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[ Abstract]Objective : To investigate whether miRNA-20b(miRNA-20b/miR-20b) may bind to the 3’ —untranslated region(3’-UTR)
of hypoxia inducible factor—1a (HIF-1a) mRNA to regulate the expression of HIF-1la. Methods ; Targetscan and miRanda softwares
were used to predict the presence or absence of miR-20b binding site in the HIF-1a 3’ =UTR region. The dual luciferase gene re—
porter assay system(pmiR—RB—Report™-HIF-1a) was constructed and identified. The ratios of dual luciferase activity were detected
in Hela cells 24 hours after mimics—miR—-20b(M) or NC-miR-20b(N) and recombinant plasmid (RP) co-transfection. This study
was divided into six groups: RP,RP+M,RP+N,P ,P+M and P+N groups. Results . There was a miR-20b binding site in the 3’ -=UTR of
HIF-1a mRNA. The double luciferase gene reporter vector containing HIF-1a 3’ ~UTR was successfully constructed. The dual lu—
ciferase activity was significantly lower in recombinant plasmid and mimics—miR—20b co—transfection group than in empty group (P=
0.022). Conclusion ; miR-20b can directly bind to HIF-1aw 3’ —=UTR region to regulate the expression of HIF-1a.
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Tab.1 Sequence of mimics and primers in the study

Sl BT (57-37)

Mimics-miR-20b [  CAAAGUGCUCAUAGUGCAGGUAG
T ACCUGCACUAUGAGCCACUUUGUU

NC-miR-20b E¥#f  UUCUCCGAACGUGUCACGUTT
T#H  ACGUGACACGUUCGGAGAATT

HIF-1a PCR it ATGCTTATATCTGGAAGGTATGTGG
519751 T AAAGAGCAAGGGAACGAAAA
B S AR FiF ATAAGAATGCGGCCGCTAAACTAT
41 T CCGCTCGAGCGG

1.2 7%k
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.
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Fig.1 Electropherogram of target PCR amplification (& 3B:RP+M,P=0.022), L3 2, RP+M vs. RP:P=0.005; RP+M

products of HIF-1 o 3’

plasmid by dual-enzyme cut

-UTR and identification of recombinant
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Fig.2 Sequencing results and homologous sequence comparison
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Fig.3 Structure diagram of pmiR-RB-ReportTM plasmid and effect of miR-20b on the luciferase activity of gene reporter system
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Tab.2 Results of dual-luciferase ratios ( hRLuc/Luc )

45 LU fE 45 L fE

RP 7.293 +0.260 P 7.020 +0.115
RP+N 7.359 £0.337 P+N 7.119 £ 0.336
RP+M 6.253 £+0.410 P+M 7.439 +0.725
FAE 18.570 FAE 0.662
PAd 0.003 PAd 0.550

VE P, JFORL; RP: B 4H J5K7 ;N NC—miR—20b; M : mimics—miR—20b ; £
AN 3 x 3 IRSEER Y « Al s

303 i
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mRNA 3’-UTR XZ54, 1l hRLuc FERIAYFRIL A<
SIS R FH RO R B RS R4, [WIRS B
HWNSIEE hLuc FIHREFHEA hRLuc , AT HAD
IR R G W T, B LU L8 bt
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TR R AR, SR IR B 7= | IERT
1 F AL LU AR HIFs K= Az 254 fl
B AR S A I, IR AN ) A 2R AN B3 i
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R 255, FFIE ] miR—20b 1] ) BT 432 40 1] 25 4 %)
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