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Screening and Identification of Outer Membrane Protein of Vibrio parahaemolyticus Binding to Caco —2 Cell Surface Proteins

CHEN Meng,LI Zhuo-yu,BAO Yu-jie et al ( College of Life Sciences,Tianjin Normal University , Tianjin 300387 )

Abstract [ Objective] To screen the outer membrane protein of Vibrio parahaemolyticus( VP) binding to Caco —2 cell surface proteins. [ Meth-
od ]In order to screen adhesins of VP, the cell surface proteins of Caco —2 cells were biotinylated and then employed as the baits to capture host
binding outer membrane proteins of VP by using affinity chromatography. [ Result ] ATP synthase subunit alpha, ATP synthase subunit beta and
outer membrane protein U were identified by LC — MS/MS approach. The three recombinant candidate proteins were expressed and purified , fur-
therly their binding activity to Caco —2 cells were evaluated via indirect immune-flourescence assays. [ Conclusion ] The three outer membrane
proteins of VP which are capable of binding to Caco —2 cell surface proteins are candidates of VP adhesion.
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ATPaF cegaattegageteegtcgacATGCATTGCAGTCTTAATGG 41
ATPaR gtgetegtgetegtectcgagCCAAGTTTGGGTTGCTTTGAA 42
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Fig.1 Detection of biotinylated Caco —2 cells by FITC - Avidin
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Fig.2 SDS - PAGE profiles of the outer membrane proteins
with PMSF methods
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Table 2 Mass spectrum identification and bioinformatics analysis of

candidate outer membrane proteins
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ATPa 29 56.0 x10° e
ATPB 26 50.0 x 10° P
OmpU 33 36.0 x 10° s
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Fig.3 Purification of recombinant protein and Western blot de-

tection
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Fig.4 Confirmation of the interaction between recombinant proteins and Caco —2 cells by indirect immune-fluorescence assays
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