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ZORBAX SB-C,, 4.6 mm i d. x150 mm 5 wm 25 C - 25
175 0. 05% 0.1% 0.5 mL/min 228 nm
0. 005 ~ 1. 000 mmol/L r=0.9999 0.50
pmol/L 99.48% ~105. 64% RSD 2.20% m =6
0658 A 1000-8713 2005 01-0079-03

Determination of Angiotensin Converting Enzyme Inhibitor
Activity by High Performance Liquid Chromatography
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College of Biology and Environment Engineering Jiangsu University Zhenjiang 212013 China

Abstract A high performance liquid chromatographic method to determine angiotensin-conver-
ting enzyme inhibitor activity in vitro was established by using N-hippuryl-His-Leu tetrahydrate
as the reaction substrate and hippuric acid as the reaction product. The chromatographic condi-
tions were as follows column ZORBAX SB-C; 4.6 mmi d. x150 mm 5 pm column tem-
perature 25 C mobile phase acetonitrile-distilled water 25:75 v/v both containing 0. 05%
v/v trifluoroacetic acid and 0. 1% v/v triethylamine flow rate 0.5 mL/min detection
wavelength 228 nm. An excellent linearity over the range of 0.005 - 1.000 mmol/L 7 =
0.9999 was observed. The detection limit was 0. 50 pmol/L. The recoveries of hippuric acid
ware 99.48% - 105. 64% with a relative standard deviation RSD of 2.20% #n =6 . Itis a
simple precise and reliable assay method for developing antihypertension drugs.
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Fig.2 The chromatograms of ACEI activity determined by HPLC
a. standard b. blank sample c. blank sample spiked with Captopril. Mobile phase acetonitrile-distilled water 25:75 v/v  both
containing 0. 05% trifluoroacetic acid and 0. 1% triethylamine flow rate 0.5 mL/min temperature 25 C detection wavelength 228

nm.
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2.3 1 ACEI Captopril n=6
1 mmol/L Table 1 Recoveries of hippuric acid in reactions with
different concentrations of Captopril n =6
0.5 0.1 0.05 0.01 0.005 mmol/L -
Reaction Original/ Added/ Found/ Recovery/
0.45 pm No. ' wmol/L pmol/L pmol/L %
S mAU- s C mmol/L 1 45.051 100 148.118 103. 067
2 45.051 50 95. 649 101. 197
S =1.27231 x10*C +3.594 28 r
3 11.807 100 111.287 99.480
=0.9999 4 11.807 50 64. 624 105. 635
5 4.755 100 105.061 100. 307
6 4.755 50 56.277 103.044
ACEI
1 Concentrations of the added Captopril was 0. 02 pmol/L
in reactions 1 and 2 0. 05 pmol/L in reactions 3 and 4 0. 10
0.50 p,mOl/L pmol/L in reactions 5 and 6.
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