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NEW CONTINUOUS EXTRACTION METHOD WITH A COIL PLANET
CENTRIFUGE

YOICHIRO ITO

Laboratory of Technical Development, National Heart, Lung and Blood Institute, Bethesda, MD
20205 (U.S.A.)

(Received July 16th, 1980)*

SUMMARY

A compact table-top model of the coil planet centrifuge simultancously
enables both preliminary purification and enrichment of samples from crude extrac's
or biological fluids. The method uses hydrodynamic behavior of two immiscible solve it
phases in a rotating coiled tube to retain the stationary phase against a high flow-ra‘¢
of mobile phase. Consequently, a small quantity of the sample present in a large
volume of mobile phase is efficiently extracted into a small volume of the stationary
phase within a short period of time and at a high recovery rate. The capability of
the present method was demonstrated in the extraction of dinitrophenylamino acids
(used as a comparative performance standard) with a set of two-phase solvent
systems composed of ethyl acetate and 0.5 M NaH,PO,.

INTRODUCTION

Preliminary cleaning-up of crude extracts or biological fluids is often essential
for purification of biological materials. When a small quantity of the material of
interest is present in a relatively large quantity of the solvent, enrichment is also
necessary. Conventional procedures such as repetitive extraction with a separatory
funnel or a Craig countercurrent distribution method usually result in a large quantity
of harvested solvent which necessitates further concentration.

The present paper introduces an efficient extraction method utilizing a coil
planet centrifugation. The method enables both cleaning-up and enrichment in a
short period of time and at a high recovery rate. The capability of the method was
demonstrated on extraction of small amounts of dinitrophenyl (DNP) amino acids
from several hundred milliliters of either aqueous or non-aqueous phase composed
of ethyl acetate and 0.5 M sodium phosphate aqueous solution.

PRINCIPLE

The method takes advantage of the intriguing hydrodynamic behavior of two
immiscible solvent phases in a coiled tube rotating in an acceleration field. When a

* Publication delayed at the request of the author.

0021-9673/81/0000-0000/$02.50  © 198! Elsevier Scientific Publishing Company
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coiled tube is slowly rotated around its horizontally oriented axis, particles present in
the coil move toward one end of the coil. This end is defined as the head and the other
end as the tail of the coil. Two immiscible solvents confined in such a tube are usually
distributed from the head toward the tail at a particular volume ratio and any excess
of either phase remains at the tail of the coil. While the distribution ratio of the two
solvents varies with a number of parameters, the rotational speed of the coil becomes
the major determinant for the phase distribution of a given pair of solvents. At a very
slow rotational speed the two phases are distributed so that they are nearly in equal
amount in each coiled turn. At a very high revolutional speed a strong centrifugal
force field separates the two phases in such a way that the heavier phase occupies the
outer portion and the lighter phase the inner portion of each helical turn. This
results in the distribution ratio of the two phases in each helical turn being equal to
the volume ratio originally present in the coil. However, when the rotational speed
is between these two extremities, one of the phases occupies more space in the coil
on the headside and in some cases the two phases are completely separated
in the coil, i.e., one phase entirely occupies the head side and the other phase the tail
side of the coil. Ideal two-phase distribution for continuous extraction is represented
by this complete phase separation at this intermediate rotational speed.

Let us assume a pair of immiscible solvent phases A and B where phase A is
distributed on the head side and phase B on the tail side of the coil. Under this
particular circumstance, continuous extraction is possible in three ways. In the first
method, the coil is filled with phase A (stationary phase) followed by elution with
phase B (mobile phase containing the sample) through the head end of the coil. Phase
B then travels through phase A in the coil toward the tail. Consequently, the sample
present in phase B is extracted into the stationary phase A and the stripped phase B is
eluted through the tail of the coil. In the second operation, the coil is first filled with
phase B (stationary phase) and phase A (mobile phase containing the sample) is
pumped through the tail of the coil. Extraction process similarly takes place in the
coil, the stripped phase A being eluted through the head of the coil. The third opera-
tion involves dual countercurrent extraction (not described in this paper) in which
phases A and B are simultaneously introduced into the coil through the tail and the
head, respectively. In this case the coil should be equipped with an additional pair of
flow tubes at each end to collect both enriched and stripped phases. If desirable, the
sample solution may be fed into the coil through another flow line connected at the
middle portion of the coil.

As mentioned earlier, these extraction methods are perfected by providing an
operational condition where the two phases are separated completely along the length
of the coil. Use of the rotating coil in the gravitational field, however, usually fails to
produce this ideal type of hydrodynamic behavior of the two phases. The search for
a suitable extraction scheme which yields complete phase separation in a coiled tube
has been successful in the utilization of a coil planet centrifuge. The apparatus provides
a particular mode of the synchronous planetary motion to a coiled tube, i.e., the coil
revolves around the central axis of the centrifuge and rotates about its own axis at
the same angular velocity and in the same direction'=>.

The centrifugal force field produced by this planetary motion®* is highly
dependent upon the location of the point on the holder which is conveniently expressed
by B, i.e., the ratio between the radii of rotation and revolution. When the 8 value
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exceeds 0.25, the centrifugal force vector is always directed outwardly from the holder
while it oscillates in both amplitude and direction during each revolutional cycle of
the holder. Though the motion of the two-phase solvent in the coil subjected to such
a centrifugal force field is hardly predictable, the behavior of the two phases can be
easily observed through the tube wall under stroboscopic illumination.

A series of observations has been made on various two-phase solvent systems
having a wide spectrum of physical properties. The results so far obtained indicate
that the distribution of the two phases is affected by three major factors, i.e., wall
affinity, relative density and viscosity of the two phases. The phase which has higher
wall affinity, lower density and less viscosity tends to distribute itself toward the head
of the coil. When all three requirements are satisfied, the upper phase will quickly
move toward the head and the phase separation is completed in a short period of
time. This ideal group of the solvent pair includes (if PTFE tube is used as the
column) a number of useful extraction media such as hexane, ether, ethyl acetate,
toluene, methyl ethyl ketone, benzene, etc., mixed with aqueous solution where
various salts can be added to adjust the pH and ionic strength of the aqueous phase.
Various third solvents such as methanol, acetic acid, etc., can also be added without
altering the overall behavior of the two phases.

When the two solvent phases fail to meet the above requirements, complete
phase separation may not occur; instead one of the phases usually dominates at the
head side of the coil. Two typical solvent pairs in this group have been tested. In a
n-butanol-water system the non-aquecous phase is more viscous than the lower
aqueous phase. In this case the distribution ratio of the two phascs is greatly affected
by the f values. At § = 0.25, the aqueous phase is almost entirely distributed on the
head side while at § = 0.75 the non-aqueous phase dominantly occupies the head of
the coil especially under a high revolutional speed. In a chloroform-water system,
the non-aqueous phase is much heavier than the aqueous phasc. Frobably due to this
great difference in density, the aqueous phase always dominatcs on the head side
regardless of the f values. In these non-ideal solvent pairs, application is limited to
head-tail elution using the dominant phase as the stationary phase.

EXPERIMENTAL

Apparatus

The design of the apparatus used in the present studics is similar to the
toroidal coil planet centrifuge which permits continuous elution without the use of
rotating seals as described earlier?®. Fig. 1 shows the cross-sectional view of the
apparatus. The motor (Electro-Craft) drives the rotary frame around the horizontal
stationary pipe (shaded) mounted on the axis of the centrifuge. The rotary frame
consists of a pair of aluminum discs rigidly bridged together with multiple links (not
shown in the figure) and holds a pair of rotary column holders in the symmetrical
positions 10 cm away from the central axis of the centrifuge. The bottom holder has a
diameter of 15 cm (8 = 0.75) and the top holder of 10 cm (f = 0.5). The shaft of
each holder is equipped with a plastic planetary gear which is coupled to an identical
sun gear (shaded) mounted around the central stationary pipe. In order to provide
mechanical stability, a short coupling pipe is coaxially mounted to the free end (right
side) of the rotary frame while the other end of the coupling pipe is supported by a
stationary wall member of the centrifuge through a ball bearing. The coiled column
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Fig. 1. Cross-sectional view of the apparatus.

was made by winding the desired length of a PTFE tube around one of the holders
while a counterweight is applied on the other holder to balance the centrifuge. A
pair of flow tubes from the coiled column is first passed through the center hole of
the holder shaft and led through the side hole of the short coupling pipe to reach
the opening of the central stationary pipe. These flow tubes are thoroughly lubricated
with silicone grease and protected with a piece of plastic tubing at each supported
portion to prevent direct contact with metal parts. The revolutional speed can be
regulated up to 1000 rpm. The apparatus is a compact table-top model whose
dimensions are ca. 16 x 16 x 17 in.

Studies on retention of the stationary phase

The capability of the present scheme in retaining a large amount of the
stationary phase was demonstrated with a coiled column prepared from 2.5m x 2.6
mm [.D. PTFE tube (Zeus Industrial Products, Raritan, NJ, U.S.A.) which was
coiled around a holder having a /5 value of 0.75. The column consisted of five helical
turns and had a total capacity of ca. 15 ml. Typical two-phase solvent systems com-
posed of ethyl acetate-water and ethyl acetate-0.5 M sodium phosphate (pH 4.4) at
a volume ratio of 1:1 were sclected. Each two-phase system was equilibrated in a
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separatory funnel and separated before use. In each operation the coiled column and
the free space in the flow path were entirely filled with the stationary phase and the
mobile phase was pumped into the column in the proper direction (head-tail elution
for the aqueous phase and tail-head elution for the non-aqueous phase) while the
apparatus was run at a given revolutional speed. The eluate through the outlet of the
column was pooled in a graduated cylinder to measure the volume of the eluted
stationary phase, V. From the predetermined figures of the total column capacity,
V., and the free space in the flow path, V;, the percentage retention, R, of the
stationary phase relative to the total column capacity was calculated according to the
formula: R = 100 (V. + V; — V,)/ V.. The experiments were performed under various
revolutional speeds and flow-rates using both non-aqueous and aqueous phases as the
stationary phase.

Continuous extraction experiments

A series of experiments has been performed to demonstrate the capability of
the present scheme to extract a solute present in a large volume of the mobile phase
into a small volume of the stationary phase retained in the coiled column. This
requires a set of conditions such that the solute must favor partition to the stationary
phase. With commonly used extraction media such as an ethyl acetate-aqueous
system, partition coefficients of various biological materials can be conveniently
adjusted by modifying the pH and/or ionic strength of the aqueous phase to meet the
above requirement. For the present studies, a pair of DNP-amino acids (Sigma, St.
Louis, MO, U.S.A.), N-DNP-L-leucine (DNP-Leu) and delta-N-DNP-L-ornithine
(DNP-Orn), were selected as samples because they are readily observed through the
column wall during the extraction process under stroboscopic illumination and also
provide suitable partition coefficients for this present solvent system. The experiments
were performed with the coiled column used in the previous retention studies. The
overall experimental conditions in the following studies are summarized in Table L.

A typical extraction procedure may be divided into three steps, i.e., extraction,
cleaning, and collection. In each operation, the column was filled with the stationary
phase and the mobile phase containing the sample was eluted through the column in
the proper direction while the apparatus was run at 600 rpm. The extraction process
was continued until 400 ml of the mobile phase was eluted. Then the mobile phase
was replaced by the same phase but free of solute to wash the column contents. This
cleaning process was continued until the additional 100 ml of the mobile phase was
eluted. This would elute out all impurities having partition coefficients of 0.1 or
greater. The sample extracted into the stationary phase in the coiled column was
collected by eluting with the mobile phase in the opposite direction. This was done
by switching the feed and return flow lines either by simply disconnecting the flow
lines or the use of a four-way slide valve (Pierce, Rockford, IL, U.S.A.). The sample
still remaining in the column was then washed out by eluting the column with the
other phase originally used as the stationary phase.

Sample collection from the column may be performed in different ways.
When the mobile phase is the aqueous phase, modification of the pH and/or ionic
strength often results in a great shift in the partition coefficient of the solute in such
a way that the solute favors partition into the aqueous phase. In this case either
stepwise or gradient elution with such a modified aqueous phase produces a chromato-
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graphic separation of the solute which can be monitored by a conventional UV
detector. This results in further purification of the solute retained in the column.
The degree of sample recovery was estimated by comparing the amount of
the sample in the original mobile phase to that in the collected stationary phase. A
Beckman DU spectrophotometer was used to measure the absorbance at 430 nm.

RESULTS AND DISCUSSION

The results of the retention studies are summarized in Fig. 2, where the
percentage retention of the stationary phase was plotted against the applied revo-
lutional speeds. The three lines drawn in each diagram indicate the effects of the
different flow-rates applied. The flow-rate of 516 ml/h is the maximum rate available
with the Beckman Accu Pump employed. The ideal retention level for extraction may
be considered to be over 709, at or near the plateau of the curve, although much
lower retention levels can be applied for extraction unless carryover of the stationary
phase occurs. Fig. 2A and B show the retention curves of the solvent system com-

100 100 - mi/h
A g C 120

240 516
516

% RETENTION
3
T

% RETENTION
&
==

B 120 ™0 L D 120

516 516

mi/h

% RETENTION
8
T

% RETENTION
&
T

0 g 1 i ) 0 1 1 1 3
0 200 400 600 800 1000 0 200 400 600 800 1000
rpm rpm

Fig. 2. Effects of revolutional speed and flow-rate on retention of the stationary phase. A, Phase
system: ethyl acetate-water; stationary phase: upper non-aqueous phase; elution: head-tail.
B, Phase system: ethyl acetate-water; stationary phase: lower aqueous phase; elution: tail-head.
C, Phase system: ethyl acetate-0.5 M NaH,PO, (1:1); stationary phase: upper non-aqueous phase;
elution: head-tail. D, Phase system: ethyl acetate-0.5 M NaH,POQ, (1:1); stationary phase: lower
aqueous phase; elution: tail-head.
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posed of ethyl acetate and water, where both non-aqueous (A) and aqueous (B)
phases were used as the stationary phase. In both cases the ideal retention levels are
provided at the revolutional speed of over 600 rpm at all flow-rates applied. Com-
parison between A and B reveals that the retention levels of the aqueous phase in the
tail-head elution always exceed those of the non-aqueous phase in the head-tail
elution. This may be due to the higher wall affinity and lower viscosity of the non-
aqueous phase which provides less resistance against the flow.

Fig. 2C and D show similar retention curves for the phase system composed of
ethyl acetate-0.5 M NaH,PO, (1:1). In both C and D, retention levels show much
improvement over the previous phase system. Addition of salt to the phase system
results in a greater density difference which promotes movement of the phases in the
coil as described earlier. The overall results indicate that the system provides excellent
retention under a broad range of operational conditions for both aqueous and non-
aqueous stationary phases. The results also suggest that much higher flow-rates are
applicable with high revolutional speeds.

In order to demonstrate the extraction capability of the present scheme, a
series of model experiments has been performed with sets of solvent systems and
DNP-amino acid samples as shown in Table I. In experiments 1-3 in Table I,
DNP-Leu was dissolved in 400 ml of the aqueous phase at various concentrations
and extracted into the non-aqueous phase retained in the column. The extracted
sample was then cleaned by eluting the column with 100 ml of the clean aqueous
phase and then collected from the column. The harvested stationary phase volume
measured ca. 10 ml, containing over 90 9 of the original sample. A small amount of
the sample still remaining in the column, usually a few percents of the total, was
conveniently recovered by eluting the column with several milliliters of the non-
aqueous phase. The total sample recovery is always well over 909, as shown in the
table. The reduction of the sample concentration from 4 mg%, to 0.04 mg %, some-
what improved the recovery rate, indicating that no significant sample loss occurs
due to the adsorption effects and that further reduction of the sample concentration
is feasible with high levels of recovery. The mode of elution that uses the non-aqueous
phase as the stationary phase renders a great advantage in practical extraction in that
the collected solvent is highly volatile and free of salts, facilitating further concentra-
tion. It also permits the stepwise or gradient elution of the sample by eluting the
column with a modified aqueous phase to achieve further purification.

In experiments 4 and 5 in Table I, the DNP-Orn sample was dissolved in
400 ml of the mobile non-aqueous phase and extracted into the stationary aqueous
phase by eluting the column from the tail toward the head. The retained aqueous
phase in the column was then similarly cleaned with 100 ml of non-aqueous phase
free of sample. The collected stationary aqueous phase measured ca. 12 ml in volume.
This exceeds the volumes in experiments 1-3, as expected from the results of the
retention studies. The sample still remaining in the column was eluted out with
several milliliters of the aqueous phase. The sample recovery ranged over 959, with
an improved figure at the reduced sample concentration as observed in the previous
experiments.

In practice, application of the method to aqueous crude extracts or physio-
logical fluids requires a preliminary adjustment of the solvent composition to provide
a suitable partition coefficient of the desired material for the applied pair of solvents.
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In this case pre-equilibration of the two phases is not essential. Experiment 6 in
Table I shows an example of operation with such non-equilibrated solvents. The
sample DNP-Leu was first dissolved in 400 ml of 0.5 M NaH,PO, aqueous solution
containing eth?l acetate at 59, which is slightly below the saturation level of ca. 7%,.
The column was filled with ethyl acetate followed by elution with the above sample
solution. Both extraction and cleaning processes were performed as in other exper-
iments. The sample solution collected from the column measured slightly over 6 ml.
This depletion of the stationary phase apparently resulted from use of the non-
equilibrated solvent pair but without any effect on the sample recovery.

The overall results indicate a potential usefulness of the present method in
processing a large amount of crude extracts or biological fluids in research labo-
ratories. A small amount of the sample present in several hundred milliliters of the
original solution can be enriched in 10 ml of the non-aqueous phase free of salt in
1 h at a high recovery rate.
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SUMMARY

We have designed a simple bench top model of a counter-current chromato-
graph which performs efficient preparative separations without the use of solid sup-
ports. The stationary phase is retained by gravity in a large diameter coil which rotates
to promote efficient mixing of the two phases. Continuous elution of the mobile
phase is accomplished without the use of rotating seals. We demonstrated the effi-
ciency of the system by separating gram quantities of dinitrophenyl amino acids. The
design and construction of the apparatus should permit easy increases in scale for
industrial applications.

INTRODUCTION

In the past, several devices for performing preparative-scale counter-current
chromatography have been developed'—'°. Among those schemes the most efficient
separations have been obtained from schemes which employ a rotating coiled column
in an acceleration field*~!°. Efforts have been successfully made to eliminate the use of
rotating seals in utilizing the horizontal flow-through coil planet centrifuges*~'°.
However, these devices hold a preparative column assembly on one side of the rotary
arm and, therefore, application of a large preparative column requires a fair amount
of laboratory space.

This paper describes a new preparative counter-current chromatographic
scheme which compactly holds a large coil assembly at the center of the apparatus and
is amenable for further scaling-up of the sample loading capacity for industrial separa-
tions. The partition capability of the present scheme was demonstrated by the separa-
tion of a set of dinitrophenyl (DNP) amino acids with a two-phase solvent system
composed of chloroform-acetic acid-0.1 N hydrochloric acid at a volume ratio of
2231,

* Publication delayed at the request of the authors.
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PRINCIPLE AND DESIGN OF THE APPARATUS

The present scheme uses a coiled tube which slowly rotates around its horizon-
tal axis with respect to the gravitational field. Particles introduced in such a coil move
toward one end of the coil. This end is defined as the head and the other end, the tail
of the coil. A two-phase solvent system confined in this rotating coil distributes itself
in such a way that nearly equal volumes of the two phases occupy each helical turn
while any excess of either phase remains at the tail. This hydrodynamic behaviour of
the solvents allows elution of either phase through the head while retaining a large
amount of the stationary phase in each turn of the coil. Consequently, solutes intro-
duced through the head of the coil are subjected to an efficient partition process be-
tween the mobile and stationary phases in each turn of the coil and are eluted through
the tail in the order of their partition coefficients as in liquid chromatography but in
the absence of solid supports.

Applications of this scheme requires a flow-through mechanism to elute the
solvent through the rotating coil. The simple rotary coil assembly introduced here is
equipped with a rotary-seal-free flow-through system which eliminates various
complications such as leakage, corrosion and contamination caused by the use of
rotating seals.

Fig. 1 shows a simplified cross-sectional view through the central axis of the
apparatus. The motor drives a rotary frame which consists of three aluminum arms
rigidly bridged together with links. The frame holds two rotary elements, the coun-
tershaft and the centrally located column holder assembly. The countershaft is
equipped with a toothed pulley at one end and a plastic gear at the other end. The
pulley of the countershaft is coupled with a toothed belt to an identical stationary
pulley mounted on the stationary wall member of the apparatus. This coupling causes
a counter-rotation of the countershaft on the rotary frame. This motion is further
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Fig. 1. A simplified cross-sectional view through the central axis of the apparatus.
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conveyed to the central column holder assembly by 1:1 gear coupling. Consequently,
the column holder assembly rotates around its own axis at a rate twice that of the
rotary frame in the same direction. This particular design gives a great advantage in
that the scheme allows the flow in and out of the rotating column without the use of
rotating seals' 13,

Separation columns used in the present studies consist of coiled glass tubes of
0.5 cm I.D., with different helical diameters (Kontes, Vineland, NJ, U.S.A.). One
column has a 2.5-cm helical diameter with a 90-ml capacity and the other has a 1.25-
cm helical diameter with a 45-ml capacity. Both columns contain approximately 50
helical turns. Each column is supported by a hollow aluminum core of the suitable
diameter which is in turn mounted onto the column holder by a screw at each end.
The column holder is equipped with two different levels for mounting columns, the
first level being located 6.5 cm from the central axis of the apparatus and the second
level, 13 cm from the same axis. A maximum of 30 columns can be mounted to the
holder, 10 columns at the first level and 20 columns at the second level. The desired
number of columns can be connected in series with a short piece of heat shrinkable
PTFE tubing (Zeus Industrial Products, Raritan, NJ, U.S.A.) at each junction.

Flow tubes from the column are first led through the center hole of the column
holder shaft, then passed through a pair of holes at the periphery of the rotary arms,
and finally supported by a stationary tube support located at the central axis of the
apparatus. These tubes are thoroughly lubricated with silicone grease and protected
with a piece of plastic tubing to prevent contact with metal parts.

The rotational speed of the column assembly can be regulated up to 300 rpm.
However, in the present studies, fragility of the glass column limits the maximum rate
down to approximately 100 rpm. A Beckman Accu pump and Chromatronix pump are
used to elute the solvents and an LKB Uvicord 111 to monitor the eluate at 280 nm.

EXPERIMENTAL

Preliminary studies on partition capability

The performance of the present counter-current chromatographic scheme was
investigated by measuring the degree of stationary phase retention and partition
efficiency. The two types of coils with 1.25 and 2.5 cm O.D. cores were tested, each
mounted in both inner and outer positions of the column holder.

The degree of retention of the stationary phase in each column was measured
with a two-phase solvent system composed of chloroform-acetic acid—water at a
2:2:1 volume ratio under various rotational speeds and flow-rates. The two-phase
solvent system was first equilibrated in a separatory funnel at room temperature and
separated before use. In each measurement the column was entirely filled with the
mobile phase, either upper aqueous or lower non-aqueous phase. Then a given volume
of the stationary phase which occupies “A™ helical turns of the column was introduced
through the head of the column. In order to visualize the stationary phase, a small
amount of dye which favors partition to the stationary phase was dissolved in the
stationary phase. Sudan III was used to color the non-aqueous phase and acid fuchsin
to color the aqueous phase. Then the mobile phase was pumped through the head of
the column while the column was rotated at a given rate. The two phases soon reached
hydrodynamic equilibrium and the number of helical turns “B” containing the colored
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stationary phase was read. The percentage retention relative to the total column
capacity was obtained by the simple expression, 1004/B. The measurement can be
repeated by changing rotational speed or flow-rate without renewing the column
contents until carryover of the stationary phase occurs.

The partition efficiency of each column was evaluated with a two-phase solvent
system composed of chloroform-acetic acid-0.1 N hydrochloric acid at a 2:2:1
volume ratio and a pair of DNP amino acids as test samples. The two-phase solvent
system was equilibrated in a separatory funnel at room temperature and separated
before use. The sample solution was prepared by dissolving N-DNP-DL-glutamic
acid (DNP-glu) and N-2,4-DNP-L-alanine (DNP-ala) (Sigma, St. Louis, MO,
U.S.A.) in the upper aqueous phase to obtain the 0.5 g% concentration of each
component. In each separation the column was first filled with the stationary phase.
This was followed by injection of 0.5 ml of the sample solution through the sample
port located on the flow line between the pump and the inlet of the column. Then the
mobile phase was pumped through the head of the column while the column was
rotated at a given rate. The eluate through the outlet of the column was continuously
monitored with an LKB Uvicord I1I at 280 nm. Separations were performed under a
wide range of operational conditions, of rotational speeds (0-80 rpm) and flow-rates
(120 and 240 ml/h), while both upper aqueous and lower non-aqueous phases were
tested as the stationary phase.

Preparative counter-current chromatography with a long column

The preparative capability of the present scheme was examined with a long
column consisting of 10 coils with 2.5 cm core O.D. connected in series (tail-head
connection). The column consisted of nearly 500 helical turns with a total capacity of
approximately 900 ml. It was symmetrically mounted on the outer positions of the
column holder. The solvent system and the samples were the same as those used in the
partition efficiency studies. The sample solution was prepared by dissolving 500 mg of
each DNP amino acid for a total of 1 g in 30 ml of the solvent consisting of equal
amounts of the upper and lower phases. In each separation, the column was first
filled with the stationary phase followed by sample injection through the sample port.
Then the mobile phase was pumped through the head of the column at a rate of 120
ml/h while the column was rotated at the optimum rate determined by the preliminary
studies. The eluates were collected with an LKB fraction collector to obtain a 12-ml
fraction in each test tube. A 20-ul volume of each fraction was mixed with 3 ml of
methanol to measure the absorbance at 430 nm with a Beckman DU spectrophotom-
eter.

RESULTS AND DISCUSSION

The typical results of the retention studies are illustrated in Fig. 2 where the
percentage retention of the stationary phase relative to the total column capacity is
plotted against the rotational speed of the column. The several lines drawn in each
diagram indicate the effect of different flow-rates. Retention near 509 is considered
to be ideal while lower levels of retention can be suitable for separations if the inclina-
tion of the curve is near horizontal which insures a stable retention of the stationary
phase upon fluctuation of the rotational speed.
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Fig. 2 shows retention in the large coil (2.5 cm O.D. core) mounted in the outer
position of the column holder for the lower non-aqueous phase (A) and the upper
aqueous phase (B). As is clearly observed, the retention levels of the non-aqueous
phase are substantially lower than those of the aqueous phase throughout the applied
rotational speeds. This higher level of retention produced by the aqueous phase may
be largely attributed to its greater affinity to the glass wall of the column. The effects
of the flow-rate on the retention of the stationary phase are also clearly shown in these
diagrams; the slower the flow, the higher the retention levels. Figs. 2C and D similarly

A

100 -

RETENTION (%)
£
T

L 60ml/h
120mi/h
L 240mli/h

L 360ml/h
0 L 1 o I L |
0 20 40 60
RPM
B
100

pe—y gemir——r——r

V/x ——
120ml/h

RETENTION (%)
g

240mli/h
1 360mi/h
L
0 i 1 ! —1 3 1
0 20 40 60
RPM

Fig. 2. (Continued on p. 176)
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Fig. 2. The effect of rotational spced and flow-rate on stationary phase. Large coil in outside
position: A, non-aqueous stationary phase; B, aqueous stationary phase. Small coil in outside
position: C, non-aqueous stationary phase; D, aqueous stationary phase.

show the retention levels in the small coil (1.25 cm O.D. core) mounted in the outer
position of the column holder for both stationary phases. The data clearly show that the
retention levels produced by the small coil is substantially higher than those by the
large coil for both non-aqueous and aqueous stationary phases. This may indicate that
in the small core coil the linear velocity relative to the gravity becomes smaller resulting
in less violent mixing of the two phases and, therefore, higher levels of phase retention
at a given rotational speed occur.
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SEPARATION OF DNP AMINO ACIDS
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Fig. 3. The effect of rotational speed on the partition efficiency in the separation of DNP amino acids.

Data obtained with the same columns mounted in the inner position of the
column holder gave similar results. Overall results indicate that satisfactory retention
levels can be obtained with either type of coils under a wide range of rotational speeds
and flow-rates.
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Fig. 3. summarizes the results of DNP amino acid separation with a single coil
mounted in the outer position of the column holder under a flow-rate of 120 ml/h. In
each diagram, partition efficiency can be easily estimated by the resolution of the two
peaks. In all groups the efficiency sharply increases as the rotational speed increases
from 0 to 40-60 rpm, where the peak resolution becomes maximum. Further increase
of the rotational speed to 80 rpm results in the loss of peak resolution. The optimum
rotational speed thus ranges from 40 to 60 rpm for all groups. The highest peak resolu-
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Fig. 4. Preparative-scale separations of DNP amino acids with a long coiled column. A, non-aqueous
stationary phase; B, aqueous stationary phase.
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tion is given by the large coil while the small coil could yield much higher resolution if
two coils are connected to make the capacity equal to that of the single large coil. The
results obtained with a higher flow-rate of 240 ml/h yielded less efficient separations in
both small and large coils compared with those produced at 120 ml/h. The results
obtained from the coils mounted in the inner position of the holder gave separations
similar to those produced by respective coils mounted in the outer position of the
column holder.

The preparative capability of the present counter-current chromatographic
scheme was demonstrated by the separations of 1-g samples with a long column
consisting of 10 large coils connected in series in the outside position. The separations
were performed at a 120 ml/h flow-rate using both non-aqueous and aqueous station-
ary phases. Fig. 4A shows a chromatogram obtained at the optimum rotational
speed of 40 rpm by using the non-aqueous phase as the stationary phase. The two
DNP amino acids were completely resolved as symmetrical peaks and eluted out
within 9 h. The partition efficiency calculated according to the standard formula'
gives 1250 theoretical plates (T.P.) for the first peak and 880 T.P. for the second peak.
Fig. 4B shows a similar chromatogram obtained at 60 rpm using the aqueous phase
as the stationary phase. Because of higher aqueous phase retention, the peak resolu-
tion is much greater than that of the separation using the non-aqueous phase as
stationary. The partition efficiency in the latter separation gives lower figures of
1000 T.P. for the first peak and 830 T.P. for the second peak.

The present scheme enables preparative-scale separation with a simple, com-
pact apparatus. Separations are performed without the presence of solid supports
and, therefore, complications such as sample loss, contamination and tailing of the
solute peaks are minimized. The scheme yields high partition efficiency comparable to
liquid chromatography while retaining high reproducibility and predictability in-
herent in the Craig counter-current distribution method. Because of its simplicity and
mechanical stability, the present scheme can be further scaled up for large-scale
industrial separations.
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SUMMARY

Relationships have been derived for the first absolute and the second and third
central moments of the chromatographic curve from a non-isobaric column for the
Kubin and Kudera model (axial dispersion, external diffusion, internal diffusion, rate
of adsorption). The dependence of the axial dispersion coefficient, mass transfer
coefficient and effective diffusion coefficient on the pressure or carrier gas velocity is
taken into account. In expressing the internal diffusion, the transition region between
Knudsen and bulk diffusion is considered. By using the relationships for the moments,
the dependence of the plate height on the carrier gas velocity is expressed (a modified
Van Deemter equation for the non-isobaric case). If the rate of adsorption is not
significant and internal diffusion takes place in the bulk region, it is possible to use
the isobaric form of the Van Deemter equation with a corrected plate height.

INTRODUCTION

The driving force for the flow of a carrier gas through a packed chromato-
graphic column is the pressure drop, Ap (4Ap = p, — p., where p, and p, are the
column inlet and outlet pressures, respectively). Consequently, the pressure p(z)
decreases and the interstitial linear velocity v(z) increases along the column since
because of the constancy of carrier gas mass flux, the following relationship holds*
(on the assumption of ideal behaviour of the carrier gas):

p(2) v(z) = p.v. = constant 6y

Recently, gas chromatography has been increasingly employed to determine
the physico-chemical and chemical engineering parameters of rate processes taking
place in a packed column. Therefore, it is necessary to include into the relevant
relationships also the effect of varying linear velocity and pressure of the carrier gas

* The change in total mass flux due to the injected substance is considered to be negligible.

0021-9673/81/0000-0000/$02.50  © 1981 Elsevier Scientific Publishing Company



182 0. PAZDERNIK, P. SCHNEIDER

because a number of parameters depend on these quantities (axial dispersion, external
diffusion, internal diffusion).

So far attention has been paid, from this point of view, to some simpler models
of processes in chromatographic columns (see, e.g., refs. 1-4) or a solution has been
obtained by using simplifying assumptions®. For the most general model of gas chro-
matography (the Kubin and Kudera model®7), the expression for the first absolute
moment of the outlet chromatographic curve has recently been obtained by Carleton
et al 8.

The aim of this work is to express the first absolute (x;) and the second and
third central moments (u,, u3) of chromatographic curves in a non-isobaric column
for the Kubin and Kuéera model.

THEORETICAL

Pressure and velocity profiles
Even at relatively high carrier gas velocities, the Reynolds number in a packed
column is usually low so that the Darcy equation is sufficient for the description of

the carrier gas flow:
N = B*(p/p) (1/R,T) (—dp/dz) @

where N is the molar density of the carrier gas flow, R, the gas constant, 7 the absolute
temperature, u the viscosity of the carrier gas, B* a constant characteristic of the
packed column and z the length coordinate of the column (z = 0 at the inlet, z = L
at the outlet). On integrating this equation, we obtain the following expression for
the dependence of pressure and linear velocity on the position in the column:

1/2

P@Ipe = v/W2) = [1 + QuLav/B'p) (1 — )] €

or
1/2

PEpe = @ = [1 + @ = 1) (1 = )] @

where the subscript e denotes the values at the column outlet and P is the relative
pressure at the column inlet (P = py/p,).

Non-isobaric column

If we divide the chromatographic column into differential segments of length
dz, the pressure and velocity of the carrier gas can be considered to be constant in
each segment. The contributions to moments due to a differential segment dz are
therefore the same as in an isobaric column in which the velocity and pressure are
¥(z) and p(z), respectively, and in which an identical shape of the input signal is used.
Therefore,

D) = 10 = [ o 82 (1 =0,1,2,..) o

tun(L) - ‘un(o) = ofL _(%Z(Aun)isobar dz (n Tt 09 l, 2: "') (6)
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where y, and u, denote the nth absolute and central moment, respectively, of the
chromatographic curve at the position z[u,(L) and u,(L) are the moments of the outlet
chromatographic curve at z = L] and the subscript isobar denotes the moments for

a column with a negligible pressure drop.
The moments x, and y, for the isobaric and non-isobaric cases are defined in

the usual way as

1fz) = f * ety f " B 1 =10,1,2,..) 0)

Ha(2) = fw (t — p)"c(z,t)dt/ J. ’ c(z,t)dt (n=0,1,2,..) (8)

where c(z,t) is the time dependence of the concentration of an injected substance at

the position z.
Regardless of the pressure conditions in the column, for an input signal in

the shape of a rectangular pulse of width 7, it holds that
#1(0) = £6/25 ua(0) = 15/12; p13(0) = O ®

If we use an input signal in the form of a Dirac function, all of the input moments
are zero:

#n(0) = p(0) =0 (n=1,2,..) (10)

Kubin and Kucera isobaric model
In the Kubin and Kucera model, the processes in a chromatographic column can
be described by the following mass balances of the injected substance®:7-%-10:

column

E(0%c/0z") — w(dc/9z) — (9c/ot) — (3y/B) (D/R) (9¢/or |r) = O (1n
particles of the column packing:

D[(9%q/ar®) + (2/r) (9q/ar)] — B(9q/dt) — o,(8w/dt) = O 12)

Because of the low concentration, a linear rate equation is assumed for the rate of
adsorption of the injected substance:

ow/dt = kal(KBle,)g—w] (13)

If the adsorption is in equilibrium, this equation turns into the linear (Henry) adsorp-

tion isotherm.
The partial differential eqns. 11 and 12 are supplemented by the following

boundary and initial conditions:

D(9q/0r| ) = k.[c — q(R)] (14)
r=0 dqgjfor =0 (15)
t <0 c=gq=w=0 (16)

z=0 t >0 c=c¢y2) a7
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In eqns. 11-17, ¢ and g denote the molar concentrations of the injected substance in
the carrier gas in the space between the particles of the packing and in the pores of
these particles, respectively, w is the molar amount of injected substance adsorbed
per unit mass of packing particles, r is the length coordinate of the spherical particles
of the packing (r = 0 at the centre, » = R at the external surface), ¢ is the time from
the beginning of input signal, E is the axial dispersion coefficient, which is usually

expressed as
E = (9/t) + xRy (18)

2 is the binary bulk diffusion coefficient of the injected substance—carrier gas pair,
T is the tortuosity of the space between the particles of the packing, x» is a numerical
coefficient characterizing the contribution of turbulent diffusion to axial dispersion,
R is the radius of the particles of the packing, k, and K are the rate constant of
desorption and the dimensionless equilibrium constant of adsorption of the injected
substance on the internal surface of the particles of the packing, respectively, k. is
the mass transfer coefficient of the injected substance between the bulk of the carrier
gas and the external surface of the particle, D is the effective diffusion coefficient in
the packing particle, « is the external porosity (void volume between particles per
unit column volume), f is the internal porosity (pore volume in a particle per unit of
its volume) and y is the ratio of the void volume in the particle (pores) to that between
particles [y = (1 — &)f/a].

By solving the system of eqns. 11-17 by Laplace transformation, it is possible
to obtain the following expressions for moments®7+911:12;

[/";(Z)]isobar == II,L;(O) + (Z/V) (1 =Te 60) (19)
[a(Disovar = 12(0) + (22/¥) [04 + (E[V) (1 + 8)°] (20)
[13(2))isovar = p3(0) + (62/v) [0, + 2(E[v})d, (1 + &) + 2(E[v})* (1 + 60)°] (21)
where
d = y(1 + K) (22)
8 =8, + 0y + 04 (23)
8 = (03]y) (KIk /(1 + K)* = yKJk, (24)
oy = (8/7) (RB/3k.) (25)
8, = (8/y) (R*B/15 D) (26)
8, = [81 + (3/7) 67 + (82/K)1/d, 27

Non-isobaric model
Under non-isobaric conditions it is necessary to take into account the change

in the carrier gas velocity along the column and, simultaneously, the corresponding
changes in transport parameters which depend on the carrier gas velocity or pressure.
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Using eqn. 18 for the description of axial dispersion, then, with respect to
eqn. | and to the fact that & ~ 1/p, it holds that

E/Ee = v/ve = Pe/P (28)

The mass transfer coefficient, k., is usually correlated in the form of the Sher-
wood number with the Schmidt and Reynolds numbers, i.e., as Sh = f(Re,Sc). Here
neither Re nor Sc¢ depends on the position in the column [S¢ = (Sc),, Re = (Re).],
so that Sh = (Sh), and hence

ke/(ke)e = v[ve = pelp (29)

With internal diffusion the situation is more complicated. If diffusion takes
place in the Knudsen region the effective diffusion coefficient does not change along
the column and D = D,. If diffusion occurs in the bulk region then D/D, = v/v, =
P./p- For the transition between these regions it is therefore possible to write approxi-
mately

D[D, = (v[ve)" = (pe/p)™ (30)

where m takes values between 0 and I (m = 0 in the Knudsen region, m = 1 for the
bulk diffusion). With the exception of porous particles containing only very narrow
pores in which the Knudsen diffusion occurs (see, e.g., ref. 9), it can be expected that
the diffusion transport will take place mostly in wider transport pores (see, e.g.,
refs. 10 and 13) close to the bulk region.

The parameters describing the rate and equilibrium of adsorption of an injected
substance (k,4, K) do not depend on the pressure and velocity of the carrier gas.

Non-isobaric moments

By integrating according to eqns. 5 and 6 on using relations 19-21 and depen-
dences 28-30, it is possible to obtain the following relationships for the moments of
the outlet chromatographic curve from a non-isobaric column:

(L) = i (0) + (L/ve) fi (1 + &) (1)
#aL) = 112(0) + RL/v,) [fi8a + f2(0)e + fnsr 0a)e + fo (Eeve) (1 + 8] (32)
#s(L) = us(0) + (6L/ve) {(1/80)[£i0% (1 + K)/K 4 £3 0+ (10/Dfy sy (Bde -+
+ 200 (f2 0)e + frnr1 (32 + 2fme2 (Op)e Badel + 2(Eefv2) (1 + &) [/20a +
+ fms2 Ode + f3 (09)] + 21 (B (1 + 60’} (33)
where J, and ¢, are given by eqns. 22 and 24 and

(87)e = (3/7) [RB/3(K.)e] (34

(Ba)e = (0/y) (R?B/15 D) (35
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The correction factors f,(k = 1-3) can be expressed as functions of the rela-
tive inlet pressure, P:

fi= ] | GaF ALY = /(K + DIPHE — 1P — 1) (36)

The dependences f; vs. P are illustrated in Fig. 1; it can be seen that the correction
factors can take comparatively high values. It can also be seen that for lower P holds

Sl P) ~ [fi(P)]".
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Fig. 1. Correction factors for moments.

First absolute moment. The factor f; in eqn. 31 for u (L) is identical with the
James—Martin correction for retention times'*!S and has recently been derived by
Carleton et al.® for the Kubin and Kucera model by solving a system of balance equa-
tions for a non-isobaric column. On introducing the corrected linear volocity v.,,, as

Veorr = ve[fl (37)

the dependence [u;(L) — u1(0)] vs. L/v.,, must be linear and pass through the origin
as in the isobaric case (cf., eqn. 19). From the slope of this dependence it is possible
to determine the adsorption parameter, do, or the equilibrium adsorption constant
of injected substance, K.

From a comparison of first absolute moments in the non-isobaric (P > 1) and
isobaric (P = 1) cases at the same outlet velocity, v,, it follows that u;(L) in the non-
isobaric case is always higher because f; > 1. This is a consequence of lower linear
carrier gas velocities in the upstream parts of column in comparison with v,.

Second central moment. Under otherwise identical conditions, at the same
velocity v,, the second central moment in the non-isobaric column is always higher
than in the isobaric case (corrections fi, 3, fin+1 = 1). The existence of a pressure drop
consequently contributes to the peak spreading. The relative increase in the contri-
butions of axial dispersion and external diffusion is the same; the increase in the
internal diffusion contribution depends on the region in which internal diffusion takes
place (parameter m). With bulk diffusion (m = 1), this increase is the same as for
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axial dispersion and external diffusion. If the Knudsen diffusion is significant (m < 1)
the contribution of internal diffusion decreases.

If adsorption is very rapid (d, — 0) and internal diffusion is of the bulk type
(m = 1), the relative increase in the second central moment due to the pressure drop
in the column is f; — 1. Consequently, at P = 1.1, 1.5 and 2 it represents 10.5%,,
62.59% and 1509, respectively.

Third central moment. The third central moment, u;(L), characterizes the
asymmetry of the outlet chromatographic curve. It is evident from eqn. 33 and from
the values of the correction factors in Fig. 1 that the pressure drop increases the
asymmetry considerably. For instance, for §, — 0 and internal diffusion in the bulk
region (m = 1), the relative increase in the third moment compared with the isobaric
value is f3 — 1. Thus, for P = 1, 1.5 and 2 it amounts to 16.3%;, 1119 and 3139,
respectively. The increase in contributions to the third moment due to the external
and internal diffusion and axial dispersion is the same as with the second central
moment.

Plate height. When evaluating the parameters of processes taking place in a
chromatographic column, the plate height, H, is often used. It is defined as

H = Lpy(L) — p0)/[1(L) — s (O)F (38)

The dependence of H on the carrier gas velocity, v,, can easily be obtained even in
the non-isobaric case by combining eqns. 38 and 18 and 31 and 32 in the form

H = Agz + (Bgz/ve) + Cve (39)
where
A =2=xR (40)
B =29, 41)
C =Cug1+ Crgr+ Cagmsa 42)
C. = 26,/(1 + 85) (43)
Cr = 2(65)/(1 4 6o)? (44)
Ca = 2(84)./(1 + do)* (45)

and the corrections g, (k = 1-2) are defined as
g = filfi = [9/(2k + HI (P2 — 1) (P*** — D)/(P* — 1)? (46)

The dependence g,(P) is illustrated in Fig. 2*. Eqn. 39 is related to the modified Van
Deemter equation, into which it turns in the isobaric case (P =1, i.e., g, = g, =

Em+1 = 1)'

* The slight dependence of g, on P is a consequence of the approximate validity of the relation-
ship f; ~ fi* (g2 = £lfi> ~ ).
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Fig. 2. Correction factors for the Van Deemter equation (eqn. 38).

The contributions to constant C (eqn. 42) change in the non-isobaric case in
a different way. In comparison with the isobaric case, the contribution of the rate of
adsorption diminishes (C,g;; g < 1), as the contribution of internal diffusion
diminishes in the case when the Knudsen diffusion plays a more significant role
(Cigm+1; €-8., for m = 0.5 g, 5 < 1). The contribution of external diffusion (C,g,) is
influenced only slightly by the change in the pressure drop over the column (e.g.,
for P = 5, g, = 1.095); the same holds for internal diffusion in the bulk region (C,g,).
Likewise the terms characterizing the turbulent (Ag,) and the diffusion (Bg,) parts of
axial dispersion change slightly.

It often occurs that the rate of adsorption plays a negligible role (C, — 0) and
the internal diffusion in close to the bulk region (m — 1). Then it is possible to rewrite
eqn. 39 in the form

Hlg, = A + (B/ve) + (C4 + Cy)ve (47)

The corrected plate height, H/g,, therefore exhibits a dependence on velocity, v,,
identical with that for isobaric conditions. Since for P < 5 the correction function g,
differs from 1 at most by 109, it is possible to use, in a rougher approximation, the
uncorrected values of H on the left-hand side of eqn. 47.

CONCLUSION

Using the relationships for moments of outlet chromatographic curves in non-
isobaric columns, it is possible to estimate the effect of pressure drop on the separation
efficiency of the column: the retention times [~u;(L)] of components of the separated
mixture increase in the same way (factor f); however, the peaks are simultaneously
spread [~pu,(L)] and their asymmetry is increased [~pu,(L)]. Consequently, partial
overlapping of peaks takes place and the quality of separation is reduced.

The presence of pressure drop does not cause any problems in chromato-
graphic measurements aimed at evaluating the adsorption equilibrium constant of
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an injected substance (K in the parameter d,, eqn. 22). Provided that the corrected
carrier gas velocity, V.., (eqn. 37) is used, it is possible to evaluate the parameter d,
from the dependence [u;(L) — pj(0)] vs. L/v., in the same way as under isobaric
conditions.

A more complicated situation occurs when it is necessary to evaluate transport
parameters by using higher moments of outlet chromatographic curves or plate
heights. Then we usually start from the measurements at a number of linear velocities
and/or particle sizes of the packing and a graphical procedure or numerical fitting of
experimentally determined moments is used. Eqns. 32, 33 and 39 contain, in addition
to constant parameters, the correction functions f; and g, (eqns. 36 and 46), which are
expressed through the easily measurable inlet pressure. Then it is necessary to express
P in eqns. 36 and 46 from the relationship

P=[1+ (2.“La ve/B*pe)]llz (48)

which follows from eqns. 2 and 3. Further, it is necessary to express the dependence
of E, on v,, e.g., by using eqn. 18", and the dependence of (k). on v, by employing
the chemical engineering correlations for packed beds. As external diffusion usually
represents a negligible resistance, the last step is not decisive.

Under the usual conditions, adsorption is in the vicinity of equilibrium
(6, — 0), external diffusion plays only a negligible role and transport in the packing
particles takes place mostly in wide transport pores (m — 1). Then it is possible to
evaluate easily the effective diffusion coefficient, D,, from the slope of linear asymptote
of the dependence of H/g, vs. v, for higher linear velocities of the carrier gas (C,,
eqn. 45). For the usual pressure drops the correction g, can also be omitted and the
part of the dependence H vs. v, for higher velocities can be used directly.

The validity of eqns. 5 and 6 is substantiated by the additivity of moments.
Further proof follows from the identity of correction functions f; and f, obtained for
the case of a linear pressure decrease along the column with corrections obtained via
the exact solution of the non-isobaric column material balance (partial differential)
equations; for this simple pressure profile this can be easily done in a manner similar
to that proposed by Carleton et al®.

SYMBOLS

A, B,C  term of the Van Deemter equation (cm, cm?/sec, sec)

B* constant characteristic of the packed column (cm?/sec)

c(z,t) time dependence of the concentration of the injected substance at position
z in the interstitial volume (mol/cm?)

C.,,C;,C, contributions to the constant C in the Van Deemter equation (sec)

9 binary bulk diffusion coefficient (cm?/sec)

D effective diffusion coefficient of injected substance in particles of the pack-
ing (cm?/sec)

E axial dispersion coefficient (cm?/sec)

* This dependence is already incorporated in eqn. 39.
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S correction factor, eqn. 36

x correction factor, eqn. 46

H plate height (cm)

k. mass transfer coefficient (cm/sec)

kg desorption rate constant for the injected substance (sec™!)

K adsorption equilibrium constant for the injected substance

L, column length (cm)

m exponent, eqn. 30

N molar density of the carrier gas flow (mol/cm?-sec)

p, p(2) column pressure at position z (dyn/cm?)

5 relative pressure at the column inlet (P = p,/p.)

q concentration of injected substance in pores of the particles of the packing
(mol/cm?)

r length coordinate in spherical packing particle (cm)

R radius of the particles of the packing (cm)

R, gas constant (erg/mol- °K)

Re Reynolds number, Re = 2Rvo/u

Sc Schmidt number, Sc = up/ 2

Sh Sherwood number, Sk = 2Rk [ D

t time (sec)

to width of the input rectangular pulse (sec)

T absolute temperature (°K)

v, ¥(2) interstitial carrier gas velocity at position z (cm/sec)

w molar amount of injected substance adsorbed per unit particle mass (mol/g)

z length coordinate of column; z = 0 at inlet (cm)

a external porosity

B internal porosity

Y ratio of void volume in particle (pores) and between particles; y =
1 — o)/

do contribution to moments

04,04, 05,0, contributions to moments (sec)

9, contribution to moments (sec?)

» numerical coefficient (eqn. 18)

U carrier gas viscosity (g/cm -sec)

Ha(2) nth absolute moment at position z (sec”)

Un(2) nth central moment at position z (sec”)

0 carrier gas density (g/cm?®)

0» apparent packing density (g/cm?)

T tortuosity of the interparticle space

Subscripts

0 column inlet

e column outlet

isobar negligible pressure drop

a adsorption

d internal diffusion

I external diffusion
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CENTRATIONS BY THE INERT GAS STRIPPING METHOD*

B. DOLEZAL* and M. POPL

Department of Instrumental Analysis, Institute of Chemical Technology, 166 28 Prague 6 ( Czechoslo-
vakia)

and
R. HOLUB

Department of Physical Chemistry, Institute of Chemical Technology, 166 28 Prague 6 (Czechoslo-
vakia)

SUMMARY

Based on a theoretical concept of changes in solute concentration brought
about by the passage of an inert gas, a measuring apparatus was set up and a satu-
ration vessel devised that alters the equilibrium between the liquid and gaseous phases.
The inert gas flow-rate was optimized. Two variants of the experimental procedure
were tested on n-pentane and n-octane. The results obtained on passage of the pure
inert gas were within the limits of error of the results obtained by employing pre-
saturation.

The proposed method is not too laborious and is easy to perform; on the
other hand, the period required for the necessary decrease in concentration is very
long (up to several days).

The pre-saturation variant can be used when highly volatile solvents are
involved, whereas the other variant has to be used if trace amounts of impurities in
the solvent could affect the concentration of the solute in the solution being measured.

INTRODUCTION

Activity coefficients of components at infinite dilution are important thermo-
dynamic quantities used in the characterization of phase equilibria. There are a
number of methods (in chromatography they are “static” methods) for the determi-
nation of activity coefficients of solutes in finite concentrations; their extrapolation
to the concentration limits, however, is usually inaccurate or completely unsuccessful.
A common procedure for the determination of the y* values is the “retention time
method” in gas-liquid chromatography (GLC), based on a thermodynamic charac-
terization of the equilibrium between the solute and the solvent in a GLC column.

* Presented at the 6th International Symposium * Advances and Application of Chromatography in
Industry”, Bratislava, September 16-19, 1980.
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Experimental and calculation correlations have been proposed for obtaining the true
values of the coefficients from experimental data; however, it is not always possible
to evaluate adequately the effect of adsorption on the gas-liquid or liquid-solid
interface. From this point of view, the inert gas stripping method! appears to be
suitable for the determination of the limiting activity coefficients for very low con-
centrations of the solute, because the solvent surface area to weight ratio is negligible
compared with that in a GLC column.

THEORETICAL

In accordance with the general procedure presented elsewhere!-?, relationships
between the results of chromatographic analysis of the solute and solvent and the
volume of inert gas passed were derived?, based on a thermodynamic description of
the solute (1)-solvent(2)—inert gas(3) system.

Balance of the components leaving the solution

The relationship between the instantaneous solution composition and equi-
librium gaseous phase can be expressed using Raoult’s and Henry’s laws (assuming
x; =0, x, —> 1, x3 = 0):

i =xcp f? M
15 =xf )
fy = X3 Hs 2 3)

where f7 (i = 1,2,3) is the fugacity of component i in the system outlet, /¢ (/ = 1,2) is
the fugacity of the pure component at the system temperature, y, is activity coeflicient
of the solute at a given composition and temperature of the liquid phase, Hj, is
Henry’s constant for inert in pure solvent,

n;

AENI. . - 4
* ny + n, + ny ()

(i = 1,2,3), x; is the molar fraction of component i in the liquid phase and n,, n, and
n3 are moles of solute, solvent and dissolved inert gas, respectively, in the solution.

The system fugacity is given approximately as the sum of fugacities of the
components according to eqn. 1, 2 and 3:

I sy +f +F )
and then
0
dn; = x; 9, ;‘: - dn~ (6)
fzo

dn; = x, -f_ - dn~ ™
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where dn and dn; are infinitesimal masses of solute and solvent leaving the solution
simultaneously with dn; moles of inert gas. Further,

dn™ = dn; + dny + dng (8)
From eqns. 6-8 the relationship

S dny

dn =
I~ —x 2] — %

®

can be obtained, which, in combination with eqns. 4 and 6 and eqns. 4 and 7 gives the
explicit expression for the instantaneous solution composition and leaving gaseous
phase:

n T dny
dnp =2ty 11 O (10)
or
0 o
dny = f-_i df; (11
where
_ _fg . f? ny n3
A= F (1 71 f__)n_z+”—z (12)

Balance of the components entering the solution from the overall balance

There are two main possibilities: either pure inert gas is used!-? or the inert
gas is saturated with solvent vapour so that loss of the solvent is prevented. In view
of the assumption of a highly dilute solution, most of the quantities in eqns. 10 and 11
can be regarded?® as independent of concentration and their values approximated by
those occurring at the beginning of the measurement. The factor y, in eqn. 12 can
be considered as a correlation factor, as the effect of all the terms except 1 — f3/f~ on
A is virtually negligible.

Passage of pure inert gas
In this instance

dn, = —dny (13)

dn, = —dn; (14)

dn; = dn} — 11;3 - dn, (15)
3,2

where the superscript -+ refers to entering the solution. Combining eqns. 10 and 11,
we obtain

0
din ny(n}) =y, - B, din ny(n¥) (16)

0
2
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where ny(ny) and n,(n}) are functions of the masses of the inert gas that entered the
solution during the experiment. The change in the mass of the solute can be obtained
fairly accurately by measuring the areas, S;, enclosed by the chromatographic elution
peaks of the substance; the decrease in the mass of solvent has been described by
Burnett?. With this arrangement, y, can be expressed as

0 +
n="22(11 : din S;(n3 )/S1(0) ; an
/i din[l — —= - Iz “ ]
n0) f~ 4 ‘f‘z)/f_ 'f::,_/Hs,z

where (0) denotes the quantity in question at the beginning of the experiment and
(n3) denotes the value after the entry of ni moles of pure inert gas into the solution.

Passage of inert gas saturated with solvent vapour
The inert gas saturated with solvent vapour is fed into the solution under
conditions such that changes in amount of solvent are prevented. There is only one
significant difference in the conditions with pre-saturation and the use of a saturation
vessel, namely the pressure. The effect of this difference is offset by a corresponding
rise in temperature:
% Pt
PYTH = 22 - o

2

» PAT™); PYT™) == >T'* (18)

where -+ refers to the values in the pre-saturator and — to those in the saturation
vessel.

The change in the mass of the solute (eqn. 10), can be found accurately by
GLC analysis; the activity coefficient for very low concentration can be written as

_ F din Sl(n;')
y1= — ny(0) 7o A4 —dnF (19)

EXPERIMENTAL

n-Pentane was obtained from Carlo Erba (Milan, Italy), n-octane from VEB
Laborchemie (Apolda, G.D.R.) and carbon tetrachloride from Lachema (Brno,
Czechoslovakia).

The two variants of the method were tested on the n-pentane(1)-n-octane(2)
system using nitrogen(3) as the inert gas. Each experiment consisted of 20-30 analyses,
in which the amount of inert gas passed was read, two or three injections were made
in rapid succession and the n;" value was read again and averaged with the preceding
one. This sequence was performed approximately ten times. The concentration
dependence of ycc,, in Cg was obtained based on analogous procedures.

The experimental data required for the determination of y® based on eqn. 17
or 19 were measured on the apparatus depicted in Fig. 1. Its basic unit was the satu-
ration vessel (5), depicted in Fig. 2.

The volume of solution measured was approximately 130-140 ml. The coil
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Fig. 1. Apparatus. 1 = Pressure vessel containing the inert gas; 2 = gas flow control; 3 = pre-
saturator; 4 = rotating permanent magnet; 5 = saturation vessel; 6 = proportioning valve; 7 =
capacity vessel; 8 = manostat; 9 = pressure vessel containing the carrier gas; 10 = gas chromato-
graph.

Fig. 2. Saturation vessel. 1 = Open flask; 2 = coil filled with glass beads; 3 = PTFE screw bush;
4 = PTFE screw; 5 = capillary of inert gas inlet; 6 = sampling device; 7 == vapour phase outlet;
8 = thermostated water inlet; 9 = thermostated water outlet.

(I.D. 7 mm) was filled with glass beads 3-3.5 mm in diameter. The circulation of the
solution through the coil (0.2 mi/sec) with a counter-flow of the inert gas was provided
by a rotating PTFE screw applying a flow-rate of the inert gas such that equilibrium
between the liquid and vapour phases could be established.

The inert gas was fed from a pressure vessel (1, Fig. 1) of volume 37.721,
allowing precise control of the overpressure from 0.01 to 0.19 MPa.

With n-pentane the analysis was performed on a Chrom 4 gas chromatograph
with a flame-ionization detector (FID). The column dimensions were 3.5 m X 3 mm
LD., the support was Chromaton N AW DMCS (0.125-0.160 mm) wetted with 5 wt. %
of Apiezon L, the column temperature was 343.15°K, the carrier gas was nitrogen
and the overpressure was 0.06 MPa. In the FID the flow-rates of hydrogen and air
were 0.5 and 5 ml/sec, respectively. Analysis of carbon tetrachloride was carried out
on a home-made gas chromatograph with a Carlo Erba HT 20 electron-capture
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detector. The column dimensions were 2.4 m X 3 mm I.D., the packing was the same
as above (0.1-0.125 mm), the column temperature was 338.15°K, and the carrier gas
was nitrogen, free from oxygen and water, at a flow-rate of 0.33 ml/sec.

RESULTS AND DISCUSSION

Testing the method

The dependences of log S,(r) on ni or on log (1 — constant-n;) were ob-
tained experimentally (see Tables I and II, respectively), based on 20-30 analyses each.
As the assumption of linearity of the dependences proved to be justified, the corre-
sponding straight lines were constructed by applying the least-squares method, the
slopes were determined and the error of the slopes was estimated*. For the pre-
saturation method, the pre-saturator temperatures were calculated by using eqn. 18,
which has been proved? not to introduce a significant error.

TABLE I

LOG S; USING VARIANT WITH PRE-SATURATION

System: n-pentane (l1)-n-octane (2)-nitrogen (3). Conditions: T~ = 293.15°K; P~ = 0.101325
MPa; n,(0) = 0.79506 mol; T+ = 293.43°K; P* = 0.103191 MPa. Average flow-rate of nitrogen =

dlog Sy(n3)

0.182 ml/sec. Slope: —- e = —0.295622 4 0.003529.
13

Average value of n* (mol) log S,
Ist charge 2nd charge 3rd charge

0 3.56632 3.55712 —
0.20408 3.48671 3.48825 —
0.27612 3.44932 3.45165 3.45309
0.34135 3.43783 3.43953 —
0.60994 3.37262 3.37087 —
0.77952 3.33304 3.32945 3.33126
0.85771 3.29403 3.29296 =
1.09646 3.23629 3.22575 —
1.16767 3.19117 3.20063 3.19526
1.31833 3.13956 3.15254 3.14605
1.38210 3.12613 3.13518 3.13387
1.74945 3.04805 3.02965 —
2.97823 2.98162

1.92961 2.98046

The dependence of the slope per unit amount of the solvent on the flow-rate
of the inert gas (Table IIT) indicates the optimal nitrogen flow-rate to be 4-10~-
8-10-° mol/sec, or 0.1-0.2 ml/sec. The data necessary for the calculation of the y
value from eqn. 17 or 19 were obtained as follows: the fugacities were calculated from
the second virial coefficients, the P? and v, (molar critical volumes) values were
determined according to Vorika et al.’, the B;; (virial coefficient) values for the alkanes
and CCl, were calculated according to McGlashan and Potter® and for nitrogen the
value was estimated according to Brewer and Vaugh’; B;; ~ (B;; + B;))"*; H; , was
assigned the approximate value 77.4 MPa (ref. 8). The errors in the determination of
S £ S8, and £~ were 0.85, 2.5, 0.2 and 0.21 9, respectively.
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TABLE II

LOG §; USING VARIANT WITHOUT PRE-SATURATION

System: n-pentane (1)-n-octane (2)-nitrogen (3). Conditions: 77— = 293.15°K; P~ = 0.101325 MPa;
n,(0) = 0.82268 mol. Average flow-rate of nitrogen = 0.163 ml/sec.

dlog Sy(ny
Slope: ————— w—go-'( L e — 40.8361 + 0.3287.
SN . TN
dlog mO [~ SY S5
[~ Hi,
Average value of log S,
log|1 — ,,_l . fg_ e ."; | Istcharge 2ndcharge 3rd charge
m0) f~ __i_ f3
f~ Hs,

0 N 335027  3.34982  —
—0.000342 3.33143 3.33085 3.33062
—0.000522 3.32163 3.32111 3.32330
—0.000950 3.30442 3.30492 3.30527
—0.004289 3.17162 3.17280 3.17223
—0.004355 3.15770 3.16125 3.15995
—0.005543 3.12368 3.12188 —
—0.005587 3.11878 3.11633 3.11585
—0.008285 3.01063 3.00556 3.00109
TABLE 111

DEPENDENCE OF SLOPE ON INERT GAS FLOW-RATE

System: n-pentane (1)-n-octane (2)-nitrogen (3). Experiment temperature, 293.15°K; pre-saturator

temperature, 293.43°K ; experiment pressure, 0.101325 MPa.

Nitrogen ﬂov;:rate 7

(ml/sec) ny(0) - d:i:i S.’,
(mol)

0.097 —0.23452
0.182 —0.23504
0.200 —0.23536
0.253 —0.23365
0.290 —0.21615
0.385

—0.16900

The error of the determination of #,(0) is negligible and that of the determi-
nation of 4 is about 0.05%,. For an analysis of the errors, the dependences of the
slope per unit amount of solvent on pressure and temperature were established
experimentally by applying the optimal flow-rate (Tables 1V and V, respectively). For
absolute errors with measurements of temperature of A7 ~ 0.02°K and pressure of
AP ~ 70 Pa, the inaccuracy in the temperature measurement leads to a relative error
of 0.068 % and the inaccuracy in the pressure measurement and stabilization results
in a relative error of 0.073 9.

Based on the results of measurements given in Tables I and II, the values of
the activity coefficients were calculated for n-pentane and n-octane at 293.15°K and
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TABLE 1V

DEPENDENCE OF SLOPE ON THE SATURATOR PRESSURE

System: n-pentane (1)-n-octane (2)-nitrogen (3). Experiment temperature, 293.15°K; pre-saturator
temperature, 293.43°K; flow-rate of N,, 0.1-0.2 ml/sec.

Saturator pressure
(kPa) ny(y = 210851
dns*

(mol)

100.0 _ —0.23895

101.325 —0.23504

103.3 —0.23052

TABLE V

DEPENDENCE OF SLOPE ON THE EXPERIMENT TEMPERATURE

System: n-pentane (1)-n-octane (2)-nitrogen (3). Experiment pressure, 0.101325 MPa; flow-rate of
N, 0.1-0.2 ml/sec.

Pre-saturator Saturator dlog S,
temperature temperature (ORI
(°K) (°K) drs
(mol)

288.47 288.15 —0.19513
290.93 290.65 —0.21458
293.43 293.15 —0.23504
295.94 295.65 —0.25754

298.45 298.15 —0.28410

a mean molar fraction of x; = 0.0001. The error was derived from the statistical
error of the slope and the errors of the various variables and effects. For the procedure
without pre-saturation y; &~ 1.003 - 0.042 and for the procedure with pre-saturation
1 = 0.982 4 0.023. These results are consistent with the assumed behaviour of the
n-pentane-n-octane system; a value of 0.99 has been found?® at 303.15°K. Thus it is
possible to employ the procedure in question for the determination of y at very low
concentrations.

== = 1 1 1 1
-8 -7 -6 -5 -4 3

log X
g “cay,

Fig. 3. Dependence of ycci, on CCl, concentration.
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Concentration dependence of yccy,

The above procedures were used to obtain the ycc, values in n-octane at six
different concentrations of carbon tetrachloride. When x¢c,;, = 1073 the method with
pre-saturation was applied; the other systems were studied by using the variant
without pre-saturation. The liquid phase was analysed and the dependence of log S;-
(n5)/S1(0) on log (1 — constant-n3) followed, where S;(0) is the peak area of the
standard injected in succession (solution of carbon tetrachloride in n-octane of the
same concentration as that of the solution measured at the beginning of the experi-
ment). The errors of the individual measurements were determined as for the n-
pentane-n-octane system and are plotted in Fig. 3. Extrapolation leads to an estimate
of the limiting activity coeflicient of carbon tetrachloride in n-octane at 293.15°K of
Y&, = 1.34.
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SUMMARY

Standard and sample solutions stored in borosilicate sample vials were allowed
to evaporate to dryness at room temperature. The solutions were analyzed by gas
chromatography—flame ionization detection before evaporation and after reconsti-
tution to the original volume to determine component losses due to evaporation. The
standard solutions were also stored in sample vials which had been treated with a
surface deactivating agent, benzyltriphenylphosphonium chloride. The standard
solution contained n-hydrocarbons, 1-alcohols, phthalates and polynuclear aromatic
hydrocarbons. The sample solution was a benzene extract of municipal incinerator
fly-ash which contained over 200 components including n-hydrocarbons, phthalates,
polynuclear aromatic hydrocarbons and polychlorinated dibenzo-p-dioxins. At the
959 confidence level, the differences among mean losses observed with the 100 ng/ul
standard mixture were within random variations between untreated and deactivated
vials. The random variations between mean losses of the 10 ng/ul mixture were
significantly higher with the deactivated vials at the 999, confidence level. Large
losses were observed for early-eluting components of the standard solutions and the
benzene extract of incinerator fly ash. Losses for polychlorinated benzo-p-dioxins and
polynuclear aromatic hydrocarbons averaged ca. 10%,.

INTRODUCTION

Because of the high toxicity of certain substances, it is necessary to detect their
presence in the environment at trace-to-ultratrace levels. These substances are usually
present in mixtures containing a large number of components. The use of multi-step
sample preparation and clean-up procedures in which the sample is taken to dryness
and reconstituted before analysis is common'-2. The use of these procedures can result
in the introduction of artifacts and loss of sample components. Karasek et al. have

0021-9673/81/0000-0000/$02.50 © 1981 Elsevier Scientific Publishing Company
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reported a rapid and simple procedure for the analysis of complex organic mixtures
extracted from airborne particulate matter’> and municipal incinerator fly ash® in
which the sample clean-up steps are not necessary. Care is taken to prevent the sample
extract from achieving dryness throughout the sample preparation procedure.

The method of reducing sample extracts to dryness and reconstituting to the
final desired volume has been described®®. It has been shown that significant losses
result when pesticide residue extracts are evaporated to dryness before analysis'®'.
Burke et al.!® have investigated various concentration procedures used to bring
samples to dryness and reported that losses were observed when the extract was con-
centrated to less than 500 ul, independently of the concentration procedure used.
Chiba and Morley!! reported that the use of petroleum ether as the extraction solvent
resulted in greater losses upon condensation of the extract compared to benzene. In
their study, detectable sample loss was observed even when a viscous retaining agent,
such as ethylene glycol was used, when reducing the organic extract below 500 ul.

Although the Pyrex glassware generally used in trace analysis is considered
inert, this surface has been observed to exhibit an undesirable activity towards polar
compounds, owing to the presence of boron, potassium, and silanol groups in the
glass matrix!>'3. These active sites have been shown to adsorb polar compounds
totally'*~15. A common surface deactivation procedure is silylation. However, this
only reacts with the silanol groups allowing the active metal sites to remain. Surface-
active agents have been shown to be more effective in the deactivation of the entire
glass surface towards polar compounds!?-15-16-18,

Studies reported to date which deal with sample component losses during
concentration procedures have been primarily concerned with pesticide residues.
Also, few data have been presented to show actual losses for other real samples, since
most results have been obtained from standard solutions. As yet, no comprehensive
study has been reported in which a large range of solvent— and sample-matrix
systems have been investigated. This study was conceived to examine and compare
component losses from mixtures containing a variety of compound types when
evaporated to dryness and reconstituted. Component losses were investigated employ-
ing standard borosilicate sample vials, some of which were coated before use with
benzyltriphenylphosphonium chloride (BTPPC) to achieve surface deactivation.
Lowering the adsorptive properties of the glass surface might result in a greater
recovery of sample components. Mixtures studied include a standard solution con-
taining n-hydrocarbons, phthalates, polynuclear aromatic hydrocarbons (PAHs) and
primary alcohols in cyclohexane as well as a benzene extraction of municipal incin-
erator fly ash. Of particular interest are the polychlorinated dibenzo-p-dioxins
(PCDD), since some reported methods for their analysis require evaporation to
dryness of sample extracts!-2.

EXPERIMENTAL

The concentrated standard solution used contained n-hydrocarbons, 1-alcohols,
PAHs and phthalates in cyclohexane solvent. A dilute standard was prepared by a
1:10 dilution of the solution given in Table I. Straight-chain hydrocarbons and
alcohols were from standard kits (Poly-Science, Niles, 1L, U.S.A.), dioctyl phthalate
was Baker “Practical Grade” (J. T. Baker, Phillipsburg, NJ, U.S.A.) and the other
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phthalates were from Matheson, Coleman and Bell (Norwood, OH, U.S.A.) and
PAHSs were obtained from Aldrich (Milwaukee, WI, U.S.A.). Cyclohexane (Burdick &
Jackson Labs., Muskegon, M1, U.S.A.) and benzene (Caledon Labs., Guelph, Canada)
were “distilled-in-glass” grade. The BTPPC (Research Org./Inorg. Chem. Corp.,
Belleville, NJ, U.S.A.) surface-active agent was a 19, solution in methylene chloride
(“distilled-in-glass” grade, Burdick & Jackson Labs.).

Storage containers used were Reacti-vials™ (Chromatographic Specialities,
Brockville, Canada) equipped with screw-caps and PTFE liners. Before use, all glass-
ware was cleaned by ultrasonic vibration in an aqueous solution of Alconox detergent
(Alconox, New York, NY, U.S.A.), rinsed with copious amounts of tap water, rinsed
thoroughly with deionized water, and heated in a laboratory oven for 1 h at 300°C.
Glassware was allowed to cool to room temperature before use.

Vials to be deactivated were each coated five times with a 19 solution of
BTPPC in methylene chloride. After each coating the vials were inverted and allowed
to dry before the next application of BTPPC. All vials used in the study appeared to
have even coatings.

Standard solutions

The experimental procedure followed for the standard mixtures is outlined in
Fig. 1. A 1-ml volume of the concentrated (100 ng/u!) standard was placed into each
of the four vials (two deactivated, two untreated). The dilute (10 ng/ul) standard was
treated in the same manner. The original standard solutions were stored in a freezer
at ca. —15°C. The solutions in the vials were allowed to evaporate to dryness by
storing at room temperature in a fume hood with the screw-caps loosely fastened. The
mixtures achieved dryness after ca. 20 h, and all vials were observed to have a yellow-
brown residue which remained after evaporation. The standard solutions were then
reconstituted by addition of 1 ml of cyclohexane. All vials were then agitated ultra-
sonically for ca. 1 min to promote homogeneity and redissolution of the organic
residue. There appeared to be no residue after ultrasonic agitation.

Incinerator fly ash extract

The experimental procedure followed for the benzene extract of municipal
incinerator fly ash is outlined in Fig. 2. The fly ash was supplied by the Ontario
Ministry of the Environment and consisted of grab samples from municipal incin-
erators located in urban centers in southern Ontario. The fly ash, 116 g, was extracted
with benzene using ultrasonic agitation. Initially, the fly ash was placed in a round-
bottomed flask with 300 ml benzene and agitated for 30 min. After decanting the
benzene through a medium-porosity glass-fritted filter, 100 m! of additional benzene
was added and the 30 min extraction cycle was repeated. A total of four extraction
cycles were used employing a total of 600 ml. After the last cycle the fly ash was
transferred to the glass-fritted filter and rinsed with 50 ml of fresh benzene, and the
sorbed fly ash extract was recovered by aspirator suction. The benzene extract was
concentrated to a final volume of 800 ul by rotary evaporation and stored in a
1.0-ml vial equipped with screw-cap and teflon liner from which the 100-z! portions
were taken for the sample evaporation study.

To each of two untreated vials was added 100 ul (Fig. 2). The remaining
extract was stored in a freezer at ca. —15°C. The vials were allowed to evaporate to
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Fig. 1. Schematic of experimental procedure followed for the standard mixtures.
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Fig. 2. Schematic of experimental procedure followed for the benzene fly ash extract.

dryness by storing at ambient temperatures in a fume hood with screw-caps loosely
fastened. The extracts achieved dryness after ca. 40 h, and both vials were observed
to have a yellow-brown residue. Each vial was then reconstituted by addition of 100 ul

of benzene and then ultrasonically agitated for 1 min.

After reconstitution, all samples were analyzed by gas chromatography-
flame ionization detection (GC-FID), using a Hewlett-Packard 5830A GC equipped
with 1.8 m X 2mm L.D. glass column packed with Aue packing!®. Analysis conditions
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were as follows: initial temperature, 90°C; program rate, 4°C/min; final temperature,
250°C, held for 15 min; injection port, 250°C; FID temperature, 275°C; helium carrier
flow, 40 ml/min; injection volume, 3 ul. The initial temperature for the benzene sample
condensates was 50°C. Original standards stored in the freezer were chromatographed
under the same conditions for comparisons.

In addition to GC-FID analysis, original and reconstituted benzene conden-
sates were analyzed by a Hewlett-Packard 5992 GC-MS-calculator system. GC con-
ditions were as above with an initial temperature of 90°C. The GC-MS was operated
in selected-ion-monitoring (SIM) mode, in which the quadrupole MS was selected
tuned to each of six chosen ions during a single analysis. Compounds monitored were
phthalates (ion 149.1), n-hydrocarbons (ion 85.1), biphenyl (ion 154.1), fluorene (ion
166.1), fluoranthene and pyrene (ion 202.2), anthracene (ion 178.1) and benzopyrene
(ion 252.2). Various PCDD isomer series were also monitored, including the tetra
(ion 321.9), penta (ion 355.9), hexa (ion 389.9) and hepta (ion 425.8) isomers, and
octachlorodibenzo-p-dioxin (ion 459.7).

RESULTS AND DISCUSSION

Evaporation—reconstitution of standard mixtures

The loss of each component in the 100 ng/ul. standard mixture following
evaporation-reconstitution is given in Table 1. Comparison between the average
integrated area of each component in the original mixture and the areas after the
evaporation-reconstitution step was made to arrive at the amount of each component
lost. The variance between the average mean losses of the deactivated and untreated
vials were within random variations at the 959/ confidence level. Variances were also
compared between the first eight eluting components for both vials since they showed
greater losses, and were within random variations at the 95%; confidence level. This
is also reflected by the average total loss from each type of vial which are within the
injection and instrument variation of 4-3.1%,.

The results of the evaporation-reconstitution procedure for the 10 ng/ul
standard mixture are given in Table II. The first three eluting components were
entirely lost by both vial types. The average mean losses between the deactivated and
untreated vials were not within random variations at the 99 9 confidence level. This
is an indication that the untreated vials were more reproducible in component loss
following the evaporation step. The variations of the first eight eluting components
were also greater for the deactivated vials at the 959, level, but the rest of the com-
ponents were barely within the random variations at the 95 %, confidence level. The
variability of the vials coating of BTPPC could be the major case of this observation.

Several deactivated vial values in Table II are reported as positive and corre-
spond to a net gain in each component. These are due to random variations and are
within the +-1.8 9 variation of injection and instrument fluctuations obtained from
replicate injections of the original 10 ng/ul standard mixture. Comparisons of the
average total loss observed for the deactivated and untreated vials indicates a signif-
icantly larger loss from the untreated vials. However, due to the large variance in the
component recovery of the deactivated vials it is difficult to show that the use of
deactivated vials will result in a lower loss of components.
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TABLE 1

COMPONENT LOSS AFTER EVAPORATION-RECONSTITUTION OF 100ng/ulSTANDARD
SOLUTION

Component Retention  Original Loss (nglul)

time (min) solution s .
(nglul) Deactivated Deactivited Untreated Untreated

No. 1 No. 2 No. 1 No. 2
Bipheny! 3.6 126 66 63 61 50
Fluorene 1.7 102 28 28 30 21
Dimethyl phthalate 8.4 134 36 40 42 31
Octadecane 9.4 99 12 17 21 i3
Diethyl phthalate 10.6 101 17 21 24 15
Tetradecanol 11.4 103 11 16 21 13
Eicosane 13.8 103 8 14 19 13
Hexadecanol 15.8 102 8 15 19 12
Dibutyl phthalate 18.0 102 8 14 19 12
Fluoranthene 20.0 111 i1 17 21 16
Tetracosane 22.0 103 9 13 17 11
Eicosanol 23.7 104 13 15 18 11
Hexacosane 25.8 102 10 13 17 i1
Dioctyl phthalate 28.9 101 6 13 17 10
Triacontane 32.8 100 6 11 16 11
Benzol[a]pyrene 35.9 100 11 16 15 11
Total loss (ng/ul) 260 326 377 261

TABLE II

COMPONENT LOSS AFTER EVAPORATION-RECONSTITUTION OF 10 ng/il STANDARD
SOLUTION

Component Retention  Original Loss (nglul)

time (min) solution ~—————— — ——— - =HmaL
(nglul) ~ Deactivated Deactivated Untreated  Untreated

No. 1 No. 2 No. 1 No. 2
Biphenyl 3.6 12.6 12.6 12.6 12.6 12.6
Fluorene T 10.2 10.2 10.2 10.2 10.2
Dimethyl phthalate 8.4 13.4 13.4 13.4 13.4 13.4
Octadecane 9.4 9.9 2.3 3.3 2.3 2.8
Diethyl phthalate 10.6 10.1 5.0 6.9 5.1 4.8
Tetradecanol 11.4 10.3 0.9 3.0 2.0 2.6
Eicosane 13.8 10.3 +0.8* 1.5 0.8 1.4
Hexadecanol 15.8 10.2 +0.4 1.5 1.0 2.0
Dibutyl phthalate 18.0 10.2 +1.2 0.8 0.4 I.1
Fluoranthene 20.1 1.1 +0.3 2.1 1.4 2.1
Tetracosane 22.0 10.3 +1.0 0.5 0.6 1.2
Eicosanol 23.7 10.4 +1.3 0.5 0.7 1.5
Hexacosane 25.8 10.2 +1.1 0.4 0.6 1.2
Dioctyl phthalate 28.9 10.1 +1.0 0.5 0.5 1.0
Triacontane 32.5 10.0 +0.9 +0.1 1.3 1.8
Benzo[a]pyrene 36.0 10.0 0.1 2.3 1.3 1.6
Total loss (ng/ul) 36.5 59.4 54.2 61.3

* Positive value indicates a net gain in the component after evaporation-reconstruction.
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Evaporation—reconstitution of fly ash extract

Fig. 3 is a comparison between the GC-FID results obtained for the original
fly ash extract and one of the fly ash replicates after evaporation-reconstitution.
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Fig. 3. Comparison of GC-FID results for 3-ul injections of:: original fly ash extract (top), and the
same extract after evaporation-reconstitution.

Although the two chromatograms are very similar for components which elute after
a retention time of ca. 13 min, significant losses of earlier-eluting compounds can be
observed in the reconstituted sample. Table 11I summarizes the GC-FID results for
the original and evaporated-reconstituted replicates. Since peak areas can be related
to amounts of substances through response factors, the data in Table 111 are a direct
indication of the relative amounts of organic material detected.

Results of GC-MS analysis using SIM are given in Table 1V. Reported
recoveries for compounds in Table 1V are based on comparisons between the average
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TABLE 111

GC-FID TOTAL AREAS® OF FLY ASH EXTRACT CONDENSATE BEFORE AND AFTER
EVAPORATION-RECONSTITUTION

Before evaporation to dryness  After evaporation—reconstitution

Replicate [ Replicate 11 Replicate I Replicate 11

Early-eluting components

(<retention index 1400) 6516 8717 567 932
Late eluting components

(>retention index 2500) 200 205 190 265
Total area 7579 10,000 3274 3797

* Areas are summations of total areas of all peaks detected and are normalized to largest total
peak area = 10,000.

TABLE 1V

RECOVERIES OF SELECTED COMPOUNDS AFTER EVAPORATION-RECONSTITUTION
OF BENZENE EXTRACTION OF INCINERATOR FLY ASH

Compound Recovery (%)

Replicate 1 Replicate 2

n-Hydrocarbons (Cy4—Ca) 99 87
Diethyl phthalate 91 87
Dibutyl phthalate 92 91
Dioctyl phthalate 86 89
Bipheny! 67 62
Pentachlorobenzene 95 97
Fluorene 92 82
Anthracene 95 90
Fluoranthene 96 96
Pyrene 91 88
Benzopyrene 90 98
Tetrachlorodioxins 91 88
Pentachlorodioxins 89 86
Hexachlorodioxins 91 87
Heptachlorodioxins 97 80
Octachlorodibenzo-p-dioxin 90 80

integrated areas for two replicate injections of the original fly ash extract and the
areas each of the evaporated-reconstituted samples. For the chlorinated dioxins, the
total integrated areas for particular isomer series were compared. ldentities of all
of the compounds which are listed in Table IV were known by their mass spectra and
correspondence of retention times of standards from previous work*. The average
percentage deviation of areas from calculated means for the two non-evaporated
samples was +-2.3 %, ranging from +0.02 9, for biphenyl to -+6.2 % for pentachloro-
benzene. The corresponding average for the two evaporated-reconstituted replicates
was 4-3.19%, which ranged from +0.2% for fluoranthene to =109 for the hepta-
chlorodibenzo-p-dioxins. Percentage losses were less for the fly ash extract than for
the standard solution for compounds common to both of these tests. Average



GC OF ORGANIC ENVIRONMENTAL SAMPLES 211

percentage losses for the standard solution were 15 -4 2, 16 - 3 and 18 + 6 for the
n-hydrocarbons, phthalates and PAH compounds in the mixture, respectively. Corre-
sponding average losses of 7 4 3, 10 + 2 and 8 4 59/ were observed for the corre-
sponding n-hydrocarbons, phthalates and PAH which were detected in the fly ash
extract. Biphenyl losses were not included in the above figures. They averaged 449
in the standard solution and 359 in the fly ash extract.

Most recoveries in Table 1V are ca. 90%. The lowest recovery was achieved
for biphenyl (65 %), which is the lowest boiling compound of those in Table I'V. These
results indicate that bringing a sample to dryness may result in significant losses of
extracted organics. Losses were observed even for high molecular weight components
such as benzopyrene and the various chlorinated dioxin isomers. Since these samples
were allowed to evaporate under very gentle conditions, lower recoveries may be
expected when bringing a sample extract to dryness under conditions of reduced
pressure and greater than ambient temperature. For this study, no sample transfer
steps were involved other than the initial transfer of the stock solution to the sample
vials. Further losses can be expected during regular sample analysis which may
include several transfer steps and sample clean-up procedures.
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SUMMARY

A novel method for the derivatization of monosaccharides is presented which
generates only one derivative for each aldose. It involves formation of aldoximes,
their reduction with borane to the corresponding aminopolyols and subsequent con-
version in to the N-ethoxycarbonyl-O-trimethylsilyl derivatives. Although there are
four steps, only small amounts of side-products are found in the gas chromatograms.
The derivatives are stable, at least for several days, and are well suited for determina-
tion of carbohydrates. For ketoses the same derivatization is applicable but results,
as expected, in two diastereomers.

INTRODUCTION

The unequivocal identification of monosaccharides is of general importance
for structural elucidation of natural products and in biochemistry. Capillary gas chro-
matography is the method of choice for analysis of complex mixtures due to its high
separation efficiency. In the case of sugars, however, complications arise from deriva-
tization.

Carbohydrates themselves are not directly amenable to gas-liquid chromato-
graphy and require the preparation of appropriate volatile derivatives. Since the
pioneering work of Bayer! and Sweeley? on the gas chromatographic (GC)
properties of trimethylsily]l ethers of monosaccharides, oligosaccharides and sugar
alcohols, many other derivatives have been proposed. Alditol acetates®, trifluoro-
acetates®, n-butyl boronates®-®, aldonitriles’, O-methyl glycoside trifluoroacetates®,
methoxime- and oxime-trimethylsilyl ethers®!°, and anhydrohexose dithioacetals'!
have been used in the GC analysis of carbohydrates. The major problems with many
monosaccharides and reducing oligosaccharides is the generation of isomeric com-

* Permanent address: Departamento de Quimica, Faculdade de Ciencias e Techologia, Uni-
versidade Nova de Lisboa, Quinta do Cabego, 1899 Lisboa Codex, Portugal.
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pounds during derivatization. This leads to multiple chromatographic peaks which
interfere with the analysis of complex mixtures of carbohydrates. Peaks corresponding
to different sugars may be superimposed, complicating their identification and quanti-
tation!?. Capillaries have been used in attempts to circumvent this difficulty’3—*3,
The most successful approach to diminishing the number of peaks is the preparation
of acyclic derivatives. Reduction to sugar alcohols, followed by acylation, has been
used as a standard method for GC analysis of aldoses®. However, separation of some
alditols is incomplete. Moreover, after reduction aldoses and ketoses afford identical

alditols.

R R 1?
1 1
c=0 NH20CH3 C=NOCH3 BH3—THF 'CHNHZ
]
(&HOH)n se———2> (CHOMln > (CHOH) —>
1 ! |
CHZOH CHZOH CHo0H
R=CHyOH, H
n= 3<%
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CICO)Et/ K,CO3 R 0] TMSI /TMCS/Pyt R o]
| ] | Il
e A e CH-NH -C -0Et CH-NH-C -0Et
| |
(CHOHI) [CHOTMS )
| |
CH,OH CHy,0 TMS
(&) (5)
Scheme 1.

We now report a new method for the preparation of volatile acyclic derivatives
of monosaccharides. Reduction of sugar methoximes yields aminodeoxyalditols (3),
followed by ethoxycarbonylation (4) and trimethylsilylation to the N-ethoxycarbonyl-
O-trimethylsilyl-aminopolyols (5) (Scheme 1). These derivatives are well separated in
wall-coated open-tubular columns in a relatively short time. Aldoses give rise to only
one peak, which allows their unequivocal identification and quantitation. For ketoses
two well separated peaks of the corresponding diastereomers are obtained.

EXPERIMENTAL

Materials

Trimethylchlorosilane (TMCS) was obtained from Sigma (St. Louis, MO,
U.S.A.), 1-trimethylsilylimidazole (TMSI) and ethyl chloroformate from E. Merck
(Darmstadt, G.F.R.). Methoxyammonium chloride was purchased from Pierce
(Rockford, IL, U.S.A.). Pyridine was dried over potassium hydroxide for 48 h,
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refluxed over KOH and distilled. Samples of monosaccharides were purchased from
Sigma.

Apparatus

Gas-liquid chromatography (GLC) was performed on a Dani instrument,
Model 6800, equipped with splitter and flame ionization detector (FID). Two different
capillaries were used: 25 m X 0.28 mm, coated with OV-101; and 25 m X 0.28 mm,
coated with Chirasil-Val'®-'7. Injector temperature: 250°C. Detector temperature:
275°C. Oven temperature was programmed as shown in Figs. 2 and 3 at a rate of
1°/min. Mass spectrometry was performed on a Varian MAT 112 S instrument.

Preparation of derivatives

Aqueous standard solutions of the monosaccharides (each 1-2 mg/ml) with
2 mg/ml of D(—)-mannitol as internal standard were prepared. A 200-ul volume of
each solution was transferred into a derivatization vial having a PTFE-lined rubber
septum and screw-cap. The solvent was evaporated under a stream of nitrogen and
the residue dried in vacuo over phosphorus pentoxide. A 100-ul volume of a
solution of 250 mg of methoxyammonium chloride in 10 ml dry pyridine was added
and the solution was heated to 80°C for 1 h. The solvent was evaporated under a
stream of nitrogen or, if several samples were to be processed, in a vacuum centrifuge.
A 100-ul volume of 1.0 M borane in tetrahydrofuran was added, the mixture agitated
vigorously for 1 min and heated to 80°C for 2 h. After cooling to 0°C in an ice-bath,
the excess of borane was destroyed by careful addition of methanol. The solvent was
evaporated to dryness under nitrogen, 100 ul of 1 M HClin methanol were added and
the solution was heated to 80°C for 30 min. After cooling, the solvent was evaporated
under a stream of nitrogen and the operation was repeated. The residue was dissolved
in 50 ul of a saturated aqueous solution of K,CO; and 25 ul of ethyl chloroformate
were added. The mixture was vigorously agitated for 1 min and left at room tempera-
ture for 1 h. The liquid was then evaporated under nitrogen and the residue dried
overnight in vacuo over phosphorus pentoxide. The dry residue was taken up in
40 ul of dry pyridine, 10 ul of trimethylchlorosilane (TMCS) and 10 ul of trimethyl-
silylimidazole (TMSI), agitated vigorously for 2 min and heated to 50°C for 30 min.
After centrifugation, the supernatant was used for GC.

Calculation

Peak areas were calculated by means of a Spectra-Physics SP 4100 electronic
integrator. The response factor of each sugar was calculated relative to D(—)-
mannitol.

RESULTS AND DISCUSSION

Gas chromatography of sugars can greatly be simplified by the use of acyclic
derivatives. However, for methoxime derivatives, two peaks are observed for each
sugar’, i.e., the syn- and anti-forms. Oxime ethers can readily be reduced by borane in
tetrahydrofuran to give the corresponding amines in high yields!®. Borane offers a
distinct advantage over lithium aluminium hydride: aluminium hydroxide is a strong
adsorbent, and the yields of reduction are generally low!®. The reaction conditions of
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the borane reduction have not been optimized with respect to time and temperature.
Considering the reactivity of borane, complete reduction may be achieved at lower
temperatures and in shorter times.

The obtained aminopolyols can further be derivatized by different methods.
Silylation was found to be difficult or gave two or more peaks with bis(trimethylsilyl)-
trifluoroacetamide (BSTFA) as silylating agent. This can be attributed to the fact
that BSTFA can introduce either one or two silyl groups in primary amines?®. On the
other hand, the trifluoroacetyl derivatives were found to be unstable, and the more
stable pentafluoropropionyl derivatives were not well separated.

Amino sugars can readily be converted with ethyl chloroformate into the
corresponding N-ethoxycarbonyl derivatives*'. These are stable and, after silylation,
exhibit excellent GC properties. For silylation a mixture of pyridine—trimethylchloro-
silane-trimethylsilylimidazole (4:1:1) gave the best results.

Identity of the products obtained was established by gas chromatography-
mass spectrometry (GC-MS) of the derivatives obtained by reduction with trideuterio-
borane. The fragmentation patterns observed are analogous to those of the trimethyl-
silyl derivatives of the sugar oximes and methoximes. The mass spectrum of the glucose
derivative (Fig. 1) shows no molecular ion, but a relatively intense [M — 15]*
(mfe 600), corresponding to incorporation of two deuterium atoms, several chain
cleavage fragments (m/e 103, 205, 307, 409, 410) and some cascades of ions from
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Fig. 1. Electron-impact (EI) mass spectrum of the N-ethoxycarbonyl-O-trimethylsilyl-aminodeoxy-
alditol of glucose. Conditions: electron energy 70 EV ; anode current 0.7 mA ; GC-interface tempera-
ture 250°C; ion source temperature 270°C.
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sequential elimination of trimethylsilanol (571-481-391, 600-509-419-329, 410-319-
229, 307-217). Other diagnostic ions are at mfe 571 ([M — 44]*") and m/e 73
(trimethylsilyl).

Retention times for the derivatives of arabinose, ribose, rhamnose, fucose,
fructose, galactose, mannose and glucose were determined in capillaries coated with
Chirasil-Val (Fig. 2) and OV-101 (Fig. 3). As can be seen from the chromatograms,
only one derivative is formed for each carbohydrate. The retention times on Chirasil-
Val are relatively short with good separation of all sugars, except for galactose and
mannose. A good separation of all sugars is obtained with OV-101, but with signif-
icantly higher retention times. However, if analysis is carried out isothermally at
180°C separation is achieved in 20 min. Interestingly, an inversion of the elution order
of rhamnose and fucose is observed on changing from Chirasil-Val to OV-101 (peaks
4 and 5).
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Fig. 2. Gas chromatogram of N-ethoxycarbonyl-O-trimethylsilyl-aminodeoxyalditols on Chirasil-
Val (25 m x 0.28 mm). Carrier gas hydrogen: 0.4 kg/cm?. Splitting ratio 1:25. Injector temperature:
250°C. FID temperature: 275°C. Peaks: 1 = TMS-mannitol as standard; 2 = arabinose; 3 = ribose;
4 = rhamnose; 5 = fucose; 6 = fructose 1; 7 = fructose 2; 8 = galactose; 9 = mannose; 10 =
glucose.

In contrast to the aldoses, the ketosugar fructose, as expected, shows two well
separated peaks, corresponding to the two possible diastereomers formed on reduc-
tion of the fructose methoxime. The reaction obviously proceeds with some stereo-
selectivity as the two peaks of fructose have an area ratio of ca. 1:2. Although
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Fig. 3. Chromatogram of the N-ethoxycarbonyl-O-trimethylsilyl-aminodeoxyalditols on OV-101
(25 m x 0.28 mm). Conditions and numbering of peaks as in Fig. 2.
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Fig. 4. Gas chromatographic response of N-ethoxycarbonyl-O-trimethylsilyl-aminodeoxyalditols
relative to TMS-mannitol as internal standard: M, galactose; @, ribose, rhamnose; [, fucose,
mannose; O, glucose; A, arabinose; V/, fructose (sum of both peak areas).
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formation of two derivatives constitutes a complication in the GC analysis of ketoses,
the good separation of both peaks still allows quantitation. In any case, the proposed
derivatization considerably simplifies the GC pattern®.

Relative response factors were determined for each sugar, from mixtures con-
taining various amounts of sugar and a fixed amount of mannitol as internal standard.
Good linearity was observed (Fig. 4), but the detector response for the sugar deriva-
tives is somewhat lower than for TMS-mannitol. A similar observation has been made
previously?!

CONCLUSIONS

The GC analysis of carbohydrates is greatly facilitated by a derivatization
sequence which affords only one derivative for aldoses. In the case of ketoses two
diastereomers are obtained. The derivatives are very stable and exhibit excellent GC
properties. Most other derivatization procedures yield either more than one peak
and/or easily decomposing derivatives. For instance, TMS-tagatose gives rise to
seven or eight components®’. The derivatization sequence involves four consecutive
reactions, but offers the great advantage of unambiguous identification and simplified
quantitation of sugars.

The identity of the compounds has been established by GC-MS. Formation
of side- or decomposition products is negligible; consequently the sample amount
required is low: derivatization was performed with about 1 gmol; GC was carried
out with 0.1-1 nmol. We consider that this method is a significant contribution towards
a more sensitive and accurate analysis of carbohydrates in natural products and
biochemical samples.
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SUMMARY

Aqueous sugar solutions containing fructose, glucose and sucrose can be
derivatised rapidly with a novel oximating reagent, incorporating an organic buffer.
The buffered reagent produces rapid and reproducible oximation of the mono-
saccharides without hydrolysing sucrose or affecting its silylation.

Reasons for the use of a SP-2250 glass capillary for the separation of sugars in
cane molasses are also given.

INTRODUCTION

Sucrose, fructose and glucose are the main carbohydrates present in sugar cane
Jjuice and subsequent factory processing streams. Their estimation is important in
assessing both sugar cane quality and factory performance®. The approximate ranges
of the three sugars during processing are listed in Table I.

TABLE I

RANGE OF SUGAR LEVELS IN CANE SUGAR FACTORY STREAMS
Concentrations are expressed as % sugar in sample.

Stream

Fructose (F) Glucose (G) F G Sucroseﬂ
Mixed juice 0.2-0.6 0.2-0.6 1.0 T
Syrup 1-2 1-2 0.9-1.1 50-60

Final molasses 6-11 3-9 1.1-2.4 26-33

Gas-liquid chromatography (GLC) provides a means of measuring these three
sugars more specifically than traditional titration and polarisation techniques which
are readily influenced by impurities?-3.

The volatilisation of sugars prior to GLC is normally achieved by converting
the sugars into their trimethylsilyl (TMS) derivatives. The TMS ethers of mono-
saccharides possess the following disadvantages:

0021-9673/81/0000-0000/$02.50 © 1981 Elsevier Scientific Publishing Company
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(1) the proportions of each anomer will depend on solvent composition, tem-
perature and the length of time the sugar has been dissolved;

(2) the overlap between fructose and glucose leads to inaccurate results;

(3) the overlap of the two major monosaccharides with other minor constituents
in cane molasses will also give inaccurate results;

(4) the signal-to-noise ratio for a monosaccharide producing multiple peaks is
obviously lower than a sugar producing a single peak. This is extremely important
when the sugar is present in low concentration (see Table I).

Various chemical procedures have been proposed to inhibit anomerisation.
Sweeley et al.* suggested oximation prior to silylation. Brobst® developed an in situ
oximation-silylation procedure for sugars in aqueous solution. The reagents for this
procedure are available commercially from a single supplier®.

Aqueous sugar solutions covering a wide concentration range (0.5-35 %) were
derivatised in this laboratory, and although excellent qualitative results were obtained
we noticed that sucrose (a non-reducing disaccharide and the sugar of prime impor-
tance to the sugar technologist) was hydrolysed during the oximation of fructose and
glucose. This was due to the acidity of the oximation reagent.

This paper describes an oximation reagent incorporating an organic buffer.
The buffered reagent produced rapid and reproducible oximation of monosaccharides
without hydrolysing sucrose. Xylose and trehalose were added as internal standards
for the monosaccharides and sucrose respectively. Reasons for using an SP-2250 glass
capillary column are also given.

EXPERIMENTAL

Materials

Fructose (low in glucose), glucose (AnalaR), sucrose (Aristar), xylose (Bio-
chemical) and trehalose dihydrate (Biochemical) were obtained from BDH (Poole,
Great Britain). All reference sugars were dried in vacuo over phosphorus pentoxide
and stored in a desiccator. The following reagents were commercially available:
pyridine (for analysis; E. Merck, Darmstadt, G.F.R.); hydroxylamine hydrochloride
(M & B reagent; May & Baker, Dagenham, Great Britain); hexamethyldisilazane
(HMDS) (Ohio Valley, Manetta, OH, U.S.A.), stored under nitrogen and refrigerated;
trifluoroacetic acid (TFA) (Pierce, Rockford, 1L, U.S.A.), refrigerated; dimethyl-
aminoethanol (BDH laboratory reagent).

Preparation of derivatives

Hydrolysis of sucrose during oximation. A calibration solution was prepared by
dissolving sucrose (600 mg) and trehalose (660 mg) in 2.4 ml of distilled water
(solution A). Aliquots were silylated directly or oximated prior to silylation.

The aliquot (5 ) in a screw cap vial (3 ml) fitted with a PTFE-lined silicon disc
was silylated by adding pyridine (0.5 ml), HMDS (0.45 ml) and TFA (0.05 ml) in rapid
succession. The vial was hand shaken, capped and placed in an ultrasonic bath at
80°C for 10 min. The sample was degassed prior to injection.

An aliquot (5 ul) in a 3-ml vial was treated with 0.5 ml of oximation reagent
(2.5 g of hydroxylamine hydrochloride in 100 ml of pyridine). The sample was placed
in an ultrasonic bath at 80°C for 30 min. After cooling for 10 min, HMDS (0.45 ml)
and TFA (0.05 ml) were added. The silylation was carried out at 80°C for 10 min.
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pH of oximation reagent. Aliquots (5 ul) of solution A were treated with
various amounts of dimethylaminoethanol (0, 9, 18 and 27 ul), followed by the
oximating reagent in pyridine (0.5 ml) (2.59%, w/v). Oximation and silylation were
carried out as above.

Effectiveness of buffered oximation reagent. A calibration standard containing
the following sugars was prepared : fructose, 150 mg; glucose, 150 mg; xylose, 150 mg
and water, 2.4 ml. Aliquots (in triplicate) were treated with various amounts of
dimethylaminoethanol (0, 18 and 27 ul), followed by oximation and silylation as
above.

Effect of new buffered oximation reagent on sucrose hydrolysis. Three calibration
standards bracketing the sucrose concentration range for cane molasses were prepared :

S Sz Ss
Trehalose (mg) 660 660 660
Sucrose (mg) 500 600 700
Water (ml) 2.4 2.4 2.4

Aliquots were silylated in triplicate above. The buffered oximation reagent was pre-
pared by adding 2.5 g of hydroxylamine hydrochloride to pyridine (100 ml). Dimethyl-
aminoethanol (270 ul) was added to 5 ml of this hydroxylamine solution just before
it was needed. The solution was mixed thoroughly (solution B). Aliquots for oximation
were prepared in triplicate. Oximation with solution B was identical to the procedure
described above.

Gas chromatography. A Hewlett-Packard 5840 gas chromatograph equipped
with an autosampler was employed. Experimental details are listed in Table 1I.

TABLE 11
EXPERIMENTAL DETAILS FOR GLC SEPARATION OF OX-TMS SUGAR DERIVATIVES
Column 15m x 0.25 mm I.D. glass capillary, coated with SP-2250
(obtained from SGE, North Melbourne, Australia)
Inlet pressure 25 kPa
Pre-column flow-rate 10.6 cm®/min
Column flow-rate 0.4 cm*/min  (nitrogen)
Split ratio 2531
Injection volume 4 u1(0.15 ul onto column)
Injector/flame ionization detector 250/250°C
temperature
Oven program 150°C for 2 min, 150-240°C at 8°C/min
Make-up gas 60 cm?/min (nitrogen)
Hydrogen 40 cm3/min

Air 330 cm®/min

RESULTS AND DISCUSSION

Sucrose hydrolysis
Use of Brobst’s procedure to oximate an aqueous sucrose-trehalose mixture
prior to silylation produced a lower sucrose response factor (1.075) than that obtained
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for direct silylation (1.097). Fig. 1A clearly indicates significant sucrose hydrolysis, as
fructose and glucose can be detected easily. The pH of the hydroxylamine reagent was
found to be 5.4, Stadler’s table'® indicates about 0.159] sucrose inversion per hour

at 80°C at this pH.

L,
bl
b

B
| e N [
| Lys 1
0 10 20 Minutes

Fig. 1. Sucrose hydrolysis during oximation: E = unbuffered oximation reagent, pH = 5.4; D =
buffered oximation reagent, pH = 6.5; C = buffered oximation reagent, pH = 7.1; B = buffered
oximation reagent, pH = 7.4; A = direct silylation (no oximation). Peaks: 1 = OX-TMS-fructose;
2 = OX-TMS-glucose; 3 = TMS-sucrose; 4 = TMS-trehalose. Attenuation: for monosaccharides,

2 1 3; for disaccharides, 2 1 7.

To ascertain whether 80°C was necessary for oximation, lower temperatures
were investigated. At 50°C and a reaction time of 30 min, oximation was incomplete.
At this temperature sucrose hydrolysis was still apparent. No reference to such
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hydrolysis has been noted by us. Adam and Jennings’, using methyl oximes, noticed
fructose and glucose peaks in all their chromatograms; they attributed this to sucrose
hydrolysis during their drying step (using phosphorus pentoxide).

Buffer

Although oximation is acid-catalysed and hydroxylamine is unstable in basic
solution, Fritz er al.® developed a quantitative titrimetric procedure for carbonyl
compounds employing semi-neutralised hydroxylamine hydrochloride solutions. The
choice of buffer was limited by the anhydrous conditions and the fact that the hydro-
chloride of the base used should be soluble in the solvent. These workers found either
2-dimethylaminoethanol or 2-diethylaminoethanol to be suitable.

Effect of pH of the oximation reagent on sucrose hydrolysis

Dimethylaminoethanol was used to raise the pH of the oximation (OX) reagent
without causing any undesirable precipitation reactions. The effect of neutralising the
OX reagent before oximation can be seen in Fig. 1 and Table III.

TABLE III

EFFECT OF pH OF OXIMATION REAGENT ON SUCROSE RESPONSE FACTOR

Base = Dimethylaminoethanol. B:A = Equivalents base relative to equivalents HCI. Response
factors, K, are the means of three sample preparations. R.S.D. = Relative standard deviation.

Base (ul) B:A pH Expected K R.S.D.,
hydrolysis
(%lh)
0 0 :1 5.4 ~0.15 1.077 0.9
9 0.5:1 6.5 0.01 1.093 0.7
18 1 4 71 0.003 1.095 0.1
27 1.5:1 7.4 <0.001 1.097 0.3
— Direct — - 1.097 0.3
silylation

The response factor for sucrose using an OX reagent at a pH of 7.4 was
virtually identical to that obtained for direct silylation. Fig. | also indicates that
with the buffered reagent sucrose hydrolysis was not significant. Any detectable
quantities of fructose and glucose are probably minute impurities in Aristar sucrose.
No significant hydrolysis of other disaccharides such as trehalose, maltose or cello-
biose was observed when using Brobst’s procedure.

Effect of pH on monosaccharide oximation

Buffering the oximation reagent eliminated sucrose hydrolysis. The effect of
increasing the pH of the oximation reagent on the actual oximation of fructose and
glucose is noted in Table IV. It is obvious that effective oximation of fructose and
glucose can be obtained even in slightly alkaline solution, as excellent agreement over
the range pH 5.4-7.4 was obtained.
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TABLE 1V

EFFECT OF pH OF OXIMATION REAGENT ON FRUCTOSE AND GLUCOSE RESPONSE
FACTORS

Number of samples in each case: 12. Oximation time = 30 min. Internal standard: xylose. These
response factors are the means of three sample preparations.

pH Kr R.S.D. K¢ R.S.D.
5.4 1.072 0.2 1.058 0.1
6.5 1.076 0.3 1.058 0.1
7.1 1.075 0 1.058 0.1
7.4 1.076 0.3 1.058 0.2
Mean 1.075 0.3 1.058 0.1

Decreasing oximation reaction time

We have shown that excellent quantitation of fructose and glucose can be
obtained by using a slightly alkaline oximation reaction prior to silylation. For all
these studies an OX reaction time of 30 min at 80°C was adopted. To reduce sucrose
hydrolysis even further, an OX reaction time of 10 min at 80°C was investigated.
It can be seen from Table V that statistically there was no difference between the two
reaction times. This reduction in sample preparation time is obviously advantageous
for routine high throughput analysis.

TABLE V

EFFECT OF OX REACTION TIME ON MONOSACCHARIDE RESPONSE FACTORS
Numbers of samples: 12. Mean difference between response factors at different OX reaction times,

D = 0.001. #.,, = Calculated Student’s 7 value for paired observations. Critical  value, #,_q, (¢ =
0.05) = 2.776.

Kp KG
Time
30 min 1.075 1.058
10 min 1.076 1.058
texp —0.06 —0.11

Comparison of sucrose response factors: direct silylation vs. OX/silylation

Accurate sucrose analysis should be independent of monosaccharide oxime
formation. The effect of the new buffered OX reagent was investigated by preparing
three aqueous sucrose-trehalose standards, bracketting our normal cane molasses
sample range (see Experimental). The comparison is presented in Table VI. There was

TABLE VI

SUCROSE CALIBRATION STANDARDS FOR CANE MOLASSES
Number of samples: 12. #e,, = —1.91; #;_4 (@ = 0.05) = 2.31.

Ks
Direct silylation* 1.106
OX-silylation** 1.109

* Silylation conditions: 10 min at 80°C.
** OX time: 10 min at 80°C followed by silylation for 10 min at 80°C.
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Fig. 2. Separation on SP-2250 (OV-17) wall-coated glass capillary columns: A = Calibration stan-
dard; B = cane molasses sample. OX-TMS derivatives: 2,3 = xylose; 8,9 = fructose; 13,14 = glu-
cose; 17 = sucrose; 18 = trehalose. Other peaks: 6 = mannitol; 11 = mannose; 16 = inositol;
1,4,5,7,10, 12, 15 = unknowns. Chart speed: for monosaccharides, 2.5 cm/min; for disaccharides,
0.25 cm/min. Attenuation for mono- and disaccharides was 2 1 5 and 2 } 7, respectively.
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no statistical difference and in our opinion the new buffered reagent effectively pro-
duces monosaccharide oximes without hydrolysing sucrose.

Epimerisation of monosaccharides at pH 7.5

In dilute alkaline solutions the monosaccharides can undergo profound
changes®. Glucose can produce its epimers mannose and fructose. To investigate the
effect of the higher pH (7.4) of the oximation reagent on monosaccharide epimeri-
sation, dilute aqueous solutions containing either fructose or glucose were subjected
to the OX-TMS procedure at pH 7.4. No evidence of epimerisation was observed.

Use of glass capillary columns
Packed columns were used initially during the development of the GC pro-

cedure for sugars®!°. We recently utilised stainless-steel capillaries coated with OV-17
for an extensive study of carbohydrate changes during sugar boiling'!. However, glass
capillaries offer certain advantages due to better peak separation and sharper peaks:
greater column efficiencies; better column deactivation; often better resolution in
less time; more information and more accurate results.

We therefore switched to glass capillaries. SP-2250 (OV-17) wall-coated
columns produced an excellent separation of OX-TMS-xylose (internal standard),
fructose, glucose, TMS-sucrose and trehalose (internal standard), Fig. 2A. Carrier
gas flow was optimised (average flow velocity, 16 cm/sec), thus all OX-TMS sugars
produced acyclic syn and anti isomers. Despite the separation of each monosaccharide
into its respective doublets, each sugar was well separated.

An aqueous molasses sample was subjected to the OX-TMS procedure,
Fig. 2B. Besides fructose and glucose, approximately ten minor constituents could
also be observed in the molasses sample. We have been monitoring sugar products
for over 3 years and the pattern depicted in Fig. 2B is completely characteristic of
South African cane molasses. Some of these peaks, mannitol, mannose and inositol,
have been identified. The use of columns with lower efficiency and selectivity can
result in the overestimation of both fructose and glucose by about 6-119 in South
African cane molasses.

A further advantage of the use of capillary columns is their ability to separate
the geometric isomers of each monosaccharide OX-TMS derivative. The peak area
ratio under controlled conditions is characteristic for the isomers of each sugar. A
change in this area ratio can often indicate an impurity co-eluting with one or the
other isomer. This is of practical importance for low concentrations of fructose and
glucose.
Several authors have indicated that OX/TMS derivatives are either unstable®?
or produce inconsistent quantitative results?. The method described in this paper has
been in constant use for the past 3 years and thousands of aqueous commercial
solutions have been chromatographed.

The acceptance of this method by the South African sugar industry has been
realised by ensuring careful attention to the analytical detail. A paper describing the
routine procedures and method evaluation techniques should be published shortly".
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SUMMARY

Preparations of racemic multiple tritiated valine, histidine and alanine with
high specific activities were resolved into enantiomers using ligand-exchange chroma-
tography on Cu?*-saturated L-hydroxyproline-modified polystyrene and L-phenyl-
alanine-modified polyacrylamide. These two resins allow the resolution of all com-
mon amino acids on a preparative scale and their optical and radiochemical purity
to be established. The method does not require any chemical modification of the
racemate to be resolved, does not impose any limitations on its specific activity and
provides for the simultaneous radiochemical purification of the enantiomers.

INTRODUCTION

The range of methods for resolving racemates of a-amino acids into consti-
tuent optically active enantiomers is severely limited when labelled compounds of
high specific activity are involved. All methods involving crystallization procedures
are inapplicable because of rapid radiolysis of the radioactive compound in a con-
densed phase. Natural enzymes commonly used to modify selectively one of the
enantiomers in solution are easily inactivated by radiation. Much more promising
are chromatographic methods, particularly ligand-exchange chromatography on
chiral chelating resins (for a review, see ref. 1). This chromatographic method does
not require any chemical modification of the amino acid that would unavoidably lead
to a decreased yield and loss of the radioactive compound.

In Part I we described the resolution of p,L-[*H]valine with a specific activity

* For part I, see ref. 2.
** Presented at the 6tk International Symposium * Advances and Application of Chromatography
in Industry”, Bratislava, September 16-19, 1980.

0021-9673/81/0000-0000/$02.50 © 1981 Elsevier Scientific Publishing Company
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of 1.4-10'2 Bg/mmol on a column containing L-hydroxyproline-modified polystyrene
resin. This paper is concerned with further optimization of the resolution procedure
using this type of resin (I) and the synthesis of an L-phenylalanine-modified polyacryl-
amide gel (IT) which easily resolves racemates of most common amino acids.

—~CH-CHyp— —(|:H—CH2—
o
rI\IH
CHy, —=N CH3
+ [ %
oH fcooH  NH-GH-CH:
COOH
*
i I
EXPERIMENTAL
Sorbents

The synthesis of sorbent I by interaction of methyl L-hydroxyprolinate with
chloromethylated cross-linked polystyrene was described earlier’. The starting
copolymer contained 0.7 % of divinylbenzene and was additionally cross-linked with
monochlorodimethy! ether to give a total degree of cross-linking of 6 mol%,. The
water content of the swollen resin was 250 9 and the exchange capacity was 3.8 mmol
of residues of L-hydroxyproline per gram of sorbent.

Sorbent IT was obtained by treatment of Bio-Gel P-4 polyacrylamide beads
(Serva, Heidelberg, G.F.R. )with formaldehyde and L-phenylalanine. The sorbent
contained 1.4 mmol of groupings of L-phenylalanine per gram. The water uptake
was 300 %;.

Before packing into columns, the sorbents were treated with an excess of
copper(Il)-ammonia solution and subsequently with a solution of potassium chloride
in 1.0 N ammonia to achieve the desired content of Cu®* ions in the sorbent.

Chromatography of racemates

The copper-loaded sorbents I and II suspended in 0.1 N ammonia or 1%
ammonium phosphate solution (pH 9.2), respectively, were slurry-packed into glass
columns and conditioned by passing the same eluents through them.

The racemic amino acids were introduced into the top of the column with the
help of a micro-syringe. To detect the enantiomers resolved, the Radiochromato-
graph 2301 chromatographic system (U.S.S.R.) was used, equipped with a flow
radioactivity detector cell of volume 170 xl and made of scintillating quartz. Another
detector was a flow photometer operated at 210, 250 or 280 nm.

Isolation and characterization of enantiomers

Using the hydrolytical stable resin of type I and ammonia solutions as the
eluent, the resolved amino acid enantiomers can be easily obtained by evaporation
of the corresponding eluate fractions, which should be previously purified to remove
trace amounts of Cu?*. The purification consists in filtering the eluate through a
small column (15 X 8 mm I.D.) with ANKB-50 chelating resin (polystyrene bearing
iminodiacetate groups).
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To obtain directly p- and L-enantiomers of [*HJhistidine in a copper-free
state, the lower part (20 mm) of the chromatographic column was packed with
copper-free resin I and the remainder of the resin (100 mm) was saturated with Cu®*
ions to 459, of the theoretical capacity. In contrast to many other amino acids,
histidine enantiomers can be detected photometrically without being complexed with
Cu?*.

With resin Il and phosphate-containing eluents, the fractions of resolved
enantiomers have to be purified to remove mineral salts. Therefore, the enantiomers
were sorbed on the Cu?* form of the ANKB-50 iminodiacetate resin, washed with
water and desorbed with 0.3 N ammonia solution.

The purity of the isolated enantiomers was tested by thin-layer chromato-
graphy (TLC) on Silufol UV-254 plates and by treatment with specific amino acid
oxidases in a standard manner.

RESULTS AND DISCUSSION

When dealing with multiple tritiated amino acids of very high specific radio-
activity, chromatography seems to be the method of choice for separating the optical
isomers and purifying them simultaneously to remove the contaminating radiolysis
products. One of the chiral resins suitable for this purpose is L-hydroxyproline
incorporated in a macronet polystyrene with active sites of type I. When saturated
with Cu?*, this resin displays high enantioselectivity towards optical isomers,
which allows one to resolve racemates of several amino acids®.

In order to shorten the time of exposure of the sorbent to irradiation, measures
should be taken to optimize the chromatography process. As gel diffusion is the rate-
determining factor in establishing the ligand-exchange equilibrium between the resin
phase and solution®-*, enhancement of the chromatographic efficiency is achieved by
using a sorbent of enhanced swellability and small particle size. Figs. 1 and 2 show
the results of the preparative chromatographic resolution of enantiomers of pL-[*H]-
valine and DL-[*H ]histidine under optimized conditions. Here, resin of type I was
used with particle diameter 25-32 um (irregularly shaped particles). The degree of
saturation of the resin with Cu?* and the ammonia concentration in the eluent were
selected so as to complete the process in 1-2 h. Fig. | clearly indicates the presence

L-val D-val

30 60 min
Fig. 1. Chromatography of pr-[*H]valine (40 ug in 0.1 ml of water; activity 7.4-10% Bq; specific
activity 2.1-10'2 Bg/mmol) on the L-hydroxyproline-containing resin I (particle diameter, d, = 25—
32 um; saturation with Cu?* 70%). Column, 300 x 4 mm I.D.; eluent, 0.15 N ammonia solution;
flow-rate, 16 ml/h.
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h

Fig. 2. Chromatography of pL-[*H]histidine (500 zg in 0.1 ml of water; activity 7.4- 10° Bq; specific
activity 2.4-10'2 Bq/mmol) on the L-hydroproline-containing resin 1 (d, = 25-32 um; saturation
with Cu?* 45%). Column, 120 x 8 mm I.D. (lower 20 mm of the resin bed free of copper); eluent,
0.1, 0.4 and 2.0 N ammonia solution; flow-rate, 40 ml/h.

of radioactive contaminants in the starting racemate and the efficiency of the radio-
chemical purification of the enantiomers.

Fig. 3 demonstrates the analytical possibilities opened up by the ligand-
exchange chromatography of racemates. The enantiomeric composition of an amino
acid sample can be determined within 15-20 min on a 10-cm column of 2 mm L.D.
filled with ca. 10-um particles of resin I. Another approach for evaluating both the
optical and radiochemical purity of the resolved enantiomers is the chromatography
of, e.g., 3.7-107 Bq of a labelled L-[?*H]amino acid in the presence of 1 mg of pL-
amino acid. The distribution of radioactivity between the L- and D-fractions reflects
the optical purity of the labelled product, and the total radioactivity yield in the two
amino acid fractions represents its radiochemical purity. According to this test, the
optical purity of enantiomers obtained by the proposed preparative resolution is not
less than 99 9. This is in agreement with the results of standard tests using specific
amino acid oxidases. The radiochemical purity of the enantiomers exceeds 95%
according to both the above chromatographic method and the standard method using
TLC on Silufol UV-254 with different eluting mixtures.

Daso
Lval Dval

S 10 15 min

Fig. 3. Chromatography of pL-valine (15 ug) on the L-hydroproline-containing resin 1 (d, ~ 10 um;
saturation with Cu?* 70%). Column, 100 x 2 mm L.D.; eluent, 0.25 N ammonia solution; flow-rate,
5 ml/h; pressure, 20 bar.

Although easy to use, the L-hydroxyproline-containing polystyrene resin I
displays insufficient enantioselectivity in the chromatography of aspartic and glu-
tamic acids, asparagine, ornithine, lysine, methionine, alanine and e-aminobutyric
acid*. These racemates, and many other amino acids, can best be resolved by using
sorbent IT obtained by treatment of Bio-Gel P-4 beads (particle diameter <64 um)
with formaldehyde and 1-phenylalanine. This type of sorbent has been mentioned
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elsewhere®, but no enantioselectivity was found in resolution tests with proline and
valine. In our experiments, sorbent 11 showed enantioselectivity of at least « = 1.25in
all systems tested (see Table 1) and a high enough efficiency to resolve all common
amino acids. L-Enantiomers of amino acids are always eluated ahead of the D-

isomers.

TABLE I

PARAMETERS OF AMINO ACID ELUTION ON THE L-PHENYLALANINE-CONTAINING
POLYACRYLAMIDE RESIN II SATURATED WITH Cu?** IONS TO 607,

Eluent, 2%, ammonium phosphate solution, pH 9.2. kK’ = Capacity factor; o = separation factor.

Amino acid ki D a

Aspartic acid 1.02 1.34 1.31
Glutamic acid 1.13 1.50 1.32
Asparagine 3.04 4.12 1.35
Glutamine 1.47 2.20 1.50
Ornithine 2.84 3.78 1.33
Lysine 6.85 9.34 1.36
Serine 2.04 2.67 1.31
Threonine 2.52 3.36 1.33
Methionine 3.15 4.98 1.58
Alanine 1.68 2.31 1.36
Valine 1.53 2.35 1.55
Leucine 2.29 3.26 1.42
Norleucine 2.33 3.68 1.58
Isoleucine 1.74 2.79 1.60
Proline 3.19 5.33 1.65
allo-Hydroxyproline 5.25 6.59 1.25
Tyrosine 5.17 7.58 1.37
Phenylglycine 1.51 2.54 1.66
Phenylalanine 3.61 4.85 1.34

1.4

Tryptophan 8.95 12.7

2

Figs. 4 and 5 demonstrate the resolutions of racemic lysine and methionine
and Fig. 6 the preparative resolution of pL-[*H]Jalanine. The resolution of pL-[*H}-
glutamic acid on sorbent IT was described earlier’. In all experiments with sorbent II,
ammonium phosphate solution of pH 9.2 was used as the eluent. The purification of
the resolved enantiomers to remove mineral salts and trace amounts of Cu** was
effected using chelating resins saturated with Cu?* and free of copper, respectively,
as is described under Experimental.

DZBO

el D-Lys

1 2 3 a
Fig. 4. Chrqmatography of pL-lysine (300 xg) on the L-phenylalanine-containing resin 1I (d, < 64
pm; _saturauon with Cu?* 60%). Column, 300 x 9 mm 1.D.; eluent, 2% ammonium phosphate
solution, pH 9.2; flow-rate, 30 ml/h.
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DZBO

L-Met
D-Met

1 1

1 2 h

Fig. 5. Chromatography of pL-methionine (300 xg) on the L-phenylalanine-containing resin I (d, <
64 pum; saturation with Cu** 70 %). Column, 190 x 8 mm I.D.; eluent, 2.5% ammonium phosphate
solution, pH 9.2; flow-rate, 25 ml/h.

A

LAta
DAla

1 2 4 6 h

Fig. 6. Chromatography of pr-[*H]alanine (315 ug in 0.1 ml of water; activity 5.5-10° Bq; specific
activity 1.7-10'> Bg/mmol) on the L-phenylalanine-containing resin 11 (d, < 64 um; saturation with
Cu?* 70%). Column, 300 x 9 mm I.D.; eluent, 0.1 % ammonium phosphate solution, pH 9.2; flow-
rate, 25 ml/h.

CONCLUSION

The reliability and efficiency of the ligand-exchange chromatographic resolu-
tion of racemates make it possible to obtain optically and radiochemically pure
amino acids from a racemic stock solution shortly before they are required for use.
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SUMMARY

A rapid gas chromatographic method is described for the simultaneous deter-
mination of tetraalkyltin compounds in biological materials. Tetraalkyltins were
rapidly purified by direct passage through a silica gel column after extraction from
the homogenized tissues with n-hexane. Gas chromatographic analysis was alter-
natively carried out with PEG 20M at temperatures from 50 to 150°C. A hydrogen
flame-ionization detector was more sensitive and selective towards tetraakyltins than
an electron-capture detector. Detection limits reached 1-10~% g for tetraalkyltins.
Recoveries of tetraalkyltins added to various tissues at the 85-nmole level ranged
from 97 to 104 %,. In vivo studies indicated that for a sample containing more than
0.1 ug of tetraalkyltins per gram of tissue, the proposed method is accurate
enough for quantitative analysis.

INTRODUCTION

Organotin compounds have been widely used as polymer stabilizers, fungicides,
insecticides, organic catalysts, oil additives, etc. In recent years, there has been
concern over the potential health danger from these compounds. Toxicological
reports’~* have confirmed that tetraalkyltins produce the same effect in animals as
trialkyltins, which are the most toxic organotin compounds towards the central
nervous system. Therefore, it is important that sensitive and accurate methods are

0021-9673/81/0000-0000/$02.50  © 1981 Elsevier Scientific Publishing Company
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established for the determination of official tolerance limits of tetraalkyltin and other
organotin compounds. In addition, such methods should also be simple and rapid
and capable of determining organotin compounds in various kinds of biological
material.

Numerous methods have been published for the determination of organotin
compounds. However, most of the methods described for the determination of tetra-
alkyltins are incidental to those of tri-, di- or monoalkyltins. These include the deter-
mination of elements in organotin compounds such as tin®~?°, carbon and hydrogen®"-%?,
halogens, nitrogen and sulphur, and the determination of organotin compounds
themselves*—%4. The determinations of tin in organotin compounds are based on
their conversion into tin(II) and tin(IV) oxides by oxidation with various oxidizing
agents, and have been conducted by titrimetric®®, complexometric®~*!, spectro-
metric'?13, gravimetric®, volumetric®'5-1%, photometric>!?, X-ray fluorescence’®,
X-ray spectrophotometric’® and polarographic®® methods after destruction of the
organotin compounds. For the determination of organotin compounds themselves,
paper chromatographic?24, thin-layer chromatographic?®-2¢, ultraviolet and infrared
spectrophotometric?’, nuclear magnetic resonance spectrometric’’-*® and gas chro-
matographic?®*~* methods have been developed.

Some of these methods, however, are too complicated and others suffer from
unsatisfactory sensitivity, precision, reproducibility and specificity and are therefore
unsuitable for application to the determination of tetraalkyltins in biological materials.
Of the available methods, gas chromatography appears to be the most versatile and
applicable to the determination of tetraalkyltins in mammals.

In this work, we examined the gas chromatographic separation of tetraalkyl-
tins and the purification of tetraalkyltins from biological materials, and established
a rapid procedure for the simultaneous determination of tetraalkyltins in various
kinds of biological materials by gas chromatography.

EXPERIMENTAL

Reagents

Tetraethyltin (Et,Sn), tetrapropyltin (Pr,Sn), tetrabutyltin (Bu,Sn) and tetra-
ethyllead (Et,Pb) were obtained from Aldrich (Milwaukee, W1, U.S.A.). The purity
of these compounds was not less than 98 %. When not of acceptable purity, the com-
pounds were purified by distillation or by silica gel column chromatography (see
Fig. 1). Other reagents included special-grade materials and organic solvents, such as
silica gel (No. ITA, 100-200 mesh, obtained from Nakarai Chemical, Tokyo, Japan)
and n-hexane (provided by Wako, Tokyo, Japan).

Gas chromatography

The instrument was a Shimadzu Model GC-6AM gas chromatograph equipped
with a hydrogen flame-ionization detector (HFID). A glass tube (200 cm X 3 mm
I.D.) was packed with 10% PEG 20M on Shimalite W (80-100 mesh) support. Other

gas chromatographic conditions are given in the figures.

Preparation of tetraalkyltin compounds from tissues
The procedure for the preparation of samples for analysis of tetraalkyltin com-
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Tissue

F H,0, 10 ml

Homogenate

HClL, 8 ml

n-Hexane, 20 ml

NacCl, 2g

Shaking, S5min

Centrifugation, 3000 rpm, 10 min

H,0 layer n-Hexane layer

ElllCa gel column (1 x 5cm) I

n-Hexane wash, 10 ml

Effluent
|

GC

Fig. 1. Preparation of tetraalkyltin compounds from tissues.

pounds in tissues is shown in Fig. I. A sample of tissue weighing between 1.0 and
5.0 g (wet weight) was homogenized in 10 ml of water. Concentrated hydrochloric
acid (8 ml) was carefully added to the homogenate and the contents of the tube was
mixed thoroughly and allowed to stand for S min. n-Hexane (20 ml), sodium chloride
(2 g) and a suitable amount of Et,Pb as internal standard were added and the tetra-
alkyltins were extracted by shaking for 5 min. After centrifuging for 10 min at
3000 rpm (1000 g), the upper n-hexane layer was transferred to another flask. The
extraction procedure was repeated twice. The n-hexane layers were combined and
passed directly through a silica gel column (I X 5 cm, conditioned by washing with
n-hexane), then washed with 10 ml of n-hexane. The effluent was collected in a 50-ml
pear-shaped flask and concentrated to an appropriate volume under reduced pressure
at about 20°C. A volume of 1-2 ul of the concentrated solution was injected directly
into the gas chromatograph under suitable conditions.

Animals

Randomized groups of five to eight mature male rabbits (Japanese White
rabbit, 3.5-4.0 months old, 2.0-2.3 kg body weight, obtained from Nippon Bio-supp.
Centre, Tokyo, Japan) were used.

Administration of tetraalkyltins

For intravenous administration, tetraalkyltin homologues were first dissolved
in 100 % ethanol, then were carefully mixed with saline solution in a syringe (1 part
of ethanol to 2-3 parts of saline solution). The final concentration of ethanol in the
preparation was 20-309%. The preparation was slowly injected into the ear vein of
rabbits, the dose levels used being 2.0 mg/kg body weight for tetraethyltin, 2.5 mg/kg
for tetrapropyltin and 3.0 mg/kg for tetrabutyltin (equivalent to 8.5 umole/kg of each
tetraalkyltin). The rabbits were killed at 30 or 180 min after administration and liver,
kidney, brain and whole-blood samples were prepared for gas chromatographic
analysis of tetraalkyltins.
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RESULTS AND DISCUSSION

Selection of analytical conditions

Gas chromatographic conditions. Using the HFID and an electron-capture
detector (ECD), the resolution of tetraalkyltins was examined on various stationary
liquid phases and retention times, separating state, peak sharpness and sensitivities
were established. The HFID was more sensitive and selective towards tetraalkyltins
than the ECD. It was possible to elute tetraalkyltins through polar stationary phases
such as polyethylene glycol. In particular, the complete separation of tetraalkyltins
was achieved on a 109, PEG 20M column within 25 min at temperatures from 50 to
150°C (Fig. 2). This column also gave satisfactory peak shapes and sensitivity. Low-
polarity and non-polar stationary phases such as QF-1, SE-52, SE-30, OV-1, OV-17
and squalane could not be used because of adsorption and decomposition of the
tetraalkyltins. The retention time of tetraalkyltins was affected by the polarity of the
stationary phase. With polar stationary phases, tetraalkyltins were separated accord-
ing to their molecular weights and boiling points. The solid support (Shimalite W,
80-100 mesh) used was treated by baking it at 300°C for 5 h, washing it with acid and
alkali, drying it at 50°C and silylating it with dimethyldichlorosilane. The air, hydrogen
and nitrogen flow-rates were 70, 90 and 60 ml/min, respectively.

Recorder response
»

_‘J Moee )

5 1b 15 min
Retention time

Fig. 2. Gas chromatogram of tetraalkyltin compounds. Column: 109 PEG 20M on Shimalite W
(80-100 mesh), 2.0 m x 3 mm I.D. Temperatures: column, programmed from 50 to 150°C at 4°C/
min; HFID, 180°C. Flow-rates: air, 70 ml/min; H,, 90 ml/min; N,, 60 ml/min. Sensitivity: 100.
Range: 0.8 V. Peaks: 1 = Et,Sn; 2 = Et,Pb (internal standard); 3 = Pr,Sn; 4 = Bu,Sn.

Internal standard. The internal standard should have a retention time at about
the mid-point of the chromatogram or in this instance an an elution temperature of
about 90-100°C. To minimize errors due to mechanical losses, the internal standard
was added to the crude sample before the preparation steps were begun. Tetraethyllead
seemed to possess the necessary characteristics and hence was selected as the internal
standard.
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Calibration graphs. Standard solutions containing approximately equal con-
centrations (about 10 ug/ml) of tetraethyllead and varying concentrations (about
5-20 ug/ml) of the standard tetraalkyltin compounds in n-hexane were prepared.
Under the gas chromatographic conditions specified in the legend to Fig. 2, calibration
graphs were established for peak heights of tetraethyltin, tetrapropyltin and tetra-
butyltin. Linear calibration graphs indicated good working ranges for the compounds
tested. Detection limits reached 1-1078 g for tetraalkyltin compounds.

Sample preparation. Extraction of tetraalkyltins from tissues with various
solvents was examined. Tetraalkyltins with a high solubility in organic solvents could
be easily extracted by using low-polarity and non-polar solvents such as benzene,
toluene, n-hexane and ethyl acetate. n-Hexane was selected as the most suitable solvent
for the extraction of tetraalkyltins because it was also suitable for the next step, silica
gel column chromatography. The recovery of double extractions with n-hexane was
about 98 %.

For the purification of tetraalkyltins from n-hexane-soluble substances in
biological materials, column chromatography using silica gel was examined. Tetra-
alkyltins were not adsorbed on n-hexane-conditioned silica gel and could be easily
separated from other slightly polar substances. Mono-, di- and trialkyltin compounds
were adsorbed.

Analysis of tetraalkyltin mixtures
Standard solutions containing various amounts of tetraalkyltins in n-hexane

were analysed according to the proposed procedure. The overall recovery of tetra-
alkyltins was 98-1029; (Table 1).

TABLE I

ANALYSIS OF STANDARD SAMPLE

Five standard solutions of tetraalkyltins were subjected to the gas chromatographic method using
10 ug of tetraethyllead as internal standard. Gas chromatographic conditions are described in the
legend of Fig. 2.

Compound Added Found (ng) Average
(ng) ' ' T ' ) o e sme N
1 2 3 4 5 neg Recovery (%)
Tetraethyltin 10 10.2 9.8 11.3 9.5 10.0 10.2 102
Tetrapropyltin 15 14.8 15.1 15.0 15.4 15.2 15.1 101
Tetrabutyltin 20 19.8 20.0 19.8 19.5 18.9 19.6 98

Addition studies

The application of the method to the analysis of tetraalkyltins in mammals was
studied by conducting recovery tests on animal tissues. Equal amounts (85 nmole) of
tetraalkyltins were added to various rabbit tissues and the recoveries were determined
(Table 1I). The average recovery was 97-1049%,. There was no difference in the
recoveries from different organs.

Application to in vivo studics
Rabbits given tetraalkyltins (8.5 ymole/kg of each) intravenously were killed
30 or 180 min after administration, and the concentrations of tetraalkyltins in the



242 Y. ARAKAWA, O. WADA, T. H. YU, H. IWAI

TABLE 11

RECOVERY OF TETRAALKYLTIN COMPOUNDS ADDED TO RABBIT TISSUES
IN VITRO

Three tetraalkyltins (85 nmole of each) were added to various tissues (5 g) and subjected to the gas
chromatographic method using 20 ug of tetraethyllead as internal standard. Gas chromatographic
conditions are described in the legend of Fig. 2. Each result is the average of five determinations
(mean + standard error).

Average

Compound Ac;ded o Organ
(ng) - E
Found (ug) Recovery (%)
Et,Sn 20 Blood  20.8+02  104.0 + 0.9
Liver 20.1 +-0.3 100.4 + 1.5
Kidney 20.4 + 0.3 101.8 4 1.5
Brain 20.6 + 0.3 103.0 - 1.4
Pr,Sn 25 Blood 25.6 + 0.2 102.2 + 0.9
Liver 25.6 £ 0.3 102.6 + 1.1
Kidney 25.5+0.3 102.2 + 1.3
Brain 25.5 + 0.2 101.9 + 0.8
Bu,Sn 30 Blood 29.0 + 0.3 96.8 + 1.1
Liver 30.0 4+ 0.4 100.1 + 1.2

Kidney 29.8 4+ 0.4 99.3 + 1.4
Brain 29.9 4+ 0.2 99.8 4+ 0.7

liver, kidney, brain and whole blood were determined. The results are shown in
Table III and Fig. 3. This experiment indicated that for a sample containing more
than 0.1 pg of tetraalkyltins per gram of tissue (wet weight), the method is accurate
enough for quantitative analysis.

TABLE III

DISTRIBUTION OF TETRAALKYLTIN COMPOUNDS IN RABBIT ORGANS AFTER
INTRAVENOUS ADMINISTRATION

Tissue samples (1-5 g) from rabbits given three tetraalkyltins (8.5 umole/kg of each) were subjected
to the gas chromatographic method using 10 ug of tetraethyllead as internal standard. Gas chroma-
tographic conditions are described in the legend of Fig. 2. Tetraalkyltins are expressed as ug/g of
tissue (wet weight). Results are means 4+ standard errors (5-8 animals per group).

Organ Compound Time after administration (min)
30 180

Blood Et,Sn 12.3 £+ 0.25 7.3 +0.10
Pr,Sn 13.2 4+ 0.23 2.4 4 0.04
Bu,Sn 12.5 4 0.25 2.3 4+ 0.04

Liver Et,Sn 5.5 4+ 0.07 2.0 £+ 0.02
Pr,Sn 1.5 £ 0.02 7.5 +0.17
Bu,Sn 1.2 4+ 0.02 7.8 £ 0.15

Kidney Et,Sn 3.7 £+ 0.05 6.4 + 0.12
Pr,Sn 3.9 4 0.05 1.6 + 0.03
Bu,Sn 2.7 + 0.03 1.0 4+ 0.03

Brain Et,Sn 1.2 4 0.02 0.5 + 0.01
Pr,Sn 0.5 + 0.01 0.6 + 0.01

Bu,Sn 0.5 4- 0.01 0.6 + 0.02
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Fig. 3. Gas chromatograms of the liver extracts of rabbit (A) treated with tetraalkyltin compounds
and (b) untreated. Column: 109, PEG 20M on Shimalite W (80-100 mesh), 2.0 m X 3 mm L.D.
Temperatures: column, programmed from 70 to 130°C at 4°C/min; HFID, 180°C. Carrier gas: N, at
90 ml/min. Sensitivity: 100. Range: 0.8 V. Peaks: 1 = Et,Sn; 2 = Et,Pb (internal standard;) 3 =
Pr;Sn; 4 = Bu,Sn.
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Effect of degree of coating on column efficiency in liquid chromatography
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Silica gel which is physically coated with a solid substance is still a useful
stationary phase in liquid chromatography (LC), in spite of the high performance of
other LC systems. Such coated systems have been shown to be advantageous for the
separation of geometric! and optical isomers??; transition-metal complexes** and
charge-transfer acceptors for complexation with polyaromatic hydrocarbons (PAHs)! 3
are typical examples.

In situ®* coating is a generally accepted method, but this technique possesses
intrinsic problems, such as inhomogeneity of the coating and uncertainty of the
amount of the coating material. In the course of high-performance liquid chromato-
graphy studies on charge-transfer complexation between biological compounds with
PAHs we observed that the amount of coating on silica gel seriously affects the
column performance.

We report here the influence of the amount of riboflavin (vitamin B,), the
coating material, on silica gel for PAH separation.

EXPERIMENTAL

The experimental procedure used for the preparation of the high-performance
column has been reported®. Since the purpose of this study was to examine the effect
of the amount of coating on the performance of the column and not to optimize the
conditions, an inexpensive silica gel was employed. A known amount of Partisil 20
(Whatman, Maidstone, Great Britain) was added to an aqueous solution containing
a known amount of riboflavin. Water was evaporated slowly at 80°C using a rotary
evaporator. Coating was complete in 2-3 h. The coated silica gel was finally dried in
high vacuum (1.0 mmHg) at 80°C overnight. A 25 x 0.21 cm LD. stainless-steel
column was prepared by the dry-packing method. In order to ensure comparable
conditions, the same stainless-steel tube was used for the different stationary phases.
A Waters 6000 pump, Reodyne 2710 injector, and LDC UV detector (254 mm) were
employed.

RESULTS AND DISCUSSION

Naphthalene, phenanthrene, and pyrene were taken as a standard mixture in
methylene chloride solution. Silica gel columns which were coated with 0%, 2%, 5 %,

0021-9673/81/0000-0000/$02.50 © 1981 Elsevier Scientific Publishing Company



246 NOTES

jA\ 2% Mi;/\/\/\ j\
} . - . . - = ' ~— 4 -
) 5 o} 5 10 5 o] 5 10 0 5

4
1

O-r-

5 10 10 MIN

Fig. 1. Separation of PAHs on a riboflavin-coated column. The peaks are naphthalene, phenanthrene
and pyrene, in order of increasing retention time. Percentages above the chromatogram indicate

coating amount. Column dimensions, 25 X 0.21 cm 1.D.; eluent, 109, CH,Cl,-n-hexane; flow-rate,
0.5 ml/min.

109 and 209, (w/w) riboflavin were prepared. The chromatograms of the standard
mixture on these columns are shown in Fig. 1. The striking effect of riboflavin on the
separation can be seen by comparing the chromatogram obtained with the uncoated
silica gel column and the 29, coated column. The column performance starts to
deteriorate when the amount of coating material is more than 5%,. The retention time
also changes according to the coating amount.

The effective molecular area of riboflavin on silica gel was calculated to be
7.4 nm?, according to Snyder’. Assuming the surface area of the silica gel to be
400 m?/g, ca. 3.39; coating should provide a monolayer coating. Apparently, exceed-
ing this amount does not contribute appreciably to the retention, but it disturbs mass
transfer by blocking the pores of the silica gel. Furthermore, the surface area of the
coated silica gel is decreased when the coating material is coated as a multilayer. This
argument may explain why both performance and retention decrease with increasing
amounts of coating material on the silica gel. It seems, however, that since a true
monolayer coating is difficult to achieve, the reproducibility of the column in this
range is problematic. For column reproducibility, probably somewhat more than a
monolayer coating is preferential, as long as the column performance is satisfactory.

This study suggests that when coated silica gel is employed for separation, the
surface area and pore size of the silica gel, as well as the effective molecular size of
coating material, dictate the amount of coating required for optimal separation
conditions.
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Colchicine (I), the major alkaloid of Colchicum species, is used in the treatment
of gout, and, together with colchicine derivatives, are of interest as potential antineo-
plastic agents!. We are currently examining the use of microorganisms to prepare
metabolically derivatives of colchicine®. Additionally, we are examining colchiceine
(IT) and its derivatives as potential microbial metabolites of colchicine®—5

CH0_2
Rs0 i CH30. H @ ; NHCOCH
3 W/\[( >NHR5 . D[\/L >M 3 Cis0 A P 3
)U o 1-vIil 1120 X o X
% /L e
ORb ==
NH-CH
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Fig. 1. Structural formulas of colchicines and colchiceine. I: R; to Ry = CH3;, Rs = COCH;; II:
R1 to R; = CH3, R4 = H R5 = COCH;;, 1I1: R; to R4 = CHg, R5 = H 1V: R1 to R5 = CH;, Vo
R,, R,, Ry = CHj;, R; = H, Rs = COCHj; VI: Ry, R;, R, = CH;, R, = H, R; = COCH;; VII:
R;, R3;, Ry = CH;, R; = H, Rs = COCHs;; VIII: R; to R3; = CHj, Ry = C,Hs, Rs = COCHs;
IX: Rﬁ = CH3, X: Rg = Csz.

In order to analyze and quantify colchicine and five colchicine derivatives in
microbiological systems, we have recently described a selective high-performance
liquid chromatographic (HPLC) procedure®. We have also reported a derivatization
technique that enables colchiceine (II) to be determined in the presence of colchicine
(I) by HPLC". In complex mixtures, it was discovered that certain derivatives of I
co-chromatographed, and further studies were initiated to determine the retention
behavior of a variety of colchicines with different reversed-phase HPLC systems. In
the present work the retention behavior of colchicine and nine of its derivatives was
evaluated for ternary mobile phase systems (i.e. acetonitrile-methanol-buffer) of
varying concentration. The derivatives studied include the N-desacetylcolchicine (I1I),
N-desacetyl-N-methylcolchicine (i.e. demecolcine) (IV), 3-demethylcolchicine (V), 2-
demethylcolchicine (VI), 1-demethylcolchicine (VII), ethylcolchicinate (VIII), iso-
colchicine (IX), ethylisocolchicinate (X), and N-methylcolchiceinamide (XI). Four

0021-9673/81/0000-0000/$02.50 © 1981 Elsevier Scientific Publishing Company
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reversed-phase columns were compared for their relative retention behavior and
conclusions were drawn as to the most suitable HPLC system for rapid identification
of these compounds.

EXPERIMENTAL

HPLC system

A Model 950 pump and 970A variable-wavelength detector (Tracor, Austin,
TX, U.S.A.) with a Model 7120 100-ul loop injector (Rheodyne, Berkeley, CA, U.S.A.)
were employed for all analyses. Detection was at 350 nm, and a Model HP-3380A
reporting integrator (Hewlett-Packard, Palo Alto, CA, U.S.A.) at an input sensitivity
of 0.1 V/a.u. and a slope sensitivity of | mV/min was used for peak area measurement
and chromatogram recording. The flow-rate was constant at 2.0 or 3.0 ml/min.
pBondapak Cg and phenyl columns were obtained from Waters Assoc. (Milford, MA,
U.S.A.) and LiChrosorb RP-18 and RP-8 columns from Alltech (Arlington Heights,
IL, U.S.A.) Dead time (t,) was measured by the pressure fluctuation observed on the
baseline after an injection of mobile phase. Analyses were performed with methanol-
acetonitrile—-phosphate buffer mobile phases of varying composition.

Reagents

Organic solvents used in the mobile phase were chromatographic quality
(LiChrosorb; MCB, Cincinnati, OH, U.S.A.). Water was deionized and doubly
distilled in glass. Mobile phases were prepared by filtering individual solvents through
glass fiber pads, GF/F grade (Whatman, Clifton, NJ, U.S.A.) mixing and degassing
by sonication prior to use.

Standard compounds

Colchicine (I) and N-methylcolchiceinamide (XI) were purchased from Aldrich
(Milwaukee, WI, U.S.A.). Colchiceine (11) was prepared as described’ by the mild
acid treatment of colchicine according to the method of Zeisel®, and was identical to
a sample provided by T. J. Fitzgerald of Florida A. & M. University (Tallahassee, FL,
U.S.A)). Ethylisocolchicinate (X) and ethylcolchicinate (VIIl) and isocolchicine (1X)
were prepared as described in ref. 7.

Samples of colchicine derivatives ITI-VII were kindly provided by Dr. J. A. R.
Mead and Dr. A. Brossi of the National Institutes of Health (Bethesda, MD, U.S.A.).
All standard compounds were homogenous as determined by thin-layer chromato-
graphy (TLC) and HPLC.

RESULTS AND DISCUSSION

The retention behavior of colchicine derivatives I and I1T-XI were studied to
select an appropriate HPLC system. Considerable variation in capacity ratios was
observed with different reversed-phase packings when operating with our reported
mobile phase®, as shown in Table I. A 30-cm pBondapak C,s column was able to
separate all ten compounds, but the adjusted retention time for the last solute, N-
methylcolchiceinamide (XI), was greater than 30 min at a flow-rate of 3 ml/min. By
comparison, a shorter 15-cm uBondapak—phenyl column eluted this compound more
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TABLE 1

RETENTION BEHAVIOR OF COLCHICINE DERIVATIVES ON REVERSED-PHASE SILICA
GEL COLUMNS

Acetonitrile-methanol-phosphate buffer (pH 6, 0.022 M) (16:5:79) as mobile phase. Each packing
particle size = 10 zm.

Compound . Capaéit y rétio ?k)

Column*

A B C D
3-Demethylcolchicine V) 4.1 — 3.6 5.4
2-Demethylcolchicine (V1) 4.8 3.9 4.1 6.3
N-Desacetylcolchicine (11I) 7.1 — 6.1 10.1
1-Demethylcolchicine (VII) 9.4 — 7.9 14.8
Demecolcine {av) 10.7 — 9.4 14.8
Colchicine (0] 14.2 10.0 11.2 21.1
Ethylisocolchicinate (X) 18.2 10.7 14.4 27.1
Ethylcolchicinate (VII) 26.0 15.7 19.8 43.1
N-Methylcolchiceinamide (XI) 38.5 21.1 27.4 60.2
to (min) at 3 mi/min flow-rate 0.87 0.69 1.2 0.38

* A = uBondapak C;s (30 cm); B = uBondapak-phenyl (15 ¢cm); C = LiChrosorb RP-8 (25
cm); D = LiChrosorb RP-18 (10 cm).

quickly, but with some loss in resolution between colchicine and ethylisocolchicinate
(I and X). A 25-cm LiChrosorb RP-8 column produced a similar but slightly more
time consuming separation for most solutes compared to that with the uBondapak
C,s column, while a 10-cm LiChrosorb RP-18 column was unable to separate 1-
demethylcolchicine (VII) from demecolcine (IV) but eluted all solutes within 22 min.
This short column was able to separate completely the ethyl isomers (VIII and X) and
N-methylcolchiceinamide (XI) within 16 min at a flow-rate of 4 ml/min.

Variations in capacity ratio were also observed when the composition of the
mobile phase was changed slightly, as shown for the xBondapak C;s column in
Fig. 2A-C. A change of 1% in the acetonitrile fraction in the mobile phase produced
dramatic changes in the retentions of all of the colchicine derivatives (Fig. 2A), while
an equivalent change in the methanol fraction did not alter the capacity ratios as
sharply (Fig. 2B). The retentions of the easily ionizable colchicine derivatives I1I and
IV showed major changes as the pH of the phosphate buffer was altered (Fig. 2C),
as had previously been noticed®. These two compounds were separated most com-
pletely from the other compounds at pH 6 as indicated in Fig. 2C and in Fig. 3. The
non-ionizable colchicine derivatives showed only slight variations in retention with
changes in buffer pH.

The pBondapak C,g column provided the best separation for all ten colchicine
derivatives with the acetonitrile-methanol-phosphate buffer (pH 6) (16:5:79) mobile
phase, as shown in Fig. 3, for a flow-rate of 3 ml/min. The N-methylcolchiceinamide
peak, which is not included in the figure, eluted at 34.4 min. This system has been
chosen for the analysis of colchicine using demecolcine as the internal standard
because of its resolving power’. Isocolchicine (IX) was the sole colchicine derivative
that was not completely resolved from the internal standard with this system. It is
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Fig. 2. Capacity ratio (k’) as a function of composition of the ternary mobile phase. Compound
numbers correspond to those described in Fig. 1. (A), Variation of acetonitrile concentration from
15-17 % (phosphate buffer pH 6, 80-78 %) with methanol constant at 5 %;; (B), variation of methanol
concentration from 3-7 % (phosphate buffer pH 6, 81-77 %) with acetonitrile constant at 16 %; (C),
variation in pH of the phosphate buffer (# = 0.05,0.022 M in all cases) in a mobile phase composed of
methanol-acetonitrile-buffer (5:16:79).
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Fig. 3. HPLC separation of colchicine (I) and derivatives (I11-X) on a 30-cm uBondapak C;3 column
with methanol-acetonitrile-phosphate buffer (pH 6) (5:16:79). The compound numbers correspond
to those in Fig. 1.

inconceivable, however, that this compound would be present as a metabolite of
colchicine, and also would not be chosen as a potential internal standard. The iso
derivatives IX and X eluted before the corresponding normal-colchicines I and VIII
on all the reversed-phase packings studied. The increased polarity of the iso series is
also consistent with TLC mobility on silica adsorbents®.
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The shorter reversed-phase columns listed in Table I do have utility in specific
analyses, and have proved especially useful for the rapid and complete separation of
the ethyl derivatives VIII and X from colchicine. The 10-cm LiChrosorb RP-18
column is now being employed for the rapid analysis of colchiceine (1) as its ethylated
derivatives (VIII and X) in the presence of colchicine in microbial systems’. It is hoped
that the systems described herein will aid others in specific applications relating to
the HPLC analysis of colchicine and its derivatives.
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The optically active stationary phases used hitherto for the separation of
amino acid, amine and carboxylic acid enantiomers by gas chromatography involve
NH groups linked to the asymmetric carbon atom, which form diastereomeric
hydrogen bonds with solutes. Examples are N-acyl amino acid esters!, N-acyl
dipeptide esters? and N-acyl amines®>.

Recently we found that e-hydroxycarboxylic acid ester enantiomers can be
resolved on amino acid derivatives®. This suggested that some a-hydroxycarboxylic
acid esters would be effective as optically active stationary phases and led us to this
work.

In this paper we describe the separation of amino acid, amine and carboxylic
acid enantiomers with di-/-menthyl (+)-tartrate and di-d/-menthyl (—)-malate as
stationary phases.

EXPERIMENTAL

Gas chromatography was carried out with a Shimadzu GC-7A gas chromato-
graph equipped with a flame-ionization detector. Glass capillary columns (40 m X
0.25 mm L.D.) coated with e-hydroxycarboxylic acid esters were used.

Di-I-menthyl (+)-tartrate was prepared from (4 )-tartaric acid by treatment
with /-menthol in the presence of concentrated sulphuric acid for several hours at
100°C. The ester was extracted with chloroform and the solution was washed succes-
sively with water, 1 N hydrochloric acid and water. After drying over sodium sulphate
and evaporation, the ester was purified by column chromatography with silica gel
and n-hexane-ethyl acetate as the eluent. Di-d/-menthyl (—)-malate was similarly
prepared from (—)-malic acid by treatment with d/-menthol. The structures of these
esters were confirmed by infrared and nuclear magnetic resonance spectroscopy and

microanalysis. Their specific rotations were [a]2® = —69° (¢ = 1.0%,, chloroform) in
di-/-menthyl (- )-tartrate and [e]3’ = —8° (¢ = 1.2%,, chloroform) in di-d/-menthyl
(—)-malate.

(++)-Tartaric acid, (—)-malic acid and /- and d/-menthol were commercially
available. Various racemic amino acids, amines and carboxylic acids shown in Table I
were also commercially available. a-Bromo-f,8-dimethylbutyric acid was prepared
in our laboratory.

0021-9673/81/0000-0000/$02.50 © 1981 Elsevier Scientific Publishing Company
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RESULTS AND DISCUSSION

The gas chromatographic results are summarized in Table I. Enantiomers of
amino acids, amines and carboxylic acids were resolved into their antipodes. Typical
gas chromatograms are shown in Figs. 1-3.

TABLE 1

GAS CHROMATOGRAPHIC SEPARATION OF AMINO ACID, AMINE AND CARBOXYL-
IC ACID ENANTIOMERS ON OPTICALLY ACTIVE «-HYDROXYCARBOXYLIC ACID
ESTERS

Glass capillary columns, 40 m x 0.25 mm L.D. Column temperature, 100°C. Carrier gas, helium at a
flow-rate of 0.7 ml/min. Stationary phases: A, di-l-menthyl (+)-tartrate; B, di-d/-menthyl (—)-
malate.

Compound Stationary  Retention time™ (min) Separation
phase gy — = factor, a
First peak Second peak (second|first)
Amino acids™*:
Alanine A 22.26 (L) 22.71 (D) 1.020
B 111.60 (L) 112.80 (D) 1.011
Valine A 33.54 (L) 33.97 (p) 1.013
B 191.00 (r) 192.50 (D) 1.008
Leucine A 67.07 (L) 68.93 (D) 1.028
Amines:
a-Phenylethylamine *** A 82.34(—) 84.39 (+) 1.025
a-(2,5-Xylylethylamine $ A 272.00 (—) 281.20 (+) 1.034
a-Phenylpropylamine A 164.01 (—) 169.63 (+) 1.034
Carboxylic acids:
a-Phenylpropionic acid $¥ A 176.00 (—) 178.80 (+) 1.016
a-Bromo-f3,-dimethylbutyric acid$¢¢ A 62.10 (+) 63.60 (—) 1.024

* Measured from solvent peak.
“* Resolved as N-trifluoroacetyl isopropyl ester.
*** Resolved as N-pentafiuoropropyl derivatives.
§ Resolved as N-trifluoroacetyl derivatives.
$% Chromatographed on 20 m x 0.25 mm I.D. glass capillary column using helium at a flow-
rate of 1.3 ml/min. Resolved as isopropylamide.
5% Resolved as tert.-butylamide.

In 1959 Karagounis and Lippold® reported the successful of separation of
some racemic compounds by gas chromatography with ethyl d-tartrate as a chiral
stationary phase, but Goldberg and Ross® reported that such results could not be
reproduced. Berrod et al.” studied the resolution of some chiral compounds by gas
chromatography on chiral stationary phases derived from (+4)-tartaric acid, such as
(+)-dodecyl tartrate, and achieved a partial separation of the enentiomers of some
alcohols by measuring the optical activities of trapped fractions at the beginning and
end of the peak corresponding to the racemic compounds, but the separation was
insufficient to observe the commencement of resolution.

To our knowledge this is the first successful gas chromatographic separation
of racemic compounds with a-hydroxycarboxylic acid esters, which possess OH



254 NOTES

N

1 ] | 1
50 60 70 80

RETENTION TIME ( MIN )

Fig. 1. Gas chromatogram of N-trifluoroacetyl-pr-leucine isopropyl ester. Glass capillary column
(40m X 0.25 mm L.D.) coated with di-/-menthyl (+)-tartrate. Temperature: 100°C. Carrier gas
(helium) flow-rate: 0.7 ml/min.
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Fig. 2. Gas chromatogram of racemic N-pentafluoropropyl-a-phenylethylamine. Chromatographic
conditions as in Fig. 1.

Fig. 3. Gas chromatogram of racemic a-bromo-f3,3-dimethylbutyric acid zert.-butylamide. Chroma-
tographic conditions as in Fig. 1.

groups linked to the asymmetric carbon atoms, as chiral stationary phases. This result
supports the conclusion reported previously* that OH groups contribute to the
formation of diastereomeric association complexes for the separation of enantiomers.
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The increased attention given alternate fuels, such as shale oil and solvent-
refined coal, has given rise to the need for faster and more reliable methods of analysis
for toxic compounds in these complex matrices. The high concentration of phenolic
compounds found in these alternate fuels (relative to petroleum) has also increased
the need for the development of reliable and rapid analytical procedures for these
compounds.

The highly complex nature of the alternate fuel matrices requires high-
resolution separation techniques to separate and identify the phenolic isomers present.
Previous methods have involved the use of low-resolution packed columns'~S,
support-coated open-tubular (SCOT) columns’, and wall-coated open-tubular
(WCOT) columns®—9, or the use of chemical derivatization and subsequent use of
WCOT or packed columns!! 3.

In this paper we describe a method utilizing a high-resolution WCOT column
for the separation and quantitation of phenols contained within a complex organic
matrix. The utilization of this column, in combination with a simplified acid—base
extraction scheme, produces a fast and reliable method for the quantitative analysis of
phenols at ug/g (ppm) levels in alternate fuel matrices.

EXPERIMENTAL*

Two alternate fuels, a shale oil and a solvent-refined coal (SRC) liquid, were
characterized in this work. The shale oil was supplied by the Oakridge National
Laboratory, Oakridge, TN, U.S.A., and is from the Mahogany zone of the Colorado
Green River formation. It had been processed in a 150-ton retort for in situ simulated
combustion operated by the Laramie Energy Research Center, Laramie, WY, U.S.A.
The shale oil had undergone centrifugation to separate water (40 %) and sludge before
being received at our laboratory. The shale oil was then filtered, homogenized, and
stored in amber ampoules.

The SRC sample is a middle-to-heavy distillate from a fuel oil blend obtained

* In order to specify procedures adequately, it has becn necessary to identify some commercial
materials in this report. In no case does such identification imply recommendation or endorsement
by the National Bureau of Standards, nor does it imply that the material identified is necessarily the
best available for the purpose.
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from the Pittsburg & Midway Coal Mining Co., Solvent-Refined Coal Pilot Plant,
Dupont, WA, U.S.A. The SRC was similarly stored in amber ampoules for sub-
sequent analysis.

Extraction

The alternate fuel sample (ca. 0.6 g) was accurately weighed into a small flask
and dissolved in 50 ml of methylene chloride. An appropriate amount of o-chloro-
phenol, dissolved in methylene chloride, was then added to the sample as an internal
standard. This solution was quantitatively transferred with an additional 50 ml of
methylene chloride into a 250-ml separatory funnel. The acids were then isolated using
an acid-base extraction procedure'* adapted from Schmeltz!>. Methylene chloride
was substituted for ether in this procedure, because the stabilizing agent (2,6-di-tert.-
butyl-p-cresol) in the ether interferred with final chromatographic quantitation. The
resulting extract was dried over anhydrous sodium sulfate and concentrated under a
stream of dry filtered nitrogen to 1 ml, in preparation for subsequent gas chromato-
graphic (GC) analysis.

Column preparation

The analytical WCOT columns were prepared in our laboratory using the
barium carbonate method of Grob et al.’¢'17. A 20 m X 0.3 mm I.D. capillary column
was pulled from thick-walled borosilicate glass tubing. After the capillary had been
acid-leached and dried, the inside surface was coated with BaCO; by forcing a
saturated solution of barium hydroxide with CO, gas through the column. The column
was then coated with a 20 %, solution of Pluronic L64 (Fluka, Buchs, Switzerland)*’
dissolved in methylene chloride. The column was conditioned at 220°C until it
exhibited minimal bleed. Subsequent testing using the procedure described by Grob
and Grob'®, revealed a film thickness of ca. 0.07 um.

The gas chromatograph used for this work was equipped with a pressure-
controlled capillary inlet system and a flame ionization detector. The chromato-
graphic peaks were integrated using a digital integrator capable of internal standard
calculations. The GC conditions used are listed in the caption of Fig. 1.

Qualitative analysis

Peak identification was accomplished utilizing a quadrupole GC-mass
spectrometry (MS) system equipped with a 20m X 0.3 mm ILD. Pluronic L64
WCOT column. GC conditions were identical with those used in quantitative analysis
(see Fig. 1). The WCOT column was interfaced to the mass spectrometer through
an “open-slit” fitting constructed out of nickel tubing (1/16 in. O.D. x 0.010in. L.D.).
The mass spectrometer was operated in the electron impact mode under the following
conditions: electron energy, 70 eV; ionizing current, 1 mA; ion source manifold
pressure, 1-107° Torr; ion source temperature, 200°C; interface temperature, 250°C.
Mass spectra were scanned repetitively every 2 sec under computer control for the
entire GC run. Isomer identifications were verified by analysis of the mass spectra
and comparisons of retention times of pure phenolic standards.

Quantitative analysis
Calibration factors of all the phenols relative to o-chlorophenol were deter-
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Fig. 1. Chromatogram of acidic fraction from shale oil. Column, 20 m x 0.3 mm I.D., Pluronic L64

WCOT; temperature program, 70°C to 160°C at 2°C/min; carrier gas, helium; split, 30:1; injector
and detector temperatures, 300°C.

mined from a standard solution of gravimetrically prepared amounts of each of the
analytes and o-chlorophenol in methylene chloride. Gold weighing boats were used
in the preparation of standard solutions, after it was shown that using aluminium
weighing boats introduced a large variability in the determination. The concentrations
of the phenols in the standard solution were made to mimic the concentration of the
phenols in the samples as closely as possible. An aliquot of this standard was extracted
using the same procedure already described. Subsequent GC analyses yielded calibra-
tion factors which were then applied to the data from sample runs to yield quantitative

results.

RESULTS AND DISCUSSION

A chromatogram of the shale oil acids on the Pluronic L64 WCOT column is
shown in Fig. 1. The chromatogram contains over 50 peaks, most of which are
sufficiently resolved for peak area integration with a precision of 5% or better. Peaks
1-14 were identified by GC-MS and retention indices, and are listed in Table 1. Of
particular note is the separation of all six dimethylpheno! isomers (xylenols), the
cresols, and phenol. This separation was achieved using a temperature program of
70°C initial, programmed to 150°C at 2°C/min. All the C,~C; phenols in the sample
eluted prior to a column temperature of 130°C. Retention on this liquid phase seems
to be heavily dependent on the amount of steric hindrance, by adjacent methyl groups,
around the polar hydroxy group. This is demonstrated by the elution of the dimethyl-
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TABLE I

IDENTIFICATION OF PHENOLIC COMPOUNDS IN FIG. 2, BOILING POINTS, EX-
TRACTION EFFICIENCIES AND ANALYTICAL RESULTS

n = Not determined.

Compound Peak No. B.p.(°C)*  Extraction Concentration found (uglg)™™
Fig. 1 efficiency :

Shale oil SRC II fuel
o-Chlorophenol 1 176 99.1 int. std. int. std.
2,6-Dimethylphenol 2 212 74.9 168 + 8 1450 + 90
Phenol 3 182 99.3 401 + 4 23,800 4+ 1200
o-Cresol 4 191 98.1 384 4 9 12,500 + 500
2,4,6-Trimethylphenol 5 219*** n n n
2,3,6-Trimethylphenol 6 — n n n
p-Cresol 7 202 99.3 273 £ 7 15,500 + 800
m-Cresol 8 203 98.6 327 + 10 29,100 4+ 1900
2,5-Dimethylphenol 9 242 93.4 320 4 12 8900 + 500
2,4-Dimethylphenol 10 214 89.4 387 + 17 8200 + 600
2,3-Dimethylphenol 11 218 n n n
3,5-Dimethylphenol 12 219 n n n
3,4-Dimethylphenol 13 225 n n n
2,3,5-Trimethylphenol 14 2338 n n n

* Ref. 20.

** Uncertainties are + 1o,
*** Ref. 21.
§ Ref. 22.

substituted phenols. The sterically hindered 2,6-dimethylphenol (b.p., 212°C) elutes
prior to phenol (b.p., 182°C), while the least hindered, 3,4-dimethylphenol (b.p.,
225°C), is retained quite strongly.

The concentrations of several of the phenols in the shale oil and SRC are given
in Table I. From this table it can be seen that the total phenolic contents of the shale
oil and the SRC fuel oil are ca. 0.3 and 10 %, respectively. The chromatogram of the
SRC fuel oil is shown in Fig. 2. This chromatogram shows a very similar pattern of
phenols to that of the shale oil. The individual concentrations, however, are approxi-
mately two orders of magnitude higher. These experimental results agreed with those
determined by a method’* using a liquid chromatographic pretreatment followed by
GC-MS quantitation.

The extraction efficiencies were determined by the ratio of the peak areas of
the residual phenols in the extracted organic solution of the standard phenols, with
the phenols in the extract solution. The extraction efficiencies of these phenols are
listed in Table I. All of the phenols showed an extraction efficiency in excess of 70 %7.

CONCLUSIONS

The method described in this paper has been shown to be both a rapid and
straightforward method for the analysis of phenolic compounds in complex matrices,
such as shale oil. The WCOT column used was shown to be capable of yielding highly
reproducible quantitative separations.
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o

Fig. 2. Chromatogram of acidic fraction from a SRC II fuel oil. Same conditions as in Fig. 1.

It was experimentally determined that ca. 500 ng of phenol could be loaded
onto the column without peak broadening or distortion. The large sample capacity
and high resolving power exhibited by this column makes it ideal for GC-MS and
GC Fourier transform infrared spectroscopic applications.
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Gas chromatography (GC) is a convenient tool for the elucidation of carbo-
hydrate constituents of glycoproteins or glycolipids. Recently, trifluoroacetic anhy-
dride (TFAA) has been used as an acylating reagent in the GC separation and determi-
nation of alditols!-2, Acylated alditols have also been determined on a XF-1105 column
in GC of human gastric mucopolysaccharides®. Tamura ef al.* have developed this
acylation method for an analysis of amino sugars. However, it seems likely that no
satisfactory result has been obtained in the determination of amino sugars from
natural origins, probably because of the instability to the trifluoroacetyl derivatives.

This paper describes a rapid determination method for glucosamine and galac-
tosamine using a nitrogen-specific flame thermionic detector (FTD), and gives
appropriate GC conditions for the simultaneous determination of the neutral and
amino sugars in glycoconjugates of human origins.

EXPERIMENTAL

Materials

Standard neutral and amino sugars used were all commercial products:
group A, L-fucose, L-arabinose, D-mannose, D-galactose, D-glucosamine hydro-
chloride, p-galactosamine hydrochloride; group B, L-rhamnose, D-xylose, D-glucose,
D-mannosamine hydrochloride. The following biological materials were also inves-
tigated: crystalline ovomucoid (trypsin inhibitor from chicken egg white; Sigma,
St. Louis, MO, U.S.A.); urinary crude glycopeptides® obtained from blood group
O-sccretor (U-SY), A-secretor (U-MS) and B-secretor (U-TS); partially purified
glycoproteins® of blood group H-active (No. 5, Fr. 1), A-active (No. 3, Fr. Ill) and
B-active (No. 2, Fr. 1) substances isolated from human ovarian cyst fluids according
to the phenol extraction method’. p-Aminophenol hydrochloride was used as an
internal standard.

A Shimadzu GC-7A gas chromatograph with FTD or a flame-ionization
detector (FID) was used. The glass chromatographic columns were as follows:
a, 2m X 3mm ID., packed with 5% OV-101 on Chromosorb W AW DMCS
(60-80 mesh); b, 1.5 m x 3 mm 1.D., with 2% XF-1105 on Gas-Chrom P (60-80
mesh); ¢, 2m X 3 mm L.D., with 2% QF-1 on Gas-Chrom P (60-80 mesh), modified
by the chromatographic system®.

0021-9673/81/0000-0000/$02.50 ©) 1981 Elsevier Scientific Publishing Company
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Methods

Preparation of derivatized sample solution for GC. To 1 ml of an aqueous
solution containing 30-200 ug of each of the neutral and amino sugars (group A) was
added 1 ml of 29, NaBH, containing 0.025 M NaOH in water, and the mixture was
allowed to stand for 2 h at room temperature. After reaction, the excess of NaBH,
was destroyed by adding 0.5 N HCI and the solution was concentrated, with several
additions of methanol to remove methyl borate. The residue was dissolved in a small
amount of water and the solution was applied to a column (8 x 1cm 1.D.) of QAE-
Sephadex gels (borate form)®, followed by elution with 25-30 ml of water. The eluent
was discarded. The adsorbed alditols and amino alcohols on the gels were then eluted
with concentrated HCl-methanol (1:24 v/v) until the eluent was completely replaced
by this mixture, monitoring with a pH-test paper. The eluent was pooled and concen-
trated on an evaporator to yield a sugar alcohol fraction containing a considerable
amount of methyl borate.

The concentrated residue was again dissolved in a small amount of methanol,
followed by evaporation with several additions of the solvent to remove the borate.
To the residue were added 0.2 ml of p-aminophenol in ethanol solution (360 ug/ml),
and the mixture was completely transferred to a small capped glass tube
(5cm X 5Smm 1.D.) by repeated washings with a small amount of methanol and
water. The mixed solution was concentrated to dryness by evaporation and standing
in a vacuum desiccator over P,0s. The dried matter was suspended in 50 ul of ethyl
acetate, and 50 ul of TFAA were added with cooling on ice. The mixture was allowed
to stand at room temperature for 30 min, and an aliquot of the reacted solution
(1-2 ul) was applied to the chromatographic column.

The standard sugar mixture of group B was similarly treated and the prepared
trifluoroacetate derivatives were analyzed by GC.

GC conditions. Standard calibration graphs for the hexosamine assays were
made by using the OV-101 column under the following operating conditions in the
FTD system: injector and detector temperature, 210°C; column temperature, 120°C
(isothermal); nitrogen carrier gas flow-rate, 50 ml/min; hydrogen flow-rate, 6-8 ml/
min; air flow-rate, 220 ml/min; electrical heating on an alkali-metal salt bed. A
conventional FID system was also employed. The calibration graphs for the determi-
nation of the neutral sugars were obtained on the XF-1105 column with temperature
programming from 100°C to 160°C at 2°C/min in the FID system under the operating
conditions indicated in Table 1. The internal standard (p-aminophenol hydrochloride)
was used for both calibrations. Relative retention times (R,, min) of the neutral or
amino sugars on the chromatographic columns a-c were recorded with respect to the
standard compound (Table I).

Determination of carbohydrate constituents of glycoconjugates. A 1-2 mg amount
of each of the urinary crude glycopeptides, human ovarian cyst glycoproteins and
ovomucoid were hydrolyzed in 4 N trifluoroacetic acid (TFA) for 16 h at 100°C in
sealed tubes. After hydrolysis, TFA was removed by evaporation with repeated
additions of water. The hydrolyzates were each treated with the reducing reagent, and
the resultant alditols and amino sugar alcohols were subjected to clean-up on the
QAE-Sephadex column, as described for the standard sugar alcohols. To the final
methanol-HCI eluent was added an ethanol solution of p-aminophenol (36-180 ug).
The eluent was evaporated with repeated additions of methanol to remove methyl
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TABLEI

RELATIVE RETENTION TIMES IN SEPARATIONS OF SUGAR MIXTURES
Gas chromatograhhic conditions as in the text.

Sugar Column a, OV-101 Column b, XF-1105 Column c, QF-1
120°C 170°C
100-160°C 170°C
Rhamnose —-* 0.60 - —*
Fucose 0.27 0.67 — 0.56
Arabinose 0.25 0.87 — 0.65
Xylose — 0.95 — —
Mannose 0.34 1.12 — 0.91
Glucose — 1.27 — —
Galactose 0.37 1.32 — 1.06
Glucosamine 0.63 dec.*™ 4.12 2.29
Galactosamine 0.71 dec. 4.71 2.62
Mannosamine 0.69 dec. 5.29 2.33
p-Aminophenol (min) 1.00 1.00 1.00 1.00
11.5) 16.2) a7 (3.4

* Not examined.
** Considerably decomposed during the development.

borate. The residue was transferred to a small glass tube, followed by acylation with
TFAA as described above. A portion of the resulting solution (1-2 ul) was used for
chromatography. Determinations of the hexosamine contents of these biological
samples were carried out on the OV-101 column (a) at 120°C in the FTD system.
Determination of the content of neutral sugars were performed on the XF-1105
column (b) at 100-160°C (2°C/min) in the FID system.

RESULTS AND DISCUSSION

Fig. 1 shows the calibration graphs for glucosamine and galactosamine
obtained by using FTD or FID. From these the detection limits for glucosamine or
galactosamine were ca. 20 ng with the FTD system and ca. 100 ng with the FID.
The sensitivity of FTD for the amino compounds may generally be varied by changing
the detector arrangement; thus it is possible to raise the detector response at least ten
times higher than the FID response by electrically heating the bed of an alkali source.

Table I gives the R, values of the neutral and amino sugars on these chromato-
graphic columns, with respect to p-aminophenol. The neutral monosaccharides were
satisfactorily separated and determined on the XF-1105 column with temperature
programming from 100°C to 160°C, using the FID system. However, amino sugars
were considerably decomposed during the development under this conditions. There
was little decomposition or adsorption of the amino sugars on this column in a rapid
analysis and good separations were obtained at 170°C, with only slightly inferior
reproducibility. Determination of glucosamine and galactosamine was satisfactorily
performed with column a packed with the non-polar stationary phase OV-101 without
degradation or adsorption on the column at the lower temperature (120°C). However,
in the simultaneous separation of glucosamine, mannosamine, and galactosamine the
R, values obtained were 0.63, 0.69 and 0.71, respectively.
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Fig. 1. Calibration graphs for determination of glucosamine (QO) and galactosamine ([J). Internal
standard: p-aminophenol hydrochloride (72 ug). Hy/Hs, M/M; = Peak height ratio and weight
ratio of hexosamine to internal standard. Calibration was performed with a chromatographic column
(2m x 2 mm I.D.) packed with 5% OV-101 on Gas-Chrom P at 120°C. with either FTD (left graph)
or FID (right graph).
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Fig. 2. Comparison of detector response to the hexosamine assays for ovomucoid (I), urinary glyco-
peptides (U-SY) (1I) and ovarian cyst glycoprotein (No. 2, Fr. I) (111). Upper chromatograms: FID
system. Lower chromatograms; FTD system. Analyses were accomplished with the OV-101 column
at 120°C, and the data are indicated in Table 1I. Peaks: a = glucosamine; b = galactosamine; ¢ =
internal standard (p-aminophenol; 1, 11, 72 ug; III, 180 ug).
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Fig. 2 shows the chromatographic profiles of ovomucoid (I), crude urinary
fraction (U-SY) (II) and ovarian cyst glycoprotein (No. 2, Fr-I) (III) for comparison
at the FID and FTD systems. The upper chromatogram was run with the FID and
the lower with the FTD. In the FTD mode, glucosamine (a) and galactosamine (b)
were selectively detected and well determined with the internal standard method. The
standard p-aminophenol (c) was found to be suitable, having good stability and appro-
priate R, value, for the determination of both amino sugars. Table II indicates the
carbohydrate composition of the experimental biological materials. The mono-
saccharide composition of ovomucoid was estimated as about half that of the purified
ovomucoid as reported in the literature®. This may be due to the heterogeneity of the
mucoid or the difference in the hydrolysis conditions.

TABLE II

CARBOHYDRATE CONTENTS (%) IN GLYCOCONJUGATES

U.G. = Urinary crude glycopeptides; O.G. = ovarian cyst glycoproteins. The origins of the
materials and the experimental conditions are as in the text. A minus sign indicates a value below the
detection limit.

Material Fucose  Mannose  Galactose  Glucosamine Galactosamine
(as hydrochloride) (as hydrochloride)

Ovomucoid — 2.7 0.7 8.6 —

U.G. (U-8Y) 1.2 1.9 3.1 7.0 1.5
U.G. (U-MS) 0.6 1.6 1.8 6.3 2.0
U.G. (U-TS) 0.6 1.0 2.1 4.2 0.9
0.G.(No.5,Fr. D) 14.0 1.0 14.4 18.0 3.4
0.G. (No. 3, Fr.1ID) 12.0 — 24.6 30.1 7.7
0.G.(No.2,Fr.D 32 1.0 9.5 T 2.8

Acylation of neutral and amino sugar alcohols is often performed with acetic
anhydride, as for the chemical characterization of glycoprotein'® or glycolipid™.
Acetylated amino alcohols are chemically more stable than the trifluoroacetylated
compounds. However, they may lead to problems such as time-consuming prepara-
tion or column temperatures over 220°C in GC. Nevertheless, the trifluoroacetates of
glucosamine and galactosamine were satisfactorily analyzed at the lower column
temperature without any degradation. There are a few problems in the separation and
determination of the amino sugars in glycoconjugates in this experimental system:
(1) reduction to the amino alcohols requires the somewhat rigorous treatment with
29 NaBH, in 0.025 M NaOH; (2) impurities must be completely removed from the
amino alcohols with QAE-Sephadex gel (borate form) filtration; (3) a suitable chro-
matographic column packed with a non-polar stationary phase such as the silicone
OV-101 is required for a satisfactory determination.

The usefulness of FTD, already acknowledged in the determination of nitrogen-
and phosphorus-containing compounds'>'3, has again been demonstrated in this
hexosamine assay.
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Analysis of neutral sugars of the glycoproteins by gas chromatography (GC)
and of the amino sugars from the same sample by ion-exchange chromatography was
the most widely accepted procedure! until Niedermeir? first separated the hexosamines
in glycoproteins by GC of the alditol acetate derivatives. Although glucosamine was
separated from galactosamine by this method with good resolution, mannosamine
was not separated from galactosamine. Also, rhamnose was not resolved from fucose
and ribose was not resolved from arabinose. These workers used a 6 X 1 in. glass
column packed with 1 9, ECNSS-M on Gas-Chrom A. Griggs et al.? reported identical
results using Gas-Chrom P (100-200 mesh) precoated with a mixture of 0.2 %, ethylene
glycolsuccinate, 0.2 % stabilized ethylene glycol adipate and 1.4 9 silicone XE-60 with
temperature programming, beginning at 150°C with a program rate of 1°C/min to a
final temperature of 205°C. A separation of 6 neutral and 2 amino sugars was reported
by Metz et al.* who used OV-225 and determined the optimum hydrolysis conditions
for their recovery from glycoprotein samples. Niedermeir and Tomana?® in a subsequent
study reported an effective separation of the alditol acetates of the three hexosamines
using a polyamide (Poly A 103) liquid phase, but galactose was not separated from
glucose and rhamnose and ribose were not included in the known mixture. A common
constituent of acidic polysaccharides of plant gums and hemicelluloses has been
identified as 4-O-methyl-D-glucuronic acid. One of the procedures® for its determi-
nation involved reduction of the polysaccharide before hydrolysis and the 4-O-methyl
glucose thus formed was subsequently identified as its alditol acetate derivative.
Holzer et al’, using a 20 m x 0.3 mm glass capillary column coated with a 9:1
mixture of N-propionyl-L-valine-fert.-butylamide polysiloxane and Witoconol LA23,
with temperature programming from 90-200°C at 6°C/min, reported a separation of
alditol acetates of the common neutral sugars. However, when this procedure was
applied to the analysis of plant gums and hemicelluloses which contain 4-O-methyl-
D-glucuronic acid, the alditol acetates of mannose and 4-O-methyl-D-glucose were
not fully separated’.

0021-9673/81/0000-0000/$02.50 © 1981 Elsevier Scientific Publishing Company
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In the present report a chiral stationary phase was used for the first time
during gas-liquid chromatographic (GLC) analysis of a mixture of neutral sugars
and the three hexosamines. By using a longer glass capillary column of 35 m x 0.3 mm
coated with the same mixture, a complete separation of the alditol acetates of the
common neutral sugars including 3-O-methyl- and 4-O-methyl-D-glucitols was accom-
plished. An application of this method for the separation of the alditol acetates from
the hydrolysate of reduced polysaccharide from Daemonorops species is described.

MATERIALS AND METHODS

GC was carried out on a Varian Aerograph 2000, adapted for glass capillary
work. In addition, the alditol acetates were analyzed by GLC-mass spectrometry
(MS) using an LK B instrument. Identification was done by a comparison of retention
time data and mass spectral fragmentation patterns with those of known standard.
The glass capillaries were drawn from Pyrex glass, having a 1.D. of 0.3 mm. For the
analysis of the alditol acetates, columns of 20-35 m were etched with 59 KHF;
solution® and deactivated using the Carbowax 20M method®. The column was then
coated with a 0.29 stationary phase, consisting of 90 9%, N-propionyl-L-valine-zert.-
butylamide polysiloxane and 109, Witconal LA 23 as surfactant using the static
method. The column was conditioned at 230°C with a low helium carrier gas flow-rate.
For the analysis of the alditol acetates the column was operated at helium flow-rates
between 4 and 6 ml/min and temperatures up to 200°C.

Solutions (0.05 M) of alditol acetates of neutral sugars were purchased from
Regis (Morton Grove, IL, U.S.A.) while the remaining monosaccharides were
derivatized by the procedure outlined in the Operation Manual supplied by the above
company. Polysaccharide material (B-fraction) was isolated from benzene extracted
hemicellulose of Daemonorops species after releasing it during the delignification by
the method of Whistler ef a/.*°. The purified polysaccharides were reduced by reaction
of the propionated methyl ester with lithium borohydride in tetrahydrofuran,
hydrolyzed with sulfuric acid, reduced with sodium borohydride and acetylated by
the procedure of Dutton and Kabir®.

RESULTS AND DISCUSSION

Chiral polysiloxane phases were introduced by Frank et al.}'-!? for the sepa-
ration of enantiomeric amino acids. The polarity of the phase and its thermal stability
make it useful for the analysis of a variety of compounds®®.

Gas chromatograms of the mixture of alditol acetates of the 13 common sugars
and the three hexosamines is shown in Fig. 1. The peaks were identified by co-
chromatography and GLC-MS. The results showed that except for the acetates of
D-mannitol and 4-O-methyl-D-glucitol, all of the other alditol acetates were well
separated by this method. The procedure can be applied for the identification of
sugars in the glycoproteins which contain one or more neutral and amino sugars.

In order to obtain a complete separation of D-mannitol and 4-O-methyl-D-
glucitol, the sample mixture of 13 alditol acetates was injected in a 35 m X 0.3 mm
glass capillary column. The results presented in Fig. 2 showed that all of the com-
ponents were fully separated. The longer column used in this study prolonged the
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Fig. 1. Gas chromatograph of alditol acetates of the neutral sugars and the three hexosamines.
Column: 20 m X 0.3 mm glass capillary column coated with 9:1 mixture of N-propionyl-L-valine-
tert-butylamide polysiloxane and Witconal LA 23. Temperature: 80-200°C at 4°C/min for 30 min
and isothermal at 200°C. Helium pressure: 18 p.s.i., flame-ionization detector. Peaks: 1 = erythritol;
2 = p-2-deoxyribitol; 3 = L-rhamnitol; 4 = L-fucitol; 5 = ribitol; 6 = arabitol; 7 = xylitol; 8 =
D-2-deoxyglucitol; 9 = 3-O-methyl-p-glucitol; 10 = 4-O-methyl-p-glucitol; 11 = p-mannitol; 12 =
D-galactitol; 13 = p-glucitol; 14 = N-acetyl glucitol; 15 = N-acetyl-galactitol; 16 = acetyl man-
nitol.
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Fig. 2. Gas chromatograph of alditol acetates of the neutral sugars on a 35m x 0.3 mm glass
capillary coated with the same mixture as in Fig. 1. Temperature program: 80-200°C at 4°C/min and
isothermal at 200°C; Peaks 1-13 same as in Fig. 1.
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Fig. 3. Gas chromatograph of alditol acetates from the hydrolysate of reduced polysaccharide from
Daemnorops species. Column, helium pressure and peaks were the same as in Fig. 2. Temperature
program: 100-200°C at 4°C/min and isothermal at 200°C.

analysis time in comparison with Fig. 1 but a complete separation of all sugars was
obtained. This procedure would be recommended for the analysis of sugars in plant
gums or hemicelluloses which may contain 4-O-methyl-D-glucuronic acid and one or
more neutral sugars.

The GLC profile of the alditol acetates of the sugars from the hemicellulose
of Daemonorops species reported in Fig. 3 showed the presence of arabinose, xylose,
4-O-methyl-p-glucuronic acid, galactose and glucose. The results reported’ earlier
with the 20-m capillary column showed that p-mannitol and 4-O-methyl-D-glucitol
were so close to each other that without mass spectral fragmentation pattern, the two
could not be identified. In this study, however, by GLC alone or by co-chromato-
graphy, the two components could be easily identified. The components which
emerged between 120 and 180°C before the alditol acetates may be the result of
impurities in the polysaccharide or from the reagents used in the isolation of the
sugars. The advantage of the chiral phase in the analysis of alditol acetates is its
potential thermal stability as well as good resolving power.
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During organic geochemical research dealing with the occurrence and com-
position of polysaccharides in recent marine sediments, a gas-liquid chromatographic
(GLC) separation is required by which mixtures of monosaccharide derivatives can
be baseline separated.

To avoid complex mixtures of anomeric monosaccharides, the hydrolytically
released monosaccharides can be reduced to the corresponding alditols. The alditol
mixture is subsequently derivatized into the alditol acetates. The GLC separation of
alditol acetates on columns packed with OV-275! and ECNSS-M?~5 has been reported.
In the latter case the column is usually operated under conditions close to the maxi-
mum operating temperature, which limits column life5. Moreover, a baseline sepa-
ration of some of the alditols used in these studies is not achieved. Holzer et al.’
applied a glass capillary column coated with a chiral phase. Their results show that
the separation of rhamnitol/fucitol and ribitol/arabitol is not complete. This report
describes the baseline separation of ten alditol acetates using a glass capillary column
coated with OV-275.

EXPERIMENTAL

The ten alditols used as standards in this study are listed in Table I. They are
commercially available from various companies. The standard mixture of the alditol
acetates was prepared by acetylation of a mixture of the alditols, containing equal
amounts (by weight) of the individual alditols. The acetylation was performed in a

TABLE 1

THE ALDITOLS USED AS STANDARDS IN THIS STUDY
Alditol No. Aldirol No. )
Erythritol 1 Xylitol 6
Rhamnitol 2 Mannitol 7

Fucitol 3 Galactitol 8

Ribitol 4 Sorbitol 9

Arabitol 5 m-Inositol 10

0021-9673/81/0000-0000/$02.50  © 1981 Elsevier Scientific Publishing Company
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sealed vial with pyridine-acetic anhydride (1:1) at 100°C during 2 h. After evaporation
of the acetylation reagent the alditol acetate mixture was dissolved in dichloromethane.

The natural mixture of monosaccharides was obtained from a diatomaceous
ooze sample from the Namibian Shelf (S.W. Africa, 22°51.5" S, 14°14.5" E)5. The
sample was lyophilized and hydrolysed with 1 M H,SO, during 3 h at 100°C. The
hydrolysate was neutralized with BaCO; and reduced with NaBH,. Subsequent
acetylation was performed as described above.

GLC was carried out on a Varian 3700 gas chromatograph equipped with a
glass capillary column (25m X 0.25 mm 1.D.) coated with OV-275 (Chrompack,
Middelburg, The Netherlands). The temperature was programmed from 190 to 215°C
at 1°C/min. Further GLC conditions: injector, 250°C; flame ionization detector,
250°C; carrier gas, helium at a flow-rate ca. 1.5 ml/min; helium pressure, 18 p.s.i.;
splitter, 30 ml/min; attenuator, 1-10~ mA.

Identification of the acetates was based on the retention times of the individual
alditol acetates.

RESULTS AND DISCUSSION

Fig. 1 shows the gas chromatogram of the standard alditol acetate mixture.
The peak numbers correspond to the alditols listed in Table 1. All components are
baseline separated, thus allowing a complete qualitative and quantitative analysis of
monosaccharides as their alditol acetates.

Fig. 2 shows the gas chromatogram of the mixture obtained from the diato-
maceous ooze sediment after hydrolysis, reduction and derivatization. m-Inositol was
added as an internal standard. The relative retention times of the main peaks corre-

1 2|3
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Fig. 1. Gas chromatogram of a standard mixture of ten alditol acetates. The peak numbers cor-
respond to the alditols listed in Table I.

Fig. 2. Gas chromatogram of the alditol acetates obtained from a recent sediment. m-In‘ositol (10)
was added as an internal standard. The peak numbers correspond to the alditols listed in Table I.
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spond exactly to those of the alditol acetates in Fig. 1. Ultimate identification of both
major and minor peaks has to be achieved by GLC-mass spectrometry.

The abundance of rhamnose and fucose in the ooze sample is not unexpected
since these monosaccharides are major building blocks of algal polysaccharides®2
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Porous glass, which was developed for exclusion chromatography!, adsorbs
proteins and is used for adsorption chromatography of proteins®.. To prevent such
adsorption, porous glass can be siliconized and used for exclusion chromatography
of proteins®. The coated glass adsorbs hardly any protein at low concentrations of
salts. However, at high concentrations of salts, the coated glass adsorbs significant
amounts of protein by hydrophobic bonding*. Lymphocytes can be separated on
siliconized glass beads®®. This paper reports the separation of proteins on siliconized
porous glass.

MATERIALS AND METHODS

The porous glass used was CPG-10 240 A (Electro-Nucleonics, Fairfield, NJ,
U.S.A.). After being washed with a chromic acid mixture and then water, the glass
was dried at 180°C. Then 1 g of dried glass was mixed with 3 ml of carbon tetra-
chloride containing 50 mg of silicone oil (dimethylpolysiloxane, KF 96; Shi-Etsu
Chemicals, Tokyo, Japan). After evaporation of the carbon tetrachloride, the
glass was tightly coated with silicone by heating at 300°C for 5 min. The surface area
of coated glass was measured to be 51.7 m?/g of the glass, using an Orr Surface-Area
Pore-Volume Analyzer (Micromeritics, Norcross, GA, U.S.A.) with nitrogen gas.

The coated glass was precipitated in 1% sodium dodecyl sulphate (SDS)-0.2 M
phosphate solution (pH 7.4) and the precipitated glass was packed in a column
(4.5 X 0.75cm L.D.; 1 g, 2 ml)®. The SDS was removed by thoroughly washing with
ca. 100 column volumes of degassed hot water’.

A solution of 1 ml containing 5 mg of hemoglobin (Sigma, St. Louis, MO,
U.S.A.) and 5 mg of bovine serum albumin (Miles, Elkhart, IN, U.S.A.) was applied
to the column, which was previously equilibrated with buffers. After the elution of
the buffer, the protein adsorbed was eluted with 1%, SDS-0.2 M phosphate at pH 7.4.
The fraction volume collected was 1 ml and the elution was carried out at room
temperature. The recoveries of total protein and albumin were determined by the
measurements of the absorbance at 280 nm. The recovery of hemoglobin was deter-
mined from the absorbance at 541 nm. Globulin was prepared from bovine serum by
fractional precipitation with ammonium sulfate (20%, w/w). Globulin (10 mg) was
dissolved in 2 ml of 0.01 M phosphate (pH 7.4) and the solution was applied to the
column. Proteins in the fractions were analyzed by polyacrylamide gel disc electro-
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phoresis for albumin and hemoglobin® or by electrophoresis on cellulose acetate for
globulin. The stained gels and cellulose acetates were treated with an autodensitometer
(Fujiriken).

RESULTS AND DISCUSSION

Fig. 1 shows the elution patterns of a mixture of bovine hemoglobin and
albumin on the silicone-coated porous glass columns. The proteins were only slightly
eluted with 10 mM NaCl and eluted partially with 19, SDS-0.2 M phosphate solution
(Fig. 1A). The overall recovery of proteins was 34 % and that of hemoglobin was 16 9,
from the measurement of the absorbance at 541 nm.
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Fig. 1. Elution profiles of a mixture of albumin (5 mg) and hemoglobin (5 mg) on a silicone-coated
porous glass column (4.5 x 0.75 cm 1.D.). The buffers used were (A) 10 mM NaCl-0.2 mM phos-
phate (pH 7.4); (B) 5 mM Tris-HCI (pH 7.6); (C) 5 mM Tris—-HCI (pH 7.6) containing 10 mM
glutamic acid. At fraction 20 of each chromatogram, the columns were eluted with 19, SDS-0.2 M
phosphate (pH 7.4).

Fractions 2 and 3 in Fig. 1B, eluted with 5 mM Tris—-HC], did not contain
hemoglobin since the fractions did not show the absorbance at 541 nm of hemoglobin.
Fig. 2 shows the result of tracing of the disc gel stained of fraction 2 in Fig. 1B, and
the pattern indicates that fraction 2 does not contain hemoglobin but only albumin.
The recovery of albumin in fractions 2 and 3 in Fig. 1B was 329%. More proteins
loaded on the column were eluted with 19 SDS-0.2 M phosphate. The overall
recovery of proteins was 42 % and that of hemoglobin was 19 %.
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Fig. 2. Densitometric tracing of stained disc gels of proteins in Fig. 1.

Fig. 1C shows the results of the elution with the Tris—HCI buffer containing
10 mM glutamic acid, to prevent adsorption. Some of the hemoglobin passed through
the column, as indicated by the adsorbance at 541 nm. As shown in Fig. 2, the disc
gel pattern of fraction 2 in Fig. 1C indicated the contamination of hemoglobin with
albumin. However, more proteins were eluted with the SDS solution. The overall
recovery of proteins was 619, and that of hemoglobin was 319,. The results in
Fig. 1C indicate non-separation of proteins, even though the recovery was better.

Fig. 3 shows the elution patterns of bovine globulin in 0.01 M phosphate on
silicone-coated glass. The electrophoretic patterns on cellulose acetate of fractions 2-5
in Fig. 3 is shown in Fig. 4, with the results of bovine serum and raw materials of
globulin in Fig. 3. The recovery of proteins in fractions 2-5 was 25 %, of the proteins
loaded on the column. The electrophoretic patterns in Fig. 4 indicate that the main
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Fig. 3. An elution profile of globulin (10 mg) on a silicone-coated porous glass column (4.5 x 0.75
cm I.D.) in 0.01 M phosphate (pH 7.4).
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Fig. 4. Densitometric tracing of stained cellulose acetate of proteins in Fig. 3.

globulin in fractions 2-5 was a,-globulin. The - and y-globulins were not eluted
with phosphate buffer from the column, and some parts were not eluted with the
SDS solution since y-globulin has a strong affinity for silicone-coated glass. Also, the
Fc portion of surface immunoglobulin binds to detergent by hydrophobic bonding®.

These results show that some proteins are separable on silicone-coated porous
glass after careful selection of buffer. However, the method does not give complete
elution of proteins adsorbed on the glass with natural buffers. The system effectively
separates proteins of low affinity from proteins of high affinity. In these experiments,
1 g of glass was used for the separation of 10 mg of a protein mixture. More than
10 mg of protein could be used because the maximum amount of protein adsorbed
on 1 g of glass is ca. 80 mg. If a larger column is used, more proteins should be sepa-
rated. This method might not be applicable to the fine separation of proteins but
rather to the large-scale preparation of proteins.

The surfaces of non-coated glass are labile and enzymes bound on non-coated
glass for a long time are inactivated on storage'®. Enzymes adsorbed on the surfaces
of coated glass are stable and the glass is useful as a support for the immobilized
enzymes. Hemoglobin adsorbed on coated glass is not eluted with 10 % ethanol, 109,
butanol, 109, acetone, water saturated with octyl alcohol, 0.1 M sodium thiocyanate,
or 7 M urea. The conditions for elution of hemoglobin or other proteins strongly
adsorbed on coated glass require further investigation.

CONCLUSION

Proteins were separated by adsorption chromatography on siliconized porous
glass in a water medium. A mixture of bovine serum albumin and hemoglobin in
5mM Tris—-HCI (pH 7.6) was applied on a coated glass column. Albumin passed
through the column with a recovery of 329 and was separated from hemoglobin,
which was adsorbed on the column. The results of loading of bovine globulin in
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0.01 M phosphate (pH 7.4) on the column showed that «,-globulin was eluted and
p- and y-globulins were adsorbed by hydrophobic bonding. Silicone-coated glass
should be useful for the large-scale preparation of proteins or other substances in
aqueous media.
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Certain thioureas have been reported to be carcinogenic and teratogenic in
mammals. Thiourea (TU) and tetramethylthiourea are carcinogens toward rats and
mice’ 3. Methylthiourea and ethylthiourea have been found to have teratogenic
effects in rats®. 1,3-Dimethylthiourea induced conjunctivitis and dermatitis of the
eyelids of textile workers®. Ethylenethiourea, which is a degradation product of
fungicidal ethylenebisdithiocarbamates, has carcinogenic and teratogenic properties
in rats or mice®®. For monitoring these toxic thioureas and related compounds in
animals, a selective and effective method is required.

Current methods for determining TU and ETU include thin-layer chromato-
graphy (TLC)!*!! and gas-liquid chromatography (GLC)"—4,

This paper describes a superior method for the isolation, identification and
determination of thioureas in rat plasma by high-performance liquid chromato-
graphy (HPLC) without derivatization.

EXPERIMENTAL

Materials and reagents

Thiourea (TU) was obtained from Kanto Chemical (Tokyo, Japan),
methylthiourea (MeTU), ethylenethiourea (ETU) and 1,3-diethylthiourea (1,3-DETU)
from Tokyo Chemical (Tokyo, Japan), ethylthiourea (EtTU) from ICN Pharma-
ceuticals (Plainview, NY, U.S.A.) and 1,3-dimethyithiourea (1,3-DMTU) from
Nakarai Chemicals (Kyoto, Japan). 1,1-Dimethylthiourea (1,1-DMTU) was
synthesized from dimethylammonium chloride and ammonium thiocyanate by the
method mentioned below. A standard solution of thioureas was prepared in distilled
water. HPLC-grade methanol was obtained from Wako (Osaka, Japan). All other
reagents were of analytical-reagent grade. The silica gel used for column chromato-
graphy was Kieselgel 60 (0.063-0.200 mm, 70-230 mesh) from E. Merck (Darmstadt,
G.F.R)).

Synthesis of 1,1-dimethylthiourea
1,1-Dimethylthiourea was synthesized by modifying the method of Gebhart!®,
which was devised for preparing 1-methyl-1-phenylthiourea.

0021-9673/81/0000-0000/$02.50  © 1981 Elsevier Scientific Publishing Company
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Ammonium thiocyanate (28.5 g, 0.375 mol) in distilled water (20 ml) was
added to dimethylammonium chloride (20.25 g, 0.248 mol). The mixture was stirred
for 50 h at 100°C, then rendered alkaline with 109 sodium hydroxide solution. The
solution was extracted three times with 300 ml of ethyl acetate and the extract was
washed three times with 25 m of distilled water. The organic phase was dried over
anhydrous sodium sulphate and evaporated in vacuo. The residue was extracted with
100 ml of hot chloroform and, after evaporation to dryness, the residue was purified
by recrystallization from ethanol to give 1,1-dimethylthiourea as colourless needles,
m.p. 161°C, with the following properties: infrared, % 3390, 3280, 3190, 1625, 1545,
1420, 1365 cm™"; UV, ACH:OH 243 nm; mass spectrometry, m/z 104 (M*, 100%),
90(0.2 %), 88(2.9 %), 76(3.0 %), 74(0.3 %), 73(2.1 %), 71(6.1 %), 60(21.1 %), 44(63.8%);
'H-nuclear magnetic resonance (C*HCly), 6 3.3 (6H, s, 2 x CHj), 5.77 (2H, broad s,
NH,). Elemental analysis: calculated for C;HgN,S, C 34.62, H 7.69, N 26.92; found,

C 3448, H7.69, N 26.81.

Apparatus

All analyses were carried out using a Jasco-Tri-Rotal high-performance liquid
chromatograph (Japan Spectroscopic, Tokyo, Japan) equipped with a Uvidec-100
spectrophotometer monitoring the absorbance at 240 nm. The column (25cm X
4.6 mm [.D.) was packed with ODS SC-02 (Japan Spectroscopic) and eluted with 5%
methanol in water at a flow-rate of 0.8 ml/min (48 kg/cm?) and ambient temperature.
The detector sensitivity was set at 0.256 or 0.032 a.u.fis.

Plasma
Adult male Wistar rats were anaesthetized with diethyl ether. The blood was

collected with heparinated syringe and then centrifuged at 3000 rpm for 5 min. The
supernatant was used for study.

Plasma extraction procedure

Plasma (1-2 ml) was shaken vigorously for 10 min with 5 ml of ethanol. The
mixture was centrifuged at 3000 rpm at room temperature for 20 min, then the organic
layer was carefully transferred to a flask and evaporated to dryness under a stream of
nitrogen. The residue was dissolved in a small volume of chloroform and applied to
a 125 x 15mm L.D. silica gel column (10 g). After the column had been washed
with 20 ml of chloroform and with 20 ml of 3 %, methanol in chloroform, 1,3-DETU,
ETU, 1,3-DMTU and 1,1-DMTU were eluted with 60 ml of 3 % methanol in chloro-
form, and TU, MeTU and EtTU with 100 ml of 10%, methanol in chloroform.

These fractions were concentrated to about 1 ml in vacuo at 40°C, and then
blown to dryness with a stream of nitrogen. The residue was dissolved in 2 mi of
mobile phase and this solution was injected into the HPLC system.

RESULTS AND DISCUSSION

The wavelengths of maximal absorption for TU, MeTU, EtTU, 1,1-DMTU,
1,3-DMTU, 1,3-DETU, TMTU and ETU were 242, 240.5, 242.5, 243, 239, 242,
255.5 and 239.5 nm, respectively. For the simultaneous determination of these com-
pounds, 240 nm was selected as a reasonable wavelength to monitor the chroma-
tograms.
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Normal- and reversed-phase partition systems were compared and the reversed-
phase system (SC-02) with 5%/ methanol in water as the mobile phase at ambient
temperature was found to be best for separating most of the thioureas.

The only exception was for TMTU, which gave a long retention time (112.0
min) and broad peak on the reversed-phase system. In contrast, a normal-phase
system (SS-05) with 39, methanol in chloroform-n-hexane (80:20) as the mobile
phase gave a sharp peak at a retention time of 4.5 min and was therefore suitable for
the determination of TMTU.

A typical chromatogram obtained from a rat plasma sample is shown in
Fig. 1. The retention times for TU, MeTU, ETU, EtTU, 1,3-DMTU, 1,1-DMTU
and 1,3-DETU were 4.0, 5.2, 6.0, 8.9, 9.0, 11.2 and 40.6 min, respectively. Five of the
tested compounds were clearly separated. However, EtTU and 1,3-DMTU could not
be separated under these or any other conditions. However, these two thioureas can
easily be separated by column chromatography on silica gel. When 3 % methanol in
chloroform was used as eluent in the silica gel column, ETU, 1,3-DMTU, 1,I-DMTU
and 1,3-DETU could be eluted and separated from the other thioureas, which were
eluted by 109, methanol in chloroform (Fig. 2).

o 0 20 30 a0 30
MINUTES

Fig. 1. Chromatogram of a standard mixture of thioureas. Column, SC-02 (25 cm X 4.6 mm 1.D.);
mobile phase, water-methanol (95:5); flow-rate, 0.8 ml/min; temperature, ambient; wavelength of
detection, 240 nm; sensitivity, 0.256 a.u.f.s.; amounts injected, 200 ng of each compound. Peaks:
1 =TU; 2 = MeTU; 3 = ETU; 4 = EtTU; 5 = 1,3,-DMTU; 6 = 1,1-DMTU; 7 = 1,3-DETU.

(A) (B)
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Fig. 2. Chromatogram of plasma spiked at 1 ppm. Operating conditions and peaks as in Fig. 1,
except 0.032 a.u.f.s.; (A) 3% methanol in chloroform fraction, 50 ng of each compound injected;
(B) 109, methanol in chloroform, 25 ng of each compound injected.
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Calibration graphs were prepared for TU, MeTU, EtTU, ETU, 1,1-DMTU,
1,3-DMTU and 1,3-DETU by plotting the peak height or peak area against amount,
as illustrated in Fig. 3. Linear relationships were obtained in the range 15-200 or
100-400 ng for each compound.
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Fig. 3. Calibration graphs for determination of thioureas. Range of amounts: 15-200 ng for TU,
MeTU and EtTU; 100400 ng for ETU, 1,3-DMTU, 1,1-DMTU and 1,3-DETU. Peak area was
used only for 1,3-DETU.

Table I gives the recovery data obtained for the plasma. The thioureas were
recovered in high yield at concentrations from 1 to 100 ppm.

The detection limits were 0.05 ppm for 1,1-DETU and 0.02 ppm for the others
(sample, 2 ml; injection volume, 100 ul).

TABLE I
RECOVERY OF THIOUREAS

Amount added  Recovery (%)*

(ppm) TU MeTU ETU ETU  13-DMTU  1,1-DMTU  1,3-DETU
100 T 84 92 81 74 100 84 82
25 88 89 o1 88 90 85 96
10 75 70 79 84 90 71 78
5 93 94 78 89 99 80 86
2.5 92 93 79 86 97 74 92
1 91 76 84 73 89 77 78
Mean 87 86 82 82 94 79 85

* Results are the means of duplicate determinations.

ACKNOWLEDGEMENTS

The authors are grateful to Dr. S. Teramoto, Toxicology Division, Institute



NOTES 285

of Environmental Toxicology, for valuable suggestions. Thanks are also due to the
staff of the analytical section of The Institute of Physical and Chemical Research

(Wako-shi, Saitama) for the elemental analysis.

REFERENCES

1 H. P. Morris, C. S. Dubnik and A. J. Dalton, J. Nat. Cancer Inst., 7 (1946) 159.

A. Rosin and H. Ungar, Cancer Res., 17 (1957) 302.

E.F.Stula, H. Sherman and J. R. Barnes, J. Environ. Pathol. Toxicol.,2 (1979) 889.

S. Teramoto, M. Kaneda, H. Aoyama and Y. Shirasu, Teratology, in press.

A. Dooms-Goossens, B. Boyden, A. Ceuterick and H. Degreef, Contact Dermatitis., 5 (1979) 367.

J.R. M. Innes, B. M. Ulland, M. G. Valerio, L. Petrucelli, L. Fishbein, E. R. Hart, A.J. Pallotta,

R. R. Bates, H. L. Falk, J. J. Gart, M. Klein, I. Mitchell and J. Peters, J. Nat. Cancer Inst., 42

(1969) 1101.

7 B.M. Ulland, J. H. Weisburger, E. K. Weisburger, J. M. Rice and R. Cypher, J. Nat. Cancer Inst.,
49 (1972) 583.

8 K. S. Khera, Teratology, 7 (1973) 243.

9 S. Teramoto, A. Shingu, M. Kaneda and R. Saito, Congenital Anomalies, 18 (1978) 11.

M. B. Devani, C. J. Shishoo and B. K. Dadia, J. Chromatogr., 105 (1975) 186.

J. H. Onley and G. Yip, J. Ass. Offic. Anal. Chem., 54 (1971) 165.

W. H. Newsome, J. Agr. Food Chem., 20 (1972) 967.

R. G. Nash, J. 4ss. Offic. Anal. Chem., 57 (1974) 1015.

R. R. King, J. Agr. Food Chem., 25 (1977) 73.

W. Gebhardt, Chem. Ber., 17 (1884) 2088.

2
3
4
5
6

10
11
12
13
14
15



Journal of Chromatography, 207 (1981) 286-287
Elsevier Scientific Publishing Company, Amsterdam — Printed in The Netherlands

CHROM. 13,499

Note

Fhromatographic separation of some biogenic amines on a weakly acidic
ion-exchange resin

TOKUICHIRO SEKI
College of Biomedical Technology, Osaka Uni versity, Toyonaka, Osaka 560 (Japan)
(Received November 4th, 1980)

Chromatographic separation of biogenic amines has been performed by ion-
faxchange chromatography'~7, reversed-phase partition chromatography and paired-
ion chromatography®~°. These methods provide a good separation of catecholamines
and their metabolites; however, a simultaneous separation of basic metabolites of
catecholamines and serotonin by means of isocratic elution has not been reported.

We have found that catecholamines can be eluted isocratically from a column
of Amberlite IRC-50 with a buffer of pH 4. Various buffers were tried as eluents, and
separation of catecholamines, octopamine, 3-O-methylated catecholamines and sero-
tonin was achieved with a buffer of pH 4.4 containing propionate (0.15 M), tartrate
(0.10 M), EDTA (0.002 M) and boric acid (0.35 M) as the eluent.

CHROMATOGRAPHIC SYSTEM

Amberlite IRC-50 (Na*; particle size 50-60 um) was buffered at pH 4.4 and
washed with the eluent and packed into a chromatographic tube (0.8 cm L.D.)
equipped with a column adjuster. The eluent was pumped into the column at a flow-
rate of 1.0 ml/min (a constant delivery pump, Jasco Model LCP-150) at 50°C, and
the final length of the column was 24 cm. The sample was dissolved in the eluent and
1.0 ml of the solution was added to the column using a loop injector (Kyowa Seimitsu,
sampler, Model M2). Amines in the eluate were monitored fluorometrically (spectro-
fluorometer, Jasco Model FP-4) with excitation at 285 nm and emission at 325 nm.

RESULTS AND DISCUSSION

The elution pattern is shown in Fig. 1. Amines were eluted in the order of
decreasing polarity. Propionic acid was incorporated in the eluent in order to reduce
non-ionic adsorption of amines on the resin. Separation of dopamine and octopamine
was possible only when both tartrate and boric acid were present in the eluent.
Reduction of retention time of catecholamines by the use of the eluent seemed to be
due to the formation of a negatively charged catecholamine-borate-tartrate complex
at pH 4.4. At higher pH, separation of dopamine from octapamine could be improved,
but separation of norepinephrine from epinephrine became worse. The elution pattern
was quite reproducible and the column could be used repeatedly.

0021-9673/81/0000-0000/302.50 © 1981 Elsevier Scientific Publishing Company
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Fig. 1. Elution of standard samples of various amines. Peaks: 1 = dopa; 2 = norepinephrine; 3 =

epinephrine; 4 = dopamine; 5 = octopamine; 6 = normetanephrine; 7 = metanephrine; 8 =
tyramine; 9 = 3-methoxytryamine; 10 = serotonin. Column size, 24 X 0.8 cm 1.D.; column tem-
perature, 50°C; flow-rate of the mobile phase, 1.0 ml/min.
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Book Review

Recent developments in chromatography and electrophoresis, 10 (Proc. 10th Int. Symp.
Chromatography and Electrophoresis, Venice, June 19-20, 1979; Analytical
Chemistry Symposia Series, Vol. 3), edited by A. Frigerio and M. McCamish,
Elsevier, Amsterdam, Oxford, New York, 1980, X + 342 pp., price Dfl.
140.00, US§$ 68.25, ISBN 0-444-41871-7.

This is the third volume of a set that was commenced with the title Chromato-
graphy Symposia Series. The theme has presumably been widened in order to accom-
modate the electroanalytical title of Vol. 2.

The present volume is a collection of the 34 papers presented at the 10th
International Symposium on Chromatography and Electrophoresis held in June 1979
and may be related to a similar collection from the 9th Symposium and published in
Vol. 1. As was the case on that occasion most forms of chromatography and elec-
trophoresis are included. Thus, there are gas chromatography in its more ordinary
and capillary forms, high-performance liquid chromatography, high-performance
thin-layer chromatography and ordinary thin-layer chromatography, isoelectric fo-
cusing, polyacrylamide gel electrophoresis, amino acid analysers, etc.

As in the case of its earlier companion, there is a distinct pharmaceutical and
biochemical flavour, and there are two main divisions, namely areas of use and
technique. For the former there are sections on drug analysis (9 papers), analysis of
endogenous compounds (7 papers) and environmental studies (3 papers), with elec-
trophoresis (5 papers), fluorometry (5 papers), and instrumental developments (5
papers) being-the sections devoted to technique. The papers generally deal with the
observations and results of individual projects and are set out in conventional scien-
tific paper style rather than of a review type. However, the paper on recent trends in
isoelectric focusing deviates from this pattern, and although the same authors (Rig-
hetti, Gianazza and Bosisio) reviewed the biochemical and clinical applications of
isoelectric focusing in Vol. 1, they give adequate reasons for this second review.

For advances in isoelectric focusing (IEF), Righetti et al. give significance to
the possibilities of agarose IEF, focusing of peptides, two-dimensional 1EF-elec-
trophoresis for hgand—-protein and protein—protein interactions, etc. as well as de-
scribing advances in set areas, such as carrier ampholytes, analytical chambers, pre-
parative approaches and methodology.

By being essentially a collection of individual papers on projects, this book will
be less interesting than Vol. 1 to the reader wishing to have a general overview of the
state of development of the various subject areas. However, other readers will be
interested in the specific areas covered and in this respect it is appropriate to note that
phenolic compounds, food dyes, cefuroxime in biological samples, ergot atkaloids,
the presence in plasma of isosorbide nitrates, acetylsalicylic acid and mefloquine,
peptides, proteins, steroids, bile acids, lipids, aromatic hydrocarbons, etc. are dis-
cussed in terms of separation and, frequently, of quantitation. Some attention is given
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to preliminary clean-up procedures where this may be necessary. In many cases there
is consideration of variations in technique, such as that of the comparison of polar
and non-polar silicone stationary phases in the gas-liquid chromatographic sepa-
ration of drugs.

Separation is, of course, the purpose of chromatographic and electrophoretic
methods, but it is frequently necessary to use complementary methods when com-
ponents are not readily resolved. This may be by derivatisation, the use of specific
visualising agents or other methods of specific detection. The nitrogen—phosphorus
selective detector (NPD) is a recent development. The paper on the gas chromato-
graphic analysis of hydroxy steroids and fatty acids gives an interesting account of
the role of bis(N,N-dialkylamino)dimethylsilane for derivatising in order to permit
analysis with the NPD. In another contribution, bile acids in serum are separated by
capillary gas chromatography following a preliminary extraction and clean-up pro-
cedure and conversion to-their methyl ester trimethylsilyl ether derivatives.

The papers on post-column derivatisation in order to exploit fluorescence de-
tection are worthwhile and critical in their approach. They set the tone of the section
devoted to fluorescence by being the main justification for a separate section devoted
to this theme. Preliminary treatment and sample collection are necessary adjuncts to
chromatographic procedures and to any analytical method, but it is doubtful whether
papers devoted solely to such aspects have their real place in a Symposium devoted to
another stage of the analytical process. There are a few here and the paper on the
determination of methanol, ethanol, benzene and cyclohexane in air using charcoal as
solid sorbent falls clearly into this category.

The instrumental section is rather scrappy, being made up of papers on pres-
surised thin-layer chromatography, a low-pressure liquid chromatography pump,
photometric densitometric evaluation of thin-layer chromatograms, chen ical modifi-
cation of silica gels and aspects of the application of capillary gas chromatography.
Such a criticism is often inevitable in compilations of papers presented at conferences
and symposia and cannot be avoided unless the presentations are systematically
selected beforehand.

The camera-ready typing is evenly produced to give the book a pleasing ap-
pearance and the diagrams are clear and easy to follow. The book will doubtless find
its way to library shelves but the price compared with that of Vol. 1 published a year
earlier is 16.6 %, greater in Dutch currency and 28.29 greater in USS for 15 fewer
pages. Inflation rates of the British economy are not so outrageous after all!

Cardiff (Great Britain) J. D. R. THOMAS
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Book Review

Two short introductions to thin-layer chromatography: Thin layer chromatography, a
laboratory introduction, by P. Jenks and P. Wall, BDH, Poole, 1980, 46 pp.,
price £1.95 (Great Britain), £3.00 (export); and Thin layer chromatography, by
W. Gétz, A. Sachs and H. Wimmer, BDH, Poole, 1980, 114 pp., price £4.00
(Great Britain), £6.00 (export).

The first of these two booklets tries to answer technical queries posed by the
many customers of BDH Chemicals Ltd., by “ab initio” chromatographers. As such it
is a let-down. It has a 25-line introduction, leaving the reader with the impression that
first there was Tswett and Day and in the later 1930s thin-layer chromatography
(TLC) was started and became serious in 1958. Two lines would have sufficed to
mention that TLC was a logical outcome of paper chromatography (PC) and that a
wealth of data suitable for TLC can be found in the PC literature. But these lines were
not written...

The authors use a confusing terminology, e.g., referring to “TLC sorbents” for
all forms of TLC. They give a number of experiments to be carried out. Some seem
pointless, such as a two-dimensional TLC of dyes, separating only four substances.
Surely there are better examples! The reference list mentions two books by “Fiegl™ (is
this a mixture of the Austrian Prime Minister Figl and the chemist Feigl?), and it cites
Randerath’s book twice (once the first and once the second edition). To sum up: I
would not recommend this text to “‘ab initio” chromatographers.

The second book is an excellent introduction to the use of TLC in clinical
chemistry. However, it would have profited by suitable reference to the pioneering
work of C. E. Dent, Ivor Smith, Ian Bush and many others who laid the basis of
clinical applications. But they used paper chromatography... Both volumes are il-
lustrated with excellent colour plates.

Lausanne (Switzerland) MICHAEL LEDERER
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L.K. and Morozova, G.V.: (Aliphatic normal and isoprenoid acids isolated from
mixtures of several Baku and Mangyshlak crude oils). Ne[tekhimiya, 19 (1979)
127-133.

64 0i, N., Horiba, M., Kitahara, H., Doi, T. and Tani, T.: (Gas chromatographic
separation of some optical isomers on optically active copper complexes). Bunseki
Kagaku (Jap. Anal.), 29 (1980) 156-157.

65 Richard, J.J. and Fritz, J.S.: The concentration, isolation and determination of
acidic material from aqueous solution. J. Chromatogr. Sei., 18 (1980) 35-38.

66 Tollinger, C.D., Vreman, H.J. and Weiner, M.W.: Measurement of acetate in human
blood by gas chromatography: Effects of sample preparation, feeding, and
various diseases. Clin. Chem., 25 (1979) 1787-1790.

67 Williams, V.P., Ching, D.K. and Cederbaum, S$.D.: Adsorption of organic acids from

amniotic fluid and urine onto silica gel before analysis by gas chromatography
and combined gas chromatography/mass spectrometry. Clin. Chem., 25 (1979) 1814-
1820.

See also 11, 158, 159, 160, 181.
11b. FProstaglandins

68 Erlenmaier, T., Miller, H. and Seyberth, H.W.: Combined capillary column gas
chromatography-mass spectrometric method for the quantitative analysis of urinary
prostaglandins. . Chromatogr., 163 (1979) 289-293.

69 Fitzpatrick, F.A., Stringfellow, D.A., Maclouf, J. and Rigaud, M.: Glass capillary
gas chromatography with electron-capture detection. Separation of prostaglandins.
J. Chromatogr., 177 (1979) 51-60.

70 Tusell, J.M. and Gelpi, E.: Prostaglandins E and F, and 19-hydroxylated E and F

(series I and II) in semen of fertile men. Gas and liquid chromatographic separa-

tion with selected ion detection. . Chromatogr., 181 (1980) 295-310.

Walker, R.W., Gruber, V.F., Pile, J., Yabumoto, K., Rosegay, A., Taub, D., Orme,

M.L.E., Wolf, F.J. and Vandenheuvel, W.J.A.: Capillary column gas-liquid chro-

matographic-mass spectrometric assay for 7a-hydroxy-5,11-diketotetranorprostane-

1,16-dioic acid, the major human urinary metabolite of prostaglandins E; and Ej.

J. Chromatogr., 181 (1980) 85-89.

i

—

lle. Lipids and their conslituents

72 Mares, P., Tvrzickd, E. and Skorepa, J.: Automated quantitative gas-liquid chro-
matography of intact lipids. II. Accuracy, precision and reproducibility of
results. J. Chromatogr., 164 (1979) 331-343.
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73 Larsson, L., Mardh, P.-A. and Odham, G.: Detection of tuberculostearic acid in
mycobacteria and nocardiae by gas chromatography and mass spectrometry using
selected ion monitoring. J. Chromatogr., 163 (1979) 221-224.

13. STEROIDS

13a. Pregnane and androstane derivatives
See 162.
13¢. Sterols

See 44.

15. TERPENES AND OTHER VOLATILE AROMATIC COMPOUNDS

15a. Terpenes

74 Morishita, F., Okano, T. and Kojima, T.: (Retention induces of monocyclic
monoterpene hydrocarbons). Bunseki Kagaku (Jap. Anal.), 29 (1980) 48-53.

15b. Essential oils

75 Gilbertson, G. and Koenig, R.T.: Essential oils and related products. Anal.
Chem., 51 (1979) 183R-196R - review includes also GC.

76 Humphrey, A.M. (chairman): Application of gas-liquid chromatography to the
analysis of essential oils. Part VII. Fingerprinting of essential cils by
temperature-programmed gas-liquid chromatocgraphy using a Carbowax 20M stationary
phase. Analyst (London), 105 (1980) 262-273.

16. NITRO AND NITROSO COMPOUNDS

See 30.

17. AMINES, AMIDES AND RELATED NITROGEN COMPOUNDS
17a. Amines and polyamines

77 Kuwata, K., Yamazaki, Y. and Uebori, M.: (Collection and concentration of traces
of low molecular weight aliphatic amine vapors by a sampling tube packed with
alkalized porous silica beads). Bunseki Kagaku (Jap. Anal.), 29 (1980) 170-175.

78 Shipe, Jr., J.R., Hunt, D.F. and Savory, J.: Plasma polyamines determined by
negative-ion chemical ionization/mass spectrometry. (/lin. Chem., 25 (1979)
1564-1571.

17¢. Amine derivatives and amides (excluding peptides)
79 parke, D.J. and Roediger, W.E.W.: Method for the measurement of hydroxylamine

in colonic fluid using derivatisation and gas chromatography. J. Chromatogr.,
181 (1980) 449-452.
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18. AMINO ACIDS AND PEPTIDES; CHEMICAL STRUCTURE OF PROTEINS

18a. Amino acids and their derivatives

80 Bonvell, S.I. and Monheimer, R.H.: A gas-liquid chromatographic analysis of
sulfur-containing amino acids employing flame photometric detection. J. Chro-—
matogr. Sci., 18 (1980) 18-22.

81 Clay, K.L. and Murphy, R.C.: New procedure for isolation of amino acids based
on selective hydrolysis of trimethylsilyl derivatives. J. Chromatogr., 164 (1979)
417-426.

82 Leighton, W.P., Rosenblatt, S. and Chanley, J.D.: Determination of erythrocyte
amino acids by gas chromatography. J. Chromatogr., 164 (1979) 427-439.

83 Nagy, S. and Hall, N.T.: Gas-liquid chromatographic separation of N-trifluoro-
acetyl n-butyl amino acid derivatives on SilarT™ stationary phases. J. Chroma—
togr., 177 (1979) 141-144.

84 0i, N., Hiroaki, 0., Shimada, H., Horiba, M. and Kitahara, H.: (A s-triazine
derivative of L-lysine amide as a stationary phase for the separation of amino
acid enantiomers by gas chromatography). Bunseki Kagaku (Jap. Anal.}, 29 (1980)
270-272.

85 Ramsdell, H.S. and Tanaka, K.: Gas chromatographic retention indices of twenty
metabolically important acylglycines as trimethylsilyl derivatives. J. Chro-—
matogr., 181 (1980) 90-94.

See also 86.
18c. General techniques of elucidation of structure of proteins
86 Rafter, J.J., Ingelman-Sundberyg, M. and Gustafsson, J.-A.: Protein amino acid

analysis by an isotope ratio gas chromatography mass spectrometry computer
technique. Biomed. Masg Spectrom., 6 (1979) 317-324.

22. BALKALOIDS
See 139.
23. OTHER SUBSTANCES CONTAINING HETEROCYCLIC NITROGEN

23d. Pyridine derivatives

87 Nabivach, V.M. and Dmitrikov, V.P.: (Relationship between chromatographic
retention and molecular structure of alkylpyridines and stationary liquid phases).
Zh. Awal. Khim., 34 (1979) 2412-2420.

26. ORGANCMETALLIC AND RELATED COMPOUNDS

28a. Organometal lic¢ compounds

88 Nesterenkc, G.N. and Sckolov, D.N.: (Gas chromatography of thalium B-diketonates
containing fluorine). 7Zh. Anal. Khim., 34 (1979) 1958-1961.

89 Radecki, A. and Halkiewicz, J.: Quantitative analysis of zinc, copper and nickel
diethyldithiocarbamates by gas-liguid chromatography. J. Chromatogr., 187 (1980)
363-372.

90 Shushunova, A.F., Makin, G.I., Chikinova, N.V., Bryukhanov, A.N. and Aleksandrov,
Yu.A.: (Analysis of organometallic peroxides and their thermal decomposition
products by reaction gas chromatography). Zh. Awnal. Khim., 34 (1979) 1614-1617.
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26b. Boranes, silanes and velated non-metallic compounds

91 Markov, B.A., Kochetov, V.A., Pimkin, V.I., Kirichenko, E.A. and Kopylov, V.M.:
(Study of alkylalkoxysilanes by gas-liquid chromatography). Zh. Anal. Khim.,
34 (1979) 2040-2044.

92 Shatz, V.D., Strukovich, R.Ya. and Lukevics, E.: Gas chromatographic analysis
of organosilicon compounds. J. Chromatogr., 165 (1979) 257-282 - 248 refs.

26c. Coordination compounds
93 Mikhailenko, V.P., Sereda, I.P. and Korol, A.N.: (Peculiarities of quantitative

determination of metal chelates by gas-liquid chromatography). Zh. Anal. Khim.,
34 (1979) 2260-2275 - 94 refs.

27. VITAMINS AND VARIOUS GROWTH REGULATORS (NON-PEPTIDIC)

94 Bechtold, H. and J&hnchen, E.: Quantitative analysis of vitamin K; and vitamin
K; 2,3-epoxide in plasma by electron-capture gas-liquid chromatography. /.
Chromatogr., 164 (1979) 85-90.

28. ANTIBIOTICS

95 Maitra, S.K., Yoshikawa, T.T., Guze, L.B. and Schotz, M.C.: Determination of
aminoglycoside antibiotics in biological fluids: A review. Clin. Chem., 25
(1979) 1361-1367.

29. INSECTICIDES, PESTICIDES AND OTHER AGROCHEMICALS

29a. Chlorinated insecticides

96 Baldwin, M.K. and Hutson, D.H.: Analysis of human urine for a metabclite of
endrin by chemical oxidation and gas-liquid chromatography as an indicator of
exposure to endrin. Analyst (London), 105 (1980) 60-65.

See also 8.

29b. Phosphorus insecticides

See 8, 29.

29¢. Carbamates

97 Schmeltz, I., Brunnemann, K.D. and Hoffmann, D.: Trace analysis in agricultural
products. Methods for hydrazines, carbamates, N-nitrosodiethanolamine and
other compounds. TIn: H.S. Hertz, S.N. Chesler (Editors), Trace Organic Analysis:
A New Frontier in Analytical Chemistry, Nat. Bureau Stand., Spec. Publ. 519,
Washington, DC, 1979, pp. 297-309.

See also 8,126, 187.

29d. Herbicides

98 Abdullaev, Sh., Karimov, R.K., Aripov, Kh.N. and Shakirov, T.T.: (Determination
of active substance in herbicide toluin by gas-liquid chromatography). ZA. 4nal.
Khim., 34 (1979) 1421-1423.

99 Ogierman, L., Rycaj, B. and Silowiecki, A.: Thin-layer and gas chromatography

of the glycol esters of phenoxy acids. . Chromatogr., 177 (1979) 401-404.

See also 8.
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2%. Fungicides
See 8, 45, 125.
28f. Other types of pesticides and various ayrochemicals

See 97.

31. PLASTICS AND THEIR INTERMEDIATES

100 Blatova, A.G. and Bresler, L.S.: (Identification of iscbutylene dimers and
trimers by gas-liquid chromatography and PMR spectroscopy). Zh. Anal. Khim.,
34 (1979) 2063-2067.

101 Cobler, J.G. and Chow, C.D.: Analysis of high polymers. Anal. Chem., 51 (1979)
287R-303R - GC included.

102 Karska, K., Sliwiok, J. and Rzepa, J.: Investigations of the thermal decomposi-
tion of polyvinyl chloride by means of gas chromatography. Microchem. J., 25
(1980) 1-7.

103 Sinclair, J.W., Schall, L. and Crabb, N.T.: Quantitative determination of
aliphatic sulfur-containing additives by pyrolysis-gas chromatography. J.
Chromatogr. Sci., 18 (1980) 30-34.

104 smith, R.M. and Dawson, M.: Determination of trace amounts of poly(ethylene
glycol) by hydrogen bromide fission and gas chromatography with electron-capture
detection. Analyst (London), 105 (1980) 85-89.

See also 141, 181.

32. PHARMACEUTICAL AND BIOMEDICAL APPLICATIONS

32a. Synthetic drugs

105 Beckett, A.H. and Ali, H.M.: Artifacts produced by using dichloromethane in
the extraction and storage of some antihistaminic drugs. J. Chromatogr., 177
(1979) 255-262.

106 Bredesen, J.E.: Rapid isothermal determination of some anti-epileptic drugs by
gas-liquid chromatography. Clin. Chem., 25 (1979) 1669-1670.

107 Churchill, II, F.C. and Ku, D.N.: Extractive alkylation of 5,2'-dichloro-4'-
nitrosalicylanilide (niclosamide) for gas-liquid chromatographic analysis. J.
Chromatogr., 189 (1980) 375-388.

108 Gilpin, R.K.: Pharmaceuticals and related drugs. Anal. Chem., 51 (1979) 257R-
287R - review covers GC.

109 Kosh, J.W., Smith, M.B., Sowell, J.W. and Freeman, J.J.: Improvements in the
gas chromatographic analysis of acetylcholine and choline. J. Chromatogr.,

163 (1979) 206-211.

110 Laufen, H., Scharpf, F. and Bartsch, G.: Sensitive gas chromatographic assay of

tinidazole in tissue and plasma. J. Chromatogr., 163 (1979) 217-220.

See also 5, 24.
38b. Pharmacokinetics studies

111 Hartvig, P., Fagerlund, C. and Gyllenhaal, O.: Electron-capture gas chromato-
graphy of plasma sulphonylureas after extractive methylation. J. Chromatogr.,
181 (1980) 17-24.

112 Hulshoff, A., Neijt, J.P., Smulders, C.F.A., Van Loenen, A.C. and Pinedo, H.M.:
Determination of hexamethylmelamine and metabclites in plasma or serum by gas-
liquid chromatography with a nitrogen-sensitive detector. J. Chromatogr., 181
(1980) 363-371.

113 Maiorino, R.M., Sipes, I.G., Gandolfi, A.J. and Brown, Jr., B.R.: Quantitative
analysis of volatile halothane metabolites in biological tissues by gas chro-
matography. J. Chromatogr., 164 (1979) 63-72.
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van Gennip, A.H., Grift, J., Van Bree-Blom, E.J., Ketting, D. and Wadman, S.K.:
Urinary excretion of methylated purines in man and in the rat after the administra
tion of theophylline. J. Chromatogr., 164 (1979) 351-362.

also 23.
Drug monitoring
Aitio, M.-L.: Simultaneous determination of disopyramide and its mono-N-

dealkylated metabolite in plasma by gas-liguid chromatography. J. Chromatogr.,
164 (1979) 515-520.

Allen, G.D., Goodchild, T.M. and Weaherley, B.C.: Determination of l-diethyl-
carbamoyl-4-methylpiperazine (diethylcarbamazine) in human plasma and urine.

J. Chromatogr., 164 (1979) 521-526.

Barnhart, J.W. and Massad, E.N.: Determination of dextromethorphan in serum
by gas chromatography. J. Chromatogr., 163 (1979) 390-395.
Caccia, S., Ballabio, M., Guiso, G. and Zanini, M.G.: Gas-liquid chromatocgraphic

determination of clobazam and N-desmethylclobazam in plasma. J. Chromatogr.,
164 (1979) 100-105.

Chan, K. and McCann, J.F.: Improved gas-liquid chromatography-electron-capture
detection technique for the determination of paracetamol in human plasma and
urine. J. Chromatogr., 164 (1979) 394-398.

Day, J.L., Tterlikkis, L., Grenier, P. and Harold, L.: Methylation of 6-mercapto-
purine using trimethylanilinium hydroxide. J. Chromatogr., 177 (1979) 118-121
De Gier, J.J. and 't Hart, B.J.: Sensitive gas chromatographic method for the

determination of diazepam and N-desmethyldiazepam in plasma. . Chromatogr.,

163 (1979) 304-309.

Higuchi, S., Urabe, H. and Shiobara, Y.: Simplified determination of lorazepam
and oxazepam in biological fluids by gas-chromatography-mass spectrometry. J.
Chromatogr., 164 (1979) 55-61.

Huisman, J., Liebregt, L.L. and Thyssen, J.H.H.: Gas chromatographic determina-
tion of (¢o-methyl-o-phenylbenzyloxy)acetic acid levels in human serum following
therapeutic doses of orphenadrin (DisipalR). J. Chromatogr., 164 (1979) 510-514.
Jakobsen, P. and Pedersen, A.K.: Determination of sulfinpyrazone and two of its
metabolites in human plasma and urine by gas chromatography and selective
detection. J. Chromatogr., 163 (1979) 259-269.

Kamimura, H., Omi, Y., Shiobara, Y., Tamaki, N. and Katogi, Y.: Simultaneous
determination of griseofulvin and 6-desmethylgriseofulvin in plasma by electron-
Capture gas chromatography. <. Chromatogr., 163 (1979) 271-279.

Markland, J. (chairman): Determination of ronidazole in animal feeds by gas-
liquid chromatography: A collaborative study by the EEC committee of experts.
Analyst (London), 105 (1980) 161-164.

Mita, H., Yasueda, H. and Shida, T.: Quantitative analysis of histamine in
biological samples by gas chromatography-mass spectrometry. . Chromatogr., 181
(1980) 153-159.

Narasimhachari, N., Friedel, R.O., Schlemmer, F. and Davis, J.M.: Quantitation
of amphetamine in plasma and cerebrospinal fluid by gas chromatography-mass
spectrometry-selected ion monitoring, using f-methylphenethylamine as an internal
standard. J. Chromatogr., 164 (1979) 386-393.

Nieminen, A.-L., Kangas, L., Anttila, M. and Hautoniemi, L.: Determination of
methenamine in biological samples by gas-liquid chromatography. J. Chromatogr.,
181 (1980) 1i-l16.

onge, L.M.S., Dolar, E., Anglim, M.A. and Least, Jr., C.J.: Improved determina-
tion of phenobarbital, primidone, and phenytoin by use of a preparative instrument
for extraction, followed by gas chromatography. C(lin. Chem., 25 (1979) 1373-1376.
Patterson, E., Stetson, P. and Lucchesi, B.R.: Sensitive gas chromatographic
assay for the quantitation of bretylium in plasma, urine and myocardial tissue.
J. Chromatogr., 181 (1980) 33-39.

Smith, K.J. and Meffin, P.J.: Mexiletine analysis in blood and plasma using gas
chromatography and nitrogen-selective detection. . Chromatogr., 181 (1980) 469-
472. ’

Stenberg, P., Jénsson, T.-E., Nilsson, B. and Wollheim, F.: Determination of
ketoprofen in plasma by extractive methylation and electron-capture gas chromato-
graphy. J. Chromatogr., 177 (1979) 145-148.
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Vink, J. and Van Bal, J.M.: Simplified method for determination of the tetra-
cyclic antidepressant mianserin in human plasma using gas chromatography with
nitrogen detection. J. Chromatogr., 181 (1980) 25-31.

vink, J., Van Hal, H.J.M. and Delver, B.: Comparative statistical study of
assay methods using mass fragmentography and gas chromatography with nitrogen
detection for determination of the tetracyclic antidepressant mianserin in
human plasma. J. Chromatogr., 181 (1980) 115-119.

whitlam, J.B. and Vine, J.H.: Quantitation of ibuprofen in biological fluids
by gas chromatography-mass spectrometry. J. Chromatogr., 181 (1980) 463-468.
Woestenborghs, R., Michiels, M. and Heykants, J.: Simultaneous gas chromato-

graphic determination of lorcainide hydrochloride and three of its principal
metabolites in biological samples. J. Chromatogr., 164 (1979) 169-176.

Yonekawa, W. and Kupferberg, H.J.: Measurement of mephenytoin (3-methyl-5-ethyl-
S-phenylhydantoin) and its demethylated metabolite by selective ion monitoring.
J. Chromatogr., 163 (1979) 161-167.

also 23, 96, 112.
Toxicological applications

Bonati, M., Castelli, D., Latini, R. and Garattini, S.: Comparison of gas-
liquid chromatography with nitrogen-phosphorus selective detection and high-
performance liquid chromatography methods for caffeine determination in plasma
and tissues. J. Chromatogr., 164 (1979) 109-113.

Cone, E.J., Darwin, W.D., Yousefnejad, D. and Buchwald, W.F.: Separation and
identification of phencyclidine precursors, metabolites and analogs by gas and
thin-layer chromatography and chemical ionization mass spectrometry. J. Chro-
matogr., 177 (1979) 149-153.

Tombropoulos, E.G.: Micromethed for the gas chromatographic determination of
morpholine in biological tissues and fluids. J. Chromatogr., 164 (1979) 95-99.
Vasiliades, J., Sahawneh, T.M. and Owens, C.: Determination of therapeutic and

toxic concentrations of doxepin and loxapine using gas-liquid chromatography with
a nitrogen-sensitive detector, and gas chromatography-mass spectrometry of
loxapine. J. Chromatogr., 164 (1979) 457-470.

Plant extracts

Hergan, R. and Neill, S.: Column conditioning for trace analysis of abscisic
acid by gas chromatography. J. Chromatogr., 177 (1979) 116-117.

Jurenitsch, J. and Leinmueller, R.: Quantifizierung von Nonylsdurevanillylamid

und anderen Capsaicinoiden in Scharfstoffgemischen von Capsicum-Friichten und
-Zubereitungen durch Gas-Flissig-Chromatographie an Glaskapillarsaulen. J.
Chromatogr., 189 (1980) 389-397.

Blau, K., Claxton, I.M., Ismahan, G. and Sandler, M.: Urinary phenylethylamine
excretion: Gas chromatographic assay with electron-capture detection of the
pentafluorobenzoyl derivative. J. Chromatogr., 163 (1979) 135-142.

Bryce, T.A. and Burrows, J.L.: Determination of oxpentifylline and a metabolite,
1-(5'-hydroxyhexyl) -3, 7-dimethylxanthine, by gas-liquid chromatography using a
nitrogen-selective detector. J. Chromatogr., 181 (1980) 355-361.

Chen, W.S., Kerkay, J., Pearson, K.H., Paganini, E.P. and Nakamoto, S.:
Determination of urinary bis(2-ethylhexyl)phthalate levels in non-uremic subjects
by gas chromatography. Anal. Lett., 12 (1979) 1501-1515.

Chen, W.S., Kerkay, J., Pearson, K.H., Paganini, E.P. and Nakamoto, S.: Tissue
bis(2-ethylhexyl) phthalate levels in uremic subjects. Anal. Lett., 12 (1979)
15371535,

Evenson, M.A. and Carmack, G.D.: Clinical chemistry. Anal. Chem., 51 (1979)
35R-79R - review includes GC.

Faull, K.F., Anderson, P.J., Barchas, J.D. and Berger, P.A.: Selected ion
monitoring assay for biogenic amine metabolites and probenecid in human lumbar
cerebrospinal fluid. J. Chromatogr., 163 (1979) 337-349.

Kamerling, J.P., Brouwer, M., Ketting, D. and Wadman, S.K.: Gas chromatography
of urinary N-phenylacetylglutamine. J. Chromatogr., 164 (1979) 217-221.
Labows, J., Preti, G., Hoelzle, E., Leyden, J. and Kligman, A.: Analysis of

human axillary volatiles: Compounds of exogenous origin. . Chromatogr., 163
(1979) 294-299.
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153 Lombrozo, L., Anderson, T.J., Kanaske, K. and Hollister, L.E.: Modification
of assays for the routine analysis of 3-methoxy-4-hydroxyphenylglycol in urine
by electron-capture gas chromatography. J. Chromaiogr., 181 (1980) 1-10.

154 McCalley, D.V., Cooke, M. and Pennock, C.A.: Simple gas chromatographic screening
procedure for lactic and pyruvic acids in human plasma. . Chromatogr., 163 (1979
201-205.

155 Rockerbie, R.A., Dobson, R.D. and Frohlich, J.: Gas-chromatographic analysis of
patterns of fatty acids of cholesteryl esters and phosphatidylcholine. (lin.
Chem., 25 (1979) 1411-1414.

156 Schoots, A.C., Mikkers, F.E.P., Cramers, C.A.M.G. and Ringoir, S.: Profiling of
uremic serum by high-resolution gas chromatography-electron-impact, chemical
ionization mass spectrometry. J. Chromatogr., 164 (1979) 1-8.

157 Sioufi, A. and Pommier, F.: Gas chromatographic determination of low concentra-
tions of benzoic acid in human plasma and urine. J. Chromatogr., 181 (1980) 161-
168.

158 Spiteller, M. and Spiteller, G.: Trennung und Charakterisierung saurer
Harnbestandteile. J. Chromatogr., 164 (1979) 253-317.

159 Spiteller, M. and Spiteller, G.: Uber das Auftreten o-alkyl-substituierter
Apfelsduren und B-hydroxy-R-alkyl-substituierter Dicarbon- und Tricarbonsdure-
derivate als normale Stoffwechselprodukte. . Chromatogr., 164 (1979) 319-329,

160 van der Hoeven, R., Drost, R.H., Maes, R.A.A., Dost, ¥., Plomp, T.A. and Plomp,
G.J.J.: Improved method for the electron-capture gas chromatographic determina-
tion of trichloroacetic acid in human serum. J. Chromatogr., 164 (1979) 106-108.

161 vasiliades, J., Owens, C. and Ragusa, F.: Disopyramide determination by gas
chromatography, liquid chromatography, and gas chromatography-mass spectrometry.
Clin. Chem., 25 (1979) 1900-1904.

162 Wehner, R. and Handke, A.: Simple and rapid method for the determination of
progesterone in rat plasma by gas-liquid chromatography with electron-capture
detection. J. Chromatogr., 177 (1979) 237-244.

163 Zlatkis, A., Lee, K.Y., Poole, C.F. and Holzer, G.: Capillary column gas chro-
matographic profile analysis of volatile compounds in sera of normal and virus-
infected patients. J. Chromatogr., 163 (1979) 125-133.

See also 53, 78, 85.

33. INORGANIC COMPOUNDS

2]

33c. Permanent and rare gase

164 Suzuki, K., Horiuchi, K., Kasahara, Y., Shirai, T. and Yanagisawa, S.: (Determina-
tion of sub-pg levels of carbon monoxide by gas chromatographic method). FHunseki
Kagaku (Jap. Anal.), 29 (1980) 152-155 - many relevant papers not referred to.

See also 26.
33d. Volatile inorganic compounds

165 Elkins, J.W. Determination of dissolved nitrous oxide in aquatic systems by gas
chromatography using electron-capture detection and multiple phase equilibration.
Anal. Chem., 52 (1980) 263-267.

166 Ezheleva, A.E., Snopatin, G.E. and Malygina, L.S.: (Application of a flame-
photometric detector to chromatographic analysis of volatile inorganic hydrides
of high purity). Zh. Anal. Khim., 34 (1979) 2308-2311.

167 Hall, K.C.: Gas chromatographic measurement of nitrous oxide dissolved in water
using a headspace analysis technique. . Chromatogr. Sci., 18 (1980) 22-24,
168 Ivanova, N.T., Prigozhina, L.D., Frangulyan, L.A. and Malakhovskii, Yu.V.: (Gas

chromatographic determination of total carbon contents in high purity boron
trichloride). Zh. Anal. Khim., 34 (1979) 2343-2346.

169 Pervov, V.S., Sukhoverkhov, V.F. and Podzolko, L.G.: (Gas-adsorption analysis
of aggressive inorganic fluorides on teflon). Zh. Anal. Khim., 34 (1979) 2369-
2373.

See also 15, 26.
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SOME TECHNICAL PRODUCTS AND COMPLEX MIXTURES

Anttoxidants and preservatives »

103, 141.

Various technical products

Anderson, D.G. and Vandeberg, J.T.: Coatings. Anal. Chem., 51 (1979) 80R-90R -
also GC.

Eattman, E.A., McKinstry, W.E. and Schultz, H.: Solid and gaseous fuels. 4nal.
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Klisenko, M.A.: (Determination of residual amounts of pesticides in food
products and environmental objects). Zh. Anal. Khim., 34 (1979) 1382-1401 -

also GC; 284 refs.

. Air pollution
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gel electrophoresis. . Reprod. Fert., 58 (1980) 483-489; (.A., 92 (1980)
1769023 .
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BIBLIOGRAPHY SECTION

Specific binding vroteins

Agnew, W.S., Moore, A.C., Levinson, S.R. and Raftery, M.A.: Identification of a
large molecular weight peptide associated with a tetrodotoxin binding protein
from the electroplax of Electrophorus electricus. Biochem. Biophys. Res.
Commun., 92 (1980) 860-866 - polvacrylamide gel, starch gel.

Anderson, J.M.: P-700 content and polypeptide profile of chlorophyll-protein
complexes of spinach and barley thylakoids. Biochim. Biophys. Acta, 591 (1980)
113-126 - SDS-polyacrylamide gel.

Bowen, B., Steinberg, J., Laemmli, U.K. and Weintraub, H.: The detection of
DNA-binding prcteins by protein clotting. WNucleie Acids Res., 8 (1980) 1-20;
C.A., 92 (1980) 106893h.

Dery, C., Cooper, S., Savageau, M.A. and Scanlon, S.: Identification and charac-
terization of the cAMP binding proteins of yeast by photoaffinity labeling.
Biochem. Biophys. Res. Commun., 90 (1979) 933-939 - polyacrylamide gel.

Glass, J., Nunez, M.T. and Robinson, S.H.: Transferrin-binding and iron-binding
proteins of rabbit reticulocyte plasma membranes. Three distinct moieties.
Biochim. Biophys. Acta, 598 (1980) 293-304 - isoelectric focusing, SDS-polyacryl-
amide gel.

Jamieson, G.A. Jr. and Vanaman, T.C.: Calcium-dependent affinity chromatography
of calmodulin on an immobilized phenothiazine. Biochem. Biophys. Res. Commun.,
90 (1979) 1048-1056 - polyacrylamide gel. 94

Schibeci, A. and Martonosi, A.: Detection of Ca -binding proteins on polyacryl-
amide gels by *°Ca autoradiography. Anal. Biochem., 104 (1980) 335-342 - poly-
acrylamide gel.

Siegel, D.L., Goodman, S.R. and Branton, D.: The effect of endogenous proteases
on the spectrin binding proteins of human erythrocytes. Blochim. Biophys. Acta,
598 (1980) 517-527 - SDS-polyacrylamide gel.

Other proteins

Bulinski, J.C., Morgan, J.L., Borisy, G.G. and Spooner, B.S.: Comparison of
methods for tubulin quantitation in HeLa cell and brain tissue extracts. A4nal.
Biochem., 104 (1980) 432-439 - SDS-polyacrylamide gel.

Horwitz, J. and Wong, M.M.: Peptide mapping by limited proteolysis in sodium
dodecyl sulfate of the main intrinsic polypeptides isolated from human and
bovine lens plasma membranes. Biochim. Riophys. Acta, 622 (1980) 134-143 - SDsS-
polyacrylmaide gel, (peptide mapping) .

Hultmark, D., Steiner, H., Rasmuson, T. and Boman, H.G.: Insect immunity.
Purification and properties of three inducible bacterial proteins from hemolymph
of immunized pupae of Hyalophora cecropia. Eur. J. Biochem., 106 (1980) 7-16 -
SDS-pelyacrylamide gel.

Wagner, D.D. and Hynes, R.O.: Domain structure of fibronectin and its relation
to function. Disulfides and sulfhydryl groups. J. Bio!. Chem., 254 (1979) 6746-
6754 - polyacrylamide gel.

Weir, X.G. and MacPherson, C.F.C.: Evidence that the bovine spinal cord protein

is not an intrinsic component of peripheral myelin. Fiochim. Biophys. Acta, 622
(1980) 123-133 - SDS-polyacrylamide gel.
Zeeberg, B., Cheek, J. and Caplow, M.: Preparation and characterization of

CH]ethyltubulin. Anal. Aiochem., 104 (1980) 321-327 - SDS-polvacrylamide gel.

20. ENZYMES

1699

20a.

1700

Manrow, R.E. and Dottin, R.P.: Renaturation and localization of enzymes in poly-
acrylamide gels: Studies with UDP-glucose pyrophosphorylase of Dictyoste!i:en.
Proc. Nat. Acad. Sei. U.S., 77 (1980) 730-734; C(C.A., 92 (1980) 159412g. _

Oxidoreductases

Al-Janabi, J.M.: Purification of rat liver phenylalanine hydroxylase by affinity
chromatography. Arch. Biochem. Riophys., 200 (1980) 603-608 - SDS-polyacryl-
amide gel.
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Bernstine, E.G.: Genetic control of mitochondrial malic enzyme in mouse brain.
J. Biol. Chem., 254 (1979) 83-87 - polyacrylamide gel.
Cerff, R. and Chambers, S.E.: Subunit structure of higher plant glyceraldehyde-

3~phosphate dehydrogenases (EC 1.2.1.12 and EC 1.2.1.13). J. BZol. Chem., 254
(1979) 6094-6098 - polyacrylamide gel. &

De la Rosa, M.A., Diez, J., Vega, J.M. and Losada, M.: Purification and proper-
ties of assimilatory nitrate reductase [NAD(P)H| from Ankisterodesmus brauniz.
Eur. J. Biochem., 106 (1980) 249-256 - SDS-polyacrylamide gel.

Donlon, J. and Kaufman, S.: Glucagon stimulation of rat hepatic phenylalanine
hydroxylase through phosphorylation in vivo. J. BZol. Chem., 253 (1978) 6657-
6659 - polyacrylamide gel,

Erecinska, M., Oshino, R. and Wilson, D.F.: Binding of cytochrome ¢ to cyto-
chrome c-pxidase in intact mitochondria. A study with radicactive photoaffinity-
labeled cytochrome ¢. Biochem. Biophys. Res. Commun., 92 (1980) 743-748 - poly-
acrylamide gel.

Garnak, M. and Reeves, H.C.: Purification and properties of phosphorylated iso-
citrate dehydrogenase of Escherichia coli. J. Biol. Chem., 254 (1979) 7915-
7920 - polyacrylamide gel.

Gavrikov, V.G., Gavrikova, E.V. and Vinogradov, A.D.: (Reconstitution of succi-
nate-ubiquinone reductase of the respiratory chain). BZokhimiya, 45 (1980)
747-755 - SDS-polyacrylamide gel.

Hagler, L., Coppes, R.I. Jr. and Herman, R.H.: Metmyoglobin reductase. Identifi-

cation and purification of a reduced nicotinamide adenine dinucleotide-dependent
enzyme from bovine heart which reduces metmyoglobin. J. Biol. Chem., 254 (1979)
6505-6514 - polyacrylamide gel.

Heath, T.D., Robertson, D., Birbeck, M.S.C. and Davies, A.J.S.: Covalent attach-
ment of horse radish peroxidase to the outer surface of liposomes. Biochim.
Biophys. Acta, 599 (1980) 42-62 - isoelectric focusing.

Hon-Nami, K. and Oshima, T.: Cytochrome oxidase from an extreme thermophile,
Thermus thermophilus HB8. Biochem. Biophys. Res. Commun., 92 (1980) 1023-1029 -
polyacrylamide gel.

Kleinsek, D.A. and Porter, J.W.: An alternate method of purification and proper-
ties of rat liver B-hydroxy-B-methylglutaryl coenzyme A reductase. J. BZol.
Chem., 254 (1979) 7591-7599 - polyacrylamide gel, isoelectric focusing.
Kobayashi, K. and Kochakian, C.D.: 17B-Hydroxy-C)g-steroid dehydrogenases from
male guinea pig liver. Purification and characterization. . BZol. Chem., 253
(1978) 3635-3642 - polyacrylamide gel, isoelectric focusing.

Maccecchini, M.-L., Rudin, Y. and Schatz, G.: Transport of proteins across the
mitochondrial outer membrane. A precursor form of the cytoplasmically made inter-
membrane enzyme cytochrome ¢ peroxidase. J. Biol. Chem., 254 (1979) 7468-7471 -
polyacrylamide gel.

Smith, S.L., Stone, D., Novak, P., Baccanari, D.P. and Burchall, J.J.: R Plasmid
dihydrofolate reductase with subunit structure. . BZol. Chem., 254 (1979)
6222-6225 - polyacrylamide gel.

Snyder, T.P., Chambers, G.K. and Ayala, F.J.: Isolation of the cytoplasmic form
of malate dehydrogenase from honey bee (Apis mellifera) larvae. Biochem.

Biophys. Res. Commun., 88 (1979) 668-675 - polyacrylamide gel.

Strumilo, S.A., Senkevich, S.B. and Vinogradov, V.V.: (Purification of the
pyruvate dehydrogenase complex from bovine adrenal cortex mitochondria). Bio-
khimiya, 45 (1980) 883-888 - SDS-polyacrylamide gel.

Ticha, M., Barthova, J., Labsky, J. and Semansky, M.: Determination of the

interaction of lactate dehydrogenase with high-molecular-weight derivatives of

AMP by affinity electrophoresis. J. Chromatogr., 194 (1980) 183-189 - affinity
electrophoresis.

Wang, L.-W.C. and Marzluf, G.A.: Purification and characterization of uricase,
a nitrogen-regulated enzyme, from Neurospora crassa. Arch. Biochem. Biophys.,

201 (1980) 185-193 - SDS-polyacrylamide gel.

Webber, S. and Whiteley, J.M.: Pyridine nucleotide interaction with rat liver

dihydropteridine reductase. J. Biol. Chem., 253 (1978) 6724-6729 - polyacryl-

amide gel.
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1738

BIBLIOGRAPHY SECTION

Transferases (excluding E.C. 2.7.—.-)

DePaoli-Roach, A.A., Roach, F.J. and Larner, J.: Multiple phosphorylation of
rabbit skeletal muscle glycogen synthase. Comparison of the actions of different
protein kinases capable of catalyzing phosphorylation i{# vZiro. J. Biol. Chem.,
254 (1979) 12062-12068 - polyacrylamide gel.

Kobayashi, M. and Matsuda, K.: Characterization of the multiple forms and main
component of dextransucrase from Leuconosto: mesenteroides NRRL B-512F. 57
Biophys. Acta, 614 (1980) 46-62 - iscelectric focusing, polyacrylamide gel.
Paterniti, J.R. Jr. and Beattie, D.S.: &-Aminolevulinic acid synthetase from
rat liver mitochonria. Purification and properties. . Eiol. Chem., 254 (1979)
6112-6118 - polyacrylamide gel.

Philippov, P.P., Shestakova, I.K., Tikhomirova, N.K. and Kochetov, G.A.:

Characterization and properties of pig liver transketolase. Riochir.

Acta, 613 (1980) 359-369 - isoelectric focusing, SDS-polyacrylamide gel.

Sadler, J.E., Rearick, J.I. and Hill, R.L.: Purification to homogeneity and
enzymatic characterization of an wa-N-acetylgalactosaminide « sialyltransferase
from porcine submaxillary glands. J. #7ol. Chem., 254 (1979 5934-5941 - poly-
acrylamide gel.

Wall, K.A., Flatgaard, J.E., Gibbons, I. and Schachman, H.K.: Purification and

characterization of a mutant aspartate transcarbamoylase lacking enzyme activity.
J. Bzol. Chem., 254 (1979) 11910-11916 - polyacrylamide gel.

Widmaier, R., Howe, J. and Heinstein, P.: Prenyltransferase from GossypZiun
hirsutum. Arch. Blochem. Biophys., 200 (1980) 609-616 - SDS-polyacrylamide gel.
D]

Transferases transferring phosphorus o

Aust, A.E. and Suelter, C.H.: Homogeneous pyruvate kinase isolated from yeast
by two different methods in indistinguishable from pyruvate kinase in cell-free
extract. J. Biol. Chem., 253 (1978) 7508-7512 - polyacrylamide gel.

Challberg, M.D. and Englund, P.T.: Purification and properties of the deoxy-
ribonucleic acid polymerase induced by vaccinia virus. J. #zol. Chem., 25
(1979) 7812-7819 - polyacrylamide gel.

Chiu, Y.S. and Tao, M.: Autophosphorylation of rabbit skeletal muscle cyclic
AMP-dependent protein kinase I catalytic subunit. . #70l. Chem., 253 (1978
7145-7148 - polyacrylamide gel.

Friedberg, T., Bentley, P., Stasiecki, P., Glatt, H.R., Raphael, D. and Qesch,
F.: The identification, solubilization and characterization of microsome-asso-
ciated glutathione S-transferases. J. HBiol. Chem., 254 (1979) 12028-12033 -
isocelectric focusing.

Kagimoto, T. and Uyeda, K.: Hormone-stimulated phosphorylation of liver phospho-
fructokinase Zn vive. J. Biol. Chem., 254 (1979) 5584-5587 - polyacrylamide gel.
Kaledin, A.S., Slyusarenko, A.G. and Gorodetskij, S.I.: (Isolation and proper-
ties of DNA polymerase from extremal thermophylic bacteria Thermus aquatieus
yT-1) . Biokhimiya, 45 (1980) 644-651 - polyacrylamide gel.

Lyubimova, N.V.: (Separation of hexckinase isoenzymes of human tissue by elec-
trophoresis in agar gel). Lab. Delo, (1980) 94-97; (C.A., 92 (1980) 159400b.
Madhav, R., Coetzee, M.L. and Ove, P.: Purification of thymidine kinase by

affinity chromatography with an enzyme inhibitor as the ligand. Arch. Biochem.
Biophys., 200 (1980) 99-107 - SDS-polyacrylamide gel.

Shichi, H. and Somers, R.L.: Light-~dependent phosphorylation of rhodopsin.
Purification and properties of rhodopsin kinase. . BZol. Chem., 253 (1978
7040-7046 -~ polyacrylamide gel.

stahl, H. and Knippers, R.: Chromatin-associated protein kinases specific for
acidic proteins. Biochim. Biophys. Acta, 614 (1980) 71-80 - SDS-polyacrylamide
gel.

Walsh, K.X., Millikin, D.M., Schlender, K.K. and Reimann, E.M.: Calcium-de-
pendent phosphorylation of glycogen synthase by phosphorylase kinase. . Bzol.
Chem., 254 (1979) 6611-6616 — polyacrylamide gel.

Hydrolases, acting on ester bonds (E.C. 3.1.-.-)
Bowman, E.J. and Altman, S.: Identification of ribonuclease P, activity from

chick embryos. Biochim. Biophys. Acia, 613 (1980) 439-447 - cellulose acetate,
DEAE-cellulose paper, polyacrylamide gel.
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Cocivera, M., McManaman, J. and Wilson, I.B.: Formation of active isozymes I
and III by reassociation of separated subunits of isozyme II of alkaline phos-—
phatase. Arch. Biochem. Biophys., 200 (1980) 396-400 - polyacrylamide gel.
Burley, J.B.: Isolation and recombination of bovine rod outer segment cGMP
phosphodiesterase and its regulators. BZochem. Biophys. Res. Commun., 92 (1980)
505-510 - polyacrylamide gel.

Linde, H.G. and Molnar, K.E.: The simultaneous identification of seminal acid
phosphatase and phosphoglucomutase by starch gel electrophoresis. J. Forensic
Set., 25 (1980) 113-117; C.A., 92 (1980) 122800f.

Mizunuma, H., Hasegawa, M. and Tashima, Y.: Properties of rabbit intestinal
fructose 1,6-bisphosphatase. Arch. Bilochem. Bilophys., 201 (1980) 296-303 -
SDS-polyacrylamide gel.

Onishi, H.R., Tkacz, J.S. and Lampen, J.0.: Glycoprotein nature of yeast alkali-
ne phosphatase. Formation of active enzyme in the presence of tunicamycin. /.
Biol. Chem., 254 (1979) 11943-11952 - polyacrylamide gel.

Strewler, G.J. and Manganiello, V.C.: Purification and characterization of
phosphodiesterase activator from kidney. A lysosomal protease. . BZol. Chem.,
254 (1979) 11891-11898 - isoelectric focusing, polyacrylamide gel.

Tsuruo, T., Arens, M., Padmanabhan, R. and Green, M.: An endodeoxyribonuclease
of human KB cells. Purification and properties of the enzyme. J. Biol. Chem.,
253 (1978) 3400-3407 - polyacrylamide gel.

Hydrolases, acting on glycosyl compounds (E.C. 8.2.-.-)

Babczinski, P.: Partial purification, characterization and localization of the
membrane-associated invertase of yeast. Biochim. Biophys. Acta, 614 (1980) 121-
133 - SDS-polyacrylamide gel.

Kuo, C.-H. and Wells, W.W.: Beta-Galactosidase from rat mammary gland. Its
purification, properties and role in the biosynthesis of 6B-O-D-galactopyranosyl
myo-inositol. J. BZol. Chem., 253 (1978) 3550-3556 - polyacrylamide gel.

Lehle, L., Cohen, R.E. and Ballou, C.E.: Carbohydrate structure of yeast in-
vertase. Demonstration of a form with only core oligosaccharides and a form with
completed polysaccharide chains. J. Biol. Chem., 254 (1979) 12209-12218 - poly-
acrylamide gel.

Ogawa, M., Kosaki, G. and Sakoyama, Y.: (Separation of serum amylase isoenzymes
in acute pancreatitis by polyacrylamide gradient gel electrophoresis). Igaku

No Ayumz, 112 (1980) 448-450; C.A., 92 (1980) 178708z.

Other hydrolases

Branchini, B.R., Marschner, T.M. and Montemurroc, A.M.: A convenient affinity
chromatography-based purification of firefly luciferase. Anal. Biochem., 104
(1980) 386-396 - SDS-polyacrylamide gel.

Cerovsky, V., Ticha, M., Turkova, J. and Labsky, J.: Interaction of trypsin
with immobilized p-aminobenzamidine derivatives studied by means affinity elec-
trophoresis. . Chromatogr., 194 (1980) 175-181 - affinity electrophoresis.
Furihata, C., Saito, D., Fujiki, H., Kanai, Y., Matsushima, T. and Sugimura, T.:
Purification and characterization of pepsinogens and a unique pepsin from rat
stomach. Eur. J. Blochem., 105 (1980) 43-50 - SDS-polyacrylamide gel.

Overturf, M.L., Druilhet, R.E. and Fitz, A.: The effects of kallikrein, plasmin
and thrombin on hog kidney renin. . BZol. Chem., 254 (1979) 12078-12083 -
polyacrylamide gel.

Schafer, H.-J., Scheurich, P., Rathgeber, G. and Dose, K.: Fluorescent photo-
affinity labeling of F; ATPase from micrococcus lutes with 8-azido-1,Nf-etheno-
adenosine 5' triphosphate. Anal. Biochem., 104 (1980) 106-111.

Schilf, W. and Martin, H.H.: Purification of two-DD-carboxypeptidases/trans-
peptidases with different penicillin sensitivities from Proteus mirabilis. Eur.
J. Biochem., 105 (1980) 361-370 ~ isoelectric focusing.

Yoshimoto, T., Fischl, M., Orlowski, R.C. and Walter, R.: Post-proline cleaving
enzyme and post-proline dipeptidyl aminopeptidase. Comparison of two peptidases
with high specificity for proline residues. J. Biol. Chem., 253 (1978) 3708-
3716 - paper.
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BIBLIOGRAPHY SECTION

Lyases

Fukui, H., Watanabe, T. and Wada, H.: Immunochemical cross reactivity of the
antibody elicited against L-histidine decarboxylase purified from the whole
bodies of fetal rats with the enzyme from rat brain. Biochem. Biophys. Res.
Commun., 93 (1980) 333-339 - polyacrylamide gel.

Garbers, D.L.: Purification of soluble guanylate cyclase from rat lung. .
Biol. Chem., 254 (1979) 240-243 - polyacrylamide gel.

Isomerases

De Windt, F.E. and Van der Drift, C.: Purification and some properties of
hydroxypyruvate isomerase of Bacillus fastidiosus. Biochim. Biophys. Acta, 613
(1980) 556-562 - polyacrylamide gel.

Eber, $.W. and Krietsch, W.K.G.: The isolation and characterization of the
multiple forms of human skeletal muscle triosephosphate isomerase. Biochim.
Biophys. Acta, 614 (1980) 173-184 - Cellogel.

Miesowicz, F.M. and Bloch, K.: Purification of hog liver isomerase. Mechanism
of isomerization of 3-alkenyl and 3-alkynyl thioesters. . BiZol. Chem., 254
(1979) 5868-5877 -~ isoelectric focusing.

Ligases

Board, P.G., Smith, J.E., Moore, K. and Ou, D.: Erythrocyte vy-glutamylcysteine
synthetase from normal and low-glutathione sheep. Biochim. Biophys. Acta, 613
(1980) 534-541 - polyacrylamide gel (density gradient).

Henrikson, K.P. and Allen, S.H.G.: Purification and subunit structure of
propionyl coenzyme A carboxylase of Mycobacterium smegmatis. J. Biol. Chem.,
254 (1979) 5888-5891 - polyacrylamide gel.

Samuelsson, T. and Lundvik, L.: Purification and some properties of asparagine,
lysine, serine and valine: tRNA ligases from Bacillus stearothermophilus. J.
Biol. Chem., 253 (1978) 7033-7039 -~ polyacrylamide gel.

Sarantoglou, V., Imbault, P. and Weil, J.H.: The use of affinity elution from
blue dextran Sepharose by yeast tRNA2Val in the complete purification of the
cytoplasmic valyl-tRNA synthetase from Euglena gracilis. Biochem. Biophys. Res.
Commun., 93 (1980) 134-140 - polyacrylamide gel.

Complex mixtures and incompletely identifiled enzymes

Habuchi, H., Tsuji, M., Nakanishi, Y. and Suzuki, S.: Separation and properties
of five glycosaminoglycan sulfatases from rat skin. . Biol. Chem., 254 (1979
7570-7578 - paper.

Katoh, K. and Miyazaki, H.: Assay method for urokinase activity by capillary-
tube isotachophoresis using a synthetic substrate. J. Chromatogr., 188 (1980)
383-390 - isotachophoresis.

21. PURINES, PYRIMIDINES, NUCLEIC ACIDS AND THEIR CONSTITUENTS

1768

21b.

1769

1770

1771

Stellwag, E.J. and Dahlberg, A.E.: Electrophoretic transfer of DNA, RNA and
protein onto diazobenzyloxymethyl (DBM)-paper. Nucleic Acids Res., 8 (1980)
299-317; (.A., 92 (1980) 159933c.

Nucleie acids, RNA

Chaudhury, S., Bhattacharya, M. and Sarkar, P.K.: Comparison of nuclear and
polysomal RNA fractions from goat brain. Biochem. Biophys. Res. Commun., 92
{1980) 1130-1135 ~ polyacrylamide gel.

Chen, T.T.: Vitellogenin in locusts (Locusta migratoria): translation of
vitellogenin mRNA in Xenopus ooc&tes and analysis of the poly-peptide products.
Arch. Biochem. Biophys., 201 (1980) 266-276 - SDS—polyacr¥lamide gel.

Egan, J. and Landy, A.: Structural analysis of the tRNA;-YY gene of Escherichia
coli. A 178 base pair sequence that is repeated 3.14 times. . Biol. Chem.,
253 (1978) 3607-3622 - polyacrylamide gel.
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1783

1784
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1789

Ghosh, P.K., Reddy, V.B., Swinscoe, J., Choudary, P.V., Lebowitz, P. and
Weissman, S.M.: The 5'-terminal leader sequence of late 16 S mRNA from cells
infected with Simian virus 40. J. BZol. Chem., 253 (1978) 3643-3647 - polyacryl-
amide gel.

Hong, G.-F., Feng, Y.-X. and Chi, K.-Y.: (Studies on the structure and function
of the ribonucleic acid of silkworms. I. Improvement of a long vertical slab
polyacrylamide gel electrophoresis apparatus and separation of low molecular

weight RNAs from the posterior silkgland of silkworms). Sherng Wu Hua Hsueh Yu
Sheng Wu Wo Li Hsueh Pao, 11 (1979) 259-264; C.A., 92 (1980) 176753m.
Kerjan, P. and Szulmajster, J.: Isolation and characterization of polyadenylated

RNA species from sporulating cells of Bacillus subtilis. Biochem. Biophys. Res.
Commun., 93 (1980) 201-208 - polyacrylamide gel.

Mouches, C., Barreau, C., Renaudin, H., Renaudin, J. and Bove, J.M.: Electro-
phoresis in formamide on gradient polyacrylamide slab gels of plant RNA and plant
viral RNA. Ann. Phytopathol., 11 (1979) 17-30; C.A., 92 (1980) 106713z.

Nazar, R.N.: The ribosomal protein binding site in Saccharomyces cerevisiae
ribosomal 5 S RNA. A conversed protein binding site in 5 S RNA. J. Biol. Chem.,
254 (1979) 7724-7729 - polyacrylamide gel.

Ryan, M.J., Brown, E.L., Sekiya, T., Kipper, H. and Khorana, H.G.: Total syn-
thesis of a tyrosine suppressor tRNA gene. XVIII. Biological activity and tran-
scription, im vitro, of the cloned gene. J. BZol. Chem., 254 (1979) 5817-5826 -
polyacrylamide gel.

Saigo, K., Reilly, J.G. and Thomas, C.A. Jr.: Double-stranded RNA in Drosophila
melanogaster cultured cells. Biochim. Biophys. Acta, 607 (1980) 530-535 - agaro-
se gel.

Sekiya, T., Brown, E.L., Belagaje, R., Fritz, H.-J., Gait, M.J., Lees, R.G.,
Ryan, M.J. and Khorana, H.G.: Total synthesis of a tyrosine suppresor tRNA gene.
XV. Synthesis of the promoter region. J. BiZol. Chem., 254 (1979) 5781-5786 -
polyacrylamide gel.

Sekiya, T., Contreras, R., Takeya, T. and Khorana, H.G.: Total synthesis of a
tyrosine suppresor transfer RNA gene. XVI1. Transcription, Zn vitro, of the
synthetic gene and processing of the primary transcript to transfer RNA. J.
Biol. Chem., 254 (1979) 5802-5816 - polyacrylamide gel.

Sekiya, T., Takeya, T., Brown, E.L., Belagaje, R., Conteras, R., Fritz, H.-J.,
Gait, M.J., Lees, R.G., Ryan, M.J., Khorana, H.G. and Norris, K.E.: Total syn-
thesis of a tyrosine suppressor transfer RNA gene. XVI. Enzymatic joinings to
form the total 207-base pair-long DNA. J. Biol. Chem., 154 (1979) 5787-5801 -
polyacrylamide gel.

Sriprakash, K.S. and Clark-Walker, G.D.: The size of yeast mitochondrial ribo-
somal RNAs. Bzochem. Biophys. Res. Commun., 93 (1980) 186-193 - agar gel.

Nucleie acids, DNA

Everett, R.D. and Lunt, M.R.: DNA replication of bacteriophage I 5. 1. Frac-
tionation of intercellular T 5 DNA by agarose gel electrophoresis. J. Gen.
Virol., 47 (1980) 123-132; (.A., 92 (1980) 176781u.

Fong, K., Lui, A. and Salser, W.: Nucleotide sequence of a mouse kappa light
chain cDNA cloned in a bacterial plasmid. BZochem. Biophys. Res. Commun., 90
(1979) 832-841 - polyacrylamide gel.

Guntaka, R.V., Rao, P.Y., Katz, R.A. and Mitsialis, S.A.: Binding of Escherichia
coli RNA polymerase to a specific site located near the 3'-end of the avian
sarcoma virus genome. Biochim. Bilophys. Acta, 607 (1980) 457-469 - agarose gel.
Hyman, R.W., Richards, J.C. and Kudler, L.: Evidence for a protein(s) bound to
herpes simplex virus DNA. Biochem. Biophys. Res. Commun., 88 (1979) 522-528 -
agarose gel.

Kallai, O.B., Rosenberg, J.M., Kopka, M.L., Takano, T., Dickerson, R.E., Kan, J.
and Riggs, A.D.: Large-scale purification of two forms of active lac operator
from plasmids. Biochim. Biophys. Acta, 606 (1980) 113-124 - agarose gel, poly-
acrylamide gel.

Longacre, S.S. and Mach, B.: Purification of specific DNA sequences by sulf-
hydryl-Sepharose chromatography of mercurated polynucleotides. J. BZol. Chem.,
253 (1978) 7500-7507 - polyacrylamide gel.

Nedospasov, S.E. and Georgiev, G.P.: Non-random cleavage of SV 40 DNA in the
compact minichromosome and free in solution by micrococcal nuclease. Biochem.
Biophys. Res. Commun., 92 (1980) 532-539 - agarose.
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1790 Ohno, T., Cozens, P.J., Cato, A.C.B. and Jost, J.-P.: Recombinant plasmids con-
taining avian vitellogenin structural gene sequences derived from complementary
DNA. Biochim. Biophys. Acta, 606 (1980) 34-46 - agarose gel.
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21f. Structural studies of nucleic acids

1793 Chesnokov, V.N., Golovin, S.Ya. and Mertvetsov, N.P.: (Expression of the restric-
tion fragment of phage T7 DNA in a cell-free transcription-translation system
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26. ORGANOMETALLIC AND RELATED COMPOUNDS

26a. Organometallic compounds

See 1989.

28. ANTIBIOTICS

1797 Horng, C.-B., Hsieh, J.-T., Ko, H.-C., Jan, R.-H. and Li, J.H.: Systematic
analysis of antibiotics via agar gel electrophoresis and antimicrcbial spectrum-
candidacy for detecting residual antibiotics in foods. Proc. Natl. Sei. Counc.,
Repub. China, 3 (1979) 382-387; C.A., 92 (1980) 179154c.

30. SYNTHETIC AND NATURAL DYES

30a. Synthetic dyes

1798 Moon, H.W.: Electrophoretic identification of felt tip pen inks. <. Forensic.
Sei., 25 (1980) 146-149; (.A., 92 (1980) 122801g.

30b. Chloroplast and other natural pigments

1799 Broglie, R.M., Hunter, C.N., Delepelaire, P., Niederman, R.A., Chua, N.-H. and
Clayton, R.K.: Isolation and characterization of the pigment-protein complexes
of Rhodopseudomonas sphaeroides by lithium dodecyl sulfate/polyacrylamide gel
electrophoresis. Proc. Nat. Acad. Sei. U.S., 77 (1980) 87-91; C.A., 92 (1980)
124329h.
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Surv., 8 (1979) 91-103; (.4., 92 (1980) 159871f.
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1806 McGuire, J.K., Miller, T.Y., Tipps, R.W., Snyder, R.S. and Righetti, P.G.: New

experimental approaches to the isocelectric fractionation of cells. .
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NEW PRODUCTS

N-1549
REVERSED-PHASE HPLC COLUMN

Hamilton has designed a reversed-phase
HPLC column for application where pH and salt
concentrations are important. The new Hamilton
PRP-1 column is said to be ideal for the separa-
tion of polar compounds. The hydrophobic
qualities are said to be equal to or better than
any C,, silica.

Hamilton’s PRP-1 is filled with rigid 10-um
macroporous resin spheres which can selectively
adsorb both ionic and neutral solute species.
These non-swelling adsorbents operate over a
relatively broad pH range. The physical stabil-
ity precludes the need for a guard column or
concern for damage to the packing.

N-1550
IEF CALIBRATION KITS

The three Pharmacia isoelectric focusing p/
calibration kits contain ten vials of pre-weighed
lyophilized mixtures of 8—11 purified proteins.
The proteins focus as distinct bands of known
pl’s enabling the user to measure pH gradients
and determine isoelectric points. The first kit
covers a broad pH range from 3 to 10. The
second one offers a low range, from 2.5 to
6.5. The third calibration kit covers a higher
pH range, from S to 10.5.

Vol. 207, No. 2

N-1546
PURE WATER

Organic-free water is now available from
J.T. Baker Chemicals BV. This type of pure
water, called “Baker Instra-Analyzed” water,
is suitable for various trace organic analyses,
including: total organic carbon (TOC), for use
as a standard, and trihalomethane (THM) anal-
ysis, for the preparation/dilution of standards.
The TOC content in “Baker Instra-Analyzed”
water is less than 100 ppb and has been re-
ported by water authorities to be as low as
40 ppb. The total THM levels in “Baker Instra-
Analyzed” water are less than 0.1 ppb. The
water is available in 3.75-1 pre-cleaned bottles.

N-1547
TLC MEDIUM

Chromatronix has introduced a thin-layer
chromatography medium that separates by ion
exchange. This product, FixionTM, is said to
have a high sample throughput and many
samples can be run at one time. The Fixion
medium can handle samples with high salt
content. Fixion has a thin, densely packed bed,
made up of spherical particles of polystyrene—
divinylbenzene copolymer. The mean particle
diameter is 8 um.

For further information concerning any of
the news items, apply to the publisher, using the
reply cards provided, quoting the reference
number printed at the beginning of the item.



NEW ANALYTICAL PRODUCT GROUP

Erba Instruments, Inc., a newly formed
marketing and service organization representing
Carlo Erba, internationally known manufacturer
of chromatographic and analytical instruments
as well as accessories, displayed the follow-
ing Carlo Erba products at this year’s
Pittsburgh Conference: high resolution gas
chromatograph Model FV 4160, high resolution
gas chromatograph Model FV 2900, elemental
analyzer Model CHN+OS 1106, automatic
nitrogen analyzer Model ANA 1400 and mercury
pressure porosimeter Model PO 200.

Major offices of the new firm are head-
quartered on the East and West Coasts with tech-
nically staffed service offices located through-
out the United States. The West Coast head-
quarters will be directed by Mr. Ben Apon,
12015 Slauson Avenue, Suite F, Santa Fe
Springs, CA 90670, U.S.A. The East Coast head-
quarters will be directed by Mr. Tom Jackson,
Northway Office Park, 3 Dearborn Rd.,
Peabody, MA 01930, U.S.A.

NEW SALES AND SERVICE CENTRE

On January 20, 1981, Spectra-Physics
opened its new European Sales and Service
Centre, located at Siemensstrasse 20, D-6100
Darmstadt-Kranichstein, G.F.R., Tel. (06151)
708-0.

NEW BOOKS

Halogenated biphenyls, terphenyls,
naphthalenes, dibenzodioxins and related
products, edited by R.D. Kimbrough, Elsevier/
North-Holland Biomedical Press, Amsterdam,
New York, 1980, XX + 506 pp., price

Dfl. 195.00, US$ 95.00, ISBN 0-444-80253-3.

Dictionary of chemical terminology, edited by
D. Kryt, Elsevier, Amsterdam, Oxford,
New York, 1980, XII + 600 pp., price
Dfl. 195.00, US$ 95.00, ISBN 0-444-99788-1.

Introduction in colloid and surface chemistry,
by D.J. Shaw, Butterworths, London, 3rd ed:,
1980, 272 pp., price £ 5.95, US$ 15.00, ISBN
0-408-71049-07.

Analysis of nucleic acid constituents, by
C.T. Wehr, Varian, Palo Alto, CA, 1980, price
US$ 10.00.

Chemische Reaktionsdetektoren fur die schnelle
Fliissigkeits-Chromatographie, by G. Schwedt,
Hiithig, Heidelberg, 1981, 213 pp., price

DM 38.00, ISBN 3-7785-0687-0.

Pesticide analytical methodology, edited by

J. Harvey, Jr. and G. Zweig, American
Chemical Society, Washington, DC, 1980, X +
406 pp., US$ 38.00, ISBN 0-8412-0581-7.

Size exclusion chromatography (GPC), edited
by T. Provder, American Chemical Society,
Washington, DC, 1980, VIII + 312 pp.,

US$ 30.75, ISBN 0-8412-0586-8.

Tumours that secrete catecholamines: their
detection and clinical chemistry, by

R. Robinson, Wiley, Chichester, New York,
1980, ca. 148 pp., price US$ 40.00, £ 14.00,
ISBN 0-471.27748-17.

Polyamines in biomedical research, by

J.M. Gaugas, Wiley, Chichester, New York,
1980, ca. 512 pp., price US$ 85.00, £ 30.00,
ISBN 0-471-276294.

Qualitative analysis of flavor and fragrance
volatiles by glass capillary gas chromatography,
by W. Jennings and T. Shibamoto, Academic
Press, New York, 1980, VIII + 472 pp., price
US$ 39.00, ISBN 0-12-384250-6.

Analytiker Taschenbuch, Band 11, edited by

R. Bock, W. Fresenius, H. Giinzler, W. Huber,
and G. Tolg, Springer, Berlin, Heidelberg,

New York, 1981, ca. 360 pp., price DM 78.00,
US$ ca. 45.90, ISBN 3-540-103384.

Fats and oils: chemistry and technology, edited
by R.J. Hamilton and A. Bhati, Applied Science,
Barking, 1981, XII + 263 pp., price £ 24.00,
ISBN 0-85334-915-0.

Electron transfer reactions, by R.D. Cannon,
Butterworths, London, 1980, 368 pp., price
£ 32.00, US$ 80.00, ISBN 0-408-10646-8.

Ullmanns Encyklopidie der technischen Chemie,
Band 5, Analysen- und Messverfahren, edited by
H. Kelker, Verlag Chemie, Weinheim, Deerfield
Beach, Basel, 4th ed., 1980, XVI + 1010 pp.,
price SFr 670.00, ISBN 3-527-20005-3.

Nondestructive activation analysis — with
nuclear reactors and radioactive neutron sources,
edited by S. Amiel, Elsevier, Amsterdam,
Oxford, New York, 1981, XVI + 364 pp., price
Dfl. 170.00, US$ 83.00, ISBN 0-444-41942-X.



J.F.X. HUBER RECEIVES THE DAL NOGARE AWARD

Professor Josef Franz Karl Huber has received the Dal Nogare award from the Chromatography
Forum of the Delaware Valley on Tuesday, March 10, 1981, at the Pittsburgh Conference in Atlantic
City, NJ, U.S.A. This was the tenth anniversary of the award which is given annually by the
Chromatography Forum for significant contributions to chromatographic theory, instrumentation and
applications. J.F K. Huber received the award at a special tehth anniversary symposium which honored

the previous awardees, many of whom presented papers at that time.

COURSES

Finnigan Institute has scheduled the follow-
ing courses for April—June 1981.
April 6-10: Using GC-MS in the Compliance
and Enforcement Context: A Legal/Technical
Assessment, US$ 295.00; April 6—-10: Liquid
Chromatography: Basic Concepts and Tech-
niques, US$ 750.00; April 13—17: Basic
GC-MS-DS, US$ 750.00; April 21-24:

Chemical Derivatization, US$ 600.00; May 4—8:

Metabolism and Pharmacokinetics: Quantitative
and Qualitative Analysis, US$ 750.00;

May 11-15: Atomic Absorption: Basic
Concepts and Techniques, US$ 750.00;

May 11-15: Analysis of Priority Pollutants by
GC-MS, US$ 750.00; May 18—22: Gas
Chromatography: Basic Concepts and Tech-
niques, US$ 750.00; June 1-3: Analytical
Pyrolysis by Eugene Levy, US$ 450.00;

June 8—12: Introduction to GC—MS; Basic
Mass Spectral Interpretation, US$ 575.00;
June 8—12: Liquid Chromatography: Basic
Concepts and Techniques, US$ 750.00;

June 15-16: Mass Spectral Interpretation:
Applications, US$ 300.00; June 22-26:
Analysis of Priority Pollutants by Chromato-

MEETING

SYMPOSIUM ON PRACTICAL ASPECTS OF HPLC

graphic Techniques, US$ 750.00; June 29—
July 3: Advanced Atomic Absorption,

US$ 750.00. For more information, contact
Nancy Kranpitz, Finnigan Institute, 11 Triangle
Park Drive, Cincinnati, OH 45246, U.S.A. Tel.
(513) 772-5500.

The Department of Chemistry of Loughbor-
ough University of Technology, will hold the fol-
lowing courses during 1981. March 23-27: Gel
Filtration and Electrophoresis; April 6—10: Gas
Chromatography; July 6—10: High Performance
Liquid Chromatography. For each course the
fec is £ 170, including residence and all meals.
FFurther details are available from:

Miss J.M. Brown, Department of Chemistry,
Loughborough University of Technology,
Loughborough, Leicestershire LE11 3TU, Great
Britain.

Checking Foodstuffs for Trace-Organics
(workshop course), Guildford, July 13-17,
1981. Strategies for a range of analytes includ-
ing mycotoxins, residues, nitrosamines, additive
and packaging contaminants will be considered,
e.g. in connection with processed foods and
market produce. Information from Dr. E. Reid,
Wolfson Bioanalytical Unit, Robens Institute,
University of Surrey, Guildford GU2 5XH,
Great Britain.

A symposium on practical aspects of modern HPLC will be organised by the H. Knauer GmbH

in Berlin in the first half of November 1981.

Papers are invited dealing with the practical aspects of HPLC in the following fields: pharma-

ceutical, organic, inorganic and physical chemistry.

It is envisaged that the symposium will last for two days, the papers being presented in prallel

lecture and poster sessions.

Fur further information, registration and submission of papers, please contact: Dr. I. Moln4r,
Wissenschaftliche Geritebau Dr. Ing. H. Knauer GmbH, Hegauer Weg 38, D-1000 Berlin 37, G.F.R.
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PUBLICATION SCHEDULE FOR 1981

Journal of Chromatography (incorporating Chromatographic Reviews) and Journal of Chromatography, Biomedical
Applications
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The publication schedule
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Reviews published later.
Biomedical 21/ 221/2) 222/1| 222/2 ) 222/3| 223/1| 2232
Applications

INFORMATION FOR AUTHORS

(Detailed Instructions to Authors were published in Vol. 193, No. 3, pp. 529-532. A free reprint can be obtained
by application to the publisher)

Types of Contributions. The following types of papers are published in the Journal of Chromatography and the
section on Biomedical Applications: Regular research papers (Full-length papers), Short communications and
Notes. Short communications are preliminary announcements of important new developments and will,
whenever possible, be published with maximum speed. Notes are usually descriptions of short investigations
and reflect the same quality of research as Full-length papers, but should preferably not exceed four printed
pages. For reviews, see page 2 of cover under Submission of Papers.

Submission. Every paper must be accompanied by a letter from the senior author, stating that he is submitting
the paper for publication in the Journal of Chromatography. Please do not send a letter signed by the director of
the institute or the professor unless he is one of the authors.

Manuscripts. Manuscripts should be typed in double spacing on consecutively numbered pages of uniform size.
The manuscript should be preceded by a sheet of manuscript paper carrying the title of the paper and the name
and full postal address of the person to whom the proofs are to be sent. Authors of papers in French or German
are requested to supply an English translation of the title of the paper. As a rule, papers should be divided
into sections, headed by a caption (e.g., Summary, Introduction, Experimental, Results, Discussion, etc.). All
illustrations, photographs, tables, etc. should be on separate sheets.

Introduction. Every paper must have a concise introduction mentioning what has been done before on the topic
described, and stating clearly what is new in the paper now submitted.

Summary. Full-length papers and Review articles should have a summary of 50-100 words which clearly and
briefly indicates what is new, different and significant. In the case of French or German articles an additional
summary in English, headed by an English translation of the title, should also be provided. (Short communi-
cations and Notes are published without a summary.)

lllustrations. The figures should be submitted in a form suitable for reproduction, drawn in Indian ink on
drawing or tracing paper. Each illustration should have a legend, all the legends being typed (with double
spacing) together on a separate sheet. If structures are given in the text, the original drawings should be sup-
plied. Coloured illustrations are reproduced at the author’s expense, the cost being determined by the number
of pages and by the number of colours needed. The written permission of the author and publisher must be
obtained for the use of any figure already published. Its source must be indicated in the legend.

References. References should be numbered in the order in which they are cited in the text, and listed in
numerical sequence on a separate sheet at the end of the article. Please check a recen- issue for the lay-out of
the reference list. Abbreviations for the titles of journals should follow the system used by Chemical Abstracts.
Articles not yet published should be given as “in press”, “submitted for publication”, “in preparation” or
“personal communication”.

Proofs. One set of proofs will be sent to the author to be carefully checked for printer’s errors. Corrections
must be restricted to instances in which the proof is at variance with the manuscript. “Extra corrections” will
be inserted at the author’s expense.

Reprints. Fifty reprints of Full-length papers, Short communications and Notes will be supplied free of charge.
Additional reprints can be ordered by the authors. An order form containing price quotations will be sent to
the authors together with the proofs of their article.

News. News releases of new products and developments, and information leaflets of meetings should be ad-
dressed to: The Editor of the News Section, Journal of Chromatography/journal of Chromatography, Biomedical
Applications, Elsevier Scientific Publishing Company, P.O. Box 330, 1000 AH Amsterdam, The Netherlands.

Advertisements. Advertisement rates are available from the publisher on request. The Editors of the journal
accept no responsibility for the contents of the advertisements.



Preparation of Catalysts

Scientific Bases for the Preparation of
Heterogeneous Catalysts

Proceedings of the Second International Symposium, Louvain-la-Neuve, Belgiuri
4-7 September, 1978

B. DELMON, P. GRANGE, P. JACOBS and G. PONCELET (Editors)

Studies in Surface Science and Catalysis, 3

This conference was organized around two specific unit processes: impregnation
activation, and was particularly concerned with the chromatographic effect, tra
port in pores, calcination, activation by reduction and sulfidation, carrier effects:
compound transformation. New aspects in the preparation of real i.e. industrial ¢
lysts were also discussed.

Centred around four plenary lectures and three extended communications, the bt
discusses: preparation and pretreatment of mixed metal oxides and of metal or m¢
oxide supported catalysts, by (co)-impregnation, (co)-precipitation, ion exchange,
sorption, and other methods with particular reference to the preparation conditic
These include drying, crystallite size distribution, chromatographic processes, in
action with and influence of the support, dispersion and distribution of the acl
components, stabilization, transport reactions, etc. In addition to the plenary lectu
44 communications are included. At a half-day ‘mini-symposium,’ the normalizat
of methods for catalyst characterization was discussed.

PLENARY LECTURES:

- The design of catalysts (D. L. Trimm).

- Separation of catalysts by adsorption of metal complexes on mineral oxides (J. P. Brum
- Catalyst activation by reduction (N. Pernicone and F. Traina).

- Preparation and properties of monodispersed colloidal metal hydrous oxides (E. Matije

1979 xiv + 762 pages ISBN:0-444-41733-8 US $96.50/Dfl. 198.00

P.O. Box 211,
1000 AE Amsterdan

' The Netherlands
52 Vanderbilt Ave
) New York. N.Y 10017
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