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Construction of adenovirus vector expressing SDF-1/RUNXI1 and detection of viral titre”
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Abstract: Objective To construct SDF1/RUNXI1 fusion protein adenovirus vector, and to assay its titre,in order to lay the
groundwork for researching the oriented recruitment of hematopoietic stem cells influenced by mesenchymal stem cells mediated by
SDF1/RUNXI fusion protein. Methods We synthesized SDF-1-(GlySer) 3-RUNXI1 gene fragment with restriction enzyme cutting
sites of Xhol and EcoRI at both ends, and sequenced the SDF-1-(GlySer) 3-RUNX1 gene fragment. We constructed pAD-SDF-1-
(GlySer) 3-RUNXI1-IRES-GFP adenovirus vector by molecular cloning, transfected this adenovirus vector into 293A cell strain for
packing,and assayed virus titre using immunization. Results We synthesized SDF-1-(GlySer) 3-RUNXI1 gene fragment successful-
ly.and it was about 3000bp. This right gene fragment was joined to pIRES2-EGFP vector. that composed GFP coexpression plasmid
with SDF-1-(GlySer) 3-RUNXI1 gene fragment, called plasmid B. Taking plasmid B as template, SDF-1-(GlySer) 3-RUNXI1-IRES-
EGFP fragment with attBl and attB2 was amplified. It was about 4300bp. We used BP recombination system to recombine SDF-1-
(GlySer) 3-RUNXI1-IRES-EGFP fragment with pDONR221 vector, called plasmid C. The pAD-SDF-1-(GlySer) 3-RUNXI1-IRES -
GFP adenovirus vector was constructed successfully using LR recombination system. Its titre was 1. 03X 10" ifu/mL. Conclusion
We constructed SDF1/RUNXI1 fusion protein adenovirus vector successfully. And it has high virus titre. So,we had a big advantage
of continuing our experiment.
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