a The two proceuures reviewed by Cvetanovié give abso-
lute bimol hing rate which differ by
about a factor of 1.43. The relative values are in good agree-
ment.

with NH; in pure No. It should be noted, however, that the
presence of O only decreases the sensitivity and does not
change the linearity of the emission intensity with NH;3 con-
centration so long as the O, concentration remains constant.
Therefore, the degree to which it can be tolerated is largely
dependent on the required sensitivity for a given applica-
tion.

A feasible method for separating NH; from other gases in
ambient samples is by the use of chromatographic columns.
The described detection method can then be used as a highly
sensitive and specific detector in a gas chromatograph for the
measurement of NHj as well as other species such as amines
and alcohols. It is in this context that the use of the proposed
technique for the detection of NH; was most thoroughly in-
vestigated in a series of experiments.

EXPERIMENTAL

The expenmem.al apparatus used for the measurements consisted
of a standard gas chr h column and injection system, and
an emission cell with its associated optical system. A schematic of the

of the is shown in Figure 1. The chroma-
wgmphlc system consists of a dual-coil microvalve suitable for on-
column injection. The column best suited to the present purpose was
experimentally determined to be a 1.5-meter, 0.32-cm o.d. Teflon
column packed with 60-80 mesh Chromosorb 104 whlch was | ueav.ed
with a 10% by weight solution of tet yethylett
(THEED). The injection valve and column were enclosed in a con-
stant perature oven maintained at 80 °C. Ultrapure grade N2 was
used as the carrier gas and the flow rate through the column was set
between 80 to 100 cm®/min. The elution from the column was then
mixed with a 500 cm®/min flow of N2 which was passed through a Hg
bubble saturator thermostated at 22 + 1 °C. The column effluent and
saturator flow were then passed into a quartz (Suprasil) reaction cell
whose dimensions were 1.25 cm in diameter and 5 cm long. The cell
was concentrically irradiated with three (Ultra-Violet Products)
low-pressure mercury pen-ray lamps.

It was observed in preliminary tests that during prolonged opera-
tion of the system, the walls of the cell become coated with products
(primarily HgO) formed from reactions taking place within the cell
involving trace contaminants. However, it was experimentally dis-
covered that by introducing a very small concentration of methanol
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Flgure 1. Schematic diagram of experimental apparatus

vapor into the main N flow, this product buildup can be virtually
eliminated. Presumably, methanol acts as a gas phase scavanger of
reaction p which can combine to form condensable materials.
Since the exclplex emission from the (Hg- CH,-,OH)' exciplex occurs
at 295 nm, it is isolated from the (Hg-NH3)* emission and does not
interfere with the measurements for the NHj. Therefore, a small
concentration of methanol vapor was added to the system with a
saturator which permitted very stable long term operation of the
system with no detectable degradation of the signal intensity.

The spectral emission from the reaction cell was measured with a
Y-meter Jarrell-Ash grating spectrometer whose exit slit was modified
in the standard manner to interface with a PAR model 1205A optical
multichannel analyzer (OMA). This 500-element multichannel ana-
lyzer was set up to have a 20-nm display width with a resolution of 0.04

0.10 PPM

0.05 PPIt

MERCURY EMISSION LINE
l_ FROM LAY

RELATIVE EMISSION INTENSITY (ARGITRARY UNITS)

BACKGROUND
0 1 1 1
335 %0 335 352 355

WAVELENGTH (N4}
Figure 2. M d (Hg-NH;)* spectra for a continuous flow
of N, containing 0.1 and 0.05 ppm NH; through the reaction cell at an
integration time of 1s. The 348-nm filter was not used

content and i ity of the excipl as well as scattered
light background interferences. The signals was integrated for various
time intervals to establish the achievable sensitivity and the signal-
to-noise of the system.

Known volumes of sample containing ammonia at various con-
centrations were also injected directly into the cell to study the time
dependence of the emission as a function of carrier flow rate and re-
action cell configuration. The data obtained were used to verify the
degradation in sensitivity due to trace gas contaminants.

Finally, using samples of ammonia in nitrogen and ammonia in air,
and injecting known volumes into the cell through the column, studies
were carried out to test the feasibility of the system for ambient am-
monia as well as the degradation of the

ration

nm per channel element. This system was chosen b itis bl

of performing simultaneous real-time, as well as integrated time-

average, sampling of the emission over the entire spectral reglon ol'
while mai: ing sensitivity app! hing that

by direct photon-counting techniques for each optical element.

To reduce the scattered light background from the Hg emission
lines in the photolysis lamp (see Figure 2), the emission radiation from
the reaction cell was passed through an interference band-, -pass filter
centered at 348 nm, with a 5- -nm half width. The resul!mg emn.ss:on

signal due to column effects such as incomplete separation, and loss
of material due to irreversible wall absorption.

RESULTS
Some typical data obtained with continuous flow of Ny
containing various concentrations of NHj through the reaction

cell are shown in Figure 2. The upper curve represents the
ed emission spectrum for 0.1 ppm by volume NHj3 in

signal d d for thu experi e
of the excipl bandshape with the t ission charay
teristics of Lhe interference filter.
Gas ing ia at various rations were
d by y passing nitrogen or air over ion tubes of various

lengths located in a constant temperature bath. Concentrations
ranging from 20 ppm to 100 ppb were generated by adjusting the
temperature and the flow rate accordingly. For the low concentrations
in the range of a few ppb, the flow from the permeation tube enclosure
was further diluted by mixing with additional clean gas. It was found
that after an initial equlhbrnuon penod of about 1 h, the concentra-
tion of ined stable to within a few per-
cent.

For experiments performed with samples of ammonia in nitrogen,
Matheson uh.rapu.re grade nitrogen gas was used. I-‘un.her punﬁmuon
of the gas as delivered from the d by passing
the flow from the cylmder through a cryogamc l.mp cooled to liquid
argon temp le change in the results. For the
m of ammonia m air samples, both room air and zero gas were

The described experimental apparatus were utilized to make three
different types of measurements. 'The injection syswm was by-| pasaed
and gas of g d by the ion
tube were flowed conti ly through the ion cell. The resulting
real-time signal displayed by the OMA were used to study the spectral

N while the middle curve is that for 0.05 ppm. The bottom
curve is the background emission and scattered light signal
without the presence of NHj and shows the presence of scat-
tered light emission from the photolysis lamp. The structure
on top of the emission spectra is not noise but, rather, emission
lines from the mercury atoms in the cell due to its interaction
with the ammonia exciplex. Since this emission signal is also
proportional to ammonia concentration, it represents addi-
tional signal which enhances the sensitivity of the detection
scheme. The real signal-to-noise ratio per channel of the op-
tical multichannel analyzer was measured and found to be 70
to1at0.1 ppm, or 10 to 1 at 14 ppb. By placing the previously
mentioned 348-nm interference filter in the optical path be-
tween the cell and the monochromator, the background
scattered light interferences were greatly reduced, and a fur-
ther improvement in the signal-to-noise ratio of an order of
magnitude or better was achieved.

The results obtained by injecting known volumes of samples
containing NHj at various concentrations are shown in Figure
3. Figure 3a represents the real-time signal for a single channel
of the OMA corresponding to the peak frequency of the
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time-integrated intensity of the NH; emission band for direct injections
of samples of NHj; in N; into the reaction cell
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emission spectra. Figure 3b represents the intensity of the
emission band integrated over the residence time of the
sample while flowing through the detector cell. The shape of
these spectra is mainly dominated by the frequency response
of the measurement system. As can be seen by comparing the
areas under these curves, the frequency and time integration
enhances the emission signal by about two orders of magni-
tude. Figure 4 shows the relative intensity of the signals de-
tected as a function of NH; concentration. The signal was
found to be linear in the mass of NHj gas injected over the
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Figure 5. Real-time and integrated signals from NH; emissions for in-
jections of NH3 in N, and NH; in ambient air through the chromato-
graphic column

range of measurements, and a sensitivity of the order of a few
tenths of a picogram was achieved.

Extensive tests were carried out with injections of NH; in
N and in ambient air through the chromatographic column.
Figure 5 shows some typical real-time and integrated signals
for the two cases under similar conditions. As can be seen, the
retention time of NH; for the conditions used was about 1 min,
and the time necessary for complete elution of the NH; peak
was of the order of 2 min. The retention for O, is about 10 s,
which can be measured from the position of the strong nega-
tive signal caused by O, quenching of the background Hg
fluorescence from the cell. A comparison of the two results
indicates that the emission signal is lowered by about a factor
of 6 for air samples. This is most likely caused by residual O,
contamination of the system from the tailing of the air peak.
It was, however, found that, by the use of methanol vapor as
a gas phase scavenger, excellent repeatability can be obtained
for measurements made over long periods of time.

The integrated emission signals are also shown as a function
of frequency in Figure 5. Again, an enhancement of about a
factor of two orders of magnitude in signal was achieved over
the real-time single channel measurements. The integrated
areas under these curves are shown in Figure 6 for both sam-
ples of NHj in N» and in air. The signal was shown to be linear
for NH;3 concentrations up to 5000 pg. The achieved sensitivity
in the present system for samples of NHj in air is about 3 pg
(with a signal-to-noise of 5), which corresponds to a detection
limit of the order of 4 parts per billion in a 1 cm3 sample.

DISCUSSION
The results of this study have shown the technique of
mercury-sensitized lumi: to be ble of determining

ambient NHj in the 1- to 100-ppb range with linearity in
concentration over three orders of magnitude. The ultimate
sensitivity of the method is limited by the stringent require-
ment on the level of allowable interfering gases such as mo-
lecular oxygen. For specific applications where these gases are
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not present, the potential sensitivity of the described tech-
nique for detecting NHj exceeds that for other competitive
methods. For ambient air monitoring, the practical limitation
on sensitivity is determmed by the degree with which chro-
matographic tech can be developed to reliably separate
samples containing NHj at concent,rauons below 1 ppb.

The detection principle itself has a number of fundamental
advantages. The mercury-ammonia exciplex has a high effi-
ciency for emission, with about 70% of the exciplexes decaying
through dissociation with photon emission (3). Second, the
exciplex emission occurs in a relatively narrow spectral range

in the near ultraviolet, allowing high-efficiency photomulti-
plier tubes to be used for the measurements. Third, the
emission is specific in frequency and the spectral information
may be used to distinguish the signal from emissions due to
various other gases which form excited mercury complexes.
Fourth, the exciplex emission reaction is proportional to the
total p e of the system so that m ts can be
carried out at atmospheric pressures or higher. Finally, the
exciplex reaction mechanism does not remove NH; from the
system except via secondary product formation. Therefore,
with proper choice of reaction conditions, each NH3 molecule
can, in principle, react and emit many times, thus enhancing
the sensitivity of the method. For example, if the lifetime of
the Hg(6°Py) in a cell is 100 us and the incident photolysis
power density is 250 mW per cm?®, then the NH; exciplex
emission rate is of the order of 100 photons-molecule=! s~1.
Hence, for an average residence time in a reaction cell of 1 s,
a signal enhancement of 2 orders of magnitude can be realized
over other emission measurements involving degenerative
processes.

Work is currently being continued to utilize the method as
an analytical tool in laboratory research programs as well as
to adapt the technique to the detections of other gas
species.
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Determination of p-Aminobenzoic Acid by Room Temperature

Solid Surface Phosphorescence

R. M. A von Wandruszka and R. J. Hurtubise*

Department of Cl y. Ur of W g, Laramie, Wyo. 82071
P b ic acid and | other molecules were found
to phosphoresce at room t e when adsorbed on so-
dium acetate. A unique phosphori ic hod Is d ibed
for d ining p-aminob ic acld without sepnrallon in
multicomp PR S The reflected phosphores:
cence of p-aminob ic acld adsorbed on tat

was measured in the quantitation step. The method Is rapid,
very selective, and sensltive for p-aminobenzoic acid. The limit
of detection is about 0.5 ng per sample spot and the relative
standard deviation is 2.4% at 5 mg per tablei. p-Hydroxy-
benzoicacld,lﬂlcadd.mdﬁwbemidedp-amlmbenm
acid also d room temp phosp when

dsorbed on tate. Phosp data on these

molecules are reported.

Room temperature phosphorescence of adsorbed ionic or-
ganic molecules was first reported by Schulman and Walling

(1, 2) and later by Paynters et al. (3) who put the phenomenon
to its first analytical use. Also, Wellons et al. have reported on
room temperature phosphorimetry of biologically-important
compounds (4). Some solid surfaces that have been used are
filter paper, silica, alumina, and asbestos. In all instances, it
was stressed that extensive drying of the surface was re-
quired.

p-Aminobenzoic acid (PABA) was found to phosphoresce
at room temperature when adsorbed on a surface of sodium
acetate, even when the system was in contact with a solution
of absolute ethanol.

The new method of PABA determination discussed in this
paper is insensitive to moisture and utilizes a thin-layer
densitometer for rapid, sensitive determinations. The method
is much more sensitive than the USP XVIII method (5) and
it can be used for samples to which the USP method is not
applicable. It compares favorably with a recently reported uv
absorption method (6).
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EXPERIM'EN’I‘AL

A Phosph

spectra and
phosphorescenea hfehmeu were daummed wn.h a Perlnn Elmer
MPF-2A Fl
aceessory. 'Pha uoun:e wasa 150-wntt Xe arc nnd the detector a 1P28
S-5 was achieved with
a Schoeffel SDSOOO Spectrodensltometer using a 150-watt Xe arcand
a 1P28 ph 1 les that were d with the
densitometer were plaoed in a series of 12 circular depressions of
%e-inch diameter and 4 oo-inch depth that were milled into a brass
plate along a line parallel to the edge. The plate was blu:kened toa
dull, flecting finish. In all sub -
tions, it was placed on the moving stage of the densitometer.
Reagents. Ethanol was purified by distillation as described by
Winefordner and Tin (7). Other solvents were reagent grade and used
without further purification. The PABA was reagent grade and pu-
rified by recrystallization from ethanol. The other compounds tested
were reagent grade and used without further purification. All PABA
solutions were prepared with absolute ethanol nnlees stated otherwise.

INTENSITY

RELATIVE

The B lex tablets analyzed were ibuted by Plus
Products, Irvine, Cnllf and purchased from a local heal'.h food
store.

Procedure. Standards and unk les were prepared as

300 0 400 450 800
WAVELENGTH, am

Figure 1. Total i P

of PABA on sodium

follows: 25-ul volumes of ethanol were introduced into 4 X 0.4 cm test
tubes from a micropipet and 1-6 ul volumes of standard or sample
solution were added from a 10-u1 Hamilton syringe. The amounts of
PABA thus delivered to each tube ranged from 10 to 200 ng. A fixed
amount of sodium acetate was added to each tube with a measuring
spoon that had the same volume as the depressions in the plate de-
scribed above. The tubes were placed in an oven at 80 °C until all the
ethanol had evaporated. The dry solid was quantitatively transferred
to a small mortar and a pestle was used to gently break up conglom-
erate particles. The powder was then ferred to the

in the plate and smoothed over wn‘.h a spatula

A stock PABA d from

gth, 280 nm
wavelengths of PABA adsorbed on dried filter paper are re-
ported to be 273 nm and 426 nm, respectively (4).

Sodium Acetate Powder. The room temperature phos-
phorescence lifetimes of a PABA sample, prepared as de-
scribed under Procedure and measured following the de-
scription in the Hitachi N-619E phosphorimeter manual, was
found to be 3 s. The reported liquid nitrogen temperature
phosphorescence lifetime of PABA in ethanol is 3.2 s (8). The
fluor excitation and emission maxima of an ethanolic

tablets by grinding 20 tablets with a mortar and pestle and then ex-
tracting with ethanol for 1 h. The extract was filtered and the filtrate
diluted to 250 ml with ethanol. This solution was used to prepare all
other extract solutions used in subsequent PABA determinations.

After introduction of the powder into the depressions in the plate,
lhe latter was placed on the stage of the densitometer. The phos-

y was d with the excitation monochro-
mator set at 290 nm and the emission monochromator set at 426 nm.
The excitation monochromator was a prism, the emission mono-
chromator a wedge tor, and all ts were ob-
tained in the single beam reflection mode.

Unless indicated otherwise for the phosphorescence excitation and
emlssmn spectra and llfetlme determinations, the powder was in-
troduced into a ph cell which was placed in the phos-
ph y of the fl spect

RESULTS AND DISCUSSION

Sodium Acetate Suspension. The sodium acetate surface
was formed and suspended as a gelatinous precipitate in ab-
solute ethanol by addition of 0.5 ml of acetic anhydride to a
50-ml solution of ethanol saturated with sodium hydroxide
and containing 0.10 mg PABA. This mixture was shaken for
several minutes and a thick white precipitate of sodium ace-
tate was formed. Upon excitation with a uv lamp, the PABA,
presumably adsorbed on the suspended precipitate, was
visibly phosph t. This was indicated by a strong blue
signal that persisted for several seconds after the uv lamp was
shut off. The precipitate was introduced into a phosphores-
cence cell, and the phosphorescence excitation and emission
spectra were obtained using the phosphorescence accessory.
These spectra were identical to the room temperature phos-
phorescence spectra obtained for a PABA sample prepared
as described under Procedure. The excitation and emission
maxima obtained were 290 and 426 nm, respectively. Liquid
nitrogen temperature phosphorescence spectra of PABA in
ethanol showed an excitation maximum at 315 nm and an
emission maximum at 415 nm. Reported values are 310 nm
for the excitation maximum and 430 nm for the emission
maximum for ethanolic PABA solutions (8). The manmum
room t ure ph h itation and i

PABA solution are reported to be 290 nm and 350 nm, re-
spectively (9). The lifetime of the luminescence signal and the
position of the maximum emission wavelength from the solid
surfaces indicate that phosphorescence from PABA was ob-
served. With a PABA sample prepared as described and
placed in the brass plate, the total luminescence emission
spectrum was taken with the densi ter, using a

grating emission monochromator. Figure 1 clearly shows the
fluorescence and the phosphorescence emission spectra of
PABA.

Sodium Acetate Crystal. In another experiment, a single
crystal of sodium acetate was grown from aqueous solution
and placed in an ethanolic PABA solution (50 ug/ml). Strong
blue phosphorescence, similar to that described above, was
observed from the crystal surface, using a uv lamp for exci-
tation. When the crystal was removed from solution and dried,
phosphorescence could be observed upon excitation with a uv
lamp even after the crystal was exposed to the atmosphere for
several days.

Sodium acetate is slightly soluble in ethanol and its surface
is affected by this solvent. This was indicated by the
opaqueness that developed on the surface of the sodium ace-
tate crystal after it was placed in ethanol. Several other sol-
vents were used to prepare PABA solutions to be brought in
contact with a sodium acetate crystal surface. The solvents
tested were methanol, diethyl ether, isopropanol, isobutanol,
acetone, and water and the choice of solvent was found to be
of utmost importance. A crystal of sodium acetate, introduced
into a solution of PABA in diethyl ether, appeared to be un-
affected by the solvent and no phosphorescence was observed
from the crystal surface. Sodium acetate crystals exposed to
PABA dissolved in methanol, isopropanol, and isobutanol did
not give rise to phosphorescence on the crystal surface al-
though the crystal was affected to some extent by these sol-
vents. Relatively weak phosphorescence was observed in all
cases after the crystals were removed from solution and dried.
It disappeared after prolonged exposure to the at h
A sodium acetate crystal put in an acetone solution of PABA
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Figure 2. Calibration curve: phosphorescence intensity vs. amount of

PABA

showed no surface phosphorescence whatever. Sodium acetate
crystals grown from aqueous solution containing PABA did
not yield phosphorescent crystal surfaces.

Other species tested on a sodium acetate crystal surface
were benzoic acid, aniline, p-aminophenol, 0-aminobenzoic
acid and m-aminobenzoic acid, all dissolved in absolute eth-
anol. The first four showed no phosphorescence; the m-ami-
nobenzoic acid gave a weak signal, but only after thorough
drying.

Other Surfaces. PABA was applied to a number of other
surfaces—silica gel, alumina, sodium carbonate, sodium io-
dide, pot acetate, ium acetate, lead acetate, and
lithium carbonate—but the phosphorescence observed was
weak and the surfaces required thorough drying, notably in
the case of potassium acetate.

The phosphorescence effect described is highly specific with
respect to three factors: adsorbed molecule, adsorbent, and
solvent. Of the systems described above, only the combination
PABA-sodium acetate-ethanol gave rise to strong phospho-
rescence from the adsorbed PABA. Moreover, this combina-
tion presented the only case in which phosphorescence per-
sisted after the crystal was removed from solution, dried, and
exposed to the atmosphere for extended periods of time. Work
is continuing to explain these facts.

Quantitative Determinations. A series of 10 identical
PABA samples, each containing 100 ng PABA, was prepared
and the phosphorescence signals were measured with the
densitometer. The average peak height of the recorder re-
sponse was taken to represent 100 ng PABA. The amount of
PABA corresponding to each individual peak was computed
and the relative standard deviation of the series was found to
be 5%. A similar determination was made with a series of 10
ng samples of PABA and the relative standard deviation in
that case was 7%. The linear range of a typical calibration
curve extended from 0-200 ng PABA per sample. Above 200
ng, the curve became nonlinear (Figure 2), but was shown to
be reproducible, and analytically useful results could be ob-
tained up to 0.5 ug of PABA. The smallest amount of PABA
in a sample spot that gave a phosphorescence signal equal to
twice the background signal was 0.5 ng.

To demonstrate the analytical usefulness of this new phe-
nomenon, PABA was determined in vitamin tablets labeled
to contain 5 mg PABA per tablet. A list of tablet ingredients
is given in Table I. The PABA content of these tablets was
considerably less than the 94% specified in USP XVIII (5) as
the minimum content of tablets to which the USP method can
be applied. The tablet extract solution was prepared as de-

Table 1. Tablet Ingredients
Qufiintity per 6 tablets

Ingredient (as labeled)
Vitamin B, 5 mg
Vitamin B, 5 mg
Vitamin B, 5 mg
Folic acid 0.1 mg
PABA 30 mg
Pantothenic acid 100 mg
Niacinamide 50 mg
Inositol 1000 mg
Choline bitartrate 1000 mg
Vitamin B, 15 ug
Biotin 25 ug

Table II. PABA in Vitamin Tablets

Determination PABA per tablet, mg

1 5.1
2 5.0
3 4.8
4 4.9
5 5.0
6 5.0
7 4.9
8 5.0
9 5.0
10 4.8
11 5.2
12 5.1
13 5.1

Av 5.0 mg PABA /tablet
Std dev, 0 =0.12
Rel std dev 2.4%

Table 1II. Percentage PABA Recovery in

Spiked Extract Samples®
total

ml PABA total PABA

extract deter- PABA PABA deter-
in mined in added in present in mined in

10-ml series 1,  series 2,  series 2, series 2,  Recovery,

solution ng/ul ng/ul ng/ul ng/ul %
0.1 4.2 49.5 53.7 54.2 101
0.2 8.0 49.0 57.0 57.0 100
0.3 11.5 48.5 60.0 61.0 102
0.4 16.2 48.0 64.2 62.9 98
0.5 20.5 47.5 68.0 70.0 103

Av 101%

a Average values from duplicate determinations.

scribed and a 0.2-ml aliquot of this solution was taken and
diluted to 10 ml with ethanol. Two-microliter volumes of this
final solution were introduced into the test tubes with a mi-
crosyringe and treated as described. The results of replicate
determinations are shown in Table II. The average amount
of PABA per tablet was found to be 5.0 mg.

Interferences. A study was made to determine possible
interferences with PABA determinations by other tablet in-
gredients. For this work, two series of aliquots ranging from
0.1-2.5 ml were taken from the extract. Each of the aliquots
in the first series was diluted to 10 ml with ethanol. In the
second series, the aliquots were diluted to 10 ml with a 50
ug/ml standard PABA solution so that each of the resulting
solutions contained a different, known amount of PABA in
addition to the extract. It was found that in both series the
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PABA could be determined accurately in the solutions con-
taining less than 1.0 ml of extract per 10 ml of solution. For
the solutions more concentrated in extract, a strong reduction
in PABA phosphorescence intensity was noted. Also, the
amount of PABA determined no longer varied in accordance
with the amount of extract present in the solutions. To find
the range of extract concentrations that could be used without
leading to reduction in the PABA phosphorescence signal, a
number of solutions were prepared containing 0.1-5.0 ml of
extract, diluted to 10 ml with a concentrated standard PABA
solution and/or pure ethanol, such that all solutions contained
225 ng/ul PABA. One-microliter volumes of these solutions
were treated as for a PABA determination, and the PABA
phosphorescence intensities were measured. A plot of PABA
phosphor intensity vs. t of extract was made
(Figure 3). The resulting curve showed that extract volumes
greater than about 0.8 ml will give erroneous results.

In the two series of solutions described above, the PABA
contents were determined for the solutions containing 0.5 ml
of extract and less per 10 ml of solution. The percent recovery
of PABA was computed and the results are shown in Table
1L

It is clear from Figure 3 and the data in Table III that ac-
curate results can be achieved when the amount of extract is
less than 5% of the volume of the final solution. This does not
present a problem as the sensitivity of the method allows for
the determination of extremely small amounts of PABA with
good precision. For example, test tubes containing 1.0 ul of an
extract solution at 8 ng/ul PABA were spiked with 5.0, 10.0,
and 20.0 ng PABA in ethanol solution and the samples de-
termined for PABA. The PABA recovery was 100% in all three
cases.

To investigate the cause of the reduction in PABA phos-
phorescence intensity at higher extract concentrations, a re-
flection spectrum of extract on sodium acetate was taken with
the densitometer set in the double beam mode (Figure 4). It
can be seen that the extract absorbs at the phosphorescence
emission wavelength of PABA, which would be one factor
leading to the observed reduction in phosphorescence inten-
sity for the more concentrated extract solutions. Also, the
absorption of exciting radiation by other tablet ingredients
would cause a reduction in PABA phosphorescence intensity.
As indicated by Tables II and III, these factors are not im-
portant at the level of extract used in the analytical proce-
dure.

Luminescence spectra of the extract on sodium acetate were
also taken with the fluorescence spectrophotometer. With the
phosphc y in place, the extract gave excita-
tion and emission spectra virtually identical to pure PABA
on sodium acetate, with maxima at 300 nm and 425 nm, re-

ABSORBANCE
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WAVELENGTH, nm

Figure 4. p of extract on sodium acetate.
Readings taken every 10 nm
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Flgns Total luminescence emission spectrum of extract on sodium
300 nm

spectively. The total luminescence emission spectrum of ex-
tract on sodium acetate obtained with the fluorescence spec-
trophotometer is shown in Figure 5. It is evident that the
phosphorescence peak at 426 nm corresponds closely to that
of pure PABA, whereas the fluorescence peak has shifted to
shorter wavelengths, indicating the presence of other fluo-
rescent species in the extract. The shoulder centered around
460 nm must also be due to other fluorescent species since
emission spectra of extract on sodium acetate obtained with

the phosph y show a single peak with the
maximum at 426 nm.
Finally, an ethanolic solution 20 ng/ul PABA as

well as 200 ng/ul m-aminobenzoic acid and a solution con-
taining 20 ng/ul PABA and 200 ng/ul o-aminobenzoic acid
were prepared and the PABA contents were measured. It was
found that the PABA determinations were in both cases free
from interference.

Other Molecules. In a pr y study, p-hydroxy-
benzoic acid, folic acid, and the benzamide of PABA were
investigated. Phosphorescence excmmon and emission spectra
were obtamed for these mol on tate and their
respective p excmmon maxunawere 340, 320,
and 300 nm and the cor pondi ima 404, 465,
and 430 nm. Investigations into the behavior of other mole-
cules are continuing.
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Determination of Tin by Gas Phase Atomization and Atomic

Absorption Spectrometry

Prem N. Vijan* and Chris Y. Chan

Air Quality Laboratory, Ministry of the Environment (Ontario), Toronto, Ontario, Canada

A semiautomated method for the tion of tin In sus-
pended air particulate matter is described. The dissolved tin
Is reacted with sodium borohydride solution and converted into
gaseous hydrides. The resulting gaseous mixture is combusted
in a tube furnace and the atomic absorption of tin is measured
at 286.3 nm. More than 20-fold concentrations of copper,

nickel, y, and i . The Int are
eliminated by the addition of sodi late to the pl
lutions or by prior Ipitation with hydrated g

dloxide. Fifty HI-Vol alr filters can be analyzed per day. The
relative standard devlation of the method is 6 % with a sensi-
tivity of 0.45 ug/l. and a detection limit of 0.1 ug/I.

There is a need for a simple and sensitive method for mea-
suring tin concentrations in environmental, food, and geo-
logical materials. The colorimetric methods for the determi-
nation of tin are tedious, nonspecific and involve lengthy
distillation (7). The sensitivity of the conventional flame
atomic absorption methods for tin is approximately 0.5 pg/ml
which is insufficient for accurate analysis. Besides, they are
prone to chemical, spectral, and molecular interferences (2-4).
Tin belongs to a family of metals and metalloids that form
gaseous hydrides with a fair degree of ease. The research pa-
pers based on the use of gaseous hydrides for atomic absorp-
tion measurements by flame and nonflame atomization de-
vices have shown a considerable increase over the past few
years. Improvements of sensitivity by several orders of mag-
nitude have been reported compared with conventional atomic
absorption methods. Fernandez (5) reported an absolute
sensitivity of 7 ng/ml for tin in dilute hydrochloric acid solu-
tion using sodium borohydride pellets for hydride generation
and a balloon reservoir for collection. He used an argon-
hydrogen-entrained air flame and measured the atomic ab-
sorption signal at 224.6 nm.

Heated quartz tubes are stable atomizers as compared with
flames. They do not require the use of high pressure gases and
are better suited for unattended operations (6). Schmidt et
al. (7) have briefly listed the advantages of the automated
approach. They used an argon-hydrogen-entrained air flame
to establish the precision and the detection limits for arsenic,
selenium, bismuth, antimony, and tin in aqueous solutions.
Pierce et al. (8) applied the same idea to the determination
of selenium and arsenic in surface waters using a tube furnace,
as :ll l(l;; 6, together with a stripping column used by Goulden
et al. (9).

Smith (10) carried out a systematic study of the interfer-
ences encountered in the determination of volatile hydride-

forming elements using the manual method and the argon-
hydrogen flame. Very little work, however, was done on tin,
and large blanks were obtained. No attempt has been made
to investigate the elimination of these interferences.

Burke (11) successfully used the scavenging properties of
the oxide of Mn(IV) for quantitative coprecipitation of traces
of antimony, bismuth, lead, and tin from solutions of nickel
prior to their determination by atomic absorption spectrom-
etry.

The present paper describes a method for determination
of tin in airborne dust collected on a glass fiber filter, and a few
other matrices by a continuous hydride generation technique
with special emphasis on the study and elimination of inter-
ferences.

EXPERIMENTAL

Apparatus. A Techtron Model AA-5 atomic absorption spectro-
photometer was used to obtain all the data. The analytical wavelength
used was 286.3 nm and the light source was a tin hollow cathode tube
(Westinghouse) operated at recommended current. Argon gas flow
rate was regulated at 240 + 30 ml/min by means of a calibrated flow
meter. An electrically heated open ended quartz tube, 10 cm long and
10-mm i.d. with a 4-mm diameter inlet tube was used for atomizing
tin in the gaseous stream. The temperature of the tube furnace was
controlled by a Variac transf A Techni propor-
tioning pump, and manifold were used in conjunction with a 10-mV
variable range recorder for achieving an automatic operation as pre-
viously reported (6). The system diagram is shown in Figure 1. The
optimum instri alp are ized in Table I.

Reagents. Tin standard solutions were prepared by diluting 1000
ppm stock solution (BDH) and 1% HCL (All other acids and salts used
were reagent grade.) A 1% solution of sodium borohydride (98% Fisher
Scientific) was used for hydride generation. Demineralized distilled
water was used for preparing all the reagent and sample solutions.

Procedure. Sample Decomposition. Hi-Vol Filters. Circular filter
disks measuring 5 cm? were cut from 33 exposed Hi-Vol glass fiber
filters by means of a stainless steel punch. They were placed in 18 X
150-mm test tubes held in a 40-hole aluminum heating block. Seven
blank disks were placed in the remaining test tubes and 0, 0.05, 0.10,
0.20, 0.30, 0.50, and 1.00 ml of 15 ug/ml tin solution were added by
means of a microburet. Two-ml portions of concentrated hydrochloric
acid were added to each test tube. The loaded aluminum block was
transferred to a hot plate and the contents of the test tubes were
maintained at near boiling temperature for 2 h. The digestates were
diluted to 15 ml with demineralized distilled water and mixed thor-
oughly. The test tubes were centrifuged and 1:10 dilutions of the clear
solutions were t ferred to the ing cups for d tin
analysis. The final solutions contained approximately 1% hydrochloric
acid. If lower reportable limits are desired, the dilution step is elimi-
nated and instead the sample digestates are neutralized with sodium
hydroxide, reacidified with 1.5 ml of 10% hydrochloric acid and made
up to 15 ml with distilled water using one drop of phenolphthalein as
indicator.
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Figure 1. AutoAnalyzer-AAS system for tin

Minerals. The samples were fused with sodium peroxide in vitreous
carbon crucibles. The fusions were dissolved in 1:1 hydrochloric acid
and diluted to known volumes. The prepared solutions were further
diluted with 1% hydrochloric acid to bring their concentrations within
the optimum range of working standards.

Rocks. About 100 mg of accurately weighed sample was heated with
2 ml of 5:2:10 mixture of HoSO;:HNOg:HF in a 25-ml Teflon beaker.
The contents were taken to fuming. The residue was dissolved in
distilled water and neutralized with 5% sodium hydroxide until a
precipitate appeared. The solution was acidified with 1 ml of 1:1 hy-
drochloric acid and the volume was made up to 50 ml with distilled
water.

Sludges. About 100 mg of ighed sample was di

Table I. Optimum Instrumental Parameters

Damping Maximum (D)
Wavelength 286.3nm
Slit width 100 um
Sample time 1 min
Wash time 2 min
Recorder span 5-mV Full scale
Recorder speed 0.5 cm/min
Atomizer temp. 850 °C
d baseline. A draught- and smoke-free environment around the

ly
with 2 ml of 1:4 perchloric-nitric acid mixture in a covered' 25-ml
beaker. The contents were heated until white fumes appeared. The
digestate was made up to 100 ml with 1% hydrochloric acid. The
prepared solution was further diluted with 1% hydrochloric acid as
required.

Liquid Food and Water Samples. No sample preparation was re-
quired. Samples were diluted with 1% hydrochloric acid and analyzed.
For solid foods, di position p. ded by Sandell
(1) may be used.

Coprecipitation with Hydrous Manganese Dioxide. A suitable
aliquot of the prepared sample solution containing 0.3 to 1.0 ug of tin
was transferred to an 18- X 150-mm test tube and diluted with 10 to
12 ml of distilled water. One-ml volume of 1% manganese sulfate so-
lution was added and the contents were heated to boiling. A half-ml
portion of 0.25% potassium permanganate solution was added drop-
wise to the contents of the test tube and heated to boiling again. The
test tube was set aside for 30 min at room temperature. The precipi-
tated manganese dioxide was filtered, under gentle suction, through
a disk of glass fiber or Whatman 40 filter fitted into a Gooch crucible.
The test tube was rinsed 3 to 4 times with small volumes of distilled
water and the rinsings were passed through the same Gooch crucible.
The precipitate was wetted with 0.3 ml of 6 M hydrochloric acld fol-
lowed by 2 ml of 10% hyd. ide to dissolve it completely. The
solution was received in the same test tube in which the precnplmuon
was performed. The filter and Gooch crucible were washed several
times with small quantities of water so as not to exceed the volume
of 15 ml. The final volume was made to the 15-ml mark on the test
tube

RESULTS AND DISCUSSION

Effects of Experimental Parameters. Manifold Design.
The tube sizes required to build the manifold shown in Figure
1, were determined by the trial and error method to provide
optimum flow rates of various reagents. Use of a two-lobe
sampler cam allowed 1 min for sampling and 2 min for wash
cycles. These intervals were best suited for obtaining well
formed signal peaks returning smoothly to a reasonably stable

ends of the quartz tube, and a minimum opening of the ex-
haust pipe damper were necessary to reduce the baseline drift
to half a chart paper division (0.001 absorbance). A sudden
drop in sensitivity was always attributed to either the condi-
tion of the quartz cell or the manifold tubes. After a prolonged
use, a greyish powdery deposit built up on the inner walls of
the cell, possibly due to a reaction between quartz and hy-
drogen at high temperature. This affected the performance
of the system. An occasional brushing with a mild detergent
and heating the quartz tube to a high temperature restored
its performance. The manifold tubes required occasional re-
placement or cleaning with hydrochloric acid.

Introduction of air into the sy was y. Cc
blockage of air tubes produced signal peaks which were ir-
regular in shape and took a longer time to return to the base-
line. Use of two manifold tubes for air supply gave slightly
better performance than one tube. The system was found to
be quite rugged and trouble free over an operating period of
3 to 4 months. The presence of sulfuric acid dryer was not
essential but was desirable because it prevented the conden-
sation of water vapor in the gas delivery tube.

Carrier Gases. The optimum argon flow rate was between
220 to 280 ml/min depending on the size of the quartz cell. A
continuous decrease of argon flow rate from 600 ml/min to 100
ml/min increased the signal progressively by approximately
60%. However, lower flow rates produced distorted peaks with
unstable baseline and higher flow rates decreased sensitivity
partly due to dilution and partly due to the shortened resi-
dence time in the heated atomizer. The use of nitrogen as
sweep gas at the same flow rate as argon gave approximately
the same response (12).

Atomizer Temperature. The temperature of the quartz
tube was 850 + 10 °C for maximum sensitivity and precision.
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Figure 2. Effect of acid concentration on the absorbance signal of
tin; (—) sample acid concentration vs. absorbance; (- - - -) background
acid concentration vs. absorbance

Table I1. Effect of Foreign Elements on Recovery of Tin®

% Recovery
Amount With
Interfering added, With Na,C.0y4,
element pgml~!  Direct copptn® 600 ug ml~!

Ni 0.5 100 100 100
2.0 90 100 100

5.0 60 100 100

10.0 30 100 100

Cu 0.5 100 100 100
2.0 85 100 100

5.0 75 100 85

50.0 50 100 65

As¢ 0.3 100 100 100
0.5 82 100 82

5.0 50 98 50

@ All solutions contained 0.03 ug ml~! tin in 1% HCI. 10 000 ug
ml~! Na, K; 1000 ug ml~! PO3-, SO42~, NO3~, Cl~; 40 ug ml~!
Pb, Ca, Mg, Zn, Fe, Al; 5 ug ml~! Se, Cr, Mo do not interfere.
% 1000 ug ml~! of Cu, Ni, Cr, Zn, Fe, Al gave 100% recoveries. < Sb
behaves similarly.

Raising the temperature to 950 °C caused progressive re-
duction in response by 25% and lowering the temperature to
700 °C increased the sensitivity slightly but caused peak
distortion and baseline instability. A 10- X 100-mm quartz
tube was found to be twice as sensitive as an 18- X 140-mm
tube.

Sodium Borohydride Solution Concentration. The increase
of sodium borohydride solution concentration from 0.5% to
5%, w/v, did not change the sensitivity significantly. A 1%
concentration chosen for this work allowed for some sponta-
neous d position of the reagent solution without affecting
the calibration. A fresh solution was prepared before use. The
solution of sodium borohydride stored overnight at room
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Figure 3. Effect of acid concentration on the stability of a standard
solution of tin (0.1 ug per ml)

temperature produced a lower response. Storage in & refrig-
erator maintained the strength of this solution.

Acid Concentration. The sensitivity of the present method
was found to be strongly dependent on the concentration of
hydrochloric acid present in the sample and of the acid
pumped through line 2 of the manifold diagram. This rela-
tionship is illustrated in Figure 2. The small plateau of the
curve allows some variation in the acidity of the sample so-
lution without adverse effect on the quality of results. Pres-
ence of some acid is essential for initiating the reaction. The
background acid (line 2 of manifold) was necessary to obtain
good signal peaks with stable baseline and to continuously
subtract the reagent blank by setting the recorder pen to zero.
On substituting distilled water for 0.5N hydrochloric acid in
line 2, a reagent blank signal peak corresponding to 1.2 ng per
ml tin was obtained. This peak was confirmed to be due to tin
by the use of a neighboring 284.0-nm non-absorbing line
(Figure 2). Acids such as nitric, hydrochloric, sulfuric, per-
chloric and their mixtures of equivalent concentration gave
equal absorbance signals for 0.1 ug per ml tin.

Matrix Effects. The effect of several matrix elements likely
to occur in Hi-Vol filters and other samples was investigated.
Of the common elements studied only nickel, copper, anti-
mony and arsenic interfered. Up to 20-fold concentrations of
these four elements did not suppress the signal. The amounts
of nickel, copper, antimony and arsenic present in air, in excess
of 0.5, 2.5, 1.0 and 2.0 ug/m? respectively, would interfere.
These concentrations are uncommon in typical air samples.
Interference due to higher amounts of nickel and copper was
effectively removed by the use of coprecipitation procedure
and to a lesser degree by providing 600 ug per ml of sodium
oxalate in the final sample solutions. The results are sum-
marized in Table II. Tin impurity was not detected in 600 ug
per ml solution of sodium oxalate. All results reported in this
paper were obtained without the use of coprecipitation or
addition of sodium oxalate. The inherent sensitivity of the
method allows very high dilutions of the sample solutions
thereby reducing the concentration of interferents to a point
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No. 1; (B) triplicate peaks for sample No. 2

Table III. Precision Data for Determination of Tin in
Three Hi-Vol Filters

Sample No. I 11 111
No. of detns 12 12 12
Mean (ng ml-1) 21.3 48.2 24.3
Mean (ug/m3) 0.126 0.285 0.143
Std dev 0.86 2.86 1.30
Std error 0.25 0.83 0.38
Rel std dev 4.06 594 5.37

of insignificance. Tolerance of high concentrations of sodium
and potassium permits neutralization of the digested samples
for proper adjustment of their acidity. No molecular absorp-
tion effects were noticed in this study.

The coprecipitation of tin with hydrated manganese dioxide
was very effective in removing interferences. Standard solu-
tion of tin (0.1 ug per ml) taken through the coprecipitation
procedure produced absorbance peaks which were equal in
height to those produced by untreated solution. The copre-
cipitation procedure used was essentially that of Burke (11)
except for a slight modification. He performed coprecipitation
in nitric, perchloric and sulfuric acid solutions but in our
hands hydrochloric acid was found to work just as well. Hy-
drochloric acid was chosen because it was the preferred solvent
for tin in air particulate matter as well as other matrices. The
acidity of the sample solution before coprecipitation was found
to be very critical and must be maintained below 0.16N.
Higher acidity caused the precipitated MnO to redissolve
resulting in low and imprecise recoveries of tin. The use of up
to 0.3 ml of 50% hydrochloric acid for dissolution of g
dioxide, resulted in an optimum acidity of the prepared so-
lution. Strict adherence to the procedural details were nec-
essary to obtain good results.

Stability. The stability of 0.1 ug per ml tin solutions pre-
pared in different concentrations of hydrochloric acid was
investigated. The results are depicted in Figure 3. Standard
solutions of tin containing 0.5% hydrochloric acid were found
to be stable for more than 80 days. Those prepared in 0.01%
hydrochloric acid lost tin to the walls of the container within
a few hours. Storage in glass and polyethylene containers were
found to be equally good. Nitric acid gave results similar to
hydrochloric acid. Standard solutions prepared in 2% and 3%

Table IV. Determination of Tin in Hi-Vol Filter Samples

by Two Methods
Mean of Duplicates
Present method (ug/m?3) Flame AAS® (ug/m?3)
206.1+0 215.2 £ 21.2
206 +0 200+ 0
183.1 £ 7.0 1849 +9.1
260.7+0 266.8+0
1043 +£4.2 9700
1516 £ 0 1455+ 0
1049+ 1.2 106.1 + 3.0

@ Nitrous oxide-acetylene.

Table V. Determination of Tin in Different Sample
Matrices

M facturer I, M facturer 11,

Foods pug ml~le pug ml~!
Orange juice 55 66 0.15 0.15
Apple juice 4.2 42 <91 <0.1
Apple cherry juice <0.1 <0.1 1.40 1.35
Apple pineapple juice 50 62  <0.1 <0.1
Orange banana juice 70 55 2.0 1.8
Mixed fruit juice 30 50 1.9 21
Tomato juice 89 90 50 52
Cola 0.5 06 03 0.3
Tap water 0.00008

Sludges Present method, ug ml~! Emission spec, ug ml~!

1 2.9 3.0
2 4.6 4.8
Rocks and minerals Found Certified value
USGS-W-1 rock 3.0 + 0.33 ppm 3.2 ppm
CCRMP-KC-1 0.68 + 0.20% 0.68%
CCRMP-MP-1 2.43 £ 0.15% 2.50%

@ The two sets of results shown under each manufacturer are
not duplicates but values obtained on two different cans.

hydrochloric acid gave constant but lower signal peaks due
to the effect of increased acidity (Figure 2).

Sensitivity, Detection Limits, Precision and Accuracy.
Figure 4 shows the typical recorder tracings obtained for the
calibration curve. The curve is linear up to 0.04 ug per ml tin.
Sensitivity and detection limit (signal equal to twice the
standard deviation of blank) of the method were 0.45 ng per
ml and 0.05 ng per ml respectively. The triplicate sample
peaks for two different Hi-Vol filters (Figure 4) give a visual
indication of the repeatability of the method. The sensitivity
measured at 224.6 nm was 66% higher but the baseline drift
increased considerably.

The precision of the method was measured by replicate
analysis of three typical Hi-Vol filter samples. The results are
shown in Table I1L. A relative standard deviation of between
4.06 and 5.94% was obtained at the concentrations shown.

Recoveries of tin added to six different Hi-Vol samples
averaged 99% with a relative standard deviation of 6.0%.

A set of Hi-Vol filters containing high concentrations of tin
were analyzed by the present method and by flame atomic
absorption method using nitrous oxide acetylene flame. The
results obtained are summerized in Table IV. The results also
indicate that in spite of high dilution of the prepared sample
solutions the precision and accuracy of the present method
are quite satisfactory.

The use of concentrated nitric acid, concentrated sulfuric
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acid, 1:1 hydrochloric:hydrofluoric acid mixture for digestion
of Hi-Vol samples gave results which agreed within 3% of those
obtained by concentrated hydrochloric acid. Unexposed glass
fibre filters from different lots showed no detectable amounts
of tin. The average tin concentration of urban air around
Toronto was found to be 18 ug per thousand cubic meters,
based on analysis of 32 Hi-Vol filters, with a maximum of 122
pg and a minimum of 3 ug per thousand cubic meters.

The concentrations of tin were higher in air particulate
matter in and around lead refineries and can manufacturing
operations. The lead:tin ratio in these areas was about 300 as
against 50 for traffic locations. As low as 0.5 ug tin per thou-
sand cubic meters of air can be measured by this method. Up
to 50 samples can be easily analyzed in one man-day.

Application to Other Materials. The results of tin de-
termination in a few other sample matrices are listed in Table
V. The certified tin concentrations in the Canadian Certified
Reference Materials Project (CCRMP) Samples KC-1 and
MP-1 and USGS W-1 rock sample show close agreement with
the results obtained by the present method. The CCRMP
samples are minerals containing very high levels of nickel,
copper, iron, sulfur etc., and yet did not require either

coprecipitation of tin or addition of sodium oxalate before
analysis. Food samples were appropriately diluted with 1%
v/v, hydrochloric acid and analyzed.
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Studies on the Mechanism of Atom Formation in Graphite
Furnace Atomic Absorption Spectrometry

R. E. Sturgeon, C. L. Chakrabarti,* and C. H. Langford

Metal lons Group, Department of Chemistry, Carleton University, Colonel By Drive, Ottawa, Ontario, Canada K 1S 586

The hanism of atom for for a ber of el t
in a Perkin-Elmer HGA 2100 has been studled using a com-
bined thermody ic and ki approach. Assuming that
an analyte surface—-gas phase equilibrium exists within the
furnace and the production of observable atoms is charac-
terized by a lecular rate a plot of the logarithm
of the absorb as a function of the of the absolut
temperature yields a straight line from which the activation
energy, E,, of the limiting step in the atomization pathway can
be obtained. These E, values reveal that three major atom-
ization are op ve: th | di iation of the
analyte oxide or halide, and carbon reduction of the oxide
followed by atomization of the free metal.

The formation of analyte atoms in various flames has been
discussed by many workers. As convenient cells for the study
of high-temperature reactions, flames have been used to ob-
tain spectroscopic evidence of reaction intermediates and
bond dissociation energies of stable species (1-10). However,
little has been reported regarding the atomization processes
in graphite furnace atomizers. Whereas it is generally con-
ceded that local thermodynamic equilibrium exists at various
points throughout a flame (1), it may be questionable to as-
sume that equilibrium is attained in electrothermal atomizers.
The possibility of high thermal gradients, the rapid rates of
rise of temperature and the transient signals generated by
these atomizers (11, 12) may not allow adequate time for
physical and chemical processes to reach equilibrium before
the atomic species have been lost. Despite the possibility that
equilibrium may not be attained in electrothermal atomizers,
several researchers have attempted to gain insight into the

dominant processes of atom production based on the as-
sumption that equilibrium has been attained. For example,
Campbell and Ottaway (13) have assumed that reduction of
metal oxides by carbon is rapid, and have correlated the ap-
pearance temperature (the temperature at which atom for-
mation is first observed (11) with the temperature at which
reduction of analyte oxides with solid carbon (the surface of
the graphite cell) becomes thermodynamically favorable
(AG eaction < 0):

MO,, + »C, — xM;

wis)

y F ¥CO0 (1)

Their study suggests that a large number of analyte species
produce gaseous atoms through such a reduction reaction.
Although correlation between the temperature and AG® of
the above reduction reaction was observed for 18 of the 27
elements investigated, their data for the appearance tem-
perature reflects the temperature of the cell wall at the point
in time at which the peak, rather than the beginning, of the
analyte signal occurs. Many of their appearance temperature
values therefore tend to be too high. The difference between
their reported temperature and the true appearance tem-
perature for each element is a function of the heating rate of
the graphite cell, the geometry of the cell, and the analyte
species. On the other hand, Aggett and Sprott (14) have
compared the appearance temperatures of various analytes
in both graphite and tantalum atomizers. Comparison of these
two appearance temperatures from each atomizer for the same
analyte species indicates whether or not oxide reduction plays
a role in the formation of analyte atoms. Lower appearance
temperatures from the graphite atomizer are indicative of a
reduction process. The free energy change for Equation 1 was
evaluated at the appearance temperature to determine if re-
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duction was thermodynamically possible. Of the 16 el
studied, only 4 (Fe, Ni, Co, and Sn) offered evidence of a re-
ductive mechanism. These authors (14) have implicitly as-
sumed the surface of the tantalum atomizer to be coated with
an inert Tay05 layer. Thermody ically, t. Jum reduction
of anbalyte oxides at the temperatures employed is highly fa-
vorable:

2Ta,, + 5MO,, — Ta0y,, + 5M,,

The assumption that this reduction reaction can be ruled out
is valid only if Ta,0; forms a coherent stable film on the sur-
face of the metal. It has been determined (15, p 339) that
growth of the surface oxide proceeds by a mechanism of dif-
fusion of the metal through the film to the surface. Provided
this step is slow in comparison to the atomization time of the
analyte, reduction by tantalum is not likely to occur. The fact
that a change in the appearance temperature was noted can
be interpreted as confirmation of the fact that the reduction
of analyte oxides by Ta is hindered by the presence of a surface
film of Ta;0; (assuming that accurate measurements of the
temperature were obtained for both atomizers). Fuller (16, 17)
has criticized the thermodynamic approach to atom produc-
tion because it does not explain the fact that several el s

The major problem with such is that el h |
atomizers do not function as cuvettes (with the exception of
those used by L'vov (23) and Woodriff (24)) in which iso-
thermal conditions exist, but rather as furnaces in which an
isothermal environment cannot be achieved over the time

d for the production of the signal (11, 12). Auuch,the
h istics of the transient ignals are largely d d
by kinetic ters (rates of production and dissipation of

atoms) as is evid d by the magnitude of the effect of the
heating rate on the xesult.mg peak abmrptlon (II 12, 18, 19)
Despite this limitation, it is i ing to the

of those models for atom formation w which are based on the
assumption that thermodynamic equilibrium exists. From
such studies, however, only indirect evidence of the possible
dominant reactions which lead to free atom formation has
been provided, and no evidence of any intermediates in such
reactions has been published.

It is important to establish the relationship of such energy
values, as arise from the above models (16-22) to the nature
of the atomization processes, and to quantitatively evaluate
their magnitudes from the ement of basic system pa-
rameters. This paper attempts to provide some evidence as
to the nature of the major atomization processes for a number

may form thermodynamically stable carbides at and below
the temperatures at which AG equcion for Equation 1 is zero.
In addition, the thermodynamic approach cannot give any
indication of the rates of atomization and, consequently,
predict absorbance peak shapes. As a result, he has attempted
to explain the dynamics of these transient signals using a ki-
netic approach. With copper as a working model, he obtained
rate constants for the production and dissipation of atoms in
a heated graphite atomizer and assigned an activation energy
of 13.8 X 10* J mol~! (33 kcal mol~!) to the production of
copper atoms. Whereas such treatment has the potential for
predicting peak shapes and activation energies governing the
production and dissipation of atoms, it is a necessary condition
that an isothermal environment exist within the atomizer,
preferably throughout the entire duration of the signal. In
addition, accurate atomic vapor temperatures are required.
Commercially available atomizers cannot provide an iso-
thermal environment over the entire duration of the absorb-
ance pulses (11, 12). As a result, a purely kinetic treatment of
the entire absorption pulse is very difficult. In addition, Fuller
(16, 17) has implicitly assumed that the atomic vapor tem-
perature is equal to that of the graphite surface. Deviations
from thermal equilibrium will cause large errors in the esti-
mation of rate constants and activation energies, particularly
when activation energies of the order of 100 kcal mol~! are
involved. Johnson et al. (18) have examined the nature of atom
production from a nonmechanistic viewpoint. By assuming
that a simple Boltzmann factor governs the vaporization of
solid analyte and, hence, the equilibrium concentration of
gaseous analyte species, these authors have succeeded in
modeling a single transient signal (molybdenum) arising from
atomization with a West-type carbon filament atomizer.
Unfortunately, poor agreement was obtained for those metals
which vaporized at low temperatures. These authors (18) have
implied that various energies are associated with the vapor-
ization process, these energies being characteristic of the an-
alyte and related to either the heat of vaporization of the metal
or the metal oxide bond dissociation energy, whichever is
larger. A comprehensive kinetic model for atomization de-
veloped by Torsi and Tessari (19-22) details the determina-
tion of such atomization energies using a filament type device.
These authors have obtained an activation energy of 405 kJ
mol~! (96 kcal mol~!) for the production of Ni atoms,
suggesting that the atomic species arises as a result of subli-
mation of the metal.

of el tsinah d graphite (HGA-2100).
THEORY

After studying the model presented by Fuller (16, 17), it was
decided that the absorbance signals arising from analyte at-
omization in the HGA-2100 cannot be properly handled by
a kinetic technique, since a knowledge of accurate vapor
temperatures is required. The model developed by Torsi and
Tessari (19-22) is applicable only to those atomizers in which
the region above the vaporizing analyte behaves as an infinite
sink for atomic species, i.e., an open system. No provision has
been made in their model for analyte condensation and sub-
sequent reevaporation, which occur in tube-type furnaces used
in commercial apparatus. As a result, their treatment is ap-
plicable only to those cases in which atomization occurs from
a rod or filament device. With tube-type atomizers, such as
the Perkin-Elmer HGA-2100 employed in this study, analyte
condensation and reevaporation can be shown to occur. It is
for this reason that an entirely new approach to the problem
was undertaken. The model p d here was designed to
account for both the thermodynnmlc and kinetic aspects of
atomization in a Perkin-Elmer HGA-2100.

There are a number of potential pathways by which gas
phase atoms may be formed. When the sample is in the form
of a nitrate or sulfate, the metal oxide usually results on
heating; even when the sample is in the form of a halide, this
may still be true, since hydrolysis to oxygen-containing species
frequently occurs. The majority of precursors to gas phase
atoms are therefore either metal oxides (generally monoxides
(23, p 129)) or halides which, in the most general cases, may
partake in such reactions as the following:

MO, ,, == M,0,;, — xM;, + ¥O,, 2)
M0, + yC,, — xM,,, + yCO,,

x/2M,, —> xMi )
MX,..., == MX,,, — Mg + mX, (4)

in the heated graphite atomizer. We will use these equations
to form our simplified model. The validity of this model will
be tested, finally, by its ability to make predictions and to
produce numbers coherently related to other experiments.
The oxygen and halogen atoms resulting from the disso-
ciation of the metal compounds in Equations 2 and 4 have
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been shown in the monatomic form. The reason for this is that
the partial pressures of these species (as well as the metal) in
the gas phase are exceedingly low. Since the analyte masses
atomized are of the order of 10~9 g, the partial pressure ex-
erted by any liberated oxygen or chlorine within the furnace
at a temperature of 1500 K is approximately 10~7 atm. Over
the initial portion of the signal, where measurements are
taken, these partial pressures are closer to 108 atm. As such,
the probability of collision of analyte fragments and l.hexr

dPy, /dt = kapn,n_., 5)
= kKax (6)

where K, = Pwm,0,,/0s, 05 is the activity of the condensed
phase on the surface of the carbon furnace, and P is the partial
pressure of the species denoted by the subscript of P. The
activity of the surface phase will be maintained as a variable
throughout the remainder of this model, since it is quite

ivable that the activity of the surface phase will vary with

resuhmg recombination is negligible. The reactions p 1
in Equations 24, and throughout the remamder of this paper,

1 double-h

both temperature and analyte mass. For small analyte masses,
the le can penetrate the pores of the graphite surface. In

are therefore not written with the ional
reversible equilibrium arrow. It has been assumed that equi-
librium with respect to bimolecular gas phase collisions does
not exist (i.e., there is no formation of Cly, Oy, etc.). Gas
phase-condensed phase equilibria are assumed to be estab-
lished for such species as M; Oy, MXp,,, and M(u1)-Mzg) (the
latter system will be further discussed in a subsequent sec-
tion). The gas phase-condensed phase equilibrium should
more properly be labeled a quasi-equilibrium. Such equilibria
(Equations 2-4) may be written as (using Equation 2 as a
typical example):

3
MO, — MO,, — M., + 0,
b

where k¢/ky, is simply the equilibrium constant for the phase
equilibrium, and k4 has been introduced to account for dif-
fusional losses of gas phase molecules. The viability of the
model presented here rests on the assumption that ky, com-
petes favorably with k4. This is not an unreasonable as-
sumption when one considers the total internal area of the
furnace walls on which condensation and poration of MO
may occur as compared to the velocity and mode of permanent
molecular loss from the analysis vol (limited to diffusional
losses to relatively cool condensation points within the fur-
nace).

At this point, it is convenient to introduce an additional
concept closely related to the above argument. It is implicitly

d through the r inder of this paper that gas
phase molecular species have a longer lifetime in the furnace
than the corresponding metal atoms. This is due to the latter’s
intrinsically higher reactivity towards the hot carbon (leading
to carbide formation (25)) and any gas phase scavengers
present in this system.

It can be shown that the energy associated with the pro-
duction of free atoms of the analyte may be obtained directly
from atomic absorption measurements. Nikolaev and Nemets
(26), for example, have determined the heats of sublimation
of Ti and Mo from measurements made with a graphite cu-
vette. By lining the cuvette with a thin layer of metal foil of
the appropriate element and allowing equilibrium to be at-
tained at each temperature, the heat of sublimation of the
metal was calculated from the slope of a plot of the logarithm
of the absorbance as a function of the inverse of the absolute
temperature. Although these were “static” measurements,
made with a graphite cuvette which is capable of maintaining
an isothermal environment, it will be shown in the following
sections that this same information may be obtained from
“dynamic” measurements of the absorbance by metal vapors
produced in a commercial graphite furnace whose temperature
is constantly rising.

Consider the most g 1 illustrated
by Equations 2-4. If the final step in the atomization processes
is characterized by a unimolecular rate constant k, then,
according to Equation 2, the rate of production of M) at any
temperature is given by:

ion pr

such cases, the activity of the surface phase will be different
from that which would result if sufficient analyte mass were
introduced to both saturate the pores and form a homoge-
neous surface layer. Under these conditions, it is also easy to
visualize variations of a, with temperature. As the tempera-
ture rises, the surface layer is stripped off, exposing the sub-
surface layer of different activity.

The loss of atomic vapor from the furnace is associated with
a number of different processes. Among these must be in-
cluded the diffusive and convective losses of vapor through
the injection port, diffusive loss through the porous walls of
the furnace, expulsion of excess atomic vapor from the fur-
nace, and loss of vapor due to condensation on the cooler parts
of the furnace (at the ends where the water-cooled cones make
electrical contact with the furnace tube). The expulsion of
excess vapor from the furnace may be ignored because of the
small volume occupied by nanogram quantities of the atomic
vapor compared with the volume of the furnace. Convectional
and diffusional losses of vapor through the injection port of
the furnace account for only about 10% of the total vapor loss
(the results will be presented in a subsequent publication) The
process of diffusion of atomic vapor through the relatively
porous furnace walls, as in many cases of this nature, is gen-
erally governed by an activation energy barrier (27). As a re-
sult, this type of vapor loss will have minimum influence at
low temperatures, whereas loss due to condensation of the
vapor on the cooler ends of the furnace occurs at all temper-
atures. Consequently, the net rate of appearance of metal
vapor, as given by Equation 6, must be modified to account
for such diffusive losses, i.e.,

dPy, /dt = kK.ax -R, )

where Ry is introduced to account for such losses. The dis-
tribution of atomic vapor within the graphite tube is governed
by Fick’s second law—there is a roughly Gaussian distribution
of atomic vapor along the axial length of the tube. By making
the simplifying assumption that the vapor density falls lin-
early from its maximum at the center of the furnace where the
sample is atomized, to zero where, the vapor leaves the
graphite tube (by condensation at either end), it can be shown
(23, p 204) that the rate of diffusional loss from the furnace
may be approximated by a simple first order process:

Rh = “'UP.\I‘

in which kp, is a (slightly temperature dependent) rate con-
stant for loss of vapor. Under conditions such as these, the
atomization process in the furnace may be likened to a reac-
tion in a flow system in which reactants (M, Oy g)) enter the
reaction volume continuously while the product mixture (Mlx)
and O,) is withdrawn. Durmg the short period when a, is
nearly constant, a steady state is achieved in which the num-
ber density of all species no longer changes with time. Equa-
tion 7 may thus be written as (at any given temperature):

dPy,/dt = 0= kKax—kPy,, (8)
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which upon rearrangement yields:
Pu.,, = kKax/k, 9)

In atomic absorption spectroscopy, the measured absorb-
ance is directly proportional to the concentration of atomic
vapor, hence:

Ap = ByPy, = hykKpx/ky (10)

where A is the absorbance by metal vapor at any temperature
T and kj is simply the proportionality constant relating ab-
sorbance to metal vapor concentration. According to transi-
tion-state theory, the rate constant k; can be formulated in
thermodynamic terms by introducing the standard free energy
change for the reaction:

- ‘khI e—;a“kr

4 o
- (kT/h)eé: "e‘”‘*"’ (12)

where k and h are Boltzmann’s and Planck’s constants, re-
spectively, and the quantities AG°¥, AS°¥, and AH°¥ are the
free energy, the entropy, and the enthalpy of activation, re-
spectively. To a first approximation, the enthalpy of activation
may be equated to the activation energy E, for the reaction
(28). Not only is k; a function of temperature, but so also is
K, the equilibrium constant for the gas-condensed phase
equilibrium. The relationship of K, to temperature is given
by the well-known van’t Hoff equation (29)

(‘71"10) o A i
&7T)), R a3

where AH® is the standard enthalpy change panying

the fact that ks « 707 (23, p 221)). This last assumption is a
reasonable approximation based on the different tempera-
ture-dependencies reported for gas phase diffusion (i.e., T2
— Ta/z).

Although the slope of the log A vs. 1/T plot yields an ac-
tivation energy, the magnitude of E, is an excellent approxi-
mation to the bond dissociation energies of gaseous species
(30), and throughout this paper will be so identified.

The above model for atom production, which leads to the
energy relationship expressed in Equation 16, is based on re-
action sequence 2. It is straightforward to see that consider-
ation of either reaction sequence 3 or 4 will lead to an identical
equation. Treatment of the absorbance data is therefore quite
generalized—it is not necessary to know the reaction sequence
a priori. By correlating the energy value obtained from the log
Ar vs. 1/T plot with a very limited set of possible primary
steps in the atomization sequences (Equations 2-4), the utility
of the model may be tested and the major precursors to free
analyte atoms identified. More specifically, the energy term
may be correlated for best agreement with one of the following
values: (a) the dissociation energy of the metal oxide, which
would imply that gaseous free atoms of analyte arise pre-
dominately from the thermal dissociation of an oxide inter-
mediate; (b) the dissociation energy of metal halide; (c) the
heat of atomization of the metal, which would infer that car-
bon reduction of a metal oxide intermediate has occurred to
yield a solid or liquid metal species that may proceed through
reaction sequence 3; (d) the metal-metal bond dissociation
energy, which would imply a reaction sequence similar to that
described above in (c¢) with an appreciable formation of di-
meric metal species, or (e) the metal-carbon bond dissociation
energy, which would require that carbide formation has oc-
curred. Throughout the remainder of this paper the log A vs.
1/T plot will be referred to as an E, plot, and the associated
energy obtained from the slope will simply be identified, for
i as E,.

the phase transition (reactants and products at 1 atm). In the
integrated form, using common logarithms, Equation 13 may
be written as

log K, = —AH°/23RT + C 14)

where C is an integration constant, and AH® has been as-
sumed to be temperature-independent (i.e., the product
ATAC, is small compared to AH®). Substituting Equations
12 and 14 in 10 yields:

E. + AH®  AS® kaaiTxC’
log. Ay m: -t = ="t o SATEA W 5
§:sZr Rt R T T gy @
E, + AH®
T T Tmmr v ae

Equation 16 expresses the relationship of the measured ab-
sorbance to the energy associated with the production of
atomic vapor as a function of temperature. A plot of the log-
arithm of the absorbance as a function of the inverse of the
absolute temperature should yield a straight line with a slope
of —(E, + AH°)2.3R and an intercept of Ao. In addition to the
basic assumptions of this model which have been introduced
up to this point, the construction of a log At vs. 1/7T plot re-
quires that the temperature of the gas phase be equal to that
of the surface of the graphite tube over the data range em-
ployed, that atomization of the analyte is of a thermal nature
only, that E, (as well as AH®) is approximately independent
of the temperature over the temperature range employed in
the above plot, and that the temperature-dependence of kp
is sufficient to compensate for that introduced by the last term
in Equation 15 (i.e., the linear T factor and that arising from

conv

At this point, it is y to the beh of the
E, plot in more detail. From a consideration of reaction se-
quences which involve more than one potential source of M(g),
such as that outlined in Equation 3, it becomes evident that
as the temperature of the system is increased, certain steps
in the path to M) will be replaced by others and hence dis-
appear from the E, plot. As a result, the E, plot may appear
as a composite of two or more intersecting straight line seg-
ments of different slope, reflecting the transition which occurs
when the major supply of M) changes from one species to
another. Consider, once again, reaction sequence 2

M,O,,1, == MO, — xM,, + yO,,
At relatively low temperatures, when little of the oxide has
been vaporized and a; may be considered a constant, pro-
duction of Mg, arises by way of the following path;

M,0,41, 5= MOy, ==> xMy, + YO,

the energy associated with M) production being the com-
bined energies of vaporization (the contribution from the Kp
term, i.e., AH®) and dissociation (the contribution from k&,
i.e., E,) of the oxide. At higher temperatures, when almost all
of the surface phase oxide has vaporized (a, — 0), the major
supplier of M) becomes M, Oy 4);

M0, — xMy, + yO,,
with the result that the energy now associated with Mg pro-
duction is that arising only from oxide dissociation (i.e., the
contribution from k). It is evident, from this simplified dis-
cussion, that as the temperature of the system increases,
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Figure 1. Energy level diagram for the sublimation of a metal

AHy Is the heat of vaporization of the monomeric species, AHy the heat of
vaporization of the dimeric species and Dy, the dissoclation energy of Mz,

certain steps in the sequence to M) may “fall out”, just as the
temperature dependence of K, was lost when a sufficiently
high temperature was reached to vaporize the surface oxide.
It can also be appreciated, that, in this simple model, if the
sample mass is greatly increased, such that the M;0,(,) =
M., Oy equilibrium is maintained over the full range of
temperature employed in these studies (i.e., the saturated
vapor pressure of M, O, is attained within the graphite tube
over the temperature range in which measurements are made),
then the temperature dependence arising from both the K,
and &, terms will be measured. This concept of energy terms
being lost at high conversion of the reaction may be further
illustrated by considering reaction sequence 3. The first step
of the sequence in this reaction, carbon reduction of the metal
oxide, leaves the free metal on the surface of the furnace in a
physical state (prior to atomization) that is determined by the
temperature of the graphite tube. The energy involved in this
step is obviously not observable by the proposed technique.
At the first appearance of free metal, the following equilibrium
is immediately established, the concentrations of the vapor
phase species being determined by the temperatures:

M, == ,/IMW — M,

Initially, the concentration of My, is very low and the mea-
sured energy corresponding to the production of M) is the
heat of atomization of M), i.e., Ms1) = M. When the
temperature has reached a sufficiently high value such that
the bulk of M) has been evaporated and the dominant
precursor to Mg is the dimer, the production of M) arises
predominately from the reaction M) — M), the measured
energy corresponding to the dissociation energy of the dimer.
As a net result, the log A vs. 1/T plot will appear as a com-
posite of two intersecting straight lines of different slope. It
is obvious that those energy steps which drop out of the at-
omization process as the temperature is raised (or those which
do not appear at all, e.g., reduction) are those for which reac-
tion equilibria, as written, lie so far to the right that equilibria
no longer exist.

The formation of gaseous metal dimers upon evaporation
of metals has been well documented (31-33). Honig (31) has
shown that formation of dimeric and larger clusters of atoms
in the gas phase must take place during the evaporation pro-
cess itself; they are not restricted to forming in the gas phase
at high monomer partial pressures. Figure 1 presents the en-
ergy level diagram for the sublimation of a metal (32). For
M(./u, M(,), and M2(|) in equilibrium,

dln Py _AH, d dln Py, AH,
a(1/T) R " dwn - TR

If AHp > AH )y, the dimer may be present in small amount at
low temperatures but will become increasingly important the
higher the temperature. Thus, unstable molecules with little
probability of forming at low temperatures can become sig-
nificant at high temperatures (32).

Just as energy steps may be lost from the reaction sequence
because of high conversion of the reactants to another form,

new reaction pathways may arise because of low conversion.
An example of such a case is the carbon reduction of metal
oxides followed by sublimation of the el t. This is the
result of the low “conversion” of the oxide to the gas phase
below the temperature at which the reduction reaction be-
comes thermodynamically favorable.

Having obtained a value of E, and a possible atomization
sequence, it is necessary to make sure that the resulting in-
termediate also satisfies additional physicochemical criteria.
For example, if it is implied (from the E, data) that the free
metal was the i diat: or to g analyte atoms,
then reduction by carbon of the metal oxide must have oc-
curred. The reduction reaction must therefore be thermody-
namically favorable at or prior to the temperature at which
the atomic absorption commences (called the appearance
temperature (11, 12)—the corresponding time is called the
appearance time). Often accurate, high temperature ther-
modynamic data are lacking and, at best, only approximate
agreement between calculated and experimental results can
be expected in many cases. In addition, the selected reaction
sequence (Equations 2-4) must reflect the physical and
chemical form of the analyte at the appearance temperature,
as indicated by melting and boiling point data and results of
differential thermal analysis.

The second parameter arising from the above model is the
intercept (log Ao) of the log A vs. 1/T plot, which, according
to Equation 15, contains a number of physical constants, the
largest being the entropy factor for production of atomic
vapor. Since the intercept also includes temperature-depen-
dent parameters (ka, kp,a, and T), its magnitude cannot be
evaluated by a linear extrapolation of the log At vs. 1/T curve
(i.e., 1/T — 0 as T — =). As a result, this term will not be
considered further in this discussion.

EXPERIMENTAL

Appnratul. Details of the apparatus have been presented in a
previous publication (12). A Perkin-Elmer heated graphite atomizer,
HGA-2100, was used thmughout this study. All surface temperatures
were with an ic optical p; (Ircon Inc., Niles,
111, series 1100) calibrated by the manufacturer and confirmed by
measurements with thermocouples and by the melting points of se-
lected pure metals to cover the entire range of temperature used. A
1000-watt xenon-arc lamp (Hanovia, Canrad Precision Ind., Model
976C-1) was employed for measurement of the atomic vapor tem-
peratures.

Reagents. All chemicals used were of certified ACS grade or of the
highest purity commercially available. The stock solutions of metal
standards were prepared as follows for each metal separately, and
contained 1000 ug/ml of that metal only. Solutions of Cu, Sn, Al, Zn,
Ni, Mg, Mn, Fe, Cr, and Co were prepared from the metals; Cd, Pb,
and Ca from their carbonates, and Mo and V from molybdenum
trioxide and vanadium pentoxide, respectively. The above metals or
their compounds were dissolved in pure acids or bases where required
and diluted with ultrapure water obtained direct from a Milli-Q water
system (. Mnlhpore Corporation). All test solutions were prepared
immediately prior to thelr use by dilution with ultrapure water.
Polysty 2% divi: poly beads (200-400 mesh,
Eastman Kodak Co.), anhydrous oxalic acid (Fisher Scientific) and
triply-distilled mercury were employed as matrices for “dilution” of
solid samples.

Gases. Except where noted otherwise, argon gas (99.95% purity)
was employed to sheath the atomizer. Nitrogen gas (99.95% purity)
was also used for some selected studies.

Procedure. Tempemture—lune curves of the HGA-2100 graphite
surface were obtained using ic optical py As the
heating rate of the atomizer is dependent upon the quality of the
electrical the hite tube and the cones, care was
taken to ensure a reproducible temperature profile by measuring the
furnace resistance prior to each study and maintaining it at a set ar-
bitrary value of 22 mQ by suitably adjusting the contact tension be-
tween the cones and the tube. It was noted that, as the graphite tube
aged, the reamtance mcremd up to a value of 26 mQ. Atomic vapor
ding to the method pmcnbed by

L'vov (34, 35) usmg Fe and Sn as the thermometric species with their
respective hollow cathode lamps as radiation sources, and also by the
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Figure 2. Typlical absorbance-time profile with the inset indicating the
magnified portion of the curve over which the data was taken

two-line absorption method of Browner and Winefordner (36) using
In and Ga as the thermometric species and the

-2.01
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Figure 3. E, plot for 5.0 X 1079 g iron taken as the chloride under

conditions of: dry 100 °C, ash 300 °C; atomize 2700 °C

as the radiation source.

Aqueous test solutions of Cd, Zn, Mn, Ni, Sn, Pd, Cr, Cu, Fe, Co,
Ca, Al, and Mg taken as the chlorides containing 5% (v/v) HCI, and
aqueous solutions of Cd, Zn, Mn, Ni, Cr, Pb, Cu, Fe, Co, Ca, Al, and
Mg taken as the nitrates containing 5% (v/v) HNO; were prepared.
Aqueous test solutions of Sn nnd V in 5% (v/v) NaOH and Mo in 5%
(v/v) NH,OH were also prepared. All were i intro-
duced in 5-ul vol mto the rf pipet
fitted with disposable plastic tips.

A copper amalgam was prepared by saturating tnply-dmtllled
mercury with copper metal. A lead was
the procedure gwen by Vogel (37). After further dilution of these
“stock was lished in the same
as for aqueous solutlom

Solid samples of various copper and aluminum compounds were
also atomized in the HGA-2100 furnace. Copper was taken in the
following compound forms: Cul, CuBrj;, CuCly, Cuz0, CuSO,,
Cu(NOj)2, and CuCN. Aluminum was taken as AlCl3, Al;03, and
Aly(SO4)s. Polystyrene beads were acid-leached free of copper and
mixed with the above copper compounds as an inert matrix to provide
a 106-fold dilution for the test umple muoduced into the atomizer
(at the ng level). This was lished by h izing a mass of
each compound containing a mg of the metal into 1 g of matrix. A mg
portion of this sample was further “diluted” with an additional 1 g
of matrix, thus ensuring a 10°-fold dilution. As the polystyrene beads
could not be acid washed free of Al, an oxalic acid matrix was em-
ployed for sampling the solid Al compounds. The oxalic acid was
purified by sublimation under vacuum and mixed with the aluminum
samples in a manner identical to that described above for Cu in
polystyrene. Sampling was accomplished by placing approximately
1 mg of this mixture into the center of the furnace by removing an end
window cap from the atomizer and introducing the sample with a
microspatula. The 217.9-nm and 256.8-nm lines were used for copper
and alumi solid Li is, respectively—these lines were
employed instead of the more sensitive lines because the latter gave
high absorbance signals.
Absorbance—tlme profiles for each of the elements studied were

ined in the : using a storage oscilloscope for
signal recording and a sufﬁuenv. mass of each analyte to obtain a peak
absorbance of approximately 1, a high sensitivity (0.05 absorbance/
cm), fast-scan 20-50 ms/cm) absorbance-time trace was photo-
graphed. From this trace and the temperature-time profile of the
furnace, a plot of the logarithm of the absorbance vs. the reciprocal
of the absolute temperature over a range of 100-300 ms (depending
on the el ) beyond the app time (covering absorbance
values <0.25) was drawn. The activation energy, E,, was evaluated
from the slope of this plot by a least squares analysis. The E, data
reported in this study are the average of at least three separate de-
terminations for each el

Except where otherwise stated, all absorbance traces were obtained
under the foll , as indi d by the tem-
perature setting on t.he HGA- 2100 eontrol umt. dry, 100; ash, 300; and
atomize, 2700. When copper solid samples were atomized, the tem-
perature setting of the ash stage was increased to 500 in order to re-
move completely all traces of the polystyrene matnx The oxnhc acid

er with an Ep

T

used for Jumi solid d prior to
ion at the t ture umng 300 for v.he ash stage. Inall
cases, the HGA-2100 was dinthei 1 purge gas p

mode during atomization.
A nominal spectral bandpass of 0.08 nm was used for all elements

(o] trace of time data used: vertical scale: absorbance,
0.05/scale unit. Horizontal scale: sweep speed, 50 ms/scale unit

except calcmm. cobalt und tin, for which 0.16 nm was used (to

t ise ratio at the high recording sensi-
tivities u.sed) The [ollowmg resonance lines were used for measure-
ment (nm): Al 309.3, Ca 422.7, Cd 228.8, Co 240.7, Cu 324.7, Cr 357.8,
Fe 248.3, Mg 285.2, Mn 279.5, Mo 313.3, Ni 232.0, Pb 283.3, Sn 224.6,
V 318.4,Zn 213.9.

RESULTS AND DISCUSSION

Atomic vapor temperatures obtained with Fe, Sn, In, and
Ga as thermometric species (38) indicated that over a range
of 200-300 ms beyond the appearance time, there is no lag in
the temperature between the atomic vapor and the atomizer
surface. Beyond this range, however, the atomic vapor tem-
perature deviated linearly from the surface temperature as
the time increased, the deviation reaching up to 900 K toward
the end of the absorbance trace. This pattern was observed
for each of the thermometric species. Similar atomic vapor
temperature-time behavior has recently been reported by
Adams and Kirkbright (39). Provided efficient thermal con-
tact exists between the condensed phase and the furnace wall,
thermal energy is rapidly transferred throughout a condensed
phase by vibrational interaction involving frequency factors
of the order of 10!2 s~! (40). The rapidity of this energy
transfer step is greatly facilitated when the analyte is present
as a surface layer. Once such intimate thermal contact with
the furnace wall is lost (i.e., on the completion of analyte
evaporation), the atomic vapor temperature begins to lag
behind that of the atomizer surface. Since the ability of the
model to predict is based on the requirement of the surface
temperature of the atomizer being equal to the atomic vapor
temperature (and the fact that reaction equilibria will shift,
once the surface temperature has become high enough for a,
to become very small), absorbance measurements were re-
stricted to the initial few hundred ms of the absorption pulse.
For example, a typical absorbance profile (11, 12) with respect
to time arising from sample atomization in the heated graphite
atomizer is presented in Figure 2. Also shown is the expanded
initial portion of such a curve covering the first 200-300 ms
of the profile following the appearance of the signal. From the
temperature-time characteristics of the atomizer surface, the
temperature of the atomizer surface at each point in time over
the absorbance profile may be obtained. The temperature of
the atomizer surface at the delay time (11, 12) in Figure 2 is
called the appearance temperature.

Figure 3 is a typical E, plot of log A1 vs. 1/T obtained from
the atomization of 5.0 ng of iron taken as the chloride. As
predicted by the theory, a straight line relationship is observed
from which E, is evaluated.
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Figure 4. E, plots for varying masses of manganese (taken as the ni-
trate) under atomize conditions of: dry 100 °C; ash 300 °C; atomize
2700 °C

(0)2.5% 10""9g, (A)3.0X 1070, (®)7.5 X 107'°g

As expected from Equations 15 and 16, the E, values were
found to be independent of both the initial mass of the sample
atomized and the rate of atomization (i.e., the rate of rise of
temperature of the atomizer (11, 12)). Figure 4 is a E, plot
obtained for the atomization of 0.25, 0.30, and 1.0 ng of man-
ganese (taken as the nitrate). Within the standard deviation
of the slopes, the E, values are equal. Below a certain critical
analyte mass (=¢0.1 ng for Mn), accurate quantitative mea-
surements could not be made. Under such conditions, the
absolute mass of analyte is too small to provide a substantial
atomic population for measurement before curvature of the
E, plot becomes appreciable. A further discussion of the in-
fluence of mass on these ts will be pri din
a subsequent section.

Figure 5 is a E, plot obtained by atomizing 0.4 ng Mg (taken
as the nitrate) using meter settings of 2700, 2500, and 2100 on
the HGA control unit. These arbitrary settings correspond to
initial furnace heating rates of 1.23, 1.06, and 0.74 K ms~1L.
Within the standard deviation of the slopes, the E, values are
independent of the rate of heating of the atomizer. It can be
seen from this plot that at the higher absorbance values,
toward the higher temperature portion of the plot, the straight
line begins to show negative curvature. This bending, char-
acteristic of all these plots, may be the result of a number of
factors, including the fact that the atomic vapor temperature
begins to deviate from the graphite surface temperature, the
variation with temperature of the activity of the analyte on
the surface of the furnace, the decrease in the flux of material
entering the vapor phase as the area of the evaporating surface
decreases with time, i.e., with increasing temperature, and the
possibility that E, is not a temperature-independent pa-
rameter, as assumed.

In order to consider the possible role of reduction reactions
in the production of free atoms, the overall free energy change
per mole of metal, AG,,,ction, for the reduction of the oxide at
the “appearance temperature” for each element was calcu-
lated. The required thermodynamic data were obtained from
a number of sources (41—44). The results of these calculations
are presented in Table I. The subscript given to each of the
AG reaction values is the temperature closest to the appearance
temperature for which the calculation was made. The final
physical state of the reduced metal was, in contrast with the
treatment given by Campbell and Ottaway (13), considered
as being governed solely by the temperature of the furnace and
the melting and boiling points of the element in question. Only
in those cases for which AG ecion < 0 is the reduction reaction
thermod, ically feasible at the appearance temperature.

s L L s '
57 58 59 60 6] 62 63 64 65
T x 0%, K

!
55 56

Figure 5. E, plots for 4.0 X 10~ '° g of magnesium taken as the nitrate
under atomize conditions of: dry 100 °C; ash 300 °C; atomize,

(®) 2700 °C, (A) 2500 °C, (0) 2100 °C

It should be noted that although the standard free energy
change, AG®, was evaluated assuming the solid components
to be at unit activity and gases at unit fugacity, this is not the
case in the furnace (where the partial pressure of CO isnot 1
atmosphere). As a result, the AG®° values, as written, should
be much more favorable than indicated. It is for this reason
that the standard state free energy change AG®° < 0 should not
be used as the criterion for spontaneity, but simply AG < 0.
The equilibrium constants (calculated from the relationship
Gt =—RT In K,) have also been listed in Table I. The mag-
nitudes of these constants enable one to appreciate more easily
the extent to which such reduction reactions occur. Thermo-
dynamic calculations, however, provide no information as to
the rates of the reactions involved. A slightly favorable reac-
tion, in the context of reaction energetics, may actually prove
to be unfavorable because of kinetics and, hence, the extent
of the reaction may be limited.

Experimentally, it has been found that the “appearance
temperature” of each analyte is a characteristic of that analyte
and is independent of the analyte mass (11, 12). These ob-
servations are only to be expected as a natural consequence
of the model presented. A minimum temperature must be
attained for extensive dissociation of the analyte to occur, this
temperature being independent of the analyte mass but de-
pendent upon the activation energy for the process.

Table I lists the E, values obtained for the elements ato-
mized from aqueous solutions, the appearance temperature
for each element and the corresponding literature values for
the dissociation energy. The E, values have a standard de-
viation of the order of 8-10%, which represents the sum of the
uncertainties in the measurement of temperature (~<2.5%),
the absorbance signal with respect to time (~1-2%), and the
least square slope of the E, plot (=~5%). For those cases in
which the sequential processes contributing to the production
of atomic vapor were measurable, the resulting E, values and
selected intermediates have been presented in Table II as
being separated by a slash.

The activation energies obtained in these studies arise from
the fact that a unimolecular rate constant governs the pro-
duction of observable atoms. Under normal circumstances,
rate constant data are obtained from a number of discrete
isothermal runs in which total vibrational, rotational, and
dissociation rel ion is mai; d. In the present system,
isothermal data points cannot be plotted because the tem-
perature is continuously rising at a high rate. Even under
conditions such as these, however, it is probable that thermal
equilibrium at each temperature over all degrees of freedom
is approximately established (indeed, the data indicate that
this must be the case). Data obtained from measurements in
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Table I. Free Energy of Reduction Reactions

Element Compound Appearance AG?® reaction, Form of

Oxide mp, K bp, K mp, K bp, K temp, K keal mol~! log K metal
Cdo 594 1038 d 1173 subl 1832 720 3700 -0.9 Liquid
Zn0O 693 1180 2248 e 1140 61100 -1.2 Liquid
PbO 601 2013 1161 1040 —221050 4.6 Liquid
CuO 1356 2848 1599 1270 —44;300 74 Solid
CoO 2690 3143 2208 1430 =241400 3.7 Solid
MnO 1517 2235 >1923 1480 T1500 -1.0 Solid
FeO 1808 3023 1693 1500 =161500 2.3 Solid
Fe;04 1808 3023 d 1811 s 1500 —2T1500 3.9 Solid
MgO 922 1363 3073 3873 1510 431500 -6.3 Gas
Sn0, 505 2543 1400 subl 2073 1560 —691600 9.5 Liquid
NiO 1728 3005 2263 o 1590 —=3T1600 5.1 Solid
Cr,03 2163 2755 2708 4273 1660 =12y700 16 Solid
CaO 1112 1757 2853 3123 1850 351900 —4.0 Gas
AlLOy 933 2740 2318 3253 2080 162100 =1.7 Liquid
MoO; 2890 4885 1068 subl 1428 2100 =1542100 16.0 Solid
V.03 2163 3653 2243 aisie 2200 —=262200 26 Liquid

Table II. Heats of Atomization of the Elements

Appearance 0 Selected literature values

Element/form temp., K keal mol~! Intermediate® Energy, keal mol~! Ref.

Pb/HCI } 1040 46/28 Pb,/Pb-Pb 42.5/24 (77)

Pb/HNO;

Cu/HCl1 } 1270 77/44 Cu(y/Cu-Cu 80.7/46.6 (77)

Cu/HNO;

Co/HC1 } 1430 97/44 Co(/Co-Co 102.4/40 (77)

Co/HNO;

Sn/HCI } 1560 74/47 Sn()/Sn-Sn 72.2/46.7 (77)

Sn/NaOH

Ni/HCI } 1590 99/50 Ni()/Ni-Ni 102.8/55.5 (77)

Ni/HNO3

Mo/NH,0H 2100 165 Moy 157.3 (77)

V/NaOH 2200 153/116 V-0/Vy, 154/109.9 (77)

Fe/HNO; 1500 97 Fe( 99.3 (77)

Cr/HNO; } 1660 99 Cria) 95 (77)

Cr/HCl1

Mg/HCI 1510 90 Mg-O 94 (33)

Mg/HNO; }

Cd/HNO;y 720 65 Cd-0 67 (77)

Zn/HNO; 1140 65 Zn-0 66 (77)

Mn/HCI } 1480 92 Mn-0 96 (77)

Mn/HNOy

Ca/HCl } 1850 90 Ca-0 84 77

Ca/HNO;

Al/HCL } 2080 234/114 bAH /A1-O 6221/116 (68)

AlI/HNO;

Cd/HCl1 70 50 Cd-Cl1 49.9 (77)

Zn/HCI 940 48 Zn-Cl 49 (33)

Fe/HCI1 1400 86 Fe-Cl 84 (77)

@ Subscript (c) denotes the heat of atomization of the element from its standard state at 298 K. Subscript (1) denotes the heat of
vaporization of the element. PAH, is the heat of reaction: Al,Oy,,, — Al + Ouy) + AlO,).

shock tubes (45, 46) on the vxbrauonal and rotational relax-

the metal oxide, and thermal dissociation of the metal chlo-

ation times of many molecular species indi that ch
equilibrium can be established despite the extreme rates of
rise of temperature that accompany the shock wave. Disso-
ciation relaxation times for many molecules are on the us time
scale (45, pp 189-212), while the maximum rate of rise of

temperature employed here is only 0.001 K us~1.

MECHANISMS FOR ATOMIZATION OF THE
ELEMENTS

Three major pathways leading to gaseous free atoms have
been identified: carbon reduction of the analyte oxide with
subsequent sublimation of the metal, thermal dissociation of

ride. E: les of the three mechanisms are given in the fol-
lowing sections. No attempt has been made to mamtam mnss

balance with respect to the physicochemical t ions
in the equations given. Only products for which evidence is
available appear.

Carbon Reduction-Vaporization. Lead. Two sequential
atomization energies have been obtained for lead, 46 and 28
kcal mol~!, regardless of whether the analyte is taken as the
nitrate or chloride. Figure 6 is the E, plot for lead. It may be
decomposed into two straight-line segments which intersect
at a temperature of approximately 1160 K. In the low tem-
perature region, the slope corresponds to an E, value of 46 keal
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Figure 6. £, plot for 2.0 X 10~ g lead taken as the nitrate under atomize
conditions of: dry 100 °C; ash 300 °C; atomize 2700 °C

O trace of time data used; vertical scale: absorbance,
0.05/scale unit. Horizontal scale: sweep speed, 50 ms/scale unit.

mol~'. In the higher temperature regions, a value of 28 kcal
mol~! is obtained. These energies can be attributed to the heat
of vaporization of lead and the bond dissociation energy of
Pb-Phbyg), having values of 42.5 and 24 keal mol~!, respectively.
The appearance temperature recorded for Pb(NO3); and
PbCl; is 1040 K. Below this temperature, PbO,) (mp = 1161
K) is present as a result of decomposition of the nitrate (47):
Pb(NOj),,,, — (925 K) PbOy,). Hydrolysis of lead chloride may
also lead to production of the oxide. In the absence of reducing
agents, PbOy) is known to sublime to PbO,) (48). Therefore,
in the present system Pbg) must be formed from reduction
of PbOy,). This is a favorable reaction at 1050 K (Table I).
Atomization of the lead is therefore a sequence of two pro-
cesses: the energies, in kcal mol~!, associated with each of the
processes are shown above or below the lines.

reduction 2
R

PbO,,,

Consideration of the AH and AHp values for Pb suggest that
there is an increase in Pby, species with increasing temper-
ature. The existence of Pby,, in equilibrium with Pb(l) has also
been confirmed mass-spectrometrically (31, 32, 49, 50).

Introduction of lead as an amalgam does not change its
atomization characteristics (Table III)." The appearance
temperature for lead in the amalgam, however, is approxi-
mately 100 K lower than that obtained for the nitrate or
chloride. This may be due to the fact that a reduction reaction
is not required in this system to form Pbyj, this species being
present as a surface layer having an activity different from
that of Pby, resulting from oxide reduction (51, cf. Equation
15).

Copper. The atomization of copper proceeds in a manner
similar to that for lead. For both the nitrate and the chloride
forms of copper, a single appearance temperature of 1270 K
and E, values of 77 and 44 kcal mol~!, corresponding to the
heat of atomization of copper and the Cu-Cu bond energy,
respectively, were obtained. The temperature at the point of
intersection of the two slopes of the E, plot is approximately
1400 K. Below the appearance temperature, CuOy is formed
(47): CuCl2-2H20(4) — (1000 K) CuOyy); Cu(NO3)26H20(s) —*
(1220 K) CuOyq). Brewer and Mastick (48) have reported that
CuOyy) is the gas phase species in equilibrium with CuQ,) in
the temperature range 873-1223 K. The production of Cug),
therefore, may be accounted for only by a reductive decom-
position of the solid oxide (mp 1600 K), which is a favorable

Table II1. Heats of A tion of Solid Sampl
Selected Literature Values

Appearance E,, kcal Inter- Energy,
Compound temp.,K  mol™!  mediate®  kcal mol™!
Cul 1300 87/48
CuBr; 1310  83/43
CuCl, 1250  86/40
Cu0 1310 88/46  Cu(y/Cus 80.7/46.6
CuSOy4 1300 76/43
Cu(NO3), 1310  89/39
CuCN 1310  85/43
Cu/Hg 1510 89/—  Cuy 80.7
AlOy 2190 202/111
Al (S04)3 2010 193/109 °AH,/AlI0  b221/116
AICly 2150 211/115
Pb/Hg 930 5228  Pbgy/Pby  42.5/24

@ Subscript (c) denotes the heat of atomization of the element
from its standard state at 298 K. Subscript (1) denotes the heat
of vaporization of the element. ?AH, is the heat of the reaction:
Aly03,, — Al + O, + AlOy).

reaction at 1200 K (Table I). The proposed atomization
mechanism for copper is therefore:

1
reduction

i u ¥
CuO,,, Cu,,, == Cuyg — Cuy,
The existence of Cuy,, is well documented in the literature (49,
52,53) and has been observed in emission from a King furnace
(52).

In contrast to this mechanism, Aggett and Sprott (14) have
concluded from their study that, despite a favorable AG° re-
action for the carbon reduction of the oxide at the appearance
temperature, Cug, results from the thermal dissociation of
the oxide. This conclusion has been based on their observation
that the appearance temperature for copper is higher with a
graphite than with a tantalum atomizer and the assumption
that the reduction kinetics are slow relative to that for the
thermal dissociation.

Table III presents the E, results obtained for the atom-
ization of various solid copper compounds, the average values
being 85 and 43 kcal mol~!. Thermogravimetric data (47) for
the following compounds: Cuy0, CuCl,, Cul, CuSOy, and
Cu(NOj3), indicate that CuOy) is the common decomposition
product below a temperature of 1250 K. It may therefore be
concluded that copper salts are also atomized as described
earlier, aqueous sampling playing no recognizable physico-
chemical role in the processes.

When copper is introduced as an amalgam, an E, value of
89 kcal mol~! is obtained, which corresponds to the heat of
atomization of solid copper. In this case, only a single E, value
was observed over the temperature range studied. Because of
the large mass of Cu present, vaporization of the surface de-
posit was not completed ih the temperature range studied. As
a result, the transition from condensed phase metal to gaseous
dimer as the major supplier of Cug,) did not occur. No expla-
nation can be offered for the increase in the appearance
temperature observed for the atomization of the copper
amalgam.

Cobalt. Two E, values have been obtained for Co, 97 and
44 keal mol~!, corresponding to the heats of atomization of
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solid cobalt metal and the dissociation energy of Co-Co, re-
spectively. These values are identical for both the nitrate and
chloride forms of the analyte. Below the appearance tem-
perature (1430 K), the nitrate and chloride are converted to
the oxide (47): Co(NO3)2:6H30(,) — (970 K) CoOy); CoCly-
6H20(s) — (430 K) CoOys). Reduction of CoOy) to Cog is fa-
vorable at the appearance temperature (Table I). Thus, at-
omization of Co occurs in a manner similar to that for lead and
copper:
97
= b 3
Co0,, S G,y o= Cong — Cov
.

Coy,, has been observed, mass-spectrometrically, as a vapor
phase species effusing from a Knudsen cell containing Coq,
(54).

Tin. Two sequential atomization energies have been ob-
tained for tin, 74 and 47 keal mol~!, irrespective of whether
it is taken as the chloride or hydrous oxide. These energies
correspond to the heat of atomization of the metal and the
Sn-Sn bond dissociation energy, respectively. Sn, has been
widely observed (31, 49, 50) in the gas phase above Sn.

Below the appearance temperature the following reactions
occur (47): Sn02-H20¢,) — (1110 K) SnO,,,;; SnCly-2H20(4) —
(780 K) SnCl2-SnOy). In neutral media, over the temperature
range 994-1166 K, SnOy) is the gas phase species in equilib-
rium with SnO,) (48); consequently, Sn(g) must be accounted
for by the reductive decomposition of SnOy,, (mp 1400 K).
The date in Table I show that at the appearance temperature,
carbon reduction of the oxide is very favorable. The following
mechanism for the production of Snyg, is therefore postu-
lated:

= reduction
Sn0, |, ——

)

Aggett and Sprott (14) have also indicated that carbon re-
duction plays a major role in the production of Sn). These
authors reported a 260 K lower appearance temperature for
the atomization of tin from a graphite atomizer as compared
to that from a tantalum atomizer.

At the appearance temperature, tin is in the liquid state.
It would be reasonable to expect the E, to correspond to the
heat of vaporization of Snj) and not the heat of atomization
of Sng). If the enthalpy change involved in heating the liquid
from the appearance temperature to its boiling point is added
to its heat of vaporization, an atomization energy of 63 kcal
mol~! is obtained. This is in reasonable agreement with the
observed E, value.

Nickel. Two sequential atomization energies have been
obtained for nickel, 99 kcal mol~! and 50 kcal mol~?, in close
agreement with the heat of atomization of Ni) (Ni¢) — Nigg);
AH® = 102.8 kcal mol~!) and the dissociation energy of the
dimer, Niy,, (55.5 kcal mol™!). Niy,, has been observed
mass-spectrometrically in the gas phase (55). The temperature
at the intersection point of the two segments of the E, plot is
approximately 1690 K.

Below the appearance temperature (1590 K), NiOy,) results
from the thermal decomposition of the nitrate (47): Ni-
(NO3)2-6H50 ) — (615 K) NiO(y). NiOyg) is also formed by the
hydrolysis of the chloride, since no difference was observed
in the appearance temperature of nickel taken as either the
chloride or nitrate. NiO is readily reduced (Table I) at a
temperature of 1600 K to produce Ni,). It is reasonable to

conclude, therefore, that Ni, arises from the following re-
action sequence:

. reduction ' z Y
NiQ,,, Ni,, == Nllhn - t‘i‘m
1

It is appropriate at this point to reconsider the assumption
made in the model concerning the establishment of a gas
phase—condensed phase equilibrium. The activation energy
for Ni reported by Torsi and Tessari (405 kJ mol~1, (22)) is
in agreement with that obtained in this study for the heat of
atomization of the.metal. Torsi and Tessari (22) however, have
not reported any energy values relating to the dissociation of
Niy,,,, the reason being that condensed phase-gas phase
(dimer) equilibrium cannot be attained in their open filament
system, but is established in the HGA-2100.

Molybdenum. The E, value obtained for molybdenum (165
keal mol~?) is in agreement with the heat of atomization of the
element, 157.3 kcal mol~!.

Mo, [ == Mo, ] — Mo,

Unlike Pb, Cu, Co, Sn, and Ni, the dimeric metal species (i.e.,
Mo,,)) written into the above atomization sequence has been
enclosed in brackets because no E, value could be obtained
from the high temperature region of the E, plot (because of
curvature of the plot as a result of factors discussed earlier)
corresponding to the dissociation of Moy,,. This lack of ob-
servation, however, does not preclude the possibility of the
presence of the dimer; it simply means that not all of the Moy,
vaporized within the measurement period. As a result, only
the energy associated with the heat of atomization was ob-
tained.

Table I indicates that reduction of molybdenum tricxide
is a thermodynamically favorable process well below the ap-
pearance temperature. In fact, reduction of the trioxide may
be shown to be possible below its sublimation temperature
(1428 K). If this were not the case, sublimation of the trioxide
would resuit in polymeric gas phase species (56), making re-
duction quite improbable even at higher temperatures.

The magnitude of the E, value does not rule out the for-
mation of an involatile molybdenum carbide species over the
initial temperature range studied. Runnels et al. (25) however,
have determined, by energy dispersive x-ray analysis, that Mo
does form a carbide through surface reactions with the
graphite of the furnace wall. The E, value obtained for Mo
does suggest, however, that any carbide that has formed is not
dissociated to an appreciable extent throughout the temper-
ature range used in this study (<2350 K).

One thousand-fold increases in sensitivity have been re-
ported for molybdenum in graphite atomizers as compared
to tantalum- and tungsten-lined atomizers (57). It is possible
that, in the latter cases, an involatile alloy between molyb-
denum and tantalum or tungsten may be formed (58; 15, p
462).

Vanadium. Two E, values are reported for vanadium, 153
kcal mol~! in the low temperature portion of the E, plot
(2200-2360 K) corresponding to the V-O energy, and 116 kcal
mol~! above 2360 K corresponding to the heat of vaporization
of the metal.

Above 2020 K, V,05,,, decomposes to V20s,,, (mp 2240 K).
On further heating, V203, decomposes (59): V203, — 2VO(g)
+ 0, liberating VOy,). Subsequent dissociation of VOg) will
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Sprott (14) have observed a 220 K decrease in the appearance
temperature of iron from a graphite atomizer as compared to
that from a tantalum atomizer. These data strongly suggest
that atomic iron must result from the sublimation of solid iron,
and the observed E, value of 97 kcal mol~! corresponds to the
energy of the reaction:

reduction
FeO,

(s)

Because all of the iron on the surface of the furnace did not
vaporize during the time taken in the measurement, no E,
value corresponding to the dissociation energy of Fey,, was
observed.

o L L
a8 43 8.0 £ 82 83
0% T,K

L L L L I
84 85 86 37 58 89
-l

Chromi The E, value of 99 kcal mol~! obtained for
chromium (taken as either the chloride or nitrate) is in
agr t with the heat of atomization of the element, 95 keal

Figure 7. E, plot for the atomization of chromium under con-
ditions of: dry 100 °C; ash 300 °C; atomize 2700 °C

(A) 2.5 X 107° g Cr at 357.8 nm; E, = 99 kcal mol~". (B) 2.5 X 1077 g Cr at
520.8 nm; E, = 120 kcal mol ™'

yield an E, value equal to the V-O bond energy, as ob-
served:

153
VO, — Vg, + 0Oy

The data in Table I indicate that reduction of V403, at the
appearance temperature (2200 K) is a thermodynamically
favorable reaction. It would appear from the above data,
however, that the reduction kinetics are slow. Only above 2360
K is an E, value obtained which is in agreement with the heat
of vaporization of liquid vanadium:

reduction
bl
s

Vo,

As in the case of Mo, an energy value corresponding to the
dissociation of Vy, was not obtained because all of the con-
densed phase had not vaporized within the time interval of
the measurement. At 2360 K, the metal, if pure, should be in
the liquid form (mp 2163 K). It is known (60), however, that
small amounts of interstitial carbon can greatly increase the
melting point of V (10% C increases the mp by approximately
1000 K). As a result, V() can just as likely (in the present cir-
cumstances) be substituted for V(; in the above equation.
Although this necessitates reinterpretation of the E, value as
the heat of atomization of the solid metal (123 kcal mol~1), the
uncertainty of the experimental results (+10%) does not rule
out such a correlation.

As with molybdenum, no dissociation of involatile vana-
dium carbide was observed over the initial temperature range
studied. This, of course, does not rule out its formation.

Iron. As indicated in Table II, two E, values have been
obtained for the atomization of iron: 97 kcal mol~! and 86 kcal
mol~! for iron taken as the nitrate and chloride, respectively.
The atomization behavior of the chloride will be discussed in
a later section. When iron is taken as the nitrate, the E, value
may represent either the dissociation energy of Fe-O (96 kcal
mol~!) or the heat of atomization of iron (Fe(,) — Feg); AH;
= 99.3 keal mol~1). The correct choice must be based on the
physicochemical behavior of the analyte, as follows. Below the
appearance temperature (1500 K), Fe(NOy3); is converted to
the oxide (47): Fe(NO3)3:9H20 ,) — (585 K) Fe0y4,,, = (FeO-
Fe;03). Table I indicates that carbon reduction of both FeO
and Fe30, at 1500 K is very favorable. In addition, Aggett and

mol~1. Below the appearance temperature of 1660 K, Cr203,,
is the most stable oxide of chromium (47). Carbon reduction
of the oxide is highly favorable at the appearance temperature
(Table I). Atomization of the elemental metal is therefore to
be expected:

reduction
—_—

Cr,0,, Cry [ ==Cr,, ] — Cry,
d 4

e 4

As in the cases of Mo, V, and Fe, no dimeric Cry,, species was
observed.

To gain greater insight into the processes which are actually
being investigated and the energy values obtained from this
type of measurement, the energy required to produce gaseous
metal atoms in an electronic excited state was measured. All
of the elements examined in this study were monitored with
electronic ground state lines. The energy so measured was that
required to produce the atomic vapor in its electronic ground
state. If the atomic population in an electronic excited state
is monitored, the energy measured should equal the sum of
the energies for the formation of atomic vapor and the energy
of the electronic excited state. Such a determination may only
be made with an element which possesses a transition from
an electronic nonground state line of energy not less than 20
kcal above the electronic ground state (in order that this en-
ergy difference can be reliably measured). Such a precaution
is necessary because of the £10% uncertainties in the mea-
surement methods. Additional requirements of the transition
selected are that the line be strong in emission (from the
source hollow-cathode lamp), must have an appreciable gf
value and not be much above 20 kcal in energy (or else the
population of the electronic excited state would be too small).
Finally, elements which meet these criteria must also satisfy
the temperature requirement as follows. The atomization of
the element must take place at such a sufficiently high tem-
perature that the electronic excited state is adequately pop-
ulated. Elements that have an appearance temperature of
1000 K are poor choices for this reason, even though all other
criteria may be satisfied. All of these criteria are satisfied by
the chromium 520.8-nm line (at 7593 cm™!, 21.7 kcal above
the electronic ground state). Figure 7 is an E, plot obtained
from the atomization of chromium. Curve A represents the
production of the electronic ground state atoms at 357.8 nm
(Eq = 99 kecal mol~?), whereas, curve B represents the pro-
duction of the electronic excited state atoms (21.7 kcal above
the electronic ground state) at 520.8 nm (E, = 120 keal mol ).
The observed 21 kcal mol~! energy difference is in excellent
agreement with the expected 21.7 kcal mol~! energy differ-
ence. This observation lends support to the credibility of the
energy measurements obtained by this technique and also to
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the ption that a Bolt distribution of population
has been attained. Recently, Ottaway and Shaw (61) have
descnbed a graphite furnace atomic emission spectrometric
hnique in which el tal detection limits were found to
vary in the expected Boltzmann order with respect to the
length and the t ature.

Oxide-Di ion. Magnesium. The energy of atom-
ization obtained for magnesium is 90 kcal mol~!, regardless
of whether the chloride or the nitrate is taken for analysis.
This value correlates well with the bond dissociation energy
of Mg-0 (94 kcal mol~!). Thermogravimetric analysis (47)
indicates that MgOy,) (mp 3073 K) is a common intermediate
in the decomposition of both the chloride and the nitrate
below the appearance temperature (1510 K): MgCl,-5H204)
— (890 K) MgO(.); Mg(NO3)2-6H20() — (750 K) MgOys).
Carbon reduction of MgOy,) at 1500 K is very unfavorable
(Table I), suggesting that the presence of Mg, is due to
thermal dissociation of the oxide in the gas phase. It is known,
however, that Mg, and Oy, are the principal gas phase
species in equilibrium with MgOy,) (62). This type of subli-
mation process often occurs when the heat of sublimation of
the oxide is greater than the dissociation energy of the oxide.
In order to establish the kind of transition undergone by a
compound upon vaporization, it is necessary to compare the
changes in the free energy of formation of the compound from
the gaseous components with the free energy of vaporization.
To a first approximation, the bond energy of the gaseous
compound may be compared with the heat of vaporization of
the compound. If the bond energy is much higher than % of
its heat of vaporization, the substance may be expected to
vaporize without undergoing dissociation. If the bond energy
is much less than the heat of vaporization, the compound will
be partly or wholly dissociated in the gas phase, depending on
the relative magnitudes of these two energies (63, p 38). The
high heat of sublimation of MgOys), 158 % 4 kcal mol~! (62),
accounts for its dissociation upon vaporization. With the
knowledge that MgO dissociates upon vaporization, it remains
to rationalize the E, value of 90 kcal mol~!, which is in close
agreement with the Mg-O bond energy. It would be reason-
able, in light of the above, to expect the atomization energy
to correspond to the negative of the heat of formation of
MgOy,) at and above the appearance temperature (1510 K),
i.e., 175 kcal mol~! (calculated from (44) for MgO(,) — Mgy
+ %0, at 1600 K). When excessively high masses of the an-
alyte were atomized (100-fold larger than those used to obtain
the above data), an E, value of 174 kcal mol~! was obtained.
The only reasonable explanation for these observations in-
volves the equilibrium vapor pressure of MgO at and above
the appearance temperature. Vapor pressure data (64) reveal
that, at the appearance temperature and with the analyte
masses used in this study (approximately 10~1° g for Mg), all
of the oxide has vaporized. As a result, vapor phase magnesium
atoms are formed by the gas phase dissociation reaction:

Mgo,, 2> Mg,, + O,

®)

leading to the observed agreement between the Mg-O bond
energy and the E, value. If high concentrations of analyte are
atomized, however, then the partial pressure of MgO(,) may
equal its saturated vapor pressure. Under such conditions, the
atomization behavior of MgO is similar to that discussed
earlier for lead:

Og)

M0, = Mgo,, =
L—_<Mgm
174 ’/zoe,,,

The E, value should correspond to the negative of the heat
of formation of MgOys), as is experimentally observed. At
higher temperatures, when almost all of the MgOy,) has
vaporized, the E, value should simply correspond to the Mg-O
bond energy. It is of particular interest to point out that the
predictive ability of the model now stands verified by the
above result, which also confirms the assumption of gas-solid
equilibrium made earlier.

Cadmium. Two values for E, have been reported in Table
1I (50 and 65 kcal mol~!), depending on whether the metal is
taken as the chloride or the nitrate. These values are in
agreement with the Cd-Cl and Cd-O bond dissociation
energies, respectively. The di of the chloride system
will be presented in a later section. At the appearance tem-
perature of the signal (720 K), CdO, is formed when the an-
alyte is taken as the nitrate (47): Cd(NO3)2-4H20(s) — (617
K) CdOQy,). It is evident from Table I that, at the appearance
temperature, carbon reduction of CdQ is not thermody-
namically favorable. Aggett and Sprott (14) have also shown
that there is no significant difference in the atomization be-
havior of cadmium from carbon and tantalum atomizers.
Reduction reactions with graphite may therefore be ruled out
(the powbxhty of the reduction of the analyte by Ta has been
di d earlier). G Cd may therefore be accounted
for only by dissociation of the oxide. Brewer and Mastick (48)
have reported that, in the ab of a reducing at h
Cdg) and O, are the major gas phase species m equlhbnum
with solid CdO. The atomization behavior of CdO is identical
to that encountered for MgO. It would be expected from the
above that the atomization energy should correspond to the
sum of the energies of the negative of the heat of formation
of CdOys) (at the delay temperature of 700 K) and the heat of
vaporization of Cd ), these being approximately 62.5 (calcu-
lated from (44)) and 23.9 kcal mol~!, respectively, corre-
sponding to the reaction:

864

| A
CdOw) —= %0y, + Cdyy —> Cdyg,

As in the case of MgO, it is unlikely that the masses of analyte
used in this study were sufficient to yield the equilibrium
partial pressure of the analyte within the graphite tube. When
very large masses of analyte were introduced (500-fold larger
than that normally employed) into the graphite tube, an E,
value of 81 kcal mol~! was obtained corresponding to the
AH, of the above reaction (86.4 kcal mol—!, calculated from
data in (44)). It is evident from such studies that, at low ana-
lyte concentrations, all of the analyte has been transferred to
the gas phase below the appearance temperature. As a result
the measured E, value corresponds to the gas phase disso-
ciation of CdOg):

Cdo,, =+ cdg, + Oy,

Zinc. The heats of atomization obtained for zinc are 65 and
48 kcal mol~! when the analyte is taken in the nitrate or the
chloride form, respectively. These values are in close agree-
ment with the Zn-O and Zn-Cl bond dissociation energies,
respectively. The atomization behavior of the chloride will be
presented in a later section.

Thermogravimetric analysis (47) of Zn(NQs); indicates that
the monoxide is formed below the appearance temperature
(1140 K): Zn(NO3)26H20(,) — (623 K) ZnOg). Carbon re-
duction of the oxide is unfavorable below the appearance
temperature; Zn ;) must therefore be formed from oxide dis-
sociation. As in the case of MgO and CdO, ZnO is decomposed
upon vaporization. Zng,) and Oq, are the major gas phase
species in equilibrium with ZnO,) (48, 65). The agreement of
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E, with the Zn-O bond energy, when Zn is taken as the nitrate,
can be rationalized only by an argument identical to that in-
voked for CdO. The production of Zn(g) directly from ZnO(,)
would require not only the energy equal to the negative of the
heat of formation of ZnOy,) at 1100 K but also the heat of va-
porization of Zn), i.e.,

118

1 A

Zn0,, — %0,,, + Zn, — Zn,

the total of such energy, AH 00 = 111.8 kcal mol~!. Asin the
cases of MgO and CdO, atomization of very large masses of
ZnO0 yields an E, of 103 kcal mol~!, in agreement (within ex-
perimental uncertainty) with the above AHj 0. It can be
shown that the masses of Zn analyte normally employed in
this study are too low to yield a saturated partial pressure of
ZnOy within the graphite tube at 1100 K (from vapor pres-
sure data, (64)). As a result, all of the ZnO is transferred to the
gas phase where dissociation occurs:

n0,, =+ Zng, + O

Manganese. The energy of atomization obtained for man-
ganese is 92 kcal mol~!, corresponding to the bond dissociation
energy of MnO. Below the appearance temperature, MnOy,)
is present on the graphite surface irrespective of whether it
has been introduced as the chloride or the nitrate (47):

MnCl,2H,0,, 2%+ Mn,0,, 22, Mn,0,,
LN&SK

MnO,,

S5T5K ‘J 5K 1435K

Mn(NO,),6H,0 — MnO, , Mn,0, === MnOQ,,
Brewer and Mastick (48) have reported that at a temperature
of 1767 K, Mny,) and Oy, are the major gas phase species in
equilibrium with MnOy,). The heat of vaporization of MnOy)
is 121.4 kcal mol~! (63, p 177). As in the cases of MgO, CdO,
and ZnO, the monoxide molecule (MnO) is expected to be a
minor species in the gas phase compared to its dissociation
products. In such circumstances, the atomization energy
would be expected to correlate with the sum of the energies
of the negative of the heat of formation of MnQy,) at 1500 K
and the heat of vaporization of the metal, i.e.,

146

r 1

i
1
MnO,,, — %0,

'
, + Mn, — Mn,,

corresponding to a AH s of 146 kcal mol~!. When very large
masses of the analyte were atomized, an E,, of 155 kcal mol~!
was obtained, in agreement with the above value. As has been
the case with metal oxides discussed earlier, the normal masses
of analyte employed in this study are too small to yield the
equilibrium partial pressure of the oxide in the gas phase (64);
consequently, all of the analyte is transferred to the gas phase
below the appearance temperature, where subsequent disso-
ciation occurs leading to the agreement between the observed
E, and the Mn-O bond energy:

2, Mn

MnO,

®) + OAIV

At high analyte masses, the equilibrium partial pressure of
MnO, may be attained but the formation of atomic Mng)
requires the total energy of 146 kcal mol~!, as discussed
above:

O
MnO,,, == MnQ,, _< )

Mny,
Ao’m

At hxgher wmpemtu.re (where the data cannot be obtained by
the d here b of obvious constraints)
when almost all of the surface phase MnOy,) has disappeared,
it is expected that the atomization energy will correspond to
only the Mn-0 bond energy as indicated earlier.

Calcium. The observed energy of atomization of calcium,
90 keal mol~}, is in reasonable agreement with the Ca-O bond
dissociation energy of 84 kcal mol~!. Below the appearance
temperature (1850 K), CaOyy) is formed by thermal decom-
position of the nitrate (47): Ca(NO3)24H20 — (700 K) CaOy).
Hydrolysis of the chloride can also form the oxide. Since
carbon reduction of CaOyy) is not favorable at 1900 K (Table
1), it must be concluded that Cag, is formed by thermal dis-
sociation of Ca0. The heat of vaporization of CaO is 147 + 15
keal mol~! (66), and as a result CaOyg), compared to the gas-
eous products of its dissociation, is a minor gas phase species
in equilibrium with CaOy,) (63). As found in the cases of the
oxides of Zn, Cd, Mg, and Mn, it is to be expected that, under
these conditions, the atomization energy of CaO should cor-
respond to the negative of the heat of formation of CaOy) from
the elements in their standard states at 1900 K, i.e., CaO) —~
Cagg + %024 AHjg0 = 188 keal mol=!. At high analyte
masses, an E, of 184 kcal mol~! was obtained. These E, values
may, again, be rationalized by considering that, at low analyte
masses, all of the CaO has been transferred to the gas phase
where dissociation occurs:

Caoll) ﬁ’ Ca‘l) + Oll)

resulting in an atomization energy corresponding to the Ca-O
bond energy. Under the conditions of high analyte masses the
following reaction occurs:

O
CaQ,, == CaO,, —<90
. Cay,
184 ::
%0:,
At higher temperatures, when almost all of the CaO,) has
disappeared, the E, value should correspond to the Ca-O
bond energy.

Aluminum. Two sequential atomization energies have been
obtained for Al, 234 kcal mol~! and 114 kcal mol~1. Below the
appearance temperature, Al;Oj3 is the common intermediate
for the nitrate and the chloride (47): AI(NO3)3-9H20(,) —
(1020-1270K) AL;03,; AIC136H,0,) — (770K) Al,Og,,. Since
reduction of this oxide is not thermodynamically favorable
at the appearance temperature, Al(g) must be formed by the
thermal decomposition of an oxide. This conclusion is sup-
ported by observations by Aggett and Sprott (14) that the
appearance temperature for atomization of aluminum is the
same from both a carbon and a tantalum atomizer. A rea-
sonable interpretation of the results is based on the following
reaction:

234
ALO,,, == A]?Oln__”’ Al + AlOy, + Oy,

(b
4
Alg, + Oq

Initial formation of Al occurs through sequence (a). The heat
of this reaction, calculated from the heat of sublimation of
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Al;03,, (67) and the bond energies of AlO(, (66, 68) and Oy,
is 221 kcal mol~?, in good agreement with the observedzif
value. When most of the Al;03,,, has vaporized, thereby de-
pleting the supply of Al;03,,, AlO¢) becomes the dominant
precursor of Al(g). The heat of this reaction is simply the bond
dissociation energy of AlO(g), i.e., 116 kcal mol~?, in agreement
with the observed E, value. It is important to emphasize that
the above reaction sequences leading to the experimental E,
values, result in two well-defined slopes in the E, plot and do
not require any bimolecular gas phase recombination reac-
tions.

It is also of interest to examine the results of atomization
of some selected al ds introduced into the
atomizer in an oxalic acid medium. The results are presented
in Table III. As in the case of the chloride and the nitrate, the
sulfate also is converted to the oxide below the appearance
temperature (47): Aly(SO4)s16H20() — (880-1270 K)
Al;03,,,. The heats of atomization of the solid compounds are
consistent with the atomization pattern described above.

In all these atomization studies, argon gas has been used as
a sheath gas. When nitrogen gas is substituted for argon gas,
the peak and integrated sensitivities for aluminum decrease
by a factor of three, as indicated in Figure 8. Sensitivity losses
such as these cannot be simply ascribed to an increase in the
rate of diffusional loss in nitrogen gas as compared to argon
gas. Formation of an appreciable amount of aluminum nitride
at high temperatures, however, may account for this effect.
Atomization of aluminum from tantalum- and tungsten-lined
atomizers equalizes the sensitivities obtained in argon and
nitrogen gases, whereas substitution of pyrolytic graphite for
regular graphite decreases the above difference by 25% (57,
69). The above studies indicate that carbon plays a role in the
formation of the nitride:

ALLO,,, + 3C,, + Ny, — 2AIN,, + 3COy,

This reaction is thermody lly favorable b carbon
forms a stable volatile oxide (CO) but does not form as stable
a compound with aluminum as does nitrogen (70). The above
reaction is generally carried out at a temperature of 1973-2273
K (71), the AIN(,) formed being stable in the solid phase up
to 2500 K (72). It is evident that the nitride is not formed in
tungsten or tantalum atomizers, and the extent of the nitride
formation may possibly be reduced in pyrolytic graphite at-
omizers, probably as a result of the denser structure of this
material as compared to regular graphite. However, this latter
explanation is only a speculation. An energy of atomization
for aluminum corresponding to dissociation of AIN(g) has not
been observed in these studies because AlN(g) is not produced
in a measurable quantity as a result of the stability of AIN(,)
in the solid phase. Since very little AIN) is vaporized until
the temperature exceeds approximately 2500 K (mp > 2473
K), the range of temperature required for the study of AIN(,)
is beyond the capability of the technique used in this study.
For this reason, the E, values obtained for Al;O3 in both argon
and nitrogen sheath gases are identical.
Chloride-Dissociation. Cadmium. When Cd is taken as
the chloride, an E, value fo 50 kcal mol~! was obtained, in
agreement with the Cd-Cl bond energy of 49.9 kcal mol~1. At
the appearance temperature of the signal (720 K), cadmium
is present as the chloride if it is introduced into the atomizer
as a solution in 5% (v/v) hydrochloric acid (47): CdCl»5H20(,)
— (873K) CdO,). Mass spectrometric studies of the vapor
above liquid CdCl; over the temperature range 785-838 K
indicate that Cdg), CdCly,,, and CdCl, are the major species
(73). The formation of cécu,, was accounted for by disso-
ciation of CdClg, by ion-source electron impact and, as such,
was not considered to be a direct sublimation product. The
results of the present study can be rationalized only by as-

Flgure 8. Oscilloscopic trace of the absorbance-time profile for 1.5
X 10~"" g aluminum taken as the nitrate under atomize conditions of:
dry 100 °C; ash 300 °C; atomize 2700 °C

Vertical scale: absorbance 0.10/scale unit. Horizontal scale: sweep speed 500
m/scale unit. (A) Argon sheath; (B) Nitrogen sheath

suming that CdCl, is a direct evaporation product of CdCly,,
since gas-phase dissociation of CdCl,, sh yield an E,
value twice as large as that obtained. ’f"he authors can offer
no satisfactory alternative interpretation.

Zinc. When zinc is atomized from hydrochloric acid media,
an appearance temperature of 940 K is obtained. Although
thermogravimetric data were not available, the 200 K decrease
in the delay temperature with respect to that of the nitrate is
indicative of a radical change in the atomization behavior;
hence, the atomization appears to proceed via thermal dis-
sociation of the chloride. The agr t obtained bet:
the E, value and the Zn-Cl bond energy can only be accounted
for by the gas phase dissociation of ZnClg. As in the case of
cadmium chloride, this reaction presupposes the existence of
ZnCl, in the vapor above ZnCl,,. However, mass spectro-
metric studies (74) of the equilibrium vapor above ZnCly,,
have not reported ZnClg) as a major species.

Iron. Atomization of the chloride commences at 1400 K with
an E, value of 86 kcal mol~}, in close agreement with the re-
ported Fe-Cl bond energy. At a temperature of approximatel
590 K (75), FeCly,,, is reduced to FeCly,,,. Above 674 K, FeCly,,,
sublimes. It has been reported (76) that the major gas phase
species in equilibrium with FeCly,, are FeCly,, and (FeClo)z,.
Despite this fact, the only reasonable explanation of the ob-
served E, is that FeCl(g) must be present in the gas phase over
FeClgm The E, value obtained in this study could only be

d by izing large of the analyte (i.e., above
10 ng Fe).

RELATIONSHIP OF THE APPEARANCE
TEMPERATURE TO E,

In agreement with the findings of Johnson et al. (18), a
linear relationship b the app temperature and
the heat of atomization of the analyte was observed. The slope
of such a plot, shown in Figure 9, is approximately 0.06 kcal
mol~! K-! and is in agr t with that calculated from the
data of Johnson et al. (18). No point is shown for Al in this
figure because its coordinates (2080 K, 234 kcal mol~!) are
anomalous with respect to the linear relationship observed
with the other elements. Atomization of Al (low analyte mass)
occurs predominately by a solid-state decomposition reaction.
When the coordinates for Al (2080 K, 234 kcal mol™!) are
plotted on a graph containing the data for CdO, ZnO, MnO,
MgO, and CaO which were obtained using high analyte
masses, a straight line of slope 0.1 kcal mol~* K~ results. The
common feature to each of these oxides is that atom formation
is the result of a solid-state oxide decomposition. Figure 9 is
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Figure 9. Plot of the appearance temperature vs. the energy relating
to the atomization step

M, energy = heat of atomization of the metal. MO energy = bond dissociation
energy of the metal monoxide

useful for the purposes of prediction. In those cases where the
activation energy barrier to analyte vaporization is small (i.e.,
for the sublimation of metals or for small masses of analyte
oxides where all of the monoxide is transferred to the gas
phase), there is a linear relationship between the atomization
energy and the appearance temperature of the analyte. The
conditions stipulated above are those normally operative in
atomic absorption analysis, and the predictive power of this
relationship is thus limited to the atomization of small analyte
masses. With a knowledge of the experimental appearance
temperature of the anlayte, an atomization energy may be
obtained. By correlating this energy with that of some possible
atomization processes, as outlined earlier, a reasonable guess
as to the identity of the immediate precursor to analyte atoms
may be made. The correlation between the atomization energy
and the appearance temperature also appears to be inde-
pendent of the type of atomizer used (cf. the data of Johnson
et al. (18), as reported above in which analyte atomization was
carried out in a carbon filament atomizer). It is possible that
the correlation between the appearance temperature and the
atomization energy is universal.

From the data presented, it is possible to formulate some
general mechanisms of analyte atomization in a graphite
furnace, based on those trends which have emerged here.
From a ation of the physioch 1 properties of the
analyte, coupled with available thermodynamic data and the
appearance temperature of the analyte, a reasonable mecha-
nism for atomization may be postulated. The first point which
must be considered is the thermal behavior of the analyte as
it crystallizes from the test solution during the dry and ash
heating periods. Here, it is necessary to examine available
thermogravimetric data for the analyte and its matrix (e.g.,
nitric or hydrochloric acid media) to determine whether or not
hydrolysis to oxides or oxygen-containing species occurs below
the appearance perature. For e le, if hydrolysis in
hydrochloric acid medium does not occur, atomization of the
analyte will likely proceed through dissociation of the chloride.
On the other hand, if an oxide is formed, two alternate at-
omization mechanisms are likely: dissociation of the metal
\oxide or carbon reduction of the oxide followed by vaporiza-
tion of the elemental metal. This latter possibility may be
conveniently checked by considering the free energy of the
carbon reduction reaction. If AG eaction < 0, the reaction is a
thermodynamically favorable process. However, thermody-
namics gives no indication of the kinetics of such reactions.
Barring slow reactions, however, one may be reasonably

confident in assuming that reduction has occurred at the ap-
pearance temperature, or will occur at a slightly higher tem-
perature, particularly in those cases having large negative
values for free energy changes. Under such conditions, the
reduced metal (whose state of aggregation is determined by
the appearance temperature) may vaporize directly into the
gas phase p tly as the or substantial
quantities of the dimer may also be formed. This possibility
may be considered by examining the energetics of such a
process, as illustrated in Figure 1. In such cases where carbon
reduction proves unfavorable, dissociation of the oxide occurs.
Here again, however, there are two alternative mechanisms
of atomization available. For those oxides whose heats of va-
porization are substantially lower than their dissociation
energies, the substance is vaporized without being dissociated.
In such cases, gas phase dissociation of the oxide will pre-
dominate. For those oxides whose dissociation energies are
lower than their heats of vaporization, vaporization will occur
with dissociation, giving rise to a solid-state dissociative
process. Finally, by reference to an energy vs. temperature plot
whose slope is approximately 0.06 kcal mol~! K~1, a reason-
able estimate of E, may be obtained simply from a knowledge
of the appearance temperature of the species. The E, value
may then be correlated with that which would arise from the
suspected process. At this point, the resources for prediction
are exhausted. The final solution to a still unresolved mech-
anistic problem must be found by further experimental in-
vestigation by methods including those outlined in this

paper.

CONCLUSIONS

Quantitative evidence has been presented regarding the
mechanism of atomization of a number of elements. The major
pathways leading to gaseous atoms have been found to be
thermal dissociation of the metal oxide, carbon reduction of
the oxide followed by atomization of the free metal, and
thermal dissociation of the metal halide.

The energy values obtained by the methods outlined in this
study provide information only as to the major suppliers of
gas phase atoms over the initial states of signal production.
Generation of atoms by other species at significantly higher
temperatures, not handled by this technique, (e.g., carbides
of Fe, Cr, Ni, Mo, V, etc., which may give rise to the charac-
teristically long decay regions associated with these signals)
cannot be investigated and, consequently, formation and
decomposition of other species cannot be ruled out.

Further experimental work is required to substantiate many
of the conclusions drawn. In this respect, it would also be of
interest to obtain experimental confirmation of some of the
suggested gas phase molecular species and their concentra-
tion-time profiles for correlations with atomic absorption
profiles. It would be also of interest to study atomization in
tungsten and tantalum atomizers in order to evaluate the
relative importance of suggested reduction reactions.

Determination of the energies of atomization in those cases
where solute vaporization interferences or chemical inter-
ferences are present, will provide energy values which may
serve as quantitative measures of such effects.
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CORRESPONDENCE

Sulfate Formed by Interaction of Sulfur Dioxide with Filters and

Aerosol Deposits

Sir: There is concern and some evidence (I, 2) that atmo-
spheric aerosol samples collected on filters contain spurious
sulfate as a consequence of SO, oxidation in the filter and/or
the sample deposit. We report here a simple technique by
which we show that 1) poly(tetrafluoroethylene) membrane
filters and pH-neutral quartz-fiber filters cause very minor
S0, conversion to sulfate, 2) glass-fiber filters and alkaline
quartz-fiber filters cause considerable SO, conversion to
sulfate, and 3) the aerosol deposit itself causes—in four
tests—very little SO, conversion to sulfate.

The experiments were conducted in 1974, 1975, and 1976
in the Allegheny Tunnel of the Pennsylvania Turnpike and
in the rural air near the tunnel as a part of programs reported
elsewhere (3-6) and preparatory to a field study of sulfuric
acid emissions from catalyst-equipped vehicles in this tunnel.
For our purpose, it was important to address the question of
spurious sulfate at the site that was of interest to us, with its
particular gas composition and so forth, rather than i the
laboratory. However, to lend some generality to our results,
some experiments were conducted also in the ambient air near
the tunnel. Since it was anticipated the water absorbed on the
filter and/or aerosol deposit might promote SO, oxidation, the
relative humidity was monitored; it was found to range from
34 to 97% in the tunnel and in the ambient air (all years
combined). Temperature was 1 to 23 °C.

(There is also a possibility that SO, could be adsorbed and
oxidized to spurious sulfate not immediately but rather during
the analysis; in the experiments to be described, this pathway
to spurious sulfate is indistinguishable from the other, and our
results should be taken to refer to the sum of the two. Because
the extent of oxidation of adsorbed SO, during analysis can
depend on the analytical method, our results should be con-
sidered in the context of our chemical procedures to be de-
scribed later.)

Method. An efficient filter which is reasonably inert to SO»
conversion is placed upstream of the filter to be tested. The
upstream filter removes the particulate matter and allows the
gases, including most or all of the SOy, to reach the second
filter. The extent to which the SO, can react on the second
filter to form spurious sulfate can be determined subsequently
by sulfate analysis. If, in addition, the second filter has an
aerosol deposit on it, the SO, can react also on this particulate
matter to form spurious sulfate.

The following experimental procedure was used to deter-
mine the amount of spurious sulfate formed by both processes:
a) Mount a pH-neutral quartz-fiber filter (which is a very ef-
ficient filter and also proves to be reasonably inert with respect
to SO, conversion) on top of the filter to be tested in a stan-
dard HiVol sampling unit. Sample for a period ¢,. Remove the
top filter, lay a thin polyethylene sheet over one half of the
bottom filter, and lay a new pH-neutral quartz-fiber filter over
both halves. Sample for a period ¢2. b) Simultaneously, in a
second HiVol, collect a particulate sample on the filter to be
tested in the usual way for the period ;. Cover one half with
a thin polyethylene sheet and lay a new pH-neutral quartz
filter over both halves. Sample for period ts. ¢) Determine
ambient SO levels during ¢, and ¢, using H,0, impingers.

The sulfate (minus blank correction) found on the bottom
filter of procedure (a) above (i.e., the bottom filter which had

not been exposed to particulate matter) will be the spurious
sulfate formed by reaction with the filter alone, all particulate
matter having been stopped by the upstream filter. For the
half under the polyethylene mask, the sulfate will be formed
during ¢, and for the other half, it will be formed during ¢, and
to. The difference between the two halves will be the spurious
sulfate formed during t,—that is to say, on a filter which al-
ready had been exposed to SO for t,. In this way, especially
with the repetition of the experiment with different values of
t; and to, the conversion rate as a function of time can be
measured.

The sulfate (minus blank correction) found on the bottom
filter of procedure (b) above (i.e., the bottom filter which had
been exposed to particulate matter) will be the spurious sul-
fate formed by reaction with the filter plus particulate mat-
ter—together with the “honest” sulfate present in that par-
ticulate matter. Under the polyethylene, the sulfate will be
that found by the usual method of sampling, i.e., particulate
sulfate plus sulfate from SO,-filter reaction and SO,-partic-
ulate reaction (during ¢;). The sulfate on the half not covered
with polyethylene will be that found by the usual method
during ¢, plus that due to further exposure to SO, alone during
to. A comparison of the results from the two HiVols yields the
amount of spurious sulfate formed during t; by the reaction
with the particulate matter alone, since the spurious sulfate
formed in the filter during ¢,, and the particulate sulfate plus
all spurious sulfate formed during t;, both will have been
measured.

It should be noted that this method requires that the filters
be uniform over their entire collection surface. Uniformity in
flow characteristics is necessary so that the SO, (and/or the
S0427) exposure per unit of filter area is uniform across the
filter in period ¢;; and uniformity in chemical composition is
necessary so that uniform SO, exposure results in uniform
spurious sulfate formation. The uniformity was checked by
determining the sulfate found on replicate quarters of 52
HiVol filters collected in the usual way. The standard devia-
tion between quarters for quartz-fiber filters was 2% of the
sulfate found on a quarter, i.e., too small to be a problem in
this work.

To recapitulate, the strategy outlined above gives: (1) the
spurious sulfate formed by SO, exposure of particulate matter,
subsequent to collection of the particulate matter; (2) the
spurious sulfate formed by SO, exposure of a filter already
exposed to SO,; and (3) the spurious sulfate formed by SO»
exposure of a virgin filter. The strategy does not give the
spurious sulfate formed by SO, exposure to a fresh.aerosol
deposit, although in principle one could approach this con-
dition to any arbitrary degree.

The procedures for chemical analysis in this work were as
follows. The sulfate in the filters was extracted with water in
the presence of strong-acid cation exchange resin at 60 °C for
2 h, and determined by Ba(ClOy), titration to the Thorin
dye-indicator endpoint (7, 8) with photometric endpoint de-
tection (9); the function of the resin was to remove cations
from the sample and thus bring out dissolution of all sulfate
including those of Ba, Pb, etc. (10). Sulfur dioxide, oxidized
to sulfate in the H,0, impingers, was determined straightaway
on the impinger solutions by Ba(Cl04),-Thorin titrimetry.
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Table I. Data on SO; — SO,2~ Conversion in pH-Neutral Quartz-Fiber Filters

First exposure period (t,)

Minutes

SO, concentration, ug/m3

Sulfate concentration,? ug/m?

Spurious sulfate formed in bottom filter:
ug per cm? filter
Equivalent ug/m?

SO exposure; ug per cmn? filter

Second exposure period (¢3)

Minutes

S0- concentration, ug/m3

Sulfate concentration,® pg/m?

Spurious sulfate formed in bottom filter:®
ug per cm? filter
Equivalent pg/m?

SO, exposure, ug per cm? filter®

Combined exposure periods (t + ¢2)

Spurious sulfate in bottom filter,
ug per cm? filter

Tunnel aerosol Rural aerosol

Run1 Run 2 Run3 Run 4
183 729 183 7317
— 150 — (<717
14.8 12.2 125 6.7
0.62 0.61 0.48 0.60
1.6 0.41 1.2 0.37
—_ 225 e (<20?)
730 1648 730 1645
129 67 — <10
8.0 19.3 4.3 21.1
0.17 0.088 0.34 0.19
0.076 0.018 0.11 0.025
290 329 — <75
0.79 0.69 0.82 0.79

 Sulfate found in top filter. ® Sulfate increment during ¢,. < Exposure during t».

Conversion of SO, in Quartz-Fiber Filters. It has been
pointed out that the top filters in these experiments were
pH-neutral quartz fiber to minimize SO, conversion therein.
The inertness of these filters toward SO, was demonstrated
by the procedure described above, using quartz-fiber filters
for the top and bottom filters. The results of four tests are
shown in Table I. Two of the the four tests were conducted
inside of the Allegheny Tunnel where SO, levels on the order
of 100 ug/m? are encountered. The other two tests were run
in the ambient air near the tunnel where the SO, levels were
substantially lower (<10 pg/m?). Initially the filter is quite
active for SO, conversion and the spurious sulfate builds up
with a time constant depending on the SO, available until a
level of about 0.7 to 0.8 ug per cm? of filter is reached. From
then on, little or no further SO is converted. If the sampling
time is only a few hours or if the true sulfate level is low, the
spurious sulfate from this cause can be considerable (e.g., 10%
of the total sulfate in the ¢, period of Runs 1 and 3, Table I).
For protracted exposures, the spurious sulfate from this cause
would be insignificant (~300 ug in the case of a standard 8-in.
X 10-in. HiVol filter) compared to the true sulfate or the SO,
exposure.

Implicit in these experiments is the premise that none of
the sulfate found on the bottom filter was due to aerosol
penetration of the top filter, i.e., that the filtration efficiency
of the quartz-fiber filter is essentially 100%. This premise was
verified by running three quartz-fiber filters in a stack on one
Hivol. If the sulfate on the second filter is due to penetration,
there should be very much less sulfate found on the third filter.
However, if the sulfate found on the second filter is due to SO,
conversion, the third filter should have approximately the
same amount of sulfate as the second (provided that the sec-
ond filter has not removed a large fraction of the SO, reaching
it).

Table II shows that the third filter has about as much sul-
fate as the second, implying that aerosol penetration is un-
important. This result, at a linear flow velocity of 37 cm/s or
a volume flow rate of 0.9 m?/min, does not support the claim
(11) of substantial penetration by n aerosols through
fiber filters at high flow rates. The data of Reference 11, on

Table II. Data on Filter Efficiency for pH-Neutral
Quartz-Fiber Filters

Sulfate found,

ug per cm? filter
Top filter 46.85
Middle filter 0.38
Bottom filter 0.45

glass-fiber filters, cannot distinguish between penetration and
SO, conversion, and we suspect that the latter, together with
possible loss of the largest particles by impaction on the inlet
louvers of the filter housing as suggested by First (12), is the
real cause of the reported “penetration”.

Conversion of SO, in Aerosol Deposits. During the same
t, periods and at the same locations as those depicted in Table
I, aerosol dep also were collected on quartz-fiber filters
in a second HiVol. For the ¢, period, one half of the aerosol
deposit was covered with polyethylene and both halves of the
filter were covered with a second quartz-fiber filter, as de-
scribed above. The data, shown in Table III, show that the
halves which were exposed to the SO, during ¢, have less
sulfate than would be expected if the SO, did not react with
the deposit to form sulfate. There was a problem of transfer
of the particulate matter from the bottom filter to the top one
by contact, with a corresponding transfer of ~0.5 ug sulfate
per cm?. (This was checked by the following experiment in the
Allegheny Tunnel: A quartz-fiber filter with an aerosol deposit
containing 20.4 ug sulfate per cm? was used as the third filter
of a 3-filter stack in a subsequent run. The transfer was eval-
uated by sulfate analysis of the middle filter taking SO, in-
teraction with the middle filter into account.)

Even with transfer taken into account, the estimate of
spurious sulfate formed in the deposit during ¢; (i.e., the sul-
fate found minus the minimum sulfate expected, Table III)
is greater than zero in only half of the runs. Apparently there
is a 5% random error between sulfate found and the minimum
expected; part of the error consists of the +2% error due to
filter nonuniformity. Because of the uncertainty in the amount
of sulfate transferred in the four runs, it cannot be asserted
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Table I11. Data on SO; — SO~ Conversion in Aerosol Deposits

Tunnel aerosol Rural aerosol

Run1l Run 2 Run 3 Run 4
Aerosol collection period (¢) )
Particulate deposited, ug/cm? 126 303 85 219
Sulfate found, ug/cm? 6.7 20.2 5.0 10.0
SO, exposure, ug/cm? — 224 — (<10?)
Aerosol-d it SO, e period (t2)
Sulfate found, ug/cm? 6.5 19.1 5.1 9.0
Sulfate expected,® ug/cm?%
Maximum?® 6.9 20.3 5.3 10.2
Minimum¢ 6.4 19.8 4.8 9.7
293 321 — <62

S0, exposure, ug/cm?

@ Sulfate expected on the assumption that no spurious sulfate was formed in the deposit during ¢,. ® Consists of the sulfate found
for period ¢ (above) plus the spurious sulfate formed in the filter during ¢t (see Table I). © Minimum equals maximum minus allowance
for the possibility that 0.5 ug sulfate per cm? was transferred to the top filter during t2.

Table IV. Data on SO, — SO,2~ Conversion in Various Filters

pH-neu-
tral  Strengthened Membraned
quartz quartz Cellulose
fibere fiber® Glass fiber® Ester® Fluoropore/
Sampling site Tunnel Tunnel Tunnel Tunnel Rural Rural Tunnel Tunnel Rural
Sampling time, min 605 393 5816 5697 5858 5873 633 8301 7778
Sample volume, m*® 547 391 3294 4712 5308 5571 28.3 509 467
SO, concentration, ug/m?* 136 143 125 125 12 16 187 155 26
Sulfate concné, ug/m? 34.8 24.9 13.2 13.2 10.5 8.7 19.1 10.0 7.3
Gross particulate,® ug/m? 313 320 154 154 23.4 26.1 284 141 37.7
Spurious sulfate formed:
ug per cm? filter 0.42k 15.2 4.3 2.0 14.6 33.7 ~0.8' 0(<0.07)/ 0.04
Equivalent pg/m? 0.31% 15.8 0.53 0.18 112 2.46 ~2.8¢ 0(<0.013)/  0.008
S0, exposure, ug per cm? filter 183 137 1011 1449 160 216 54.6 815 125
pH of blank filter 5.6% 9.7% 9.9% 9.9% 9.9% 9.9% 6.5! 5.6m 56m

a Tissuquartz 2500 QAO, Pallflex Corp., standard 8-in. X 10-in. HiVol filter, deposit area 406 cm?; second and third filters of a 3-filter
stack of pH-neutral quartz-fiber filters. ® Tissuquartz 2500 QAOS, Pallflex Corp., standard 8-in. X 10-in. HiVol filter, deposit area
406 cm?; third filter, behind two pH-neutral quartz-fiber filters in a 3-filter stack. < Gelman Type A standard 8-in. X 10-in. HiVol
filter, deposit area 406 cm2; second filter of a 2-filter stack; top filter is pH-neutral quartz fiber. All 4 runs were during the same period
in 1974. 4 142-mm diameter filters, 0.2-um pore flow diameter, Millipore Corp.; deposit area 97 cm?. © Second of two mixed cellulose-ester
filters. / Third, or second and third averaged, of three stacked Fluoropore filters. “Fluoropore” is Millipore Corp. trademark for filters
of poly(tetrafluoroethylene) (Teflon) backed with polyethylene. # By analysis of the first filter of the stack. # Average of the second
and third filters of the 3-filter stack.  Average of 4 determinations. Uncertainty is 50% of the number shown. / From 3 determinations.
* Whole 8-in. X-10 in. filter extracted with 200 ml deionized water of pH 5.9. { Whole 142-mm filter extracted with 100 ml deionized

water of pH 5.9. ™ Whole 142-mm filter extracted with 100 ml deionized water of pH 5.5.

that no SO,-to-sulfate conversion occurred in the aerosol
deposits; but it can be said that the data show no evidence of
such conversion.

For the tests conducted in the Allegheny Tunnel, the aerosol
deposit is typical of that from vehicle (both gasoline and die-
sel) traffic (6). The other tests deal with a rural aerosol. The
conclusion that SO, conversion on the aerosol deposit is un-
important should hold for aerosols in other locations that are
similar. It should be noted, however, that the low SO, levels
in the rural air render the null result less definitive than it
could have been if higher SO, levels had been encountered.

Conversion of SO; in Other Types of Filters. By in-
cluding various filter types as backup filters in regular aerosol
sampling runs, behind a pH-neutral quartz-fiber filter or a
membrane filter, other filter types were evaluated with the
results shown in Table IV. Conversion in pH-neutral
quartz-filters is again seen (perhaps less than before, judging
from the ug per cm? of filter). The cellulose-ester membrane
filter appears comparable in terms of ug per cm? of filter, but

1810 « ANALYTICAL CHEMISTRY, VOL. 48, NO. 12, OCTOBER

the spurious effect seems greater as a fraction of the actual
sulfate or the SO, exposure, owing to the flow-rate penalty of
the membrane filter; this should be checked further, as the
uncertainty is large.

The spurious conversion is at a minimum in the case of the
poly(tetrafluoroethylene) (Teflon) membrane filters. The
advantage over pH-neutral quartz is less than meets the eye
because of the flow-rate penalty but it is still true that Teflon
membrane filters (Fluoropore) give the least conversion of SO,
to spurious sulfate of all filter types tested. (It should be added
that sulfate penetration in the 0.2-um pore size Fluoropore
filters was found to be effectively zero, by use of the 3-filter-
stack technique described earlier for the pH-neutral quartz-
fiber filters.)

One of the glass-fiber filters gave good results on a ug/m?
basis (0.18), but apparently only because of the protracted
sampling; the spurious sulfate per cm? (2.0 ug) would be se-
rious in a run of, say, 12 h. We have sought to rationalize the
incoherent pattern of spurious sulfate formation on glass-fiber
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filters as seen in Table IV. One can imagine that a difference
in the trace-gas composition in the tunnel relative to the
ambient air might result in the obvi prop y to
spurious sulfate formation in the amblent case. We have no
rationale for the other anomalies in the glass-fiber results.

In some of the instances shown in Table IV, the amount of
spurious sulfate renders the glass-fiber filter unacceptable not
only for sulfate but even for gross mass determination. The
strengthened quartz-fiber filter is as bad or worse; spurious
sulfate can be seen to have been 64% as much as the true sul-
fate and 5% as much as the amount of gross particulate matter,
by virtue of conversion of 7% of the SO, to which the filter was
exposed.

The data suggest that egregious amounts of spurious sulfate
are a consequence of filter alkalinity. This should be studied
further, because certain procedures (13) for imparting
strength to glass- or quartz-fiber filters involve treatment with
alkali. The filter types that give the most spurious sulfate
(Table IV) are also the ones that give aqueous extracts that
are alkaline.

Summary. We find that the formation of spurious sulfate
in filter sampling can be quite minimal or can be quite ex-
tensive. It has to do primarily with the filter medium and not
the aerosol deposit. The amount formed depends very much
on the type of filter. Of the types evaluated, poly(tetrafluo-
roethylene) membrane and pH-neutral quartz fiber filters are
the best. At least in the case of the latter type of filter, a sat-
uration effect seems to exist so that, given the opportunity for
a sufficiently long sampling period, the error relative to the
true sulfate can be brought within bounds.
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Modified Buffer for Use with Fluoride-Selective Electrodes

Sir: The addition of a total-ionic strength buffer (TISB)
containing Na salts (1.9 M) to solutions when estimating F~
using a fluoride-selective electrode is now a well-established
procedure (I). The purposes of this buffer are: (i) to provide
a background of high-ionic strength, (ii) to adjust the pH, (iii)
to release any fluoride bound to metals by the inclusion of a
stronger complexing agent (trans-1,2-diaminocyclohexane-
N,N,N’,N’-tetraacetic acid (CDTA)). However, several
workers (2-4) have measured association between Na* and
F~ and their results would suggest the formation of an ap-
preciable concentration of NaF? in TISB, thus partially ne-
gating some of the decomplexing function. The degree of as-
sociation between K* and F~ is much less than with the Na
salt (2) so that replacement of Na salts by K salts in TISB
should be an improvement. To assess the degree of ion-pairing,
measurements were made with an Orion Research Inc. fluo-
ride-selective electrode (94-90) and double-junction reference
(90-02-00) 3.5 M KCl in outer compartment, immersed in
TISB made to the following compositions: XCl = 1.0 M, acetic
acid = 0.25 M, X acetate = 0.75 M, CDTA = 0.011 M, with X
= Na or K buffers were mixed with an equal volume of NaF
solutions to give concentrations § X 10~7-5 X 10~3 M. Other
measurements were also made in solutions 5 X 10~¢ M without
buffer but containing 4 M NaCl or KCl because it should be
easier to detect ion-pairing at these high concentrations.

For concentrations 5 X 10~5-5 X 103 M NaF, an excellent
fit to the Nernst equation was found with both buffers (see
Figure 1). There was a shift between the two lines with En,
— Ek = 6.0 £ 0.4 mV. A larger difference was observed be-
tween the emf’s in 4 M NaCl and KCl with En, — Ex = 19.7
+ 0.4 mV. The sign of these differences is consistent with
greater ion-pairing in the Na salt solutions than in the K salt
solutions. By making some reasonable assumptions about
activity coefficients, the magnitude of these differences can
be shown to be in agreement with previous estimates of as-
sociation constant and suggest that 15-20% of total fluoride
is present as NaF? in TISB prepared from Na salts. Mea-
surl s made at rations below 5 X 10~5 M were of
lower precision because of slow equilibration of the electrode.
The time to reach a slow drift (0.1 mV/5 min) often exceeded
30 min and there was no significant difference between the Na
and K buffers in this respect. Omission of CDTA from the
buffers did not reduce this time markedly. At concentrations
below 5 X 1075 M in the Na buffer, the results deviated from
the linear graph (see Figure 1). This deviation was much less
for results from the K buffer. Other workers have noted a
similar nonlinearity using TISB and have attributed the effect
to the presence of F as an impurity in the buffer salts (5, 6).
To estimate the impurities, measurements were made in
buffers diluted with an equal volume of water not containing
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Figure 1. Emf vs. log(NaF concentration mol/I.) for Na and K buffers

All points from the K buffer have been displaced 60 mV downward for greater
clarity. (O) Experimental points; (@) points in the reglon <1075 M NaF for which
the nominal have been for the pi of F impurity
in the buffer

intentionally-added F. By extrapolation of the linear portion
of the graphs values of 4 X 10~%and 1 X 10~% M were derived
as the contributions from impurities in the Na and K buffers,
respectively. When correction was made to the nominal con-

centrations, the linear region of the graph was extended down
to 10-6 M. Although a generalization cannot be made on the
basis of results with one batch of salts, it may be noted that
Mesmer (6) in a similar experiment found less F in 1 M KCI
than in 1 M NaCl.

It follows from this comparison that in order to avoid pos-
sible complications from ion-pairing and to be consistent with
the use of KF as primary standard (2) that TISB or other
high-ionic strength solutions be prepared from K salts rather
than Na salts. As a possible additional benefit from this
change, K salts may introduce lower F impurity than Na salts
resulting in an extended linear calibration and reduction in
the minimum detectable ration.
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Chromatographic Analysis of Gaseous Products from Pyrolysis of
Organic Wastes with a Single Column

Sir: The operation and optimization of a pilot plant at
which organic wastes, such as wood shavings, solid municipal
waste, or rice hulls are pyrolyzed requires a method of analysis
of the gaseous products. The gases detected were Hy, Ny, CO,
C0,, H,0, CHy, CoHy, C2Hg, CgHg, and C7Hg. Our objective
was to obtain a method of determination for these gases as
simply and rapidly as possible.

A search of the literature failed to show a simple separation
of this particular combination of gases. Hollis and Hayes (1)
showed that Ho, Ny, O, Ar, and CO could be separated at =78
°C on a Porapak Q column. In the same paper, they indicated
that the column could also separate Hy, air, CO, CHy, CO,,
CyHy, CoHg, and H,0 in that order at room temperature. This
separation was made by Cross (2). Papic (3) later separated
C, through C4 hydrocarbons, also on a column of Porapak Q.
Many people have combined columns to achieve better sep-
arations (4-7). Stufkens and Bogaard (8) made a separation
of Ny, Oy, CO,, C;Hg and heavier hydrocarbons, including
CgHg and C;Hg using a Porapak R column operated between
—10 °C and 230 °C. This correspondence describes a method
whereby the above mentioned gases may be separated for
determination employing a single column.

EXPERIMENTAL

Apparatus, A Hewlett-Packard 5750 gas chromatograph equipped
with temperature programming and a 0.5-ml gas sampling valve was
used. The dual stainless steel columns (10 ft X % in. i.d.) were packed
with 50-80 mesh Porapak QS and modified with 2% terephthalic

acid.

Method. The separation was carried out as follows: prior to sample
injection, the oven was cooled to room temperature (~26 °C). This
was best achieved by opening the oven door and leaving it open

Table 1. Analytical Conditions

Sample
Size: 0.5ml
Column
Length: 10 ft
Diameter: fs-in. i.d.
Material: Stainless steel
Packing: Porapak QS
Packing size: 50-80 mesh
Packing modifier: 2% Terephthalic acid
Carrier gas: Helium
Temperatures
Column: Room temperature (~26 °C)
to 200 °
Primary isothermal period: 2 min
Programming rate: 60 °C/min
Final isothermal rate: Balance of analysis
Injection port: 230°C
Detector: 260 °C
Sample loop: Room temperature (~26 °C)
Recorder

Chart speed: 2.00 in./min for 4 min
0.25 in./min for balance
Detector

Type:

Bridge current:

Thermal conductivity
160 mA
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Table IL Individual Analyses (mol %)

Sample H, N, co CH, co, C,H, C,H, CH, C,H,
120275 R1 17.7 1.3 37.6 17.9 25.0 3.8 0.9 1.2 0.3
120275 R2 19.8 0.5 39.6 19.4 224 3.7 0.9 1.3 0.3
120275 R3 11.5 0.8 41.8 18.8 20.9 3.6 0.8 1.0 0.2
120375 R1 18.0 0.7 30.1 18.6 19.4 3.5 0.8 1.2 0.2
120375 R2 19.0 0.6 34.4 178 19.7 3.6 0.9 14 0.3
120375 R3 19.5 0.7 33.8 19.1 21.6 3.5 0.9 13 0.3
o I 8
3
NEGATIVE
PEAK HEIGHT
(INCHES) a4
9
s
X
el
|
]
X
=
o 2 3 a L] L] 0 2
MINUTES
q / > i Figure 2. Typical chromatogram of pyrolysis gas
© 2 3 a0 Peak identification: (1) hydrogen, (2) nitrogen (i oxygen), (3) carbon
monoxide, (4) methane, (5) carbon dioxide, (6) ethylene, (7) ethane, (8) water,
MOLE - % HYDROGEN

Figure 1. Typical negative peak height curve

throughout the initial isothermal period. The gas sample, collected
at the pilot plant in a 40-m] Whitey stainless steel gas sampling bulb,
was allowed to purge through the 0.5-ml gas sampling valve until the
system came to atmospheric pressure. The sample was then quickly
injected.

The oven was held at room temperature with the oven door open
for 2 min. Temperature was then raised at 60 °C/min to a maximum
of 200 °C. In order to save paper, the chart speed which had been run
at 2 in./min was reduced to 0.25 in./min 4 min into the analysis.
Complete analytical conditions may be found in Table I.

Calibration. The system was calibrated by analyzing a purchased
(Union Carbide Corporation, Linde Division Primary Standard)
calibration mixture. The relationship between peak area and mole
percentage was found using the cut and weight method (9). Because
of the i ity of the hydrogi (10), a calibration curve
was made for this gas employi standards (Alltech Asso-
ciates Calibration Gas). The relauonshlp between the negative peak

(9) benzene, (10) toluene
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chloroform. A relationship between liquid volume and mol % was Peter T. Brodowski
developed employing the ideal gas law. Water was neither calibrated Norma B. Wilson
nor calculated for. William J. Scott* !

RESULTS

A typical chromatogram is shown in Figure 2. Resolution
between peak 2 {nitrogen) and peak 3 (carbon monoxide) is
increased as the room temperature is lowered. Results of the
analysis of some samples collected from the pyrolysis of rice
hulls are shown in Table II.

Resource Recovery Systems Division
Barber-Colman Company
Irvine, Calif. 92714

RECEIVED for review May 10, 1976. Accepted June 24,
1976.
! Present address, 515 Palmetto, Pasadena, Calif. 91105.

ANALYTICAL CHEMISTRY, VOL. 48, NO. 12, OCTOBER 1976 « 1813



Free Energy Correlations with Solvatochromic Red Shifts for Indicators

in Aprotic Solvents

Sir: In a recent communication to this journal (1), experi-
mental evidence was presented for empirical correlations
between the red shifts for a set of solvatochromic indicators
and the Gibbs free energy values (AG/) for the equilibrium in
Equation 1.

p-FCgH,OH + :B = p-FC¢H,OH . . . :B (in CCl soln)
(1)

It was suggested that the observed trend can be interpreted
in terms of a systematic response of the solvatochromic dye
to changes in the Lewis basicity for polar aprotic species (:B).
Since the completion of that project, related reports have
appeared e which itate an extension of my
preceding di and conclusions.

Kamlet and Taft (2) have identified relationships between
solvatochromic shifts for 4-nitroanilines and 4-nitrophenols
interacting with a wide range of hydrogen bond donor-ac-
ceptor pairs (HBA) in equilibrium 2.

X-CgHy-NH; + HBA = X-C¢H-NH, ... HBA  (2)

They found that their 8-scale for solvent basicities derived
from Equation 2 is linearly related to pKy values for the same
equilibrium. However, by using published data for batho-
chromic dyes (i.e., Phenol blue, Nile blue A oxazone, and
Brooker’s dye VII) in 22 solvents, it can be verified that no
general correlation exists between the transition energies (Et)
of the indicators and the $-values of Kamlet and Taft. It
should be noted that a nonlinear increasing trend does occur
between E+ for Brooker's dye VII and 8 for five hydrogen
bond donor solvents (i.e., the lower alcohols and dimethyl-
formamide).

A second paper which more closely relates to my previous
communication is the report of Spencer, Harner, and Pentu-
relli (3) on the determination of thermodynamic differences
attributable to solvation effects upon the hydrogen bonding
equilibrium in Equation 3.

CeHsOH ... Sa + (CH;3).SO
= CgHs;OH ...O0S(CH3y)2 + Sa (3)

They concluded that detectable specific interactions by the

the reference base appears to have been an excellent one since
the results of Arnett, Mitchell, and Murty indicate that the
alkyl sulfoxides and phosphates are among the stronger Lewis
bases in hydrogen bond donor-acceptor equilibria (4); and
likewise, for a given bathochromic indicator, the lowest Ep
value was recorded in DMSO among all of the aprotic solvents
investigated to date (I). However, Spencer, Harner, and
Penturelli (3) found no general trends between AH, AS, or K¢
for Equation 3 and the dielectric constant or other macro-
scopic properties of the solvent (S4).

Equilibrium constant values for Equation 3 are listed in
Table I along with the transition energies (E) for Phenol blue
and related solvatochromic indicators in each of the six aprotic
bases as Sa. The graphs in Figure 1 were derived from those
data but expressed as E vs. —AGj. Slopes for the lines range
from as low as 1.18 for Phenol blue derivatives to 1.65 for
Phenol blue and 2.72 for Brooker’s dye VII.

It is not fully unexpected that the empirical linear free en-
ergy (LFE) plots in Figure 1 would include within the same
function the broad range of solvent types from nonpolar to
polar aprotic Lewis bases as well as the weak hydrogen bond

O
==
504 /

ES

3
-aG

Figure 1. Correlation of the transition energy (Ey) for the indicators
in Table | with the AG; for the CgHsOH:DMSO complex in the solvents:

acceptor solvent (S,) occur in all instances, including cyclo- ; 1,2-dichlort carbon ide; carbon
hexane and carbon tetrachloride. Their choice of DMSO as disulfide; cyclohexane
Table I. Summary of Data Used in Correlations with Hydrogen Bonding Donor-Acceptor Equilibria
Transition Energies (kcal/mol) in the solvents
Bathochromic dye CgHg CS, CCly CHCl; CgH 2 CICH,CH,CI
Phenol blue (PB)¢ 49.72 50.87 50.60 48.13 51.61 48.58
PB derivatives: N-(4-substituted phenyl)qui
monoimimes®

-NH. (4) 55.2 56.3 56.7 55.2

-3,5-R,R-NH; (5) 52.6 53.4 53.8 52.4

-NHCH;s; (3) 53.5 53.8 54.3 52.7

'-N(CHJ)Z) (2) 51.1 wreia 52.1 “rots 52.7 50.7
Nile blue A oxazone (NBAO)< 54.87 55.58 55.09 53.24 55.78 53.54
Brooker's dye VII¢ 46.9 o 48.7 44.2 50.0 45.0
K for C¢HsOH-DMSO complex in solv.* 106 381 215 19.4 811 33.0

g pata from J. Figueraa (5) except new exptl value in CSy. ® Derivatives numbered (2-5) as designated by Figueras (5). ¢ Results
obtained by M. Davis and H. Hetzer, Anal. Chem., 38, 451 (1966). ¢ Values from L. Brooker et al., J. Am. Chem. Soc., 87, 2443 (1965).
¢ Formation constants (at 20 °C) reported by J. Spencer et al. (3).
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donor, CHCIl3. The fundamental work on Phenol blue by
Figueras (5), as well as ours (6), has demonstrated that the
solvent polarity contribution to the free energy transition (E)
of the dye can be derived from the two-parameter McRae
equation; and the influence of a given hydrogen bond donor
(m-cresol or CHCl;) conforms to a simple additivity as a
perturbation energy contribution. However, in equilibrium
3, chloroform serves as an acceptor (HBA) toward phenol and
shows the regular behavior in the LFE function of the aprotic
solvents. Because of the high correlation coefficients between
the E-p values for all of the structurally related dyes in Table
1, it appears that this whole series of bathochromic dyes may
share a common phenomenological response to the Lewis
basicity of the solvent.

Finally, it should be clear that the equilibria in Equations
1 and 3 are nonequivalent chemical processes and should have
dissimilar E- vs. AGyplots. The solvent displacement reaction
with DMSO assigns a measurable Lewis base strength to CCl,
with reference to phenols as hydrogen bond donors. The
available thermodynamic data for the two equilibria are not
overlapping so that direct comparisons of solvent basicity
between the two processes cannot be made at the present time.
When a weaker Lewis base (i.e., pyridine) is substituted for
DMSO in equilibrium 3, the two hydrogen bond donor sol-

vents, chloroform and 1,2-dichloroethane, compete more ef-
fectively with phenol to interact with the HBA; and the LFE
relationship fails (7). Although the LFE function for reaction
3 includes only the weaker aprotic bases, similar correlations
have not been observed between thermodynamic parameters
related to solvent basicity and the blue shift scales proposed
in the past as measures of solvent polarity in aprotic media.
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Application of a Vidicon Tube as a Multiwavelength Detector for Liquid

Chromatography

Sir: In this report, we describe preliminary data for the
application of a silicon target vidicon as a multiwavelength
detector for liquid chromatography (LC). Most photometers
currently used as uv detectors in LC are limited to one or two
wavelengths. For these systems, the selectivity of any analysis
is limited to that which can be obtained via the chromato-
graphic process, and the analytical wavelength is seldom op-
timized for all components to be detected. The vidicon de-
tector, when used with appropriate optics, is capable of
monitoring many wavelength resolution elements simulta-
neously (I-3), and as such should serve as a very versatile
detector for liquid chromatography (4, 5).

The vidicon spectrometer system used in this work has been
described in detail previously (1, 2). The liquid chromatograph
was assembled from commercially available components and
is similar to that described earlier (6) except that the flow cell
from a stopped-flow mixing system (Aminco-Morrow Model

- B30-68109; American Instrument Co., Silver Spring, Md.
20910) modified by replacing the Teflon input chamber by a
Teflon exhaust chamber, was used as the observation cell. No
attempt was made to optimize the performance of the chro-
matographic system. Spectral data were collected, processed,
and displayed by an on-line computer.

An aqueous mixture of uric acid, theophylline, and phe-
nobarbital was selected as an illustrative example (7). Uric
acid is an important biological compound and phenobarbital
is often included in theophylline preparations. These com-
pounds were eluted from an anion exchange column with an
ammonia buffer at pH 10. The performance of the column had
been degraded by previous operation. Spectra in the range of
225 to 450 nm were recorded every 10 s. Figure 1 represents
the spectra after 220, 330, and 350 s for uric acid, theophylline,
and phenobarbital, respectively, added to and eluted from the
column separately. Figure 2 represents the absorbance mea-
sured at 10-s intervals at the absorbance maximum for each
of the respective components. The spectra show that there is

no wavelength within this range at which phenobarbital is free
of interference from the other two components and, similarly,
that there is no wavelength at which theophylline is free of
interference from uric acid. The elution peaks show that uric
acid is reasonably well separated from the other two compo-
nents, but that the two drugs are poorly separated. These
observations will be useful in interpreting data presented
below.

Figures 3A and 3B represent spectra at selected times
during the elution of a mixture (0.83 ug each) of the compo-

Figure 1. Absorption spectra of uric acid, theophylline, and pheno-
barbital.

All compounds were added to and eluted from the cation exchange column
separately. Eluting reagent was 0.1 M ammonia butfer at pH 10. (a) Uric acid
(5 ug) at 220 s, (b) Theophylline (2 ug) at 330 s, and () Phenobarbital (2 ug) at
350s
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time(s)
Figure 2. Absorbance vs. time for elution of pure samples of uric acid,
theophylline, and phenobarbital

(a) Uric acid monitored at 290 nm, (b) Theophylline monitored at 275 nm, and
(c) Phenobarbital monitored at 245 nm

nents. The spectra at 220 and 300 s in Figure 3A correspond
closely to the spectra of uric acid and theophylline in Figure
1, suggesting that reasonably pure components are eluting at
these times (see Figure 2). Figure 3B represents spectra at
times when theophylline and phenobarbital are eluting to-
gether. The peak near 275 nm results almost exclusively from
theophylline (see Figure 1) while the absorbance at shorter
wavelengths result from both drugs.

Figures 4A and 4B represent absorbance vs. elution time
at selected wavelengths. Figure 4A represents the absorbance
at 290 nm (curve a) and at 275 nm (curve b). Curve a is re-
corded at the absorption maximum for uric acid and curve b
is recorded at the absorption maximum of theophylline where
phenobarbital does not interfere. Thus, uric acid could be
determined with maximum sensitivity from the first peak in
curve a and theophylline could be determined from the second
peak in curve b without interference from phenobarbital even
though the two drugs are not well separated. If either 275 or
290 nm were selected for both uric acid and theophylline, then
small fluctuations in wavelength settings would have greater

effects on one of the components than is the case when ab-
sorption maxima are used. Figure 4B represents the elution
curves recorded at 245 nm where all components absorb. Uric
acid could be quantified from the first peak, and some func-
tions of the sum of the two drugs could be quantified from the
second peak. Actually, since theophylline could be determined
at each point from the peak at 275 nm in Figure 44, the second
peak in Figure 4B could be “corrected” for absorbance due to
this component, leaving at least an estimate of the absorbance
due to phenobarbital. These data were not treated in this
fashion because the concept is relatively straightforward, but
more importantly because we do not feel it would represent
the best use of the data which are available from this type of
experiment.

It should be noted that the data displayed in Figures 3 and
4 were selected from a large volume available in the computer.
In other words, during a 400-s run, we would have collected
40 complete spectra and these spectra would be more effective
in differentiating quantitatively between the two drugs than
would the simpler two-wavelength approach mentioned above.
For example, we have used multiwavelength data and matrix
algebra to resolve two-, three- and four-component mixtures
of compounds whose spectra overlap significantly (8). We
suggest that the most effective use of the data available from
the experiments described above, would be to use such a
multiwavelength approach to resolve the effluent quantita-
tively at different points in time and then to use numerical
integration methods to quantify each component in the
original sample. In fact, if one were attempting to resolve these
components in an otherwise clean matrix, then there would
be little advantage in attempting to separate them on the
ion-exchange column used in this work. On the other hand,
if they were in a complex matrix, then the separation step
could be useful in isolating the drugs into a two-component
mixture and the multiwavelength detector could alleviate the
need for a complete separation. We are presently working on
software which will permit us to combine the mutliwavelength
approach with numerical integration methods for chromato-
graphic applications.

We have already suggested that one potential advantage
of the rapid scanning detector for components which are well
separated from others is the ability to monitor these compo-
nents at or near their absorption maxima. We believe there
are other useful features of the multiwavelength data.
Kissinger et al. (9) have suggested that liquid chromatography

A(nm) B
Figure 3. Absorption spectra during elution of a mixture of uric acid, theophylline, and phenobarbital (0.83 ug each)
(A) Spectra at 220 (a) and 300 (b) s and (B) Spectra at 330 (a), 350 (b), and 380 (c) s
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time(s) A

time(s)

Figure 4. Elution peaks for a mixture of uric acid, theophylline, and phenobarbital

(A) Peaks monitored at 290 (a) and 275 (b) nm and (B) Peaks monitored at 245 nm

with electrochemical detection (LCEC) may represent a good
choice as a reference method for uric acid. We believe multi-
wavelength spectral detection could represent a comple-
mentary approach because the spectral data could be used to
evaluate the purity of the aliquots which were being monitored
in the effluent. For example, if one selected some wavelength
in the uric acid spectrum (e.g., 290 nm) as a reference, then the
ratio of the absorbance at any other wavelength to that at the
reference wavelength (or the difference in log A) should be a
concentration independent constant for pure uric acid. Such
ratios (or differences) evaluated at multiple wavelengths
should prove very useful in evaluating the efficiency of a
separation process. Such procedures could be useful both in
semiroutine applications and in more basic chromatographic
studies.

We do anticipate some limitations to this approach. The
detection system, including the requirement of computing
equipment to take full advantage of it, will certainly be more
expensive than a single wavelength detector monitored by a
strip-chart recorder. More important, there is little chance
that a rapid scanning multiwavelength detector can be oper-
ated with the same reliability as the well regulated single
wavelength detectors (10, 11). Accordingly, detection limits
will most certainly be less impressive for multiwavelength
detectors than with highly regulated single wavelength de-
tectors. Accordingly, we view these as complementary ap-
proaches which will fill different needs for different work-
ers.
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Determination of Low Concentrations of Hydrogen Chloride in Moist Air

R. R. Balley, P. E. Field, and J. P. Wightman*

Department of Cl y. Virginia Poly
Hydrogen chioride, while not considered a major air pol-
lutant, has received considerable attention recently as regards
its effect on the environment (1-4). The quantitative detec-
tion of hydrogen chloride present in the atmosphere at ppm
levels is important for several reasons including the assess-
ment of environmental impact on such events as solid rocket
launches (4), incineration of chlorinated hydrocarbons (5),
and manufacture of products resulting in hydrogen chloride
as a by-product or air pollutant (5). Analysis of low concen-
trations of HCl is a formidable experimental problem due to
the chemical reactivity of hydrogen chloride in the presence
of ambient moisture. Many techniques (6, 7) and instruments
(8) have been used for the analysis of hydrogen chloride in-
cluding selective ion electrode (9), chemiluminescence (10),
correlation spectrophotometry and coulometric methods (11).
These techniques for HCI analysis, while useful for many
analysis problems are not applicable for ultra-low doses of HCI
when a large number of monitoring stations are needed. In-
expensive collection methods employing pre-evacuated grab
sample containers, condensation traps, adsorption tubes
and/or plastic grab bags, commonly used for atmospheric gas
analysis, are not suitable to HCI analysis because of sample
loss prior to analysis (8). This paper describes an inexpensive,
simple collection technique for the quantitative analysis of
ppm level concentrations of hydrogen chloride in moist air.

EXPERIMENTAL
Instr ion. A mi 1 (Dohrmann Model C 200B)
was used to analyze the 1-10 ul chlonde samples. The microcoulo-

meter d of an electroch | titration cell, a differential
amplifier, and recorder. The titration cell contained two pairs of silver
electrodes. One pair monitored the titrant ion concentration (Ag*)
and the other pair replenished the silver ion lost by reaction with
chloride entering the cell. The coulombs required to restore the
original silver ion concentration were recorded and related to the
amount of chloride introduced into the cell. A typical calibration curve
obtained by the direct injection of NaCl standard solutions into the
cell is shown in Figure 1.

Hydrogen Chloride-Air Mixture. A Matheson hydrogen chloride
(42 ppm)-nitrogen mixture was further diluted with wet air in the flow
system shown schematically in Figure 2. The effluent HCI concen-
tration was typically 4.2 ppm. Wet air was produced by passing cyl-
inder air (Airco) through a bubbler (B) containing distilled water. The
HCl and air lines were Teflon and Tygon, respectively. The wet air
flow was 1 1. min~! while the HCI + N flow was 100 cm® min~!. The
bulk of this mixture was vented to the atmosphere via a Teflon tee
(T). The flow lines were passivated by flowing the HCl-air mixture
for at least 30 min before a collector tube (CT) was placed in the sys-
tem. The HCI sample was int d into the collector tube by
opening valve (V) to an air diaphragm pump (Universal Electric Co.)
(P). The flow (99.3 cm® min~!) through the collector tube was con-
trolled by the needle valve (NV) and measured by the flow meter
(FM3). The concentration of HCl in the gas stream was calculated
from the measured flow rates. After dosing, the collector tube was set
aside for later analysis.

Collector Tubes. The 1-m Pyrex collector tubes (1.04 £ 0.01 mm
i.d.) were cleaned using concd HNO;, detergent, and then rinsed with
triple deionized water. The tubes were coated by repeated wetting
with 10~2 M NaNOj solution, d d in a vertical position, and al-
lowed to dry at ambi ure overnight. The tubes were then

hnic Institute and State University, Blacksburg, Va. 24061

placed in a 68% relative h y (RH) chamber (
saturated KNOj solution) for at least 24 h prior to use.

HCI Analysis. The end of the HCl-dosed collector tube nearest the
source was dipped into triple deionized water. The height of the water
column (via capillarity) (1.5-3.5 cm) was measured precisely. The tube
was alternately tilted to allow the column to transverse the tube re-
peatedly. A microsyringe was inserted to withdraw a measured sample
which was then injected directly into the microcoulometer.

RESULTS AND DISCUSSION

The results for the analysis of 5 NaNO3-coated tubes each
loaded with 189 ng of chloride are shown in Table 1. This
loading was achieved by passing 4.2 ppm HCI (in moist air)
through a collector tube for 20 s at a flow rate of 100 cm3®
min~1, The height refers to the water column prior to analysis.
The chloride concentration in ng/ul was determined using the
calibrated microcoulometer. The amount of chloride on the
tube was taken as the product of the measured concentration
and the volume of water column. The relative accuracy of the
technique is 0.1 and the relative standard deviation is 3%. For
comparison, 15 ng of chloride were obtained for coated tubes
not dosed with HCI which represents a minimal background
contribution. A standard deviation of 8 ng was obtained for
these blank tubes.

Further investigations of the effects of temperature, hu-
midity, and time were made. Eight tubes were capped with
rubber septums and stored in the laboratory from 2-14 days
prior to dosing with HCI (189 ng of chloride). Subsequent
analysis showed no time dependence of measured chloride on
the storage time of the capped, coated tubes. An average value
of 176 ng chloride with a standard deviation of 24 ng was ob-
tained. Thirteen tubes were placed in the laboratory uncapped
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Figure 2. Diagram of flow system

Table I. Reproducibility of the Technique for 189 ng
Chloride on Coated Tubes

Tube Height, Concn, CI- on tube,
No. cm ng/ul ng
43 2.9 7.1 174
47 3.3 6.1 171
44 4.0 4.9 166
57 2.5 8.1 172
10 3.6 5.3 162

Av 169 + 5 ng (+3%)

for 12-132 h prior to dosing with HCI. Again, subsequent
analysis showed no time dependence of measured chloride on
the storage time of the uncapped, coated tubes. An average
value of 161 ng of chloride with a standard deviation of 46 ng
was obtained.

A post exposure experiment was done with seven tubes
dosed with HCI and stored uncapped for 2.5 h in three dif-
ferent locations (67% RH, 28 °C; 70% RH, 22 °C; 87% RH, 28
°C) to determine loss of any analyzable chloride. An average
value of 158 ng of chloride was obtained. The standard de-
viation in this experiment was significantly more than for the
previous ones (50 ng). On the other hand, no definite effect
of relative humidity or temperature could be ascertained.
‘Three tubes were dosed with HCI, capped, and then stored for
several days. No loss of analyzable chloride was noted. An
average value of 170 ng of chloride and a standard deviation
of 32 ng was obtained.

All the previous experiments were performed with 20-s
doses of 4.2 ppm HCl at 100 cm®/min which corresponds to 189
ng of chloride. Studies of the ability of the coated tubes to trap
smaller and larger doses of HCI were performed and the re-
sults are shown in Figure 3. The analysis of 10-90 s doses of
4.2 ppm HCI at 100 cm® min~! can be made. The curve in
Figure 3 begins to level off at 90 s indicating that the 1-m
coated tubes have a analyzable chloride concentration of 400
ng maximum. This maximum value could presumably be in-
creased by lengthening the coated tube.

The demonstrated trapping ability of the NaNQj-coated
tubes for HCl may be based on the hygroscopic nature of
NaNOj. The water associated with the NaNOj3 coating would
have a larger capacity for HCI than an uncoated capillary.
Such a mechanism would also be expected to be insensitive
to the time, temperature, and humidity ranges studied as
shown experimentally. The results ‘obtained with NaNO;-
coated tubes suggest their use as inexpensive field collectors

| THEORETICAL

CI'(ng)

100 - 4
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Figure 3. Chioride analysis of NaNOs-coated tubes as a function of dose
time to moist air containing 4.2 ppm HCI at a flow rate of 100 cm?
min~!

for ultra-low doses of HCI with later chloride analysis (>5
ng/ul) by a microcoulometer or other instruments.
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Determination of Methacrylic Acid by Coulometric Titration

D. H. Grant* and V. A. McPhee

Department of Chemistry, Mount Allison University, Sackville, N.B., Canada EOA 3C0

For a projected study of the pyrolysis of poly(methacrylic
acid), we required a method of analyzing sub-milliliter samples
of aqueous poly(methacrylic acid) solutions to determine their
monomer concentration, expected to be about 10-2F.

Although gas chromatography can be used to determine
monomer during poly(methyl methacrylate) pyrolysis in so-
lution (1), we rejected this method on the following grounds:
polymer build-up at the injection port is always a nuisance,
preliminary esterification would probably be necessary, and
solvent-solute peak separation would be much more difficult
in the present situation.

On a macro-scale, “bromine titration” is a routine method
for determining residual monomer in polymers and is appli-
cable to methacrylates (2). More often than not the term is
misleading, as the actual titration is an iodine/thiosulfate
determination of the excess bromine remaining after it has
been allowed to react with the unsaturated species.

Coulometric titration using electrogenerated bromine
seemed to offer a suitable micro-scale adaptation, particularly
as there is an appropriate bi-amperometric method of end-
point detection (3). It seemed likely that up to a 1000-fold
dilution of sample between reaction vessel and titration cell
could be tolerated.

Such monomers as styrene, a-methyl styrene, and vinyl
acetate (4) and methyl vinyl ketone (5) have been determined
satisfactorily by coulometric titration by bromine.

EXPERIMENTAL

The constant current power supply used was constructed sub-
stantially to Stock’s design (6). It provides currents of either 9.65 or
0.965 mA. The bi-amperometric polarizing voltage was 150 mV.

Methacrylic acid (Matheson, Coleman and Bell) was re-distilled
before use. Standard dilute solutions in electrolyte/solvent were
prepared on a weight basis. BDH Reagent Grade glacial acetic acid
was used. Potassium hydrogen phthalate and all inorganic reagents
were of Fisher Certified Reagent quality.

The conventional technique of coulometric titration was followed.
The electrolyte/solvent was pretitrated until a specific galvanometer
reading was reached, significantly above fluctuations about zero. Then
the sample was added and the titration continued till the same gal-
vanometer reading was reached. Further samples can be added to the
same batch of electrolyte and the titrations repeated.

RESULTS AND DISCUSSION

Crucial to the development of a satisfactory coulometric
titration procedure is the selection of an electrolyte/solvent
system.

As a starting point, we used the typical system of 0.2 F KBr
in 50% aqueous acetic acid (7), but found it unsatisfactory
because the rate of bromine addition is too slow. No significant
improvement was observed in the presence of AlClg, AlBrj,
HgCly, FeCly, NiCly, LiCl, or LiBr, all of which are reported
to catalyze bromine additions. More promising, but still un-
satisfactory, results were obtained in 1 F HCI in 80% acetic
acid where the electrogenerated species is presumably chlorine
(8).

Relatively slow bromine addition is less of a problem in
those macro-scale methods where the actual titration involves
iodine/thiosulfate. While comparable “back titration” pro-

cedures can be developed for coulometry, they can result in
a loss of some of its advantages. It seemed preferable to try to
increase the rate of bromination.

According to Ingold (9), halogen addition to the double
bond in methacrylic acid is slowed by the electron-with-
drawing character of the carboxylic -COOH group. Since the
carboxylate -COO~ group is electron-releasing, addition to
the methacrylate anion is much more rapid. Only Critchfield
(10) seems to have modified macro-scale analytical procedures
to take advantage of this. Even his method still has a final
iodine/thiosulfate step.

The pKa of methacrylic acid is 4.66 (17). Methacrylate
anions will therefore be the predominant species at a pH over
4.7. However, solutions that are much more alkaline must also
be avoided. Bromine reacts with hydroxide to form hypo-
bromide. One result that has been reported is that the bi-
amperometric detection method becomes unsatisfactory (12).
A pH in the range 5 to 6 therefore seemed the best compro-
mise.

The electrolyte that we found to be satisfactory was 0.05 F
in potassium hydrogen phthalate, 0.035 F in sodium hydroxide
and 0.2 F in potassium bromide. It has a pH of 5.5. No added
catalysts are necessary; the bromine addition is sufficiently
fast that either generator current can be used. Blanks are
low.

Eleven samples of methacrylic acid between about 0.2 and
3.0 mg in 150 ml of electrolyte were titrated with an average
error of +0.029 + 0.013 mg at a current of 9.65 mA. This cal-
culation assumes 100% efficiency of bromine generation and
addition. Similarly, at 0.965 mA, with 20 samples between
about 0.02 and 0.70 mg, the average error was —0.009 £ 0.015
mg.

Additions of pure poly(methacrylic acid) do not interfere
with the analyses.

It cannot be assumed that the method will be easily appli-
cable to all «,3 unsaturated acids. We found that acrylic acid
does not brominate fast enough, and that with cinnamic acid,
although the titration is possible, the precision is substantially
less.
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Performance Test for Direct Reading Balance

Don H. Anderson® and N. B. Woodall

Eastman Kodak Company, Kodak Park Division, L Y, B

Although our analytical balances are maintained on a reg-
ular basis by a service group, it is still the laboratory’s re-
sponsibility to be sure that the day-to-day measurements are
correct. To this end, a fast, simple way to evaluate direct
reading balances has been developed. The direct reading
balance has obviated the necessity of handling weights and
this improvement has unfortunately reduced the operator’s
awareness of the need for checking calibration. We have over
25 balances in our laboratory areas; and since we operate 15
remotely located service laboratories, our needs to assure
uniform quality testing are especially critical. The use of
National Bureau of Standards calibrated sets of weights is
time consuming and the repetitive handling poses the danger
of wear and damage to the calibrated reference weights.

The method devised serves to check the linearity of the
balance, provides a direct intercomparison with all balances,
and relates all balances to a Bureau of Standards reference.
This is accomplished using the regular balance operators and
results in a minimum of handling of our National Bureau of
Standards reference weights. The entire operation is accom-
plished in a short period of time and makes no unusual de-
mands on the laboratory staff. Three test objects were pre-
pared by drilling out random amounts of metal from the
bottoms of some old weights. These gave us a set of test objects
weighing about 14, 29, and 56 g. They were carried to each
balance station where an operator who normally used the
balance weighed them individually and collectively. The data
from each balance were recorded and no calculations made

iiding 34, R

, N.Y. 14650

Table I. Data for 25 Balances

Av from 25
balances, Rel std
wting Std dev, g dev, %
A. First weight 13.9565 0.000 49 0.003 51
B. Second weight 29.4151 0.000 37 0.001 26
C. Third weight 56.4625 0.000 35 0.000 62
D. 3 Weights simul- 99.8343 0.000 54 0.000 54
taneously?
E. Sum of 3 weights?  99.8341

@ The difference between D and E provides an estimate of
the linearity of the balance.

until all balances were checked. When the data for each bal-
ance had been compared with the mean, the balance closest
to the mean was used to weigh the National Bureau of Stan-
dards certified weights and thus by handling these calibrated
weights only once, the entire lot of balances was checked.

Table I summarizes the data for 25 balances.

A malfunctioning bal is quickly detected. It is a tribute
to contemporary balance design that, out of the 25 balances
checked, only 2 were suspect and required attention. Some of
the balances have been in use for 15 years. In general, we are
quite pleased with their overall performance.

RECEIVED for review April 16, 1976. Accepted June 1,
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Sniffer to Determine the Odor of Gas Chromatographic Effluents

T. E. Acree,* R. M. Butts, R. R. Nelson, and C. Y. Lee

Department of Food Science and Technology, Cornell University, New York State Agricultural Experiment Station, Geneva, N.Y. 14456

Sniffing the effluent of a gas chromatograph (GC) is the
most useful means of determining which ponents of a
complex mixture of volatiles have odor. Although such a
bioassay procedure is both qualitative and subjective, it is the
only simple procedure for selecting those volatiles to isolate,
identify, and evaluate for odor significance (I). Unfortunately,
sniffing the effluent of a GC is both uncomfortable and inac-
curate because of the irritating effects of the hot dry carrier
gas and the lingering presence of strong odors in the envi-
ronment of the GC output. Although the dryness of the carrier
gas can be reduced by adding water to it upstream of the GC
(2), this procedure limits the flexibility of the chromatogra-
phy. This communication describes a simple inexpensive
“sniffer” which improves the comfort and accuracy of sniffing
GC effluents. The principle is to mix the GC effluent with a
larger volume of rapidly moving humid air.

EXPERIMENTAL

The gas chromatography was done in a 4 m X 2 mm glass column
packed with 5% SP 1000 on 100/120 mesh Chromasorb W installed
in a Packard model 800 gas chromatograph. The column was operated
isothermally at 100 °C and with a helium carrier gas flow of 20 ml/min.
A nominal 50 to 1 splitter was installed in the flame ionization detector
oven with the larger portion of the effluent going to the sniffer.

Figure 1 shows a diagram of a sniffer constructed from a brass
laboratory filter pump (A). The air supply is deoderized by an in-line
charcoal (Pittsburgh activated, 12-40 mesh) filter (H) and humidified
by passing the air over the surface of distilled water in a half filled

AR IN
60 PSIG

Figure 1. Diagram of the sniffer constructed from a laboratory filter
pump
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Figure 2. Gas chromatogram of n-hexylacetate (a) and 2-heptanol (b).
The event marks (c) represent the first detection of odor while the marks
(d) represent the disappearance of detectable odor

gallon jug (G). A piece of %g-in. stainless steel tubing from a nominal
50 to 1 splitter in the flame ionization detector oven extends 1 cm into
the room and 2 mm into the vacuum port (B) of the filter pump. A
Y;-inch male Swagelok fitting was threaded into the filter pump at
D to facilitate plumbing, and the ball check valve in the vacuum port
was removed. Nylon tubing (%-in. 0.d.) (F) was used to connect the
components and a Whitey B-1RS4 (Whitey Co., Oakland, Calif.) valve
was installed at E to control the air flow.

RESULTS AND DISCUSSION

Good results were achieved with a 12 1./min air flow through
the filter pump and this caused 250 ml/min room air to flow
into the vacuum port at C. Although this represented a 500-
fold dilution of the gas chromatographic effluent, it did not
appear to result in a severe reduction in odor intensity as
compared to directly sniffing the effluent. Without the sniffer,
the low velocity of the effluent carrier gas was subjected to
room drafts which complicated the detection of peak odors.
Figure 2 shows a gas chromatogram of n-hexylacetate (a) and
2-heptanol (b) which were simultaneously sniffed blindly.
Each peak represented approximately 5 ug of material and the
event marks (c) represent the first detection of odor and (d)
the last detectable odor. This sniffer results in a marked im-
provement in the sensory resolution of gas chromatographic
peaks compared with sniffing the effluent directly. Table I
shows a comparison between the sensitivity of the sniffer and

Table I. Comparison between the Detection of Odors Using
the Sniffer and by Directly Sniffing the GC Output?

Amount

injected, ng Method n-Hexylacetate 2-Heptanol

100 Sniffer ++ ++

Direct ++ ++

10 Sniffer 0 0

Direct + 0

1 Sniffer 0 0

Direct 0 0

a ++ indicates the compound was clearly detected; +, only
faintly detected; and 0, no detectable odor.

sniffing the GC output directly. Both methods yielded an
apparent threshold of approximately 10 ng for both n-hex-
ylacetate and 2-heptanol with less than a factor of 10 differ-
ence between them.

When certain odorous compounds were present in high
concentrations in the gas chromatographic effluent (e.g.,
phenyl ethyl alcohol in grape essence) or had an extremely low
odor threshold (e.g., geosmin in beets), the sniffer became
contaminated and it was necessary to clean the filter pump.
Washing with water followed by isopropyl alcohol and then
1,1,2-dichloro-1,2,2,-difluoroethane (i.e., Freon 113) worked
well. Contamination of the sniffer was also minimized by re-
moving the sniffer from over the gas chromatographic effluent
when strongly absorbant peaks emerged or by replacing it with
a clean duplicate.

The sniffer worked equally well when attached to the ef-
fluent from a Llewellyn (3) type helium separator on a gas
chromatograph-mass spectrometer interface.
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Modification of Graphite Furnace Power Supply to Allow Interruption of Analytical Cycle

E. W. Cooper* and J. V. Dunckley

Ele Engineering Depa

The graphite furnace is now well established as a useful
atom generator for the analysis of cations by atomic absorp-
tion spectrometry (I-3). Some of the variety of experimental
furnaces described in the literature (4-17) have been devel-
oped and marketed by manufacturers of atomic absorption
spectrometers either as an integral part of the instrument or,
more commonly, as an “add on” accessory. These usually
operate by automatic sequential switching of the furnace
power in accordance with a preset program, generally in three
or more steps with increasing current loadings for specific time
intervals. For adequate control of the analytical process, it is
desirable that time, temperature, and rise rates be repro-
ducible.

A common operating sequence is dry-ash-atomize wherein
the sample (e.g., 5 ul of solution) is applied to the furnace,

, Dunedin Hospital, Dunedin, New Zealand

dried at low temperature, ashed at a higher temperature, and
finally atomized. It seemed that the graphite furnace had
considerable unexploited potential as a chemical reaction
vessel. This was realized by placing switches to interrupt the
analytical cycle at the end of the drying and ashing cycles. One
of these switches (Sx) at the end of the drying cycle would
allow for multiple sample application to the furnace as well
as the application of reagents to the dried specimen, while a
further switch (Sy) to interrupt at the end of the ash cycle
would allow for the addition of a variety of reagents to render
ash constituents more or less volatile, or to modify the influ-
ence of matrix cations. Thus, in operation the sample would
be placed in the furnace, the selected cycle interrupt switch
closed, and the cycle “start” button pressed. The analytical
cycle would then proceed automatically to the interrupt stage
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Figure 1. Circuit modifications which permit interruption of the analytical
cycle are enclosed within dotted lines

and then shut down. On again pressing the start button, this
sequence would be repeated. After opening the interrupt
switch and pressing the start button, the full analytical se-
quence will take place.

The power supply—Varian Techtron Model 63—was
modified as follows: Timer Board Assembly (Instruction
Manual Figure 5-3.4c) was altered as shown in Figure 1. The
operating sequence is commenced by pressing the START
button which completes the circuit for a pulse from capacitor
C28 (0.047 uf) to trigger the two SCR’s D11 and D12, thus
energizing relays A and B whose contacts B1 of relay B close,
the timing sequence is commenced for the period as set by the
DRY time control. At this same instant, relay A is energized,
switching on the transistor Q10 (Figure 5-3.2 block diagram)
to complete the circuit for the rectified pulses from T2 to
operate the triac control for the carbon rod voltage from
transformer, T3.

On completion of the DRY time cycle, the positive pulse
from the differential output of MA2 is applied to the base of
Q2, which switches off the SCR D12, thus de-energizing relay

B, while at the same time Q3 is turned on resetting the ramp
generator MA1 whose output will return to zero.

Without interruption by the switch Sx (Figure 1), the pulse
at the output of MA2 would switch on the SCR D14 for the
analysis to proceed. Because of the similar circuitry used for
the ASH timing circuit, a corresponding modification has been
applied in the circuit immediately following the 1.C. MA4.

Two switches were interposed in the circuit, the first (Sx)
at the junction of R14, R28, and the gate of SCR D14, leaving
R28 and the gate connected at all times, but allowing the cir-
cuit to be broken at this point to prevent the pulse from
switching on D14. The second break is made by switch Sy at
the junction between C12, R27, and the RAMP/STEP switch,
but again allowing R27 and the RAMP/STEP switch to remain
in normal circuit. These two switches allow each step in the
analysis to be interrupted to allow chemical manipulation of
the analytical environment.

It is likely that the power supply-timer units of other
manufacturers’ furnaces may be similarly modified to extend
their analytical capability in like manner.
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External Reference Signal in X-ray Energy Spectrometry

P. J. Van Espen and F. C. Adams*®

Department of Chemistry, University of Antwerp (U.L.A.), B26 10 Wilrijk, Belgium

The precise and accurate analysis by x-ray fluorescence
spectrometry requires a well stabilized high voltage supply
to ensure a constant and easily reproducible fluorescing beam
intensity. This condition is generally fully recognized in
wavelength dispersive fluorescence spectrometry. Most gen-
erators used in energy-dispersive systems are much less sta-
bilized. The rationale for this is that a very high precision
cannot be reached anyway with this type of instrument. The
reasons cited are lower counting rates and thus higher sta-
tistical errors and the occurrence of increased background
levels and interferences. In many situations, the generator
instability is the dominant source of error and, hence, repre-
sents the major limitation on precision and the accuracy. The
remedy to this situation is quite simple, if one is willing to
exchange the generator for a better stabilized one and, con-
sequently, to considerably increase the total cost of the system.
As an alternative, methods have been proposed which rely on

the measurement of a spectral component which bears a
relation to the primary beam intensity. The coherently and
incoherently scattered primary beam have been proposed for
this. It can only serve the purpose, however, when the sample
is either infinitely thick or of strictly the same weight and
composition because the scattered intensity is proportional
to the primary beam intensity times the number of scattering
atoms in the beam. Alternatively, an internal standard in-
corporated into the sample can be used, as is often done in ion
induced x-ray emission (I). This is not possible when the
sample has to be measured nondestructively without any
preseparations or pretreatment. Moreover, the internal
standard should be distributed very homogeneously
throughout the sample.

We have successfully solved the stability problem by using
a thin wire as an external standard which is reproducibly po-
sitioned in the radiation path just below the sample. Similar
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Figure 1. Intensity fluctuations of Br K« as a function of time after 2-h
warmup of the spectrometer.
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Figure 2. Schematic of external wire. (a) Location; (b) wire holder

normalization procedures have been used in wavelength dis-
persive fluorescence analysis. Jones (2) employed an iron rod
which was attached to the cover of a standard Philips sample
holder. Burke et al. (3) and Gunn (4) suspended disks of an
appropriate reference element within the sample. The tech-
nique is used in these cases as an internal reference for the
sample and serves the purpose of correcting for absorption
effects and interelemental effects.

EXPERIMENTAL

The fluorescence spectrometer includes a Kevex x-ray system
consisting of a tungsten anode water-cooled x-ray tube (Siemens
Kristalloflex 2), a set of secondary targets, and a sample changer. The
spectrum is measured with a high-resolution Si(Li) detector and as-
sociated electronics for amplification and storage. The equipment is
fully described elsewhere (5). The Kristalloflex 2 generator is mag-
netically stabilized. It was originally developed for x-ray diffraction
and is of the least stable type in use for fluorescence work.

RESULTS AND DISCUSSION

The stability of the spectrometer was tested by measuring
repeatedly the same sample which was placed in one position
of the sample changer, over periods ranging from 50 min to
several days. The sample used consists of 64 ug of CsBr vac-
uum deposited onto Mylar foil. The spectrometer was allowed
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Figure 3. Fluorescence spectrum of aerosol loaded filter with molyb-
denum excitation and zirconium external reference

PEADSOL Ti EXC

1 !
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Figure 4. Fluorescence spectrum of aerosol loaded filter with titanium
excitation and nickel external reference

to warm up for 2 h before each series of measurements. The
short time instabilities over 50 min were investigated with the
multichannel analyzer in the multiscaling mode at 0.9 s per
channel. The integral radiation intensity was counted in this
case. For longer time periods, repetitive measurements were
performed and the intensity of the Br Ka peak was used with
correction for the continuum radiation background. The mean
square successive difference method (6) introduced by Hooton
and Parsons was used on the repetitive measurements. The
results shown in Figure 1 indicate that the spectrometer is
highly unstable and subject to drift and to oscillations. Sudden
increases or decreases of the intensity which are readily ap-
parent from the graphical display do not appear to be corre-
lated with any working condition in the laboratory. It ap-
peared, however, that the intensity variations were roughly
proportional to the current indication of the high voltage
supply.

A suitable element can be selected in a physical form with
appropriate dimensions and weight to provide an easily rec-
ognizable calibration peak in the spectrum for the correction
of the primary radiation intensity fluctuations. For excitation
with radiation from a molybdenum secondary target, a pure
zirconium metal wire with a diameter of 50 um was selected
(Goodfellow Metals Ltd., Cambridge Science Park, Cam-
bridge CB44DJ, England). When positioned reproducibly at
1.5 mm below the sample surface, a section 7-mm long is
readily excited and its fluorescence radiation is measured
sensitively. It gives rise to Ka/KB fluorescence radiation
corresponding to 14 ug of zirconium in the sample. It does not
interfere with the detection of the other elements except by
a 20% increase in the detection limit for a 10 mg/cm? sample.
The primary or secondary radiation absorption due to the
presence of the wire is obviously neglible. Figure 2 shows
schematically how the wire is positioned.

Zirconium was an obvious choice because: 1) It is very ef-
ficiently excited so that a very thin wire can be used which
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Figure 5. Data of Figure 1 after normalization through zirconium external
reference

does not obstruct the radiation beams. Its L radiation is of
sufficiently low energy around 2 keV and does not interfere
with the detection of the elements from Z = 17. Its K radiation
is only slightly below the Compton scatter peak in energy and,
hence, also gives rise to few interferences. 2) It is available with
a high purity as a metal except for possible niobium and haf-
nium impurities. 3) It can safely be assumed to be present at

Table 1. Reproducibility of Analysis of Aerosol Sample
Shown in Figures 3 and 4 (11 Measurements)

Element and radiation used (direct results)

FeKoa CuKq ZnK, BrK, Pblg
Mean inten- 95360 18946 166 785 12967 27 661
sity (counts/
3000 s)

Standard de- 2.73 2.73 3.07 3.00 2.87
viation on
one mea-
surement
(s %)

Counting sta- 0.33 0.80
tistics (0 %)

Standard de- 2.71 2.61 3.06 2.81 2.79
viation? due
to instabil-
ities

0.25 1.06 0.68

Element and radiation used
(normalized to Zr wire)

Standard de-
viation (s %)

0.35 0.84 0.22 1.19 0.84

Counting sta- 0.38 0.82 0.31 1.09 0.72
tistics (0 %)
Chi-square? 8.66 10.37 4.85 11.98 13.76

4@ Supposed equal to s* — 0%, b with x*; ,, (=, 10) = 18.31.

very low concentration in most ples to be ed, and
ially in the envir tal type samples for which the
XES-method is particularly suited (5).

A nickel wire of the same diameter can be used in the case
of germanium and titanium excitation. In the latter case, its
K fluorescence is excited by the Bremsstrahlung continuum
of the primary radiation. The spectrum of an aerosol loaded
filter paper obtained with molybdenum excitation and the
zirconium wire reference and that obtained with titanium
excitation and nickel wire reference are shown in Figures 3 and

The internal reference peak obtained in the manner fulfils
several very useful functions: 1) It allows an easy and accurate
correction for the spectrometer instabilities due to the high-
voltage generator. Also, the frequent resetting of the x-ray
tube current to some calibrated position b
sary.

The mtensntxes shown in Figure 1 were corrected with the
ity of the zir Ka radiation and are shown
in Flgure 5. The analysis of these results shows that oscilla-
tions and instabilities are now absent to within the counting
statistics which amount to 0.3% but that there remains a small
statistically significant drift contribution of 0.2%/h as obtained
through least squares fitting through the data. This drift

proved relatively reproducible for a ber of
This increase in stability of the normalized counting rate
proves that the high voltagi is subject to instabilities

of the anode tube current and to a much lesser extent of the
high voltage. Indeed, the correction by normalization through
the reference peak can be expected to be applicable fully for
the first type of instability but only partially for the latter
type, as the deviations of the high voltage change the primary
radiation spectrum and, quently, the y radiation
production efficiency as a function of atomic number.

The dependence of the normalized radiation intensity of
the elements titanium, copper, and bromine with the high
voltage setting of the instrument was determined at 40 kV.
The mean deviation of the intensity amounts to ca. +7% per
kV and drops to — 0.3% per kV after normalization. This in-
dicates roughly a decrease of the generator high voltage by 1
kV over the 45-h period.

The ultimate precision of the analysis has been increased

with the wire internal reference from about + 3% to better
than 0.3% (one standard deviation). This appears readily from
the results of a daily repeated analysis of the aerosol filter of
Figures 3 and 4 over a 10-day period shown in Table 1. The
first part of the table lists the results and the precision after
the analysis of a number of elements. In the second part, the
results are corrected with the aid of the zirconium stan-
dard.

2) A correction for counting rate losses is automatically
applied because the losses in the reference peak should ac-
curately match those in the other peaks. This allows the safe
use of the maximum allowable fluorescence counting rates
with the result of increased counting statistics and a higher
precision of the analysis. This is an interesting feature because,
even when pulse pileup rejection and dead time correction
circuits are used, inaccuracies may easily remain undetected.
These, then, give rise to high and irreproducible errors. The
external reference radiation serves the same purpose as a
purely random pulse generator (7).

With the wire holder shown in Figure 2, it became possible
to reposition the zirconium wire with a precision of 0.33%.

CONCLUSION

Energy dispersive x-ray equipment is especially prone to
generator output fluctuations. It appears that this source of
error if it is due to current fluctuations, can be accurately
corrected by the use of a thin wire external reference which
gives rise to a reference photo peak in the spectra. The total
gain in precision depends on the characteristics of the x-ray
equipment used, namely, on the relative proportion of current
and voltage instability which proved to be favorable with the
instrumentation used. When pure bichromatic secondary
target radiation could be used for excitation of the sample, all
instabilities should be removed with the method even when
the generator is highly unstable in regards to voltage.

For the automatic data reduction using computer calcula-
tions, the reference peak may serve a number of valuable di-
agnostic functions: easy recalibration of the energy and a
check for an abnormal counting time of a sample. Also, useful
spectral characteristics such as energy resolution and peak
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symmetry are casily measurable. In combination with co-
herently and incoherently scattered radiation, it may be used
to detect samples of abnormal size and samples placed at an
incorrect measurement geometry.
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Dual Column Operation for Gas Chromatograph—Mass Spectrometer

Leo Kazyak

Division of Biochemistry, Walter Reed Army Institute of Research, Washington, D.C. 20012

At no other time, since the concept was introduced by Golay
in 1958 (1), have capillary gas chromatographic columns been
used more extensively than during the past few years. This
new interest may be due, in part, to the comparatively inex-
pensive support-coated open tubular (SCOT) glass capillary
columns that are quite easy to produce with the commercially
available Hupe-Busch apparatus (Hewlett-Packard Co.,
Avondale, Pa.). A number of publications (2—4) give complete
instructions on how to coat the inner surface of glass capillary
tubing with a liquid phase and, in general, the procedure is
fairly simple for nonpolar liquid phases such as SE-30 (or
OV-1). With a little care and attention to detail, 50-meter
columns with at least 30 000 to 50 000 theoretical plates can
be made without much difficulty.

No matter how effective capillary columns may be, and

dless of how incing the is to promote their
use, it would be unrealistic to assume that there would be no
further need of packed columns or to expect anyone to com-
pletely exclude them in favor of capillary columns. Never-
theless, the laboratory investigator with a gas chromato-
graph-mass spectrometer who decides to use capillary col-
umns is confronted with this dilemma. Unlike the more
common situation where several gas chromatographs exist in
a laboratory and both types of columns could be utilized si-
multaneously, very few laboratories are equipped with more
than a single combined gas chromatograph-mass spectrom-
eter. Admittedly, can be exchanged (5, 6) to satisfy
the requirements for one or the other, but capillary columns
can be a nuisance to connect properly. However, the option
to interchange columns is not very much of an inducement to
use them. To be able to operate both types of column at the
same time, by merely switching from one to the other without
removing either column, would be more desirable. Thompson
and Goode described such a modification (7) for two packed
columns in a gas chromatograph-mass spectrometer. In our
laboratory, a much simpler modification was devised for a
capillary and a packed column in the LKB 9000 gas chroma-
tograph-mass spectrometer, and quite possibly this adapta-
tion can be made in similar equipment of other manufactur-
ers.

DISCUSSION

Linnarson and Blomkvist, in the application laboratory of
LKB Produktor AB, studied the use of capillary columns in
the LKB 9000 gas chromatograph-mass spectrometer. They
described a modification whereby the addition of carrier gas
to the column effluent at the terminal end of the column
(make-up gas) permitted the instrument to be used without
r | of the molecul (8). The make-up gas re-

duced the loss of components transferred through the mo-
lecular separator to the analyzer tube of the mass spectrom-
eter. Since make-up gas was y to improve the amount
of component tmnsported through the separator, and no ap-
parent loss resulted in the lution of those comp
during separation, it seemed reasonable to expect that carrier
gas passing through a packed gas chromatographic column
could serve as well to provide the make-up gas for a capillary

1 In the suggested by Linnarson and
Blomkvist, a Swagelok reducer fitting was drilled to accom-
modate a short length of 1.6-mm stainless steel capillary
tubing that was silver soldered in place. The stainless steel
capillary tubing formed a “tee” junction to merge the effluent
from the packed column into the effluent from the capillary
column. The columns were assembled (Figure 1) so that the
packed column provided a frame and reinforcement for the
more fragile capillary column as well as to supply the necessary
carrier gas make-up. A few pieces of copper wire were used to
fasten the columns together. To regulate carrier gas to the
capillary column, a separate flow controller (Condyne Model
200, Condyne Instruments, La Canada, Calif. 91011) was in-
stalled. With this arrangement, either packed or capillary
columns could be used at any time without changes or alter-
ations.

Contrary to conventional applications of capillary columns,
carrier gas stream splitting at the inlet was not used in our

INLET FOR
CAPILLARY COLUMN

MODIFIE

0
UCER FITTING TO SEPARATOR

} TED INJECTION
1 (ALUMINUM  BLOCK)

PACKED COLUMN

Figure 1. Dual column arrangement
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applications. Many procedures are not amenable to stream
splitting where injection volumes are considerably reduced
before they enter the column. In Figure 1. the injection port
and inlet design is shown that is recommended for nonsplitting
injections of up to 1 ul of sample.

Very simply, the inlet is little more than 6-mm (0.d.) glass
tubing with an inside diameter of 2 mm and a length of 15-20
cm. The tip is drawn to a capillary to be easily connected to
the SCOT column with Teflon tubing. An alternative to

drawing the end of the tube into a capillary is to use a
Swagelok reducing union if leak-tight connections can be
maintained between the glass inlet and the capillary col-
umn.

If the aluminum heating block can be replaced with one that
accommodates a second inlet, the modification will be neater,
and the heat to the inlet can be better controlled and more
evenly distributed along the entire body of the tube. Other-
wise, the glass inlet can be wrapped in three or four thicknesses
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Table 1. Replication of Peak Areas
Sample A
Mean and std dev

Metabolite Integrator counts

I 88 840
92 120
92 370
86 610
88 150

89 618 + 2 532

I 45 400
47 690

46 760

42 060

41 860

v 86 070
89 590

87 400

86 190

88 200

v 126 000

130 400

128 200

126 500

129 800

44 754 + 2678

87 490 + 1 469

128 180 = 1 945

Sample B,
integrator counts

Sample C,
integrator counts

Sample D,
integrator counts

126 400 60 490 25 060
132 000 59 580 24 690
48 870 2183 6 991
48 300 2057 7174
41 640 51 960 3201
43 290 50 440 3 416
72 690 19 540 49 400
73 230 19 490 46 540
26 480 17 890 345
26 430 17 600 338

of aluminum foil and secured to the existing heating block
with glass heat-resistant tape. Enough heat is conducted to
the inlet to maintain a temperature fairly close to that of the
heating block, and sufficient to produce the necessary va-
porization of the sample.

Apparently, the capacity of SCOT capillary columns is
much greater than previously anticipated (9), and it was found
that injections of up to 2 ul did not adversely affect the per-
formance or the condition of the column. In the interest of
optimum resolution and efficiency, however, the smallest
sample volume injection is always to be preferred, and 1 ul is
considered adequate. With injections of this magnitude, the
columns can withstand continuous use of several months
without noticeable deterioration. By continuous use is meant
an average time cycle of 1 h for a chromatographic run, and
sample injections are repeated automatically throughout a
24-h period for up to 5 days at a time. When column deterio-
ration was evident, the column was removed and rejuvenated
with a new coating of the liquid phase (2 g of SE-30 in 100 ml
of isooctane). The recoated column was good for several more
months of continuous operation.

Although some efficiency may be lost as a consequence of
larger sample injection volumes, the precision is better than
that of many stream splitting inlets. In Table I, sample A
represents a synthetic mixture of methaqualone metabolites,
and samples B, C, and D are extracts of human urine that
contained these metabolites. Since the quantities of urine
specimens were limited, duplicate analyses only were per-
formed, whereas the synthetic sample was run repeatedly to
demonstrate the reproducibility of the peak areas. (Synthetic
metabolite II was not available, and for that reason was not
included in the synthetic metabolite mixture.) The more im-
portant consideration is the advantage of a larger sample
volume for those applications where the sample has been
dissolved in a solvent, and constitutes only a small fraction
of the entire injection volume. Stream splitting tends to di-

h the actual ration of the le on col to
the point where it might not be d d. In effect, plit-
ting improves the sensitivity of a procedure or application,
since more of the sample is available to the detector.

Figure 2 shows chromatograms of the same specimen that
was injected first into a 1-m, 5% OV-1 packed column, and
followed by a similar injection in a SCOT capillary column

coated with SE-30. Both columns were connected in the LKB
9000 gas chromatograph-mass spectrometer as described. The
carrier gas of the packed column provided the make-up gas
for the capillary column. The oven temperature was increased
10 °C (200 °C) for the capillary column to reduce the length
of time for the run. These chromatograms represent com-
parative separations of an extract of hydrolyzed urine from
an individual who had ingested a therapeutic dose of metha-
qualone. The peaks indicated are trimethylsilyl ether deriv-
atives of the five principal methaqualone metabolites. The
first two metabolites have coalesced into a single peak on the
packed column chromatogram. In the same manner, the sec-
ond large peak corresponds to the last three metabolites. In
marked contrast, all five metabolites are well separated on the
SCOT capillary column. Before capillary columns were at-
tempted for these metabolite separations, packed columns of
up to 1.5 m were employed without success.

Although the superiority of capillary columns is not difficult
to demonstrate where resolution is a matter of concern, the
prospect of having to change columns when packed columns
are required, and the limitations of sample injection volume
associated with stream splitting often discourages their use.
The alternatives that have been presented here are simple and
effective solutions to these problems. More importantly, these
transformations can be accomplished easily without extensive
alteration to the equipment involved.
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Gas Chromatograph-Mass Spectrometer with Dual Electron Impact/High Pressure lon

Source

Ragnar Ryhage

Laboratory for Mass Spectrometry, Karolinska Institute, S-104 01 S

Many applications of chemical ionization have been de-
scribed since Munson and Field published their first paper
in 1966 (1, 2). The construction of ion sources has changed
slightly since that time, but experiments with many different
reagent gases have been made by chemists working in the field
of mass spectrometry, which has resulted in a more versatile
and comprehensive application of this method for ioniza-
tion.

Magnetic sector instruments, in which the ion source is at
high potential, were mainly used in the first work with
chemical ionization and the sample was introduced by the
direct insertion probe or via the heated inlet system (3-5).
However, during recent years, several articles have been
published where gas chromatography—chemical ionization-
mass spectrometry has been used (6, 7). Quadrupole mass
spectrometers have frequently been used both for direct in-
sertion probe and GC-CI-MS operation (8, 9). Some authors
have used single ion sources designed for CI operation to
produce EI spectra where helium was used as the reagent gas.
These spectra show similar fragmentation as normal EI
spectra (10). Because of the small aperture of the exit slit and
of the electron beam entrance hole, EI mass spectra of optimal
sensitivity cannot be obtained using CI ion source conditions.
Other publications describe a fast changing EI/CI mode of
operation (11). In this case, two ionization chambers with
different slit widths were used to obtain optimal sensivity.

The work reported here illustrates how a GC-MS instru-
ment for EI is modified to produce optimal conditions both
for the EI and CI mode and to show the advantage in using two
different reagent gases when the instrument is operating in
the CI mode.

EXPERIMENTAL

Instrumentation. All experiments were performed with an LKB
2091 GC-MS instrument. The ion source and inlet system were
modified as follows: A new ion source was constructed (patent applied
for) so that the apertures of the ion exit slit, the electron beam en-
trance, and the exit to trap, which are included on a movable, gold-
plated stainless steel band (8 X 0.03 mm), could be changed to permit
either the electron impact or chemical ionization mode of operation.
‘The slit size for the ion exit in the EI mode is 5 X 0.3 mm; for the
filament electron entrance, 2 X 1 mm; and for the electron exit to trap,
2 X 2 mm. In the CI mode, the dimension of the exit slit is 3 X 0.03
mm,; for the electron entrance holes, 0.3 mm in diameter; and there
is no exit to the trap. Figure 1 shows the operational principle of the
new ion source in the CI mode. By moving the band 21 mm to the
other slit dimension, the ion source is ready for operation in the EI
mode. It is important that the ion source is gas tight and that leaks
around the movable band are small as compared to the apertures in
the band. For this reason, the ionization box has been given suitable
radii and the surface is well polished.

A differential pumping system is used which employs Edwards high
vacuum pumps Ed 300 and Ed 150 at the ion source housing and the
analyzer, respectively. The pumping speed around the ion source is
about 200 1/s for a pressure of about 104 Torr and the pressure in the
analyzer is about 106 Torr for an ion source pressure of about 0.5
Torr. By installing a cold trap at the top of the ion source housing and
by using liquid nitrogen, the pumping speed will increase and the
pressure for isobutane in the ion source housing drops to 10~% Torr
for an ion source pressure of 0.5 Torr. The pressure in the ion source
is measured by a Pirani gauge connected to a special probe made of
glass which can be used in the same position as the direct probe inlet.
The emission control unit for the dual EI/CI source consists of two

60, Swed

regulating circuits, one for the trap current (25 to 200 uA) and one for
the total electron emission turrent (0.25-4 mA) in the EI and CI
modes, respectively. The ion source has two extraction plates and two
repellera The voluga potentials on the extraction plates and the two
d ly for EI and CI and are switched, to-
gether wnh the electron energy. between the two modes of operation.
The electron voltage can be continuously changed from 10 to 100 eV
for El and hy steps fmm 50 to 600 eV in the CI mode. An integrator
to the g: amplifier at the collector of the mass
specuomewr The circuit has start/stop integrate option programmed
to sum up the ion m'.ennmes within a chosen mass range. The scan
of the mass spect d dent of the integ;
and the output from v.he mtegrawr producu the ion current gas
chromatogram.

Operntion Flgure 2. shows a sch: icdi of the bined
gas for EI/CI ion. M
valves are used for the selection of the reagent gas along with a needle
valve and glass capillary to limit the gas flow. Each reagent gas con-
tainer has a separate pressure regulator, and a gas flow of 1 to 2 ml/min
is sufficient to keep the pressure in the ion source between 0.4 and 0.8
Torr. In the EI mode, magnetic valves 1 and 2 are open and the other
magnetic valves are closed. In the CI mode, valves 1 and 2 are closed
and one of the valves to the reagent gases, 5, 6, or 7, is open. The
pressure of the reagent gas in the ionization chamber can also be ad-
justed by needle valve 3. To reduce the time required to reach the
operating pressure in this case, a magnetic valve, 4, can be opened for
short periods which are determined by the setting of a timer.

The exchange of reagent gases during continuous operation can be
done as follows: As soon as a scan of a mass spectrum with the first
reagent gas is completed, the magnetic valves 1 and 2 are opened and
the inlet line is evacuated in less than 0.5 s. Inmediately afterwards,
these valves are closed and another reagent gas is introduced into the
ionization chamber and, after 0.5 s, when this gas has reached the
operating pressure, a new mass s, can be taken in 1.5 s covering
a mass range of m/e 5-500 (12). In this way, the GC-MS instrument
can be operated in the CI mode and two complete 1.5-s scan spectra
would then take about 5 s. To obtain both EI and CI mass spectra of
the same GC peak, a proper timing of the required adjustments is
necessary. The slits must be changed between scans which takes about
3sand, at the same time, a readjustment of the electrical parameters
must be made. The required time for two complete 1.5-s scan spectra
would them be 7 to 9 s. For the results presented here, methane and
isobutane were used as reagent gases with helium as carrier gas
through the gas chromatographic column with a flow rate of 10-20
ml/min for all experimental studies. The mass spectra were recorded
on uv paper since no computer was available for this project.

Electron
exit trap

of the

Figure 1. Si i EI/Cl ion source
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a = El (only GC), b = Cljx (0nly GC). Two complete mass spectra, one for each
mode of operation were recorded for GC peaks cto f

RESULTS AND DISCUSSION

As a demonstration of the switching time from the con-
ventional EI mode to the CI mode and vice-versa, and of the
exchange of reagent gases in the CI mode, 2 ug of pentobar-
bitone were injected into the SE-30 column. The retention
time for pentobarbitone was adjusted to be approximately 1
min. Figure 3 shows the GC peaks of the integrated ion current
where a and b correspond to the EI and CI;.p,,, modes of op-
eration. No mass spectra were recorded for these peaks. The

width of the GC peaks at half-height are about 7 to 9 s and,
during this time, two complete mass spectra, one for each
mode of operation, could be recorded for each GC peak. GC
peaks c to f were checked to determine if any cross-residual
effect could be observed from one mode of operation to an-
other. Mass spectra of GC peak ¢ were recorded in the CI
mode with isobutane as the reagent gas, C1, and in the EI
mode, C3. After the CI spectrum was recorded(C1), the re-
agent gas was switched off and the electron energy, repeller,
and extraction voltages were switched over to the EI position
as well as the movable band for a change to a larger exit slit
and electron entrance hole into the ion source. After the EI
mass spectrum (C3) was recorded, the voltages and movable
band were reset for the CI mode. GC peak d was recorded in
reversed mode, EI to CI; .. Two CI mass spectra were re-
corded for GC peaks e and f. The first mass spectrum of peak
e was recorded with methane and the second with isobutane
as a reagent gas. Peak f was first recorded with isobutane and
then methane as the reagent gas.

The mass spectra of GC peaks c and d in Figure 3 are shown
in Figure 4. The EI and CI, .y, spectra show that even a fast
change of the operating mode does not indicate any differ-
ences in the fragmentation pattern. In both cases, the EI
spectra have a base peak at m/e 156 and in the CI mode m/e
227 (M + 1) is the base peak. No cross contamination was
observed in the mass spectra of GC peaks e and f in Figure 3.
Figure 5 shows the switching time for GC-MS analysis for
benzophenone between the EI and CI;.p,, modes which was
checked through the use of a multiple ion detector (MID)
LKB 2091-710. The molecular ion (m/e 182) and the (M +
H)* ion at m/e 183 with the isotope peak at m/e 184 were fo-
cused on the MID. As soon as the peak appeared for a few
seconds in the EI mode, the movable band and the ion source
voltages were changed to the CI mode. This procedure was
repeated during the time the GC peak eluted from the column.
The mode of operation was changed from EI-CI-EI-CI in
about 15 s. During this time, it should be possible to obtain
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three complete 1.5-s scan mass spectra. To check the switching
time of the reagent gases, the reactant ions m/e 17 (CHs+*) and
m/e 57 (C4Hg*) were focused on the MID. The intensity of
these ions was recorded when the reagent gases used were
methane, isobutane, and methane, consecutively. Figure 6
shows the intensity of these ions as a function of the switching
and recording time. After the first mass spectrum was taken,
the reagent gas methane was switched off and a pumping time
of 2 s was allowed before isobutane was introduced into the
ion source. Thus, during a period of about 5 s, two CI mass
spectra could be obtained. When methane was introduced a
second time, a sharp peak of isobutane was seen, which means
that the inlet line contained a small amount of isobutane.
However, this did not influence the mass spectra obtained
with methane as the reagent gas.

From these experiments it could be concluded that, through
areduction in volume of the reagent gas inlet line, the influ-
ence of the remaining gas from the prior operation will be
negligible. Furthermore, a reduction of the time required for
two 1.5-s scan mass spectra using different reagent gases can
be lished if proper sy ization of scan initiation
and gas swntclung is made. Then the required time would be

lon current response

Figure 6. Intensities of the reactant ions CHs* and C4Hs* in the Cl mode
as afi ion of the ding and time when methane or
isobutane, respectively, was used as a reagent gas

about 4 s as compared to 5 s with the semiautomatic procedure
reported above. Similarly, the required time to obtain two
1.5-s scan mass spectra can be reduced to 6 s as compared to
7 to 9 s if automatic control of EI/CI switching and scan ini-
tiation were employed. The moveable band which permits
rapid changing of the operation mode can easily be exchanged
for one having smaller or larger slits suitable for the type of
samples to be studied and the reagent gas used.

It is advantageous to run the mass spectrometer in the
EI/CI mode of ionization for most of the compounds which
show a low molecular ion intensity in the EI mode. A fast
change of the ionization mode is advisable when such samples
are flashed from the direct probe inlet or when special com-
ponents in a gas chromatographic analysis must be thoroughly
investigated. Additional mass spectrometric data which can
be obtained from such an instrument will greatly increase the
certainty of identification. In particular, this could be of im-
portance in molecule identification when computerized “li-
brary search” routines are used to assist analysts in obtaining
correct answers.

Since the GC-MS instrument used for this experiment is
one of the first prototypes of LKB 2091, no time was spent on
determing the maximum sensitivity and resolution. However,
similar modifications which were made on this instrument
have later been used for other LKB 2091 instruments. The
specifications for these instruments regarding resolution and
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sensitivity are similar to the standard model in the EI mode.
In the CI mode, the resolution is the same as in the EI mode
but the sensitivity has not been established.
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Self-Positioning Anti-Vortex Plug for Nuclear Magnetic Resonance Sample Tubes

LeRoy F. Johnson

Nicolet Technology Corp 3 View, Calif. 94041

When it is desired to use a minimum volume of solution in
an NMR sample tube, anti-vortex plugs are generally used to
prevent formation of a vortex when the sample tube is spun.
This is particularly important when sample tubes of diameter
near 20 mm are used (7). Commercial anti-vortex plugs (such
as made by Wilmad Glass Co.) are designed to be a press-fit
through action of pliable fins on the central part of the plug.
The plug, which has an axial hole for air escape, tapped at one
end, is positioned in the tube with the use of a threaded
rod.

When used with large diameter (15-25 mm), thin wall (0.5
mm) tubes, a press-fit plug can rather easily break the tube
during insertion. Also, variable temperature operation is a
problem because expansion of the plastic plug during high
temperature operation can break the tube, while contraction
of the plug during low temperature operation can cause the
plug to slide to the bottom of the tube.

An anti-vortex plug which overcomes the problems men-
tioned above is illustrated in Figure 1. A cylinder of Teflon of
length about 35 mm is machined to a smooth diameter about
0.2 mm less than the inner diameter of the sample tube. The

\

[«——— NMR SAMPLE TUBE

ANTI-VORTEX PLUG

=—— DIMPLE

ACTIVE SAMPLE VOLUME

Figure 1. Diagram of anti-vortex plug in an NMR sample tube

top 10-mm section of the cylinder is turned-down to a diam-
eter of about 5 mm and a small radial hole is drilled through
this section. The bottom of the plug is made slightly con-
vex.

The sample tube is spot-heated using a torch with a very
small flame at an appropriate distance up from the bottom,
and dimpled using a small metal rod. In use, the sample tube
is filled to a depth just higher than the dimpled spot. The plug,
inserted in the sample tube, will float down to the point where
it rests on the indented spot. Any trapped air bubbles can be
moved out of the active sample volume by shaking the sample
tube as if it were a clinical thermometer. To remove the plug,
along piano wire with a 90° hook at the end is inserted in the
radial hole of the plug.

In extended use, the anti-vortex plug described here has
proved to be very convenient to use. Spin rates up to 100 rps
have been used without formation of an air bubble below the
plug. Dynamic balance of the loaded sample tube is not ap-
preciably affected since the dimple region is quite small
compared to the overall sample volume. Although initially
conceived for use with 18-25 mm tubes, this plug design has
also been quite practical with 12-mm tubes as well. Of course,
with smaller diameter tubes, care must be exercised in gen-
erating the dimple in the tube so as to not distort the
straightness of the tube.

LITERATURE CITED
(1 A.9Allerhard, R. F. Childers, and E. Oldfield. J. Magn. Reson., 11, 272
(1973).
RECEIVED for review July 16, 1976. Accepted August 9,
1976.

CORRECTION

Kinetically Assisted Equilibrium Based Repetitive Determi-
nations of Iron(ll) with Ferrozine in Flow-Through Systems

The authors of this article [V. V. S. Eswara Dutt, A. Es-
kander-Hanna, and H. A. Mottola, Anal. Chem., 48, 1207
(1976)] would like to point out the omission of a necessary
assumption for Equations 7 and 8 to be valid. Conditions
leading to these equations require that ko’ > k_; as well as the
stated ky > k.
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