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IncRNA NEAT1 &3 #[%] hsa-miR-450b-5p 1€ i# B fE 4MAe & EZH2 FY 3R
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[ FE] 8 @ HiE R E Zeste FE KB 3% T VR4 2 (BZH2) JE K37 miRNA J IncRNA, 43 #7 FL A8 5 T 4l i i (1 308 R0 0 3
) AR RE [ 26 R L BRI S AT B e 4T A 5 TR AR TS A5 . % ¢k ¢ il ENCORI.miRDB 1 Target Scan {48 7 75 1 3 4 #r
% & EZH2 I ¥ miRNA (has-miR-450b-5p) , ENCORI %1 ## & 1 DAINA % 4% /& i % has-miR-450b-5p I i}# IncRNA (IncRNA
NEAT1) , il hsa-miR-450b-5p IncRNA NEAT1 5 EZH2 2 [A] A &5 & A7 i, X%¢ s 25 B 75 266 [R] SI2 36 362 1UF hsa-miR-450b-5p &5
IncRNA NEAT1 145 &% % . K] qPCR Al WB VEH Il IncRNA NEAT1 F1 EZH2 7£ 1E % 5 76 I 41 s (GES-1) 5 5 & 41 i (MGC-
803.SGC-7901 FI MKN-28) 1 [F)RIE & . L5 YW HIAS A MGC-803 FI SGC-7901 41 fiil 4 4 hsa-miR-450b-5p-mimic ZH . mimic-
NC 41 .si-NEAT1 ZH 1 si-NC 2 , %% % 36~48 h J5 qPCR V%46 UF ik 3R 1A S Rl Jak 380 S 5 18 i qPCR WB 23 i I WK 22 it 3% 75 hsa-miR-
450b-5p % 4 il 1 IncRNA NEAT1 £ EZH2 mRNA. £ 1 £ 18 1) #20 , BL K @ )8 IncRNA NEAT1 % hsa-miR-450b-5p 1 EZH2
mRNA FIL {500 ; CCK-8 i Rl A5 52 40 A 220 B A 23 73 s M i ) EZH2 B i IncRNA NEAT 1 %8 41 B 38 5 L 1T F% A 1=
Re JIfIsEm . 4 R AEWE B Wi %3k 15 EZH2 13 miRNA Al IncRNA 9 has-miR-450b-5p 11 IncRNA NEAT1, X% )t 2 g
R EL R S2IR IR F T I M AEAE R 5% 2R . IncRNA NEAT1 1 EZH2 mRNA . 25 A 75 5 8 41 i vh 1 2 & %0k (3 P<0.05). 5
mimic-NC ZH 4 Et. , hsa-miR-450b-5p-mimic 21 MGC-803 . SGC-7901 £l il H miR-450b-5p /K- F-34152. 2 F+ 5 , 1fi EZH2 mRNA A1
IncRNA NEAT1 [FJRIEE I i 3% FF % (P<0.05 8% P<0.01) ; 5 si-NC 4 A Lk , si-NEAT1 26 MGC-803. SGC-7901 41 fitd 1 IncRNA
NEAT1 1 EZH2 mRNA [¥) ¢35 8 34 & 2% 54K (34 P<0.01) , SGC-7901 4 it 7 hsa-miR-450b-5p A & & 3 T 5 (P<0.05) . Rk
EZH2 SR )% IncRNA NEAT1 Ji7 , MGC-803.SGC-7901 4H it (1) 3 58 3T 8% it 11 3 &2 3 FR AR (3 P<0.01) . #& 4 : IncRNA NEAT1 il
EZH2 78 B4ty 2 534, IncRNA NEAT1 7] i i3 hsa-miR-450b-5p {23t EZH2 {1314 345 & B % MGC-803 1 SGC-7901 4
it Fry 386 B ST R
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IncRNA NEAT1 promotes the expression of EZH2 in gastric cancer cells and
improves cell proliferation and migration through inhibiting hsa-miR-450b-5p

HE Jiao, REN Weihong (Clinical Laboratory, the First Affiliated Hospital of Henan University of Chinese Medicine, Zhengzhou
450000, Henan, China)

[Abstract] Objective: To screen the upstream miRNAs and IncRNAs of EZH2 gene, analyze their expressions in gastric cancer cells,
verify the targeting relationship between them, and discuss their effects on the proliferation, migration and apoptosis of gastric cancer
cells. Methods: The upstream miRNA (has-miR-450b-5p) of EZH2 was queried, analyzed and screened by ENCORI, miRDB and
Target Scan databases, and the upstream IncRNA (IncRNA NEAT1) of hsa-miR-450b-5p was screened by ENCORI database and
DAINA database. The binding sites between hsa-miR-450b-5p, IncRNA NEAT1 and EZH2 were predicted. Dual-luciferase reporter
assay was used to verify the binding relationship between hsa-miR-450b-5p and IncRNA NEAT1. The expression levels of IncRNA
NEAT1 and EZH2 in normal gastric epithelial cells (GES-1) and gastric cancer cells (MGC-803, SGC-7901 and MKN-28) were
detected by qPCR and WB. MGC-803 and SGC-7901 cells were divided into the hsa-miR-450b-5p-mimic group, the mimic-NC group,
the si-NEAT1 group and the si-NC group according to different transfections, and the overexpression and knockdown effects were

verified by qPCR 36~48 h after transfection. qPCR and WB were used to detect and observe the effects of overexpression of hsa-miR-
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450b-5p on the protein expressions of IncRNA NEAT1 and EZH2mRNA, in cells, and the effect of knockdown of IncRNA NEAT1 on
the expressions of hsa-miR-450b-5p and EZH2 mRNA. CCK-8 method, scratch healing assay and flow cytometry were used to detect
the effects of knockdown of EZH2 or knockdown of IncRNA NEAT1 on cell proliferation, migration, and apoptosis, respectively.
Results: The upstream miRNA and IncRNA of EZH2 obtained through bioinformatic analysis and screening were has-miR-450b-5p
and IncRNA NEATI, and the targeting relationship between the two was verified by double luciferase reporter gene assay. IncRNA
NEAT1 and EZH2 mRNA . protein were highly expressed in gastric cancer cells (both £<0.05). Compared with the mimic-NC group,
the levels of miR-450b-5p in MGC-803 and SGC-7901 cells in the hsa-miR-450b-5p-mimic group increased significantly, while the
expressions of EZH2 mRNA, protein and IncRNA NEAT1 decreased significantly (P<0.05 or P<0.01). Compared with the si-NC
group, the expressions of IncRNA NEAT1 and EZH2 mRNA in MGC-803 and SGC-7901 cells decreased significantly in the si-NEAT1
group (both P<0.01), and the expression of hsa-miR-450b-5p in SGC-7901 cells increased significantly (P<0.05). The proliferation and
migration abilities of MGC-803 and SGC-7901 cells were significantly reduced after knockdown of EZH2 or IncRNA NEAT1 (both
P<0.01). Conclusion: IncRNA NEAT1 and EZH2 were highly expressed in gastric cancer cells, and IncRNA NEAT1 promoted the
expression of EZH2 and improved the proliferation and migration abilities of gastric cancer MGC-803 and SGC-7901 cells through

hsa-miR-450b-5p.
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T2 Tl B0 Zeste J5 [ 14 59 7 [A] Y5 4 2 Cenhancer of
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1.1 fmfe % = 2K 5|

B R 41 il (MGC-803 . SGC-7901 A1 MKN-28) K
1B E A AN (GES-D W H b9 EMH R A A
P 55 10% B4 I3 1) RPMI 1640 56 485 77 2 T

37 °C % 5%CO, FE IR 20 A 15 740 Ao RS %

RPMI 1640 ¥ 723k \ 5 65 2 R E AW A
%K FE Al opti-MEM W H Gibeo A F] , i 4 I i
(FBS)JH H MY CLARK A 7] , miRNA $2HU A ALK 7]
%  miRNA c¢DNA & %18 7 & /% miRNA qPCR & &
ST B B A AP FR /A 7], TRIzol ik
7|0 H Life Technologies 7 7] , RNA i¥fi % 56 3771 &
H Thermo Fisher /A &) , SYBR green Premix Ex Taq™
76 8 B AR ) &)W H TaKaRa A 7], qPCR 5|4
F7 3 98 AR 5 B kL psiCHECK-2-NEAT1-WT #1
psiCHECK-2-NEAT1-MUT Hi b g 4= 4 T2 4> = #)
ARG RPTEZH2 —Hi H £ E CST A A CLAER
1:1 000 FBE) , HRP bric (1L E Pt e = Hi1gG I H 3£
Proteintech 24 & C_LA/E W 1210 000 4 F¢) , PVDF Ji&
T 9% [E B 7 % HE A\, Omni-ECLTM # R it
FRGEEMAFEZWEEEREEAFRAA,
Lipofectamine™2000 % 4L i 5 5 FiZE = R A A,
CCK-8 i 7 & Al Annexin V -FITC/PT ¥ T 48 Il 128 75
G B b AL AR A TR A
1.2 4412 85 7 ik if £ EZH2 L5 miRNA & & L
7% IncRNA

J# 1 ENCORI. miRDB #fl Target Scan £ 4% J# 7
W) A5 i) EZH2 % M ) miRNA, 4R J5 % 25 i) 31 1
miRNA Hf 45 5 5\ F BE T A, 2 6 50 45
B H: A2 4, F miRanda (v3.3a) 73 BT 84 52 46 i)
miRNA 5 EZH2 1145 & 2 % , K FH RNAFold v 5 #4
TR E M, e &l i “Score” 1H T 1% 40 1H B
miRNA , F-7E 40 i A g AT 58 IE

i ENCORI 85 22 DAINA $i4f 70 1) A i
Frf3 BZH2 |- )i miRNA X} B[] IncRNA , 28 J5 44 25 1) 2
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HUHAZEE 18 miRanda(v3.3a) 2 M it F iR <z S
ff) IncRNA 5 EZH2 L} miRNA ({47 2 45 & R T AT
ST, B SR YEREAL ST A OR S M T T DA
miRNA ] 5"t J 37 51| $% 2% ¥ L [A] , SR F RNAFold 1157 #4
F15RaEME . 7E miRNA I IncRNA HE X ) J Gh 45 535k
fithh b, R LS R ORI A 2 A PR VPAL SR KT “ Score”
CDEA3DETRIE miRNA HET /5 225550, MhAE B, 3iEH
SEE BRI, fe i “ PV 43 B % 128 HH R o0 ME B s 1Y)
IncRNA 317 J5 225256

1.3 gPCR k&40 § 7% #m fe F EZH2 mRNA . IncRNA
NEAT1 #=¥24% miRNA 49 & i K -F

I B 98 MGC-803. SGC-7901, MKN-28. GES-1
91 ff F1 B G 5 (1 MGC-803 F1 SGC-7901 4H 1 , i
TRIzol 37 5 miRNA #2441 71 & FE HL RNA , $% Jf i
#% 5% 357 5 5 miRNA cDNA & %38 71 &5 1 1 - 45
£, & % cDNA, F SYBR Green Premix Ex Taq™ 7l
% 5 miRNA gPCR JE & 7 #1 ik 7l & & 0l EZH2
mRNA . IncRNA NEAT1 LA J hsa-miR-450b-5p I AH
FIEKF, B 51 CELEE B i J& 89 BT A7 mimics
siRNA & mimic-NC. si-NC) ¥ i1 ¥ 24: ) TFE A )
AR FIARRETFHINE L,

®1 SMBRMREFT

ElEY B2 S 51(5'-3
GADPH-F CTCTCTGCTCCTCCTGTTCGAC
GADPH-R TGAGCGATGTGGCTCGGCT
EZH2-F GGACCACAGTGTTACCAGCAT
EZH2-R GTGGGGTCTTTATCCGCTCAG
hsa-miR-1301-3p ATTGCAGCTGCCTGGGAGTGACTT
hsa-miR-4644 AGCGCTCAAGTAGTCTGACCAGGG
hsa-miR-5047 CGTTGCAGCTGCGGTTGTAAGGT
hsa-miR-144-3p CCGATCGCGAGCGCTACAGTATAGATG
hsa-miR-450b-5p GCGCACGCGTTTTGCAATATGTTCCTG
U6 CCGAGAGAAGATTAGCATGGCCCCTG

IncRNA NEAT1-F

IncRNA NEAT1-R

mimic-NC Sense

mimic-NC Antisense
hsa-miR-450b-5p-mimic Sense
hsa-miR-450b-5p-mimic Antisense

CCTCACCTATCCCACCCTACTACAC
CTCTCCCTCCCTCTGCCTTCAC
UUGUACUACACAAAAGUACUG
GUACUUUUGUGUAGUACAAUU
UUUUGCAAUAUGUUCCUGAAUA
UUCAGGAACAUAUUGCAAAAUU

1.4 WB AN F & min b EZH2 & & 69 2 kK-
15 230 RIAP 2H 25 /48 i 582 i v 472 % 2 240 i
HH, BCA Bf & il 25 A & )5 217 SDS-PAGE 77
B, BTEUFT 75 PVDF i, K PVDF R8N 3% BSA %} 4]
7 A 10 min, EZH2 44 A1 GAPDH $7t 44 43 Jil i
FE 1 0001510 000 fi5 , B Ji5 4 PVDF B AH B 144
BT RRIR B4 °CF RNMIER . ] IXTBST 22 il
FEFE R ¥ PVDF JIE 10 min, 5 5 3 %, #% I8 HRP
Fric L 2E Pt R =P 1gG U 5, {8 IxTBST £ il
¥ —BUFE B 10 000 5, PVDF BN LAk b, B
FHER B NN 1 h, ] 1IXTBST 25 b i 1 4%
PR b P %% 10 min, 5 3 7, #% M Omni-ECLTM 8 *
Bk 2 ol A7) & 0 PR A T o Ak 2 kO TAE
0, ¥ 85 57 M3 n 2 PVDF i E g e K% .
Image J X 88 H 56T AT E B i o
1.5 fmpasmsk i

# MGC-803 Al SGC-7901 4 il 2 /b T 6 FLAL Y »
B A1 53 9 % B ZH CAS %% %) | hsa-miR-450b-5p-mimic
20 . mimic-NC 2l , si-NEAT1 4 . si-NC 4 , si-EZH2 4 .
si-NC4. firdtifiig A+ 278 55 1L 50%~60% I, 737l
B3 pl 705G ¥ i 1 siNC 1 siRNA ST A4 147 uL )
opti-MEM Uik IfiL & 15 7% 5 ¥ EP & (% 1D s HUS L
Lipofectamine™2000 % %4 i 71 1 224 145 L opti A
SiRNA VR A YIZ I 2,13 21 #4457, =i
it B 5 min J5 , K ¥ L5052 5 I 2 MGC-803 Al
SGC-7901 41 g, fi J& F opti-MEM J L35 15 77 5 %
LN EEFEHEAN R 2 mL. fE85 57 5~6 h )5, 4 & B e
A opti-MEM 3 IMILIE R 72 36, A 2 mL PBS 2%
TIRGE AR 2 K, 75 1) % LA I\ 2 mL RPMI 1640
SEAREFEIE , AR AL R 77 36~48 ho
1.6 CCK-8 &Ml F J& fm e 69 38 78 AE

YL 48 h 5 , ¥ %4 MGC-803 Al SGC-7901 41 ity
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FZIR 1< 10°AN/FL A AR T 96 FLAR 1 , B 1 E 44>
ZAL, T 37 °C5%CO, 15 7 #6 1 55 9% 24 F148 ho %
HE CCK-8 77 & 0t B 4 , A8 455 AN 152 5 1R o 0 B[] £
[ AEFL I IIN 10 pL CCK-8 YW, [ 3 30 min J& ] il
B AR 450 nm K AL & FLEI D FE (DA . S5
HEE3IR,ITEM M AAEE. MRS E=
(D gD i) / D™D o) *100%
1.7 RJRESFIM F & ey L4588 /)

% 41 MGC-803 I SGC-7901 4 ff 4y 5 42 Fh &5
6 FLHR P, fp 4t e A K 22 78 55 LIS 95% BA b, H 10 ul
G TR F Sk AE 20 = R A7 A8 ORI, i PBS
Wi 2 70, TN 10%FBS [ RPMI 1640 1% 77 3k 4k 45
K 7%, AL 0 A 24 h i AT 40 L S RIR 96 B, TH B
HRIT 2 . 4RI 2 =0 h i RIJR %6 fE-24 h i
RIJR %8 ) /0 h i RIYR 58 £ x100%.
1.8 AKX RARN F & tm A by B K-F

BB E 6 FLIR N, 5535 36~48 h 5, WCEE4H L.«
ORI A 4HMTEE , [ AN T mL 4 °CHY PBS
RN YTUE , PR PER AL F ) Ix 4 & il &
B A, 85 B R 1x10°4/mL, B 100 pL 2 B
WA E A, I 5 uL Annexin V -FITC 447 , &
S1JG =R NGNS mins SIS uL 1) P1 44400 ul
PBS, 3508 50 5 A8 FH I =4 M A3 A T A i o
1.9 MR A FHHEELARER

98 e B AR TR psiCHECK-2-NEAT1-WT Al
psiCHECK-2-NEAT1-MUT 43 | 55 hsa-miR-450b-5p-
mimic-NC . hsa-miR-450b-5p-mimic 7L %5 SGC-7901
YA, 48 h J5 244N P, B 20 pL 41 AR VR 295 100 pL
K HPOC BN 96 FLAR H , R % 1R 5 J il 1575 K
B F G s N 100 pl ¥ B 2 G 2 » IR 3% TR
5] Ja W45 % ' 2 TSV . psiCHECK?2 #44 DA
K UG F S P NN 2, psiCHECK-2-NEAT1-WT

HpsiCHECK-2-NEAT1-cRNA NEAT1 MUT [ 1A At
HEL, DUSE SGC-7901 4H I PR B 2 5 3 Bl ik M AN ey
eI F M, 3 1) LU AE RIAE X 98 6 R s 1k
1.10 %itsae

% SIS N ) BT AT S 4 248 F Prism 4T
AR B il Mg it 22 a0 #ro e T IE A PEAG 3 Al
T %o ¢ 58 a3k A7 7 2ELTA) B, A AT R I G 2 R
Mo Fr& ER AR SRS vts £om o P
HMSLIRIE R 3 kLA E, PLP<0.05 Kon 2 5 B
it o

2 & R

2.1 EZH2 % B L7 miRNA &) &4 & if it
2.1.1 ¥AEE + £ 2] 5/ EZH2 £ miRNA

J# ik ENCORI.miRDB F Target Scan (4 22 73 T »
il 3 MR, HAZSE A 18 M miRNA (K Do H
miRanda(v3.3a) 3 HT 4%t ik 18 /4> miRNA 5 EZH2
(25 -G AR AT AT, S 2385 “ VP43 (A I Hi Sk oy
5425511 5> miRNA : hsa-miR-1301-3p . hsa-miR-4465 .
hsa-miR-5047. hsa-miR-144-3p. hsa-miR-450b-5p.
mRNA 5 miRNA # )52 f2E i (R 2).

hsa-miR-25-3p
hsa-miR-26a-5p
hsa-miR-26b-5p
hsa-miR-32-5p
hsa-miR-92a-3p
hsa-miR-138-5p
hsa-miR-144-3p
hsa-miR-363-3p
hsa-miR-367-3p
hsa-miR-506-3p
hsa-miR-92b-3p
hsa-miR-582-5p
hsa-miR-450b-5p
hsa-miR-1301-3p
hsa-miR-1297
TargetScan hsa-miR-4465
hsa-miR-5047
hsa-miR-892¢c-5p

1 EYMERFEFES T EZH2 £F EijF miRNA

%2 EZH2 5 miRNA 13 S irss 58

miRNA mRNA P4y #BE miRNA 245 miRNA 21 mRNA 248 mRNA &b Z5i45KE HXR/%

hsa-miR-1301-3p EZH2-mRNA 157 -22.53
hsa-miR-4465 EZH2-mRNA 152 -13.09
hsa-miR-5047 EZH2-mRNA 152 -21.31
hsa-miR-144-3p EZH2-mRNA 149 -15.55
hsa-miR-450b-5p EZH2-mRNA 148 -9.38
hsa-miR-26a-5p EZH2-mRNA 147 -10.11
hsa-miR-26b-5p EZH2-mRNA 147 -11.31
hsa-miR-1297 EZH2-mRNA 146 -10.86
hsa-miR-892¢c-5p EZH2-mRNA 145 -10.86
hsa-miR-138-5p EZH2-mRNA 143 -19.25

[NOREN (ST SR ST 2 I SR ST (SRR S

20 2536 2558 18 83.33
13 2612 2633 11 90.91
20 2540 2558 18 77.78
15 2039 2062 17 76.47
13 2178 2199 11 90.91
12 2612 2633 10 90.00
18 2614 2633 16 75.00
13 2618 2633 11 90.91
10 2463 2483 8 100.00
21 2530 2554 21 71.43
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2.1.2 {15 EZH2 % [ &7 _E % miRNA % hsa-miR-  miR-1301-3p. hsa-miR-4465 F hsa-miR-450b-5p (] &

450b-5p RERAE2 M E RN TS, AERBEA SR X
qPCR 245 I &5 5 5 7%, R MGC-803 (R 3) R (P<0.05) ; I H. H 47 hsa-miR-450b-5p £ 3 Fft 5 i 41

SGC-7901 (F H 4 ik EZH2 PR EJG, R hsa- M RIREEHET GES-1 411 (P<0.01, K 2).

3R3 BEMEMGC-803 FiE EZH2 [F miRNA RiXER D1

H ol hsa-miR-1301-3p hsa-miR-4465 hsa-miR-5047 hsa-miR-144-3p hsa-miR-450b-5p
NCH4 1.015+0.182 1.010+0.138 1.045+0.324 1.001+0.049 1.007+0.111
siRNA 41 2.405+0.366° 1.439+0.070 1.717+0.375 1.577+0.533 2.754+0.053"

t 10.20 4.427 1.409 2.300 23.60

ENCZAL, P<0.05."P<0.01,

F4 BREMESGC-7901 3T EZH2 f5 miRNA RIAEH 54

H 5 hsa-miR-1301-3p hsa-miR-4465 hsa-miR-5047 hsa-miR-144-3p hsa-miR-450b-5p
NCHA 1.001+0.042 1.095+0.444 1.008+0.127 1.002+0.055 1.000+0.009
siRNA 41 1.667+0.118 9.754+0.859° 1.589+0.078" 0.760+0.133 1.403+0.108"

t 9.613 14.93 5.656 3.235 4.878

ENCHHM L, P<0.05."P<0.01,

% @ 1.2 Elg 1.4

Jd% 2.0 " pr&/‘ 1.0 i*kﬂ 1.2

=~ k- £ 1.0 ;

z Zo0s8

S 1.5 & Z08

iy g 06 2 0.6

= 1.0 o K <

= g| 04 ok Qlﬁ 04

& 05 & 02 - €02

E & I g o

s 0 g 0 < :

2 N > 2 & > o & N

= & %Q ,\o, = ¢y BN P V & AN Q)
¥ > ¢ >

5 GES-1 41 ffg#H kL ,"P<0.05."P<0.01.
2 hsa-miR-1301-3p. hsa-miR-4465 1 hsa-miR-450b-5p 7£ GES-1 13 # 5 & 4 h Y ik

22 A 4 1E & F 5 M 3K hsa-miR-450b-5p £ aF  “PPor VARG HOR 20 B B = 1Y IncRNA NEAT1 34T
IncRNA % NEAT1 Ja e (RS,

JE it ENCORI ¥ & Fl DAINA %45 43 i 7 1
hsa-miR-450b-5p Xf M. ] IncRNA , 84X J& ¥ 25 18 2] 1)
IncRNA iz 45 5 S\ 6 B T H A, 8 5 S B8 e
b [ B0 B AE 4 L B 44 43 8 2 4 IncRNA, 43 3 2 m
IncRNA NEAT1 #1 IncRNA XIST ( |/ 3) . {# ]
miRanda (v3.3a) 73 T B AFE X 3R 2 4> IncRNA 5 hsa- ENCORI

miR-450b-5p 147 55 45 A 72 B 3047 20 b7, e & d it B3 4 4EE 555 hsa-miR-450b-5p _E i IncRNA

%5 IncRNA 5 hsa-miR-450b-5p #1358 E M T4

miRNA IncRNA V¥4 #hae miRNA_start miRNA_end IncRNA_start IncRNA_end  Aligen Len tbxt2/% X E/%
hsa-miR-450b-5p NEATI 162 -16.31 2 20 16 490 16 513 20 75.00 80.00
hsa-miR-450b-5p XIST 155 -11.91 2 17 16 240 16 262 16 81.25 81.25
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2.3 IncRNA NEAT1 4= EZH2 £ B & 35 2 &
&ik

qPCR 746 I 25 2 7 , IncRNA NEAT1 (& 4A)
1 EZH2 (] 4B) 7£ MGC-803.SGC-7901 F1 MKN-28
g0 M B 2R 8 B Y W 3 R T GES-1 48 il (33 P<
0.01). WBER & R (40 7R, EZH2 £ MGC-
803.SGC-7901 Al MKN-28 4l il /1 () R 15 B 44 16 3 v
T GES-1 4 (35 P<0.01) .
2.4 mimics.siRNA # 4 J5 2 £ I0iE
2.4.1 siRNA B % EZH2 ¥y PCR B iF 4 &

15 9 41 i MGC-803 (& 5A) 1, 5 si-NC 414
E , % 4t sIRNA-919. siRNA-1683 F1 siRNA-410 J5 ,
EZH2 )3k 835 8 3 PRI (35 P<0.01) , R 28 73 )
 (43.6+0.042)%  (55.7+0.062) % H1 (62.8+0.095)% o
78 B 40 SGC-7901 (& 5B) Y, 5 NC 40 A L, B e
siRNA-919 J& A 1A 2 Jik EZH2 1) H 17 5 % 4 siRNA-
1683 Ji EZH2 il Jik A (46.1£0.034)% , {H 25 7 A H.
GUil 5 L (P>0.05) ; #5 YL siRNA-410 f5 EZH2 i 3%
BRAR , RO A (41.040.072)% , 22 57 AT G it 5 L
(P<0.05). % EJTik , siRNA-410 Xt EZH2 [ fil Jak 5%

IncRNA NEATHIX ik &

GES-1 MGC-803 SGC-7901 MKN-28

GES-1 MGC-803 SGC-7901 MKN-28
981D) -
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—— — G E—

(36 kD)

BLEGUT, AT T IS 82 EZH2 N B 5 40 M 2 W T RE R
Wil R F 9T
242 siRNA-410 &% EZH2 & @ # WB A3 45

WB 246 I 45 31 (& 6) &7~ , £ MGC-803 41 Jifd
[€0.953+0.054) vs (0.689+0.041)] A1 SGC-7901 i i
[€0.893+0.015) vs (0.640+0.046)] 1, si-NC 41 EZH2
AN R IE K3 83 5 T si-EZH2 41 (33 P<0.01) , it
B siRNA-410 7] DA 28w ik 15 9 48 i h (1) EZH2 &
SESu
2.43 % % has-miR-45b-5p-mimic /5 has-miR-45b-5p
W RZHRRIE

qPCR ERT I 45 27, M T mimic-NC 41 , /&
MGC-803 4H iy ' , has-miR-45b-5p-mimic £ has-miR-
45b-5p 1] % 15 & T+ 7 £ mimic-NC 41 1) (14.153+
1.376) fi% , 7£ SGC-7901 4H i 7 , has-miR-45b-5p-
mimic # has-miR-45b-5p ) % 1A & Ff 5 22 mimic-NC
11 (906.589+224.777) i, ZZ B HA Gt 2 E X
(¥ P<0.01). 25 F UL, # Y% has-miR-45b-5p-mimic
A LAAT RUHE 5 5 8 41 1) has-miR-45b-5p (1) 3%
&, 1] F )5 42 miRNA LR 35 7E FPLHI PR T .
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(E7A) H, 5 si-NC A A E , ¥ J% hNEAT1-1811 1

hNEAT1-2396 J& , IncRNA NEATI i ik = 4 51 A
(30.240.055)%F1 (60.4+0.012)% , % T 35 B 811 %
B X (351 P<0.01) , {H# Y hNEAT1-3006 A fE H %k
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1% 5 BIUE 220 3] 9 (38.240.050)% « (48.10.035) % Al
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2.5 IncRNA NEAT1.hsa-miR-450b-5p 5 EZH2 Z ]
AHEHEXZR
2.5.1 it % ik hsa-miR-450b-5p £ & /& 40 i F EZH2
#2 IncRNA NEAT 1 8 % 3£ [& 1K

qPCRVZ Kl EZH2 mRNA % ik, 45 5 &7 , hsa-
miR-450b-5p-mimic 41 MGC-803 41l ity H EZH2 mRNA
) % 15 & /& mimic-NC 41 1 (0.822+0.062) fi% , hsa-
miR-450b-5p-mimic £ SGC-7901 41 i 1 IncRNA
NEAT1 )2 1% & /& mimic-NC 21 /£] (0.1760.022) fi%,

ZE R BB Gt (35 P<0.05) , i B i %I hsa-
miR-450b-5p W] LA i 865 EZH2 (315 . WB
VRGN 45 B 8) 7~ , 5 mimic-NC 4141 Lb , hsa-
miR-450b-5p-mimic 41 ' EZH2 7£ MGC-803 11 SGC-
7901 4 i i ik £ 34 B B AR (P<0.05 5 P<0.01) o
qPCR 72 £ | IncRNA NEAT1 £ ik, 5 R B R, 5
mimic-NC ZH £ [t , hsa-miR-450b-5p-mimic 41 MGC-
803 A1 SGC-7901 4 fiil 1 IncRNA NEAT1 [#) F ik &1
B A (38 P<0.05) , H 1, MGC-803 41l g
IncRNA NEAT1 ] %X & /& mimic-NC 2H 11 (0.796+
0.032) fi% , /£ SGC-7901 41 g 1 IncRNA NEAT1 1) &
15 5 /2 mimic-NC 21 17(0.073+£0.010) 1%
2.52 T2 IncRNA NEAT1 £ & 5 %8} # hsa-miR-
450b-5p & A48 im . EZH2 % ik & [ 1%

qPCR Kl 45 R 27w , 5 si-NC 4 AH L, si-NEAT1
# hsa-miR-450b-5p 7E SGC-7901 4 iy H K ik & 42 si-
NC 21 1 2.220+0.307 £i5 (P<0.05) , {H /£ MGC-803 4f
Jitd f si-NEAT1 4111 si-NC 21 7 hsa-miR-450b-5p [ %
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EERA KA EAMH[(1.010£0.152) vs (1.017+
0.066) , P>0.05]. 5 si-NC 41 # tb , si-NEAT1 41
EZH2 mRNA 7E MGC-803 1 SGC-7901 4l Jifd 1 & 1A
T FRR (3 P<0.01) , b 7 MGC-803 4l f v

A B

hsa-miR-450b- hsa-miR-450b- i
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EZH2 1

o, S N
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e S —
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EZH2 [f) 22 i & /& NC 2011 (0.746+0.044) i , 7£ SGC-
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0.130)f% .
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g 02
23]
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A - 3 1% hsa-miR-450b-5p 14 MGC-803.SGC-7901 4l il EZH2 2 [ 1) 221 ; B.C : MGC-803(B) .SGC-7901 (C) 4l it oF EZH2
AN FRIA BT HT . 5 mimic-NC 4148, "P<0.05.7P<0.01 .
[E8 T3k hsa-miR-450b-5p /5 B4+ EZH2 EEHEMFRIEE

2.5.3 ENCORI ¥ 35 il %2 15] 4 & 86 /1 R WK A &
By 4 45 £ F 52 1
A T 13t — 2P B #i hsa-miR-450b-5p 5 IncRNA

NEAT1  [8] f{) §8 7] 45 & 5% & , {81 FH ENCORI ¥ 32t 4%
5 JPE 751 hsa-miR-450b-5p 5 LNCRNA NEAT] . [ #E
) 25 G, RIS G e 13 (R 6)

%<6 hsa-miR-450b-5p 5 IncRNA NEAT1 {5 R4 &

SEENLA fr iR

IncRNA NEAT1

hsa-miR-450b-5p

Target: 5' uucuauuGAUUGUUUUGCAAAa 3'

LE s Leennni Smer

miRNA : 3' auaagucCUUGUAUAACGUUUu 5'

RGN 7 M AR PR e e 45 R (1 9) o,
55 hsa-miR-450b-5p-mimic-NC+psiCHECK-2-NEAT1-
WT 2 #H [t , hsa-miR-450b-5p-mimic+psiCHECK-2-
NEAT1-WT 4H 41 fifd 5% ot 2= AH X 3% M & 2 P& K
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NEAT1 41 . hsa-miR-450b-5p-mimic+psiCHECK-2-
NEATI-MUT 41 F1 hsa-miR-450b-5p-mimic+psi-
CHECK-2-NEAT1-MUT 4 A b5 41 B 5 't 2 il A %
RS TE B R 25 7 (P>0.05)
2.6 LEKEZH2 3t § J& e & 40 5 ) Re b9 %5 v
2.6.1 JLEREZH2 [& 1K E & 40 fE v 3 78
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Y138 2% B (H) P<0.01) , SGC-7901 41 i 17 1% R 1E
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TEE 2 4 L e

CNC
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5 NCAHLE, " P<0.01
9 W &G &5 £ E LI I IE hsa-miR-450b-5p 5
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262 JTEREZH2 &K E & 4 By T2 8k 7
R A S8 45 5 (& 1) S, si-EZH2 2H MGC-
803 4 B[ (36.0+3.442)% vs (68.9+0.816)% , P<0.01].
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5, si-NEAT1 2H 24.48 h J5 , MGC-803 F1 SGC-7901 4]

Ji G5 e 71350 82 3 BR IR (P<0.05 B P<0.01) .
272 1% IncRNANEAT1 F& 1% & 72 28 it ) £ 45 68 /7

KR A S50 45 3 (B 14) BIR , si-NEAT1 4
MGC-803 4l it [ (40.7+5.906) % vs (70.7+0.727)%,
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