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Construction of eukaryotic expression vector of pre-miR-15a and its inhibitory effect
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B TOL BB T WAk IOt FRIK RT-PCR /R 2 41 Bel-2 mRNA KA 22 5 J0 R EE (P > 0. 05) 5 MR SRRSOtk R
pre-miR-15a ZH ) Bel-2 2 193K 1 402 110 BRI 1ok Bk 4 2 B AIR (P < 0. 05) 5 & Wy i 4E Y4 578 pre-miR-15a 41
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on Raji cells proliferation
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Abstract; Objective To construct an eukaryotic expression vector of pre-miR-15a, and to investigate the
inhibitory effect of pre-miR-15a to Raji cells. Methods The pGCSIL-GFP vector encoding pre-miR-15a nucle-
otides was transfected into the bacterial competent cells, and then confirmed by PCR and sequencing analysis.
The identified vector was transfected into Raji cells with oligofectamine 2000. The cells were divided into 3
groups, blank, negative control and pre-miR-15a group. Semi-quantitative RT-PCR was used to detect the
expression of Bel-2 mRNA | and immunofluorescence indirect for Bel-2 protein expression. The growth of Raji
cells was assayed by trypan blue dye exclusion method. Results PCR and sequences analysis indicated that
the recombinant clones was identical with target sequences. Many green fluorescent cells were observed under
fluorescent microscopy. The levels of Bel-2 mRNA at every group had no obviously difference. Bel-2 protein
expression was obviously decreased at pre-miR-15a group compared with the other groups. Trypan blue dye ex-
clusion method showed the cell growth was inhibited at 48 h and 72 h post-transfection. Conclusion We suc-
cessfully construct the eukaryotic expression vector of pre-miR-15a, and it can inhibit the growth of Raji cells.
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dsDNA oligo {1 I 9L 3% 45 R A BR 2 @) & %, Tag polymer-
ase “fj TaKaRa 2\ %) 7= i, Age 1 .EcoR T T, DNA ligase buffer
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1.2.1 3 EHMAFB M\ “The miRNA Registry” £4 & ( ht-
tp://microrna. sanger. ac. uk/) F13k 154 pre-miR-15a /341 ( CCTT-
GGAGTAAAGTAGCAGCACATAATGGTTTGTGGATTTTGAAAAG-
GTGCAGGCCATATTGTGCTGCCTCAAAAATACAAG ), % i+ H
{9 FF 51 3% 153 1+ BE ( PGCSIL-GFP-pre-miR-15a-1 ; CGGGTACCG-
GTCCTTGGAGTAAAGTAGCAGCACATAATGGTTTGTGGATTTTG
-AAAAGGTGC; PGCSIL-GFP-pre-miR-15a-2 : CCGGAATTCCTTG-
TATTTTTGAGGCAGCACAATATGGCCTGCACCTTTTCAAAATC-
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BB I B 40 4 A T 96 FLES TR M b, H2 IR k4B
BESEAT R YL, 4y ) 24 .48 72 h AR 40, W R & W ik
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ZE L 5 pre-miR-15a J7 51—,
2.4 R R AR

e 24 b (40 HE BB SO0 BB TR, 1T WLk 4y
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mRNA/B-actin {565 BEAE A9 LUAE , R M4 ZHAR XS F . &401t
ZEOHT AR 22 5 RS L (P >0.05) , W] miR-15a
ANFEAR Bel-2 mRNA 177 2 3 il HE B

M 1 2 3

600 bp—
400 bp—

200 bp—
100 bp—

«—B-actin 592 bp

<—Bcl-2 212 bp

M:DNA #7851 2 & AT RB4E;2 . FA ST IR i 4540 ;3 ; pre-miR-15a 48
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