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In this project, we worked on the structural analysis of E. coli site-2
protease homolog RseP and its orthologs by using x-ray crystallography and electron microscopy so as
to elucidate the molecular mechanism underlying the substrate discrimination and cleavage. For an
RseP orthologue from a hyperthermophilic bacterium, we designed the mutants with a grafted PAl4 tag

to prepare the complexes with NZ-1 Fab. Subsequently, we estimated the conformation of the PDZ
tandem by performing negative stain electron microscopy on the PAl4-grafted othrthologs in complex
with the NZ-1 Fab. Furthermore, we succeeded in determining the x-ray crystal structures of RseP and
its orthologue from a marine bacterium, which deepened our understandings of the interaction mode
between RseP and substrates as well as the molecular mechanism by which RseP promotes the substrate

cleavage.
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