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Construction and Activity Identification of miRNA Expressing
Eukaryotic Vector of PRMT2
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Abstract: Objective To construct PRMT2 gene expressing eukaryotic miRNA recombiants,and to identify biologi-

cal activity of recombinat in breast cancer cell line MCF7 cells after transfection. =~ Methods According to sequence of
PRMT2gene ,the pre-miRNA was designed and synthesized, then cloned into the GFP reporter pcDNATM6. 2-GW/EmGFP-
miR, and transfected into MCF7 cell line. The integrity of inserted fragment sequence was tested through colony PCR and
sequence analysis , and the biological activity of recombinants was identified by detecting the interference efficiency of PM-
RT2 employing Western blotting. ~ Results  Sequences of insert fragment in four miRNA expressing recombinants proved
to be correct, and the expression of PRMT2 was inhibited after the recombinants transient transfection in MCF7 cells.

Conclusion The expressing eukaryotic miRNA recombinants of reporter pcDNATM6. 2-GW/EmGFP-miR of PRNT2 were

constructed successfully, and the biological activity is stable after transfecting MCF7 cells.
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Overh Antisense target Sense target
sequence miRNA sequence
I L1 " " 1
miRNA 5-TGCTGTCTTCATCCTGCCACGTGTCCGTTTTGGCCACTGACTGACGG

reverse complement of top strand

pre-miRNA
UG AG UUGGCC
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5699 bp AGH . UCAGUC
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El1 pcDNA™6.2-GW/EmGFPmiR &7 B
Fig.1 pcDNA™6.2-GW/EmGFPmiR plasmid map
# 1 pre-miRNA E%FEF 5]
Table 1 pre-miRNA oligo sequence
7 FFoI(5 -3")
miPRMT2-1F TGC TGT GGAAGTGGACGCTAAACCAGGTTTTGGCCACTGACTGACCTGGTTTAGTCCACTTCCA
miPRMT2-1R CCTGTGGAAGTGGACTAAACCAGGTCAGTCAGTGGCCAAAACCTGGTTTAGCGTCCACTTCCAC
miPRMT2-2F TGCTGTCTTCATCCTGCCACGTGTCCGTTTTGGCCACTGACTGACGGACACGTCAGGATGAAGA
miPRMT2-2R CCTGTCTTCATCCTGACGTGTCCGTCAGTCAGTGGCCAAAACGGACACGTGGCAGGATGAAGAC
miPRMT2-3F TGCTGATAGTGTGCACAGAAGAGACTGTTTTGGCCACTGACTGACAGTCTCTTGTGCACACTAT
miPRMT2-3R CCTGATAGTGTGCACAAGAGACTGTCAGTCAGTGGCCAAAACAGTCTCTTCTGTGCACACTATC
miPRMT24F TGCTGTGATGATGTCAGCAAAGCCGTGTTTTGGCCACTGACTGACACGGCTTTTGACATCATCA
miPRMT24R CCTGTGATGATGTCAAAAGCCGTGTCAGTCAGTGGCCAAAACACGGCTTTGCTGACATCATCAC
2.2 ERBEESER 2.3 PRMT2 EARIZKFHIENL
W7 PCR 734 A A B KR/ R 250 bp A2 4 PRMT2 JE[H i Western blot 258 IWLE 3, Filk

(DLEE 2)  BRARME LUK s 2 AF S USSR, B Y 2H A 1L, PRMT2 ZE H £ 3K K - 7E PRMT2-1
WIZAEY] pre-miRNA J B 0 1F 8 22 1) i A 21 2044 miPRMT2-2 \miPRMT2-3 \miPRMT24 55 4 /> 21 {&
W, T IE A AR P 5 A pre-miRNA R BE,  BE YL AR A7 Br B A%, Ho b miPRMT2-3 5 2 41 1Y
HARA R BEBRIE T8 52 4% WA R R A A K PRMT2 4K 1 235 7K SF A X S A%, 1Mii BA 2 control-
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