ERES 2013 %5 A% 42 5% 13 1447

- ie % -
Notchl miRNA FIRHGERINGELEE
B%EE. 75 h.xNEES
(BHERFHEF—WBEERSEIIH.ZHSH G 330006)
B E.BE % AMHZEXE Notchl # ) FHEBESZKR (MIRNA) FH AL, RA KRR RARRFOFHRAE., HE 4

sk & Notchl B B 4 %)% it 3 2 premiRNA 57, i@t T, # 8 %% £ pcDNA™ 6. 2-GW/EmGFP-miRNA & & # &k # & F
A B M A% L 2 Lipofectamine 2000 4% 34 £ H9c2 & MUAE 20 J , 92 % 4% F WL 45 & 38 % # 52 45 42 2 % . Western blot
Hoil 3 xR B b5 R R 42 55 Notchl #e W 48 #3 (NTICD) kA 49 %vh . SR /& & 9. Notchl F k5 7] & i 2 4E % 4
A, 3K R A HOc2 & LA 28 16 miRNA BEaT# £ 20 & /£ 80% £ 4 . Western blot 2 & miRNA6637 2+ Notchl F ik 2% &
KB, it RFIMEKRRA Notchl miRNA 69 &L FH R4, A Notchl 42 5@ 3% 20 s F ARG AL AT R LT T Ak,

KR Notch 25 @ % ;o FHhAZBZR; TR A E

doi:10. 3969/j. issn. 1671-8348. 2013. 13. 003 XRkPRIRAD : A XERS:1671-8348(2013)13-1447-03

Construction and function identification of Notchl miRNA recombinant eukaryotic expression vectors’
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(Department of Cardiac Surgery ,First Af filiated Hospital , Nanchang University , Nanchang, Jiangzxi 330006 ,China)
Abstract; Objective To construct and identify the microRNA(miRNA) eukaryotic expression vectors for Notchl,and to screen
the ideal miRNA eukaryotic expression vectors with most interference effect. Methods Three pairs of preemiRNA sequences for rat
Notchl were synthesized and inserted into pcDNA™ 6. 2-GW/ EmGFP-miR vector by T4 ligase for the construction of miRNA ex-
pression plasmid.which were confirmed by sequencing, then the recombinant miRNA vectors were transfected into H9¢c2 cells by
Lipofectamine 2000. The transfection efficiency was observed under the inverted fluorescence microscope. The interference effect of

miRNA on Notchl was evaluated by Western blot for N1ICD(Notchl intracellular domain). Results

miRNA eukaryotic expression vectors targeting Notchl possessed correct nucleotide sequence and read frame,and the express of the

Sequencing suggested that

green fluorescent protein was over 80% when the transient transfected H9¢2 cells observed under the inverted fluorescence micro-
scope. The results of Western blot showed that the sequence of miRNA 6637 could more effectively knockdown the expression level
of Notchl than the others. Conclusion miRNA eukaryotic expression vectors targeting Notchl are successfully constructed and the
effectively interference RNA is identified, which lay a foundation of the function study of Notchl signaling pathway in the cardiovas-
cular field.
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