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Pumose: The clinical implication of 253 mutation in gastic
cancer & stil unclear, as shown by the discordant results
that continue to be reported in the literature.

Materlals and Methods: To assess pA7 gene mutation,
turnor ph3 acverexpression, and serum anti-ph3 antibody, we
employed a paymersse chain reaction—single strand confor—
metion polymorphism (PCR-52CF) analysks, an immunchis —
tochermitry Lsing morcdord artbody 00—/, and an ergymre—
linked immunosorbent assay (ELISA), respectively.
Results: Of 169 surgical specimens of gastric cancer,
mustion & exon 58 of the 277 wes idertified in 33 (19.5%)
and wes significantty comelated with kymph node metestesis.
Cverexpression of ph3 weas found in 62 specimers (36.7%)
and had a significant comelation with tumor differentiation.
Serumn enfp53 entbady wes postive in 18 petients (10.79%).
Twenty—three of the muafed tumors (B3.7%) and 32 of the
non—mutated tumors (P8.7%) displayed immuncreactivity.
Tweke of the immunopositive tumors (18.4%) and 6 of the
immuncnegative tumors produced ent-pS3 antbody. These
differences were statistically significant (P<0.001 and
P=0.005, respectvely). There wes no significant difference
in survival according to the mutation of p5G.
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Condusion: Muaion and overexoression of P53 can be ea—
sy defected by immunchisiochemisty, However, standardi—
zafion of the immunchisiochemical staining methed, as wel
a8 guidelines for infempreling the staired resul, wil produce
concordant results and thereby improve clinical application.
(J Korean Gastric Cancer Assoc 2003;3:206—213)
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4) Single strand conformation polymorphism analysis
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Table 1. The oligomuiclectide primers used to amplificate the exon 5-8 of p53 gene

Exeon Size Upstream
5 196 bp CTCTTCCTACAGTACTCC
6 181 bp GCCTCTGATTCCTCACTGAT
7 177 bp AGGCGCACTGGCCTCATCTT
g 231 bp TGGTAATCTACTGGGACGGA

o W3 30 7 TEHA 2T OdF 4 SRFTE 3
3 Aok 0.5% silver nirate &Holl A 302 7F QA48 o3
A4 SRR ] A 3 3% sodium carbonate £l
yol bl peslgon] -3 dAE9S o 0%
acetic acidd Wol R4S FebAFch 7 3xbe) A4 =3
= bR Y dzToE ALIEE o E0)F band$t
AZE v 23l v AAAHS) band?t P W E p53 FAAY
8% exancl Wol} e A dhw e P
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10% 34 9% 27 239 § A= fdz=d
A £ 4m FAE ZTA Probe-On £30|=
(Fisher, USAY®l B2AH 60°Coll A 242+ AzA 7ok =)
7 AHo| Fg) Lo =5 xylenesl A 108 7+ 439 &
w2t #FE AAT 10F 59 100% alcohol 23], 95%
aleohol 339 T HAE A F SFFpol 55 T P
A A}, Microwavesl| citric acid buffer (pH 6.00% WA 102
7HEQ ¥ EefolEE W1 108 U] FHeln 5B W
ZHAZ) 3 Tris buffer® 3% AlE3LE k. Protein blocker
(Research genetics, USA)E 5% 7 Hg & AlHsl=] ¢z
HER p539) 93} SRAIDO-7, Dake, USAYE 1417F Z2F wh-5
A1F k. Tris buffer® 3% A3 % 3 universal secondary anti-
body (Research genetics, USA)YRE 102 7F Wh5-A17] 2 Tris
buffer® 3% Al&3lE ). Streptavidin HRP detection system
{(Research genetics, USA).2.2 105 7 A 2]3l2 Tis buffer®
33 AH 3 ¥ DAB (Research genetics, USA)E 2027 2t
A A, SFFRE ARG 3ol Meyer's Hematoxyline (Re-
search genetics, USAYS. 5 18 7 thy| G52 /555
A 95%9} 100% alcchd® 53 ¥, xylene o A9 3}
A+ AMA Malinol® EYgste] f2slgdc) FRAEY
sef i) QAN GS w FF o 33, 24 WET
& 9 gk A k| 4SS Hojx= b L3y,
AHFES] do| A Qax)z] gkekow 40T DAY
31, R & )= A WA +1 Q5%AA), 2 (25~
50%), +3 (50~75%), +4 (75%)1hE FEslgch

6) Enzyme-linked immunosorbent assay
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CATCGCTATCTGAGCAGCGC
TTAACCCCTCCTCCCAGAGA
TGTGCAGGGTGGCAAGTGGC
COGGAGATTCTCTTCCTCTGT

Table 2. Patients chamctenistics

Variable No. of patients {5}
Age (meants.d.) 57.89+10.66
Sex Female 65 {38.5)

Male 104 (61.5)
Depth of invasion EGC* 59 (34.9)
AGC 110 {65.1)
Nodal metastasis No 88 {52.1)
Yes 81 (47.9)
Distant metastasis No 166 (98.2)
Yes 3 (1.8)
Differentiation Differentiated 86 (50.9)
Undifferentiated 83 (49.1)
Surgery Curative 160 (94.7)
Palliative 9 (5.3)
Chemotherapy No 1M {61.5)
Yes 65 (38.5)

+*BGC = early gastric cancer; " AGC = advanced Zasiric Cancer.

S1EA B F AR E 3l FHE I3 o]F WED
00l Bakslsieh ps3 EAlE ps3-Autcantibody ELISAM™
(CN Bicsciences, USAYE o] &3led A=A A AlZ% &4
ahgg wgt o] ek Tl o2 2ok WEEA
& W 3 B4el7] Aol diluion buffers o] &sle] 1 : 100
o= Mgk Az A ps3 AT coatingd 96-
well microtiter platect] ZH well & 200118] 190 wash bufferd
93 AL 3R 3 4L WA F plic Fo) F7
ofl F=e A ol 34 wash bufferd AA 3k Calibrator
&} negaiive control® B HE AFEF T wellsl 100 1 #
W3 Aol A (A7 Bk ks A7 F 19 wash bu-
flee 53] AF3IEc 2] wellsll 10009 detector
antibody conjugate solutions W31 A2 4] 127 E<) &
eag A7 ¥ 53 AR 229 welel 10009)
subsirate solutions ¥ T 229 F4ollA] 308 7 shEErS
AlF ok Z4Rke-E SAA717] A 322 welloll 501
9] stop sclutions H71gF 2 450 nm &) A4 FHEE
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Table 3. Correlation of PCR-5SCP analysis with clindcopathologic

722 A gEaidel vlely cut-off value® A4 2 factors
olato[a] ckAiog 1 ojslo|w] Ao Aslyr)
ol o34 3ol &4 Ashsict PR SSCE~ amlyeis
7 SAEy gy Variable _
Negative Pogitive p-value
Zh kol wl-E ofA B3 off 7hA ol wl wadhd o
ASke] Wsash 7 el ME A HlaLE chisque DD of vasion 0.0%
test & Fisher's exact teste o[ &3 ¢inh ©¢ FY 4E4 iGG(é* ;Z f:‘i} 22 {;;‘:)
2 Kaplan Meier 2802 A4tsto] logrank WH.0.% Wz 5 y _ (764) (23.6} o
B4, Cond] WAARREE ol g3l Sl 2AE 3 e nwme
95\\:4’ p &GT 0.035 0}3 % %9‘1% ;)‘iwg-i ﬁ‘}ﬂgﬁ}?\it% Yes 60 (74:1) 1 {259)
Digtant metasiasis 1.00G
H B No 133 (80.1) 33 (189}
. Yes 3 (100) 0
§ o] EA
L) g X2l sS4 Differentiation (.213
A 2] QA g WalehE EAL Table 29 v} Differentiated 66 (767) 20 (23.3)
Undifferentiaied 76 (843) 13 (I57)
2) PCR-SSCP analysis Z3} Surgery 0.208
Curative 127 (794) 33 (206
_ ; L & okl 8
PCR-SSCP analysisoll A5 33o014] Wol7} Eelxlo] E4E Palliative g (100) O

£ 195%0] 9 2.7, exan 59 Wo[S 1044(5.9%), exon 69}
Wol 2a0](1.2%), exon 78] B ol 10(59%), exon §9
ol 116l(85% )0l HUE ArkFEg 1). <& 742 94 °
wHEls el olxtol WHE AEES Table 33} Low, Y=

*PCR-SECP = polymerase chain reaction-single strand confor-
raation polymorphism; "BGC = early gastric cancer; FAGC = ad-
vanced gastic cancer.

Bz L Iomunchistochemmdeal siaindog and PCR-SSCP patierns of gastric adenocarcinoma. {A) a well differentiated adenocarcinoma show-
g strong expression for p33 protein and mudated excn 5; (B} a poorly differentiated sdenccarcinoma, infilirating muscle ayer showing
mutated exon & (C) a moderately differeniaied adenocarcinoma revealed high expression of p33 proein with mutated exon 7;
{I) 2 well differentiated gastric adenccascinoma showing focal expression of p33 proein (sbout 60%) with mutated exon 8.
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Table 4. Correlation of immunchistochemistry with clinicopath-
ologic factors

Immunchistochemistry

Variable I p-value
Negative Positive

Depth of invasion 0.222
EGC* 41 (69.5) 18 {30.5)
AGC 66 (60.0) 44 (40.0)

Lymph node metastasis 0.091
Ne 61 (69.3) 27 (30.7)
Yes 46 (56.8) 35 (43.2)

Distant metastasis 0.048
Ne 107 (64.5) 59 (35.5)
Yes 0 3 {100y

Differentiation 0.03%
Differentiated 48 (55.8) 38 (44.2)
Undifferentiated 59 (7L1y 24 (289

Surgery 0291
Curative 103 (64.4) 57 (35.6)
Palliative 4 (44.4) 5 (55.6)

A Ao} Qi ASEBSS, D ASE 25952 FAE
9 Holr} BARA LT 4 o5AchP-0.044)

3) BATFBEN ZAL ZTH

w2 F g A el A 169¢)] 5 620llel| A kA o]e] A
A EL 36.7%019 L, +10] 2240, +27F 19|, +30] 17
o, +47} 4ollo] P ohFig. 1). 18] 7kx] L4 9 WelE
olz}o]| wh2 kA F-E Table 49 Zov], YA A7} gW
166¢d] Foll A 5990(35.5%), AAA )7} IH 34 =5 %
AL JeRfo] EASH o $9% Holg JERY
P=0.048), 239 F37t F5 o= 860l F 599(35.5%),
W i 83e) F 2400 (28.9%)0N A Al WERC A
Al #9935 Zol7t 93 oHP=0.039).

4) ELISA Z I}

ELIS A=l A= 18ode1] A &kA|7) <kAolo] A 10.7% 9] <A
2 JeERgl on o s1A] o4 ul el g el olx) &
oA A g2 Hel7t ZAEF LR o b2 glvid
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Table 5. Correlation of ELISA with clinicopathologic factors

ELISA*
Variable : p-value
Negative Positive
Depth of invasion 0.708
EGC' 52 (88.1) 7 (119
agc’ 99 (90.0y 11 (10.0)
Lymph node metsstasis 0.092
No B2 (93.2) 6 (6.8}
Yes 69 (85.2y 12 (14.8)
Distant metastasis 1.000
No 148 (89.2) 18 (10.8)
Yes 3 (100} 0
Differentiation 0.936
Differentiated 77 (89.5) 9 (10.5}
Undifferentiated 74 (89.2) 9 (10.8)
Surgery 0.600
Curative 142 (88.8) 18 (11.3)
Palliative 9 {100} 0

+*ELISA = enzyme-linked immunosorbent assay; "EGC = early
gasiric cancer; ¥ AGC = advanced gasiric cancer.

Table 6. Comelation of PCR-SSCP analysis and immunchistoche-

mistry
Immunchistochemistry
PCR_SSCP* am]ysis ................ "[‘Otal
Negative Positive
Negative 97 (71.3%) 39 (28.7%) 136
Positive 10 (30.3%) 23 (69.7%) 33

+*PCR-SSCP = polymerase chain reaction-single strand confor-
mation pelymerphism; P<0.001.
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601(18.2%)¢1 91 2, PCR-SSCP analysisoll A 2-4¢1 1366 =
ELISA FA& 120(8.8%)% 218 Xel7} i vhP=0.118).
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Table 7. Correlation of immunchistochemistry and ELISA

ELISA*
Immunohistechemistry Total
Negative Positive
Negative 101 94.4%) 6 (5.6%) 107
Positive 50 (80.6%) 12 (194%) 62

#*ELISA = enzyme-linked immunosorbent assay; P=0.005

Table 8. Three-year survival rates

Variable 3‘—yca1' p-value
survival rate
Sex 0.58399
Female (65} 84.3%
Male (104) 83.7%
Depth 0.0033
EGC* (59) 96.3%
AGC (110} T72%
Nedal metastasis <0.0001
No (88) 95.3%
Yes (81) 71.7%
Distant metastasis 0.0426
MO (166) 84.3%
M1 (3) 0.0%
Differentiation 0.0173
Differentiated (86) 91.8%
Undifferentiated (83} 76.0%
Surgery <0.0001
Curative (160} 87.4%
Palliative (9} 254%
Chemotherapy 0.0004
No (104) 91.7%
Yes (65) 72.0%
Immunchistochemistry 0.0815
Negative (107} 87.1%
Positive (62} 78.4%
PCR-SSCP* analysis 0.3422
Negative (136) 82.4%
Positive (33} 90.4%
ELISAY 0.7055
Negative (151} B4.2%
Positive (18} 82.2%

*EGC = early gastric cancer; " AGC = advanced gastric cancer;
* PCR-SSCP = pelymerase chain reaction - single strand conform-
ation polymorphism; ELISA = enzyme-linked immunosorbent
assay. Numbers in parentheses are number of patients.
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