34221 2] 81 3]. Korean J Vet Pathol 2:85~94(1998)

FEAds g, AR g

85

Immunohistochemical study on the p53 and Rb in bladder tumor

Kwang-Ju Lee, Myung-Hwan Lee’, Nae-Young Youn**

Dept. of Anatomic Pathology, Chungbuk National University
"General Hospital, Taejon Health Sciences Collage
“Dept. of Obstetrics and Gynecology, Pochon CHA University, Gangnam CHA General Hospital

Abstract. This study was performed to evaluate whether the loss or overexpression of Rb, and

overexpressionn of pb3 were prognostic indicators for bladder neoplasia. 52 tumor specimens from

transitional cell carcinoma of the urinary bladder were from 42 male and 10 female patients whose

age ranged from 30 to 83 years old{mean age; 635 years old). This group included 36 superficial

and 16 invasive stage bladder tumors, and grades 16-25.
tumor stage and grade(p<0.05 in each), but not with tumor recurrence.

expression or Rb overexpression was correlated with stage, but not grade.

pb3 was significantly associated with
Loss of Rb gene

These results

suggested that changes of Rb and pb3 expression might play an important role in assessing the

aggressiveness of human bladder neoplasms.

Key words . bladder tumor, Rb, pd3
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o)

Aol # o B b Jont obz A
ol A{|A A= WHEHA &
(Kinemeney &, 1993; Loening %, 1980;
Koch &, 1986).

pb3 % RbFr A=} ®iol7t W3¢k 3kt
A AEES ZAaA7le 2R FEdna
d#H A AtH(Sarkis §, 1993; Ishikawa &,
1991; Cordon-Cardo % 1992; Logothetis %,
1992). &= p53# Rbf-daF #ol7p A &
A FFAEE A1 o F FHAVE
45 JEzgoz e W o] o
stobe 3% o (Williams 5, 1994) o]
g pb3, RbwAA w®WeolE ¥sly] 93
PCR-SSCP, PCR-Direct sequencing 5 <
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p53(wild  and form) ol oy gk
NCL-p53-Do-7 anti p53 oncoprotein A& @
Z2 gA(DO-7, Novocastra Lab, UK)Z
Rb¥ <A Rb HFxx e gt
NCI-RB anti Rb oncoprotein &% ©&&&
A (NCL-RB, Novocastra Lab, UK)E A}t
23tk ScyTekAl2H#E  Ultra Tek
HRP(Anti-polyvalent)E st Q354
o WAAEE amino-ethylcabazole(AEC)
o Algsldn) 7h2te] @A WS Table 2
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2 #5319t Rbye ¢WACZ wild type p53, Rb, T4AY S 57 ¥=F 747t A
o] mutant typeol] ®Bla] w77 70 FA=} BHAE Lo} B7] 93] Spearman’s rank
olu g HA A XA A EHo] AsHA A correlation coefficient % Fisher's exact

T ZH7E A8t 1 ovlEo] 50% Ak test, Chi-square test < Zt4¢] WH=FHe
A RAE FHoE Axdo] AH FAHEHXA Bl wep Ags. B2 FEAE, T
EAY I GAEE AH7E ARy =HA F7l, TEEsIE g ph3, Rbel A#
21 AEAd EAsiA dNHe A$E BAE gz A7te] FHEE dolry] 9
ddoZ HA=3. 3] multiple logistic regression analysisZ A]3) 3}

sAgE 4 Ty #Hr, FIE, deom, p valueZt 0069191 A& FAAHSE

Table 1. Distribution according to stage and grade in bladder tumor

o Stage Ta T1 T2 T3 T4 Total
i 8 3 0 0 0 10
i 2 20 1 0 1 %
i 0 4 1 5 3 17
Total 10 26 2 5 4 52

Table 2. Staining procedure of ultra Tek HRP

(D Deparaffinization

@ Digested with 0.1% pepsin for 10min

@ Wash with TBS(tris buffer solution pH7.4) for Smin
@ Block nonspecific binding with blocking reagent for Smin
® Incubate slides with primary Ab(1:100 diution) at R-T
® Wash with TBS for 10min

@ Incubate slide with linking Ab for 10min

Wash with TBS for 5min

© Incubate slide with streptavidin for 10min

@ Wash with TBS for 5min

@ Develop in working chromogen(AEC) solution for 5min
® Wash with distilled water

@ Counter stain with Meyer’s hematoxylin for 1min
Wash with distilled water

® Ammonia water for 2min

® = Wash with distilled water for 2min

@ = Mounting
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p53 Wl xA sters AN
A o

2 wild type pb3S 2 w77}
AAxH st A dFE
Yelu A ek=th Mutant p532 1 wH7E7] 7%
wild typeol Hl&] 4~208A= I ZHog &
#4 2cH(Finlay &, 1988). 21822 o]
o] ps3gtol AT o] HH o] HAYx
gad G do] MakA ENEE JH

et (Fig. 1).

o R o

oWl ZApolA A 5299 AT 8H
(8/52, 15.4%)) SAtoll A pS3gd o e
oty gAHo=R
Aol 698(6/16, 375%) EAS
%) 2 vEht BAH R4l
= B TH(p<0.01). T3+ T4

M2 By grade 1olM po3didel & &
= 2AHA @n, grade DM 29
(2/26, 8%), grade MolX= 6%8(6/17,
35.3%)2 ey 9] T Rt ESe
2 p53gtyl pEtdo) Friate RAoE T

g olRe AeA

Fig.l. Immunohistochemical stain of mutant
type pb3, the dark brown in the Nuclei
of malignant cells(x200)

Ho 2w Kot thp<0.01). =3 T
Fap A FY AL 333%(12/36)0M

g, AR ZAEY B 1FeAMw
P53 FAol ey B A E T A
3 pi3f A A3 #AAV gle A=
Z 215 A tH(p=1.00).

stael 3 BRIl H Tl
Pa 7 19 s dAe BEEH
ZgRgste] zt FHzie] dn dAE B
z

o} Aol A FAshA FA
= Ao} A Hwild type)oltHFig. 3). A=A
o} A& FAE 9
horylated form®} phosphorylated form 55
of Zgaged, Rbe RFua WHelrt vE
W mgzAagAgelA FAHA
a8 sHFMol A YErUR FAY,
Ay AFHE AsAGe] FHE AEHd
BEFdstA dAFg 4)5EE U2 e
H(Cordon-Cardo %, 1992; Logothetis 7,
1992).

AxEe ZAlAME Rbe 48.1%(25/52)
oA FHoez velth olAE YA EA

ol
o
rir
ozl
oy 4
=
B

underphosp-

BN
0

=

4

Fig.2. High magnification of an area in Fig.l
(X 400)
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Fig.3. Immunohistochemical stain of Rb(Wild
type)( X 200)
Aa AegAd Badels ZHzh 33.3%(12/36),
81.3%(13/16)2 et H&4d LEEd o
EAAQ wEdel uls] Rb7t E&e] ke
o

=
U HAgY Ade] FrksteE A

2 e
H(p<0.01). =% =Y F3E=2F grade 1,
o, melAd zZH 30%(3/10), 44%(11/25),

69% (1111 % F&¢o £3t=7 HE+5 Rb
G g0l FIHele AoE Yelstoy 54
2 FodALe PAHP=0.169). = Rb¥A<
A7 AA FF AL FAF 41.7%(5/12)
AN detgov oA E FAA F942 ¢
A THp=0.709).

ko)
H

Fong

‘2 uehgdh 28 Rbel 4 2R}

Fig.4. Immunohistochemical stain of mutant type
Rb, showing unevenly stained nucleus
and cytoplasm({ X 400)

Rb, p53, E4E-3e, 397 59 47}
A Wl Zhzhe] A
sl @wgo=x A3 Spearman's
correlation rank test A¥ = Table 37 %2
o AAAFE VFo2 B o ph3e uH
A 3709 Wb 2o FAA Foldel e
AHRBAE WERHILL RbFAE S p
TEFH7 ) ABIAAT Q1 olF TUH
oto) ATt 044302 HF =& A
©

Table 3. Spearman’s correlation between variables that are related to bladder

tumor
RB po3 STAGE GRADE

REB A 1.000 0.336 0.443 0.232
p-value 0.015 0.001 0.098
=3 A 0.336 1.000 0.409 0.385

D e
p-value 0.015 0.003 0.005
A 0.443 0.409 1.000 0.690

STAGE ———
p-value 0.001 0.003 . 0.000
FBA G 0.232 0.385 0.690 1.000

GRADE ——

p-value 0.098 0.005 0.000
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Aolth. Ag7tA FLFH7IY £357t 43
ALEZN 7Hg £ A2 5o oy o
TS o] ZAE WA Uk ol# o]+
2 g dRAEe] By HEsn AL
Ae WFY dF AEE Z2ux =¥
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ol fAstE 1171¢] exono® FAH &
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Axz A Loles Aol SV409] large T
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