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Abstract: In order to construct the recombinant retrovirus vector of bovine SOX2 gene and obtain infectious retroviral particles, we
successfully amplified the ORF (open reading frame) of bovine sox2 gene from the primodial genital ridges of bovine embryo by
RT-PCR. The cDNA of ORF was subcloned to pMDI18-T vectors and verified that its sequence was highly homologous to the
GenBank counterpart (GenBank Accession No. NM-001105463) by sequencing. The correct fragment was digested by EcoR 1/Bgl 1T
from recombinant pMD18-T vector and inserted into the same restriction sites of retroviral vector pMSCVneo. We got recombinant
retrovirus vector pMSCV-sox2 which was transfected into PT67 by lipofectamine 2000 with pMIG (including green fluorescence
protein) as a control. Flow cytometry analysis showed that its transfected efficiency was 68.3%. Subsequently, we established the
stable cell strain by G418 selection which could produce virus. Its viral titer was up to 8.16x10” CFU/mL. This greatly facilitates
the further study of bovine induced pluripotent stem cells induced from bovine somatic cells by defined factors.
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Fig. 3 MSCV-sox2 virus titer detection. (A) The normal 3T3 Cell morphology. (B) The pie-like positive clones of infected 3T3 after
G418 selection for 2 weeks. (C) The other morphology of positive clones by Giemsa stain. Scale bars, 100 um (A) and 200 um (B, C).
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