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Construction of recombinant lentiviral vector of sSiIRNA
for transforming growth factor-beta type I receptor gene and its expression
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[Abstract JObjective :I'u construet lentiviral vector for RNA interference ﬁN;‘-‘Li} of the transforming growth factor beta receptor |
F{'EFBR | ) gene and to detect its silencing efficiency in the human embryonie lung fibroblasts MRC-5. Methods Four kinds of siRNA
lentiviral vectors targeting to TGFBR | gene were constucted’ and the vectors were identified by PCR and DNA sequencing. First the
effective recombinant plasmids and the helper plasmids were mixed together” and then the mixture of plasmids was transfected into
293T cells. At last’ the viral titers was measured. The human embryonic lung fibroblasts cell line MRC=5 infected by four recombinant

lentivirus vectors’ respectively, Then” gRT-PCR and Western blot were used to detect the expression of TGFBR | mRNA and protein.

Results Double restriction digestion analysis and DNA sequencing showed that the shRNA sequences was successfully inserted into the

lentiviral vectors. The titer of RNAi virus group 1-4 was 6.37 %
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TU/ml’ respectively. The titer of negative control group was

B2 E EEHREEAMNSESMAEIRE HS 1 0 y3 1.79 % 10° TU/ml and the efficiency of infecting virus of MRC—
stcj]

EETHEEMMYSEEHEAMREDNE HS . 5 was approximately 93%. The expression of TGFBR | mRNA

falnlﬂlﬁjcvjamﬂﬁ} 1 was significantly lower in siRNA -1-4 groups than in normal

PESE T Jupmww.cnki.nel/kems/detail/50.1046.r.20160928.1648.002.himl control group and negative control group P=0.000 . And” the

:.IOIE-'DQ-ZEJ siRNA-2 had the highest silencing efficiency. The result of
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Western blot analysis showed that the expression of TGFBR | protein was significantly decreased in the siRNA-1-4 groups compared

with that of normal group ﬁ_-:}-:}D{Q *and the siRNA-2 had the greatest reduction. Conclusion “The optimal siRNA recombinant

lentiviral vector targeting to T[_'FBR | gene is sucecessfully screened and constructed’ which provides effective tool for further study.
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