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Fig.1 Restriction map of pKFS-QALPETGEE-linker-EGFP digested with
EcoR I and Miu 1 . M. 15000kb DNA Marker 1. pKFS-
QALPETGEE-linker-EGFP  digested with  EcoR 1. 2. pKFS-
QALPETGEE-linker-EGFP digested with EcoR | and Miu | .
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Fig.3 Detection of recombinant yeast transformant. M DIL-2000 DNA
Marker Lanel-2 GS115/pKFS-QALPETGEE-linker-EGFP as template

Lane3-4 GS115/pKFS as control .
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Fig.4 Yeast surface display of QALPETGEE-linker-EGFP.
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48 h EGFP

5 EGFP
Fig.5 Microscopy observation of EGFP labeled recombinant cells. A B C D phase contrast micrographs a b ¢ d fluorecence micrographs. A a GS115/
PKFS as control B b after 48k’ s GS115/pKFS-QALPETGEE-linker-EGFP  C ¢ after 96h’s GS115/pKFS-QALPETGEE-linker-EGFP D d  after 144 b’s
GS115/pKFS-QALPETGEE-linker-EGFP .
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Fig. 6  Sortase transpeptidation activity assays. Black below  The
interaction of PBS and sortase substrate display on yeast Blue above

The interaction of sortase and its substrate display on yeast.
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Sortase analysis by displaying its substrates on yeast surface

Lixin Luo® Lin Wu Ying Lin
College of Veterinary Medicine National Reference Laboratory of Veterinary Drug Residues Guangdong Provincial Key

Laboratory of Veterinary Pharmaceutics Development and Safety Evaluation South China Agricultural University Guangzhou

510642 China

Abstract Objective QALPETGEE sortase’s substrate was anchored on the cell surface of yeast Pichia pastoris using EGFP to
detect its expression. Methods The gene-encoding QALPETGEE-linker-EGFP was amplified by PCR by using pcDNA/myc-
his-EGFP as a template and then inserted into shuttle vector pKFS. Then the vectors were introduced into Pichia pastoris
GS115. After cultivation recombinant cells were verified with fluorescence microscopy and sortase activity was detected by
fluorescence spectrophotometer from variety of free EGFP’s fluorescence intensity. Results The green cells were observed by
fluorescence microscopy enhancing over time. Fluorescence spectrophotometer convinced that fluorescence intensity of free
EGFP in the reaction supernatant increased from 187.67 +2.16 to 273.47 + 2.14 after interaction of sortase and its substrates .

Conclusion The result suggests that sortase’s substrates have been displayed on yeast successfully which could be used for
sortase activity assay .

Keywords yeast display sortase fluorescence spectrophotometer substrate activity assay
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