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Abstract : [ Objective] The purpose of the present study was to construct, express and purify hu-

man plasminogen kringle 5 mutant (K5 mutl). The purified K5 mutl recombinant protein will be em—

ployed to explore the correlation between the anti- angiogenic activity and the kringle domain of K5.
[ Methods] The gene of K5 mut1 was amplified from the K5 cDNA by PCR and inserted into the expres—
sion vector of pET-22b( + ). The recombinant pET-22b( + ) /K5 mut1 was transferred into E. odli of
BL21(DE3) and identified by restriction enzyme analysis. K5 mut1 was expressed in E. coli induced
by IPTG. and Ni?* —His Binding affinity-purified. The recombinant protein was identified by

SDS-PAGE and Western blot analysis.

[ Results] The acquired mutant gene was 258 bp. The con-

struct was expressed in E. coli at high level as soluble protein, accounting for 13% of the total bacteri—
al proteins. The relative molecular mass of the protein appeared to be about 14.1 x10° by
SDS-PAGE. The purity of K5 mut1 reaches up to over 90% after purified by Ni?*-His Bind Resin affini—
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ty chromatography. The identify of recombinant K5 mut1 was confirmed by Western blot analysis using
anti-His tag antibody. An average of 10 mg of purified K5 mut1 was obtained from 1 litre of E. coli cul-
ture. [ Conclusion] The construction, expression and purification of K5 mut1 in E. coli was successful.
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