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The Mechanism of P53-/RB1- Inducing AR Multi site Binding with Promoter Related Response Elements to Promote the Metastasis and
Invasion of bladder cancer Cells
Chen Jian' Ding Mingxing® Lou Guoxin' Wang Dong '
( 1. Hengdian Wenrong Hospital, Jinhua, Zhejiang 322118; 2. Jinhua Vocational College, Jinhua, Zhejiang 321017)
[Abstract] Objective To investigate the mechanism of p53-/RB1- induced AR multi site binding with promoter related response elements to

promote the metastasis and invasion of bladder cancer cells. Methods The p53/RB1 deficient bladder cancer cell model and
animal model were established. The mechanism of pS3/RB1 deficient promoting AR ubiquitination degradation was studied,

and the role of AR in EMT of bladder cancer cells was analyzed. Experimental grouping: (1) T24 cell line control lentivirus
stable transformation strain;( 2 )ShRNA p53 lentivirus stable transformant strain;( 3 )JShRNA RB1 lentivirus stable transformant
strain. Analyze shRNA p53, shRNA RB1, control lentivirus stable transformation strain, CCKS8 detection data, flow cytometry
apoptosis detection data, scratch assay migration data, Transwell invasion detection experiment, Western Blot gray value
detection, immunohistochemical results, and T24 stable transformation strain construction. The expression levels of
Cytokeratinl in the shRNA p53 group and shRNA RB1 group were higher than those in the control group ( P<0.05) . The
silencing effect of RB1 shRNA is very good; P53 shRNA715 has the best effect. Conclusion p53/RB1 gene plays an important

role in the process of bladder cancer metastasis. The p5S3/RB1 defect is to inhibit the ubiquitination degradation of AR protein
and then enhance its binding to AR response elements in the nucleus, which induces the epithelial mesenchymal transformation

of bladder cancer and ultimately promotes the invasion and metastasis of bladder cancer.
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FEAULRLTE Heal force 23 F) 427 1Y) HF-1200L.C A4
A HFOO0 B CO2 JEFE4H . neofuge 15R TSR ELLHIL,
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B ZERRAFIA PSR HH-US-A BB BUE R AR S, iR
FIAUHE Life 23T 4272 C10010500BT PBS, Hyclone /A F]4:
72 SH30084.03 a2 I3 . SH30809.01B RPMI-1640, 41~
A2E N FIAE P2 CKO4 CCK-8 A £
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$EHL pS3/RB1 HBATIAHN R K IE 5 40 M R 2R b )
4T western blot ¥4 RB1. P53. AR. E-cadherin £HEH
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1 shRNA p53 1S5 ifafttk
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T3 IR bR
2.2 CCKS8 #rME R 0T W3k 1.
F 1 CCKS MBI/

215 CCK8
=H 0.2529  0.2496  0.2492
48h 0D450 0D450-75 [ -1 cellviability -4

shRNARB1 1.8613 1.7893  1.7739  1.6107 15387 1.5233  1.5576 123.53% 118.00% 116.82% 119.45%
shRNAp53 1.8174  2.0467 1.9288 1.5668 1.7961 1.6782 1.6804 120.16% 137.74% 128.70% 128.87%
T24 1.6296  1.4234 1.6106 13790 1.1728 1.3600 1.3040 105.76%  89.94%  104.30% 100.00%

2.3 WA TR IR AT WA 2.
2 U TR b

o T B (%)
UR (134) LR (1) Total AVERAGE
347 1.26 473
shRNA RBI 5.25 1.58 6.83 6.143
4.70 2.17 6.87

38



A

AchoEvic] The Primary Medical Forum E2EEFitiz £7% £ 1182025 &
3.98 1.36 5.34
shRNA p53 3.04 1.26 4.30 4.797
3.55 1.20 4.75
6.62 2.02 8.64
T24 739 1.68 9.07 9.110
7.37 2.25 9.62

2.4 RRSSHEREAR T IR 3.
# 3 QYRS EE T [ (um) ]

Oh ] 24h 48h 72h

shRNA RB1 337.647 350.588 347.059 345.098 307.059 309.412 292.941 258.824 257.647 258.824 129.412 120 125.882
shRNA p53 334.118 325.882 340 333.333 284.706 281.176 309.412 225.882 243.529 229.412 110.588 102.353 99.412

T24 420 414.118 407.059 413.726 378.824 394.118 387.059 377.647 371.765 362.353 262.353 242.353 229.412
F£3(5)  WRERTEIT [HXGERE (%))
Oh 24h 48h 72h

shRNA RB1  2.16% -1.59% -0.57% 11.02% 10.34% 15.11% 25.00% 25.34% 25.00% 62.50% 65.23% 63.52%
shRNA p53  -0.24% 224% -2.00% 14.59% 15.65% 7.18% 32.24% 26.94% 31.18% 66.82% 69.29% 70.18%
T24 -1.52% -0.09% 1.61% 8.44% 474% 645% 8.72% 10.14% 12.42% 36.59% 41.42% 44.55%
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Invasive cell number S % of control
shRNA RB1 456 419 467 447 1.606 1.475 1.644
shRNA p53 564 593 600 586 1.986 2.088 2.113
T24 279 335 238 284 0.982 1.180 0.838
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