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The Effect of Bel-w on Proliferation and Sensitivity to Cis-

platin Chemotherapy of Bladder Caner Cell Line 5637
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(Renji Hospital ,School of Medicine ,Shanghai Jiaotong University ,Shanghai 200127, China)

Abstract ; [ Purpose | To investigate the effect of Bel-w overexpression on proliferation and sensi-
tivity to cisplatin chemotherapy of bladder cancer cell line 5637.[Methods] The plasmid peD-
NA3.1(+) was used to restructure plasmid pcDNA3.1-Bel-w.Western blot was performed to confirm
the effect of pcDNA3.1-Bel-w after 5637 cells were transfected. The growth curve,survival curve,
colony formation ability and cell cycle of pcDNA3.1-Bel-w cells and control cells were detected
by CCK-8,plate colony formation assay and flow cytometry,respectively. [Results] Plasmid peD-
NA3.1-Bel-w was successfully constructured and transfected to 5637 cells. Compared with control
cells,pcDNA3.1-Bcelw cells had a higher growth curve at the point of 24h,48h and 72h (0.814+
0.022 vs 0.727+0.017,P=0.006;1.259+0.017 vs 1.078+0.027,P=0.001;1.787+0.024 vs 1.520+
0.021, P<0.001) ; formed more colonies (60.67+6.03 vs 48.67+6.11,P<0.001);had a lower propor-
tion of Gy/G, phase (50.76% vs 57.02% ,P<0.001) ;had a higher survival curve at different cis-
platin concentration [ (83.8%+1.7% )vs(93.9%+1.2%) ,P<0.001 at 30pmol/L; (59.5%+0.7% ) vs
(72.5%+1.9%) ,P=0.028 at 50pnmol/L; (50.5%+2.2% )vs(57.2%=+1.2%) , P=0.007 at 70pmol/L;
(37.2%=+0.7% )vs (45.7%=1.4%),P<0.001 at 90pumol/L; (29.1%+0.5% )vs (33.2%+0.6% ), P<
0.001 at 110pmol/L]. [Conclusion ] The overexpression of Becl-w faciliates the proliferation of
bladder cancer cells 5637 and weakens the sensitivity of cancer cells to cisplatin chemotherapy.
Subject words : bladder neoplasms ;5637 cell line ; Bel-w ; proliferation ; cisplatin
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1.1 ZHRa#k A0 R EE 55

N JEE 41 HEK293T, 5% Jbk IR % 1 1z 94 248 A
5637(W A HhBkBE - i 40 %) 24 15 IR AE T 100pg/ml
B % & 100U/ml 7 %5 2 Al 10% s 4 13 (FBS)
DMEM 5 72 5 +0 (I H Gibeo), T 37°C .5%CO, £ 1F
FRESFE BRI A MR B 709%~90%11 4 B B
FH 0.25% 1 fifi—EDTA WL A£1¢
1.2 E#ZFTIEZHMK pcDNA3.1-Bel-w BIHg 22

K Trizol 35 M\ 5637 2 il Hp $2 0 RNA (H AR J7
2: 0L Invitrogen 77 i WA 45 ), FH 08 % 50 & (8 A
Invitrogen ) % % 5% 1 cDNA , LA it S B4R 386 5% 5% PCR
P44 Bel-w 1% CDS J¥ 41, 78 )% 51 9 st Jin il D)4 o5
Hind Il (AAGCTT) .Xba I (TCTAGA), 51 % ¥ %1 (Hh
WA T AR IE 5" AAGCTTCCTGACCCGTGA-
GATCCCTA 3', JZ [l :5' TCTAGAACTCCACTTCTTC-
CAAGGGC 3', PCR [ >k i phusion /& {# H PCR
857 £ (W) H Thermo Scientific) , 5 v 2514 : i 95°C
5min,95°C 30s,58°C 30s,72°C 40s,35 4~ 1§ ¥ ,72°C
10min, PCR j" 4 25 B e M8 e B UK J5 VIS g Tl i
(Tiangen ¢ MW &) o FHBR 44 A D) Hind T
Xba I (W H NEB) XU Y] pecDNA-3.1(+) (M4 A Life
Technology) , M) 7~ ¥y B Uk e BLWCFS T T4 3% 45 1
(W B NEB)5 Bel-w [ CDS #5048z &
KW 3545 7 DH-5a, B A, 16h J5 Pk B 50 b | 32 7 T
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K H Tiangen BT RL /N il i 71 65 $2 HU DNA, S 1
pcDNA3.1-Bel-w 28 Hind [l \ Xba 1 BB U1 /5 HL Uk 48
SE PR RN B ORI AR TN A R 4
blast #AFFEA T [R]EAE LLXT
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¥ 5637 40 Ml 4% 200 000 4N/AL 4 M T 6 FL AR
th24h J5 40 M AL T B A K T jetPRIME (W A
polyplus) ¥ Y BikL , HAK T A2 WUl W45, S Qv )5
6h il 1 K, {5 3% 48h Ja AT F— b B
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W B 240 1 7 25 K 3R L )5 FH 4°C PBS ¥ 2 &, A
VAR e, LA A 100p] & 19%PMSF 1
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JEIR , 58 TR 2), 15 000r/min 4°CES L 15min,
BEIE W, 2 BCA 51 & (W A 28 = X)W 4 ik
B, PRSI U4 R 5X B RS s,
95°CA. W 10min,  FHAFEAINAE BN 30pg, 12%SDS-
PAGE i3k ,60V 30min, 110V 60min, Ik 5 2810
(BIO-RAD) # PAGE & & %4 # & PVDF JB |-,
VK ,200mA ,1.5h, PVDF 5 5% g 4 15 % i &t
M) 2h, —HT (i A Bel-w B s B Hi ik, W H CST)
ACHF B R, TBST P 3 ¥k, HRP #ric Ay Ehi e —
$t (MW A Santa Cruz) =i H 2h, TBST ¥R 3 K,
i s, ECL M HUL G i B, LU B-actin
HNZ (RPN —dt, PR —H W H Santa
Cruz),
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ZH)/(O6F B4 -5 11 4H)x 100%

1.6 FiREERK LR

ML RN 2 6 fLAR T, AL 800 4, 14d J& ,
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HETT Western blot Kzl | 25 S i 7w 75 41 ok
pcDNA3.1-Bel-w 7E b 3 P 240 Jfd v B 68 vy 35
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5 Yt peDNA3.1-Bel-w B 5637 41 Jif 3%
B M 4R 7E 24 48 72h ¥ T % B 40 (43 5] 2
0.814+0.022 vs 0.727+0.017, P=0.006; 1.259=+
0.017 vs 1.078+0.027,P=0.001;1.787 +0.024
vs 1.520+0.021,P<0.001), 225 HA G
&= (Figure 2), %4 pcDNA3.1-Bel-w 1
5637 40 i 7 F M b N £ A B v
(60.67+6.03) , W kb =5 T X 20 20 Jfd (48.67 +
6.11), 22 7 H A Gi it 2% 5 X (P<0.001) (Fig-
ure 3),
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HEK-293T ) 5637

pcDNA3.1- pci)NA?’.l - pcDNA3.1- pcDNA3.1 -

vector Bel-w vector Bel-w

Figure 1 The plasmids pcDNA3.1-vector and pcDNA3.1-Bel-w
were transfected to the cell lines HEK-293T and 5637 respectively.
Then the Bcel-w protein level was analyzed by Western blot.
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Figure 2 Growth curves detected by CCK-8 at points 12,24 ,48
and 72h after transfecting pcDNA3.1-vector and pcDNA3.1-Bcl-w
into the 5637 cells respectivley
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Figure 3 The colony formation ability of the two kinds of cells
after transfecting pcDNA3.1-vector and pcDNA3.1-Bcl-w into the
5637 cells respectivley
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(50.76% vs 57.02% ,P<0.001) , 22 5% HAT G0 1|24 5 X
(Figure 4), $2&/5 Bel-w fi£ ¥ 5637 4 g 5 12 241 g J&]
W GO/G1 W1 S W1 G/M i e

2.4 Bel-w 1858 FEE it B JeE 2 A X+ I $A Y T 25 1%

CCK-8 #&: 7 4f 0,25 50,100 ,200mmol/L 4%
W PR B A0 3 24h J5, AR4E 5637 4HMIFE 450nm 1)
OD fi , HlVEAAF I £k (Figure 5) , 15 H 2 58000 ik 7
25 70pmmol/L,,

5 Yt pcDNA3.1-Bel-w 19 5637 41 Jifd 76 i 4 30,
50.70.90 .110wmol/L Kb H A= 77 il £k & T4 HR 41, 43
4 (83.8%+1.7%) vs (93.9%=+1.2%) ,P<0.001; (59.5%
+0.7% Yvs (72.5% +1.9% ) ,P=0.028; (50.5% +2.2% )vs
(572% +1.2% ) ,P=0.007; (37.2% +0.7% )vs (45.7% +
14%),P<0.001; (29.19%+0.5% )vs (33.2%=+0.6% ) ,P<
0.001, 2 5 ¥ HA 5t i1 2% & L (Figure 6), #2715 Bel-w
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Jufi ik 14q11, it F i 193 420 58 #4110, Al
Bel-2 F G HAb R 51 (Bel-2 . Bel-XL Mel-1 25 ) 2 7] B
A e BE FIE A A5 AR S5 4 B 1-4 (BH1-4) Rl T
4 e Vi 1) 15 I 235 F R (TML) |, 2 Bel-w & 4% Tl E 19 4%
Fo iy

TENMIE S0 B HETHGE Bel-w 78 5 I iE 3L
i A b 9 2 23 sy R 5 R AR AR e IR R
TG IR 3 o A G, 7RSS 1 b e s b A v | 45
J 98 b Bz 20 B0 755 2635 Bel-w, T 435 1 M 96 400 Jf S 263k
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Figure 4 Cell cycle distribution of the two kinds of cells after transfecting pcDNA3.1-vector and pcDNA3.1-Bcl-w
into the 5637 cells respectively
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Figure 5 The survival curve of 5637 cells at
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Figure 6 The survival curves of the two Kkinds of cells at dif-
ferent concentration of cisplatin after transfecting pcDNA3.1-
vector and pcDNA3.1-Bcl-w into the 5637 cells respectively
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Bel-w, # 7~ Bel-w 78 45 iz IR ) F Jig i 2 bl 31 —
SEMEF, S SCURAE N siRNA £ AR 76/ i i 9
Y &2 HuTu-80 " R Bel-w 1255, Mg 40 i
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8T A 5 OIS %) 7 Y0 A 1 R 1 O /e -Jun 2
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ARWTE LB, TEFEYE 5637 40/l pcDNA3.1-Bel-w i
FIRBAKG ,5637 40 Bel-w 5 FIKFH W 38 1
BiE B2 0 A H GYG, Bt Z S Gy/M 1, I 4
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AbF 5 2635 Bel-w (19 5637 40, % B Bel-w AT LA
G b J6 200 it %ok A 9 24 4 A0 A 48R, AR T Bel-w
i PR 79 J 119 32 7R (30 A5 1 1 — 25 0T 52 DR B0 iE

Bel-w S5 1 283K AL A 4% i I oJg 110 24 v ik
WYIMG, HATHF5E & 3 Bel-w A L 3% 8 2 AL ) 42
75 7 53 DR 78 2 SR /KT B 9 4% microRNA 78 5% 5% )5
AR, I LS 1 30 ) R 45 AL T R A A e
R AT SRR Lapham %510 45 g 9
& B Wnt 3 6 A9 35 Ak AT LA 5 T i A9 FE SR I T
B-catenin/TCF4 45 & % Bel-w i 3 F 55 E 45 & X
BTG Bel-w 195 5% FRATTSE AT B9 S B0 e
I v 3% 38 AF 7F microRNA203 7K F 59 F 8 Jf 1 ik
Bel-w 55 B R 23k

i ERTR, W RIAEY Bel-w 395 T 55 b g 40 it
5637 MYHGFARE ST, 1 55 1 I Je 4 B X Ak T 2 4 I
AR BRI T 3> 1 % A e 00 o s S
. A FERXT Bel-w BYHE ] 259 7T BE 7 R Ok A iR
57 1% e e 8 i ) B2
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