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Relationship of Serum Anti-p53 Antibody with pS3 Expression
in Liver Tissue of Chronic Liver Diseases

Young Soo Kim, M.D., Young Jun Shin, M.D., Ki Baik Hahm, M.D.,
Hee Jung Wang, M.D.*, Yun Mi Jin, M.D**, and Sung Won Cho, M.D.

Department of Gastroenterology, Department of General Surgery*,
Department of Pathology**, Ajou University School of Medicine, Suwon, Korea

Background/Aims: The pS3 mutations have been described as the most common genetic
alteration during development and progression of malignancy in a wide range of human cancers.
Mutant p53 proteins have a prolonged half-life accounting for increased levels of pb3 protein
frequently detected in tumors. This can induce the production of anti-p53 in the serum of patients
with HCC. We determined the relationship of serum anti-pS3 with p53 expression in the liver
tissue of chronic liver disease and the correlation of serum anti-p53 with serum alpha-
fetoprotein(AFP) in patients with HCC. Methods: In sera of same patients, we analysed the anti-
p53 using ELISA system. As controls we tested 30 healthy individuals and 20 patients with chronic
hepatitis. Immunchistochemical study for the presence of mutant o3 was performed on liver tissue
from 50 patients with cirrhosis and 30 patients with HCC using monoclonal antibody clone DO-7
and LSAB kit by ABC method. Results: Anti-p53 was positive in 9(30%6) of 30 patients with HCC.
Among nine patients with positive anti-p53, only two patients had detectable pb3 expression in
their turnor tissues. Anti-p53 was positive in 5(10%) of 50 patients with liver cirrhosis. The AFP
was elevated in 21(70%) of 30 patients with HCC. Among the 9 AFP- negative HCC patients,
4(44.4%) were found to be positive for anti-pd3. p53 expression was detectable in 9(30%) of 30
HCCs and 1(33%) of 30 surrounding non-tumorous cirrhotic tissues. Conclusion: These
findings suggest that anti-p53 was not correlated with the status of pB3 expression in liver
tissue and serological testing for anti-p53 antibody may be complementary to serum AFP for
diagnosing of HCC with normal serum AFP.

(Korean J Hepatol 1998; 4:131—142)
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1994d 89 H¥ 1997d 7€7A| ofFtiEtn
o AL3RAY e FHARE B
39F 94 BE g 204, R F 504, A
Aes T2 XY 04 a4 =T
509 F 15041 & o2 3ok td &4
BRoA ¥4 WA HApel HE vlolY &
EAZ AALE AP BFE2SIE A
stk AEE 2 AEYS FAA BH
AFPE ZA3ac. WHNd ¥ 13E¥F &
2l E HRABAE T NERAHPAE A
393, XY FAME BEF AMdsidSE
HFA9ES APTF BGEAES APIRHAG
(Table 1).

2. 9y

1) §428 oo ZXHAHELISA)
Aagkate] T2 AL AHF 1087 ¥4
Bstd 8H e EIAF FA Fa 10Co|3}

2 JFEAs g 2" EHNA ph3-
autoantibody ELISA kit(Calbiochem, USA)E
o]-&38t sandwitch assay® anti-p53 ¥ &
ZAsAch F AZxE pb3 d¥eo] =X H %
well platedl] A|E& Fof Ad2oA 1A AHA
8L 0.1% Tween-20°] ¥7+8 AU 4344
TFPBST)E 33 A&F deize] v|So)3 2
FE WA} HEA 1% bovine serum
albumin®] £¥3 PBS(1%BSA-PBST)E well
Z 350 W wol 2412 ALoA WA
¥3& 1% BSA-PBSTZ 1:100 343t well
3 duplicatedts] 100 pl¥ Y31 4Tl A 18412
v ARt oAl PBSTZ 33 AldE o
peroxidase’} &€ A ¥ goat polyclonal
FAE welld 100 WA @i 37CAA 3023t
WA AT PBSTZ 53] A33 dag gl
tetra-methylbenzidine(TMB)< acetate buffer
o 343t 7k welld 100 ul¥ go] Ao
30%7F EAAIZIF 20N HCL €9 50 pl& ¥
o] BHE-g FHAIZT 018 HAFEIF FEH
microplate reader(Molecular devices Corpora—
tion, CA, USA)E ©]-&3}4 490 nmol| A F3=
£ =439 th Microplate readerst 928 HF
Elo| A SOFTmax program(Molecular devices
Corporation, CA, USA)Z o]-83t] EF 84

Table 1. Clinical Characteristics of 30 Patients with Resected Hepatocellular Carcinoma

Total number 30
Age(yr) 54.6(32-72)
Sex(M/F) 21/9
Etiology
HBV 22
HCV 1
Alcohol 2
Unknown 5
Tumor grade
WD 0
MD 13

PD 17

Tumor size
<2cm 3
2-bcm 11
<5cm 16
Tumor number
1 19
2-3 11
Stage
I 3
o 12
m 10
v 5
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31 A(DO-7, Dako, Japan)E 1:500.2 3] o]
4CAA 12A2F WH-EAIFTh tHA] PBSE Al X $
o] x}3}+4] ¢l biotinylated antibody(Dako, Japan)
g 718t A-2ollA 3083 wAINE, AR
A¢l avidind} biotinylated horseradish peroxi-
daseE 7Fete] HA] A-200A] 307 vHEAI A T
Al AEC(3-amino-9-ethylcarbazol)(Vector,
USA)E AHE-3F] 1083 vH8-& AR & 494
9 ¥ E-& hematoxylin €402 387 =
A&t crystal mount® BYsATH FF AE
oA JMAEE S4¢ ¢ negative,
10%0]3F dML&  slight, 10-30% H¥L&

moderate, 30% ©°]4 Q|

strong .8 FE3tH )

1.50 - NS p<0.05 .
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Z o4z cutol e 2% anti-ps3¢l FF OD
2 0%y, 000 e *T  dwe e ABYRIE 003+
+ 010 ® o0 &° s o s00000, © Al L 1033
€ '.-E..-.s o CIN Sesee 0016 ng/ml, T4 7+ 0085
L ®
B 008 Jege O +0018 ng/ml, 3% 0129
3 oos| CiMe S 0085 ng/ml, FHAXSt 0.176
L ]
* o0a 031 ng/mi= AANET,
T T, RSO vs)
0.02° o TN FAMoR
0.00 (': c;i : Llc H;:c fFelstAl  AsEe] AR
(n=50) (n=20) (n=50) (n=30) (p<0B)(Figure. 1). 8% anti-

B3 FHee A% 2T

Figure 1. Anti-pb3 antibody levels in patients with chronic liver

disease (C=healthy control, CH=chronic hepatitis, LC=liver cirrhosis,
HCC=hepatocellular carcinoma), NS=not significant, “OD value above o
mean plus two standard deviations of control group.

WY BEe dETes 3
Z4% ¥d OD#
0.084+0.017 ng/mle] EFH
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Table 2. Correlation of Anti-p53 Antibody with Serum AFP Levels in Patients with
Liver Cirrhosis and Hepatocellular Carcinoma

Anti-pb3 antibody

Serum AFP Positive Negative Total(%)

Liver cirrhosis(n=50) :

Elevated 4 30 34(68)

Normal 1 15 16(32)

Total 5(10) 45(90) 50(100)
HCC(n=30)

Elevated 5 16 21(70)

Normal 4 5 9(30)

Total 9(30) 21(70) 30(100)

Table 3. Positivity of Anti-p53 Antibody and Serum AFP in Patients with Hepatocellular
Carcinoma

No.of patients

(positive/total) Fercent
Anti-p53 9/30 30.0
AFP , _ 21/30 . 70.0
Anti-p53 +AFP 25/30 83.3

Table 4. Correlation of Anti-p53 Antibody with p53 Expression in Tumor Tissues

pS3 expression Anti-p53 antibody

: : . . Total
in tumor tissues Positive Negative

Positive 2 7 9
Negative 7 14 21
Total 9%(30) 21(70) 30(100)

*surrounding non-tumorous cirrhotic liver was stained in one case

2} 0.017¢] 2v4=21 0.034& ©& OD# Y 0.118
ol A& s 7HEWF 50dF 5(10%),
ZEAEE 3041F  99l(30%)l A FFIUTh
(Tabel 2).
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Figure 2. Strongly positive immunohistochemical staining of the p53 DHAE 30642 oA
protein with the clone DO-7 in the tumor nuclei of hepatocellular 0% WA anti-p63 HA

carcinoma (arrows) (x200).
et 22 53 FrAA

BAANE AR oS BFEAZE 0o dEsel BE @, 4u 99 28 Eool
(099914 BHHAL o|F @ ol T =], 44, S99 D FuAH 27, AR
o] 717 ZANAE AE tHTabel 4, 2 F93y YT Ho|, GEHE U ¥r|9
Figure. 2-3). FI% Rol= BAHA) Ak, 2L A%l g
o Lol @A antipid FURT BE Fo9 B

ﬂ; ji;’;’fﬂ UZHU pS3 EHMA E L ggion Bz 58 f04 BEEe
3 £ A7 Aholaral AL100%)14 3A40)

DAY 0005 BY anti-p3e] FH 9 ahe) AK25%) 8T = 9HeHp<.05)(Table 5).

Table 5. Comparison of the Clinical and Pathological Features of Resected Hepatocellular
Carcinoma between p53 Expression Group (n=9) and Nonexpression Group (n=21)

Characteristics P Characteristics P
Age NS* Gross type NS
Sex NS Degree of differentiation NS
Etiology NS Capsule formation NS
Serum a-FP NS Capsule invasion NS
Tumor size NS Lymph riode metastasis NS
Tumor location NS Bile duct invasion NS
Tumor number <0.05 Stage NS

*NS, not significant
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Figure 3. (A) Moderately positive immunohistochemical staining of
the p53 protein in the tumor nuclei of HCC (arrows). (B) Slightly
positive immunohistochemical staining of the p53 protein in the
surrounding non-tumorous cirrhotic liver parenchyma in the same
patients {(arrows) (x200).
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