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Prokaryotic expression and purification of protease of HI¥-1 HIBZ subtype and analysis of cleaving substrate
protein Gag CAFPZHC peptide Download Fulltext
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Abstract:

Objective ! To express, purify and identify the protease (FR) of HIV-1 MHBEZ subtype in E. coli, so as to screen the HIV-1
Gag CAPZ/HC protein phage displayed library with randomized P2/HC protease cleawage sites and establish a phage model for in
witre scresning of FR inhibitors. Methods: The primers were designed according to the PR amine acid sequence of HIV-1 HXEZ
subtype and the E. coli preferred codon, the additional 5° -nucleotide sequence encoding the eight peptide MGTYSFHF for
autocleave sites was inserted inte the upstream of FR sequence. Then the FRIOT DHA =equence was cloned into pET-32a wector
which waz uzed as expression wector in E. coli. Expression of HIV PR was induced by IFTG in E coli BLZ21-DE3 and the expressed
PR protein was purified by the Hi-HTA affinity column. The purified PR protein was refolded by diluted with MES buffer and
blended into substrate protein CAPZHC tao test 1ts cleawing actiwity and the result was identified by SDS-PAGE. Results: The
HIV FRIOT DHA fragment with E. coli preferred codon was symtheszized and was successfully inserted inte the expression vector
pET-32a. HIV-1 PR was expressed in E coli BLZ21 DE3 after the induction by IFTG with a relatiwe molecular weight of 30 000. The
purified FR protein haz a concentration of 2.54 mz/ml, and after refolded it could cleawe substrate protein CAFZHC and this
effect can be blocked by FI agent Conclusion: FRIOT DHA fragment with E. coli preferred codon of HI¥-1 HXEZ subtxpe hLas been
successfully synthesized and the PR protein has been successfully expressed, which can cleawe substrate protein CAPZHC.
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