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Studies for Analyzing the Prohibited Ingredients Such
As Acetohexamide in Cosmetics

Hiroshi Tokunaga®™ and Tadashi Uchino

Acetohexamide (AH) is nominated as the prohibited ingredients in cosmetics in Japanese Pharmaceutical
Affairs Act. So the analytical method for AH was investigated by HPLC. The lotion or milky lotion of 0.5¢
was put into a 10-ml volumetric flask. After adding 1.0ml of AH solution at 50 xg/ml into the volumetric flask,
the mixture was made up to 10ml with methanol as the testing solution. Creams were procedured as follows;
0.5 g of cream was put into a 10-ml volumetric flask. After adding 1.0ml of tetrahydrofuran into the volumetric
flask, the mixture was stirred for several minutes and the ingredients of the creams were dissolved. After
adding 1.0ml of AH solution at 50 ¢g/ml into the volumetric flask, the mixture was made up to 10ml with
methanol. One milliliter of the mixture including AH at 5 z.g/ml was exactly put into a test tube with a cap and
then 1 ml of water and 1 ml of hexane were added. After shaking vigorously, stand for several minutes. After
centrifuging, the hexane layer was eliminated and the residual mixture was used as the test solution. The
testing solution of 20 ul was analyzed by HPLC using the ODS column (CAPCELL PAK C;g column, 4.6 x
250mm), the mixture of acetonitrile and 50 mmol/l phosphate buffer(pH 5.3)(3:1) and the detection
wavelength of 247 nm. The working curve from 0.5 to 6.0 xg/ml showed a linear line between the
concentrations of AH and the peak areas. There was no interference of peak of AH with the ingredients such as
methylparaben, ethylparaben in the lotions, milky lotion and creams.
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Fig.1 UV spectrum for acetohexamide
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Fig.3 Effect of pH on tg of AH, MP and EP
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Fig.4 Working curve for acetohexamide
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Fig.5 HPLC Chromatograms for lotion and cream
(A): lotion B, (B): lotion B +AH, (C): cream D, (D): cream D+AH
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Table.1 Recoveries of 2.5 #g/ml added acetohexamide in cosmetics

Lotion A| Lotion B | Milky lotion C | Cream D | Cream E
No.1 100.0 94.1 105.2 95.8 91.8
No.2 101.0 102.4 102.8 96.8 99.1
No.3 96.0 101.9 104.3 100.2 96.2
average 99.0 99.5 104.1 97.6 95.7
R.S.D(%) 2.67 4.68 1.16 2.36 3.84
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