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Crosstalk between RI and ILK regulating EMT and
metastasis of bladder cancer*

Jing Shu', Yuan Jiang', Xiang Zhuang’, Jun-Xia Chen’
(1. Department of Laboratory Medicine, Affiliated Hospital of Southwest Medical University, Luzhou,
Sichuan 646000, China; 2. Department of Cell Biology and Genetics, Chongqing Medical University,
Chongqing 400016, China)

Abstract: Objective To investigate the regulative effect of crosstalk between ribonuclease inhibitor (RI)
and intergrin-linked kinase (ILK) on epithelial-mesenchymal transition (EMT) and metastasis of bladder cancer.
Methods Bladder cancer cell lines with overexpression of RI or ILK were constructed. Western blot was performed
to analyze the expressions of RI, ILK and EMT markers. Immunofluorescence assay was performed to identify co-
localization of RI and ILK. Cell morphology was observed under phase contrast microscope. The model of bladder
cancer xenografts in nude mice was established. HE staining of lung tissues was conducted to evaluate pulmonary
metastasis of bladder cancer. Results The co-localization and interaction of RI and ILK were observed and verified
in EJ cells. Western blot showed that the expression of E-cadherin was significantly increased in EJ-RI cells compared
with that in EJ cells. Expression levels of MMP-2, MMP-9, N-cadherin, Vimentin, Twist, Snail and S100A4 in EJ-
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ILK cells were dramatically upregulated when compared with EJ cells. Overexpression of RI suppressed EMT and

metastasis both in vitro and in vivo. Overexpression of ILK promoted EMT and metastasis both in vitro and in vivo.

Conclusion Crosstalk between RI and ILK regulates EMT and metastasis of bladder cancer.

Keyword: ribonuclease inhibitor; intergrin-linked kinase; bladder cancer; epithelial-mesenchymal transition
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( ribonuclease inhibitor, RT) &M@ AN 1 4~ H1 460 4
FERR R EE A Y, EE TS GST pull down
5 Co-1P Z5IEPH RI 558 & & 5 PEI R intergrin—linked
kinase, ILK ) 7EARNAMNY) 45 Y, ILK J& 1 72
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mesenchymal transition, EMT ) "o ASHifF 5% 18 i % 3°) R1
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1.1 EFEMRERF

N 55 e 98 BT 40 8 & (b B RL 4 Be b An i
B ), JCHE G R AR (SPF) 9% BALB/e B R, ( A< 4%
SCE W R ), G4 LW . RPMI 1640 ( Gibeo 2
A\l o), Lipofectamine ™ 2000 (Invitrogen NAE ), o &
ik #H A pCMV-3 x flag-TLK 5 pCMV-3 x flag. & %%
B LV5-RI homo 5 LV5-NC ( AR SE 4417 ), Rt
AN RLZ iR (RIS ), RbLA E- 55
#h # H (E—cadherin ), & Jii 4 J& 25 H % 2 (matrix
metalloproteinase 2, MMP-2), & i 4 J& & 11 1§ 9
( matrix metalloproteinase 9, MMP-9 ), N 5% H ( N-
cadherin ), WIEEH (Vimentin ), 58354 ( Twist ).
il st T (Snail ), 4L A S100 45 8 745 4 & 1
A4 (S100A4 ), {555 341 Smad2 (Smad2) 5§ B -
actin, KT LK ( Bioworld %] ), %¢36 31 (hi24:
i/
1.2 FHik
121 @i, 258 RE0E  F10% Kt
I3 19 RPMI 1640 $5 55 5EF 37°C. 5% ALl CO,
TERE RS 3R B 4., MR UEBH 5, A Lipofectamine ™
2000 43 ) %% ¢ pCMV =3 x flag—ILK 8§, pCMV-3 x flag
Z EJ 40, 48 h J5, Lh 0.4 o/L 1 G418 ik 14 d, 4l
ARG 43 il 45 0 EJ-TLK 8 EJ-FLAG. % LU E

e (MOT) =20 Y12 9% 7% LV5-RI homo 5} LV5-NC /&
Yu EJ 400, 48 h i, DL 0.2 of/L Y RERA S 2 075 e 40 it
WAk s 4l a4 4 EI-RL 8% EJ-LV5,
122 S sektenzmie  RCHE, SR %A
LY JE, 80% RN E 10 min, 37°C°F 3% BSA
4] 30 min, BlJ5 4°CF 1 100 FBo)—diig g it
W, 37°C TP HiEE 2 h, B ILK i 488 #rid
FIREBLR P, HAYH oy3 Fric b i, T
Leica OGS AR W (058 T~ #4718 4R B
1.23  afe il SIS Rl A 2R T8 B AH 2 iR
TMEIEA
1.2.4  Western blot 9478 & &k Y0 H 2%
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BB E R, L1 2000 R HRP ARICH) 5T
37°CFIEE 2h, ECL &ZJtRA, FH Quantity One K
AT AT
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WO, Lh2x10° 4 7 HEERD T 4 JRIG AEME BALB/e #1
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IhZHE, BRI AL AR R, VA, REsothn
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BE R SPSS 22.0 Geitarit, ORI
PR = bR (xxs) Fom, WERRA 2000, W
WA ¢ K056, P <0.05 N2ESA L X,
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P i Fa g i #3K RIAY EJ 408 (EJ-RI1), fa g
I LK (9 EJ 4 (EJ-TLK ), Fasgifdess # LVS
) EJ 400 (EJ-LV5 ). S5F0E 7% Y254k FLAG 19 EJ
Y (EJ-FLAG ). EJ-RI 4iHd RT & (128658 F 45 %
R4, 17 EJ-TLK 40 TLK 25 (2 T4 5 Rl (W
K1),
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EJ-FLAG

MMP-2
MMP-9
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215 E-cadherin MMP-2 MMP-9 N-cadherin
EJ 0.219 + 0.077 0.710 = 0.0233 1.378 + 0.598 0.510 + 0.0225
EJ-RI 1.733 £ 0.230 0.139 +0.033' 0.143 +0.010' 0.312 +0.023"
EJ-ILK 0.140 + 0.026 2.012 £0.210' 3.783 +0.229" 2.129 +0.157'
F1ii 122313 180.629 75.313 348.733
P 0.000 0.000 0.000 0.000
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205 Vimentin Twist Snail S100A4 Smad2

EJ 0.811 + 0.0262 0.499 + 0.023 0.303 +0.014 0.125 + 0.020 0.181+0.016
EJ-RI 0.104 +0.017' 0.074 + 0.014' 0.023 +0.012 0.020 + 0.002 0.675 + 0.094'
EJ-ILK 1.780 + 0.224' 2.055 +0.174' 0.650 + 0.094' 0.638 +0.134' 0.203 +0.020
F 1 124.929 316.509 96.734 53.528 74.649
P 0.000 0.000 0.000 0.000 0.000

e 75 B4, P<0.05
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