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Study on expression,purification and properties of recombinant human
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[Abstract] Objective To study the prokaryotic expression, purification and properties of recombinant human Chymotrypsin. Methods The

protein was highly expressed in E.coliBL 21 (DE 3) as inclusion body. After refolding and activated with trypsin, the activated protein was obtained

and purified with ion-exchange chromatography(CM-FF), some properties of the recombinant human chymotrypsin was investigated. Results

The molecular weight of chymotrypsinogen was about 30 KD in SDS-PAGE, total activity recovery rate of CM-FF purification was 93.7%. The

recombinant chymotrypsin kept stable from pH 3 to pH 5, and owned good temperature stability. Km was 0.067 mmol/L with BTEE as a substrate.

The UV maximum absorption wavelength was 281 nm.Conculsion The recombinant human enzyme was expressed successfully, and a feasible

production method to get a high activity of the recombinant human chymotrypsin was established.
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Fig.1 Expression and activation of human chymotrypsinogen

(A)Expression of chymotrypsinogen: M.Low molecular weight protein

maker; 1, Before induction; 2.After induction with IPTG; 3.Supernatant
after induction; 4.Inclusion body after induction;(B)Activation of
chymotrypsinogen: M.Low molecular weight protein maker; 1.Before
activation; 2.After activation with trypsin
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Fig.2 CM purification of recombinant human chymotrypsin
(A)Elution curve of CM—FF; (B) SDS—PAGE detection of purification:M.
Low molecular weight protein maker; 1. Flow solution; 2~8 tuber. 3 to
9 of 200 mM NacCl elution
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Tab.1 The CM purification table of recombinant humanchymotrypsin

H IR W U/ml BOEME U MEAmg  WIE O FEREY% A
bRERT 0.8 140.8 35.2 4.0
atifl 5 13.2 132.0 6.0 22.0 93.7 5.5
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Fig.3 The pH stability of recombinant human chymotrypsin
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Fig.4 The temperature stability of recombinant human chymotrypsin
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Fig.5 The Freezing stability of recombinant human chymotrypsin
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Fig.6 Ultraviolet absorption spectrum assay of recombinant human

chymotrypsin
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Fig.7 Ultraviolet absorption spectrum assay of native chymotrypsin
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