CHAPTER IV

RESULTS AND DISCUSSION

The one-
developing solve .’fH‘ : omatography as shown
in Table 1. The ‘ testosterone, in the
standard and s ined by using wvarious
solvent systems« ethane; the solvent
mixtures of dichl
and the mixtures o W Methanol, 95:5 and 99:1
showed poor separatfong b 11 ent separations could be
achieved with the solient mix

\

40:60, 50:50, PErkitr—r0+30-—aRo—C0+ts

of benzene-diethyl ether,
" The solégilit'iﬁ ﬂa the solvent system
is an impotant criterion for selection of the solvent system
for the goﬂ waqlw&mﬁuﬂgﬁ; is :soluble in
organic sol\?ents whereas other i edients such as fat-solu-
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soluble in organic solvents. The system of bihary mixtures
of organic solvents with different polarity gave more advan-
tage than one component solvent for the good separation.

The solvent strength should be considered in order to obtain
a good chromatographic resolution. The mixture of benzene-
diethyl ether showed better separation than other systems.

As methyltestosterone spots were round and had higher Rf
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values than the others, a 60:40 mixture of benzene and di-
ethyl ether was selected as the mobile phase throughout the

experiments.

Determination of the Maximum Excitation Wavelength and the

!% and emission of the blue

3 ne were obtained by

s+ T —"

'_‘--M:Ltometer (a fluores-
with a thin- 1ayer

Maximum Emission Wavelength

The spectrum
fluorescent spot o
examining the ch
cence spectrophdto

u‘ able condition. It

chromatography
was reported (27428 _the| fluorescence of testosterone
and progesterone T..' ‘c:t: tht excitation wavelengt.h

th of 440 nm. However,
the wavelength of m xi@ and maximum emission

lned for the best optimum

condition in t! <—:~- ---- ST ‘ne spectrum shown in Figure 1

indicated that @e xnﬁm excitation was

366 nm and the wavelength of'@xmum emission was 454 nm.
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Determination of the Effect of Time on Stabilit of Fluores-

cence Intensity

The stability of fluorescent spot intensity of
methyltestosterone was studied by determining the effect of

time on the fluorescence, using the densitometer. The flu-



L1

orescence intensity of the spot was measured at selected
intervals of time within 24 hours at room temperature. The
experimental data in Table 2 indicated the slightly decrease
of the fluorescence intensity of the spot. It was also
reported(28) that the fluorescent spot intensity remained

constant for a few days.

The fluor
testosterone in o
The data evalua ingle value technique
compared to the technique are shown
in Table 3 and Fi efficient of variation
were 2.65 % and 1.46 ¢ = : e value technique and data-
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pair technlque;&respaé%iﬁﬁl_

sity between spdts wi .
technique shoulajbe'ca' n th&ﬂexperlments in order

to mlnlmlziai e sIshematic errors due to chromatographic
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Determihation of Adherence to Beer's Law

Calibration curve of methyltestosterone standard
was determined in the obtimum condition previously study.
The relationship between peak height and concentration of
methyltestosterone was adherence to Beer's law as shown in

Table 4 and Figure 4. The calibration graph for methyltes-
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tosterone standard was linear in the range 0.025-0.200 mg/ml
for a 1 pul application volume with correlation coefficient
of 0.9998. The non-linear curve at high concentration was

observed because of concentration quenching effect.

Interference of Other Substances in Vitamin-Hormone Prepa-

Fations @W///

Many subst ﬁln"\/l ‘hormone preparations
included other y thir iol; fat-soluble vita-
mins; water-sol i ninerals; other compounds such

as yohimbine,

as interferenc y. The solvent system

for completely ortant. The spot of

. methyltestosterone. | , graphic plate should be

of the spots anj chro i ores&nce intensities of
methyltestosteronfesand mixtures of methyltestosterone and
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determination of methyltestosterone were not interfered by

other substances.

Determination of the Percent Labelled Amount of Methyltes-

tosterone in Methyltestosterone Tablet Using Spectrofluoro-

densitometric Method and USP Method

The single drug preparation of methyltestosterone,
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in tablet form, was determined by the proposed method and

by official spectrophotometric method(3). The results obtained
were compared in Table 11. The mean percentage value for

five determinations was 92.20 with 0.76 % of coefficient of

variation by spectrofluorodensitometric method and 92.56

'f/}/iat ion by spectrophotometric

a good precision and

with 0.78 % of coeffici

method.

The data

a close relatio . It was evident that

the spectrofluo gave reproducible
results which cg icial spectrophoto-

metric method.
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Determination of h R,“_.n' of Spectrofluorodensi-

i1 1t

tometric Determination = nyltestosterone in Vitamin-

The ﬁv@c'* ;ﬁ’oducts of vitamin-
hormone preparatlgns, were anal zed by using spectrofluoro-

dens:Ltometﬁueﬂ’g ﬂr&] iﬁt@weg q‘ﬁ‘jxe contents in

each sampleﬁhere determined trlpligate u51ng¢yhe data-pair

veonniulf] Gyrdil Thiivle W) B/ b TEi e of verta-

tions JLre between 1.89 and 3.81 %.

The results were such as to indicate that the three
determinations in the same plate for each analysis were

reproducible and satisfactory.
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Determination of the Percent Recovery of Methyltestosterone

in Vitamin-Hormone Preparation

Standard methyltestosterone of various amounts added
into vitamin-hormone preparations, containing the exact

amount of methyltestosterone, the percent recoveries of

methyltestosterone we ,, ‘Wd by using spectrofluoro-
néﬁnt recoveries were cal-

densitometric methed."The mea

culated from triv" as shown in Table 13.

The percent rec 87 and 99.42 with

1.80, 2.71 and variation for the
weight of methy 0, 1.00 and 1.50 mg,

respectively.

The resgul that roposed method produced

good recovery with ity. The other active
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showed no ;-:;:_‘;7_.:..1..' 10 € Y

ingredients aniainaat in the preparations
"y
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Analysis of Vit;Qin-Hormone Preparatiohs Containing Methyl-
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The twelve commericially ayailable formulations with

‘ diffe%nmat\j ﬂimumagxmuﬂ«ma%hyzed by

using spectrofluorodensitometric method. The results were

the mean value of triplicate determinations of each sample
expressed in percentage of the labelled amount as shown in
Table 14. In formula A, which methyltestosterone combined
with hormone and vitamins, the result was 1.98 % of coeffi-
cient of variation. In formula B, that combined with hormone,

‘vitamins and minerals, the coefficient of variation was
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1.23 - 3.84 %. In formula C, that combined with vitamins
and alkaloids; strychnine and yohimbine, the result was

3.05 % of coefficient of variation.
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