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(A E] B HTRAEESRT RNA- & 7 557K 1 (long non-coding RNA-nuclear enriched abundant transcript 1,Inc-NEAT1)
Xof (6, 2298 (melanoma , MM) 403G 58 T AL FIR 22 R IRFENLE] . 73k - R A1 BE 3% MM 4l R (A375 .A875 . M14 .B16) FI A 3%
Sz A R AN (HEMa-LP) , 5% FH 5} 9 6 58 H8 PCR (real-time quantitative PCR , RT-qPCR) #3211 it # Inc-NEAT1 , microRNA-
29¢-3p(miR-29¢-3p) B FR 4B &K 8 [ Z B 4 (chondroitin sulfate proteoglycan 4, CSPG4)mRNA ik, A K B16 4,
2 A5 B4 (control 1) \si-NC 41 \si-NEAT1 41 \si-NEAT1+inhibitor-NC 21 ,si-NEAT1+miR-29¢-3p inhibitor 4 , FH Lipofectamine
3000 K17 TR Y BN A . RT-qPCR RS I %% YL, MITT 326 0 40 I 384 58355 7, Transwell /538 46 I 4 Jifd 17 7% Fil{5- 22 fiE
77, BTER R A U 4 ML CSPG4 M35 TR SR 2B OCH RIk . B G R BE2 BE A A5 miR-29¢-3p 5 Ine-NEAT1
CSPG4 BRI M LR o # AL AT SLIRHR T Inc-NEATT S X MM 21 i P 2B K A5 . 2558 - MM 411 il R 9 Inc-NEAT1
CSPG4 mRNA 7KF- . 3% 5 T HEMa-LP 401 ifd , miR-29¢-3p 7K °F- 112 X T HEMa-LP 4Hi i (P < 0.05) o #fiK Inc-NEAT1 #] & 7
17 miR-29¢-3p ik, BEAIL CSPG4 mRNA FIEE (K, F il A0 A3 5 i # A2 78 , H K Ki-67 . N-cadherin &5 Vimentin 2 17K
-, F+ 5 E-cadherin 2 7K (P < 0.05) 5 T miR-29¢-3p ik il i 3 F+ 15 CSPG4 mRNA FIZE FH 7KK, I8 55 Inc-NEAT1 #AI%
X MM 4 M35 58 TR AR 22 MM IR (P < 0.05) o XSGR i BE PRI 45 58 W7, % 4% miR-29¢-3p mimic )5 , 4
NEAT1-WT Fl CSPG4-WT (W5 MG 1 1 FFEAR (P < 0.05) o BR VBRI S0 45 0 /R | mAIK Ine-NEAT1 A i il (A g B
FagEE AR M miR-29¢-3p AT i 255 Inc-NEATL @ {0 RS A A R A A FH (P < 0.05) o 512 : Inc-NEAT1 W] figif it
PHT5 miR-29¢-3p/CSPGA Rl L MM 4Hi f b5 58 T4 FiR 2%
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Lnc- NEAT1 regulates the proliferation, migration and invasion of melanoma B16 cells
through the miR-29¢c-3p/CSPG4 signaling axis
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[Abstract] Objective: To investigate the regulatory mechanism of long non-coding RNA-nuclear enriched transcript 1(Inc-NEAT1)
on the proliferation, migration and invasion of melanoma (MM) cells. Methods: MM cell lines (A375, A875, M14, B16) and human
epidermal melanocytes (HEMa-LP) were cultured in vitro, real-time quantitative PCR (RT-qPCR) was performed to determine the
mRNA expression of Inc-NEAT1, microRNA-29¢-3p(miR-29¢-3p) and chondroitin sulfate proteoglycan 4(CSPG4) in cells. B16 cells
at logarithmic growth phase were taken and separated into control group,si-NC group,si-NEAT1 group, si-NEAT 1 +inhibitor-NC group,
and si-NEAT1+miR-29¢-3p inhibitor group. Lipofectamine 3000 was applied to transfect the corresponding plasmids into cells. RT-qPCR
was performed to determine the transfection efficiency. MTT method was used to determine cell proliferation. Transwell assay was
performed to determine cell migration and invasion abilities. Western blotting was performed to determine the expression of CSPG4 and

proteins related to the proliferation, migration and invasion. Dual-luciferase reporter gene assay was performed to determine miR-29¢-3p
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targeting relationship with Inc-NEAT1 and CSPG4. Nude mice xenograft experiment was performed to explore the effect of Inc-NEAT1
knockdown on the growth of MM cells in vivo. Results: The mRNA levels of Inc-NEAT1 and CSPG4 in MM cell lines were obviously
higher than those in HEMa-LP cells, and the levels of miR-29¢-3p were obviously lower than those in HEMa-LP cells (all P < 0.05).
Knockdown of Inc-NEATI obviously increased miR-29¢-3p expression, decreased CSPG4 mRNA and protein levels, inhibited cell
proliferation, migration and invasion, and decreased Ki-67, N-cadherin and Vimentin protein levels as well as increased E-cadherin
protein level (all P < 0.05). Down-regulation of miR-29¢-3p expression obviously increased CSPG4 mRNA and protein levels, and
attenuated the inhibitory effects of Inc-NEAT1 knockdown on MM cell proliferation , migration and invasion (P < 0.05). The results of
dual-luciferase reporter gene assay showed that after the transfection of miR-29¢-3p mimic, the luciferase activities of NEAT1-WT and
CSPG4-WT in cells were obviously decreased (P < 0.05). Nude mouse xenograft experiments showed that knockdown of Inc-NEAT1
obviously inhibited the growth of xenografts in vivo, while inhibition of miR-29¢-3p was able to obviously attenuate the inhibitory effect
of Inc-NEAT1 knockdown on the growth of xenografts(all P < 0.05). Conclusion : Lnc-NEAT1 may promote the proliferation , migration
and invasion of MM cells by regulating the miR-29¢-3p/CSPG4 axis.

[ Key words ]

proteoglycan 4 ; proliferation ; migration ; invasion

melanoma ; long non-coding RNA nuclear enriched abundant transcript 1; microRNA-29¢-3p 5 chondroitin sulfate

[J Nanjing Med Univ,2023, 43(04) :492-501 |

PRA8 2R (melanoma, MM) J& — FH {2 28 M B Tk .
BRI 25 SRR e Ay | T
80%, KT IR H, S MM TS 1.1 A
WibR R FRI TR AT, DRER ], KEEE 111 mhe
i RNA (long non-coding RNA , IncRNA ) 7] DL 15 A MM 4ifE 52 (A375 . A875 M14) FlI/NFER (R

ﬁwiﬂﬁl%‘z AR R ZECEEMIE e B oM & AR (B16) 1 A BB # F8 A mBHE A PR A
JE L ALFE MM ™, PE4RGE , IncRNA-#% & B 56 AR 1 1845 . CL-0014 .CL-0255 .CL-0287 .CL-0029) , 7E 75

(nuclear enriched abundant transcript 1,Inc-NEAT1) 10% 6 4= 1134 . 100 U/mL HF K (100 pg/mLEERH R

TE MM o BE 3R 5k, m] fi #E MM 20 i A 8 5 7%
2287, SR, Inc-NEAT1 7E MM P 4/E FIBL 475 A
SEA

IncRNA A LIFEAHHN RNA (microRNA , miRNA )
T 447 ol 35 4 PE PV R RNA (competing endogenous
RNA,ceRNA)/ S5 RNA(messenger RNA,mRNA)
IR VIS AE YT RE . miR-29¢-3p & miR-29
RGP P 2k S 5 MM X PEA
BHEIE RAEEME, MRREREN 24
(chondroitin sulfate proteoglycan 4, CSPG4 ) & —Fh7E
MM 40 A BRI 5 AR 224, 25 MM YT

B ZE, 5 MM TE SO HUS A B A ¢, J& MM H
BB R RS B 2A T R Ine-NEAT

FlmiR-29¢-3p Z [H] 7] REAEAEAE ) A4 /E T, H miR-
29¢-3p 1] 5 CSPG4 1 3’ - AE # 1% X (untranslated
region , UTR)&55 . I, AT IAIEHRSE Inc-NEATI
miR-29¢-3p Ml CSPG4 Z [A] [ 5 R, I itf — 25 43 #r
Inc-NEAT1/miR-29¢-3p/CSPG4 85 4l 7E MM 3 i
BT REVE

() DMEM 85 Ff FE b A= 1 o N3 B PR (3 32 41 il (HE-
Ma-LP) g H FifEdbin A PR A R A R (525
C0245C) , 55 J¢ T35 A AR 4 2L K AR ) -2
(HMGS-2) i M254 8537 3 rfr o LA Lk SL i i 3R 5
T 37 CHI 5% CONMMBHFAR IR
.12 &350 5%

54 13 (Gibeo 24 F], 92 [E) s MTT 24 Jfd 34 58 %
2 e 7 A I R & (B = KA YRR PR A
Fl) 5 Inc-NEAT1 T FORE (si-NEAT1) MU Bt
#i (si-NC) \miR-29¢-3p AU (miR-29¢-3p mimic)
AT HE (miR-NC) ,miR-29¢-3p #ill il 5] (miR-29¢-3p
inhibitor) A1 %} 8 (inhibitor-NC) H [ ¥} GenePharma
NI A Lipofectamine 3000 ¥% 4% i ] ( Sigma-
Aldrich A #], 32 [ ) ; Transwell /N (Corning A ] , 38
) ; ellii—41 CSPG4 . Ki-67 E45258 1 (E-cadherin) |
N- %57 25 I (N-cadherin) | J& 25 1 (Vimentin ) .
H ¥ 7 -3- % 1R 1 U (glyceraldehyde-3-phosphate
dehydrogenase , GAPDH ) (Abcam 23 F] , 9% [#] ) 5 X5¢
I 2 W A5 FE A IR 7] & (Promega 23 7, 3%
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[i )., HERAcell 240i CO, 4 ifg £ 37 46 . Nano-Drop
ND-2000 4366 3 (Thermo Fisher Scientific 237 ,
F 1) ; ABI Prism® 7500 %I 5% 5/t 22 Ht PCR AX (W FH
RGN A, K E) ; iMark680 22 I BE il b 1L
(Bio-Rad A 7 , 26 [H ) ; Ts2-FC {8 & 2% % W i 4
(Nikon A ], HAS)
12 F#
1.2.1 5£BY 32 %2 2 PCR(quantitative real-time PCR,
RT-qPCR)#: mRNA %%

{6 B TRIzol 12477 I\ HEMa-LP 4l it F1 MM 4 fits

H 3R RNA |, Nano-Drop ND-2000 4356 % B 11
T HAE 260 nm 5 280 nm A (W6 EE HLME, BB
RNA (&l B S Wk BE o fdiFH PrimeSeript™ RT 12051 £
B RNA (1 pg) 306 5% 5% ¢DNA . i F 1% ¢cDNA
Vi B, 7 75 )6 5 B PCR & 48 b #E 4T RT-qP-
CR., PG EA40F 295 CHIAEYE 10 min; 2R 5
95 CAEE 15 s F160 CiR ‘K 1 min, 40 MEH . K H
2T AT A X E BT, Inc-NEAT1 Fl CSPG4
(IR X 26 3545 AL 8 GAPDH, U6 /E A miR-29¢-3p
1) PR IR

%1 FTRT-qPCRHIZIHFT
Table 1 Primer sequences used for RT-qPCR

F A EmE[H(5—3")

K54 (5'—3")

Alne-NEAT1

AATGCTTGTTCCAGAGCCCA

AAGAAGGCAGGCAAACAGGT

/N Ine-NEATI TGAGTAGTGGAAGCAGGAGGAT GGAGGCAAGGACGAGACAGA

A miR-29¢-3p CTGACCTTAGCACCATTTGAAATC TATCGTTGTACTCCACTCCTTGAC
/IR miR-29¢-3p GAAGCACCATTTGAAATCAG TTGGCACTAGCACATT

A CSPG4 CCTCCTGCTGCAGCTCTACT CTGAGGAGGCGTTCAGAAAC

/N CSPG4 TCTTACCTTGGCCCTGTTGG ACTCTGGTCAGAGCTGAGGG

AN GAPDH ACGGATTTGGTCGTATTGGG TGATTTTGGAGGGGATCTCGC
/INE.GAPDH GAGTCCACTGGCGTCTTCAC ATCTTGAGGCTGTTGTCATACTTCT
A U6 CTCGCTTCGGGCAGCACA AACGCTCTCACGAATTTGCGT

/N U6 CTTCACGAATTTGCGTGTCAT GCTTCGGCAGCACATATAC

122 miaisg

B16 2 M 27 T 6 FL AR H (5x10°4~/4L) , 440
i fl & 80% Lk LB, AT Gy o 5L 55 434 (control
Xif BRAH , ANHEA AR5 4 ) (si-NC 2H (5 %% si-NEAT1
[ 14 % BB si-NC ) | si-NEAT1 2H (%% 4% si-NEAT1) .
si-NEAT1+inhibitor-NC £ (J£44 4 si-NEAT1 I miR-
29¢-3p inhibitor [ 14X} M inhibitor-NC) \si-NEAT1+
miR-29¢-3p inhibitor 2 (%YL si-NEAT1 F1miR-29c-
3p inhibitor) . i F Lipofectamine 3000 si-NEAT1 .
miR-29¢-3p inhibitor A H: B X FE % JeAf AL i)
YA, si-NEATT BY%% G4k B2 R 50 nmol/L, miR-29c-
3p inhibitor 55 Y 4 100 nmol/L. §4446 h )5
Pl 3R, SRS AE 37°C 5% CO, R HLE5 37 48 h,
RT-qPCR R % Je il WA L GL 4 T — 25
I3HT
1.2.3  MTT s:Am) 4m io 38 35 7% 7

20 JL DL 2% 10° A/ 1L 1Y 25 B2 422 7 31 96 L AR
o EE L 6 h S T 37 C R H 0.24.48.72 h,
FE B E 1 B B) A5 1) AL P 20 L MTT %
W (5 wg/mL) , 7637 CTHEH 4 he SRIGHRALIMA

200 wL — H 3£ AR (dimethyl sulfoxide, DMSO) , fii
FHREBRXE 57 490 nm AL A2 FEAH .
1.2.4  Transwell /) & 4] 20 feu i 45 Fodz 22 58 7

i o Transwell 24 fL % K £ 240 Jd i 3% F= 22 hg
Ho RTIEHRESI I E , AN 4L 48 h ) , il 45 T
L35 20 MR, SR 5 5 200 WL JIG L 375 40 M B 9 (2%
10*/AL) F2FP 3] Transwell /NE (8 pm FLI2) A9 %
H [R]IE 500 WL & 10% 1645 L34 19 DMEM 85 33
BB NE, WS, €37 CTFFE 48 h, W4Tk
BT R0 0 4 A 4% 22 5 I E [T 5E 5 min, 75
0.1%%5 i 22 Y4 45, 10 min, FEHLZERE 500 BF 7 51 &
BB I RO R . X TR RE I
E, Matrigel WS4 7E Transwell /NE 1Y 3=, 3T
1637 CHRE R AL h, KRB RS TERBEE N
5 125 SR A I
1.2.5 &G EP % (Western blot ) i #m| & & £ ik

FH RIPA 2 fif 22 o 0 A MM 20 Jfd v i I 2R
F, BCA LI E R AWIE . RIFREARE 10%,
SDS-PAGE /BRI 5 O (polyvinylidene
fluoride, PVDF) I - o ] 5% i 4= Wi M1 , 1
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4 CHH—himEd. HR—P T CSPG4
(1:1000) .Ki-67(1:1 000) .E-cadherin(1:1 000) .
N-cadherin(1:1 000) . Vimentin(1:1 000) 1 GAPDH
(1:3000). SRIGTEZEET KI5 AR L SE AL P il
I EHT R 1gC —HT(1:5000)FF 1 h, Hee i@
iR AR SO AT A, {8 ] Image J %K
AR % Sy o AR iv: i
1.2.6 MK FEARE A B AN

fifi A= W15 2% StarBase v2.0 Z040E J% (hitps:/
starbase.sysu.edu.cn/index.php ) Fl TargetScan Humam
7.2( http: //www.targetscan.org/vert_72/) AP miR
-29¢-3p 5 Inc-NEAT1 Fll CSPG4 B 45 &7 A5 o F T
AL (WT) Fl 258 81 (MUT) Ine-NEAT1 4 7 91) 7 [
F| pGL3 g, I HE NEAT1-WT HINEAT1-MUT J5t
i, I, FE T CSPG4-WT 1 CSPG4-MUT Jifi
Hio K B16 A A 42 A 7E 24 fLAR D, 35 5% 2 80% 11
& B}, i FH Lipofectamine 3000 % 4432 5K ix 44
2H 2%t R IR A5 TR 4 ) 5 miR-29¢-3p mimic Ay
miR-NC L YL | B16 il . 54«48 h 5, H PLB
i Ao 2% PR AR AN . SRS i R
A5 FE P R GERN B16 20 i 44 Hh g K i RNt B
DG ER BTGk o 4 240 L % A ) R X R S R
it 5 AR AL AT B DG R B 1 -
1.2.7 #RRABAHE E B

20 HUEME BALB/c #1 B (7 Ji %, 1R EE 20~22 ¢)
W A st 2 E R ARSI s R R A FRA R si-NC.
si-NEAT1 1 si-NEAT1+inhibitor-NC ,si-NEAT1+miR-
29¢-3p inhibitor 73| 3 i3 1 55 B 244 ( L5 B A
A ) B UL B16 AU AR5 Fa e ik o KT AR
BEHL o3 B 4 21 (FELL S H) ¢ si-NC 41 (si-NEAT1 £ Al
si-NEAT1 +inhibitor-NC 41 . si-NEAT1+miR-29¢-3p
inhibitor 21 , ¥ % Y% /) B16 41 g 2 Wi (IR & h 2%
107 A4~/mL) J B 38055 HAR A A IR . 4R
it I o A ST SRR L (V) V=K x5 *) /2,
4 Ji) ) , 308 3 S AV 2 A SRR B, DI BRI o
JE SRR, — 3B FH 4% % 3 WS [ 5 FH T g
AU (THC) e, ) — 353 T 32 U RNA Fl
% 15, i i RT-gPCR Al Western blot £ il Inc -
NEAT1 .miR-29¢-3p fl CSPG4 /K-,
1.2.8  THC &4 i J5 4128 ¥ Ki-67 FaM & ik

N 49 22 T FH RS [ 19 P g 21 S MR A A s v
FEUI 4 wm B Y) o 2l KA, FH 0.3%
HO, TH R N IR o A o 5% 1F 8 1L = i i &
WG 80 5 Ki-67 i (1:100) 95 & 1%, SR 5

TEZE N H1(1:200) 975 30 min, DAB W A)5,
FHIRANG I YL 30 s. 700657 W3 Mg 2],
It H Image-Pro Plus 6.0 #3153 Ki-67 FH ML A1)
FRA6% E (integral optical density, 10D ) .
13 %itssE

% F GraphPad Prism 8.0 ¥4 #4748 115047 -
THEBHRIAF S IES 0, BB hpifE 2 (v £5) %
Re ZAM BRI R 7 225007, LR 2 & Lk
U SNK-g K536, P <0.05 HESAGHFE X,

2 &4 R

2.1 MM 28 # ¥ Inc-NEATI . miR-29¢-3p #= CSPG4
mRNA 7Ktz

5 HEMa-LPAH L , MM 48 52 (A375 . A875 M 14,
B16) 1 Inc-NEATI H1 CSPG4 mRNA 7K - i 3 T &
(P <0.05) ,miR-29¢-3p /KF- i EHREL (P < 0.05) , 1
1, B16 4 fifd ' Inc-NEAT1 1 CSPG4 mRNA 7K V-1
BT HAR MM 408 (P < 0.05,%2) . HIt, %4 B16
YA FJR 2508

#*z2 MM ZHAEH Inc-NEAT1.miR-29¢-3p 1 CSPG4 mRNA
KEELER
Table 2 Comparison of Inc- NEAT1, miR -29¢ - 3p and
CSPG4 mRNA levels in MM cells

(x +£5,n=6)
i Inc-NEATI miR-29¢-3p  CSPG4 mRNA
HEMa-LP  1.00 = 0.00 1.00 = 0.00 1.00 + 0.00
B16 325+039° 034+0.05  2.89+0.30
A875 1.47 £0.18%  0.80+0.09*  1.56+0.21*
Mi4 2.04+0.25%  0.51+0.05% 2.03+027%
A375 238 +0.29" 046 +0.06™ 245 +0.28™%

5 HEMa-LPZiffiAH L ,"P < 0.05; 5 B16 AR L, *P < 0.05; 5
A875 4IMUAH L, P < 0.05; 5 M14 40fEAH L, “P < 0.05,

22 #F)E & e P Inc-NEAT1  miR-29¢-3p #=
CSPG4 K F rbdk

5 control ZH .si-NC ZHAH L, si-NEAT1 2H 21 fifd
Inc-NEATI , CSPG4 fit) mRNA F1 45 4 7K - i 2 B A%
(P <0.05), miR-29¢-3p K- & 3 T+ &5 (P < 0.05) ;
5§ si-NEAT1 41 . si-NEAT1+inhibitor-NC 21 #H It ,
si-NEAT1+miR-29¢-3p inhibitor £ 41l ifd /' CSPG4 HY
mRNA FlE /K2 3 5 (P < 0.05) , miR-29¢-3p
IR E AR (P < 0.05, 81 1,%3),
2.3 SUKNEATI X B16 4m i3 74 76 P 64 %5 v

TERE YL 5 W FLRE 9% 48 .72 h itF, 5 control 41 |
si-NC 41AH EE , si-NEAT1 41 40 i 388 58 15 1l 2 PR AR
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CSPG4 s S s v w251 kDa

GAPDH . ..

A:control 21 ; B:si-NC 41 ; C:si-NEAT14H ;D : si-NEAT 1 +inhibitor-
NC 4 ; E:si-NEAT1+miR-29¢-3p inhibitor £H .
1 HRFHAMMET CSPG4ERRIE
Figure 1 CSPG4 protein expression in cells of each group

after transfection

(P <0.05); 5 si-NEAT1 4 . si-NEAT1 +inhibitor-NC
HAHLE, si-NEAT1+miR-29¢-3p inhibitor 21 34 78 1% P

BETRE(P<0.05,%4),
2.4  FUKNEATI % B16 ta it #5 1% £ 4k ) 69 %ok
Transwell iF 5 512 78 LK 25 2R, 5 control
ZH si-NCHAL, si-NEAT1 ZH1T8 512 28408 e 2
FEAL (P < 0.05) ; 5 si-NEAT1 4 .si-NEAT1+inhibitor-
NC ZHAH It , si-NEAT1+miR-29¢-3p inhibitor 2 iT 7%
52224 E I 2 (P < 0.05, 82,38 5)
2.5  #U& NEATI #+ B16 28 i P Ki-67 . E-cadherin .
N-cadherin . Vimentin & & &% 49 %6
5 control 2H .si-NC 41 [t , si-NEAT1 4 Ki-67 .
N-cadherin 5 Vimentin 25 [ 7K 3 it 2 41K, E-cad-

R3 BHRERKAMIET Inc-NEAT1 ., miR-29¢-3p F1 CSPG4 7K FE L]
Table 3 Comparison of Inc-NEAT1, miR-29¢-3p and CSPG4 levels in cells of each group after transfection

(X +s,n=6)

21 5] Inc-NEAT1 miR-29¢-3p CSPG4 mRNA CSPG4EH

control 2 1.00 + 0.00 1.00 £ 0.00 1.00 + 0.00 0.42 +0.07

si-NC 2 1.03 +0.14 1.02 £ 0.11 0.98 £0.12 0.41 £ 0.06
si-NEAT1 24 0.35 +0.05™ 2.15+0.26™ 0.49 + 0.07™ 0.14 = 0.04™"
si-NEAT1+inhibitor-NC 2H 0.34 +0.06™ 2.19 +0.28" 0.46 + 0.06™ 0.13 +0.03™
si-NEAT1+miR-29¢-3p inhibitor £ 0.40 + 0.06™ 1.35+0.17" 0.87 + 0.09%* 0.33 +0.06*"

5 control HAH I, P < 0.05; 5 si-NCIAHIL , *P < 0.05; 5 si-NEAT1 ZHAHLL ,“P < 0.05; 55 si-NEAT I +inhibitor-NC ZH4H v, *P < 0.05,

x4 FBHEMRILETFEILE

Table 4 Comparison of the proliferation activity of cells of each group (x +5,n=6)
AHMIEEFE T E D (490 nm) |
2H 5
0h 24 h 48 h 72 h
control 2H 0.25 £ 0.04 0.39 + 0.05 0.77 £ 0.09 0.96 +0.12
si-NC4H 0.22 £ 0.03 0.41 £ 0.04 0.80 +0.10 0.97 +0.13
si-NEAT1 24 0.24 £ 0.04 0.35 £ 0.05 0.49 +0.07" 0.60 + 0.08™
si-NEAT1+inhibitor-NC 2H 0.23 £ 0.04 0.34 £ 0.04 0.46 + 0.06™ 0.58 £0.07*
si-NEAT1+miR-29¢-3p inhibitor 2H 0.22 £ 0.03 0.36 + 0.05 0.70 + 0.08*" 0.91 £ 0.10*

5 control HAH I, P < 0.05; 5 si-NCHIAH L, *P < 0.05; 5 si-NEAT1 ZHAHIL ,“P < 0.05; 55 si-NEAT I +inhibitor-NC ZH4H It , *P < 0.05

control ZH

si-NEATI £

si-NEAT1+miR-
si-NEAT1+inhibitor-NC £H 29¢-3p inhibitor

o) TS e A

HO IR =50 .
B2 &AEMTE. EEEE

Figure 2 Migration and invasion abilities of cells in each group
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Table 5 Comparison of migration and invasion abilities in cells of each group (x +5,n=6)
25 LR AR () R ()
control 41 131.28 + 14.90 107.36 + 13.58
si-NC4 134.04 + 15.26 112.15 £ 14.30
si-NEAT1 41 58.62 +7.75" 4584 +7.61"

si-NEAT 1 +inhibitor-NC 41
si-NEAT1+miR-29¢-3p inhibitor 41

53.54 +8.16" 42.90 + 8.02"
116.32 + 13.40** 89.26 = 10.15**

5 control ZHAH L, "P < 0.05; 55 si-NCHAH L, P < 0.05; 5 si-NEAT1 1A L, “P < 0.05; 5 si-NEAT1+inhibitor-NC 414 Lt., *P < 0.05.,

herin & /KB ETHE (P < 0.05) ; 5 si-NEAT1 4 .
si-NEAT1+inhibitor-NCZHAHLY ,si-NEAT1+miR-29¢-

3p inhibitor ZH Ki-67.N-cadherin 5 Vimentin & (17K F

A B C D E

BETHE  E-cadherin B [1/K BT (P < 0.05,43),

Ki-G7 S SR s s S 358 kDa 0.8
- &A
. Z 06
E-cadherin s ssssss s SR s 97 kDa =
S 04 o
N-cadherin *—S— S . s |00 kDa 5
Z 02
Vimentin e S s s s 54 kDa 0
- - _ A B C D E
oo - 0
0.8 1
LTI 23
% 061 0.6
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Figure 3 Expression of Ki-67, E-cadherin, N-cadherin and Vimentin proteins in cells of each group
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Figure 4 The target gene prediction and luciferase activity in cells
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Figure 5 Effect of knockdown of NEAT1 on the growth of xenografted tumors in nude mice
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