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miR-1261F R iEF1 ADAM E E i Bt 33 B & SGC-7901 4 i
£MFIT AR IR EVL T

MM, MER, R, TRE, FE R, BERE,FE 2, FHM
(HMAENRERAEYIETF SERZHRESALHEE, 5K KE 130021)

[(# E] HB®: Hi50/D RNA-126 (miR-126) i £ MMEEBEEA S B EA9 (ADAMI)
DU B e A M A W AT e, OF B R AR AL . R . RS R 3R N B AR A b B g
SGC-7901 2 L Fn N IE % B Z6BE b 2 NGEC 28 e, $& HUZH il b 5 RNA, R S8 i) 980 % & PCR
(RT-qPCR) LK1 2 Fh 40 g o miR-126 A1 ADAM9 mRNA 5K ¥4k T 3504 K SGC-7901
40l 43 & miR-126 i F ik 4 (miR-126-OE 40 ) Al ADAMO 3 K Ut Bk 4 (ADAMO siRNA £1), LU
Lipofectamine™ 2000 &y #1443 73 % Y miR-126 #4804 (miR-126 mimics) FIFEE ADAMO B9 RNA Z£4#%
TFR , I 150 B AR Y T 6 PR . SR MEME i (MTT) 1 k6 I 4% 260 200 B 389 50 0% 1k, 440 O R 9 52 56
45 H AN IE R 2R, Transwell /N8 5256 K I 45 26 40 it %) 3 8 4 i B0 RiR 22 41 s 5%, Western blotting 7%
oz ) A5 L 20 B b E-ES 2R AR . NS5 3 RN R 2R 3R A 7K F . TargerScan W3k FUl miR-126 ff 8 5t
(R I 38 2o W 26 S 2 i 5 % P 92 56 56 3E miR-126 Fl ADAMO R # ] 42 6 &, R RT-qPCR & Al
Western blotting ¥ 4 I %% %% miR-126 mimics J§ SGC-7901 41 il  ADAMY9 mRNA Fl 8 A % ik K .
ZEB . RT-qPCRYEK, 5 A0F% B & F i NGEC 400 lbis, 8% SGC-7901 41 g b miR-126 %3k
KB AR (P<<0.05), 1 ADAMY9 mRNA iAKW E (P<C0.05). MTTHERN, SGC-7901
A1 3 26 35 miR-126 s T2k ADAMO JEH 48 A1 72 h )5, 5 A0 B X5 BR 40 HE 4%, miR-126 OE 20 Al
ADAMO siRNA ZH 41 Jifg 384 5 7% P X9 00 B AR (P<<0. 058 P<<0.01) . 40 MR SCBe A6 I, 5 40 17 B 1
B2 4%, 48 hJi miR-126 OE 41 F1 ADAMO siRNA 20 41 Jifl 17 %% K 8] B &K (P<<0.05), Transwell
JNEE ST KGN , 55K N N B L # . miR-126 OE 2H il ADAMO siRNA 41 i % 40 i %5 4 22 410
BOH B> (P<<0. 0588 P<C0.01)., Western blotting VEA& I, 54057 BA1E X IE4H 1L %E, miR-126-OF 41
A ADAMY siRNA 4 411 il i E-55 6 & (1 R kK FH B F & (P<K0. 0585 P<<0.01), 1 N-£5% & 1 1
W HE B kKT BB (P<0.058 P<<0.01). #JER B, ADAMI i 3-UTR & A 5
miR-126-3p B AMYZ TR )T A . WG RS ILF LK, ADAMY /& miR-126 # 1) 7 8 45 1 F iifF 3%
W . SGC-7901 40 Jfl 5% %% miR-126 mimics 48 h J5 , 5 mimics NC 41 H %, miR-126 OE 41 40 g h
ADAMY mRNA Fl 8 1 % 3k K F BB B AL (P<<0.058 P<<0.01). #5#: % SGC-7901 41 ji
miR-126 fiX & ik 1M ADAMO 3 K 7 %635 . miR-126 3 % 1k v 30 & s SGC-7901 40 Mg 14 5 35 1k . T % A
122208 1, HHLHI T AE S miR-126 §1 [ 7 94 55 ADAMO - 4041 5 % 40 f i b iz -l B 4k (EMT) 3
A X,
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Effects of miR-126 over-expression and ADAMY gene silencing
on biological behavior of gastric cancer SGC-7901 cells
and their mechanisms

WEI Haifeng, NI Zhiqiang, WEI Yanhong, WANG Qilai, LI Shouging, MA Yinfu,
TAN Yan, FANG Yangiu

(Key Laboratory of Biotherapy and Gene Diagnosis, People’s Hospital, Jilin Province, Changchun
130021, China)

ABSTRACT Objective: To discuss the effects of microRNA-126 (miR-126) over-expression and disintegrin
and metalloproteinase 9 (ADAMY9) gene silencing on the biological behavior of the gastric cancer cells, and
to clarify the mechanism. Methods: The human poorly differentiated gastric adenocarcinoma SGC-7901
cells and human normal gastric mucosa epithelial NGEC cells were cultured in vitro. The total RNA was
extracted from the cells, and the expression levels of miR-126 and ADAM9 mRNA in both types of cells
were detected by real-time fluorescence quantitative PCR (RT-qPCR) method. The SGC-7901 cells at
logarithmic growth phase were divided into miR-126 over-expression group (miR-126-OE group) and
ADAMY gene silencing group (ADAMY siRNA group). The transfection with miR-126 mimics (miR-126)
mimics and ADAM9 RNA oligonucleotides were conducted by Lipofectamine™ 2000, and the corresponding
negative control group was established; MTT assay was used to detect the proliferation activities of the
cells in various groups; cell wound assay was used to detect the migration rate of the cells in various groups;
Transwell chamber assay was used to detect the the numbers of migration and invasion cells in various
groups; Western blotting method was used to detect the expression levels of E-cadherin, N-cadherin, and
vimentin proteins in the cells in various gorups. The miR-126 target genes were predicted by TargetScan
website, and the targeting regulatory relationship between miR-126 and ADAMY was confirmed by dual-
luciferase reporter assay. The expression levels of ADAM9 mRNA and protein in the SGC-7901 cells after
transfected with miR-126 mimics were detected by RT-qPCR and Western blotting methods. Results: The
RT-qPCR results showed that compared with human normal gastric mucosa epithelial NGEC cells, the
expression level of miR-126 in the gastric cancer SGC-7901 cells was significantly decreased (P<C0.05),
while the expression level of ADAMY9 mRNA was significantly increased (P<C0.05). The MTT assay
results showed that after 48 and 72 h of over-expressing miR-126 or silencing the ADAMY gene in the SGC-
7901 cells, compared with the corresponding negative control group, the proliferation activities of the cells
in both miR-126-OE and ADAMY siRNA groups were significantly decreased (P<Z0.05 or P<C0.01).
The cell wound assay results indicated that compared with the corresponding negative control group, the
migration rates of the cells in both miR-126 OE and ADAMY9 siRNA groups 48 h after transfection were
significantly decreased (P<C0.05). The Transwell chamber assay results showed that the numbers of
migration and invasion cells in both miR-126-OE and ADAMO9 siRNA groups were significantly lower than
those in corresponding negative control group (P<C0. 05 or P<C0.01). The Western blotting method results
showed that compared with the corresponding negative control groups, the expression level of E-cadherin
protein in the cells in miR-126-OE and ADAMY siRNA groups were significantly increased (P<Z0.05 or
P<C0.01), while the expression levels of N-cadherin and vimentin proteins were significantly decreased
(P<<0.05 or P<C0.01). The target prediction results showed that the 3-UTR of ADAMY contains
nucleotide sequences complementary to miR-126-3p. The dual-luciferase reporter assay results showed that

ADAMY was a downstream target gene negatively regulated by miR-126. Compared with mimics
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NC group, the expression levels of ADAMY9 mRNA and protein in the SGC-7901 cells after transfected
with miR-126 mimics for 48 h were decreased (P<C0.05 or P<C0.01). Conclusion: The gastric cancer

SGC-7901 cells are characterized by low expression of miR-126 and high expression of ADAMY gene.

Over-expression of miR-126 can inhibit the proliferative activity, migration, and invasion capabilities of the

gastric cancer SGC-7901 cells; the mechanism may be related to the negative regulation of ADAMY9 by

miR-126 and the inhibition of epithelial-mesenchymal transition (EMT) process in the gastric cancer cells.
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Epithelial-mesenchymal transition

B g e B W O 04 T Ak G R 2 —, FE TR
Mg T 26, R BB EER, — B
HEUREIR, 2 o e, 0] R A0 A R R R B
et N E R TO R E RN Y b - R
ft (epithelial-mesenchymal transition, EMT) J&
R L RS L BRI SR, 2 2 E R R, M
/NRNA (microRNA, miRNA) #f1Efid# EMT
ML R Rk, 5 40 EMT 2 WIAH ¢ 7
WFoE Y F . /N RNA-126  (microRNA-126,
miR-126) 7£ 8 9 41 20K 83 103 h 235 7KOF BRAIT,
IERS)EE N NN )7 R N A = s B L
Fo S5 G o IR AR BE i 1) miR-126 1F S — Fh 10 44
K7 445 o feoe , Rk 7KF T A Rgis 1k 5 b
Jei R MG RS AR OG5 S B, 1T S UM R A B
ME %K, Hi, miR-126-3p Fl miR-126-5p & H #b
ROUH IR BE . ok B A A & J¢ RNA |, 2R SCPE
ORI A A Y B R R, R T RERY
AR EP U ESMEREALSBREAMNGI (a
disintegrin and metalloprotease 9, ADAMY9) . #H X
WFoe 0 W 7E L RO R by & 3 ADAMY
BERIL, PSSR RN R TS AHOC
GAO % " LB ADAMO 75 B ¥ () 38 58 Fii=Z 28 v &
FHEEAEN, ADAMO A] Be 2 M0 8 98 09 A 2007
A5 . miR-126 Fl ADAMO ¥ 76 it g 1500 K 15 ) 15
0 e e B AE R Al R N T BT R, B7E B A
&, miR-126 J8 45 ADAMO B E AR HLHI 1% oK 58 4
BB o ASAE 5T LR i 3258 miR-126 AT ER ADAMO
FEEXTE g SGC-7901 41 MU 51 . iE R RIZ 28 55 AR
W47 M, W miR-126-3p 5 ADAMO fy
B AR G A, BT miR-126 F ADAMO 7E 5 9 i
B2 kR ERT, JF I H EMT iy B2 e W nT
REMVE FBLEL, 8 B 027 e AL BB Ak

1 MBR5FE
1.1 wmhe . 22X #MPPHNE NG KD LIRE

SGC-7901 41 il h AR b I 5 K 27 388 1% 15 240 i WF 50 F
i, RETHEME ARERT.OERE, NEW
R F R NGEC i A Filg B s AR A
FRZS 7w, miR-126-3p B4 (miR-126 mimics) M
[ P Xt 1 Cel-miR-67 BE48L %) (Cel-miR-67 mimics)
WH EEERBREYHARGRAA, ADAMY
RNA R (RNA oligo, fb2& M%) Ma1¥
2 R U S S /A 1 7 i 7 i S e A
Lipofectamine™ 2000 W H ¥ E Polyplus 2> # ,
DMEM 7 8% 85 F 5 . 500 F1 1024 i 4 i (fetal
bovine serum, FBS) W A 3¢ [® Hyclone A, 1%
HaRr-HMEEZNWAdTe2XeaRA A,
RIPA 24 fif R XL 't 2 Tl i 4 25 DAL 00 3 5] 46 0
HEEEZREYHEARAGRAF, TRIzolikH W
Bt st HARABRA R, 04 5 ulsn & A e E
Promega 23w , ¢ & & K W it 7] SYBR Green
Master W4 H #i + Roche 2 #], Transwell /NE IH H
EKE Corning /A ], Matrigel F& i i B 3¢ E BD 28
A, ADAMY., E-#5#iEH . N-#5 36 &E A MO &
H—Pt X —yi¥ g A £ E CST A r . &l ARE =
OALIE A 3£ E Thermo A H), PCRY™IGAL (A5 .
9700) KOt E 8 PCRAX (H%5 . 7500 Fast)
ASEHE ABIA A, Ebril (845 . MULTISKAN
MK3) 1 H 3 [E Thermo 2~ /], H kAL (H 5 .
ELITE 300) W H 3 E Wealtec 28 7], 4 H 8k
EAEG A RZE (RS 5500 Mult) 14 A &
Tanon 2\ @ o

1.2 fmpsEsh RH&10% FBS ALY % K -4t
B R APLH DMEM g fi s Fr 36 T 37 °C 5060CO, %
PFT T AN 4 A MO Rl 2 TR B 8006 ~10004 I
AL AR o 2 0T B8 A= K 109 1 248 i 4 RS2 6 SR T
A6 31 FH e 7 40 M B A 1

1.3 @R 54 %M Lipofectamine™ 2000
UL B AT ERAE, TR0, FEFE AT 1 d
e T X8 K H A KRS R0y 40 M, TG
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AL, DABEFL 1< 107440 i %) 2 B 422 F 2 6 L 4l il
e brorh o B > R A M AR B AT A 6026 ~70% .
miR-126 i £ ik 44 (miR-126-OF #41 ) 4f Jig % 4
miR-126 mimics, &FL5 pl. ¥ JE K 50 nmol-L™"),
ADAMY RNA T 44 (ADAMO siRNA 2 ) 55 e
I ADAMO B9 RNA oligo (254 38 2 I8 siRNA
BB A5 ), I 1 7 AH R B XS R (mimics
NC. siRNA NC), 4 5l%% 4 Cel-miR-67 mimics F
RNA T# KT . $ )5 48 h, AN, 2
BCRNA SUE A T /a5 5 .

1.4 %8 % % £ & PCR (real-time fluorescence
quantitative PCR, RT-qPCR) i # #| 48 A& + miR-
126 ## ADAM9 mRNA & A K+ i fgf% gL 24 h
J&, KA TRIzol (100 pL/fL) #2HU40HE & RNA,
SR A 30 SR ) BB RNA W 5% 5 o cDNA, R
H SYBR Green 48 A 47 RT-qPCR & I, 5149
FEA L1, W 4&F: 95°C, 5min; 95°C, 155,
60°C. 15s, 72°C. 30s, 40 MEH . ADAMO L)
GAPDH A%, miR-126 LA U6 KNS, WEHH
FIFE AP0, A3 ERE, RAH2 9
T H M3 F£ kK

#1 PCREIYFF
Tab.1 Primer sequences of PCR

Target gene

Primer sequence

ADAM9

F: 5-GGAAGAGTGTGACTGTGGTAC-3'

R: 5-CCTCGGCATAAAGTACCTCC-3'

Hsa-miR-126 stem-loop RT primer

5-GTCGTATCCAGTGCAGGGTCCGAGGTATTCGCACTGGATACGACCGCATT-3'

MiR-126-3p F:5-GTCTCGTACCGTGAGTAAT-3'
R: 5-GTGCAGGGTCCGAGGT-3'
U6 F:5-CTCGCTTCGGCAGCACA-3'
R: 5-AACGCTTCACGAATTTGCGT-3'
GAPDH F: 5-CAATGACCCCTTCATTGACC-3'

R: 5-GACAAGCTTCCCGTTCTCAG-3'

1.5 MTT#®%®EmmpigaEn BOHBEK
ST T e 200 AR ) A LR TR, SR S8 A B R K
20 i e BE A ORE O BEEZ TE 10X 10° AN A0, BERR T
96 FLANAE R Fe b b, FFL 100 pl, ZkLERiFE 24 h 2
A0 58 A W RE I, AR T B R B AN [R) 2% 140 X 440 i ik
FrabsR, albE 24, 48172 hJFAEFLANA 20 p MTT,
4 hjE ¥ sE g EW L, BALIA 100 uL. DMSO, &
¥ 5 min Ji7 B T Mibs A 301, 7E 490 nm JE KT
M WERE (A) i, BE3INFATIL, BOEFHE,
LA (490) 8 AR 3R 40 i 38 5 0%

1.6 e REREMNZBmpEBE LA
B AN T oo LA M R IR A, W OH 40 E A
6026 ~T70% I AT A0 ML Gy o FL Y 5 4~6 h 40 4
WRT, PL 10 pL AR Sk 1 6 FL 40 M 15 35 A b o+ 7 )
2, FREEIRM, IR IR AR T AN, 4
W 0BT RIE 0. 24 F148 hinh7F 3085 T 41 18
K Image J /R0 £ 0] 9 A 240 B X009 9 8, TR
MR R, MPTRE= (OhRIRIE —24h
o 48 hEFRIR %6 8 ) /0 h RIJR 56 B X100 % .

1.7 Transwell ) F 52 B4 & 28 41 B0, 69 3T 45 41 A6
A Z R mp K IEIEFNTE Transwell /N E B 34
LB b, IR 9256 R N Matrigel 3£ 5 i, {05 %
JEE 20 M K, (R 22 S0 p 4R AE ik s 4 Ol Rl Ak
Matrigel 2 i Ji8 , FF H #1409 A & 17 19 DMEM
BRFRHeAR 1 - 3M R, M HZOREIRR 1 g- L' ¥
Transwell /N%E (8.0 pm fL1% Rk FR B ) i & T
24 AL 40 B Ky 3% A b, JFm A 100 pL B ORE Y
Matrigel, 37 CWidE 1 hffieEER ; R & 5% FBS
) DMEM 5 77 5 i £ 755 52 90 40 M B, 1H%k,
A 100 pL & 5X10° A 4 Ffd A9 48 B 2 T/ %= |
= o, I 600 ul & 10% FBS (9 DMEM K ## 4
T Transwell /NE BT % ARG HFEMRET
37°C. 5% CO, M4 M B 46 15 77 48 hy M 24 L4
M9 % 75 A B Transwell /NZE, PBS 22 o W 6
3 W, IR 3~5min; 4% 25 R E E 4 i
30 min, PBS £kt 31K, AR 3~5 min; %
AN BR R AL IR R R A A B . 0.5%
Triton X-1003& 4L 5 min, PBSZEmh it 37k, 4k
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3~5 min; R AKE L 40 AZ 3 min, FH A koK sk
5min; $9ZUKEW 10s, H AARKMYE3 min;
ZLOL AN ML 5 min, FH A RKPES s K5 /v BAL
BN AT E T EE BAUE (<10) IR, BELIE
BUS A HLEF, SR H Image TAUF A E . 250
GIRCIRR/

1.8 Western blotting 3 #& #] & 28 %45 & ADAMY
FEMTAXE &G RZAKFE AMEHEG480E,
A i RIPA 2@ i S LA i i S 1, SRR
BCA R E HE HWE, R+ b mm - N
M Bk M BE B M 7K (sodium dodecyl sulphate
polyacrylamide gel electrophoresis, SDS-PAGE)
BB AN, REHENEBEPVDF L, A&
Ja W15 %6 B AG A4- Wi AT A 5, 433 A ADAMY
E-fZEH . NS EAMPIEER —5 (3
1: 1000 %), 4°Cidi, % 2KMHMRL ALY
fgtric i —PLERFEE 2 h, &aH BRI EE,
R, R R Image J#CF AT K FE L0, 3T
FHMEAREKY, HEARKKF=HNE
I 2l K BEAE/ N 248 11 2%l K BEAE .

L9 REAZHBREER E B KIEmR-126 5
ADAMYO #g¥e @il 8 X & % 5t TargetScan E Y17
BB E Ml (https: //www. targetscan. org) ,
YyFEE “human”, i A miRNA Z# “miR-126-
3p”, T miR-126 [ 88 3 A o 3 3 B¢ O 2 T i
A5 3 A S 56 30— 2B 50 ADAMO & 45 4 miR-126 1)
FEE . H s ADAMO BB 5 91 1 5O R il A5
E I EZE i AN S I U (4=l S P RS N g 1A
(pmirGLO-ADAM9 3-UTR-WT Ml pmirGLO-
ADAMY 3-UTR-MUT), #4568 20 Fikr 5 miR-
126 mimics 3t A 24 1L 40 L 57 9% A 55 R W
HEK293T 4 ffg rr, 37 ‘CHE % 48 h, Jin A 4 Jfa 24 it
TR AN, WS 2, SR TR S A AN
A 96 L 20 ML K R AR . a3 AR A KRS R
LI AW T Ao O 2R A I AR T S SR
Z T RE WG bR AR I 22 6, 11356 R W R 5
PE o 9O 2R i 2 38 1 P =5 ok U5 O A i AG I A/
T W 2 G 2R W AG U A

1.10 &t 44 R SPSS 22. 05 1H 417
Giitet b, 4L A, TR R, TH
B A2 ZE 0%, miR-126, ADAM9 mRNA #i
HHERBAKY, E-SEE N . N-F5 %68 0 AE
EHRBKFEFHFEESHA, Lats £mR,

2 A B REA B B R FH W ST RE AR e K56 . LA P<<
0.05 NEFHGIT¥E L,

2 5 R

2.1 &4mi P miR-126 & & K F o ADAMI
mRNA & & g %A KF RT-qPCR K 25 5 &
N 5 ANIER BRI NGEC 48 miR-126 3
KK (1.00040.093) Hd, B SGC-7901 4
i H miR-126 A KF (0.461+0. 144) B W B
(P<<0.05); 5 ANIEHRH# K E & NGEC 41 g h
ADAMY mRNA £ iA7KF (0.144£0.056) L#,
B 9 SGC-7901 44 il ADAMY9 mRNA % ik /K 3F
(0.87140.092) BI R Tk (P<<0.05). WK 1A,
T Yt miR-126 mimics 48 hJ5, 5 mimics NC 4 [t
5, miR-126-OF 41§ % SGC-7901 41 i " miR-126
FikKEH B A ®E (P<L0.01). U KI1B.
Western blotting 6k il 25 5 WoR : # 4 ADAMY /)
T4 RNA FFA 5, SGC-7901 41 i h ADAMO9 & H
FARAH . WK 1C,
2.2 KAmpBEmENE MTT ERZ R DR,
i # 35 miR-126 =% T 2k ADAMO % K &b B SGC-
7901 ML A8 F 72 hJE , 5 AH NV BA M X B4 b A,
miR-126-OF 4 1l ADAMY9 siRNA £H 40 i 3% 5 75 ¥
B FEAIE (P<<0. 058 P<<0.01). W2,
2.3 %4 SGC-7901 s pa oy tm fe s A £ 4 g X
JRESCIR R I 45 R WoR . SGC-7901 4 i RIJE 48 h 7,
5 M ni B M X B4 B 5, miR-126-OE 41 il
ADAMY siRNA 2 SGC-7901 41 i i # 3 W i [ A%
(P<<0.05), WL#*3.
24 BAamEBmiEPIREE K
Transwell /] % 5250 K5 0 25 52 0 ow . 540 1 [
PE X R 4H L #, miR-126-OF 41 1 ADAMY siRNA
2 3T % 4 0 K 1 2% A0 M A I s> (P<<0. 05 8%
P<<0.01). W#E4,
25 RAmEPEMT 8% %& &8 k& AKF
Western blotting #2546 I 45 5 2 /s . 5 A0 R A M
X} PR ZH F %, miR-126-OF 41 fil ADAMY siRNA 41
B SGC-7901 41 fitg v E-45 26 2 1 2635 /K - B . Tt
f o (P<<0.058 P<<0.01), i N-45 25 & (1 f kg
B R IK KR W] B FE AL (P<<0.05 8¢ P<<0.01) .
UL 2,
2.6 miR-126-3p e & B AW  TargerScan [ i #
JE IR F5 25 9 % . ADAMO 24 miR-126-3p (it #1 J
K, ADAMI K 3-UTR & A 5 miR-126-3p & M
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MiR-126 ADAMY9 mRNA

A

Mimics NC MiR-126-OE
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A': Expression levels of miR-126 and ADAM19 mRNA in different types of cells ("P<C0.05, “P<C0.01 compared with NGEC group) ;

B: Expression level of miR-126 after transfected with miR-126 mimics ( "P<C0.01 compared with mimics NC group); C: Electrophoregram

of expression of ADAMY protein(Lane 1: SIRNA NC group; Lane 2: ADAMY siRNA group).

Bl AHHMEH miR-126 1 ADAM9 mRNA FEEKFE R ADAMITE H B2 kB KA

Fig. 1

cells in various groups

£2 AFEINE S K4 SGC-7901 4 HE By 735
Tab. 2 Proliferation activities of SGC-7901 cells in various

groups at different time points (n=3,x7%s)

Expression levels of miR-126 and ADAM9 mRNA and electrophoregram of expression of ADAMY protein in

4 AHSGC-7901 48 B iy 1T B 4t M BORIR 22 41 i %
Tab. 4 Numbers of migration and invasion SGC-7901 cells

in various groups (n=3,x+s)

Proliferation activity of SGC-7901 cells

Group

(2/h)0 24 48 72
Mimics NC 0.150.03 0.34£0.08 0.57£0.11 1.26%0.12
MiR-126-OE 0.13+0.04 0.234+0.07 0.28+0.12" 0.85+0.13"
SiRNA NC 0.16+0.02 0.36£0.04 0.73£0.14 1.7940.25

ADAMY siRNA 0.1740.06 0.310.05 0.4040.09" 0.7940.11°"

Number of migration ~ Number of invasion

Group cells cells
Mimics NC 163.24421.47 125.414+18.18
MiR-126-OE 103.154-16.49* 76.644-10.29%
SiRNA NC 147.914+19.15 113.244-14.29

ADAMY siRNA 98.64+13.28" 62.47+8.26""

'P<C0.05 compared with mimics NC group; “P<C0.05, ““P<C
0.01 compared with siRNA NC group.

#£3 KRR H &L SGC-7901 41T R =
Tab. 3 Migration rates of SGC-7901 cells in various groups

at different time points (n=3,x%s,7/%)

Migration rate of SGC-7901 cells

Group

(1/h) 24 48
Mimics NC 59.2+12.4 89.615.4
MiR-126-OE 41.7+8.6 53.1412.7*
SIRNA NC 60.4+9.5 91.6+15.8
ADAMY siRNA 43.5+11.3 46.9+9.2%

'P<C0.05 compared with mimics NC group; “P<20.05 compared
with siIRNA NC group.

ARy 5. W 3.

2.7 miR-126 5 ADAM9 ¢ ¥em A £ & WL
¥ # pmir-ADAMY9 3-UTR-WT 5 pmir-ADAMY9
3-UTR-MUT % ik # 1k, &k F o5 L H Y5
miR-126-3p M 45 & 07 £ WL 4 Bt 2 il 41 4 3
PRI S 6 ARG T 45 1 Bl 55 mimies NC 41t gk, 5 4

"P<C0.05 compared with mimics NC group; “P<C0.05, ““P<C
0.01 compared with siIRNA NC group.

pmir-ADAM9 3-UTR-WT J5 miR-126 OFE 41 41 /ity
P9 K TG M I R REAE (P<T0.05), i %% 4% pmir-
ADAMY 3-UTR-MUT J& miR-126 OE ZH 4 ffl 7¢ 5t
REEMEFLRITEE X (P>0.05), WK 5A,
£ SGC-7901 41 My v #% % miR-126 mimics 48 h )5 ,
RT-qPCR LK 25 BR . 5 mimics NC 41 b4,
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A': Electrophoregram of expressions of EMT related proteins ( Lane 1: Mimics NC group; Lane 2: MiR-126-OE group) ;
C: Electrophoregram of expressions of EMT related proteins ( Lane 1: SiRNA NC group; Lane 2: ADAMY siRNA group) ;
B, D: Histograms of expressions of EMT related proteins ("P<0.05, “P<<0.01 compared with mimics NC group; “P<<0.05, “*P<<0.01
compared with siRNA NC group).
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Fig. 2 Electrophoregrams and histograms of expressions of E-cadherin, N-cadherin, and vimentin proteins in

SGC-7901 cells in various groups

Predicted consequential pairing of target region (top) and
miRNA (bottom)

Position 780-786 of ADAMS 3' UTR 5° . . AAUUAUAAGCUUURAGGUACGAA. . .

[ LI RIE]
hsa-miR-126-3p.1 3! GCGUAAUAAUGAGUG——CCAUGCU

3 TargerScan B F M i miR-126-3p 5 ADAMO 3'-UTR X [ T #h45E 47 &
Fig. 3 Complementary binding sites between miR-126-3p and ADAM9 3-UTR predicted by TargerScan website

Site : 780-786 of ADAM9 3’UTR A BT 1 R . AL SR R A B I
3 UTRWT 5'-.. AAUUAUAAGCUUUAAGGUACGAA... FRFImiR-126 25T BB AL LR, RREY
has-miR-126-3p 3'-GCGUAAUAAUGAGUG--clclAlulelclu HIAT ¢ Y 7R« miR-126 75 B i 41 20 b B0 55

HAURIKREAL, B 5 b i 7% 75 Ak L 25 5 f B
A FEM N, R miR-126 0] fE7E B E & K
MR RWEZEMN . AMRSGRE R 5ANER
B AR L NGEC 4 il b3, 76 B 98 SGC-7901 4

3’ UTR MUT 5’-..AAUUAUAAGCUUUAAAACGUAAA...

B4 ADAMY9 3-UTR XK
Fig. 4 Sequences of ADAM9 3-UTR expression vector
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A': Luciferase activity of cells in two groups detected by dual-luciferase reporter assay ("P<C0.05 vs mimics NC group) ; B: Expression level

of ADAM9 mRNA detected by RT-qPCR method ("P<<0.01 vs mimics NC group) ; C: Electrophoregram of expression of ADAMY protein

detected by Western blotting method (Lane 1: Mimics NC group; Lane 2: MiR-126-OE group) ; D: Histogram of expression level of

ADAMOY protein ("P<C0.05 compared with mimics NC group).
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Fig. 5 Results of double luciferase reporter gene experiment
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