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(HE] BE258/: BT R PM/NRNA-486-5p (niR-486-5p) 7E 2 F g (1) e v ke i TR,
B A B R O b, AR 9T B A mi R-486-5p%f B 41tk SCCTI0 LI AE . T BT he J1 15
Wi, F5ik. fUFSE EEPCR (quantification real—time PCR, qRT-PCR) A&l B 40ALSGCTI01 7 B & -
FEAHIGES—1 " miR-486-5p 14k, H4%dmiR-486-5pid FIA TR, (8 FH AR T ARIERE I i U B s 40 ik SGCT7901,
QRT-PCRAG I % e 41 B Jim i R-486-5p 17 TA B, MEMEESE (MTT) 72 K 3t 2 40 AR SR 0 4 Bl 1) 438 40 R 1 T2 175900
Transwell/NS LR SLIGAG T 4NAL TR RE /). 455 : miR-486-5pfESGCTI0 141 FF FRIABH & R, SGC79014H
Wil 4% Hemi R-486-5pid FIA UKL f5 , miR-486-5pFRIAMIE LM, ANARIGHY. TR IR, W R, 7Y
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[Abstract] Background and purpose: MicroRNA-486-5p (miR-486-5p) has been demonstrated to play an
important role in many kinds of tumor, however, there are few reports about the relationship between miRNA-486-
5p in gastric carcinoma. This study was aimed to explore the effect of miR-486-5p on the proliferation, apoptosis
and migration abilities of the human gastric cancer cell line SGC7901. Methods: Quantitative real-time PCR (qRT-
PCR) analysis was performed to detect the expression of miR-486-5p in the SGC7901 and GES-1 cells, miR-486-
Sp over-expressing plasmid was constructed and transfected into the human gastric carcinoma cell line SGC7901
using Lipofectamine™2000. The expression of miR-486-5p of the transfected cells was measured by qRT-PCR, the
proliferation level of SGC7901 cells was detected by MTT method, the apoptosis rate of the cells was measured by flow
cytometry and the in vitro migration abilities of SGC7901 cells by transwell test. Results: The miR-486-5p expression
in SGC7901 cells was down-regulated compared with GES-1 cells. The expression of miR-486-5p in SGC7901 cells
that was transfected miR-486-5p over-expressing plasmid was obviously up-regulated. The proliferation and migration
abilities of SGC7901 cells were inhibited significantly, and the apoptosis rate of the cells increased. Conclusion: miR-
486-5p can effectively suppress the proliferation and in vitro migration abilities of SGC7901 cells, indicating that miR-
486-5p might be used as a target for molecular therapy of gastric cancer.
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JUE AR R B i 02 W RNR 7 S T 8K )t
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M/PRNA(microRNA, miRNA)Z TR &
Z RN EEIERISRNA, K421~25 nt,
TR T R, dE A B AR
SEME, RIE KO H A AL ZURR S R A
ENEHN, miRNART 5mRNA 37 JE§6 5% X
(3 untranslated region, 3’ UTR)H #pg54E,
M miRNA I mRNA 5 2 F X A 15 S mRN A
fife, N6 A OO I DU R R A R . — 4%
miRNA A P4 Z A, 1 — T mRNA A [A]
2280 miRNA B R, iimiRNA R 78 4 ]
WIE U 2 M2 IR IE R G, 25 4
A PR R R B AR A A BRI RE YT, 52
M A= Ay B A A At 2 . Y R I miRNASE [ £
BT o RAEW R B BB G AR i o7
AL, BIMmiRNATEMORE & 2E . RES R &
FEHREMVER, miRNAF R REIEIT Y
PO

f/INR-486—5p(miR-486-5p) & BT i/ & FH A
—FhmiRNA, NavonZs "' {iff FH %451 75 ¥:iF 52
miR-486-5p7ERMRE . S5 . e . i
WREE . DPERE . AUSARIE . SAUmRIRIRY
T, Wang " BFSE K BmiR-486-5p7Eifi
HAPRIE T W, RIFLEUE L miR-486-5pif

SR FARHGAPS & AE VR . Meess ©
% Plhas—miR-486-5pFl i I T4 ik 9 10 12 J %
PIAHE . HATE T miR-486-5p7E B i ST
D AHIEGEE SR I R 20 R RN A
F M P miR-486-5pHy ik, SRS MHFHAE Bk
PR miR-486-5p i) F ik BRI 41 i bk
SGC7901, iHSGC790141 M N miR-486-5pH) 3
ik, #RITmiR-486-5pXfSGCT7901 4 a5 . 4
T MR s

U BERAA

1.1 YRR L

B MR SGCT790 11 T 2 - 4y
A, BAE E A GES- 1 & K ER K
F BB B miR-486-5p i) Kk kL
(GV214-miR)il1 BEHFHAFME . S, &
JmiR-486-5p R {47 51 - 7E Wit 15 71 BamH 1T /
HindIIFEYINL S, #HAGV214Z 507 5, [F]
IR BRL(GV214-NC, 1) .
1.2 EZEKF

RPMI-1640355 58 | FrAENG 4 NG . 0.25%
[ AR IR F Hyclone/A 7], Lipofectamine' 2000
) H InvitrogenZy /), SIRNAFEHGAT | i fh 5%
G SRS i PCRISHI &I A F AW
TRKE)AIRAF, 26LHEEPCRTIYIH
I B A FRA RIS L, MTTIA F Promega
NI Transweth%ﬂ’@]ﬁCorning&ﬁ] , Annexin
V —FITC/PTRL S 240 A 8 1 s 550 0 0 19 e e
JIEAEY A H,
1.3 HREEESE

SGC7901 41 I LA 109% i 2 1L 75 FY RPMI-
164055 - HLAE37 C . COME BN 5% 1 557
FETPE LR, RE2~3 dH10.25% 1) AR B
1. A4, OO B A i 1555

F 1 miRNA-486-5p/F 5l R HENCHIF 5
Tab.1 The miRNA-486-5p sequence and related NC sequence

Name Sequence

miRNA-486-5p sequence

Sense: TGGGATCCATGAGGAAGGGACATGAAGA

Antisense: ACCGAAGCTTAAAAAAGCTCGGTCCCAGAGTCAG

NC sequence

Sense: UUCUCCGAACGUGUCACGUTT

Antisense: ACGUGACACGUUCGGAGAATT
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1.4 SHEZPCR(quantification real-time
PCR, gqRT-PCR)#&iMlIGES-1., SGC79014Hka
FimiR-486-5pAI & i&

WA AL F X RO KA PR A, %L
BERE . OfF TR IzZoliF B EUMRNA
1% 1A B i B 728 1 R e R VKR RN A ) S8 2 1
AT WL A3 FE TS I RN A B 211 B R
@l it SR G 7 SRAS B DNA, | A
WTF: 70 °C 10 min. ¥K&B2 min., 42 C 60 min .
70 °C 10 min; @qRT-PCRIZ M SHEE: 95 C
20s; 95°CSs, 60 °C20s, 72 °C 5s, 4071
W, BAFEMBE AT, BRR R ER
3K @EIESHT miR—486-5pAHRT A 7K H
27 SR AL (CTE S B bR 4 7 4T 8%
S {F T 22 I RT3 ED) . NS UGKEIAL
1.5 miR-486-5pid 3 iX 5T I B# B &
SGC79014HAf

HOWBUE KA1 x 1030 TefLHR
B T37 T COMBUTEN 5% 0 55 7246 vh 45
TR ETO% )T, FAIf o R34 sl
RPMI-1640353541 . GV214-NCJFki 5 YL |
GV214-miRid Rk R L Yo 2, b5 9% 3L
WM . TR RPMI 164085 3% 3 (4 1L
1 mL), E*ﬁ&%y&ﬁtﬁﬂLipofectamineTMZ()OOﬁj\jnﬂJ
JH100 pL PRMI 1640855 7 5H0 B I, LA (ng)
BRI (WL)=1 & 209 FLBiIlR 2 J5 # E 30 min,
B IMAFF R SRIRS], BigR6 higd h & 58 a8k
FREE, A8 WEWEAMEIE T T — 04T,

1.6 qRT-PCR# LA AmMIR-486-5pF &

EEULAR W WA A Ll A, oA 3R (R
1.4,

1.7 BEMTE(MTT)LE @ik N4 RaiEsE

BOGHUAE R WIa0i, AFL1 x 1081 T96
2, 34l SEXTIRAL . GV214-NCEkL
YL MIGV214-miRad Rk FRifE gedd, R4
WS AL, W R BN HEET0ON A, J5
WL lEE gy, ikl L, 524, 4872 Wikl
Y, BN WHEIHREEFRE,
FLIIAMTT(S mg/mL)20 w L, #kZedisE4 b3
Rigedk, AFLINA ZHEE(DMS0)200 p L,

R e FE% 10 min, 45 S, B
490 nmiE K AE BRI i 4 LIRS BE (A) M,
SRJE VAN TR R AR AR, AfE A AR bR il A Rt
R, TR AN AE I £k
1.8 Annexin V —FITC/PIX % #6028 B A T

YR 5 2H SR Y IRl ET, T % k48 his 4
WAEMMIL x 10°4, F%Annexin V -FITC/PIX
Y A i 9 T3] i U B A5 A A A A A
30 minPN AR AN B AR I 4B TR . SEE
23K,
1.9 Transwel/NEEFE LI

Y48 hig, FHAN S I 08 57 L] 4
S R, KA R L 2.5 % 10
N/mL, H400 pLfill ATranswell 5, 78R =
BI24FLH N IITA600 p L7520% FBSHYRPMI-1640
Rigedt, WHE R4 hE, BUB/INVE, A
X LEAM, PBSZE MR PE3IRE, H-20 CHil
1 H B[ G2 M9 10 min, SRS WO HIEE, PBS
PE3 G AT, T0.019%%45 4844 (4,30 min,
AT EHFART AR NS BERED T F
BT, FFREPLEEIR E . R AL A
() S/ AHE, THECEEE AL, FFRFME, L
2 IR0 4 % H AR 26 SGC790 1 41 M B IR A 3T 75
feti.
1.10 SGit=4bE

SEISRE Dhxts TR, SCH0 T AT BOHE Rt
K HSPSS 18.048 1 3 B #1447 B I 3 T 22
AT LA IR 22 5%, P<0.05S N E S A G

2 4 B

2.1 miR-486-5p7#ESGC7901, GES-14Hparh
HIRIE

miR-486-5p 5 U641 i 2% 14 A 76 S 760 iy
2, WA R g B R —, RS
Wi S VELf, qRT-PCRZS SRR, 40Hrah i i
7, SGES-141/1(1.06 + 0.19)4H 1, miR-486-
SpTESGCT01 Al rh Y ik 1 0.48 £ 0.12, 22
SAG IR L (P<0.05, E1),
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Fig. 1 The relative expression of miR-486-5p of GES-1 and
SGC7901 cells
*: Compared with GES-1 cells, P<0.05.

2.2 GV214-miRHiEE L AAmMiR-486-5pF
ERE HiE

R miR-486-5PFK A (1.02 £ 0.11)
FHEE, GV214-miR TR % Y4 4] FmiR-486-5p
FAXT F ik M 8.45 + 0.42(P<0.05), GV214-
NCJF R YL 2 FmiR-486-5Sp kI XT £k & N
1.09 + 0.07(P>0.05), 45 R4E/RSGCT901 4 %
PLGV214-miR AL T i 48 HmiR-486-5p ) 3
ik, UESEHAT DIAE A0S miR-486-5p I BE AT
RARPR(#2).
2.3 miR-486-5pXt 4l AL A HE 1 IR

iR BN, S AMNEAME, GV214-
mi R B0 ORL 5% JL 41 4 M 15 58/ ) B W R AR
(P<0.05), 1% 4«GV214-NC 5k 2H ) G B i A48
fk(P>0.05, [E3),

Fig.2 The relative expression of miR-486-5p of SGC7901 cells
in various groups
A: Blank control group; B: GV214-NC transfection group;

C: GV214-miR transfection group; *: Compared with other two
groups, P<0.05.
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Fig.3 MTT assays showed the cell proliferation abilities of
SGC7901 cells in various groups

A: Blank control group; B: GV214-NC transfection group; C:
GV214-miR transfection group.

2.4 miR-486-5pXT £A A A T- B2
IR, GV214—miR 5k 5% Yy 2H 28
PR [ (15.422.1)% ] W85 T 25 AR R4
[42+1.1)% ] FMIGV214-NC [ (5.3 £1.2)% ] Ji
REE YL (P<0.05), 125 X BRI FIGV214-NC
R Yl 22 R IR R L (P>0.05, El4).
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Fig. 4 Apoptosis rates of SGC7901 cells in various groups

A: Blank control group; B: GV214-NC transfection group; C: GV214-miR transfection group.
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2.5 miR-486-5pid RIZRMXITSGC790140 8 ALk, GV214-miRFURIFE Y42 (45.2 + 8.6)H WFE
RSMTR BE T2 fik(P<0.05), iz FAXTHRZH L GV214-NCTR %

523 (% BRZHSGCT790 1 40 it 1) 25 5% 40 it %
(108.6 + 9.3) L GV214-NCJF ki % YL £H(105.2 + 9.8)

YL ALY, (BIHZE AN A 2 S gt X
(P>0.05, 5),

(Crystal violet staining, x400)
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Fig. 5 In vitro migration abilities of SGC7901 cells in various groups

A: Blank control group; B: GV214-NC transfection group; C:GV214-miR transfection group; *: Compared with other two groups, P<0.05.

miRNA 5 88 1) 56 72 02 H i b F 5 4035
R HGT 22—, K iiF 5T 2 W R 1 2R IE
HA T miRNARIKIEAER R 2ZT, xR
FIAMmiRNAE o T TR RE S
e i &R R R AR A T R . X T
IR AE o v S Rk I miRN A, 5T
SR T A FH A A5 R o) B G AE R AL . B
583 X mi RN A Y90 10 457 FR A6 S e 35 o B
N T A B pre—miRNAFE YL 21 it LA 24 1E AR ik
A miRNA K Sz SCHR T30 6 E 98 I miRNASE H
RUWFIE AT, R IR (R 6 BRR 88 T8 Y
YIS, 7B S i i 32 DR 3R T T U B R
T

I AE A miRNATE B 98 A B 98 40 7 32 31 G
T, HOphORR 0 B Sk s R 4R 7 O B R SR
LT A . 7R B, ok
1) 5 R miRNARE LI, HrphimiRNA
A/ A LA 20020 BB . Bl inWada
2 Uil R DB Fr R0 T 24 B A &
FmiRNA K AR 4H R HEK -293 T miRNA &
kT, IFLE A S E B PCRIESEmiR-2127E 24
BN R N EE T, 058 % BlmiR-
21238 34 B 44 FIMECP2(methyl-CpG-binding
protein)Z 5 BRI & A FE . Xu%E W WS R B
miR-3357F B AL S A N BT,
FHmiR-335A] #1 i axk 3R 3 R4 Y% 7 9 40 M Ak
SGC79013 5 S i #1258, HEtHt B K 52
WESEmiR-33538 & FLHEEAE A T Bel-w M R R
H 1(specificity protein 1, SP1)A&4FHEAEH
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REAERF 9T %], miR-486-5p 5 £ i
B RREYIMSE, Oh%g: 0 JRiE miR-486-
SpAE B i Pl OLEMA 63k, I & $54m
FEVEH . H AT T miR-486-5p7E & 8 H A B
GERD, BATTE el HqRT-PCRIESE 5 % 241 i
¥RSGC7901 'Zi:‘miR—486—5p%§iiEﬁﬁ_Fi}§J , Nk
— i ¥ miR-486-5pfE B h EH , Abf
FE M HmiR-486-5pidt &35 Bk FE 4+ SGC7901 4
fitn, #Yjs HERIAMH S IH . MTTHITranswell
INE TR LI UESS, miRNA-486-5pAEH
SGC7901 41 L (34 5 FE RS, it =X Al I AR UE 52
miRNA-486-5p i e dE A0 1~ 28 L pridk,
miR-486-5pfE B g kA . KR f 2
YEH.

AHFFELERAESE, miR-486-5p7E 5 i 40 il
PR RN T, IS5 A
WM aE R, (I EARERPLE WA, T
— L FRATTRE AT FH 2 W45 B2 HOR T 00 5 30 Tk H:
e B VR R AR
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