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The construction of lentivirus-mediated RNAI vector
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Abstract

<FONT face=Verdana=AIM: To construct a recombinant lentivirus RNAi vector
carrying cytochrome C oxidase gene to obtain the titer of the lentiviral stock for
investigation of the expression in the eukaryotic cell and the affection of the COX
gene silencing in the eukaryotic cells. METHODS: According to the DNA of the
cytochrome C oxidase gene, we designed and synthesized complementary single-
strand DNA oligos, annealed the single-stranded oligos to generate a ds oligo,
cloned the ds oligo into pENTR/U6 to obtain an entry clone; An LR recombination
reaction was performed between the pENTR/U6 entry construct and pLenti6/BLOCK-
iT-Dest to generate expression construct, the 293FT cell line was cotransfected
with pLenti6/BLOCK-iT expression construct, and the viral packaging mix, viral
supernatant was harvested to determine the titer. RESULTS: The DNA sequence of
interest clone to the vector was constructd to generate an entry clone and an
expression clone successfully, which were proved by sequence determination. A
vector producing cell line 293FT was established, and the titer for transfection
was obtained. Western blotting analysis demonstrated that COX shRNA expression
construction could suppress the expression of MTCOX-1. CONCLUSION: A lentivirus
RNAI vector containing cytochrome C oxidase gene was successfully constructed.
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