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Cloning and High-level Expression of Methanol-tolerant
Lipase Gene lipl in Pichia pastoris

WANG Yan',ZHANG Zhi-min'* , WANG Jun',ZHANG Kun',ZI Jing',
WAN Yi'* ,WANG Yan',ZHANG Ji-sheng®,Gao Jian—xin’
(1. Shaanxi Province Institute of Microbiology,Xi’an 710043 ,China; 2. Xi’an Xinxiwang Bio-industry Company,
Xi’an 710100,China; 3. Xi’an Center for Animal Disease Control and Prevention, Xi’an 710061 ,China)

Abstract: For the expression of lipase gene in Pichia pastori,the lipl gene of G. geotrichum
SXI-107 was cloned,which was 1 692 nucleotides long and encoded 563 amino acid residues. The
mature lipase gene lipl without the signal peptide was cloned into inducible expression vector
pPICI9K. The extracellular expression vector pPIC9K-lipl was constructed and transformed into
Pichia pastoris KM71. Cultures of recombinant P. pastoris accumulated active enzyme in the su-
pernatant up to 70 U/mL after induction for 72 h, which was 7 folds of lipase activity compared to
the wild-type lipase. The optimum temperature and pH value for obtaining recombinant lipase
were 40 ‘C and pH6. 5.and the enzyme activity remained more than 60% in 10% methanol solu-
tion for 48 h.
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