+ 1098 - EfrhREFLF204EF5 A% 35 5% 98 Int] Lab Med,May 2014, Vol. 35,No. 9

- BRRBRFRLE -
XIAP BEE S EBER A ARTHEBEHENWERFTEST

¥ TFL.ESZEVEREA, kK AR
(BFREHXRFE—WBER.L. ABSH;2. mEFI;3. MEA.THE % 210029 )

W OE.H HAFAXE4ATHHAEGRXIAP) A B 3' 383 K (3'UTR) % 58 £ 83 & R4k, 247 T A XIAP
A B &k 6 RNA(mIRNA), A& KRB RS #4 R 2 (PCROAA cDNA ¥+ 47 3% XIAP-3'UTR A 7. 3 XN & % & Bk & H K
pGL3-Ctrl, 3 4% % 41 .4k pGL3-Ctrl/XIAP; £ /] Target Scan 6. 2 24 FA M T 46 55 XIAP-3'UTR % 445 miRNA; ¥ pGL3-Ctrl/
XIAP €41 /i #5 Fv miRNA £ 4% AS49 min, Ml & XIAP-3'UTR Lk @mdh, R BWABBRMNFEL . RIMAET
XIAP-3'UTR 33 # % % £ 83 24 £ A F ; miRNA $efs 569 Fnl 8 7., XIAP % B 7T 4 2 miR-200b, miR-200c #= miR-429 # 4k
A #2473 5 miRNA mimic ctrl 28 )6 2% ,miR-200b, miR-200c #= miR-429 #& 9 % %1% pGL3-Ctrl/XIAP # 3% k£ 8 5 M, £ F H 4
it FEEL(P<0.05), Bt MAMET XIAP-3'UTR % % & Bk % 4k, B miR-200b, miR-200c o miR-429 T 2 # KAk & %
Ay E

EEAXEHATHANEGR: 3EBFR;

DOI:10. 3969/j. issn. 1673-4130. 2014. 09. 004

#o RNAs; %Rk E#HmE.mHE; &K
X EkARIRAS A XEHS:1673-4130(2014)09-1098-03

Construction of XIAP-3'UTR-luciferase reporter vector and its activity analysis”
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Abstract; Objective To construct the recombinant X-linked inhibitor of apoptosis protein(XIAP) gene 3" untranslational region
(3'UTR)-luciferase reporter vector,and analyze the microRNA (miRNA) which possibly regulate the expression of XIAP gene.
Methods Polymerase chain reaction (PCR) was employed to amplify XIAP-3' UTR sequences from human ¢DNA, in which
luciferase reporter vector pGL3-Ctrl was inserted,and the recombinant vector pGL3-Ctrl/XIAP was gained. Target Scan 6. 2 soft-
ware was adopted to predict the miRNA which possibly combined with the XIAP-3"UTR. pGL3-Ctrl/XIAP recombinant plasmids
Confirmed by
digestion and DNA sequencing, the XIAP-3" UTR-luciferase reporter recombinant was successfully constructed. Prediction of

miRNA target sites indicated that XIAP gene may be the target of miR-200b, miR-200c and miR-429. Compared with miRNA mim-

and the miRNA were co-transfected into A549 cells,and the XIAP-3'UTR-luciferase activity was measured. Results

ic ctrl group, miR-200b, miR-200c and miR-429 significantly reduced the luciferase activity of pGL3-Ctrl/XIAP with statistically
significant difference(P<C0. 05). Conclusion X IAP-3"UTR-luciferase reporter vector is successfully constructed. miR-200b, miR-
200c¢ and miR-429 can obviously decrease the luciferase activity.
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