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English Abstract
Conjugated estrogens is wildly used for menopausal women in clinics. It contained a mixture
of sulfate conjugated estrogen derived from animals or plants. This research is to explore the
use of HPLC to determine ten conjugated estrogens. The test samples were hydrolyzed by
sulfatase and mixed with internal standard of estriol. The samples were chromatographed on
areverse-phase ODS column , eluted by a mobile phase of 0.22M AgNO; solution - CH3CN
(60:40) and minitored at UV of 280 nm. This HPLC method could simultaneously make the
baseline separation of ten compounds -- estrone(l) -~ equilin(2) ~ equilenin(3), A
89 dehydroestrone(4) : 17  -estradiol (5) ~ 17 3 -estradiol (6) ~ 17 « -dihydroequilin(7) ~ 17 3
-dihydroequilin(8) ~ 17 a -dihydroequilenin(9) and 17 /3 -dihydroequilenin(10). Application of
this method to assay of conjugated estrogens in the bulk drug and their preparation was
proved to be accurate and reproducible.
Keywords : conjugated estrogens; HPLC assay; assay validation; resolution and
reproducibility.
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CH3CN : H,0O = 40:60 (v/v) with TEA (pH 8.0) ; (3) CH3CN : H,0O = 40:60 (v/v) with TEA
(pH 10.0) ; (4) CH3CN : H,O = 40:60 (v/v) with TEA (pH 10.5) ; (5) CH3CN : H,O = 40:60
(vIv) with TEA (pH 10.7) - it fedg % 17 ¢ 1+ % - Develosil ODS-UG-3 (4.6 x 150 mm)*+ UV
280 nm #z B ©
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AgNO;3in 0.04 % HNO; agueous solution = 40: 60 (v/v);(4)CH3CN:0.22 M AgNO3 in 0.04
% HNO;3 agueous solution =40 : 60 (v/v) ; (5) CH3CN : 0.25 M AgNO3in 0.04 % HNOs
aqueous solution =40 : 60 (v/v) ; (6) CH3CN : 0.28 M AgNQO3 in 0.04 % HNOs aqueous
solution= 40 : 60(v/v) (7) CH3CN : 0.22 M AgNOs in 0.04 % HNO;3; aqueous solution = 40 :
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(A) Mobile phase: CH3CN : H,0=40 : 60 (v/v) ; Column: INERTSIL ODS-2, 250x4.6
mm, 5um ; Detector :280nm ; Flow rate:1.0 mL/min. ; (B) Mobile phase: CH3CN : 0.22
M AgNOs in 0.04 % HNO;3 agueous solution = 40 : 60 (v/v) ; Column: INERTSIL
ODS-2, 250x4.6 mm,5um ; Detector :280nm ; Flow rate:1.0 mL/min ; estrone (1);
equilin(2);equilenin(3);17 « -estradiol;(4)17 5 -estradio;(5)17 a -dihydroequilin;(6)17
B -dihydroequilin;(7)17 « -dihydroequilenin;(8)17 /3 -dihydroequilenin;(9)
A\&9-dehydroestrone (10)



