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Construction of recombinant mouse coagulation factor VI expression vector and

screening of integrants in Pichia pastoris

XIANG Gui-ming, YANG Zheng-rong, SU Yong-ping, CHENG Tian-min ( State Key Laboratory of Trauma, Burns and Com-
bined Injury, Institute of Combined Injury, College of Preventive Medicine, Third Military Medical University, Chongging 400038, China)

Abstract; Objective To construct secretory recombinant mouse coagulation factor VI (rmFVI) expres-
sion vector and to obtain stable multicopy integrants in Pichia pastoris. Methods —The fragment of mFVI ¢cDNA
was amplified froma PCDNA3-mF VI plasmid and subcloned into a factor secretion signal open reading frame of
pPICOK secretory expression vector, then the target amino acid was mutated by Site-Direct Mutation (K341A)
and verified by DNA sequence. The recombinant expression vector bearing rmF VI gene was linearized with
Sac | and transformed into Pichia pastoris strain GS115, and stable multicopy integrants were obtained by
screening in medium containing different concentrations of G418. Results The secretory rmF VI expression
vector was successfully constructed and stable multicopy integrated strains were obtained. Conclusion  This
result offers efficient Pichia pastoris strains for mass production of rmF VI protein.
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