L) ,_

—

5 ik A4 ] D 3
PERERS RIS

ZHONGLIU FANGZHI YANJIU
Cancer Research on Prevention and Treatment

"L | HITIAE | | BWITIRTE | 2 3 i English

Jitgga B v AE T & 2011, Vol. 38 & Issue (12): 1363-1366 DOI: 10.3971/j.issn.1000-8578.2011.12.006
FE Al 5 BHHZ | FIHES | ETHE | mERR [ A4 #—#& | B5—& P [

MiR-1327E A& fE AN ZKYSE150 Hh ¥#E £ FIFOXAL Y H I 1E B
gl mEsE2, k2, A2, paEl, s
1. 050051 A5, JdCEERK2ES BE G AR, 2. At B s B Be iRl 3. A EERF K 2E 5 B e B}
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FOXALIATEVE- o« J7iAR i miR- 1327 5148 3L K2 ) 4 T S 3 | R 377410, LAECO70641 fu Sk (R Z4IDNAA Bt , 4~ S SR
WA miR- 132714751, T #|pMD18-T Simplerf, ZBamH | FEcoR I #H)jm 1 5¢ 2 i ki pcDNA3. 1(+) F; ik AR
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DRI 23 BT miR- L3256 HEJE I FOXAL I 45 1 - KfpCDNAS3. 1-miR- 1323 i i 4% e N S ANl KYSEL50, ik
Western blotfJllmiR- 1324 FOXALZE (1 21k MM, 45 LI HIEE T miR- 13220 #1454/, Real-time PCRIGIF# RES
IpCDNA3.1-miR- 1327:KYSE1504 Jitl 1 fie i 1 & M ik emiR-132. A4 (5 B A TRINFOXAL T fig &miR- 1321 ik
DHlo 6 e 22 R 25 LR AT I mIR- 132685 15 FI T'FOXALII3’ UTR. Western blotilf— i 5zmiR- 132540
WIEPEFOXALEE AR IL . 45BFOXALEmIR- 132 1 845 AN FE .

Jefti . KYSE150 miR-132 FOXA1

Abstract: ObjectiveTo construct an eukaryotic expression vector of miR-132 and FOXA1, to verify the

regulation effect of miR-132 on the target gene FOXAL in human esophageal carcinoma cell KYSE150.
MethodsAccording to sequence of the mature miR-132 with its flank sequences, PCR primers were

designed and miR-132 precursor sequence was amplified from genomic DNA of EC9706 cell. PCR product
was cloned into pMD18-T Simple vector and then subcloned into pCDNA3.1(+) between BamH [ and EcoR I .
Human esophageal carcinoma cell line KYSE150 was transfected by pCDNA3.1(+) and pCDNA3.1-miR-
132,miR-132 were detected by real-time PCR. FOXA1 was predicted by using bioinformatics. The 3' UTR

of candidate target gene FOXA1 was cloned into the downstream of pMIR vector,mutation expression
vector pMIR-FOXA1-Mut was also constructed. Co-transfection of both vectors were performed in
KYSE150 cells and dual-luciferase reporter assay was analyzed. Western blot was used to detect the
expression of FOXAL protein in KYSE150 cell line transfected with pCDNA3.1(+)-miR-132 and pCDNA3.1

(+) respectively. ResultsThe miR-132 expression vector has been constructed successfully and it can
effectively express mature miR-132 in esophageal carcinoma cell KYSE150. FOXA1l was selected as a
candidate of target genes which has 7 base pairs completely matched to miR-132 in the 3’ UTR seed
region. Recombined vector pMIR-FOXA1 fused FOXA1 3’ UTR and mutation expression vector pMIR-FOXA1-
Mut were constructed. Dual-luciferase reporter assay showed that the luciferase activity decreased

in the group co-transfected with pCDNA3.1(+)-miR-132 and pMIR-FOXA1. Overexpression of exogenous
miR-132 in KYSE150 cell line can significantly suppress the expression of FOXAL protein.

ConclusionmiR-132 can suppress FOXA1 gene expression at the post-transcriptional level by targeting

to the specific sequence of FOXA1 gene 3’ UTR,FOXAL is a target gene of miR-132.
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