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© Materials and Reagents

Al chemicals were of analytical grade and doubly

- distilled water was used throughout all measurements.

Pure . Eamsylate sample was  kindly supplied by
Merphis Co. for Pharm. Ind., Egypt. Pure Fluconazole

- sample was supplied by EIPICO, 10" of Ramadan City,

Egypt. Phosphomolybdic acid (PMA) (BDH), 1x107
and 1x10® M aqueous solution. Hydrochloric acid (El-
Nasr Pharm. Chem., Egypt), 0.01 M aqueous solution.
Cobalt (1) chloride hexahydrate; 3% w/v prepared by
dissolving 3gm of CoCl,.6H,0 (Aldrich, Germany) in
water and completing to 100 m] using distilled water.

- 3. EDTA; 4% w/v prepared by dissolving 4 gm EDTA-

disodium salt (Aldrich, Germany) in water and
completing to 100 ml using distilled water.
Procedure

. Absorption Specfra

Mathematical Depiction of the Adduct -

The reaction stoichiometry was investigated

- applying modified Benesi — Hildebrand equations "9,

The electronic absorption spectrum for the reaction _

product was constructed as previously described in the
range of 900 ~ 200 nm against a reagent blank ** ” and
as shown under the following investigation of the

. reaction stoichiomerry.

Reaction Stoichiometry
Method A ‘ .
The interaction between ETM and PMA was

. investigated applying molar method using 1 x 10° M
-solutions of both ETM (V4) and PMA (Vy) where

accurately measured aliquots of the standard drug
solutions (0.4 mL) were placed separately into a series
of 10 ml test tubes, followed by (0.1-1.6) mL of PMA
and 1 ml of 0.01 M HCI. The tubes were shaken well
and heated on boiling water bath maintained at
(97+0.5C°) for 45 min. The solution was cooled to
room temperature, - transferred carefully and
quantitatively to 10 ml volumetric flasks, diluted to the
mark - with ethanol and thoroughly mixed. The
absorbance was-measured at a 785 nm against a reagent
blank similarly eated, '
Method B E : ;

 The stochiometry of thé reaction was studied using
1 x 107 M solutions of both FL (V) and PMA (V,) in

concentration (0.2x10” moles/10 mL) and "varying

-, ctoncentrations of PMA (5x107 — 110" moles/ 10 mL).
- -The assigned FL concentration was added followed by
. 2'mL of 001 M HCl and then the assigned
- concentration of PMA and the reaction was left for 15 ,
- ‘min. The mixture ‘was -centrifuged for 15 min., the
+ Precipitate was washed using 1 mL of distilled water,
. dissolved in 2,5 ml of acetone and am excess of EDTA
... and Co (IT) soliitions were added. SR A
.+ The absorbance  was measured at 700 nm’ against a
' Teagent blank. - ST A LT

Vo
v S

‘

. Presence of excess Co (II) and EDTA. A 10 mL volume
of the reaction mixture contains a fixed FL

Talio was (1:2) (D:R) i
absorbance as the mol rao

> SRR

- mole ratio method,

Values of formation constant & (L.mol™”) and the
extinction coefficient e (L.mol”' cm™) were calculated
using the appropriate B-H plots. In this itinerary, two
equations were tested, The 1:1 modified Benesi —
Hildebrand equation (1) "® was tested assuming that -
the molar ratio is 1:1. The corresponding spectral -
paramelers were calculated using the known Rose —
Drago " equation (2) of 1:2 adducts.

Cy OCpo‘_ 1 +' CAO"l'CDo (1)
A T Ke £

Coozcnor 1 1 o, 0,,h0

—_— Chp +4Cp 2
y Ke T 7:Co (Ca+4Cp) (2)

Where, C°y and C° are the initial concentrations of

reagent and drug respectively (calculated on the basis of

10 mL volume), while A is the absorbance at the

assigned wavelength and is the molar absorpitivity at
the specified wavelength, | E ,

RESULTS AND DISCUSSION )

Reaction Stoichiometry ‘ ;

The electronic spectrum of the reaction of ETM and
PMA is shown in (F ig.1). The equal mole ratio method
was used to determine the reaction mole ratio of PMA
and ETM, which is shown in (F ig. 2), where the
concentration of the drug (Cp) was kept fixed, whereas

as changed over a wide ranee T
drug/ reagent molar ratio (Ci: Cy) obtainc: fsc-;lrn F:éﬂ?:g
A varies over the range of 1.00:0.25 — 1.00-2 00, while
for remod E, the range was 1.00:0.25 — 1.0.0:'5 Ob ‘

$ can € seen (Fig. 2), ¢
reaction between ETM and %Mf (ﬁiﬁf 2;) :2; i"j

hown in this figure, the:
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Ith a slight increase e
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