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Abstract: In order to investigate the targeting relationship between miR -200b related to yak reproduction and vascular
endothelial growth factor A (VEGFA) gene, miRanda and Targetscan were used to predict the possible binding site between miR -
200b and VEGFA in yak. The wild—type and mutant dual-luciferase vectors of VEGFA 3"UTR region was constructed. The mutant
plasmid pGL3-Promoter—mut VEGFA of the target gene was constructed by using the mutant sequence of the target gene and the
target seed sequence of the target miRNA. Then the co-transfection experiment of the target miRNA mimic and the recombinant
plasmid was carried out. The results showed that the predicted binding site between miR—-200b and the 3'UTR region of VEGFA
gene existed. After PCR amplification and sequencing, the results showed that the wild-type and mutant vectors of VEGFA 3'UTR
region were successfully constructed. The double luciferase activity of co—transfected VEGFA wild—type vector and miR-200b mimic
was significantly lower than that of the control group (P<0.01), while the double luciferase activity of co—transfected VEGFA mutant
vector and miR—200b mimic was not significantly different from that of the control group (P>0.05). These results indicated that the
3'UTR region of VEGFA gene could bind to miR-200b and inhibit dual luciferase activity, which verified that VEGFA was a target
gene of miR-200b.
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