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The successful introduction of oral prolonged action substances has 
stimulated interest in the physical and chemical means of extending the 
therapeutic activity of a drug administered by this route. Only in the past 
few years have clinical reports on such formulations appeared in the 
medical literature. Concomitantly, questions have been raised concern
ing in vitro  and in vivo measurements of the release rate of the active 
ingredient in preparations of this kind. The technique used for measuring 
the release of active substance from sugar or enteric coated tablets does 
not necessarily apply to these new forms, and modifications may be 
necessary. A critical review of sustained action medication, with par
ticular emphasis on the measurement of pharmacological and therapeutic 
effects, appears appropriate at this time.

Various expressions have been used to describe oral sustained release 
preparations. Extended action, sustained release, sustained action, oral 
repository, timed disintegration, timed release, oral depot therapy, 
prolonged action, prolonged release, controlled release and protracted 
release are examples of terms in current usage. At a recent meeting 
of representatives of the major pharmaceutical manufacturing firms in the 
United States, various suggestions were made for a definitive term other 
than timed release1. In this review article, the terms prolonged action 
and sustained release will be used interchangeably.

Several definitions have been offered in the literature for prolonged 
action medication. Lang2 used the designation “prolonged action” for 
formulations in which adequate measures provide a longer duration of 
therapeutic effect of the drug substance than is usually achieved with 
classical preparations. Theoretically, there would be an equilibrium in 
the body between the continuous administration and the inactivation and 
elimination of the active substance within the therepeutically optimal 
range of concentration. Abrahams and Linnell3 have stated that ideally 
an orally administered drug should be in such form that a single dose would 
be continuously absorbed over an extended period of time thereby main
taining a uniform optimal level in the tissues and avoiding unnecessarily 
high peak concentrations as well as wasteful depressions. Blythe4 
describes oral sustained release preparations as those which “provide a 
sustained therapeutic effect by first releasing a therapeutic dose, then 
gradually and continually releasing medication over a prolonged period.”
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He emphasises that sustained release is not to be confused with individual 
doses, usually two or three, released at widely spaced intervals. Micciche5 
has referred to oral-prolonged action medications as those which have 
a pre-established and controlled delayed release. This definition implies 
that the release pattern of the dosage form has been carefully determined 
and is consistently reproducible. Ettore6 likewise defines an oral- 
prolonged action dosage form as one which permits a controlled release 
of the active drug, in regard to time, but adds the proviso that the 
relationships between absorption, elimination or metabolism of the drug 
should have already been studied.

Blythe’s definition is based upon a pharmaceutical dosage form while 
the others are more general. If we are to be guided by these definitions, 
it is apparent that, before a suitable release pattern can be established, 
the fate of the drug in the body must be thoroughly understood. In spite 
of the long history of the use of drugs by absorption from the gastro
intestinal tract, the evolution of basic physiological understanding of the 
processes involved has been surprisingly slow. This situation may have 
been due to the experimental difficulties involved in such studies or, more 
probably, to the absence of a concerted attack on the problem. It is 
conceivable that the present rather excited interest in prolonged action 
medication may stimulate the initiation of the basic physiological 
researches.

J. L A Z A R U S A N D  J. COOPER

A b s o r p t i o n  o f  D r u g s

Brodie and Hogben7 in their review of the factors which affect drug 
action stated that “the duration of action of a drug will be determined to 
a considerable degree by localisation in various tissue depots, by metabolic 
transformation and by the interplay of the actions of absorption and 
excretion.” After oral administration, a systemic drug must be absorbed 
to be effective. Brodie and associates have postulated the existence of 
a lipoid barrier between blood and the gastric and intestinal lumens. The 
lipid-soluble non-ionised forms of organic electrolytes are thought to 
passively diffuse through the barrier which is restrictive to the ionised 
lipid-insoluble form. Accordingly the distribution, and hence, from our 
immediate viewpoint, the absorption of many drugs is related to the dis
sociation constant of the substances. The acidic dissociation constant, 
Ka, is frequently expressed as the negative logarithm, pKa. A low value 
for the pKa of an acidic drug is indicative of a strong acid and a high value 
is characteristic of a weak acid. The reverse is obviously true for bases. 
The larger the pKa, the stronger the base. The mathematical factors 
mentioned in such dissociations and their relationship to pH and biological 
activity have been elaborated by Albert8. Since the dissociation constant 
is an equilibrium constant, the electrolyte will be 50 per cent dissociated 
when the pH of the solution containing the electrolyte is equal to the pKa. 
At one pH unit above or below the pKa value, the substance is only 10 
per cent dissociated. Schanker9-10 studied the absorption of a number of 
organic acids and bases from the rat stomach and intestine. These
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substances differed in physical properties, chemical structure and pharma
cological activity, yet their absorption could be predicted from their pKa 
and lipid solubility characteristics.

Hogben11 demonstrated that the human stomach can similarly absorb 
most acidic drugs and weakly basic substances. Acidic drugs with a 
pKa of 3 or greater were found to be rapidly absorbed from the small 
intestine of the rat. Basic drugs were rapidly absorbed if their pKa’s 
were less than 8. The rate of absorption of the more acidic and basic 
drugs was related to their degree of ionisation and lipid solubility of their 
non-ionised forms.

Other physiological factors of possible significance on the absorption 
of drugs have been reviewed by Best and Taylor12 who particularly empha
sised the role of stomach emptying time and water and salt concentration 
of the gastrointestinal tract contents. Levine13 has emphasised the poss
ible influence of mucin complex formation upon the absorption of certain 
drugs. In his study of intestinal absorption in man, Borgstrom14 sampled 
the gastrointestinal contents at different levels of the tract. He fed six 
normal human subjects a 500 g. test meal consisting of corn oil, glucose, 
lactose and milk proteins, with polyethylene glycol as an indicator of the 
test meal, and radio-iodinated human serum albumin as the indicator of 
the food protein.

They found that the pH of the stomach contents decreased from four 
to five units in the first hour to about two units in the fourth hour when 
the stomach began to empty; the stomach secretions diluted the test meal 
about three to five times; during the 4-hour sampling period, a maximum 
amount of food was delivered to the duodenum in the second hour with 
smaller portions in the other hours; and the intestinal contents showed a 
constant pH in the duodenum of about 6 0 which gradually increased to
8-0 at the distal end. These investigators also found that the intestinal 
enzymes in the pancreatic secretion, lipase, trypsin, chymotrypsin and 
amylase are maintained in appreciable quantities over the length of the 
small intestine. The secretion of pancreatic juice began 10 to 20 minutes 
after the ingestion of the test meal and continued to flow as long as there 
was food in the stomach.

P r o l o n g e d  A c t i o n  P a r e n t e r a l s

Before venturing into the subject of prolonging the action of drugs 
administered orally, it is worthwhile to dwell upon some of the methods 
employed to prolong the action of drugs administered parenterally. 
Durel15 used a 25 per cent injectable solution of polyvinylpyrrolidone as 
solvent for different water-soluble drugs for the purpose of prolonging 
their duration of activity in the organism. He reported laboratory and 
clinical studies which indicated that this solution increased the duration 
of action of insulin, adrenal cortical hormone, posterior pituitary, peni
cillin, anaesthetics, hypnotics, sodium salicylate and antihistamines. The 
mechanism of action of polyvinylpyrrolidone was explained on the basis 
of two of its properties: the ability of the macromolecule to combine with 
drugs which are then slowly released after injection and the slowing of
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renal excretion without apparently disturbing the renal function. This 
latter property of retarding renal excretion of polyvinylpyrrolidone may 
account for its delaying action when the salicylate is given orally and the 
polyvinylpyrrolidone solution is injected intravenously. But others have 
been critical of these interpretations.

Substances such as probenecid16, which inhibit renal tubular excretion, 
have been employed to prolong the action of drugs excreted in this par
ticular way, like penicillin and aminosalicylic acid. The use of renal 
inhibitors to achieve this effect has not been received as well as the other 
techniques. The early investigators, Hagedorn17 and Scott and Fisher18 
who studied the prolongation of therapeutic activity of insulin by coupling
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F i g . 1. Scheme o f the concept o f drug d istribution , a fte r Teorell, Arch. int. 
Pharmacodyn., 1937, 57, 205. Instead  o f injection, the drug  depot can  be 

adm inistered by o th er routes.

the zinc salt of insulin with protamine assumed that a decrease in absorp
tion can result in a more desirable distribution in the tissues. A single 
implantation of six 125 mg. pellets of desoxycorticosterone acetate has 
been employed to maintain a patient suffering from Addison’s disease for 
an interval of approximately 34 weeks. An injection of about 3 mg. a 
day of desoxycorticosterone acetate in oil will maintain an Addisonian 
patient only for one day, while one injection of about 60 mg. of the micro
crystalline trimethylacetate derivative of desoxycorticosterone in aqueous 
suspension vehicle has been demonstrated to maintain a patient for at least 
4 weeks19.

Desoxycorticosterone acetate in the form of implantation pellets is 
apparently slowly released from its intramuscular implant site, hence 
accounting for its longer action. When injected as a solution in oil.
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desoxycorticosterone acetate probably enters the blood stream more 
rapidly and is metabolised quickly. The longer and constant therapeutic 
effect of the trimethylacetate derivative in suspension form may be 
attributed to the fact that the substance “behaves like a miniature pellet 
in that a small fraction of the total dose is absorbed daily”20 and perhaps 
to its reduced solubility compared to the acetate.

Kinetics of Absorption

The assumption that a decrease in absorption can give a more suitable 
distribution in the tissues agrees with Teorell’s21 theoretical calculations 
published in 1937. He studied the kinetics of the distribution of a drug 
administered extravascularly and derived mathematical formulae which 
describe the concentration of a drug in the depot, the blood, the tissues, 
as well as the amount eliminated and inactivated as a function of time. 
Teorell, considering all extravascular sites including gastrointestinal or 
drug depots, presented the following “equation” to describe the distribu
tion of a drug after administration :

kj k2 kg
drug depot->blood or equiv. blood volume ̂ tissues-»-tissue inactivation

k4 4 k3
elimination (kidney)

kl5 k2 . . . k5 represent the velocity constants which are measures of 
diffusion or inactivation (and “equivalent blood volume” represents the 
“lymph and other intercellular liquid and also those tissues which practi
cally instantaneously come into equilibrium with the blood plasma in 
regard to the particular substance exchanged” ). The “equation” actually 
summarises the schematic diagram (Fig. 1) used by Teorell in illustrating 
drug distribution graphically.

Using his mathematical formulae, Teorell obtained curves by assigning 
arbitrary values to the terms in his equations and making the numerical 
calculations.

It is seen in Figure 2 that a drug which is rapidly absorbed and is subject 
to elimination by the kidney or to tissue inactivation reaches an early 
maximum concentration in the blood after administration and then 
decreases exponentially. The maximum in the tissues occurs at a much 
later time than the blood peak. Tissue inactivation and elimination 
decrease the concentration of the drug in the tissues and the blood, whereas 
in their absence the blood and tissue levels soon reach equilibrium.

Figure 3 demonstrates the effect which different absorption rates have 
upon the blood and tissue time curves as is evident in curve kx =  0‘001 
in graphs “B” and “C” of the figure. When the absorption is slow, the 
concentration magnitude is decreased, b u t  th e  d u r a t io n  is  p r o lo n g e d .  
Teorell’s basic premise is that a change in the absorption properties of a 
drug will affect the concentration levels and duration in the blood and 
tissues. He stated that “ the maximum drug amount circulating in the 
blood is directly proportional to the dose given and approximately

ORAL PROLONGED ACTION MEDICAMENTS
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directly proportional to the depot resorption intensity and inversely 
proportional to the elimination intensity.”

Swintosky’s22 graphical data for the kinetics of absorption, distribution 
and excretion of sulphaethylthiadiazole in one individual appear to follow 
the theoretical curves developed more than 21 years ago by Teorell. 
In addition, an absorption rate curve is included, a kinetic factor not 
mentioned by Teorell.

Time units

Fig. 2. Typical case of extravascular (i.e. orally or sub
cutaneously) administration in the presence of both elimina
tion and tissue inactivation. Dotted bars indicate output 
in urine samples taken at equidistant intervals (kx =  0-2; 
k, =  0-01; k„ =  0 005, i.e. the ratio blood volume/tissue 
volume is 1 : 2; k4 =  0 005; k5 =  0 002).

After Teorell, A r c h . in t. P h a r m a c o d y n , 1937, 57, 205.

Dominguez and Pomerene23 developed equations for calculating the 
instantaneous rate of absorption of an inert substance in diffusion equi
librium using creatinine, a substance which is not metabolised in the body. 
They stated that their method can be extended to more complicated 
problems in absorption.

The effects of an intravenous drip injection or continuous intravenous 
injection on blood and tissue concentration was also investigated by 
Teorell, again on the basis of theoretical mathematical principles24. When 
so administered, the rate of entry into the blood and tissue is constant and 
independent of time. Even though kidney elimination and tissue inacti
vation were considered appreciable, the tissue and blood level curves 
reached and maintained a maximum when the amount of drug entering 
the blood stream was constant and continuous.
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Teorell’s equation for extravascularly administered drugs does not show 
the effects, on the blood and tissue levels, of the absorption of small but 
continuous additional amounts of a drug substance after the absorption of 
the initial dose. Nelson25 has shown that the quantity of drug ad
ministered orally which is needed to maintain the therapeutic level can be 
estimated mathematically. He derived an equation to estimate the

ORAL PROLONGED ACTION MEDICAMENTS

Fig. 3. Extravascular administration at different degrees of drug resorpt- 
ivity. The figure shows the marked influence that a change in resorptivity 
(from the depot to the blood) has upon the cumulation curves in blood or the 
tissues. A, Depot. B, Blood. C, Tissues. D, Elimination (inactivation), 
kj =  0-2, 0 01, 0 005 or 0 001; k2 =  0 01; k3 =  0 01, i.e. blood volume/tissue 
volume is 1 : 1 ;  k4 =  0 005; k6 =  zero or 0 005.

After Teorell, A r c h . in t. P h a r m a c o d y n ., 1937, 57, 205.

amount of drug needed to maintain, for a given number of hours, the 
therapeutic level established by the initial dose contained in the prolonged 
action preparation. The therapeutic half-life of the drug in the body 
(t1/2) must be known in order to calculate the amount of substance which 
has to be released from the dosage form. The equation is said to hold for 
drugs which are eliminated by a first order process;

A =  0-693 bh/t1/2 where A =  amount of drug required to maintain 
the level a given number of hours ; h =  number of hours ; b =  initial dose 
required for therapeutic effect.
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Nelson states that the cumulative amount of drug released for absorp
tion from a prolonged action preparation when plotted against the time 
should yield a straight line. A similar statement is made by Blythe26. 
The release of the substance must be constant and continuous if this 
criterion is to be met.

Boxer, Jelinek, Tompsett, DuBois and Edison7 studied the effect of 
repeated intramuscular injections of the same quantities of streptomycin 
on the blood level in dogs. They concluded that for substances whose 
rate of decrease in the blood stream is proportional to their concentration,

J. LAZARUS AND J. COOPER
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Fig. 4. Streptomycin concentration in the plasma of dogs after repeated 
intramuscular injections.
# —#20,500  ng./kg. every three hours.
A - - A  „ „ two „

After Boxer and colleagues, J . P h a r m a c o l., 1948, 92, 226.

repeated injections of the same dose will raise the plasma concentration 
to a certain maximum level depending upon the time interval between 
injections. When the time interval between injections was decreased from 
3 hours to 2 hours, the amount of drug injected over the entire period was 
increased by 50 per cent. The maximum concentration rise 1 hour after 
the injection was only 27 per cent after a steady state was established. 
However, the minimum concentration was raised 88 per cent and the 
spread between the maximum and minimum concentration was consider
ably reduced.

The confining lines in Figure 4 represent the concentration predicted 
from equations developed by the authors. It is seen that the experimental 
values confirm the predictions. Furthermore, when the injection 
intervals decrease, the range between the maximum and minimum values
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also decreases. It is apparent that at the steady state of drug blood level 
concentration the range approaches zero.

Swintosky and associates28 have shown that a peak blood level concen
tration for sulphaethylthiadiazole can be maintained for 10 to 12 hours 
by controlling the dosage administered. The oral administration to four 
adults of booster doses of 0'22 g. hourly for 8 hours after an initial dose 
of 2-0 g. resulted in the maintenance of a steady state blood concentration 
of 10 to 14 mg. per cent. The blood levels began to decrease 12 hours 
after the initial dose. This experiment illustrates the validity of the 
principle of providing prolonged therapeutic action by the single ad
ministration of an oral formulation, designed to release for immediate 
absorption a quantity of drug calculated to establish a therapeutic blood 
level. T h e  le v e l  is  th e n  m a in ta i n e d  b y  th e  r e le a s e  o f  s m a l l  b o o s te r  d o s e s  
a t  r e g u la r  in te r v a ls .  T h e  w o r k  o f  T e o r e l l ,  B o x e r  a n d  S w i n t o s k y  in d ic a te s  
th a t  a  p r o l o n g e d  th e r a p e u t ic  d r u g  l e v e l  in  th e  b lo o d  a n d  t i s s u e s  m a y  b e  
a t t a in e d  i f  th e  s u b s ta n c e  e n te r s  th e  b lo o d  s t r e a m  a t  a  c o n t in u o u s  a n d  
c o n s ta n t  r a te .  T h e  a m o u n t  a b s o r b e d  p e r  t im e  u n i t  w o u ld  d e te r m in e  th e  
c o n c e n t r a t io n  le v e l.

The foregoing presentation has attempted to emphasize some of the 
biological factors which should be considered when formulating a sus
tained release product together with some of the recent findings concerning 
the physiology of the gastrointestinal tract. A few of the characteristics 
and constants of the particular drug, which should be known when formu
lating for prolonged action, are the minimum therapeutic blood or tissue 
level, the absorptive rates at various sites in the gastrointestinal tract, the 
pKa of the substance, tissue inactivation and kidney elimination rate. 
Many of these values will be average values because of individual variation 
of drug activity. Since inactivation, biotransformation and elimination 
rates are frequently unknown or unattainable by currently available 
analytical techniques, the term biological half-life has been used as a 
measure of the rate of inactivation of a drug substance. Nelson, as 
previously mentioned, used the biological half-life quantity in an equation 
he derived for estimating the quantity of drug necessary to maintain a 
therapeutic blood or tissue level over an extended period.

The biological half-life is a convenient quantity in chemotherapy since 
three interdependent factors are usually involved: the drug, the host, and 
the parasite. The effectiveness of the drug will depend upon the dosage 
schedule and here one must determine whether total dosage, duration of 
treatment or the interval between doses is responsible for better thera
peutic effect29. The rate of inactivation or elimination expressed as the 
drug’s half-life permits calculation of a dosage schedule in the absence of 
knowledge of the exact mechanism of degradation or biotransformation of 
the substance. It should be recognised, however, that the expression 
“half-life” as used here is inexact and bears no relation to the same term 
as it is applied in nuclear physics.

The standard performance indices representing the kinetic expressions 
K&, (t1/2) and W b can be used to interpret blood concentration data30’31. 
These data may then be used to establish time dose relationships for the
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drug if there is good correlation of drug tissue concentration and thera
peutic efficacy. For drugs which show a first order elimination rate, the 
biological velocity constant for drug elimination rate, K6, the biological 
half-life, (t1/2)&, and the distribution volume in the blood, V6, are readily 
determined. According to Swintosky the standard performance indices 
“may be of value in the design of oral sustained release dosage forms 
because any change in drug release will necessarily influence absorption, 
excretion and tissue concentrations of the drug.”

Objectives and Methods of Obtaining Prolonged Action Dosage
Forms

Some drugs such as sulfaphenazol32, isopropamide33, and sulpha- 
methoxypyridazine34 have an intrinsic long duration of activity when 
administered orally due to their physical and chemical properties and not 
because of special physical and chemical treatment. However, the major 
contributions in the development of sustained release preparations have 
been in methods of controlling the amount of drug available for absorption 
from the gastrointestinal tract.

Oral sustained action preparations have been designed to accomplish 
the following objectives.

To provide rapid onset of activity by immediate release of an amount 
of the active ingredient sufficient to raise the level of the drug in the body 
to a therapeutic optimum.

To maintain a steady therapeutic drug concentration. As the drug is 
inactivated or excreted, small additional amounts of active material are 
released to maintain an even level.

To eliminate deficiency in concentration due to divided or improperly 
spaced doses.

To reduce by more efficient use the total amount of drug needed.
To reduce the number of doses administered.
To lessen the hazard of defaulting from prescribed treatment by reducing 

the frequency of dosage.
An incidental advantage of prolonged action over multidose therapy in 

hospitals has been pointed out by Gooby35. This is that a significant 
amount of time spent in administering drugs is saved when one long acting 
daily dose replaced three or four single doses.

The methods used by pharmaceutical manufacturers to obtain sustained 
activity of solid formulations may be generalised.

By coating the active drug with gastro-resistant and slowly entero- 
soluble substances.

By the use of ion exchange resins to bind active drugs.
By the formation of chemical addition compounds or complexes.
By impregnating or embedding the drug in a base which gradually 

releases the active principle.

Gastro-resistant and Entero-soluble Coatings
The use of coating on tablets or capsules to delay absorption or to 

provide a gastro-resistant but entero-soluble film has been employed for
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decades. Details of such coating materials have been adequately de
scribed by Thompson and Lee36, Cooper and Gunsel37, Remington38 
and others.

In general, these coatings depend upon two different mechanisms for 
their dissolution or penetration. One type resists the acid contents of 
the stomach but dissolves in the neutral or alkaline medium of the in
testine. Shellac and cellulose acetate phthalate are frequently used 
examples. Historically, this type of coating was used in most so-called 
enteric tablets. The enteric coated tablet or capsule is designed to resist 
dissolution in the stomach, to prevent destruction, degradation or dilution 
of the active ingredient by the gastric secretions enabling the drug to reach 
the intestine in concentrated form, and, to eliminate gastric irritation or 
nausea which may be caused by the drug39. This approach requires 
caution since a distinction must be made between the relative, and shifting 
pH of the intestinal contents and that of intestinal secretions. N ot 
infrequently, the intestinal contents are actually acid rather than alkaline, 
especially in the upper part.

The other type of coating yields to the chemical and enzymatic contents 
of the intestinal tract. In some instances, a combination of both coating 
principles is employed with the object of obtaining prolonged action. In 
1938, Crane and Wruble40 investigated enteric coatings by means of one 
thousand radiographic studies. They concluded that approximately 
15 per cent of the tablets and capsules remained in the stomach for 9 to 
10 hours. On the basis of their results and those of other investigators, 
it is apparent that the ideal timed coating should not be impervious to 
gastric juice for an unlimited time, but should release its medication at 
definite intervals after ingestion regardless of the location of the coated 
material in the alimentary canal. In addition, the coating should not 
dissolve upon brief contact with intestinal fluid. The delayed action tablet 
which was an extension of the enteric coating principle, represented the 
initial approach in controlling the release of a drug in the gastro-intestinal 
tract. The coating attempted to delay the release of the active ingredient, 
usually for 4 to 6 hours after ingestion of the tablet or capsule. It was 
assumed that the drug in the uncoated tablet or capsule which was taken 
simultaneously with the delayed form would be inactivated or eliminated 
within 4 hours. This delayed action principle was incorporated into the 
repeat action tablets so that the patient need only take one tablet to obtain 
the effect of two single doses at one administration.

ORAL PROLONGED ACTION MEDICAMENTS

R e p e a t  A c t i o n  P r e p a r a t io n s

Repeat action cannot be as easily achieved with a hard gelatin type 
capsule. Though the capsule can be given an enteric coating, the applica
tion of an active drug to the capsule by means of a coating presents an 
insurmountable manufacturing problem particularly if the dose requires 
a considerable quantity of the drug substance.

In the repeat action tablet, the two doses are separated by a delaying 
coat. The initial therapeutic dose and the barrier coat are usually applied 
to the core, which forms the second dose, by the pan coating process.
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It seems to be difficult under general conditions of quantity manufacturing 
to obtain uniformity of coating thickness or in some instances integrity of 
coating. Kanig41 tested seventeen different commercial brands of enteric 
coated preparations for disintegration time. In each instance, the coating 
of tablets from the same container disintegrated in varying lengths of time, 
ranging from 15 minutes to 4 hours.

The release which is obtained by administering two individual doses at 
separate intervals, a single dose and a delayed single dose at the same time, 
or a repeat action tablet, results in an initial high concentration of the 
drug in the body which falls off rapidly. This is followed by another high 
concentration peak when the second dose is made available. Aside from 
convenience to the patient, the repeat action tablet has no therapeutic 
advantage over individually administered single doses. The time interval 
between ingestion and release of the core of the repeat action tablet 
depends on the type of delaying coat used. Once this coating is penetrated 
there is little further delay in the release of the drug.

A tablet of the repeat action type is thus limited as far as continuous 
release of the active substance is concerned. It is conceivable that a 
tablet could be manufactured containing many concentric barrier coatings, 
each designed to release at intervals. Although the difficulties involved 
in obtaining uniform coatings are multiplied, this approach is being used 
by at least one manufacturer42. Also, by using small drug pellets coated 
to release at different intervals, the principle of repeat action has been 
extended to what could be described as a multiple repeat action formu
lation.

C o a te d  P e l l e t s  o r  G r a n u le s

The coated pellet concept originated as a variation of the repeat action 
tablet. Blythe4 states: “We theorised that there would be less physio
logical impedance to the passage of these pellets through the pylorus. 
If a single tablet fails to disintegrate, one loses the complete benefit of the 
entire dose; however, if a few of the myriad of small pellets fail to disinte
grate at the desired site, this failure will not noticeably alter the effect of 
the particular dose they contain.” In the manufacture of these pellets, 
the drug is applied to sugar granules or other nuclei. Some of these 
granules are left uncoated. Others are given varying thicknesses of coating 
material which serve to delay the release of the drug from the nude:. 
The uncoated and coated granules are then blended and placed into a hard 
gelatin capsule.

Examination of the contents of a typical capsule containing sustained 
release medication under low power magnification reveals three differently 
coloured groups of pellets. The colours help the manufacturer to dis
tinguish the pellets with different coating thicknesses and disintegration 
times. Examination of these coated pellets shows an occasional twin and 
some variation in the diameter of the spheres. Some of the pellets have 
rough surfaces, but the more heavily coated ones are smoother in appear
ance. In the pan coating procedure, it is difficult to control abrasion of
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the pellets, to eliminate clustering of the spheres with the eventual forma
tion of odd-shaped pieces and to obtain, in one batch, uniformly coated 
pellets having the same disintegration time. Some manufacturers have 
compressed coated pellets into a tablet using a soft fatty or wax-like matrix 
to cushion the pellets from the trauma of compression. Scoring or 
deformity of the protective coating mayoccurduringthe tableting operation 
causing variations in the rate of release of the drug.

O th e r  C o a t in g s

In the patent granted to Hermelin43 a method for manufacturing an oral 
sustained release dosage form is described. The drug and excipients are 
mixed thoroughly and a retarding mixture consisting of pharmaceutical 
glaze, stearic acid and castor oil is intermixed. The mass is dried, com
minuted and wetted with an additional quantity of the retarding material. 
This mass is then dried and comminuted into discrete granules. The 
granules are compressed into cores and coated with the retarding mixture. 
Additional active drug is then applied and the tablets are then given a 
sugar coating.

Another method for obtaining prolonged action by means of the coating 
procedure employs a retarding agent in a portion of the tablet granulation. 
The granulations without and with varying amounts of tablet disintegra
tion retarding material are differently coloured. When the granulations 
are mixed and compressed, the resultant tablet is speckled in appearance.

Use of Ion Exchange Resins
Chaudhry and Saunders44 studied the release rate of ephedrine and 

dexamphetamine from a sulphonated, cross-linked polystyrene resin to 
determine whether ion exchange resins could be used as a means of obtain
ing oral sustained release of drugs. Earlier, Saunders and Srivastava45’46 
had noted the slow release of alkaloids from ion exchange resins to which 
the alkaloids were bound. The mechanism of the bonding is very 
complex. The studies of Chaudhry and Saunders revealed that the release 
curve could be straightened when the resin is only partly converted to the 
alkaloidal form or when a mixture of the alkaloid and the hydrogen forms 
are employed. This results in a reduction of the initial release rate and 
an increase in the later rate.

Abrahams and Linnell3 stated that the release of a drug from the resin 
is dependent solely upon the availability of ions. Since the total concen
tration of ions in the digestive fluids varies within narrow limits, the rate 
of interchange of ions and hence the release of the drug would be fairly 
constant. The equations for the combination of acidic and basic drugs 
with basic and acidic ion exchange resins, respectively, and for the 
reactions in the stomach and in the intestine were summarised by the 
investigators as follows:

F o r m u la t io n

Acidic ion exchange resin +  basic drug == drug resinate.
Basic ion exchange resin +  acidic drug ^  resin salt.
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I n  th e  S to m a c h

Drug resinate +  HC1 ^  acidic resin +  drug HC1.
Resin salt +  HC1 ^  resin chloride +  acidic drug.

I n  th e  I n t e s t i n e

Drug resinate +  NaCl ^  sodium resinate +  drug HC1.
Resin salt +  NaCl ^  resin chloride +  sodium salt of the drug.

The resin salt and the drug resinate are insoluble in the stomach and 
intestinal fluids according to Abrahams and Linnell. The reactions are 
controlled by the “ normal laws governing velocity of chemical reactions 
and are unaffected by enzyme action, peristalsis or other physiological 
processes.” They claim that a drug which has been physically treated 
with retarding tablet material to prolong its action such as coated granules 
or enteric coated may not be absorbed uniformly since the disintegration 
of the protective material depends on individual physiological factors.

An ion exchange resin may have effects other than those intended. 
Field and co-workers47 in a study on the retention of sodium by cation 
exchange resins during restriction of dietary sodium in the dog noted that 
more sodium ion was free in solution in the terminal ileum than was bound 
by the resin. This was attributed to hydrogen ions, produced by bacterial 
fermentation in the colon which were exchanged by the resin for sodium 
and potassium ions. The sodium ions were then available for absorption 
in the colon and were not excreted with the resin. Since the resin had a 
greater affinity for potassium than sodium, the use of the resin could result 
in potassium depletion if given in sufficient quantity.

Chemical Complexing

Another approach to prolonged action employed commercially is the 
use of a colloid complex. Tannates of alkaloids, such as codeine, atropine 
and morphine, and of amphetamine and antihistamines have been pre
pared. The pentadigalloyl ester-like compound of glucose (C76H52 0 46), 
the tannic acid official in the U.S. National Formulary X48, is the preferred 
form. Cavallitto and Jewell49 found a 5 to 1 ratio of drug to tannic acid 
in the tannate provides the most desirable therapeutic compositions 
because these appear to be the least soluble. Since electrolytes and a low 
pH increase the rate of release of an amine from its tannate salt, they 
demonstrated that the addition of pectic or polygalacturonic acids to oral 
compositions of amine tannates retard the release. The solubility of the 
tannates increases at low pH and decreases in neutral or slightly alkaline 
media. This approach to prolonged action is limited since not all drugs 
form tannates suitable for therapeutic use. Furthermore, the release rate 
may vary in different individuals since the release is pH dependent.

Prolonged Action by Embedment of D rug

The method of achieving prolonged action by embedding the active 
drug into a base from which it is gradually leached out enables the manu
facturer to control precisely the amount and distribution of the release 
delaying components.
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The preparation of a sustained release tablet representative of this group 
has been described by Cooper50. The active principle is dispersed in a 
mixture of high melting fats and high molecular weight waxes. Ingred
ients common to pH dependent enteric coatings such as shellac or cellulose 
acetate phthalate are not employed. The mixture is ground into uniform 
particles and compressed to form the core of the tablet. Additional drug 
for immediate release is contained in the granulation which is compression 
coated onto the core. The ratio between the amounts of the active drug 
in the core and in the coating is critical and different for each drug.

The disintegration of the coating in the stomach which occurs within 
ten minutes after swallowing the tablet, provides the initial therapeutic 
dose. Additional quantities of active principle are gradually released 
into the gastrointestinal tract by erosion and leaching. The method of 
manufacture provides a precision of drug content which is impossible to 
obtain by pan coating techniques. Another manufacturer utilises an 
insoluble resin in which the active substance is dispersed. Here, too, the 
drug is released by the leaching action of the digestive fluids.

Liquid Preparations

Sustained release liquid preparations have been available as suspensions 
of the drug in an emulsified vehicle or as suspensions of microscopic 
particles of coated drug. The required large therapeutic doses of sul- 
phonamides can be more readily incorporated in a liquid preparation than 
a tablet. In addition, their relative water insolubility permits the use of 
an aqueous vehicle. Sulphonamide tablets generally contain 0-5 g. of 
active substance, yet 1-0 g. can be suspended in 5 ml. or one teaspoonful 
of a liquid vehicle.

The emulsified vehicle is an oil-in-water emulsion containing 50 per cent 
vegetable oils with emulsifiers51. The edible vegetable oils are apparently 
limited in their ability to retard the absorption of all sulphonamides. 
Sulphisoxazole is readily absorbed in the gastrointestinal tract and showed 
no difference in blood levels when suspended in an aqueous or lipid 
emulsion vehicle. The acetylated sulphisoxazole, however, showed higher 
blood levels from the emulsion than from the aqueous vehicle52. Sulpha- 
diazine in a fat emulsion vehicle has been shown to reach a maximum 
blood level in 8 hours while the peak was reached in 4 hours from an 
aqueous suspension53.

Robinson and Svedres54 described several processes for the preparation 
of a suspension of minute drug particles coated with disintegration 
retarding material. In one, the finely powdered drug is suspended in a 
chloroform solution of a hydrogenated castor oil and spray dried. In 
another, a suspension of the drug in a melted wax mixture is spray crystal
lised. In the third procedure, the drug is dispersed in a melt of a glyceryl 
ester of a fatty acid, which is then congealed and ground to fine particles. 
The coated particles obtained by any one of the three procedures may then 
be dispensed in suitable suspension vehicles.

The various methods just described for preparing sustained release 
dosage forms are suitable for drugs which are usually well absorbed from
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the gastrointestinal tract. Drugs having a cumulative action with un
desirable side effects5 and substances which are not well absorbed in the 
lower intestinal tract should not be prepared in a prolonged action form4. 
Medicaments which must be orally administered in large quantities are 
not generally prepared in a sustained release form.

The prolonged action oral formulations are still in a state of evolution. 
Combinations and slight variations of the above as well as new techniques 
for providing long duration of effect will probably be developed in the 
future.

J. LAZARUS AND J. COOPER

I n  V i t r o  Test Methods

The laboratory test methods for the measurement of the release of the 
drug from its formulation are designed to correlate the in  v i t r o  release of 
the drug and its release in  v iv o . Significance of in  v i tr o  results is dependent 
upon mimicking the in  v iv o  environment. In view of our present limited 
knowledge of the varying conditions in the human gastrointestinal tract, 
both in the healthy and in the ill, in  v iv o  results can be only approximately 
simulated.

The in  v i t r o  methods described in the literature for determining release 
patterns of drugs with long duration of action achieved by mechanical 
assistance vary with the type and form of product. The methods differ 
for coated pellets in capsules, tablets, liquid preparations and ion exchange 
resins.

Many of the methods proposed for the in  v i t r o  measurement of release 
rate are modifications of the U.S.P. XV55 method for enteric coated tablets 
or capsules.

The conditions common to most in  v i t r o  release tests are :
The use of simulated gastric and intestinal fluids at 37°, the use of a 

device for agitating the eluant and product at a fixed speed, and the use 
of a screen for separating disintegrated particles from the bulk of the 
product.

The procedures differ in degree rather than in basic principles. The 
time intervals, the composition of the fluids, the agitator and the mesh 
size of the screen are the usual variants in the methods. Assay for drug 
content is performed on the medium after elution, in some procedures, 
while in others the residue is assayed.

In 1955, Micciche5 determined the release rate of coated granules. The 
granules were immersed for four hours in simulated gastric fluid followed 
by six hours immersion in simulated intestinal fluid. Micciche did not 
state his reasons why the granules should resist disintegration in gastric 
fluid for 4 hours and he did not report the details of his method.

Cooper50 described in detail a method for determining the release rate 
for tripelennamine in a prolonged action tablet. These tablets are placed 
in the basket of the Stoll-Gershberg apparatus which is the one employed 
in the U.S.P. XV tablet disintegration test. The basket is fitted with a 
No. 40, instead of the No. 10 mesh screen. The smaller mesh is used to 
prevent the particles which are eroded from the tablets in the disintegration 
apparatus from slipping through the screen into the fluid when the bath
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is changed. These particles continue to release the drug, and if removed 
before they have disintegrated into finer particles, may present a false 
picture of the disintegration pattern. The apparatus is filled with simu
lated gastric fluid. After one hour, the basket is removed from the beaker 
and the eluant is replaced with an equal volume of fresh simulated gastric 
fluid. At the end of the second hour simulated intestinal fluid is placed 
into the beaker. The process is repeated with fresh simulated intestinal 
fluid for an additional 9 hours. Each portion of eluant removed from the 
apparatus is separately assayed.

In the opinion of Blythe4 different in  v i t r o  tests should be developed for 
each type of sustained action preparation, particularly when the release of 
the active substance is dependent upon different principles. Ac-ordingly, 
he and his colleagues use different in  v i tr o  methods for capsules, tablets and 
liquid sustained release preparations. They modified the U.S.P. XV 
tablet disintegration basket to hold more tubes for testing the release of 
sustained release sulphaethidole tablets. The simulated gastric fluid was 
used for l-j hours and simulated intestinal fluid for an additional 2 \  
hours. The fluids were maintained at 37°. The residue on the 10 mesh 
screen was determined at +, \ \ ,  2, 3, and 4 hour periods.

When determining the release of a sustained liquid preparation, samples 
are placed into separate bottles containing a special medium buffered at
6-4 and maintained at pH 6 4. One bottle is used for each time interval 
and determinations are made at 1, 3, and 6 hours. These modifications 
of the usual method for tablets are necessary to obtain correlation of 
in  v iv o  and in  v i t r o  data.

An in  v i t r o  test method for sustained release capsules of dexamphetamine 
sulphate was discussed in detail by Souder and Ellenbogen56. The method 
is applicable to other coated granules in capsules. The pooled contents 
of a number of capsules are mixed in a cylindrical column fitted with 
baffles and from which they randomly enter a rotating set of seven chutes 
attached to the bottom of the column. From the chutes they arc deposited 
into receiving containers, from which they are transferred to 90 ml. 
bottles, one for each time interval, and 60 ml. of simulated gastric fluid 
is added. The bottles are rotated end over end in a water bath maintained 
at 37°. A bottle is withdrawn at ¿ and another at H  hours for analysis. 
The contents are filtered through a 40 mesh screen, washed with water and 
the residue on the screen is assayed for drug content. The remaining 
bottles are also withdrawn from the bath after 1  ̂ hours. The contents 
of each are filtered on a 40 mesh screen and the residues are transferred to 
bottles containing simulated intestinal fluid at 37°. The bottles are 
rotated for the remaining test period and are removed at 2, 4 \  and 7 hours 
from the starting time, filtered, washed, and the residue assayed. The 
amount of drug released for any time interval is calculated from the 
difference between the original pellet assay and the particular sample.

Souder and Ellenbogen state that the procedure of assaying the undis
integrated pellets rather than the solution or suspension of the disinte
grated portion can be used for soluble and insoluble drugs. Furthermore 
the method eliminates interference by the test fluid in the assay procedure
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and “better sampling control is achieved, since it becomes unnecessary to 
obtain accurate amounts of material which may be in suspension.” The 
40 mesh screen was selected because the 16-25 mesh pellets were considered 
to have disintegrated when they passed through the screen. The authors 
vary the fluid medium, speed of rotation, temperature of operation, ratio 
of sample weight to liquid volume and test intervals from preparation to 
preparation to correlate the laboratory procedure and the in  v iv o  release.

Campbell and Theivagt57 have stated that the in  v i t r o  test should be run 
under conditions that approximate to in  v iv o  conditions of motion, pH 
and temperature. They used the Stoll-Gershberg apparatus, but modified 
the basket to contain a single tube fitted with a 30 mesh screen. The 
basket containing the sample is lowered into 200 ml. of simulated gastric 
fluid U.S.P. XV and set in motion for one hour. The fluid is then 
removed for analysis of drug content. It is replaced by fluid containing 
one-half the quantity of simulated gastric fluid present in the previous test 
and sufficient simulated intestinal fluid to make 200 ml. of eluant. Varying 
the pH of the eluants at hourly intervals was recommended by Dr. Wiley 
of the Food and Drug Administration in his method which will be 
described next. This procedure is repeated for seven additional hours. 
The pH of the eluant solution used in the second hour is 2-4 which jumps 
to pH 6-6 in the third hour and gradually rises from 7T in the fourth hour 
to 7-5 in the eighth hour. The pH values of the solution are in agreement 
with Borgstrom’s14 findings relative to the pH changes in different regions 
in the gastrointestinal tract. The authors do not explain their preference 
for a single tube in place of the six tube basket used in the U.S.P. XV 
tablet disintegration test. Sustained release capsules of dexamphetamine 
and prolonged action tablets of tripelennamine were found to release 79 
per cent of the active substance in 8 hours when tested by this method. 
But, 98 per cent of Hexocyclium was released from a gradual release tablet 
when tested by this procedure. Extrapolation of the release values ob
tained for dexamphetamine and tripelennamine indicate that approxi
mately 95 per cent of the active ingredients would be released in 12 hours.

In the above methods the test intervals are limited to 8 hours probably 
because of the length of the work-day. Since in  v iv o  release is not so 
limited, any proposed method should include provision for extrapolating 
data to a 10 or 12 hour period. From a regulatory view-point, manu
facturers should be required to show sustained release of a 12-hour period 
if so labelled.

Under the aegis of the Food and Drug Administration, the Contact 
Section, representing the major pharmaceutical manufacturing firms in the 
United States, was requested to develop a single in  v i t r o  method for 
sustained release preparations. In view of the variety of the physical 
forms—coated pellets in capsules, tablets, liquid suspensions and ion 
exchange resins—and the different pharmacological response of each drug, 
it is difficult to envisage one in  v i t r o  method for all sustained action 
products. The U.S.P. XV recognises uncoated, sugar coated and enteric 
coated tablets and has three slightly different tests for each. The U.S.P. 
XV method for uncoated tablets uses water at 37° as the eluant unless
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otherwise specified in the individual monograph. For plain coated and 
enteric coated tablets, an allowance is made for any soluble external 
coating. The Second Supplement to the U.S.P. XV58 states that the 
plain coated tablets should be placed into the tubes of the basket followed 
by a slotted and perforated cylindrical disk and then eluted with simulated 
gastric fluid for 30 minutes. If not disintegrated, simulated intestinal 
fluid is then substituted. The method for enteric coated tablets employs 
simulated gastric fluid for 60 minutes at the end of which time the disks 
are added to the tubes and the disintegration time apparatus is set in 
motion in simulated intestinal fluid. Therefore it should not appear 
unreasonable to have different in  v i t r o  release methods for such widely 
different physical forms. The test which most closely reproduces the 
pattern of the in  v iv o  results for a particular drug should be adapted for 
quality control purposes. With the objective of setting up standards, 
Dr. Frank Wiley and associates59 at the F.D.A. developed an in  v i t r o  test 
to measure the release of an active substance from its formulation. In 
addition he suggested tolerances for different types of preparations.

The treatment vessel is a stoppered cylindrical tube with a coarse 
porosity fritted glass filter above the bottom outlet. The tube has a 
side arm outlet for the return of the eluting fluid to a reservoir. The 
fluid is circulated at a definite rate from the reservoir through the treatment 
vessel by means of a pump. The whole apparatus is immersed in a water 
bath maintained at 37°. When testing capsules, the contents of a counted 
number of capsules are mixed with silicon carbide, placed on the filter and 
covered with glass wool. For tablets the filter is covered with a layer of 
glass wool. One hundred ml. of simulated gastric fluid is used for the 
first hour. Fifty ml. of the solution is removed each hour for analysis nd 
replaced with 50 ml. of simulated intestinal fluid adjusted to a pH of 7'9 ±  
0-1. The process is repeated for the maximum period indicated on the label.

The method was studied by various manufacturers. The apparatus 
was considered complex and required constant attention by the operator, 
thus making it unsuitable for routine control work. The filter plate 
sometimes became plugged with insoluble matter in the intestinal fluid 
causing loosening or bursting of the hoses and so altering the flow rate. 
Results with some tablets varied with the way they were packed with the 
glass wool. The concensus of opinion was that a better procedure should 
be investigated. It was generally agreed that the following conditions 
should be included in a universal in  v i t r o  test for prolonged action prepar
ations. The eluting fluids should be at 37°; some type of motion should 
be used, not with the intention of simulating gastrointestinal motility, 
but to demonstrate that the motion does not cause an unpredictable 
release pattern ; there should be exposure to a solution of varying p H ; 
the apparatus should be available to most laboratories and be easy to use. 
The Contact Section is studying several proposed methods with the hope 
of establishing a suitable procedure or procedures for the in  v i t r o  testing 
of the prolonged action products.

The tolerances set by Wiley for the sustained action capsules or tablets 
depend upon whether the products are the equivalent of two or three single
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doses. The limits for release, for preparations with the equivalent of two 
single doses, are not less than 40 per cent or more than 60 per cent 
release in the first hour with the remainder to be released “after the first 
hour and before the expiration of the maximum time stated on the label.” 
Tablets or capsules containing the equivalent of three single doses are 
required to release not less than 25 or more than 40 per cent in the first 
hour ; an additional 24 to 40 per cent should be released between the first 
and fourth hour and the remainder after the fourth but before the maxi
mum expiration time claimed on the label.

The first set of tolerances for products which contain the equivalent of 
two single doses does not distinguish between sustained action and repeat 
action tablets. Sustained action preparations are generally based on the 
premise that after the initial therapeutic level of drug action is attained 
small booster doses are released to maintain the therapeutic level of the 
drug in the tissues. Sustained release tablets or capsules which release 
40 to 60 per cent of the drug in the first hour and the balance in an hour 
and a half or two hours would meet the tolerance but could not be con
sidered prolonged action preparations. Repeat action tablets meeting 
this requirement would not meet the clinical requirement that the second 
dose be released three or four hours after ingestion.

The second proposed set of tolerances is also too limiting for many 
timed release preparations. Some drugs which are intended to release 
small quantities over a protracted period would fail to meet the require
ment of releasing a stated percentage of the total drug content.

Three factors are involved when setting specifications for the release 
pattern. These are, the minimum quantity periodically required for the 
therapeutic response; the maximum quantity which may be released 
without adverse or untoward effects on the patient ; and, the total amount 
released in a given period. The three factors are mutually dependent, 
but the percentages will vary for each particular drug. The specifications 
for the minimum periodic release as well as the overall release pattern 
should be dependent upon the manufacturer’s claims because the release 
pattern developed for each drug varies with the pharmacology of the drug. 
For example, preparations are designed for : an initial rapid release in the 
first hour and then gradual release in the subsequent hours; release of 
distinct doses at periodic intervals, and gradual release of active substance 
for 8-12 hours.

The release pattern of a drug from a cation exchange resin was deter
mined by Chaudhry and Saunders44 utilising three techniques. In the 
closed tube method, the weighed resin granules were placed into separate 
tubes containing eluting solution, one tube for each time interval. The 
tubes were rotated end over end in a bath maintained at 25°. The second 
procedure, which the authors termed the replacement closed tube method 
and which they preferred, différés from the first only in so far that the 
solution in the tube is removed by filtration at each time interval and 
fresh eluant is added to the residual resin granules. The third or infinite 
bath method required about 75 litres of eluant and approximately one 
week to run. In this method a continuous stream of solution was passed
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at a controlled rate over a bed of resin granules, one particle thick, 
placed on a sintered glass filter in a closed cell. The filtrate containing 
the eluted alkaloid was removed from the system at the termination 
of the test, the granules were washed free of eluant and analysed for 
alkaloidal content. Complete extraction of the alkaloid was obtained 
only when fresh solution was brought in contact with the resin as in 
the infinite bath or the replacement closed tube method. Reabsorp
tion of the extracted alkaloid by the hydrogen form of the resin was 
prevented by removal of the solution containing the alkaloid. No 
difference in release rate was found when OT N hydrochloric acid sodium 
chloride and OT N sodium bicarbonate solution were used as eluants. 
The resin granules were shown to release approximately 80 per cent of 
ephedrine in a six-hour period.

The release rate of amphetamine from coated pellets was determined 
by Royal60 of the American Medical Association Laboratories who 
employed the U.S.P. XV tablet disintegration apparatus modified by the 
addition of a 40 mesh copper wire gauze screen over the 10 mesh stainless 
steel screen. Plastic discs were used in the tubes to retain the pellets.

Clinical Studies
The published clinical investigations of oral prolonged action medica

tions generally indicate that the authors sought to determine the duration 
of action of the drug as well as the incidence and degree of side effects. 
Some investigators have also attempted to measure the time required for 
onset of action. Since the pharmacological action and dose of the un
modified drug were usually known, the problem confronting the clinician 
was the approximation of the quantity of the drug to be incorporated 
into the long acting form to provide a prolonged therapeutic effect. A 
large dose, as with amphetamine, caused overstimulation in most of 
the patients, while an insufficient dose had little or no effect61.

The experimental design of the clinical trials varied with the investigator 
and with the drug. Very few of the trials were completely objective. 
Mann62 employed the capacigraph which measures the volume change 
produced by the blood pulse wave in a finger. He demonstrated that the 
prolonged acting tablet form of nitroglycerin had an average duration of 
340 minutes which was considered to be twenty times as long as the effect 
with the sublingual tablet. But the onset of action was delayed; ten or 
more minutes elapsed before its initial effect was produced. This delay 
in onset may be objectionable since glyceryl trinitrate is prescribed sub
lingually primarily because rapid onset of action is desired in relieving 
anginal attack. The capacigraph should be of value in objective studies 
of other peripheral vasodilators.

In V ivo  Studies
The measurement of drug blood level concentrations whenever such 

assays are feasible provides a means of estimating the time of onset and 
the duration of effect. Blood level values of prolonged acting drugs are 
significant only when the therapeutically effective minimum and maximum 
blood level concentrations have been established.
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Farquhar63 measured blood levels produced in six children by a sus
tained action liquid suspension of sulphaethylthiadiazole as part of his 
clinical study on 512 pediatric patients whom he treated with the sul- 
phonamide in the form of the tablet, the liquid and the suspension. He 
showed that therapeutic blood concentrations (8 to 15 mg. per cent) were 
obtained when the plain drug was given every 6 hours and similar values 
were obtained when the suspension was given every 12 hours. The rest 
of this study was less objective. The remission of clinical symptoms of 
infection was the basis on which the forms of the drug were evaluated. 
For the advanced and severe infections, penicillin in combination with the 
sulphonamide was necessary for effective treatment.

The histamine wheal test has been tried by Green64 as an objective 
means of evaluating a sustained release antihistamine drug, but because of 
many uncontrollable factors its value is limited. He also made serial 
X-ray observations of sustained-release capsules in which radiopaque 
barium sulphate was incorporated. His data (obtained from three 
subjects) showed that the capsules released their contents over a period of 
7 hours or more. The use of a highly insoluble radiopaque substance for 
determining the release of a drug has been questioned by Cass and 
Frederik65. They considered that a soluble drug might be leached 
from its coating or protective barrier, particularly if the coating were 
pitted or otherwise imperfect.

Feinblatt and Ferguson66 also used barium sulphate as the radiopaque 
agent in their in vivo X-ray study of the disintegration of variously coated 
granules. The capsules were given to subjects who had no gastrointestinal 
distress and no contributory physical findings. The capsules contained 
barium sulphate granules designed to disintegrate immediately, 2, 4, and 
6 hours after ingestion of the capsule. They noted that the contents of 
the capsules were dispersed and scattered in the gastrointestinal tract and 
that the in vivo disintegration time demonstrated by the X-ray plates was 
longer than that indicated by the in vitro modified U.S.P. XIV technique67. 
Though the in vitro disintegration time was 2, 4, and 6 hours, the in 
vivo was approximately 2 to 4 hours, 4 to 6 hours and 6 to 10 hours, 
respectively.

The editor68 of the New England Journal o f  Medicine, in commenting 
on the investigation by Feinblatt and Ferguson, made several suggestions 
in connection with in vivo disintegration studies such as filming the subjects 
every 15 minutes during the first hour to show the dispersal of the material 
in the upper small bowel, the use of non-fasting subjects, coffee breaks for 
the patients in the study, and radioactive tracers to provide additional 
knowledge on gastrointestinal absorption. A re-investigation of the 
physiology of the gastrointestinal tract related to drug absorption and 
action was recommended.

Feinblatt and Ferguson69 in their second study on timed disintegration 
capsules, apparently acting upon the editor’s suggestion, observed the 
capsules 2, 4, 8 and 16 minutes after administration on an empty stomach. 
Again, barium sulphate was the radiopaque substance. The granules 
were distributed throughout the initial segment of the small intestine
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16 minutes after administration. They also made observations on penta- 
erythritol tetranitrate blood concentrations and its effectiveness in the 
control of pain on 40 patients with anginal symptoms. Though the 
granules were dispersed in 16 minutes, there was no increase in the existing 
nitrate blood level until 1^ hours after administration of the capsule. 
Approximately the same time interval was required for the relief of pain. 
When the capsules were taken regularly every 12 hours, this time lag was 
not seen.

The drug apparently lends itself to chronic medication and may not be 
suitable for relief in an acute attack. The blood studies which were taken 
at the third, sixth, and ninth hours showed a high nitrate blood level 
according to the authors. The pain was also substantially controlled. 
Feinblatt and Ferguson wisely cautioned that the results of their studies 
should not be extended to other drugs in sustained release form, but should 
be confined to pentaerythritol tetranitrate. They stressed the fact that 
the amounts used were small and that the drug was a water-soluble non
metabolite. They urged the investigation of each type of medication in 
order to increase the available knowledge of the sustained-type formu
lation.

In order to simulate conditions existing in the gastrointestinal tract 
when a very soluble drug is administered in prolonged-action form, 
Simon70 used water soluble sodium iodomethane sulphonate as the 
radiopaque medium. He took serial abdominal X-rays at hourly intervals 
to follow the course and the disintegration pattern of the prolonged-action 
tablets in which the opacifying agent was incorporated. The sodium 
iodomethane sulphonate was substituted for triplennamine hydrochloride 
in the prolonged-action tablet. After 2 hours, the tablets were in the 
stomach and small bowel. After 8 hours, remnants were seen in the 
region of the colon, while after 10 hours no trace of the tablets was seen, 
indicating complete dissolution of the tablets.

Investigators have designed various clinical experiments to evaluate 
the oral prolonged-action dosage forms in the absence of objective criteria 
such as blood level studies, X-ray tracings and the measurement of physical 
changes. Antihistamine drugs, for example, do not lend themselves to 
blood level studies because their duration in the blood is fleeting. X-ray 
studies of prolonged-action products are limited in man in view of the 
current knowledge of possible tissue damage due to radiation exposure.

A n o r e x i g e n i c  A g e n t s

The sustained-release amphetamine preparations have been evaluated 
as anorexigenic agents in the management of obesity. Gelvin and 
associates61-71 considered subjective impressions of appetite suppression 
to be inadequate and unreliable. Weight reduction was the main criterion 
in their studies. They also compared the incidence of side effects of the 
unmodified dexamphetamine with the sustained-release form. The 
subjects were out-patients at the obesity clinic of a municipal hospital. 
Objectivity of the study was enhanced by having each patient serve as her 
own control while taking the sustained-release form, placebo, and the
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unmodified dexamphetamine sulphate capsules. The three forms were 
prepared in such a manner that the subjects did not know which prepara
tion was administered or when a change was made. Though dietary 
instructions were not strictly adhered to, this lack of cooperation was 
considered an advantage. Since all the subjects received the same diet, 
the rate of weight loss was significantly different when the anorexigenic 
agent was used than when the placebo was taken. On this basis, the 
investigators reasonably assumed that the dexamphetamine caused less 
deviation from the diet since no change in blood pressure, pulse rate, 
blood count or other vital functions could be demonstrated in thirty-eight 
patients. The average blood pressure readings, as well as the range of 
these values, were recorded. Gelvin and associates stated that there was 
“ no increase in the incidence of undesirable side effects caused by main
taining the sustained drug effect throughout the day.” However, they did 
not conclude that the gradual release form diminished the number of side 
effects.

Garrett72 reported a preliminary clinical study employing amphetamine 
tannate for the treatment of obesity. Many of the 699 patients were 
receiving dexamphetamine phosphate and were transferred to the tannate 
by their physician without their knowledge. The evaluation was based 
on the patients’ subjective interpretations of effectiveness in terms of 
appetite control and elevation of mood. Sixty-four per cent of the patients 
were considered to have a good response, while 9-5 per cent had side effects.

In a communication to Abrahams and Linnell3, Kekwick advised them 
of his determination of the rate of in  v iv o  absorption of creatinine from 
its resinates. Creatinine was employed because methods of assaying it 
in blood and urine are reliable and accurate, its pharmacology in man is 
understood and it may be safely administered in large doses. A high 
blood level of creatinine was maintained for more than 10 hours when the 
substance was given orally in the form of its resinate. Its absorption 
was also delayed. Pure creatinine reached a peak in two hours and fell 
rapidly to normal in eight hours. The in  v i t r o  release rate of the creatinine 
resinate corresponded to the in  v iv o  rate. Abrahams and Linnell stated 
it was reasonable to assume that the in  v iv o  results of these drug resinates 
would correspond to the release pattern obtained with the creatinine 
resin complex since the in  v i t r o  release rate of the drug resinates of 
ephedrine, dexamphetamine, hyoscine and amylobarbitone correspond 
with the in  v i tr o  release rate of creatinine resin complex.

Unlike Gelvin and colleagues, Abrahams and Linnell considered the 
lack of strict adherence to the diet to be partly responsible for the variable 
weight loss among fifty-three obese patients treated with dexamphetamine 
sulphate as the resinate complex with or without phenobarbitone. The 
average weight loss was six pounds in four weeks. Controls apparently 
were not used in the study. The average duration of inhibition of appetite 
was claimed to be 12 hours. The subjects who were sensitive to the pure 
drug as evidenced by dizziness and headache apparently were tolerant of 
the resinate. The method of obtaining this subjective information from 
the patient was not described.
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To cancel the nonspecific factors of suggestion inherent in a subjective 
response such as appetite suppression, Freed and associates73 used the 
multiple dosage level method to evaluate the effect of a 1 to 3 resin com
plex mixture of /aevo-amphetamine and dexamphetamine phosphate. 
The lowest dosage level served as a control in a manner similar to a 
placebo. The therapeutic effectiveness of the higher dosage levels were 
evaluated by comparing them with the lowest dosage administered. A 
placebo medication was also included in the study. Since they found 
that the placebo gave a satisfactory clinical response in about 30 per cent 
of their patients, these investigators assumed that a positive therapeutic 
result can be claimed only when the drug produced a satisfactory response 
in 60 per cent or more of the patients. The resin complex was given to 
persons who were already on an amphetamine therapy for suppression of 
appetite to produce a loss in weight, and who had previously failed to 
make satisfactory progress over a period of 4 to 6 weeks. To eliminate 
the psychological factor of suggestion, the capsules were given as casually 
as possible and no promise was made to the patient about the results to 
be expected. The authors claim that the side reactions with the amphet
amine resin complex were less disturbing than with the regular tablet 
therapy. There was a greater appetite suppression and loss of weight 
after administration of one 20 mg. amphetamine resin capsule than with a 
dose of 3— 10 mg. amphetamine tablets in the uncombined form.

A n t i h i s t a m i n e  D r u g s

Green64 remarked in a clinical study on sustained-release capsules of 
chlorprophenpyridamine that satisfactory methods of objectively evaluat
ing antihistamine drugs in practice are lacking and he therefore relied on 
the patients’ comments of effectiveness of the sustained-release form. He 
admitted that this procedure was subject to many shortcomings and 
sounded “unscientific.” He thought that the clinical patients who 
commented favourably were influenced by the fact that the preparation 
required less frequent administration. Rogers74 was of the opinion that 
“a better psychological effect” may have been created by informing his 
patients of the kind of medication being administered. The patients 
suffering with severe allergic symptoms received one or more anti-allergen 
extracts and stock catarrhal vaccines suitable for their sensitivities, in 
addition to the sustained-release capsules of chlorprophenpyridamine. 
The results were of a subjective nature since they were based on the 
patient’s report of his response to the drug.

In Mulligan’s study75, the patients were also informed of the evaluation 
of the conventional tablet and the sustained-release capsules of chlor
prophenpyridamine. The subjects were asked to record and estimate 
their degree of allergic discomfort and any side effects which were experi
enced while on the medication for one week. After one week, the form of 
medication was switched. The patients preferred the convenience of 
reduced doses. The incidence of drowsiness was essentially the same for 
the conventional tablets and the capsules. The degree of drowsiness with 
the sustained-release capsules was claimed to be less. The extent to
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which the patients’ judgments were influenced by knowing the details o f 
the study cannot be assessed.

Miller76 investigated the duration of effect, the time required for onset 
of therapeutic effect, and the number of sustained action antihistamine 
(methylaminophenylthenylpiperidine tartrate) tablets required to control 
allergic symptoms. The patients were asked to record their observations 
daily. The incidence of side effects was reported to be low. It is of 
interest to note that three instances of agranulocytosis occurring within 
a two-month period have been reported with the drug77. These records 
emphasise the necessity of testing a new drug for possible side effects on 
a large population, particularly with potentially hematotoxic drugs.

Spielman42 compared a sustained action, three layer tablet designed to 
release a discrete dose of isothipendyl hydrochloride at different time 
intervals with the unmodified antihistamine tablet. The patients reported 
a duration of action of approximately 12 hours for the coated tablet. 
Placebos were not employed and no statement was made by the investi
gator whether the patients were favourably influenced by knowing the 
nature of the study. Modell78 and Lasagna and Von Felsinger79 have 
stated that inaccurate conclusions can be drawn from a clinical study if the 
subjects are aware of the nature of the study.

Kile80 reported the use of two antihistamine drugs, prophenpyridamine 
and pyrilamine, and a mucous membrane decongestant, phenylephrine, 
in the form of their tannates for the treatment of various dermatoses and 
allergic hypersensitivities. A therapeutic advantage was claimed for 
approximately 78 per cent of his patients. He did not elaborate on the 
method of measuring the varying responses of his patients in terms of 
symptomatic relief nor were placebos or the unmodified forms of the 
drugs employed in the study.

A n t i t u s s i v e  D r u g s

Cass and Frederik65 considered a statistical evaluation the best approach 
to achieve a measure of objectivity in a clinical study of antitussive drugs. 
A comparison was made over three weeks between a placebo and a 
dihydrocodeinone resin complex at two dose levels in a double blind 
study with 67 patients suffering from chronic cough as the result of 
tuberculosis or chronic respiratory infection. Analysis of the results 
showed the response to correspond with strengths of preparations used, 
and proved the slow intestinal release of drug from the resin complex. 
In a comparison in 60 patients between a suspension of dihydro
codeinone and phenyltoloxamine as a resin complex and the citrates of 
these drugs in solution, each presentation being given for three days, 
the ion exchange resin form of dihydrocodeinone and phenyltoloxamine 
was shown to produce as effective antitussive action for approximately 12 
hours.

The effectiveness of a combination of dihydrocodeinone and phenyl
toloxamine in the form of their resin complexes as a cough suppressant 
was investigated by Chan and Hays81. The patients treated had coughs
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of duration from one day to several years. The investigators found the 
use of the resin complexes gave results superior to those usually obtained 
when the drugs were given in the same amount in the uncombined form. 
Their conclusions on the effectiveness of the drugs were apparently based 
on the opinions of their patients.

Townsend82 also evaluated the complex as an antitussive agent. 
The combination resin complex was measured against the aqueous solution 
of the active drugs in comparable concentrations. A total 24-hour period 
was considered. A 4 +  response was assigned to the resínate if the cough 
was suppressed for more than 10 hours, while the same response was 
assigned to the aqueous solution of the drug without the resin when the 
cough was suppressed for 4 hours. These values were applied because 
the aqueous solution produced a more rapid control of the cough. The 
resin combination was shown to be the more effective in prolonging the 
antitussive action than the aqueous solution of the agents. The dosage 
requirements varied and adjustments in dosage had to be made individ
ually. Townsend reported that the parents of the patients invariably 
chose the resínate combination since the resínate maintained adequate 
antitussive effects over a prolonged period.

T r a n q u i l l i s i n g  D r u g s

Morrison83 and Blake84 discussed the evaluation of sustained release 
capsules of prochlorperazine with intrinsically long-acting isopropamide 
in patients with gastrointestinal disturbance and psychoneurological 
symptoms. Morrison used the history of each patient’s response to 
previous medication as the baseline for rating the effectiveness of the 
drug combination. Evaluation of therapy was based on the degree of 
symptomatic relief reported by the patients and objective findings observed 
during periodic examination. The clinician stated that “part of the 
patient acceptance was due, undoubtedly, to the convenience of having to 
take this combination of drugs only twice a day.”

In Blake’s study, twenty-eight out of fifty-six patients who had previously 
taken other medication for the relief of their symptoms served as a control 
group. The capsules were taken twice a day, morning and night, and the 
average duration of therapy was 8 weeks. The objective findings were 
based on physical examination and subjectively on the degree of symptom
atic relief. The acceptance of the drug combination by the patient was 
based on the lack of side effects other than dryness of the mouth and the 
convenience of taking the drug twice a day. Blake claims that a sig
nificant increase in good to excellent results was observed in the control 
group.

Jacoby and co-workers85 described a clinical study on the use of sus
tained release capsules of prochlorperazine and chlorpromazine by 
fifty-two psychiatric in-patients and twenty-eight out-patients. Admin
istration of the sustained release drugs in doses equivalent to the doses 
found necessary to maintain the patients on the unmodified form of the 
drugs yielded comparable psychotherapeutic results. The evaluations 
were subjective since they were based on consultations with the patients
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or their relatives and on periodic examination by a psychiatrist. The 
incidence of extrapyramidal symptoms was not reduced by the sustained 
release form, but less drowsiness was claimed.

Beck86, Grahn87 and Gagnier88 have investigated sustained release 
capsules of reserpine in hypertensive patients. Beck and Grahn evaluated 
the response to the drug when the patient’s blood pressure became 
stabilised on the maintenance dose. Beck claimed that most of the 
patients could be maintained on about half the dosage required with the 
unmodified reserpine and Grahn stated that undesirable side effects were 
reduced or eliminated by lowering the dose of the sustained release 
material. Neither investigator compared the single dose tablet with the 
sustained release form. Ayd89 has stated that the side effects of reserpine, 
in the single dose tablet, disappear when the dosage is reduced. Gagnier, 
however, used the conventional reserpine tablet in his study. Eighteen 
out of nineteen patients showed a good or fair response to the sustained 
release form while sixteen out of nineteen showed a similar response on 
the conventional or unmodified form. In view of the paucity of observa
tions, the conclusion that the sustained release form “is superior to the 
multidose form for the treatment of most hypertensive patients” is hardly 
justifiable. This author concludes that reserpine in any form is 85 per 
cent effective.

J. LAZARUS AND J. COOPER

M is c e l l a n e o u s  D r u g s

McClellan90, Sablosky91, and o th e r s92’93 have reported on sulphaethyl- 
thiadiazole in the form of a sustained release tablet or in suspension. 
McClellan found that the sulphonamide required IT more days than 
penicillin or a combination of penicillin and a pediatric suspension of 
tetracycline to produce a remission of moderately severe bacterial infec
tions in children. This difference was not considered to be of medical 
significance. Sablosky reported that the overall efficacy of the sustained 
release tablets and liquid suspension used in his study for the treatment of 
bacterial infections in adults and children are not “to be construed as 
exclusively due to the action of the sustained release form of sulphaethyl- 
thiadiazole.”

Vasodilators in sustained action form have been studied by Samuels94 
and Fuller and Kassel95. Samuels made oscillometric readings, taken at 
ankle level on patients with arteriosclerosis obliterans, in a study on the 
the effectiveness of a sustained action tablet of pentaerythritol. The 
ability to walk a number of city blocks was another criterion. A minimum 
of 3 months’ treatment was required before improved results could be 
shown. Fuller and Kassel treated patients with angina pectoris with an 
uncoated sustained-action tablet of triethanolamine trinitrate biphosphate. 
Two and a half hours elapsed before the tablet provided its vasodilatory 
effect. It was claimed to last from 6 to 12 hours, depending on the degree 
of exertion, severity of angina, and “ the rate of absorption as related to 
meals.”

Neostigmine bromide and pyridostigmine bromide in prolonged action 
form were evaluated on myasthenia gravis patients by Schwab and
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associates96. Some patients found no advantage of the prolonged form 
over the usual; others experienced symptoms characteristic of over
dosage, while other patients used the ordinary tablet during the day and the 
slow release form at night. The dosage had to be individually adjusted.

Quinalbarbitone in sustained release capsules was compared by Shoe
maker97 with the untreated drug in patients complaining of insomnia. 
All forty-two of the patients in this study failed to respond to a placebo 
which was administered as part of the screening procedure. Half of the 
group was given the sustained release capsules and the other half received 
the conventional capsules. After one week, the medications were switched 
without the knowledge of the patient. The prolonged acting capsules 
had a duration of 6 to 8 hours, while 26 per cent reported sound sleep 
with the unmodified drug.

Thompson98 evaluated sustained release capsules containing coated 
pellets of atropine sulphate, scopolamine hydrobromide and hyoscyamine 
sulphate which was claimed by the manufacturer to be equivalent to four 
doses of 0-6 ml. of Tincture of Belladonna B.P. given at 4-hour intervals. 
The effect of the drugs was determined by measuring the hourly change in 
salivary flow following citric acid stimulation of the salivary glands. 
The capsules were given to sixteen male in-patients with no debilitating 
disease, dehydration or lesions of the salivary glands. The subjects 
received four capsules in the morning and their response was compared 
with their salivary index obtained the previous day when no drug was 
given. Ten additional patients received the equivalent dose (2-4 ml.) of 
Tincture of Belladonna and the results were compared. Thompson 
observed a depression in salivary secretion for 7 hours without any serious 
side effects. He also noted that one capsule released “more belladonna 
alkaloid than that contained in the stated equivalent of official tincture; 
if this is confirmed the dosage will need to be reviewed.”

Codeine with methyl ort/mtolyl-quinazolone as resin complexes were 
found by Cass and Frederik" to suppress pain to a satisfactory degree for 
a period of about 12 hours. Several codeine preparations were simul
taneously evaluated in this double blind study. The results were based 
on the patients’ replies to questions relative to the degree of pain relief. 
Values were assigned to these responses and the values were then statisti
cally evaluated.

Dragstedt100 has questioned the use of prolonged type vasodilators in 
angina pectoris. Substances like nitroglycerin are used primarily for 
their rapid therapeutic effect when administered sublingually. However, 
the oral administration of these agents for preventing anginal pain is not 
too well founded. He cites a study which demonstrated that the oral 
administration of 2 mg. capsules of glyceryl trinitrate was no more effective 
than a placebo in controlling the pain.

A v a i l a b i l i t y  o f  D r u g s

According to Dragstedt, drugs for which “precision of dosage” is very 
important should not be given in a sustained type preparation. Digitalis 
glycosides belong to this category. Furthermore, in his opinion, drugs
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which normally are erratically absorbed, such as some of the ganglionic 
blocking agents used in the treatment of hypertension, should not be 
administered in a prolonged type form. The gastrointestinal absorption 
of the drug may be even more irregular when administered in this manner.

These two statements on drugs requiring precise dosage and those which 
are incompletely absorbed were drawn as corollaries by Dragstedt from 
the work of Campbell and associates101’102 of the Food and Drug Labor
atories of Canada. They studied the “physiological availability” of 
drugs in various forms as a basis for establishing standards for disintegra
tion tests. “Physiological availability” was defined as the amount of 
drug absorbed from an oral dosage form as measured by the concentration 
of the drug in the blood and urine. Using riboflavin103 and sodium o- 
aminosalicylate104 tablets, they showed that when the in  v i tr o  disintegration 
time was more than 60 minutes, the substances were not completely 
available. Their procedure for determining the disintegration time was a 
modification of the U.S.P. XV technique. They inserted a plastic disc 
into each tube of the disintegration basket to provide a rubbing action 
which shortened the disintegration time of the tablets. The use of plastic 
discs is now official in the second supplement to the U.S.P. XV.

Endicott and Kirchmeyer105 have demonstrated “ effective absorption 
over an 8-hour period” by means of drug blood level studies after the 
administration of erythromycin tablets with a disintegration time greater 
than 60 minutes. Enteric coated sodium salicylate tablets with a delayed 
disintegration time have been shown by Wruble108 to be physiologically 
available. Other investigators, as has been mentioned in this review, 
have demonstrated that the prolonged action preparations provide 
physiologically significant blood levels for an extended time interval even 
though the disintegration time of the drug forms was greater than 60 
minutes. Many of these studies were made using the sulphonamide 
drugs. The sulphonamides can be readily determined in the tissues after 
administration because their dosage is relatively high, the nature of the 
distribution of the sulphonamide in the body, and the possession of an 
arylamino group or chemical moieties capable of being transferred into 
an arylamino group. This group can be easily diazotised and coupled 
to form an azo dye which can then be assayed. Other substances, 
especially those administered in small quantities often are not readily 
detectable in the blood or urine.

Marshall29 points out that not all drugs can be easily detected in the 
body. No satisfactory chemical methods have been devised for deter
mining penicillin concentrations in plasma and body fluids. Many 
reports have appeared giving concentrations in plasma, urine and body 
fluids but what is being determined is the bacteriostatic activity of peni
cillin after its administration. Fleming and co-workers107 have referred 
to the “antibacterial activity of serum” instead of penicillin concentration. 
The concentration of a drug in the blood does not necessarily represent 
the concentration of the drug at the focus of infection. This is important 
since most bacteria are not in the blood stream, but in the tissues. 
Actually it is the presence of penicillin in the extracellular fluid and not

J. LAZARUS AND J. COOPER

286



in the tissues themselves which is important in treating bacterial infections 
with this antibiotic, since the bacteria are in the extracellular fluid in 
infections with the exception of those in the macrophages and leucocytes. 
Thus blood level measurements for penicillin, while indicating avail
ability, would not assure clinical effectiveness.

The physiology of the gastrointestinal tract has to be considered in a 
discussion of “physiological availability.” Drugs given on an empty 
stomach or with a quantity of fluid may pass the pylorus and reach the 
duodenum quickly. Arrival at the duodenum would be delayed if the 
drug were taken after a meal. If absorption does not occur through the 
stomach wall, the drug entering a full stomach will not be completely 
available for absorption within 60 minutes, which is the limit for tablet 
disintegration suggested by Campbell.

Gruber and associates108 have shown that the physical posture of the 
patient will also influence the rate of passage out of the stomach. These 
workers described techniques other than blood and urine studies which 
correlate in  v i t r o  and in  v iv o  evaluations of enteric coatings. A saliva 
iodide test109 was employed to indicate absorption of compression enteric 
coated potassium iodide tablets. X-ray examinations were used to deter
mine the disintegration of the tablets as well as to approximate the location 
of the tablets in the upper gastrointestinal tract. Tablets, tied to strings, 
were swallowed and inspected at intervals by pulling out the string. A 
tablet attached to a 20-inch string restricted the tablet to the stomach, 
while a tablet attached to a 30-inch string could pass into the intestine. 
The in  v iv o  findings and the in  v i t r o  disintegration studies could be directly 
correlated.

In a study on erythromycin tablets, Gruber110 and others, used the 
string technique together with X-rays and measured serum concentration 
in blood samples taken every 2, 4, 6, and 8 hours. Therapeutic blood 
level concentrations were shown to be present within 2 to 9 hours after 
oral administration of the compression enteric coated 250 mg. erythro
mycin tablet. I n  v i t r o , the tablets failed to disintegrate after 1 hour in 
simulated gastric juice, but disintegrated 20 minutes later in artificial 
intestinal juice. This study demonstrated the “similarity of results 
obtained with in  v i t r o  and in  v iv o  test methods.”

C o n c l u s i o n s

The development and extensive use of sustained release oral medication 
has created new opportunities for creative accomplishment on the part of 
research pharmacists and may also serve to stimulate physiological studies 
of the mechanism of drug absorption. The significance of physico-chemical 
factors in the formulation and therapeutic effectiveness of drugs has been 
known for some time to biochemists, pharmacologists, and research 
pharmacists concerned with a deeper appreciation of the mechanisms 
involved in the absorption, utilisation and excretion of drugs. The con
cept of sustained release therapy applied to the parenteral route of 
administration in the form of implantation pellets, crystalline suspensions 
and retardant vehicles has been an accepted part of the armamentarium of
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drug treatment for almost two decades. It is somewhat strange, therefore, 
to observe the vehemence of the attack upon the concept of oral sustained 
release medications in certain quarters.

The intensity of the objectors appears to be inversely proportional to 
their knowledge of the inherent problems associated with biological 
systems. I n  v i t r o  release rates have been under attack as inadequate, 
by themselves, for preparations of this type. Some critics argue for 
blood or blood plasma concentrations, others for urinary excretion curves, 
and the real long-haired biochemists want nothing less than tissue con
centrations. Among the critics are a few who are so handy with slide 
rules that they demand differential equations expressing the inter-relations 
between all three factors.

But, these attitudes are stimulating, and if not diluted too far, will 
provide useful information of a basic nature. The strange part is that 
similar extreme refinement in testing techniques are rarely applied to 
drugs which are not administered in a sustained release form, but just 
slide down the oesophagus on their way to unknown blood concentrations 
or urinary excretion rates. Also concerned are the professional sceptics 
in the clinical family who on the one hand write critical attacks on all 
new drugs and drug concepts and with the other write prescriptions for 
the same drugs to take care of the realities of therapeutics.

The crux of the matter lies in a rather smug attack on the general 
principle of clinical investigation as a scientific tool, although most 
scientific labourers in medicine and the allied sciences concede that the 
ultimate test of a drug’s effectiveness is in man. Some now indulge in 
the machine-age idea that it is inadvisable to trust the observations of 
either the patient or the physician. The fact that many clinical trials are 
poorly planned and reach erroneous conclusions is no indictment of the 
technique in all fields of science. The methodology and design of such 
experiments and, therefore, the validity of the conclusions is constantly 
improving.

In the case of sustained action preparations, the problem of the 
clinician is actually simplified. The pharmacology, toxicology and clinical 
effectiveness of the drug have generally been evaluated for some time. All 
that is new is duration. An observant patient or physician may even 
detect some subtle differences—smoothness of drug effect, diminution or 
elimination of an annoying side effect, or equal effect with lower total 
dosage.

There is no doubt that the use of prolonged action dosage forms will 
be expanded and further developed in terms of improved laboratory 
testing techniques and more critical clinical evaluation. These develop
ments will serve to clarify the value of the prolonged-type preparations 
in therapy.
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The importance of narrow slits in the spectrophotometric determination 
of extinction coefficients has been demonstrated. Care is needed in 
the B.P. 1958 spectrophotometric tests or assays of apomorphine 
hydrochloride, chloroquine phosphate, chloroquine sulphate, diiodo- 
hydroxyquinoline, naphazoline nitrate, papaverine hydrochloride and 
especially procyclidine hydrochloride, to avoid spuriously low results.

W hen a spectrometer is set to transmit radiation of a certain wavelength, 
A, it will actually transmit a wavelength band of finite width. The 
resolving power of the spectrometer may be expressed in terms of the 
“ half-intensity spectral slit width” h ,  which is the range of wavelengths 
over which the intensity of the energy reaching the sample is at least 
one-half of the intensity at the nominal wavelength setting A of the 
monochromator (see Fig. 1). The half-intensity slit width is usually 
slightly less than half the range of wavelengths transmitted by the mono
chromator, because aberrations such as diffraction at the edges of the 
slits permit additional stray light to pass. The width h  depends upon the 
widths of the entrance and exit slits. In grating instruments, it is essentially 
independent of wavelength; in prism instruments, it increases as the 
wavelength increases.

It is well known that extinction coefficients in the infra-red vary with 
the resolving power of the spectrophotometer and that the extent of the 
variation is greater for the narrower absorption bands1. This difficulty 
has hindered the application of infra-red spectroscopy to quantitative 
analysis. A method of correcting observed extinction coefficients to 
“ infinite resolving power” has been suggested2; such a correction allows 
results obtained with one instrument to be used in conjunction with 
measurements on another.

The problem is of less significance in the visible and ultra-violet regions 
of the spectrum because here the range of wavelengths emerging from the 
exit slit of the monochromator at a given nominal wavelength setting is 
in general much smaller in comparison with the width of the absorption 
bands. However, Hogness, Zscheile and Sidwell3 and Eberhardt4 have 
shown that the effect of change of slit width on the apparent extinction 
coefficient of such solutes as oxyhaemoglobin and benzene may be 
considerable. West5 states that “ the possibility of inadequate resolution 
makes it advisable to include a statement of the spectral slit width in 
published reports on extinction coefficients along with the other data 
normally considered relevant to the estimate, such as solvent, temperature,
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concentration and cell thickness” . At least one manufacturer of spectro
photometers advises analysts to use the narrowest possible slit widths 
when very reliable extinction estimates are required, and to check that 
change of slit width at the setting employed is without effect on the 
observed extinction6.

The effect of change of half-intensity slit width h  on the observed 
extinction will depend upon (a )  the shape of the absorption curve of the 
sample within the waveband being transmitted7, (b ) the variation of

sensitivity of the photocell with 
respect to wavelength, and (c) the 
variation of the sensitivity from 
one part to another of the photo
sensitive cathode surface. Factor 
( b )  is likely to be important only 
with very wide slits. Factor (c) :s 
unlikely to be important unless 
the slit is not only narrow but 
also short in height, so that the 
total area of illuminated photo
receptor surface is very small.

It is common for an analyst 
working in the visible or ultra
violet region of the spectrum to 
assume that the slit width recom
mended by the manufacturer is 
narrow enough for the radiation 
incident to the sample to be 

regarded as “monochromatic” . Because there is no published survey of 
the importance of this particular stray-light effect in relation to the 
absorption of light by pharmaceutical substances, measurements cf 
extinctions of solutions of those substances which are subject to tests cf 
light absorption in the British Pharmacopoeia, 1958, have been made at 
a variety of half-intensity spectral slit widths, and the results are presented 
and discussed below.

A- h  A A + h
Wavelength

F i g . 1. Idealised energy distribution in 
the light beam emerging from a mono
chromator. A, nominal wavelength set
ting; h, half-intensity spectral slit w'idth.

E x p e r i m e n t a l

A p p a r a tu s .  The spectrophotometers were a Beckman model DU, 
fitted with a photomultiplier; a Unicam SP.500, fitted with a photo
multiplier according to the method of Kendall and Smethem8 by Mr. 
R. V. Swann and Mr. H. Clements of the Physical Chemistry Laboratory, 
Allen and Hanburys L td .; and a Hilger and Watts Uvispek H.700 Mark 
VII. The instruments were equipped with quartz prisms, and in each 
the entrance and exit slits were ganged and equal. The absorption 
cuvettes were of silica, in matched pairs of optical path length 1cm. or 
0-5 cm. The wavelength calibration was checked daily by means of the 
hydrogen emission lines at 434-0 m/x, 486-1 m ^ and 656-3 m/x; the error 
was never greater than 0-5 m̂ x at any of these three wavelengths.
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M a t e r ia l .  Drugs had been supplied as being of B.P. quality. The 
solvents complied with the requirement of Appendix IV H of the British 
Pharmacopoeia, 1958, that in every case “ the extinction of the solvent cell 
and contents shall . . .  be less than 0-2, when measured with reference to 
air at the same wavelength” .

M e a s u r e m e n t s .  For each drug, a solution of the approximate concen
tration specified, within ¿ 1 0  per cent, was prepared as directed in the 
appropriate monograph of the B.P., and the extinction was determined 
at the stated wavelength or wavelengths. Without removal of the solution

TABLE I
The effect of change of spectral slit width on the spectrophotometric
DETERMINATION OF EXTINCTION. SOLUTIONS PREPARED AS DIRECTED BY THE B.P. 1958

Substance
Xmax.
(mix)

Max.
for extinction 

error of < 
0 -2  1 2  

per cent Substance
Xmax.
(mix)

Max. A(mix) 
for extinction 

error of < 
0 -2  1 2  

per cent
Acetazolamide 265 1-9 Mephenesin .. 270 0-9 1-4 1-8
Adrenaline .. 280 1-2 1-9 2-5 Methyltestosterone . . 240 1-3
Amodiaquine hydrochloride 343 1-7 2-5 3-4 Morphine hydrochloride .. 285 1-2 1-9 2-5
Antazoline hydrochloride . . 241 1-4 Nalorphine hydrobromide 285 1-2 1-9 2-5
Apomorphine hydrochloride 273 0-8 1-6 Naphazoline nitrate 280 0  6 1-0 1-2
Azovan blue 612 2-4 Noradrenaline acid tartrate 279 1-2 1-8 2-5
Calciferol 265 1-8 Oxytetracycline dihydrate .. 353 3-0
Carbimazole 291 40 Papaverine hydrochloride .. 251 0-8 1-5
Chloramphenicol 278 2-3 Phenindamine tartrate 259 1-0
Chlorcyclizine hydrochloride 230 1 1 Phenoxymethylpenicillin .. 268* * * § 0-9 16
Chloroquine sulphate 343 0-7 1 1 1-3 274
Chlorpromazine Phenylephrine hydrochloride 272 1-0 1-6

hydrochloride 254 1-2 Prednisolone 242 1-2
Codeine phosphate 284 1-4 2 -0 Prednisone 240 1-2
Colchicine .. 350 1-7 4-0 Procainamide hydrochloride 280 1-6
Cortisone acetate .. 238 1-2 Procyclidine hydrochloride 257 0-3 0-5 0-7
Cyanocobalamin 278 1-1 2-2 263-5 0-3 0-4 0-5

361 1-5 1-8 2-3 Progesterone 240 1-2
550 1-5 Pyrimethamine 2601 1-0

Deoxycortone acetate 240 1-0 272 1-5
Diiodohydroxyquinoline . . 258 0-7 1-5 Reserpine 2681 2 0
Ethinyloestradiol 281 1-0 1-8 1 2-4 268§ 2 0
Ethisterone .. 240 1-2 295 2-8
Folic acid 256 1-8 Riboflavine . . 267 1-0 2 0

283 2-4 444 1-0
368 2-5 Solapsone 306 1-6

Hydrocortisone 242 1-4 Testosterone propionate .. 240 1-2
Iopanoic acid 230 1 1 Thyroxine sodium .. 325 1-4 3-5
Isoprénaline sulphate 279 1-2 2-4 Tubocurarine chloride 280 1-2 1-7 2 -2

* E„?/E274 measured,
t Xmin.
t  Solvent chloroform.
§ Solvent 95 per cent ethanol.

from the cuvette, extinction readings were taken at several slit-width 
settings and repeated in turn at least once. This procedure increased 
the precision of the measurements, and served as a check that no change 
of extinction with time was occuring, due for example to photodecom
position of the sample. With all drugs, extinction measurements were 
made on two of the spectrophotometers, and with some drugs all three 
instruments were used.

The range of slit widths which could be used was limited at one extreme 
By the inability to compensate electronically for high intensity of trans
mitted radiation with the solvent in the light path, and at the other extreme 
by the loss of precision of measurement due to the low sensitivity of the 
photocell or photomultiplier at low intensities of radiation.
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Results
At very narrow slit widths, the measured extinction was in every instance 

independent of the slit width. At very wide slit widths—wider than would 
commonly be used—almost every solution showed a change of observed 
extinction with change of slit width. At intermediate slit settings, the 
change of extinction was significant with about a dozen of the solutions 
examined.

In order to place the results obtained with the different instruments on 
the same basis, use was made of the dispersion graphs published by the 
respective manufacturers to convert the apparent or nominal slit width 
(in mm.) into the corresponding half-intensity spectral slit width h  (in 
mp.). This procedure is not an exact one, because correction for optical 
aberrations may not be accurate, or may not be made at all, and because 
the nominal slit width read from the instrument dials may not be an 
accurate estimate of the actual distance between the jaws.

Table I lists the drugs examined and shows in column 3 the widest 
slit width h  which may safely be used; the slit width for 1 per cent error

(column 4); and the slit 
width for 2 per cent error 
(column 5). The slit 
settings quoted in column 
3 are the greatest at which 
no change of extinction 
could be detected with 
certainty. As a guide to 
the magnitude of these slit 
widths, it may be noted 
that the Uvispek spectro
photometer is commonly 
operated in the ultra
violet region of the spec
trum at slit widths 
corresponding to h  =  0-5 
m /x . The spectral slit 
widths tabulated are 
average values which have 
been rounded-off, and 
may be in error by as 
much as ±20  per cent.

Fish-liver oils and other solutions containing vitamin A have not been 
included in the Table, because the results would depend upon the nature 
and amount of the “irrelevant absorption” , which would differ from 
sample to sample. It is unlikely that the slit-width effect would be 
important in the spectrophotometric assay of vitamin A at values of h  
less than 1 mp,.

D iscussion
In Figure 2 are plotted parts of the absorption spectrum of a 0-08 per 

cent aqueous solution of procyclidine hydrochloride obtained with the

Fig. 2. Absorption spectra of an aqueous solution 
of procyclidine hydrochloride, and values of h at 
263 m/j., obtained with a Uvispek spectrophotometer
at nominal slit settings o f ---------, 0-4 mm.; ---------,
1-2 m m .;........... 2 0 mm.
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Uvispek at nominal slit settings of 0-4, 1 -2 and 2-0 mm., respectively. 
The graphs show clearly that opening the slits so as to increase h , decreases 
the observed extinctions at the maxima and increases the observed 
extinction at the minimum. The wavelength of maximum absorption 
for the unsymmetrical band also shifts as h  is increased, and indeed at the 
widest slit setting the 
263-25 m|a maximum 
appears merely as an 
inflexion in the curve.
Values of h  corresponding 
to the three nominal slit 
widths are also included 
in the Figure, drawn to 
the same wavelength scale 
as for the spectrum; since 
the relation between h  and 
the nominal slit depends 
upon the nominal wave
length setting, the values 
are drawn at a single 
nominal wavelength only, 
namely 263 m f i .

Similarly obtained graphs of the absorption spectrum of a 0 002 per cent 
aqueous solution of chloramphenicol are plotted in Figure 3. Here the 
absorption peak is so broad and rounded that change of h  has no obvious 
effect on the extinction values. As has been pointed out by Hyde7, it is 
the rate of change of the slope of the absorption curve with respect to 
wavelength, that is d2E/dA2, that determines the size of the slit-width effect. 
The sharper the peak or hollow in the adsorption, the greater is the 
magnitude of d2E/dA2. The sign of d2E/dA2 is negative at a maximum and 
positive at a minimum. If d2E/dA2 is positive, there is an increase in 
observed extinction as h  is increased (for example, pyrimethamine at 
260 m/x); if d2E/dA2 is negative, there is a decrease.

It seems probable from examination of Table I that analysts are 
unlikely to use slits wide enough to cause appreciable errors in the 
spectrophotometric characterisation or assay of B.P. drugs in many cases. 
However, for a small number of drugs, there is a risk that the analyst 
would be loath to narrow the slits sufficiently to avoid the stray-light 
effect discussed in this paper because by so doing the amount of radiant 
energy reaching the photocell might be too small for adequate precision. 
This risk will diminish as the number of spectrophotometers which 
are fitted with photomultipliers increases, and if high-resolution 
monochromators come into general use for routine pharmaceutical 
analysis.

Meanwhile, the British Pharmacopoeia Commission may wish to re
examine those tests and assays in the Pharmacopoeia which are based 
upon spectrophotometric measurements of the absorption of ultra-violet 
or visible light, and to consider whether any of the tests should be omitted

E 0-65-

g 0-60'
1_0)
CL
fN
§  0-55

<•......... >

I---
275

-I—
280

Wavelength m̂ t

Fig. 3. Absorption spectra of an aqueous solution 
of chloramphenicol, and values of h at 278 m/x, 
obtained with a Uvispek spectrophotometer at
nominal slit settings o f ---------, 0-4 mm.; ...........
2-0 mm.
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or amended to include a specification of the maximum half-intensity 
spectral band width to be tolerated at a stated wavelength.
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Barbituric acid derivatives give precipitates with mercuric ions, which 
are soluble in certain organic solvents, for example, chloroform, and 
can be extracted. By the addition of dithizone to the extract the 
mercury can be determined and hence the equivalent amount of the 
barbiturate. As little as 0-1 /ig./ml. in the final solution can be 
determined. Interferences seem to be few.

Existing methods for the photometric determination of barbituric acid 
derivatives are based either upon their ultra-violet absorption or upon 
their ability to form metal complexes. Amounts as small as 10¿¿g./ml. 
in the final solution can be determined by ultra-violet absorption1. The 
cobaltamine complexes have been commonly used1 but require greater 
amounts.

Several authors2 have used the fact that barbiturates give a precipitate 
with mercuric ions as a means of assay. Only Pfeil and Goldbach3 
seem to have tried this principle for micro work. In their method the 
precipitate is formed on a filter paper and after washing, the mercury is 
dissolved in hydrochloric acid and finally determined with dithizone.

Björling, Berggren, Willman-Johnson, Gronwall and Zaar4 have shown 
that the mercuric complex can be extracted with an organic solvent. On 
the addition of dithizone the mercuric-barbiturate complex is destroyed 
and gives the usual red colour of the mercuric-dithizone complex. This 
principle has now been developed to an extremely sensitive method.

Standard M ethod
R e a g e n t s

D i th i z o n e  s o lu t io n . Dissolve 15 mg. of dithizone in 1000 ml. of chloro
form. Store the solution in a refrigerator and protect it from light. 
M e r c u r i c  n i t r a t e  s o lu t io n .  Dissolve 300 mg. of mercuric nitrate in 1 ml. 
of 0-1N nitric acid and dilute to 100 ml. with distilled water. B u f f e r  
s o lu t io n s .  M/3 phosphate, borate, and carbonate buffer solutions. 
O r g a n ic  s o l v e n t s .  Chloroform, chloroform containing 20 per cent benzyl 
alcohol or 20 per cent dioxane.

P r o c e d u r e

To a separating funnel add 1 ml. of the mercuric nitrate solution and 
1 ml. of a suitable buffer solution and up to 10 ml. of an aqueous solution 
containing 30 to 300 /xg. of barbiturate. Extract four times with 10 ml. 
of the appropriate organic solvent. Filter the extracts successively 
through a plug of glass wool previously moistened with the solvent to 
trap any entrainments. Add 5 to 40 ml. of dithizone solution and dilute 
to 100 ml. with chloroform.
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Prepare a dilution with the same amount of dithizone solution, 40 ml. 
of the organic solvent and add chloroform to 100 ml. Measure the 
extinction of this solution against the sample solution at 605 m/x. The 
amount of barbiturate present may be calculated from a standard graph 
which can be used for any barbiturate if the values are calculated on a mol. 
basis. A standard curve may also be constructed from results from 
mercuric chloride directly dissolved in chloroform.

100 f i g .  of 5-ethyl-5-(3-methylbutyl)barbituric acid (amylobarbitone) 
equivalent to 88-66 f i g .  of mercury assayed by this method gives an 
extinction difference of about 0-35 in a 1 cm. cell.

M i c r o  m o d i f i c a t io n .  The following method has been applied to 
amylobarbitone and there is no reason why it should not be applicable to 
other barbiturates.

To a separating funnel 
add 40 fA . of mercuric 
nitrate solution and 40 f i \ .  
of a buffer solution pH
7-5 and up to 400 f i \ .  of an 
aqueous solution contain
ing up to 20 f i g .  of bar
biturate. Extract with 
4 +  3 +  3 ml. of chloro
form, filter through glass- 
wool and add 4 ml. of the 
dithizone solution. Dilute 
to 15 ml. with chloroform 
and continue analogously 
as above.

2 f i g .  of amylobar
bitone, equivalent to 1-77 
f i g .  of mercury, assayed 
by the micro modification 
gives an extinction differ
ence of about 0-20 in a 
4 cm. cell.

D iscussion

From Figure 1 it may 
be seen that barbiturates 
have an optimum pH 

range for their extraction from the water phase. Some barbiturates, as 
for instance amylobarbitone (Table I, 6), have a wide range while others 
such as allobarbitone (Table I, 3) are extracted only within fairly narrow 
pH limits. Generally a pH of 8 to 9 is suitable for the barbituric acids 
investigated.

From Figure 1 it is evident that the recovery of some barbiturates is 
not quantitative when chloroform is chosen as a solvent. These com
pounds can be extracted with 4 parts of chloroform and 1 part of dioxane

C. O. BJÖRLING, a . b e r g g r e n  a n d  b . w i l l m a n -j o h n s o n

Fig. 1. Barbituric complexes extracted with 
chloroform at different pH values.
1. 5 :5-diethylbarbituric acid. 2. A-methylated 
barbituric acids. 3. 5 :5-diallylbarbituric acid.
4. 5-ethyl-5-phenyl barbituric acid. 5. 5-iso-
amyl-5-ethyl barbituric acid.
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or 4 parts of chloroform and 1 part of benzyl alcohol. The compositions 
of the solvent mixtures were established by extracting 100/xg. of a 
barbiturate at pH 8 with different mixtures. For barbitone the following 
figures were obtained.

Per cent benzyl alcohol 5 10 20 30
Extinction of sample ..  0-310 0-369 0-420 0-379

of blank .. .. 0-004 0-002 0-021 0-056

Net extinction ..  0-306 0-367 0-399 0-323

The barbituric acids investigated are shown in Table I. From the 
values it may be concluded that a long alkyl chain promotes the extraction. 
Thus barbituric acid itself cannot be extracted by any of the suggested 
solvents, barbitone (2) can only be extracted to 95 per cent even with

T A B LE I
B a r b i t u r i c  a c i d s  i n v e s t i g a t e d  

CO — N H
/  \R \

C
R ' /  \

C O  — N
/

CO

\
R "

R R' R"
pH

optimum Solvents

1. H H H 80 chloroform +  2 0  benzyl alcohol; 
plain chloroform*

2 . Q ir , C,H , H 9 0 80 chloroform +  2 0  benzyl alcohol
3. C ,H , C aH 6 H 9 0 80 chloroform +  2 0  benzyl alcohol
4. c „h 5

CHa—CH,
/  \  

CH, C
\  /  

CH,—CH

i-C,H, H 9 0 80 chloroform +  2 0  benzyl alcohol

5. C,H . H 9 0 80 chloroform +  2 0  benzyl alcohol

6 . i-C.Hn C,H, H 7-9 chloroform
7. C.H . C,HS H 7-9 80 chloroform +  2 0  benzyl alcohol 

or dioxane
8 . C .H . C,H , H 9 chloroform
9. (CH,),.C.CH , C,H S H 7-9 chloroform

1 0 . (CH,),C .(CH ,), C,H . H 4-7-10-4 chloroform
1 1 . C .H .

CH,—CH,
/  \

C,H. CH, 7-9 chloroform

1 2 . c h 2 c

\  /  
CHS—CH

CH, CHS 7-10-4 chloroform

13. (CH ,),.C.CH , C,H. n -C8H 7 7-9 chloroform
14. (CH ,),C.CH , CHa=  CCl.CHa c h 3 7-9 chloroform
15. (CH ,),.C.CH , c 8h 5 CH, 7-9 chloroform
16. (CH,),.C.CH , CH2=  CBr.CH 2 CH, 7-9 chloroform
17. (CHa)s.C.CH, CgH.t H 7-9 chloroform
18. CH ,.(CH ,),.C

CH,

C ,H ,f H 7 chloroform

*  Recovery nil. 
t  Thiobarbituric acid.

chloroform-benzyl alcohol. Further, for phenobarbitone (7) chloroform- 
dioxane is necessary while the allyl-phenyl derivative can be extracted 
with chloroform. The TV-substituted barbiturates are all very easily
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extracted with chloroform. Several other solvents have been tried with 
little or no success. Thus 1 :2-dichloroethane, 1 :2 :2-trichloroethane 
were similar to but not better than chloroform while, for example, 
diethylether, hydrocarbons, and esters were unsatisfactory. Tetra- 
hydrofuran 20 per cent in chloroform was unsuitable. Carbon tetra
chloride was much inferior to chloroform.

The different suggested solvent mixtures slightly modify the nature of 
the final dithizone colour. Therefore, for accurate work, a standard 
curve must be prepared for each solvent. With the dioxane solvent the

extinction was 5 per cent higher 
than with chloroform alone, and 
with the benzyl alcohol mixture 
the extinction was 2-5 per cent 
lower. Further, there is always a 
small blank with the mixed sol
vents. Typical extinction values 
for the blank in the general method 
are 0-01 for dioxane-chloroform 
and 0-02 for benzyl alcohol- 
chloroform. With chloroform 
alone the blank is zero.

With the correct choice of 
solvent four extractions are 
sufficient for quantitative recover
ies. Typical successive extrac
tions are shown in Figure 2. 
The figure also clearly demon
strates the effect of mixed solvents 
on the extraction. For biological 
work the method may be con
siderably simplified if only one 
standardised extraction is made.

As the method determines the 
barbiturates indirectly through 
estimation of the mercury extracted 
as a complex it is of the utmost 
importance that no entrainments 
are formed from the water 
phase. In the beginning of 

this investigation the organic layer was filtered through a paper moistened 
with the solvent. With this method good results and excellent standard 
curves were obtained. During experiments on the micro scale and work 
on the theory for the complex formation it was found that paper adsorbs 
small amounts of the complex. Therefore, the paper was replaced by 
glasswool. The adsorption of the complex by the paper seems to be 
proportional to the amount of the complex. Thus the slopes of the 
standard curves changed by 12 per cent when replacing paper with 
glasswool.

I x 10 2x10 3x10 
ml. of solvent

4 x  10

Fig. 2. Recoveries at multiple extractions 
of barbituric complexes.
1. 5 :5-diethylbarbituric acid (chloro
form). 2. 5-ethyl-5-phenylbarbituric acid 
(chloroform). 3. 5 :5-diallylbarbituric
acid (chloroform). 4. 5-Loamyl-5-ethyl- 
barbituric acid (chloroform). 5. 5-ethyl- 
5-phenylbarbituric acid (dioxane + chloro
form). 6. 5-ethyl-5-phenyl-2-methylbar- 
bituric acid (chloroform).
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The amount of mercury is not critical. A 10 to 100-fold excess is 
provided in the general procedure and at least a 4-fold excess in the micro 
modification.

Other mercury salts than the nitrate can be used. Thus, mercuric 
acetate gave 99T and 98-6 per cent recovery, mercuric chloride 100-2

TABLE II
R e p r o d u c ib il it y  o f  t h e  p r o p o s e d  m e t h o d s

BARBITURIC ACID DERIVATIVES AS MERCURY COMPLEXES

B a rb itu r ic  ac id
T a k e n

ptg.
F o u n d

{¿g.
D iffe ren ce

lie-
E r ro r  

p e r  ce n t

5 -e th y l-5 -(3 -m e th y lb u ty l) 295-5 295-6 - 0 - 1 0-3
177-3 173-5 - 4 - 0 2-2

88-7 89-3 +  0-6 0-7
29-6 31-6 +  2-0 6-8

4-10 3 97 - 0 - 1 3 3-1
4-10 4-01 - 0  09 2-2
4-10 3-93 - 0 - 1 7 4-1

5 : 5 -d ia lly l- ............................................................... 229-0 233-1 +  4-0 1-7
183-2 180 9 - 2 - 3 1-3
91-6 93-0 +  1-4 1-5
45-8 44-1 - 1 - 7 3-7

5 -e th y I-5 -p h e n y l- . . 253-5 263-7 +  10-2 4-0
202-8 204-9 +  2-1 1 0
101 4 97-1 - 4 - 3 4-2

1-m e th y I-5 -e th y l-5 -p h en y l 302-0 308-6 +  6-6 2-2
181-2 180-9 - 0 - 3 0-2
120-6 117-1 - 3 - 5 2-9
90-6 88-0 - 2 - 6 2-9

per cent and mercuric perchlorate 96-7 and 100-9 per cent recovery when 
assaying about 100 ¿ig. of amylobarbitone. Phosphate, carbonate, and 
borate which are present in the buffer solutions do not interfere but

TABLE III
E x t r a c t io n  o f  h y d a n t o in s  

CO — N — R "
V /
C

\
N — CO

R\

R v

R "

R R ' R* R '"
R ec o v ery  
p e r  ce n t

C H , (C H ,) , .C H .C H , H H 0
C H , (-C .H , H H 0

(C H ,) , H H 0
(C H ,) . H H 3

C H , n -C sH u H H 14
C H , H H 50-6
C H , n - C ,H „ H H 68-6
C H , H H 81-0
C H , C .H , H H 2
C ,H , /i-C 4H 9 H H 10
C .H , C .H , H H 41-9
C ,H , C .H , C H , H 0
C .H . C .H , C H , H 61-2
C .H , C .H , H C H , 6

bromide, iodide, and cyanide are not permissible. Bromide and iodide 
form compounds with mercury which are extracted by the chloroform. 
The mercuric cyanide is so little ionized that no barbituric acid-mercury 
complex can be formed. In the same way EDTA (edetic acid) masks 
the mercuric ions and makes the determination impossible.
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- 5

Generally when working with dithizone all reagents must be carefully 
purified to minimize blanks from heavy metals. Here this is quite 
unnecessary as no reagents except the solvent ever come in contact with 
the dithizone.

Only a slight excess of dithizone is necessary for complete reaction with 
the mercury in the barbituric complex. This indicates the mercury- 
dithizone complex to be by far the stronger of the two.

The complexes have been pre
pared by methods analogous to 
the analytical procedure sug
gested in this paper. These 
results will be published separately 
but some of them should be re
ported here. Barbituric acids 
substituted at both the nitrogen 
atoms give no extractable mercuric 
compounds. Barbituric acids sub
stituted at one nitrogen atom form 
a complex consisting of 2 mols 
of barbiturate and 1 atom of 
mercury. Barbituric acids with
out any substitution at the nitrogen 
atoms form a complex consisting 
of 1 mol of barbiturate and 1 atom 
of mercury. One further condition 
is that the carbon atom 5 should 
have substituents.

The good reproducibility of the 
method is shown in Table II.

100 jug. of the following sub
stances did not interfere when 
tested by the standard method 
using chloroform as the solvent at 
pH 7-0: theophylline, caffeine, 

dihydroxypropyltheophylline, pentamethylenetetrazole, 
sulphanilamide, sulphathiazole, nitrofuracin,

l o o  -

80

8 60 -

a 40

20

I
10 II7 8

PH
5-Methyl-5-alkyl-hydantoin com-

12

Fig. 3.
plexes extracted 
different pH.
1. R =  /so-butyl. 
3. R =  n-hexyl. 
5. R =  n-nonyl.

with chloroform at

2.
4.

R =  n-pentyl. 
R =  n-heptyl.

theobromine, 
hexamethylenetetramine, 
acetanilide, phenacetin, amiphenazole, papaverine.

100 f i g .  of the following substances gave interferences which have been 
expressed as 5-ethyl-5-(3-methylbutyl)barbituric acid: stearic acid 2/ug., 
methylthiouracil 2/ug., propylthiouracil 2 jug., and phenazone 7 ¡xg. 
Greater amounts sometimes gave more interference. Thus 5000 jug. of 
propylthiouracil corresponds to 120 jug., 5000 jug. of phenazone to 75 f i g .  
and 5000 jug. of phenacetin to 30 /ug. of 5-ethyl-5-(3-methylbutyl)barbituric 
acid. Greater amounts of stearic acid cause gross interference.

The hydantoins which are structurally closely related to the barbituric 
acid derivatives usually interfere strongly and some of them might be 
determined with the method. The nature of the substituents has a 
pronounced effect on the recoveries, this is evident from Figure 3 and
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Table III. The extractions were made at several hydrogen concentrations 
with 100 /xg. of the substances in question. In the Table only the values 
at pH 9 are shown. All extractions were made with chloroform. The 
recoveries are calculated on the assumption that 1 mol. of mercury 
combines with 2 mols of Ar-substituted hydantoins and with 1 mol. of the 
others.

Without any speculation on the theory of the extraction it must be 
mentioned that divalerylimide is not extracted at all while, e.g., neopentyl- 
succinimide is completely extracted at pH 7 to 11 and 4-ethyl-4-methyl- 
2 : 6-dioxopiperidine, a compound found useful as an antidote against 
barbiturate poisoning, is also completely extracted at pH 9.
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The viscosity of pure Iysolecithin sols increased approximately linearly 
with concentration and had a very small negative temperature coefficient.
The viscosity of the sols increased in alkaline conditions when distinct 
ageing effects became apparent which were found to be irreversible on 
neutralisation of the sols. The viscosities of mixed sols of lysolecithin- 
cholesterol, lysolecithin-triolein and lysolecithin-monostearin have also 
been investigated; the two former systems did not show marked 
viscosity changes. In contrast, the lysolecithin-monostearin sols 
became very viscous with increasing monostearin concentration and 
with a rise in temperature gels were eventually formed which were 
stable for at least a month. Cholesterol introduced as a third com
ponent into the mixed lysolecithin-lecithin sol was found to lower the 
viscosity of the latter system.

A n  examination has been made of the viscosity of Iysolecithin sols and c f 
sols of Iysolecithin in combination with three other biologically important 
substances of different chemical structures, namely, cholesterol, triolein 
and monostearin. The effect of temperature on Iysolecithin sols was 
studied, and also the increase in their viscosity in alkaline conditions, the 
ageing and the irreversibility of the viscous behaviour due to the alkaline 
conditions.

Investigations by Thomas and Saunders1 on mixed lysolecithin-lecithin 
sols have shown that these phosphatides interact to form quite viscous 
systems depending on the ratio of the two components. It was thought 
that the viscosities of mixed sols of Iysolecithin and other biological 
substances and their ageing effects would indicate the nature and strength 
of the different intermolecular forces between polar groups and hydro- 
phobic regions which contribute to membrane structure in biological 
systems.

E x p e r im e n t a l

M a t e r ia l s

Lysolecithin was prepared by treating lecithin with Russell viper venom 
by the method previously reported2. Analysis of the sample showed 
a nitrogen content of 2-72 per cent, a phosphorus content of 5-98 per cent 
and an iodine value of 4-5; the mean molecular weight calculated from 
the nitrogen and phosphorus contents was 516. Lecithin was prepared 
from egg yolk by the method outlined by Saunders2. Analysis of the 
sample gave a nitrogen content of 1-73 per cent, a phosphorus content of
3-82 per cent and an iodine value of 72; the mean molecular weight was 
calculated to be 809. Cholesterol (B.D.H. commercial) was recrystallised
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twice from absolute ethanol. M. p. 147-6°. Triolein (B.D.H. commer
cial) was not redistilled on account of the likelihood of breakdown ; after 
treatment with activated charcoal it retained a slight amber colour, its 
boiling point being 242°/18 mm. Monostearin (B.D.H. commercial) 
was recrystallised twice from ether. M. p. 81-5°.

Pure lysolecithin sols were prepared as previously described3. Mixed 
sols of lysolecithin and the second (lipid) component were prepared by 
adding the required amount of lysolecithin, dissolved in ethanol, to the

Fig. 1. Pure lysolecithin sols, x , 25°: O, 40°.

weighed quantity of second component. The solutes were mutually 
dissolved with the aid of a few drops of chloroform where necessary and 
the solution evaporated to dryness at 15 mm. pressure to leave an 
intimately mixed film of the two components. This was dispersed in 
distilled water, agitated on a Microid flask shaking machine at 40° for 1 
hour and passed down an ion exchange column to remove traces of 
electrolytes. All the mixed sols contained a constant amount of 0-5 
per cent w/v of lysolecithin.

Buffer solutions ranging from pH 9-2 to pH 12-66 were prepared by the 
method of Sorenson-Walbum.4 Above pH 12-66 pure NaOH was used 
and neutralisation was by 10 N HC1. Inorganic and organic reagents 
used were Analar grade; the organic reagents for density determinations 
were redistilled and dried.
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R e v e r s ib i l i t y  o f  S o l s  in  A lk a l in e  S o lu t io n  

Eight 10 ml. portions of 01 per cent w/v lysolecithin sols, made up in 
N NaOH, were examined for reversibility of the viscous state on neutrali
sation. 10 N  HC1 was added to each sol using an Agla syringe, the sols 
having stood for different lengths of time. Addition of the acid was 
sufficiently slow to allow stirring and observation of any separation which 
took place.

N. ROBINSON AND L. SAUNDERS

D e n s i t y  o f  D r y  L y s o l e c i t h in

The density of dry lysolecithin was determined by the pyknometer 
method, using benzene and acetone as displacement liquids.

T A B LE I
Effect of temperature and  time on the viscosity Ojrel.) of pure

LYSOLECITHIN SOLS

Sol of concn. per cent w v Sol of concn. 2 per cent w/v
Time in ■nrel. Time in •nrel.

Temp. T)re\. hours at 25° Temp. rjrel. hours at 25°
I7i 1039 0-5 ' 1038 17i 1 080 0-5 1077
25 1038 1-5 1038 25 1 078 1-5 1-078
m 1036 2  0 1040 32i 1074 2 0 1-078
40 1033 60 1041 40 1070 6 -0 1-077

90 1038 90 1 078
24 1039 24 1-077
48 1 040 48 1-076

A p p a r a tu s

Ostwald capillary viscometers (Cannon-Fenske Nos. 50, 100 and 200) 
were used, supported in a water thermostat controlled to ±  0 05°; a 
constant volume (10 ml.) was delivered into the viscometers for each 
reading. The pyknometer made for density measurements had a capacity

T A B LE II
Variation of viscosity of pure lysolecithin sols with pH . Temp. 25°

C. 1 pH rjrel. C. PH rjrel. C. pH rjrel. C. pH ■rçrel. C. pH Tyre!.
! 9-22 1 003 9-22 1 024 9-22 1 026 9-22 1-028 9-22 1 029
i 10 32 1-004 10-32 1 025 10-32 1 028 10-32 1-031 10-32 1-033

0-01 I 1114 1 007 004 11-14 1 025 007 11-14 1 030 0-1 11-14 1-033 0-25 11-14 1-033
12 66 1 0 2 0 12-66 1-028 12 -6 6 1 036 12-66 1-044 12 6 6 1-046
13 10 1-025 1310 1-056 13-10 1 075 1310 1 080 13-10 1 086

| 13-95 1-070 13-95 1-140 13-95 1-156 13-95 1-169 13-95 1-180

C. = Concentration per cent w/v lysolecithin 
T?rel. =  relative viscosity of sol

of approximately 5 ml. and was ground and stoppered at both ends; 
displacement liquids used were benzene and dry acetone. A Cambridge 
Bench pH meter was used to follow changes in the pH of lysolecithin sols.

R e s u l t s

The density of dry lysolecithin by the pyknometric method using benzene 
as displacement liquid was 1 024, and with dry acetone TO 184, giving 
a mean of T0212.
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The variation of viscosity of pure lysolecithin sols (relative to water) 
with concentration at 25° and 40° is shown in Figure 1. The effect of 
temperature and time on the relative viscosity of pure lysolecithin sols of 
concentrations 1 and 2 per cent w/v are shown in Table I. The tempera-

Fig. 2. Pure lysolecithin sols. pH =  131. x,  20°: O, 25°: 
A, 32-5°: □ , 40 0°.

ture coefficient for the 1 per cent sol increased negatively from 8 X 10-5 to 
5 X lO-4 and the 2 per cent sol from 2 to 6 x  10~4 between 17-5° and 40°. 
The activation energy for the viscous flow of these sols according to the

equation5 — =  exp (EA/RT) was 4 k.cal. mole-1.
1

TABLE III
Variation of viscosity of lysolecithin-monostearin sols with concentration 

O F  M O N O ST EA R IN  A T 25° A N D  40°

c.
Tjrel.

C.
el.

c.
Tjrc\.

25° 40° 25° 40° 25° 40°
005 1 0 2 103 0-30 115 119 0-60 1 38 1 -29
0 1 0 103 108 0-40 1-22 1-21 0-80 1 63 1-57
0 -2 0 107 113 0-50 1-34 1-24 1 0 0 2 0 1 2 0 0

Concentration of lysolecithin: 0-5 per cent w/v 
C. = Concentration per cent w/v monostearin 

Tjrel. =  relative viscosity of sol
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The increase in viscosity with an increase in pH from 7 to 14 for different 
concentrations of lysolecithin sols is shown in Table II. The ageing 
effect of a typical lysolecithin sol (0-1 per cent w/v) under strong alkaline 
conditions (pH 13-1) is shown in Figure 2.

N. ROBINSON AND L. SAUNDERS

F ig . 3. Lysolecithin monostearin sols. Temp. 25°.
<t> —0-1 per cent w/v monostearin
® — 0-2 „  „  „
# — 0 ‘3  „ „ »
A—0-4 „ „ „
□ —0-6 „ „ „
O—0-8 „ „ „
x —1 0  „ „ „
O denotes separation of the sol.

The relationship between the viscosity of lysolecithin-monostearin sols 
and concentration of monostearin is shown in Table III. The effect of 
time on these sols is shown in Figure 3; when the sols begin to show 
separation the curves are terminated thus O.
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The variation of viscosity of lysolecithin-cholesterol sols with concentra
tion of cholesterol and the variation of viscosity of lysolecithin-triolein 
sols with concentration of triolein is shown in Table IV.

TABLE IV
Variation of viscosity of lysolecithin-cholesterol and lysolecithin-triolein

SOLS W IT H  C O N C E N T R A T IO N S  O F  T H E  C H O L ES TER O L A N D  T R IO L E IN  C O M P O N E N T S.
Temp. 25°

PHYSICAL PROPERTIES OF LYSOLECITHIN

Lysolecithin-cholesterol sols Lysolecithin- riolein sols

Cch

v rsi.

C tr

rjr si.

C tr

rjre1.
25° © 25° 40° 25° 40°

005 1041 1-032 0-02 1-018 1019 0-15 1-023 1-020010 1-042 1-036 0-04 1-019 1-019 0-20 1-024 1-021
0-30 1043 1-036 0-06 1-021 1-020 0-35 1-028 1-023
0-50 1-047 1-039 0-10 1-022 1018 0-50 1-033 1-0301 00 unstable

Concentration of lysolecithin: 0-5 per cent w/v 
Cch = Concentration per cent w/v cholesterol 
Ctr = Concentration per cent w/v triolein

TABLE V
Effect of cholesterol as a third component on the viscosity of 

lysolecithin-lecithin sols. Temp. 25°

Lysolecithin-lecithin sols
Lysolecithin-

cholestero
ecithin-
sols

Cone, of 
lecithin per 

cent w/v 7/rel.

Cone, of each 
of lecithin and 
cholesterol per 

cent w/v tjtcI.

0-25 7-50 0-25 1-20
0-45 7-75 0-45 1*21

Concentration of lysolecithin 0-5 per cent w/v

TABLE VI
Effect of neutralising 0-1 per cent w /v sols of lysolecithin 

made viscous by alkaline conditions. Temp. 25°

Sample
Viscosity of 
alkaline sol Remarks

1 1-27 A f te r  3 m in . on neutralising to pH 7 slight opaqueness appeared; after 10 min. 
at pH 6 separation took place.

2 & 3 1-25 & A f te r  3 m in . on neutralising to pH 7 slight opaqueness appeared; immediate
1-27 separation on acidifying to pH 4.

4 1-26 A f te r  5 m in . on adding HC1 to pH 4 separation took place.
5 1-22 A f te r  10 m in . and acidifying to pH 6 viscosity dropped to 1-073.
6 1-27 A f te r  10 m in . alkalinity reduced to pH 8; 2 hours after, viscosity found to be 

unchanged but on neutralising it dropped to 1 -06 and separation took place.
7 1-28 A f te r  30 m in . excess HC1 added very slowly, drops passed through sol and 

formed acid layer at bottom. Lysolecithin separated on shaking.
8 1-24 A  f t e r  90 m in . on neutralising complete separation took place.

The viscosities of two lysolecithin-lecithin sols at 25° are shown in 
column ( a )  of Table V, and sols prepared in the same manner, but 
including cholesterol equal in concentration to the lecithin component, 
are shown in column (b ).

Effects of neutralisation of strong alkaline (pH 13-9) 0-1 per cent w/v 
lysolecithin sols are shown in Table VI.
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D iscussion
L y s o l e c i t h in  S o l s

The relative viscosity of lysolecithin sols at 25° and 40° increases approxi
mately linearly with increasing concentrations up to 5 per cent. The ratio

is greater than the value of 2-5 calculated by Einstein for spherical 
9

particles in dilute solutions, which is attributed to hydration and solvation 
of the particles. However, application of Guth and Simha’s equation3' 
(■»jrei =  1 +  2-5(j> +  14-1 <f?) which introduces a second virial coefficient 
to account for the mutual interactions of the disturbed flow region around 
each suspended sphere, gave a better relation; the second coefficient was 
calculated to be 14-5 and 12T at 25° and 40° respectively.

Using viscometers with different capillary bores gave inconsistent 
values of relative viscosity for a typical sol, indicating that the sols showed 
non-Newtonian behaviour. This property can be attributed to orientation 
effects of the particles because the particles, though spherical, are probably 
not rigid and distortion takes place to a different extent with different 
velocity gradients of flow. All subsequent experimental work on lysole
cithin sols was done using the same viscometer.

The viscosity of the lysolecithin sols decreased slightly with temperature 
indicating that the thermal motion at higher temperatures caused a 
breaking down of some of the aggregates. It is suggested that little or no 
increase in hydration took place with an increase in temperature, the 
smaller particles formed after breakdown must have been hydrated to the 
same extent indicating uniform hydration of single molecules and aggre
gates. The temperature coefficient of a 1 per cent w/v lysolecithin sol was 
small, increasing negatively from 8 X 10-5 at 17-5° to 5 X 10~4 at 40°; 
the intrinsic viscosities of the sols at these temperatures were 3-38 and 3T6 
respectively.

Application of the Arrhenius type of equation for viscosity of liquids

suggested bv Barrer5 (—  =  exp(EA/RT) where EA is the activation energy of 
V

viscous flow) gives a value of 4 k.cal./mole which is slightly higher than 
that for pure water (3,940 cals./mole) within a similar temperature range. 
This activation energy, a prerequisite for viscous flow, agrees with the 
assumption that the particles are spherical and have a negligible degree 
of co-ordinated structure.

E f f e c t  o f  A l k a l i n e  C o n d i t io n s . Increasing the pH of the lysolecithin 
sols from neutral to strongly alkaline, showed an initial slight increase in 
viscosity up to pH 12-6 followed by a rapid, steady rise in viscosity to 
pH 14 (Table II)—a parallel behaviour was shown by all concentrations 
of the sols. An examination of the ageing effect of a typical (0-1 per cent 
w/v) sol in alkaline solution (pH 13-1) at four different temperatures 
(Fig. 2) showed that a large rise in viscosity took place at each temperature, 
the process being more rapid at higher temperatures.

R e v e r s i b i l i t y .  The increase in viscosity of lysolecithin sols with in
creasing alkalinity was found to be irreversible when the sols were slowly
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neutralised. On neutralisation, or lowering the pH still further, separation 
of a substance took place which would not re-dissolve on shaking. 
Alkaline hydrolysis was therefore slowly taking place and on reducing 
the pH below 7 free fatty acid separated out.

Lysolecithin-Cholesterol Sols
The viscosity of these sols was similar to that of pure lysolecithin sols. 

The results indicated that a higher rate of increase in viscosity took place 
in sols containing less than 0-05 per cent w/v cholesterol; between 0-05 
and 0-5 per cent w/v cholesterol the viscosity appears to increase pro
portionately to the concentration of cholesterol; above 0-5 per cent w/v 
the cholesterol started to separate out before measurements could be 
completed (Table IV). The viscosity was slightly less throughout the 
concentration range of cholesterol at 40° than at 25°. The viscosity 
measurements indicate that there was no asymmetry; although the lath
shaped cholesterol molecules are bulky (7-5 x 4-5 X 20 A3) and are not 
solvated in the aqueous medium, they appear to have been solubilised 
within the lysolecithin aggregates which retained the spherical shape, with 
little interaction between individual spheres.

Lysolecithin-Triolein Sols
The viscosities of the lysolecithin-triolein sols increased approximately 

linearly with increasing fractions of triolein within the concentration range 
measured (Table IV). The maximum increase in viscosity was not very 
large and the uniform increase in viscosity indicated that spherical particles 
could be assumed. In this two-component system some expansion of the 
spheres was thought to take place but they were likely to retain their 
elasticity and distance apart, and thus not restrict the rate of shear.

Lysolecithin-Monostearin Sols
Aqueous lysolecithin-monostearin sols showed a distinctly different 

viscous behaviour from the two-component systems previously discussed, 
in some aspects resembling the viscosity of mixed lysolecithin-lecithin sols 
reported by Thomas and Saunders.1

Instantaneous values of viscosity increased with increasing concentra
tion of the monostearin fraction, the viscosity being slightly greater at 40° 
than at 25° (Table III). This increase in viscosity with temperature may 
be due to distortion of the particles and since the particles have increased 
energy of Brownian rotation at higher temperatures more particles will 
consequently lie across the line of flow.

The effect of time showed a distinct ageing of the sols which increased 
the viscosities considerably at higher concentrations—clearly orientation 
was taking place. For small concentrations of monostearin the sols were 
unstable but the stability increased with the concentration of monostearin 
fraction to such an extent that the sol containing 0-8 per cent w/v mono
stearin (approaching equi-molecular fractions of each component) 
remained a gel for a week. This sol appeared homogeneous, was reversible 
and showed some thixotropic behaviour although reversion to a gel took
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place within one or two days. The 1 per cent w/v monostearin sol showed 
greater elasticity but otherwise behaved in the same way. Both sols were 
stable for the time of keeping which was a month.

Monostearin possesses hydrophilic character due to the dipolar free 
hydroxyl groups and is dispersible in water whilst lysolecithin itself can 
be regarded as a derivative of a monoglyceride (probably closest to 
/3-monopalmitin), the only essential difference between the two molecules 
being a phosphate-choline group conferring complete water solubility on 
lysolecithin. The viscous behaviour of the lysolecithin-monostearin sol 
therefore seems to be connected with the ionic head group of lysolecithin. 
Ion-dipole interaction between the lysolecithin head group and the 
monostearin free hydroxyl groups will probably be the greatest contri
buting factor in the viscous effect. Adhesion of the saturated hydrocarbon 
chains by van der Waal’s forces will help to associate and orient the mole
cular species to form intermolecular links in a wide network in accordance 
with their film-forming properties. The intermolecular links may have 
been sufficiently large and rigid to force the complex out of solution, 
resulting in the gelated form.

Application of Simha’s equation7 for the intrinsic viscosity of sols 
containing elipsoidal particles indicates that, if the aggregates are plate-like 
as suggested, their axial ratios (plate diameter/plate thickness) would be, 
for sols containing 0-8 and 1 per cent w/v monostearin, 72 and 102 
respectively at 25°, decreasing to 63 and 95 at 40°. Considering the 
aggregates to be rod-like in structure, another equation due to Simha 
gives axial ratios (length/diameter) for the same sols at 25° of 27 and 22 
respectively decreasing to 26 and 20 at 40°.
Lysolecithin-Lecithin-Cholesterol Sols

Mixed sols of lysolecithin and lecithin have been shown to be quite 
viscous. A preliminary study of the introduction of cholesterol into this 
system showed that the viscosity of the previous two-component system 
could not be attained, and considerable deposition of the cholesterol took 
place immediately after the shaking action to solubilise the substances 
was stopped. It is quite possible that cholesterol can be introduced into 
the lysolecithin-lecithin system and the viscosity of the three component 
system retained using another technique. These results indicate that 
cholesterol initially inhibited the formation of lysolecithin and lecithin 
into a network of macromolecules which may be attributed to the dipole 
interaction of the free hydroxyl group or double bond of cholesterol, or 
to the bulky asymmetric condensed rings weakening van der Waal’s forces 
binding the hydrocarbon chains of the phosphatide molecules.

Saunders2 has shown that lysolecithin loses its lytic action when present 
in sols with certain weight fractions of lecithin; whether the penetration of 
cholesterol dipole linkages into the lysolecithin-lecithin macromolecules 
will restore the lytic properties of lysolecithin is to be investigated.
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Dithranol in glacial acetic acid when reacted with solution of sodium 
nitrite develops an orange yellow colour. The optimum conditions for 
this reaction were exploited for the quantitative estimation of dithranol 
alone or in ointments. Some of the common ingredients such as 
salicylic acid, benzoic acid, zinc oxide and boric acid usually present in 
dithranol ointment were found not to interfere. The method is simple 
and accurate and results are reproducible within ±  2 per cent.

D ithranol  is a parasiticide and is used in treatment of psoriasis, ring
worm infections and other chronic dermatoses. Though dithranol and its 
ointments are official in the British Pharmacopoeia, 1958, and Indian 
Pharmacopoeia, 1955, and also in U.S. N.F. but under the name anthralin, 
its assay method is available in N.F. only. This method of Auerbach1 
is based on ultra-violet absorption and was preferred to the method des
cribed by the Council of Pharmacy and Chemistry2. Review of the 
literature shows that little work has been done on the colorimetric estima
tion of dithranol.

Dithranol is generally incorporated in an ointment either alone or with 
zinc oxide, boric acid, salicylic acid and benzoic acid. While engaged 
in manufacture of these products, the need for a rapid but simple method 
for estimation of dithranol was felt. A simple test was developed in which 
dithranol in glacial acetic acid when reacted with a solution of sodium 
nitrite gave an orange yellow colour. Optimum conditions for develop
ment of this colour were studied and a colorimetric method for its quanti
tative estimation had been devised.

EXPERIMENTAL
Reagents: Glacial acetic acid B.P.; sodium nitrite reagents, 5 per cent 

w/v solution of reagent quality sodium nitrite in water; standard dithranol 
solution, sufficient Dithranol B.P. was dissolved in glacial acetic acid to 
give 0-004 per cent w/v solution.

Instrument: Measurements were made with a Spekker absorptiometer, 
type F1760, using a 2 cm. cell, heat absorbing filters H697, and Ilford 
spectrum filter 602.
Light Absorption Characteristics o f the Colour Developed

The light absorption of orange yellow colour produced by the reaction 
of dithranol and sodium nitrite was measured using the Spekker with 
Ilford Spectrum filters 601 to 608 from 400 to 700 m/x. The maximum 
absorption was obtained using filter 602 having wavelength 450 to 500 m/x 
which was therefore selected for the assay purpose.
Effect of Time and Temperature on Development o f Colour

The colour development was slow at room temperature (29°) but 
rapid at 100°. The maximum intensity was reached after. 2 minutes’

COLORIMETRIC ESTIMATION OF DITHRANOL
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heating and then faded at the rate of about 3 per cent per minute (Fig. 1). 
Hence the reaction mixture should be heated for exactly 2 minutes with 
occasional shaking.

Effect o f Concentration o f Sodium Nitrite Reagent
Experiments were made to find the optimum concentration of sodium 

nitrite solution which would give maximum colour development. The 
findings are recorded in 
Figure 2. Concentrations 
higher than 4 per cent gave 
the same intensity of colour 
and so for our assay 5 per 
cent sodium nitrite was used.

Standard Curve and Com
pliance with the Beer-Lambert 
Law

To a series of 25 ml. volu
metric flasks was transferred 
1,2,3,4and 5 ml. of standard 
dithranol solution equiva
lent to 40, 80, 120, 160 and 
200 jug. of dithranol respec
tively. The volume was made 
to 5 ml., if necessary with 
glacial acetic acid. Sodium 
nitrite reagent 10  ml. was 
added and the mixture heated 
in a boiling water bath for 
exactly 2 minutes with occa
sional shaking; the mixture 
was then cooled immediately 
to room temperature and 
the volume made up with 
glacial acetic acid. The 
colour was measured within 
10 minutes in a Spekker 
absorptiometer, taking as 
zero the absorbance of a 
blank similarly treated but 
replacing sodium nitrite 
reagent by 1 ml. of distilled water. A graph representing optical density 
versus concentration was plotted, and found to be linear over a wide range 
of concentration, thus the reaction complies with the Beer-Lambert law.

Application of the Proposed Method to Dithranol in Ointments
An accurately weighed amount of the ointment is extracted with 20 ml. 

of hot glacial acetic acid, cooled and filtered. This hot glacial acetic acid

CO LORIM ETRIC ESTIM ATIO N OF D IT H R A N O L

Heating time in minutes

F i g . I. P lo t o f  absorbance o f final so lu tion  
against tim e o f reaction a t 100°. In itia l concen
tra tio n  o f d ith ranol was 150jig. in reaction  
m ixture. F ilter used Ilford Spectrum  602.

F i g . 2. Plot o f  absorbance o f  final solution 
again t 1 ml. o f different strengths o f reagent. 
The am oun t o f  d ith ranol present in reaction  
m ixture was 150 jig. T im e o f heating  2 m inutes. 
F ilte r used Ilfo rd  Spectrum  602.
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extraction is repeated three to four times. (A turbid filtrate may be 
obtained which will subsequently clear on further dilution.) The volume 
is made up to give a concentration of about 20 fig. of dithranol per ml. 
Take 5 ml. and develop the colour as described in the previous paragraph. 
(The turbidity likely to be produced on addition of sodium nitrite solution 
will subsequently dissolve on making the final volume before taking

TABLE I
E s t im a t io n  o f  d it h r a n o l  f r o m  o in t m e n t s

Weight
taken Theoretical amount of

Sample g- dithranol present per cent Amount found per cent

Ointment of Dithranol B.P. 1050 0-10 0-1007
1 005 0-10 00997

Strong Ointment o f Dithranol B.P.
1-220 0-10 0-1016
0-988 1-0 1-002
1-223 10 1 005

•• ........................................ 1105 10 1-015

TABLE II
R e c o v e r y  o f  d it h r a n o l

Sample

Weight
taken

g-

Dithranol
Dithranol

found
mg.

Per cent 
recovery

Present
mg.

Added
mg.

Total
mg.

Ointment o f Dithranol B.P. 2-618 2-67 2-0 4-67 4-65 99-6
2-130 2-17 2-0 4-17 4-20 100-7

Strong Ointment of Dithranol B.P. 1*071 10-78 6-0 16-78 16-55 98-6
,, 1-303 1312 6-0 19-12 19-31 101-0

TABLE III
I n t e r f e r e n c e  o f  o t h e r  i n g r e d ie n t s

Weight of Strong 
Ointment of 

Dithranol B.P. 
g. Other ingredients added

Dithranol 
present 

in ointment 
mg.

Dithranol
found
mg.

Per cent 
recovery

1-005 Zinc oxide 100-0 mg. 10-12 10-22 101-0
1-108 Boric acid 100-0 mg. 11-16 11-02 98-8
1 025 Salicylic acid 50-0 mg. 10-32 10-22 99-01-010 Benzoic acid 50-0 mg. 10-17 10-27 101-0

readings.) The amount of dithranol can be calculated from the standard 
curve or from the optical density value of a known quantity of standard 
dithranol solution run simultaneously with the sample.

Using this procedure, carefully prepared samples of Ointment of 
Dithranol B.P. and Strong Ointment of Dithranol B.P. were analysed. 
The results are given in Table I and are comparable with the theoretical 
amount added and are reproducible within less than ±  2 per cent.

Recovery Experiments
Known amounts of dithranol were added to weighed quantities of 

previously analysed ointments and recoveries were found by following the 
method for ointment. The findings are recorded in Table II which 
indicate good recovery having a margin of error of less than i  2 per cent.
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Interference o f Some Common Ingredients Dispensed with Dithranol in 
Ointments

To study the interference of some common ingredients which are likely 
to be present in such ointments, a weighed quantity of Strong Dithranol 
Ointment B.P. was taken and a known weight of each of the ingredients 
was added separately. The recovery was found by following the method 
for ointment. Results are given in Table III, which show that such 
ingredients do not interfere with the proposed method in the concentrations 
studied.

Acknowledgement. We thank the Management of Zandu Pharmaceutical 
Works, Ltd., Bombay 28, and especially Shri. G. M. Parikh, for the kind 
interest shown in this work.
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LETTERS TO THE EDITOR
Inhibition of Peptic Activity, Protection against Histamine Ulceration in the 

Guinea Pig, and Combination with Gastric Mucin by an Algal Polyanion

S i r ,—Levey and Sheinfeld in 19541 reported that chondroitin sulphate, 
sodium polyanhydromannuronic acid sulphate and heparin inhibited the proteo
lytic action of pepsin acting on casein, noting that heparin was the most active 
of the substances tried. They also reported that oral administration of chon
droitin sulphate to the Shay rat markedly reduced the number of gastric 
ulcers, the chondroitin sulphate inhibiting pepsin in vitro and in vivo.

We have found that carrageenin in its usual form and a carrageenin degraded 
to give solutions of low viscosity and without gelling properties (but retaining 
about 30 per cent combined sulphate) will inhibit peptic activity in vitro and 
in vivo, the degree of inhibition observed varying with the type and concentration 
of substrate used (viz. haemoglobin, casein, plasma protein) for a given amount 
of degraded carrageenin.

Simulated gastric juice and juice from patients with peptic ulcer have been 
investigated. In guinea pigs we have demonstrated inhibition of peptic activity 
and also that it will completely prevent histamine-induced duodenal ulceration 
in appropriate oral dosage.2

Carrageenin (viscous, gelling solution) is not more active than degraded 
carrageenin (non-gelling solution of low viscosity) provided the combined sul
phate content remains unchanged. Degraded carrageenin is considerably 
more active than chondroitin sulphate and only slightly less so than purified 
heparin. Over a range of substrate concentrations the ratio of the inhibitory 
activity of purified heparin to degraded carrageenin varies from 1 to 1-5.

The interference with peptic activity is due not only to reaction with the 
enzyme but also to reaction with substrate, hence this variation in inhibitory 
power of a given weight of carrageenin, heparin or chondroitin sulphate. 
Reaction will occur between the negatively charged sulphate groups and 
positively charged (at the pH of the activity test — 1-6 to 21) groups in the 
protein molecules.

We have shown that this degraded carrageenin will adhere to the mucus 
lining the human stomach and its presence has been demonstrated with toluidine 
blue in the lining of extirpated stomach removed three hours after the oral 
administration of three grams. We suggest that a reaction similar to that 
occurring between protein substrates in the test for activity occurs with muco- 
protein. We have also found degraded carrageenin will react with fractions of 
porcine mucoprotein with consequent increase in viscosity followed by 
precipitation.

W. A n d e r s o n .
Research Laboratories,
Evans Medical Supplies Ltd.,
Liverpool 24.

J. W a t t .
Department of Pathology,
University of Liverpool.
April 3, 1959.

R e f e r e n c e s
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LETTERS TO THE EDITOR 
Tryptamines in Tomatoes

S ir ,— Last year I reported the presence of two indole derivatives in extracts 
of tomatoes1. Estimations of the more active derivative, 5-hydroxytryptamine 
(5-HT), indicated that red ripe tomatoes contained over 3 /xg./g. tissue whilst 
green unripe specimens showed only traces. In all extracts, however, there 
appeared to be much more tryptamine (T) than 5-HT. A study has now 
been made of the regional distribution of these substances.

Fresh tomatoes were skinned and the pips were separated from the pulp. 
Each part was then extracted with acetone (1 g./5 ml.). After reducing the 
extracts to a small volume, aliquots were either tested for 5-HT activity on 
the isolated rat uterus or subjected to paper chromatography using different 
solvent systems (Table I). The indoles were detected on the chromatograms

TABLE I
T h e  R f  v a l u e s  o f  so m e  i n d o l e  d e r iv a t iv e s  i n  t h r e e  s o l v e n t s

Solvent

Indole derivative

5-HT 5-HTP T TP 5-HIAA

Sodium chloride, 8 per cent .. 0-35 0-36 0-48 0-50 0-56
/soPropanol/ammonia/water, 2 0 :1 :2 0-57 010 0-79 014 006
w-Butanol/acetic acid/water, 4 : 1 : 5 . . 0-33 0 26 0-60 0-33 0-76

using Ehrlich’s reagent as the spray reagent. Duplicate spots were eluted 
and the eluates tested biologically for 5-HT activity. In the ripe fruit, the 
highest concentration of 5-HT was present in the pulp, though the skin and 
pips contained significant amounts (Table II). When the unripe fruits were 
tested, the pulp was the only part possessing 5-HT activity.

TABLE II
E s t im a t e s  o f  5-HT a n d  T ( / ig ./g .)  in  p a r t s  o f  u n r i p e  a n d  r ip e  t o m a t o e s

Ripe tomatoes

Indole derivative Unripe pulp Skin Pulp Pips Pips (washed)

5-HT 0-2 1-5 3-4 10 0-8
T 10 1-8 4 0 4-8 7-6

Two-dimensional chromatography using the solvents listed in Table I results 
in good separation of 5-HT and T from their respective amino acids, 5-hydroxy- 
tryptophan (5-HTP) and tryptophan (TP), and from the chief end product of 
5-HT metabolism in animals, namely, 5-hydroxyindole acetic acid (5-HIAA). 
However, in the present experiments with tomato extracts, 5-HTP, TP and 
5-HIAA were not detected. The tryptamine activity was estimated by com
paring the developed spots on the chromatograms with those of the synthetic 
material similarly treated. In the ripe fruit, the highest concentration of T was 
present in the pips which when washed free of pulp showed even greater T 
activity (Table II). Only the pulp of the green unripe fruit showed T activity, 
the concentration of which was five times that of 5-HT.

The high concentration of T in the pips of the ripe tomato suggests that it 
may play a role in metabolism, possibly regulating new growth. On the other 
hand, it may simply be the precursor of 5-HT though why this latter amine 
is concentrated in the pulp is not yet clear. It is of particular interest that
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TP and 5-HTP were not detected, as these two amino acids are generally 
recognised as intermediates in the formation of 5-HT in animals. Further 
work on the relationship of indole derivatives to the tomato plant is in progress.

G. B. W e s t .
Department of Pharmacology,
School of Pharmacy,
29-39 Brunswick Square,
London, W.C.l.
March 27, 1959.

R e f e r e n c e

1. W est, J. Pharm. Pharmacol., 1958, 10, 589.

BOOK REVIEW
THE CHEMISTRY OF DRUGS. By Norman Evers and Dennis Caldwell. 
Pp. 415 (including Index). Ernest Benn Limited, London, 1959, 84s.

Readers who are familar with earlier editions of The Chemistry of Drugs will 
find that, although in its new form it has been completely rewritten and greatly 
extended, it still conforms to the same general plan. There is undoubtedly a 
great deal to be said for the classification of synthetic drugs on a pharma
cological basis, though difficulties arise where there is a multiplicity of useful 
actions in the one substance. It seems a pity, therefore, that the authors have 
felt it necessary to retain the division between the synthetic drugs in Part I and 
naturally occurring drugs in Part II. It is the opinion of the reviewer that the 
inclusion of the alkaloids from Part II within the ambit of the pharmacological 
classification of Part I would have given a uniformity which the book lacks in 
its present form, since classification on use is already adopted for the other 
naturally occurring substances such as vitamins, hormones and antibiotics. 
This apart, however, the new edition is to be welcomed as providing a most 
useful, extensive, and up to date survey of the chemistry of synthetic drugs and 
natural products of medicinal importance. It is natural that the treatment of 
synthetic drugs should emphasise synthetic methods, and in this the authors 
excel, but it is disappointing to note a general failure to place the same degree 
of emphasis on chemical properties of pharmaceutical importance. Much 
useful information of this character is in fact included, but so much more that 
is of value could have been added, perhaps at the expense of sections on the 
cryptopine, protopine, strychnine, aconitine and certain of the steroidal alkaloids. 
The chapter on antibiotics could also have been usefully extended, though 
deficiencies such as these are counterbalanced by the enlarged and up to date 
bibliography which is a feature of the new edition, and in this the authors are 
to be congratulated. The book, too, is easy to read, the subject matter being 
liberally interspersed with formulae and equations. There are remarkably few 
errors, but attention should be drawn to those in the formulae of pethidine, 
di/iopropylidine-sorbose, and streptomycin, and also to the persistent use of 
pentavalent- for quaternary-nitrogen, a practice which is deplored. Nonethe
less, the book contains a wealth of information which should prove invaluable 
to chemists, pharmacists and students alike.

J. B. Stenlake.
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