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The construction of eukaryotic and shRNA expression vector of

mevalonate Kinase gene and its effect on cyclins expression in BxXPC-3
Jin Rui Wang Fang Luan Kang et al
( Dept of Biochemisiry and Molecular Biology Anhui Medical University Hefei 230032)

Abstract Objective To construct the eukaryotic expression and shRNA expression vectors of mevalonate kinase
( MVK) gene and study the effect on cyclins expression in BxPC3 cells. Methods Total RNA was extracted from
BxPC3 cells and the desired gene MVK was obtained by RT-PCR and acquiring chemical synthesis MVK ( 751-
779) and MVK (10894117) locus oligo fragments. After construction of eukaryotic and shRNA expression vectors
using genetic engineering the recombinant was transfected into BxPC3 and cell lines of stable expression were se—
lected by antibiotic. Western blot was used to analyze the expression of MVK and cyclins in BxPC3. Results
MVK eukaryotic ( pcDNA3. 1-mvk) and two shRNA ( piLenti-RNAishRNA1/2) expression vectors for MVK were
successfully constructed. The cell lines with stable MVK over-expression and knockdown were obtained by antibiotic
selection and Western blot. Western blot results showed that Cyclin Bl and Cyclin E expressed significantly lower
both in BxPC3 cell with MVK over-expression and MVK knockdown compared with the control. Conclusion Both
MVK over expression and knockdown can inhibit the expression of Cyclin Bl  Cyclin E in BxPC3.
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Effect of TLR4 acetylation on LPS-TLR4-NF-«B pathway and

its role in pathogenesis of gestional diabetes mellitus
Li Song Cong Lin Yuan Jing et al
( Prenatal Diagnosis Center Dept of Obstetrics and Gynecology
The First Affiliated Hospital of Anhui Medical University Hefei 230022)

Abstract Objective To study TLR4 acetylation for analysing the expression in peripheral blood mononuclear cells
of gestional diabetes mellitus( GDM) patients and the impact on LPS-TLR4-NF-«B pathway discussing the in—
flammatory pathogenesis of GDM. Methods 30 normal pregnant women and 30 GDM patients were picked and 15
ml peripheral blood was drawn per subject respectively. Peripheral blood mononuclear cells( PBMC) were extracted
via density gradient centrifugation and were cultured in vitro Serum was used for detecting the level of lipopolysac—
charide( LPS) . The research was divided into four groups: normal group ( control group) normal + LPS group
GDM group and GDM + LPS group. PBMC were adopted into immunoprecipitation and Western blot was used to de—
tect the expression of TLR4 acetylation the supernatant was used in ELISA for detecting different levels of inflam—
matory cytokines TNF-a IL- and ILH0. Results Levels of LPS were statistically significant in woman with GDM
and normal pregnant woman( P <0.05) . TLR4 acetylation appeared in GDM group and was negative in the con—
trol group. After the LPS intervention the degree of TLR4 acetylation was enhanced evidently in both normal + LPS
group and GDM + LPS group. And the latter was obviously higher than that of GDM group and normal + LPS group
(P <0.05). The differences among levels of these four inflammatory cytokines TNF-o« IL- and IL40 had stas—
tistical significance( P <0. 05) . There was a positive correlation between TLR4 acetylation and NF+«B protein ex—
pression levels( P <0. 05) . Conclusion TLR4 acetylation mediates the release of inflammatory cytokines by influ—
encing the activation of LPS-TLR4-NF—«B pathway which contributes to promoting antiinflammatory-proinflammato—
ry imbalance in pregnant woman thereby involves in the occurrence of GDM.
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