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Inhibiting GDF-8 Expression by Retrovirus-Based RNAi
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Abstract: We cloned human U6 promoter from pAVU6 + 27 vector into pXSN to transcripe small RNA. Meanwhile, a shRNA tar-
geting GDF-8 was cloned down-stream of the hU6 promoter to construct recombinant vector. Then the packing cell GP-293 was
co-transfected the recombinant with pVSV-G to gernarate virus particle. Resistant C2C12 cell pools were screened using G418. Lev-
els of mRNA and protein of GDF-8 were tested by Real-Time PCR and western blotting. Cell proliferation and cell cycle were ana-
lyzed using MTT and FACS. The expression of GDF-8 was dramatically decreased by the retrovirus-based system in C2C12 cells.
Cells proliferated effectively after integrating the recombinant. The cells in Go/G, phase decreased by 13.7%, while cells in S phase
increased by 14.9%. In conclusion, the retrovirus-based RNAi could be used to stably silence GDF-8. It can be a powerful tool in

curing muscle atrophy.
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Fig. 1

The construction of retrovirus vector pLXSN and siGDF-8

(a) the structure of double siGDF-8; (b) the stuctue of retuovirus vector pXSN; hU6+27: The initiate site of transcription; W+: Packing
information; SIN: self-inactivating; LTR: Long terminal repeat; MCS: multiple cloning sites; PRSV: Rous sarcoma virus promotor;
Neo:neomycin phosphotransferase gene
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Fig. 4 The influence to the expression of GDF-8 after C2C12 integrating with retrovirus vector
(a) Real-Time PCR anlyse the mRNA expression of GDF-8; (b) Western Blotting anlyse the protein expression of ; control, transfect
without any plasmid; mock, transfect pXSN-hU6; siGDF-8, transfect pXSN-hU6-siGDF-8
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Fig. 5 The influence to cell proliferation and cycle after C2C12 integrating with retrovirus vector
(a) MTT anlyse the proliferate of C2C12; (b) FACS anlyse the cell cycle; control, transfect without any plasmid; mock, transfect p
pXSN-hU6; siGDF-8, transfect pXSN-hU6-siGDF-8. Comparisons between two groups were performed by paired Student's t test. A
value of P < 0.05 was considered significantly different. *P<0.05, **P<0.02
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