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TOM TAT

“Endotoxin” - ndi déc t6, cac lipopolysaccharide dinh trén mang ngoai té bao E. coli Ia mét trong nhitng van dé
can phai dbi mat khi tién hanh san xuét protein tai t hop trong chiing chi nay. Day la nhivng tac nhan gay doc va
doi héi tén thoi gian, chi phi dé loai bd béng nhi*ng phuong phap nhu siéu loc, than hoat tinh, sac ky trao déi
anion... Trong nghién ctru nay, chung t6i st» dung Bacillus subtilis, chiing vi sinh vat kndng gay bénh, khong sinh
ndi doc tb két hop voi cac vector bidu hién mang promoter manh Pgrac212 dé& san xuét cac protein mé hinh cla
qué trinh tinh ché: protease c6 vj tri c&t chuyén biét HRV3C (Human rhinovirus 3C protease) va hai protein co
chét c6 trinh tw nhan dién cta protease nay (LysSN-6xHis-HRV3C C/S-GFP, LysSN-6xHis-HRV3C C/S-BgaB).
Két qua cho thdy HRV3C protease c6 hoat tinh va hai protein co chat néu trén da dwoc biéu hién va thu nhan véi
dd tinh sach cao. Sau phan (ng cét bdng HVR3C dé loai dudi dung hop, hai protein md hinh (GFP va Bgab)
duoc tinh ché I1an hai b&ng c6t HisTrap. Dwa vao phwong phap nay, cac mau protein dwoc thu nhan hoan toan
khéng cé endotoxin. K&t qua clia nghién ctru ndy da chirng minh khd néng s dung ching vi khuan an toan
B. subtilis d& san xuét protein tai t& hop dwoc biéu hién trong té bao chat, dong thoi chirng minh tiém ndng Grng
dung ctia HRV3C.
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SUMMARY

The “Endotoxin”, lipopolysaccharides binding to the outer membrane of E. coli cells is one of the main problems
which must be solved while the production of recombinant proteins is conducted based on this model host strain.
Endotoxin is a toxic component and requires removing by some extensive and costly methods such as
ultrafiltration, activated carbon, or anion exchange chromatography... In this study, we used Bacillus subtilis-a
nonpathogenic, endotoxin-free bacterium and some expression vectors having a strong promoter-Pgrac212 for
producing some model proteins in the purification process such as a highly specific-site cysteine protease-
HRV3C (Human rhinovirus 3C) protease and two substrates having its recognition sequence (LysSN-6xHis-
HRV3C C/S-GFP, LysSN-6xHis-HRV3C C/S-BgaB). The results demonstrate that the active HRV3C protease
and those substrates were expressed and obtained with high purity. After cleaving and removing the fusion tag by
HRV3C protease; two model proteins (GFP and BgaB) were secondly purified by HisTrap column. Based on this
method, these model proteins obtained are endotoxin-free absolutely. Our study nicely proves the ability of B.
subtilis to produce the intracellular recombinant proteins and the potential application of HRV3C protease.
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