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miRNA-486-5p 3 & 5 £ il SGC7901 &1 NRP2 ik B 2% i

wipk F G RE L FRLER(L BENEFR WBER HAAF, LR BM 256603; 2. EMEFR &
B NAP R FHAE, DR KM 256603)

(4 ZE] 8@ FIHLE miRNA486-5p 76 A B SGC7901 Ay HLEL A Jz Higkih. 7 &« RAVEWE B2 HR B
I miRNA-486-5p FIVEFHH A, A HE miRNA-486-5p 1 ik Fiki( GV214-miR )IFFE YA SGC7901 41 fiE( SGC7901-miR ), LA%s
ki Y SGCT901 41 L ( SGC7901-miR-NC ) Jg BH ¥ %t FE, L SGC7901 4 i > 78 H %} B, Real-time PCR 5 I %% Y 41 Jf o
miRNA-486-5p b HABIL A 247 B4 1 2 neuropilin2 , NRP2 )mRNA i35, Western blotting %l NRP2 (/)36 1k , W36 & il
SZISIE miRNA-486-5p X NRP2 KPR ROVHEENLE . 48 & : £/ W15 BT, ve 3 5 B 98 A W24 47 B UM 56 1 NRP2 1
i miRNA-486-5p ML . 525 HAIAH L, GV214-miR 5 U5 1) SGC7901 4l miRNA486-5p ik 2% L (8.21 +1.18)
vs(1.02 +0.26 ),P <0.01 ], NRP2 mRNA ik TEHH 228 k( P >0.05), 1 NRP2 £ iAW R F [ (0.36 £0.06) vs
(0.76 £0.05),P <0.05 ], WG ZE S IAFS: miRNA-486-5p T 5 NRP2 mRNA 3’-UTR EH:454 , W R FEXT NRP2 )5
BIRAImEIVE N . 4 4 :miRNA-486-5p 76 B 41HE SGCT901 il B H:/E T NRP2 mRNA 3'UTR, i #0335 .
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Effect of miRNA-486-5p on expression of NRP2 in gastric carcinoma SGC7901
cells

Lian Haifeng1 , Li Ming1 , Liu Chengxia] , Li Kun', Li Dan’( 1. Department of Gastroenterology, Affiliated Hospital of
Binzhou Medical College, Binzhou 256603, Shandong, China; 2. Department of Internal Medicine Nursing, School of
Nursing, Binzhou Medical College, Binzhou 256603, Shandong, China )

[ Abstract ] Objective: To predict and identify the target genes of microRNA-486-5p ( miRNA-486-5p ) in human gas-
tric cancer SGC7901 cells. Methods: Possible target genes of miRNA-486-5p were predicted by bioinformatics techniques
and accordingly miRNA-486-5p over-expressing plasmid ( GV214-miR ) against the identified target gene, neuropilin-2
( NRP-2 ) was constructed. SGC7901 cells were transfected with a control miRNA and an NRP-2-specific miRNA-486-5p.
In the transfectants and non-transfected control cells, miRNA-486-5p and NRP-2 mRNA levels and NRP-2 protein levels
were analyzed by real-time PCR and Western blotting respectively, and the NRP-2 promoter activity was evaluated by a
dual luciferase reporter assay. Results: The expression of miRNA-486-5p in miRNA-486-5p-transfected SGC7901 cells
( SGC7901-miR cells ) was significantly up-regulated compared with that in the control group ( 8.21 £1.18 »s 1.02 +
0.26, P<0.01 ). No significant difference in NRP2 mRNA abundance was observed ( P >0.05 ). However, the NRP2
protein level was significantly reduced in SGC7901-miR cells ( 0.36 £0.06 ) as compared with SGC7901 cells transfected
with the control plasmid (0.76 £0.05, P <0.05 ). Dual luciferase reporter assay demonstrated that miRNA-486-5p di-
rectly targeted the 3 -untranslated region ( UTR ) of the NRP2 gene, resulting in inhibition of the post-transcriptional
translation of NRP2. Conclusion: Sequence-specific miRNA-486-5p may suppress the expression of NRP2 at the protein
level in human gastric cancer cells by binding to NRP2 mRNA 3’ UTR directly.
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Fig.1 Construction of GV214-miR plasmid
A: GV214-miR vector; B: pmirGLO vector
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Tab. 1 Sequences of primers

Primer Sequence

miRNA-486-5pSense 5'-TCCTGCACTGAGCTGCCCCGAG-3’
Antisense 5'-TGGCAGTGTCTTAGCTGGTTGTT-3’
ue6 Sense 5'-GCAGGGGCCATGCTAATCTTC-3’
Antisense 5'-CGCTTCACGAATTTGCGTGTCAT-3'
NRP2 Sense 5'-CGGATTGCTAATGAACAGA-3’
Antisense 5'-TTGGCTTGAAATACCTTGTGG-3’

Sense 5'-GTGGGGCGCCCCAGGCACCA-3'

B-actin

Antisense 5'-CTTCCTTAATGTCACGCACGATTTC-3’
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B2 GV214-miR FHEE SGC 7901
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Fig.2 Expression of GFP in SGC 7901 cells
after transfection of GV214-miR plasmid( x200 )
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Fig.3 Expression of miRNA-486-5p and NRP2
mRNA in SGC7901-miR cells
** P <0.01 vs blank group
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Western blotting 53 7~ , 525 A X BEZH( 0. 36
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Fig.4 Expression of NRP2 protein in SGC7901 cells
after transfection of GV214-miR
1: SGC7901-miR group; 2: SGC7901-NC group; 3: Blank group
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