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Study on lentiviral vector target inducing p66shc gene silencing”
Zhang Chan , Dong Wenbin® , Zhao Shuai ,Li Qingping ,Kang Lan ,Lei Xiaoping ,Guo Lin s Zhai Xuesong
(Department of Newborn Medicine ,A f filiated Hospital , Luzhou Medical College , Luzhou,Sichuan 646000, China)

Abstract: Objective To construct p66shc gene interfering lentivirus vectors recombination and transfect it to 293T cells,RNA
interfering was carried out to induce p66shc gene silence,so as to provide basis for further study of the p66shc function. Methods
Screening of three RNA targets which were named after p66shc-shel, p66shc-she2, p66she-she3, cloned into the pLenR - GPH vec-
tor, which contained green fluorescent protein(GFP) and transformed into DH5acells. The positive clone were picked out for right
sequencing and transfected to 293T cells with pRsv-REV, pMDIg-pRRE, pMD2G. The expression of GFP in inverted fluorescence
microscope confirmed the virus packaging success. Fluorescence quantitative PCR and Western blot technology were used to investi-
gate the expression of p66shc at the molecular and protein levels, p66shc-shel target of effective silencing p66shc gene was selected
to prepare for subsequent tests. Results The shRNA lentivirus vector was constructed which could express p66shc and was trans-
fected into 293 T cells successfully. Fluorescence quantitative PCR and Western blot technology were used to investigate p66shc gene
silence by RNA interference. Conclusion The lentivirus RNAI vector of targeted expression p66shc could induce p66shc gene si-
lence at the molecular and protein levels after transfected into 293T cells by RNA interference.
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1.2.1 LV-shRNA ZRE M8 R Y E 5 X p66she SR
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she3:5-CCG CTT TGA AAG TGT CAG TCA-3', w4 i
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¥y GFP #3%) H BamH [ Al EcoR T B R, 1 %0 308 b
FEL AR B L B BIISE  5A BUEE DNA 3% 3% b A 7
A DHSa 40 M1, Bk BB 1 58 B I 42 BUST R, 22 Kpn 1 F
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T & LK PBS W43 5% F 500 pl. DMEM #1500 pL. PBS g
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RWIE=ERHE, HFHEHMN 1.5 mL EP &, IMA 200
pL =G e RIZLR S, EiIREFE 2~3 min, 5.0, I L
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