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Expression and purification of multidrug resistance related

membrane protein MmpL6 of Mycobacterium tuberculosis
Cui Kele', Li Jing2 , Sun Anyuan1
('Dept of Clinical Laboratories , The Affiliated Provincial Hospital of Anhui Medical University, Hefei 230001;
*Dept of Biology, Anhui Medical University, Hefei 230032)

Abstract
mmpl6 ( rv1557) , overexpress and purify the recombinant MmpL6 ( Rv1557) protein in Escherichia coli ( E. co—
li) . Methods

of Mycobacterium tuberculosis H37Rv strain as a template. The target gene was cloned into pET21b vector to con—

To construct the prokaryotic expression vector carrying Mycobacterium tuberculosis gene

Objective
The DNA fragment of MmpL6 was amplified by polymerase chain reaction using the genomic DNA

struct the pET21b-Mmpl6 expression plasmid, and then transformed into E. coli for protein expression. Recombi—
nant protein expression was induced by isopropyl B-D-thiogalactopyranoside ( IPTG) and detected by SDS-PAGE
combined with Western blot. The overexpressed MmplL6 protein was purified by Ni-affinity chromatography and gel
filtration chromatography. Results The recombinant pET21b-MmplL6 plasmid was successfully constructed and the
highest expression level was obtained at 25 °C in Rosetta strain induced by IPTG. Conclusion The successful ex—
pression and purification of MmpL6 in E. coli lays the foundation for the further structure and function studies of the
protein, and also provides clues to the design of antituberculosis drugs targeting efflux pump proteins.
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Paeonol increases HepG2 cells to endoplasmic reticulum

stress-induced apoptosis resistance
Fan Lulu',Sun Guoping] , Zha Lixia®,et al
('Dept of Oncology, The First Affiliated Hospital of Anhui Medical University, Hefei 230022;
*Dept of Oncology, The Fourth Affiliated Hospital of Anhui Medical University, Hefei 230022)

Abstract Objective To investigate the mechanism of paeonol reversing apoptosis resistance in HepG2 cells in—
duced by endoplasmic reticulum stress. Methods MTT and TUNEL were used to observe the inhibitory effect of
endoplasmic reticulum stress inducer —tunicamycin or plus paeonol on human hepatocyte cell line HL-7702 and hu-
man hepatocellular carcinoma cell line HepG2. Changes in protein expression of cyclooxygenase2 ( COX-2) and
GRP78 ( a hallmark of ER stress) in both HepG2 and HL7702 cells were observed through Western blot. Results

Growth inhibition of tunicamycin on HL-7702 was dose dependent. But the growth inhibition of tunicamycin on
HepG2 cells reached maximum inhibition in cells. Similar results were observed in TUNEL staining( P <0. 05) .
Furthermore, the expression of COX-2 was increased in HepG2 cells but not in HL-7702 cells. Down-regulation of
COX=2 expression using the COX=2 inhibitor, celecoxib, increased tunicamycin-induced apoptosis. However, co—
treatment with tunicamycin and paeonol significantly increased the rate of apoptosis. Co-reatment with tunicamycin
and paeonol also decreased the expression of COX2. Conclusion Paeonol increases HepG2 cells to ER stress -
induced apoptosis by down-regulating COX-2 expression.

Key words hepatocellular carcinoma; endoplasmic reticulum stress; cyclooxygenase-2; apoptosis; paeonol



