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Abstract

AIM: To predict and identify the possible mi-
croRNAs (miRNAs) involved in regulating neu-
ropilin-2 (NRP2) in colorectal carcinoma.

METHODS: Bioinformatic technique was used
to predict the possible miRNAs which might
participate in regulating NRP2. miR-486-5p,
which is most possibly involved in regulating
NRP2, was selected for further study. A miR-
486-5p over-expressing plasmid was constructed
and transfected into the human colorectal carci-
noma cell line SW620 using Lipofectamine 2000.
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The expression of miR-486-5p in transfected
cells was measured by quantitative real-time
PCR (qRT-PCR). Western blot was conducted to
detect the expression of NRP2 protein, and miR-
486-5p targeting NRP2 3'UTR was verified by
dual luciferase reporter assay.

RESULTS: Twenty-five possible NRP2-regulat-
ing miRNAs were predicted using bioinformatic
software. By searching the literature, we chose
miR-486-5p for further study. The expression of
miR-486-5p in SW620 cells transfected with miR-
486-5p over-expressing plasmid was obviously
up-regulated. Western blot analysis revealed
that miR-486-5p reduced the expression level of
NRP2. Dual luciferase reporter assay demon-
strated that miR-486-5p could directly target the
NRP2 3'UTR.

CONCLUSION: miR-486-5p is involved in the
post-transcriptional regulation of NRP2 by bind-
ing to the NRP2 3'UTR and interfering the nor-
mal translation of NRP2.

© 2014 Baishideng Publishing Group Co., Limited. All
rights reserved.
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wS miRNA Position of NRP2 3'UTR Context score
1 has-miR-4433 79-86 99
2 has—-miR-876-5p 85-92 99
3 has-miR-3167 85-92 98
4 has—-miR-371-5p 107-114 98
B has-miR-216b 112-119 97
6 has—-miR-571 76-82 90
7 has-miR-4298 53-59 88
8 has—-miR-1302 53-59 86
9 has—-miR-4768-3p 80-86 85
10 has—-miR-3913-3p 50-56 84
11 has—-miR-3145-3p 100-106 82
12 has—-miR-486-5p 30-36 81
13 has—-miR-4459 80-86 79
14 has—-miR-371b-5p 108-114 78
15 has—miR-452 63-69 75
16 has—-miR-1290 86-92 73
17 has—-miR-1255a 72-78 69
18 has—-miR-4676-3p 32-38 68
19 has—-miR-216a 113-119 68
20 has—-miR-622 43-49 67
21 has—miR-1255b 72-78 66
22 has-miR-339-5p 32-38 59
23 has-miR-140-3p 26-32 50
24 has—-miR-4760-5p 59-65 50
25 has-miR-1267 - Too close to ORP
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PEy, AR I miR-486-5pfF 4 H ) miRN A
HFFEA . miRNA-486-5pfE L4 45 1 e 1
P IR 22 A g v 30 TR R, O 5 Rk e g A
B YA <. A miRanda(v1.9)% A4 FiMmiR-
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b Ak R YL 2H g B SR A R BTG I TG XL
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1.2.5 Western blot#it] & 28 28 BANRP2%& & 69 &
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Pi, 1 5000935t AGAPDH¥.Ji)4 CEf AL,
VeI S I £ BT IgG/HRP —Hi(1 & 2000)% i
7 E 1 h, BEERALE R GIR(ECL) 2515 2 8 (1 B
1457, LA Tanon {43 BT 4% 5 2K FEAH.

1.2.6 W3 5 & 8 92 3 BON B4 K340 i 32
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3 [FRRIEES48 hiGSW620/AANRP2EBIIRIA. A:
GV214-miR Gk 4H; B: GV214—NCJFThiZH; C: 23 FIRIHZ.
NRP2: #iEFEE 2.

i 355 F5 5 00 N o i DR 4 i SRR v, AL
N K GG ZR AT I 22 PP 100 pL, 59641
RN 2 Dy REBE AR NI 2 RLU(relative light
unit), R0 5E RS I B 50 2 Bk I AR
W, FAEIERLU. FHRE K ' 2 a0 E 73 2]
(IR L UAE 3 DA ¢ 0 22 I 5 19 2 IR LUAH,
A Ay 2 2R R M PRI AF X .

St SEK O Dimean + SDEE IR,
DRI 22 77 22 43 A L e 45 AL ) 22 e, S2 360 T 1 204
BURLER FHSPSS19.048 vk 43 i 1 4143 47, P<0.054
At EEX.

2 R

2.1 qQRT-PCRA& M| 4% 4 4m f.miRN A-486-5p 3 &
miR-486-5p KUY $4 [ 235 4y PRI STY fHh 2%, %%
fiff it 2% 2 P0G HLVR AR XY —, RIS W0RE ek
Uf, qQRT-PCRES Fn[4E. /3 Hr 45 R BoR: GV214-
miR TR Y2 rPmiRNA LB B, AR E
R RN 20 AR G2 (1) 815 (P<0.05), %
YLGV214-NCFTRLH TG B AR (P>0.05)(1512).
2.2 miRNA-486-5p*NRP2% & & ik 4% R
Western blot7} 145 3 i, #2040 i B-actin [
FeAT S5 SR FE AL, (HNRP24% 7 5 1 47 W (g 22
S5 X071 £0.04) M L, #UGV214-
miR K2 (0.36+0.06)NRP2E LI & Fif
(P<0.05), ¥ 4G V214-NCJiki41(0.65+£0.07)
WIITEBA 5t 22 7 (P>0.05)(£13).
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prEE s B NRP2{{ImiRNA, JE5iE Ho NR P25 5 1 1)
Foit AR ER A B ¢ FIHLA.
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EIMM. PITA), 7 #TmiRNA [/ 51 sl 4 5L K
2.3 IR FAH I 0 THITImiR-486-5p/ET  RNA UTR 741, LB A 2
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3 Wik I 2 RS SCR, R U R
CROAILAREH I BIEIR L~ RER 5 8 temi RN A SRR, 35— FIAT 65250
PR BT PITRGEITHRIE, U7 e ra0iE™, ABFI 56 68 TargetScanti P
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e AR VE 2 AR B AE MR L, U miRNA-486-SpFeik W15 R, T4 N X 4l
M B ARSI T A, HERT W EATH 5 7 hR 54, Navon ! Vi I 41 77 :AE SE
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Rl RPN B2 A K B F(vascular endothe- g, WRENJR . OF L. BTSN . S AURHE
lial growth factor, VEGF)ZIRHFI L ZAK, &5 1k Fif. Oh% % M miRNA-486-5p7E & i
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FERBEVIAG, CauntE eSSt p A E  wge iy —, PR 1% FmiRN A-486-5p
YNRP2_ L5 VEGF-CEE A b 10245 IR % 1R B9
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[ 45 S b 2% 5 IR D IR IR 4, RS A 25 s 4N iS W620, {1 il Western blotd il Hx}
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. g e A tion. E Surg Oncol 2010; 36: 1180-1186 [PMID:
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