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Construction of PDPKI 3'UTR dual luciferase reporter vector and targe-

ting verification with gga-miR-148a-5p
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Abstract: In this study, the PDPKI gene 3'UTR dual luciferase reporter vector was established, and the targeting re-
lationship between gga-miR-148a-5p and PDPKI was verified. Bioinformatics software was used to predict the binding site of
gga-miR-148a-5p and PDPKI. The 3"UTR sequence of PDPKI gene was amplified by PCR and cloned into PGL3-CMV-LUC-
MCS dual luciferase reporter vector. The gga-miR-148a-5p and negative control were cotransfected with wild-type gga-PDPKI-
WT-3"UTR dual luciferase reporter plasmid into 293T cells, and the luciferase activity of each group was detected by dual lu-
ciferase reporter system. Prediction results from Targetscan and miRbase databases showed that there were complementary
binding sites between gga-miR-148a-5p and the 3'UTR of PDPKI gene. The enzyme digestion and sequencing results showed
that the dual luciferase reporter vector was successfully constructed. The results of luciferase activity assay indicated that gga-
miR-148a-5p mimics could bind to the 3'UTR of PDPKI gene and inhibit luciferase activity. The gga-miR-148a-5p can bind
to PDPKI, and PDPKI is the target gene of gga-miR-148a-5p.
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Fig.1 Target site of complementary binding between gga-miR-148a-5p and 3'UTR of PDPKI gene
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Fig.2 Positive clone sequencing results of PGL3-CMV-LUC-gga-PDPK1 3'UTR( gga-miR-148a-5p) WT1
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Fig.3 Positive clone sequencing results of PGL3-CMV-LUC-gga-PDPKI1 3'UTR (gga-miR-148a-5p) WT2
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Fig.4 Positive clone sequencing results of PGL3-CMV-LUC-gga-PDPK1 3'UTR (gga-miR-148a-5p) WT2
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Fig.5 Comparison of luciferase activities in each group
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