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Cloning of Human Angiostatin Gene and

Its Secretive Expression in Pichia pastoris

ZHANG Ai-lian, LUO Jin-xian, ZHANG Tian-yuan, LUO Xue-bin
(Key Laboratory of Gene Engineering of Ministry of Education //
Department of Biochemistry, Sun Yat-sen University, Guanzhou 510275, China)

Abstract: Human angiostatin gene was amplified from fetal liver cDNA library by PCR technique and cloned into Yeast-
E. coli shuttle vector pPICIK resulting in recombinant plasmid pPICOKA3 which was then transformed into Pichia
pastoris GS115. The positive transfomants were first determined by PCR technique and G418 method was used to screen

the high copy integrative transformants. The human angiostatin protein was expressed and secreted into the medium after

methanol induction and reacted with antibody against human plasminogen as shown by SDS— PAGE and Western blot.

The expressed product constitutes 43 % of the total extracellular potein corresponds to % mg/L as estimated by Shimada

(CS-930 scanner and protein quantitation. The recombinant angiostatin inhibits the bFGF induced CAM angiogenesis.

Screening of high copy integrative tranformants by G418 method was discussed.

Key words: angiostatin; gene expression; P. pastoris; G418; angiogenesis



