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Screening of Mycobacterium bovis proteins interacting with RIPK1 by yeast two-
hybrid system
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Abstract: In order to explore the mechanism of Mycobacterium bovis regulating apoptosis by
RIPK1,the bait plasmid pGBKT7-RIPK1 was constructed by molecular cloning technology and
then transferred into yeast by PEG/LiAc transformation method. After verification of RIPK1 ex-
pression in yeast by western blotting, the recombinant yeast strain was used to screen the genomic
library of Mycobacterium bovis to obtain positive colonies which can interact to RIPK1. Through
complementary verification, sequencing analysis and immunoprecipitation, candidate proteins of
Mycobacterium bovis that can interact to RIPK1 was finally determined. The results showed that
the bait plasmid pGBKT7-RIPK1 was successfully constructed and RIPK1 was expressed.16 posi-
tive colonies were obtained by screening Mycobacterium bovis genomic library with the recombi-
nant yeast strain.After complementary verification,sequencing and blast comparison,7 proteins of
Mycobacterium bovis were found. The recombinant eukaryotic expression vectors containing RIPK1
and 7 proteins of Mycobacterium bovis were constructed,and immunoprecipitation assay was per-
formed. The results showed that Mb0869c, Mb0383c and Mb2314 interact to RIPK1.This provides
data support for further study on the mechanism of regulation of apoptosis by Mycobacterium bo-

vis.
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