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Cloning and Secreting Expression of the S—Glucosidase Gene from
Aspergillus niger in Pichia pastoris GS115

ZHU Long-bao, TANG Bin, TAO Yu-gui, GE Fei, WEI Sheng—hua, CHEN Tao, LI Wan—zhen
(School of Biochemical Engineering, Anhui Polytechnic University, Wuhu 241000, China)

Abstract: Based on the B-glucosidase coding sequences from GeneBank, a 3 —glucosidase gene
was amplified from Aspergillus niger by using RT-PCR and vector pMD—-18T- bgl was constructed.
The expression vector pPIC9K— bgl was constructed by subcloning the gene into plasmid pPICIK,
and then transformed into P. pastoris GS115 through electroporation after linearized by Bgl

digestion. The recombinant P.pastoris G115 were screened in MD and YPD/G418 plate. The activity
of the engineered strain reached to 38 U/mL after induction with the final concentration of 1%
methanol. SDS—PAGE analysis showed that the recombinant P.pastoris GS115 had an additional
protein band of approximately 90 kD, which was not present in the control, and consistent with the

theoretical value of the gene product. The crude enzyme catalysis results indicated that the optimum
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temperature and pH for the activity were about 50 °C and 5.5, respectively.

Keywords: Aspergillus niger, B—glucosidase, Pichia pastoris GS115, gene cloning, expression
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