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Determination of Kinetic Parameters of a Cyclic Imidase Hydrolyzing
Maleimide by High Performance Liquid Chromatography

SHI Ya-wei, CUI Li-fang, Yuan Jing-ming
(Institute of Biotechnology, Shanxi University, Taiyuan 030006, China)

Abstract; Kinetic parameters of a cyclic imidase with maleimide as the substrate was assayed by
HPLC method. The separation of the reaction mixture was conducted on a Symmetry Cy; column
with methanol: 10 mmol/L phosphate buffer, pH 6.5 (5 * 95 v/v) as the mobile phase at a flow
rate of 1.0 mL/min, and the detection was carried out at 255 nm. Under the above conditions,
maleimide and maleamic acid were perfectly separated with a good linear relationship’ between
sample amounts and chromatograms. Under the optimal conditions of enzyme reaction, the yield
of maleamic acid catalyzed by cyclic imidase reached 95% within 30 min, Kinetic parameters of
the cyclic imidase for hydrolyzing substrate maleimide were calculated based on Lineveaver-Burk
method e. g, K, = 39. 08 mmol/L, Va,, = 154, 02 pmol/{min *» mg), V../K, =3. H, &, =
28750, 4 min', &, /K, = 735. 5 mmol/(L - min), The method is rapid, accurate and
reproducible,
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Fig.1 HPLC chromatograms of standard maleimide and

maleamic acid
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Fig. 2 Standard curves of maleimide and maleamic acid
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Fig,3 Separation efficiency of the maleimide hydroly-
sate catalyzed by cyclic imidase
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Tab, 1 Kinetic parameters of the cyclic imidase
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