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Inhibition of NF-«B using hairpin siRNA expression vector in vitro

WANG Ming-hai, WANG Feng-chao, LU Jian-hua, MAI Yue, LIU Xiao-hong, CHENG Tian-min, SU Yong-ping (State Key Lab-
oratory of Trauma, Burns and Combined Injuty, Institute of Burns Southwest Hospital, Third Military Medical University, Chorgqing 400038, China)

Abstract: Objective To construct the small interfering RNA (siRNA ) eukaryotic expression vector specific to
human NF-+«B p65 gere (pPUR /U6—p655iRNA) to obsewe its silencing effect on NF-kB and regulatory roles in LPS-
induced activation of NF-«B invitro. Methods The pPUR LJ6-p65siRNA expression vectorwas constructed by gene
recombination, then transfected into the cultured ECV-304 cells. At 48 h after transfection, the whole cell protein
was extracted, and the protein level was detected by Western blotting with rabbit-anti-human NF-kB p65 polyclonal
antibody. The cells were stimulated with LPS (10 g hnl) at 48 h after transfection with pPUR U6-p655iRNA trans-
fection, then the nuclear proteins were extracted, and the NF-«B bNA binding activity of nuclear proteins was detect-
ed by electrophoretic mobility shifty assay. Results pPUR /UGp65$iRNA expression vector was successfully con-
structed. DOTAP-mediated gene transfection of pPUR /U6-p6SSiRNA expression vector into ECV-304 cells down-regu-
lated the protein level of p65 at 48 h after transfection. Cells transfected with pPUR /[J6p65 siRNA uld obviously
inhibit the activation of NF-kB stimulated by TPS (10 g mD. Conclusion The pPUR U6-p655iRNA expression
vector can inhibit the activation of NF-«B through intewention of the expression and release of P65 protein, which
may modulate the inflammatoty cytokine expression, and may be beneficial to tissue repair after trauma.
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