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PCR PEL K55R ep8
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Abstract In order to improve the thermostability of the Penicillium expansum Lipase PEL  the lipase encoding genes was
mutated by site-directed mutagenesis. A recombinant vector pAO815-ep8-K55R which contain double mutant genes was
constructed by overlap extension PCR using the ¢cDNA of a random-mutant lipase ep8 a single site mutant as the template and
two special primers were used to generate another mutation site KS5R. The recombinant vector was transformed into Pichia
pastorts GS115 by electroporation and the recombinant mutant GS-pAO815-ep8- K55R can secret double-mutant lipase PEL-ep8-
K55R-GS into the medium when it was induced by Methanol. The yield of the double-mutant lipase is 508u/mL  which is 81%
that of the wild type lipase PEL-GS 627u/mL and 55% that of random-mutant PEL-ep8-GS 924u/mL . The specific activity of
double-mutant lipase is 2309.1u/mg  which is similar to random-mutant lipase PEL-ep8-GS and the wild type lipase PEL-GS.
The optimum temperature of the double-mutant lipase is same with the wild type lipase PEL-GS and random-mutant lipase PEL-
ep8-GS. While the T, of the double-mutant lipase is 41.0°C 2.3°C higher than the wild type lipase PEL-GS and 0.8 % higher
than the random-mutant lipase PEL-ep8-GS indicating that the double-mutant lipase PEL-ep8-K55R-GS has higher
thermostability .
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