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Experimental study on the effects of Mad1 to bladder tumor in vivo
HU Hongbo,et al
(Key Laboratory of Laboratory Medical Diagnostics ,Ministry of Education,Chongging Medical University)

[ Abstract] Objective:To construct the orthotopic model of bladder tumor in rats and to ohserve the inhibition effect on bladder
tumor afier transfected with expression plasmid pcDNA3.1 (+)/Madl. Methods:Bladder tumors were induced in SD rats by
intravascular instillation of MNU. The rats bearing tumor were randomly divided into 3 groups:transfected with pcDNA3.1(+)
/Madl (group A),transfected with empty vector (group B) and transfected with saline (group C). Tumor—hearing rats were
transfected using Lipofectamine. Rat body weight (RBW),Bladder absolute weight (BAW),bladder relative weight (BRW) and
expression levels of mRNA of Madl and TERT were assayed and flow cytometer analysis were used to ohserve the inhibition
effect of Madl to bladder tumor. Results:Compared with group B and group C,in group A,though there was no diference in
RBW(P>0.05),BAW and BRW were significantly decreased (P<0.01 and P<0.05,respectively). Madl mRNA expression levels
were markedly improved,while TERT mRNA expression levels were markedly decreased. Flow cytometry showed an increase of
GO/Gl-phase cells and a decrease of S—phase cells after transfected with Madl. Conclusions:Over expression of Madl can
inhibit the proliferation of bladder tumor.
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1 #EEAE

1.1 s
Sprague-Dawley (SD)XR,5~6 A%, @R M, (A

(150 +10)g, 3t 56 2, h B =FE R K TR Y .04t
R R 7 2 R SCRRH N DA B : SD K BUAT N- B R R 2
BR(MNU) (sigma,USA)BERE¥EE, BK 25mg/ R, B3
1K x4, 58 10mg, HIXK MNU BEBLHEESS , 5 3 BREHL
4hFE 3 RKR, BUSM A SRR IR A , AR R A L.
12 AMEmRELTRTERSA

LIS 12 A, FENLERBURE , 1500r/min B L
15 min, JLERHE 37CREMT.95% ZFEE 10 min,
SRJIEFH 0.1mol/L PBS (pH6.0)i#¥E,0.01% FYIEBBERR LS
¥ (pH6.0) Zt 3min,0.1mol/L & 1L4%H4 A 4> 4 30s,PBS ¥
Uk 3 W, BIREED . KR 75 40 B g £ B &5 R TR b v A B 4
fER K BAE LARD , 7R LA S 4 B Wi ReE &2 PG FH
PRI B, M Z K BMA T — LK. # LRT SR
BIR BL(IE 33 KDk BB B i L4 B AS R REBL AT AR A
B.CH: 340,84 11 K. A #H:pcDNA3.1(+)/Madl+ FEFLE;
B #H : pcDNA3.1(+)+ BEMH4A; C 40 . 3B ERIK + AR fAk.
1.3 fxs i

pcDNA3.1 (+)Madl A Z{RF, /INEIRE pcDNA3.1
(+)Mad1 FORLFIZS SR FRL peDNA3.1(+) , 2R $lE B
Hind W Xba 1 BYI4E ER/G , i —4 R B 4 AL IR R
N & (BIM RS AR ) KBS BURRL, M 1% UL B
THRfE. SRR AN YR H I BRI S 4
HFTF -20°CHK5E% M. B8 Lipofectamine £ (Invitrogen,
USA AT AR N 200 g,  BERR IR 60 p g FERERE
HH S MNU SR8 3 X 8 5 RN EES
EE—K.
1.4 BriFheyss

EHRIBRERSYETEEHNE 7 X I HEAAXBFRE
J RBE , 7R BP B -A AL IS AR AL , K H e VIR,
PBS WMk 2 3K, AR T/ TR E, ICRFELRA
IR B E (RBW ) M Bt 431 5 B (BAW), B LA & BB
XS EE(BRW), SMTEIFFEEME, MEH KT,
1.5 RT-PCR #® X S8 B & 48 4% Mad1 .TERT #4 4 i%

BHEIER S RABMSEBENMEAR, H&9%,
B RNA A9$2E#0 RT-PCR S RiAN&HT B (Eageis
FHKEZT YT )T . Madl 51HHRHE Genbank R4
=215 g

sense:5’ -TGTGAGCGACTCTGACGA-3’

antisense:5”~GTGGGACACTGAAGTTTACG-3"

TERT 5[ #5i&it5 B Scakoig it

sense:5’—AG GTCATTCTTTTACATCAC-3’

antisense: 5’ ~-TCATAGGCCCCGGTCACATC -3°.

LL B -actin NNZHR . 2.0%IiARMEEER R 7k , BIO-RAD
BB R LT

1.6 A XA K B 7B 40 42 4m B R K AL
EHEREPLE 5 HR BUAIERST BE R AR A4, S AR IR
BN RBARARE N 1 x 109ml,70% % ZBEEE 24h,
BB E.0 % Z 8, lmg/ ml RNase 37°C 7K ¥ 30min, Jli
50mg/l BIRILAL P BE (P1)0.5m, 4 °C38 )t 30min, AL 40AE
B, SRR NEE 3K, E&RRPHE,
1.7 ST FH5H
SR SAS B3 LI BAR AT R 0T AT RER R
EAMHT, G5 R LU 2 FRUER (x 25)RIR, LA P<0.05S RARFF
EEEHER, D P00 BRGEEFEESRER,

2 # R

2.1 EBRIHHEARAGKELE

BRI BT R A 3 RRRIET . ARmiks:
RESARKRES . BB .EFRRAF-RIBRLL
B ER, RS 3 AR 1 BIFET, XPRE%
RTALFER BRI ISR 7R , 9 J&] B B e =2 T ] AL /) e
Y12 FetaMEY R A REE L EE, REIE
SRR FE e A HRRUBE AR T AR
/NF B.C it
22 BRBEmFHE

EFRNERMBE T WE, RIR A0 RERTH
SRR AR R RS R ATk, MR A
RGO AL, Rt AR BE  RE SR
BAZHR R S, B MR 4, LA e
KRR S 40 B, o] 7 B R R
K REINERE.
2.3 RBW.BAW #= BRW #) & 1t

3 HIRAH RBW EREFKITHELXBEE (P
>0.05); HE BAW fil BRW,B.C A a2 R
TREEN(P>0.05),1 AH5 B.C HAHKE:
FOMBEANAEE B EE(P<0.01)MEEEP
<0.05) (BFE 1), TIFKH Madl FYH KB
g A R R P 32 B T P o

F1 AFELKHERBW.BAW # BRW BT (n=11, x )

group RBW(g) BAW(mg) BRW(mg/g)
A 309 + 14 302177 0.98 + 0.07™
B 307 £ 16* 27 + 15* 1.07 £ 0.08*
C 306+ 14 3323+ 16 1.06 + 0.08

¥:"P>0.05 vs group B and group C,”"P <0.01 vs group B and
group C,™P <0.05 vs group B and group C,*P > 0.05 vs group C,
BRW(mg/g)=BAW(mg)/ RBW(g)
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BRI N (72.424.8)%,(69.6+2.7)%, A A5 B.
C A ESIT# L FHEEERENER
(P<0.01), SEZERM:IMNR Madl ik BRI EE 4L
B BERE Ay 1, I B A SO T TERT B3R K,

1 2 3

f —actin
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2.5 RXIIALH R FI LA 0 40 0B IR AL

A 4RI 4 LB AR 0 2 T B B
5 B.C P, EIN /G, MM BHE, i
S HIGEE B>, BRI BENG e
F(P<001) N 2), WA . A AMMEHET
Go/G, 1, 427 A LIS MR A A O T BE 1 IR

3 i1 i
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EIRE AR RIS . TERT ESbi B IS 6
FERB WAL, Sl EE M RA BN,
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BRI A mES, Bf B &2 R (P<0.01)7,
3 A B 78 JEE B A 988 £ 5 30 R it R W1 B9 A7 HE S TERT
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Mad/Max/Myc MIEETEARRRAIIETE . K Aok
FREREANEH, Max EAREEEELILEE
5 Madl 1 c-Myc BB — RAKTFE ML 40 F4% 0
v, X R R R IAHRE S TERT /g 3h 789 E-
BOX (5’ -CACGTG-3’)%5& MTX} TERT Fi¥ki
B RIAHATANE, Madl 5 Max ER_RIARE
I EAEEFZ B T TERT BIFiL, AR
o Mad1 5% Yy 20 e A8 64 18 78 52 30400 i 44 I B2
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