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Construction and functional analysis of mouse
pEGFP-C1-TMEMBS88 eukaryotic expression plasmid

Li Liangyun' Pan Linxin® Yang Junfa' et al
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*The School of Life Science Anhui Medical University Hefei 230032)

Abstract  Objective To construct a mouse derived pEGFP-C1-TMEMS88 expression plasmid and observe its ex—
pression of inflammatory factors in RAW264. 7 cells and its effect on cell proliferation and apoptosis. Methods

RNA was extracted from AMLA?2 cells and reversely transcribed into cDNA. At the same time the primers were di—
luted to 10 wmol/L and the rest were used as storage fluid. TMEMS88 was amplified by PCR technology and identi—
fied. The AxyPrep DNA gel recovery kit was used for the purification and recovery of PCR products. The PCR
products and carriers were recovered by enzyme digestion. After enzyme digestion and identification it was sent to
be sequenced. The constructed plasmids were transfected into RAW264. 7 cells. The effects of TMEM88 on cell
proliferation and apoptosis were detected by MTT assay and flow cytometry and the expressions of inflammatory cy—
tokines IL-6 and TNF-o in RAW264. 7 cells were detected by ELISA. Results Sequencing results showed that
pEGFP-C1-TMEMSS8 eukaryotic expression plasmid was successfully constructed. The results of MTT assay showed
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that the cell proliferation rate of the TMEM88 overexpressed group (0.71 +0.04) significantly lower than that in
control group (0.94 +0.06) (F =21.55 P <0.01) after 48 hours of transfection. The results of flow cytometry
showed that the apoptosis rate of TMEM88 overexpressed cells group (11.52 +1.43)% was significantly higher
than that in control group (7.78 £1.67)% (F =10.07 P <0.05). ELISA results showed that the expressions of
IL-6 and TNF-o in RAW264. 7 cells transfected with pEGFP-C1-TMEMS88 plasmid was higher than that in normal
group. Conclusion TMEMSS8 can significantly inhibit the proliferation and promote the apoptosis of RAW264. 7
cells. Moreover TMEMS88 promotes the expression of inflammatory cytokines IL-6 and TNF-e« in RAW264. 7 cells

laying a foundation for further understanding the function of TMEMSS.
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