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WE: B AR A RS S RNA00963 (LINCO0963 ) Xif 45 T gy Je 41 i 38 25 W 2 47 g (R 5% i KoV FHAILRD . Fo sk
ATFFE T 2018 4F- 8 H 2 20194 5 H #EAT 5 \EH 25 H AL [ B2 4l NCM460 L) K 235 1 1 9 4 % HT29 .SW480. . SW1116 11 [ 11
FEBlABE 1IN , SERDE 6 2 B PCR (qRT-PCR) A /)N RNA-148b-3p (miR-148b-3p) Fil LINC0O0963 1) 434 /K F- 5 X5 5t
R A 5295 K6 1 miR-148b-3p A1 LINC00963 F #IU [7] ¢ 2 o K5 HT29 40 i 43 4 miR-NC 41 . miR-148b-3p 41 . si-NC 4 . si-
LINC00963 £H . si-LINC00963+anti-miR-NC £ . si-LINC00963+anti-miR-148b-3p 41 ; & [1 Ji7 E 75 4 (Western Blotting ) ¥ I & |1 5%
K 5 DU A e s b i (MUT'T) A 00 400 G 75 1 5 Transwell 4 0 45 2L AN LT AL AR 28 . 5 R 5 NCM460 4 i A HL , HT29
SW480.SW 1116 4}l 7 miR-148b-3p A5 /K- i 2 %MK [ (0.32+0.04) | (0.48+0.04) . (0.39+0.04) H£.(1.03+0.09) |, LINC00963
M2k B ETE[(3.1320.31) .(2.76+0.27) . (2.91+0.28) [£.(1.00£0.09) ], 2% 54 i it 75 X (P<0.05) . LINC00963 # [i] 3
4 miR-148b-3p BYFE 3L . T3 LINC00963 J& , 4 Jifd J& 1 45 11 D1 (Cyclin D1) 3 5 42 i 25 11 B 2 (MMP-2) | 3% 5 43 ) 45 11 i 9
(MMP-9) £ 4 1k /K- R AR, 200 At J7 00 4 AR SR 1R 790 1A (p21) F3A /K - T 31, HT29 4 i 151 [ 48 h 24 (0.43+0.04) L1
(0.65£0.06) , 72 h 2} (0.56+0.05) H (1.05£0.09) IR A% , B 3T B Bt vl /0 [ (39.65+3.42) 4> L (81.248.06) 4~ 1, 12 28 £ it i />
[(32.1423.28) 10 (69.5426.27) 4 1, 2 A BT 5 X (P<0.05) . i #35 miR-148b-3p 5 , Cyclin D1 . MMP-2 . MMP-9 3 ik 7K
SREAIG, p21 FAAAKFTH i HT29 4H 6 4 [ 48 h 5 (0.49+0.04) H (0.67+0.06) , 72 h 24 (0.62+0.06) 1 (1.06+0.09) JREAIL, S5
Bt il /[ (45.3244.28) 4> 10 (86.27+8.25) 4~ |, 12 28 B it Il /0 [ (39.54+4.03) 4 [0 (73.65£7.24) 4 |, 2 R A G it L (P<
0.05) . | miR-148b-3p F 3k 1] Wi %% 4 LINC00963 X} HT29 AN AgfEH . 51 T3 LINC00963 ] i | miR-148b-3p
T 25 15 Mg HLT29 20 i 3 5 E R iR 28
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Effect of long intergenic non-coding RNA 00963 (LINC00963) on the proliferation, migration
and invasion of colorectal cancer cells by targeting microRNA-148b-3p (miR-148b-3p)
REN Jibing, CHEN Menglin, LI Chuanbin
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Abstract: Objective To explore the effect and mechanism of long-chain intergenic non-coding RNA 00963 (LINC00963) on the
malignant biological behavior of colorectal cancer cells.Methods This experiment was conducted from August 2018 to May 2019, nor-
mal colorectal mucosal epithelial cells NCM460 and colorectal cancer cell lines HT29, SW480, SW1116 were purchased from the
Shanghai Cell Bank of the Chinese Academy of Sciences, real-time fluorescent quantitative PCR (QRT-PCR) was used to detect the ex-
pression levels of microRNA-148b-3p (miR-148b-3p) and LINC00963; double luciferase reporter experiment was used to detect the tar-
geting relationship between miR-148b-3p and LINC00963. HT29 cells were assigned into miR-NC group, miR-148b-3p group, si-NC
group, si-LINC0O0963 group, si-LINCO0963+anti-miR-NC group, si-LINC00963+anti-miR-148b-3p group; Western blotting was used to
detect protein expression; tetramethylazolium salt colorimetric method (MTT) to detect cell viability; Transwell was used to detect cell
migration and invasion in each group.Results Compared with NCM460 cells, the expression level of miR-148b-3p in HT29, SW480
and SW1116 cells was significantly reduced [(0.32+0.04), (0.48+0.04), (0.39+0.04) vs. (1.03+0.09)], LINCO0963 expression level was
significantly increased [(3.13+0.31), (2.76+0.27), (2.91+0.28) vs. (1.00+0.09)], the difference was statistically significant (P<0.05).
LINCO00963 targeted the expression of miR-148b-3p. After interference with LINC00963, Cyclin D1 , matrix metalloproteinase 2 (MMP-
2), matrix metalloproteinase 9 (MMP-9) protein expression levels were decreased, and cyclin-dependent kinase inhibitor 1A (p21) ex-
pression level was increased, the activity of HT29 cells [48 h: (0.43+0.04) vs. (0.65+0.06), 72 h: (0.56+0.05) vs. (1.05+0.09)] was de-
creased, and the number of migration [(39.65+3.42) vs. (81.24+8.06)] was decreased, the number of invasions was decreased [(32.14+
3.28) vs. (69.54+6.27)], the difference was statistically significant (P<0.05). After over-expression of miR-148b-3p, Cyclin D1, MMP-2,
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MMP-9 expression levels were decreased, p21 expression was increased, HT29 cell viability [48 h: (0.49+0.04) vs. (0.67+0.06), 72 h :
(0.62+0.06) vs. (1.06+0.09)] was decreased, and the number of migration was decreased [(45.32+4.28) vs. (86.27+8.25)], and the num-
ber of invasion was decreased [(39.54+4.03) vs. (73.65+7.24)], the difference was statistically significant (P<0.05). Suppressing the ex-
pression of miR-148b-3p can reverse the effect of LINC00963 on HT29 cells.Conclusion Interfering with LINCO0963 can inhibit the

proliferation, migration and invasion of colorectal cancer HT29 cells by up-regulating miR-148b-3p.

Key words:

45 H o (CRC) J2 5 UL A4 T A6 38 5k i 2
— FRRR YT AT G AR AR BRI AR B
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1.2.1 sz o4n F RPMI-1640 5535345 0L
iR 1E W 45 B I B 210 il NCM460 125 B i 9 40
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HT29 40 Jfd , ¥ LINC00963 it 3% 35 %k 14 B 4 %) 1
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(pcDNA) | LINC00963 it % ik # & (pcDNA-
LINC00963) . LINC00963 11l il & ik %% {4 BH 4% X #e
(5i-NC) \LINC00963 #1fI ] 22 ik 24 (si-LINC00963)
miR-148b-3p HLHLY) B 14 XF R (miR-NC) . miR-148b-
3p L) (miR-148b-3p) % Y 2 HT29 4 AU , 431
A peDNA ZH . pcDNA-LINC00963 4 . si-NC 4 .| si-
LINC00963 41 . miR-NC £l . miR-148b-3p 41 ; ¥f si-
LINC00963 43 %] 5 miR-148b-3p I il 77 (anti-miR-
148b-3p) K B 1 XF B8 (anti-miR-NC ) H: 4% L 2= HT29
41 M, iC N si-LINCO0963+anti-miR-NC 2H | si-
LINC00963+anti-miR-148b-3p 2H . 7AW 58 445 & (it
SRR SRR S AR .

1.2.2  qRT-PCR # | miR-148b-3p #= LINC00963
FAEKF R AU AL RNA, R S cDNA,
Foe AR & U HEAT PCR, SR 274 2 Ik TS AR X 3K
i, miR-148b-3p 5| ¥ 19 1E 1] )5 51 By 5'-GGATGT-
CAGTGCATCACAGAAC-3', X [a]J¥51 4 5-CAGTGC-
GTGTCGTGGAGT-3"; LINC00963 51 9 i 1F ] £ 51 Ky
5'-GGTAAATCGAGGCCCAGAGAT-3", JZ [f] & 51 N
5-ACGTGGATGACAGCGTGTGA-3"; U6 5| ¥ Y 1E [f1]
31 4 5'-CGCTTCGGCACATATAC-3', JiZ [i1] ¥ 31
5-TTCACGAATTTGCGTGTCAT-3'; H- - 3- i i it
2B (GAPDH) 5| ¥ M 1E 17 JF 5124 5'-CATGAGAAG-
TATGACAACAGCCT-3', & [a] J¥ 51 & 5'-AGTCCTTC-
CACGATACCAAAGT-3',

1.2.3 & & M ¥P i 7% (Western blotting) /& M 2% & 69
FiE PREUAMS R A, E 8 )5 7517 SDS-PAGE 1
VK LI A 5 A4 B R 2R 1 D1 (Cyelin D1) |
£ S0 S0 R 1AM P R T TR 1A (p21) R
J& % i (MMP) -2 . MMP-9 25 —$i 7F 4 CUKFG &
SRR IMA SRR E 2 h, 5%, €%, 5
B2 11 450 OB BE A

1.2.4 MTT A0 40 B3 75 4541 HT29 41 i 43 5] 55
7724 h .48 h 72 h, $# i 50) & U AR | BiAn (SR DU
490 nm 2L S (OD)H

1.2.5 Transwell#omlsmft it #4212 % BICIMIGERFR
HEEA AR T Transwell 3, 31535 24 h, JA4hE
SN, IR N RENIIEIR S MR BN, 1R2E
S L R RE 55 Transwell |28, Hogs Rl A4
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1.2.6 WEAFEAREARE EIE K LINC00963 B4
TR OB (W T-LINC00963) FIS s 45 Bk (MUT-
LINC00963) 43 5!l miR-NC 1 miR-148b-3p 5 % §x &
HT29 2, 423070 G5 U I , A 26 S 2R R 1
1.3 it A% HSPSS 20.00 k474812440 Hr .
THETERILL % + s TR, PR LA T o A 56, Z2 4 1) Lb
BRI R 224007, L P<0.05S RR R AH G001
2 #R

2.1 Z5E 77 4R & B LINC00963 #1 miR-148b-
3p WIRiLX 45 E Ve 40 i HT29 . SW480.SW1116
1 LINC00963 1) 2 35 7K °F- i T NCM460 2 Jfd |, 1
miR-148b-3p Y 3 ik 7K F- fIk T NCM460 41 il (P<
0.05), W3R 1. EFRIAASAb A I W 1Y HT29 4 i H]
YEJG 25

1 LINC00963 FlmiR-148b-3p 7Lk LA A/ + 5

2151 VR4 LINC00963 miR-148b-3p
NCM460 9 1.00+0.09 1.030.09
HT29 9 3.13+0.317 0.32+0.04"
SW480 9 2.76+0.277 0.48+0.04"
SW1116 9 2.91+0.28" 0.39+0.04"
F{§ 134.917 291.814
PAH 0.000 0.000

14 : LINC00963 Jy K 4% 5 K] [] I 4 5 RNA00963 , miR-148b-3p
hi¥/N RNA-148b-3p,
D5 NCM460 21 b4, P<0.05 .,

2.2 LINCO00963 %8 [3 i #= miR-148b-3p HJ 3k i
LINC00963 5 miR-148b-3p A 45 & i /5 (F 1) .
miR-148b-3p 5 WT-LINC00963 4% 4 () HT29 41 fify
P2 S 2R G P (B 3 R AIK (P<0.05) 5 17 miR-148b-3p
5 MUT-LINC00963 H:5% 4 (1) HT29 40 i 5% ' R B G
PEF LG FE X (F2). peDNA-LINC00963 £H
miR-148b-3p 1Y % ik /K °F Ik T pcDNA 4 ; si-
LINC00963 2 miR-148b-3p 1Y 35 7K -1 T si-NC 41
(P<0.05) (3) . A W, LINC0O0963 1] #[ Ji] ¥
miR-148b-3p [ # ik

2.3 FHE LINC00963 3t HT29 A58  iF 7% Fn{2
ZHFMW 5 si-NC 40 # b, si-LINC00963 4]
LINC00963 ik 7KF, Cyclin D1 ,MMP-2 MMP-9 &
IKIKFREAR, p21 FR KK T8, HT29 28 il 3 P 1
TR R IR (P<0.05) (K 2,%4), AL, T

WT-LINC00963 5’ cugaugccucccauL|JC|5(|‘,P|\C|:L|J(?g 3
miR-148b-3p 3’ uguuucaagacacuACGUGACu 5’
MUT-LINC00963 5’ cugaugccucccauCAUGAGCg 3

1 LINC00963 5 miR-148b-3p Y AMZTF IR F 51

< 2095 -
2 HT29 M0 CR BTG PE/x + s
21 51 HREKE WT-LINC00963 MUT-LINC00963
miR-NC 9 1.02+0.09 1.0020.08
miR-148b-3p 9 0.33+0.04" 0.98+0.09
tfH 21.018 0.498
P1H 0.000 0.625

& . WT-LINC00963 & LINC00963 M /= M 4 4% Jf ki,
MUT-LINC00963 >4 LINCO0963 it 4% 15 JFi 47 , miR-NC & miR-148b-
3p BB B XS BE , miR-148b-3p A miR-148b-3p 44 .

D5 miR-NC 41 L%, P<0.05,

3 LINC00963 J##5 miR-148b-3p Ay 1k/x + 5

20 3] GICR€ miR-148b-3p
pcDNA 9 1.01+0.09
peDNA-LINC00963 9 0.36+0.03%
si-NC 9 1.03+0.08
si-LINC00963 9 2.87+0.28%
FiH 448.308
PlE 0.000

4 : LINC00963 14 355 [ [A] 4 4% RNA00963 , miR-148b-3p 2y
/N RNA-148b-3p, peDNA i LINC00963 i 3 35 #% 4 [ 1 X i,
peDNA-LINC00963 7 LINC00963 #: 5 314, si-NC Jy LINC00963 41l
R BAR VXS B, si-LINC00963 2 LINC00963 i ik ik

(D5 pcDNA #H [L#5 , 1=9.004, P<0.05. @5 si-NC 4 L5, 1=
25.489,P<0.05.
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T 1 — I -3 WA TR I S 5 2— i o 4 s 2 P -9 ; 3—JE B

4 ) B A -2 5 A— 200 A JR 0 F AR e S e D 5 LA 5 S— 4 )

W 11 D1; 6—LINC00963 11 il 2 14 2% fA B 44 X | ; 7—LINC00963
Pl F ik 4k

2 T LINC00963 XF HT29 4T 5% (= 28 FAHH 5 2 1 Kk 0 52

M : A4 Cyclin D1,p21 ,MMP-2 ,MMP-9 25 [ /93534 ; B i HT29 41 it

TR 7R (4h TR gL (1}200 %)

P LINC00963 ik i 25 H I HT29 20 i 3 58 1T
BRZZE,

2.4 miR-148b-3p It ik Xt 45 B §7 2 HT29 40 A 1
HOGEBMEZNEM 5 miR-NC 4144 L, miR-
148b-3p 2l miR-148b-3p F ik /K F T} & , Cyclin D1,
MMP-2 . MMP-9 335 KPR, p21 3Rk KT+
HT29 4G P S AT 4= 28 8 (R (P<0.05) (&1 3,
F5) . "W, miR-148b-3p i #3540 61 45 E M o
HT29 43458 iEF FiR 2% .
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2.5 H) % miR-148b-3p X % ¥ # T F #

6 7
5 D — LINC00963 3 3% 34 HT29 40 458 i E B R E M
PR— EA 5 si-LINC00963+anti-miR-NC 41 #H . | si-
3 - LINC00963+anti-miR-148b-3p £1 miR-148b-3p 1 %
) - IKIKSE B, Cyelin D1 MMP-2 . MMP-9 235 /K - Tt

-w L p21 FE kKT AR, HT29 20 i 3% 1 DL KT #5142
! 2R T (P<0.05) (356, 8 4).
13- IR I S0 5 2— Dok 5 4 i 2 11099 5 3— L R 3 itig

2 IR AR -2 5 A— M R0 PR R T R 1A s S— A A H BT, 45 B 90 0 R R T R v, 5
12 1 D1; 6—LINC00963 41 ] 2 1 48 14 A 41 X [ ; 7—LINC00963

S A R RS R 24 ) LI PRIG YT A 32 2 [A) J, A 5
B3 Cyclin D1.p21 MMP-2 MMP-0 7 1 43k A ¥ 1 2 40 T WA A 8 e J R 0 24 A BB 56, A
K A8 096 £ A7 30 0 A A7 400, kst s A 3 o

Fz4  TPLLINC00963 Xt HT29 40 U5 i 7L R ZZ ISR/ + s

415 LINC00963 A s e OO 21 & MMP-2 8 MM
24 h 48 h 72 h HH H protein
si-NC 1.02+0.08 0.36+0.03 0.65+0.06 1.05+0.09 81.24+8.06 69.54+627 0.63+0.06 0.25:0.03 0.77+0.06 0.72+0.07
si-LINC00963  0.4320.04” 0.34+0.03 0.43+0.04"” 0.56+0.05" 39.65+3.42" 32.14+3.28" 0.29+0.03" 0.59+0.06" 0.35+0.04” 0.31+0.03"
tff 19.789 1.414 9.153 14.278 14.250 15.856 15.205 15.205 17.473 16.151
P 0.000 0.177 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000

1 : LINCO0963 by 4% 1k [F (] 3F 43 i% RNA00963 , HT29 i 25 EL A da A1, CyclinD 1 Dy 4 & A ZR 11 D1, p21 by 40 16 5 303 28 10 0t 1k i it 110
7 TA, MMP-2 28y 3 5 4 J& 28 (I 2, si-NC 24 LINC00963 11 i) 2 35 28 A I 14 % HR, si-LINC00963 &y LINCO0963 41l fill & 1k 2 4k .
D5 si-NC 4 H 4, P<0.05.,

£S5 miR-148b-3p L FIkXF HT29 MIEHAFE TR AR Z2 AU /% + s

13 miR-148b- LI T — CyclinD1 021 B MMP-2 & MMP'-9
3p 24h 48 h 72h EA & protein
miR-NC 1.01£0.08  0.37+0.03 0.67+0.06 1.0620.09 86.27+8.25 73.65+7.24 0.66+0.07 0.2220.03 0.760.06 0.71+0.07
miR-148b-3p  2.79+0.26" 0.3620.03 0.49+0.04" 0.62+0.06" 45.32+4.28" 39.54+4.03" 0.33+0.03" 0.53+0.05" 0.38+0.04" 0.360.03"
21 19.630 0.707 7.489 12.203 13.218 12.350 12.999 15.949 15.809 13.787
P{E 0.000 0.490 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000

4 : LINC00963 Sy 1< % 3k P[]l i i RNA00963 , HT29 S 25 M8 A0 , CyclinD 1 > 200 A JE A 8 11 D1, p211 Ay 40 it 8 8 2 p A0 st v s i 1
) 1A, MMP-2 Y 525 45 i 45 17 2, miR-NC 4 miR-148b-3p A48 4 [ 14 %) B8, miR-148b-3p g miR-148b-3p HELI4) .
D5 miR-NC 4 Lb42 , P<0.05.,

6 Wl miR-148b-3p A LINC00963 F 1k % HT29 Al it 78 F % AR Z2HIME/T +

i miR- A1 A% TR (RZB4ML CyclinD1 MMP-2  MMP-9
21 51 . . . p2l FEH
WHL  148b-3p 24 h 48 h 72h 4 # HH HH HH
si-NC 9 1.00£0.07 0.38+0.04 0.69+0.06 1.08+0.09 83.65+8.27 68.25+6.73 0.64+0.06 0.24+0.03 0.78+0.07 0.71+0.06
2.93+ 0.47+ 0.59+ 38.24% 33.14+ 0.28+ 0.58+ 0.36+ 0.30+
si-LINC00963 9 . 0.36x0.03 o . . o o . .
0.28" 0.04" 0.05 4.86" 4.03% 0.03 0.05" 0.03" 0.03%*

si-LINC00963

L. 9  2.97+0.29 0.35+0.04 0.44+0.04 0.55+0.05 36.98+4.17 31.76+3.58 0.26+0.03 0.61+0.06 0.34+0.03 0.29+0.03
+anti-miR-NC

si-LINC00963 1.64+ 0.59+ 0.86+ 7125+ 5725+ 0.51+ 0.36+ 0.67+ 0.59+

+anti-miR- 9 . 0.37:0.03 N . Y Y Y . . o
0.17% 0.05% 0.07% 6.89% 5.08? 0.05% 0032 0062 0052

148b-3p

FAH 174987 1200 51194 123333 127356 117361 154443 143810 171.117  202.443

Pl 0.000 0326 0.000 0.000 0.000 0.000 0.000 0.000 0000  0.000

4 : LINC00963 A & 5% 3 P [8] 2 i RNA00963 , HT29 M 2% M8 A0 , CyclinD 1 >4 20 A JE A 25 14 D1, p211 A 40 & 301 2 ¢ A0 st v 8 g 1
T 1A, MMP-2 S5 4 Ji 45 2, si-NC >4 LINCO0963 #17il Fe 35 484 B4 Xof B, si-LINC00963 47 LINC00963 11l il # ik 2k 4k
D5 si-NCH H#, P<0.05, @ si-LINC00963+anti-miR-NC 21 b4, P<0.05.,
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s 1 I -3 R M A s 20— T 4 B TR -9 5 3— ik T
G T -2 5 A— 200 A Y3 R AR R A 0 55 1A 5 S— 24t i
W46 111 D1; 6—LINC00963 1 il % i £ 7 B 4 %] J ; 7—LINC00963
) 2235 2K 5 8—si-LINC00963 15 [ 1 ot HE M e 28 HT29 411 it ;9
—si-LINC00963 5 miR-148b-3p il 77 L% 4L 2= HT29 4t

B4 Cyclin D1.p21 MMP-2 MMP-9 & [1 i %1k

L, BE R A AE R IncRNA 52 W fi 98 2F
& AR A2 W IR R, LINC00963 7F 24
BRI A B R R IR, T4 LINC00963 i it miR-
608/NACC1 i 4% AT 41 il 2 €0 2290 20 Jf () 35 B, 75
FRZE . LINC00963 ik Tt 5 55 AF /1Nt e il 9 7t
JE AN RARSG, AT AR FE AR SN EE /N 28 e il 240 e 18 % A
1R, AW as S WoR , 45 1 R 40 &R HT29,
SW480.SW1116 H' LINC00963 3¢ 35 7K - T} &5 , i 1
LINCO0963 TE45 H A il b s ik . HA SR ik
KL G si-LINC00963 Ji5 , HT29 41 it 15 P B A1, 1T
% I 22 55 B AIC ; R T4 LINC00963 i il 45 1.
i BE5E TR AR 22 . AT, LINCO0963 iR fig i
il 0 1 B Ty R R v K B TR) £ A b Fn AR AR
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WE: HE BT 2 B3R LK T2 0k (HER2) J K A X 45 LW I SR A% 40 92 (NK92) £ i Js s i2 I i 5
W) B AL . Foik AR LA E] S 2018 4F S—11 F o 25 F 6 4 g (SW480 . SW620 A1 HT29) 41 it Ko A IE % i 1 Kz 41 i
(NCM460) I [ 26 I B F= Y- T . Western blotting £ 3R 4 i o HER2 A9 85 (15815 . Western blotting & ELISE £l
HER2 ({45 S /N T RNA (si-HER2) 5% ¢ HT29 40 MR % . Transwell /NaS 4600 T 20 HER2 K Wi 35 9% 1 15 % NKO2 4 i 1T 7%
BRI . Transwell /N K K2 Western blotting £l si-HER2 X} NK92 41 fil i F4 48 B % B-catenin 3k 520 . Z5R 3 kk4h
B A HER2 2235 24 WA S 725 T 76 NCM460 21 it 35 [ (0.104£0.011) . (0.14120.015) . (0.243+0.018) £ (0.018+0.003) ], %
B2 HER2 25 A ) HER2 & & 2 B 2 5 T si-HER2 41 [ (0.467+0.046) Lt (0.101+0.012) , (125.3+10.1) pg/mL [t (74.7+4.6) pg/
mL], 2 HER2 ¥REHIHI NK92 (1L #% , it #F B-catenin 25 KK, M B4 si-HER2 7T $2& 175 NK92 i1 4% , HLAM ] B-catenin £ %
ko 5% M HER2 3 PR 363k n] B8 25 T 9m NKO2 41 Risifi= i , ML 5 I Wnt/B-catenin {5 545 5.
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Effect and mechanism of HER2 gene on local infiltration and Wnt/3-catenin signal of

NK cells in colorectal cancer
TAN Dingchun,QIN Huihe
Author Affiliation:General Medicine, Shenzhen Longhua District People's Hospital, Shenzhen, Guangdong 518110, China

Abstract: Objective To explore the mechanism of inhibiting the expression of human epidermal growth factor receptor type 2
(HER2) gene on the infiltration of Natural killer cell 92 (NK92) cells in colorectal cancer.Methods The start and end time of this
study was from May 2018 to November 2018. Colorectal cancer cells (SW480, SW620 and HT29) and human normal intestinal epitheli-
al cells (NCM460) were purchased from American Type Culture Collection. The expression of HER2 protein was detected by Western
blotting. Western blotting and ELISA were used to detect the transfection efficiency of HER2-specific small interfering RNA (si-HER2)
into HT29 cells. The effect of recombinant HER2 and tumor culture supernatant on NK92 cell migration index was detected by Tran-
swell cell assay. Transwell chamber test and Western blotting test were used to detect the effect of si-HER2 on migration index and be-
ta-catenin expression of NK92 cells.Results The expression of HER2 in 3 colorectal cancer cells was significantly higher than that in
NCM460 cells [(0.018+0.003) vs. (0.104+0.011), (0.141+0.015), (0.243+0.018)]. The expression of HER2 [(0.467+0.046) vs. (0.101+
0.012)] and HER2 content [(125.3+10.1) pg/mL vs. (74.7+4.6) pg/mL] in si-HER2 group were significantly lower than those in control
group. Recombinant HER2 could inhibit the migration of NK92 [(1.00+0.10) vs. (0.63+0.09)], and promote (-catenin protein expres-
sion. However, transfection of si-HER2 could significantly enhance the migration of NK92 and inhibit the expression of B-catenin pro-

tein.Conclusion Inhibition of HER2 gene expression can enhance the local invasion of colorectal cancer NK92 cells, and the mecha-



