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Abstract: In order to construct recombinant retroviral vector containing bovine K/ f4 gene cDNA
and get a stable virus producing cell strain, the primers with restriction enzyme sites were de-
signed and the ORF (open reading frame) sequence of bovine K/f4 gene was amplified by RT-
PCR from MDBK cells. Subsequently bovine K/ f4 gene cDNA was inserted into the restriction
sites of retroviral vector pMSCVneo to construt recombinant retroviral expression vector pMSCV-
KlIf4. The pMSCV- Klf4 was transfected into packaging cell line(PT67) by Lipofectamine™ 2000
to gain infectious retroviral particles which can be found under electron microscope. Then NIH
3T3 cells infected with infectious retroviral particles was used to test viral titer. The results
showed that the ORF sequence was highly homologous to the published sequence ( NM-
001105385). RNA from the recombinant retroviral vector pMSCV- Klf4 could be packaged into
infectious retroviral particles in PT67 cell line . Then we successfully got a stable virus producing

cell strain whose viral titer was up to 7. 16 X 10" CFU » mL"'. The recombinant retroviral vector
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pMSCV- Klf4 and the stable virus producing cell strain were gained in this study, which would be

helpful to the further work about bovine pluripotent stem cells induced by defined factors.
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Mapping of bovine KIf4 gene PCR product (a) and digested results of recombinant plasmid pT- KIf4(b)
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Fig. 2 The structure(a) and the digested results(b) of recombinant plasmid pMK
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a. The positive clones of PT67 cells by G418 selection for two weeks; b. The Scanning electron micrographs of recombinant
retroviral granule MSCV-KI1{4 (100 000X); c. The positive clones of infected NIH3T3 by G418 selection for 2 weeks. Scale

bars, 200 pm,(a, c)
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Fig. 3 The establishment of cell strain which can packages retrovirus granules
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