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Fig. 1 Map of CD44 gene with position of Primers
and Probe.
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Primer sl (sense)—a

Insertion Site
Primer sl : 3-CAGACCTGCCCAATGCCTTTGATGGACC -3'
Primer v6 : 5-TCCCTGTTGTCGAATGGGAGTCTT -3'
Probe v6 : 5S-GTACAACGGAAGAAACAGCTACCCAGAAGGA-3'

Fig. 2 RT-PCR/Southern blot analysis of surgical
specimens from 8 cases of gastric cancer patients
and the expression level of CD44v6 mRNA (T/N

ratio).
Case | 2 3 4 5 6 7 8
m M F= M M ™ M mM
NT NT NT NT NT NTNT NT

CD44v6 l .

T/Nratio 1.86 1.14 510 1.81 170 4.85 1.54 6.32
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Table 1 Correlation between the expression level
of CD44v6 mRNA and clinicopathologic factors

CD44v6
Variable No. | T/N ratio -
(MEAN£SD}|
Tumor location |
Cardia 14 2.42+1.4 NS
Other 59 2.38+1.4
Maximum tumor diameter
<50mm 26 2.25+1.2 NS
Z50mm | 47 2.46+1.5 ‘
Gross appearance
Bormann 1/2 42 2.31+1.3 NS
Bormann 3/4 31 2.49+1.5
Histology
Differentiated 37 2.43£1.3 NS
Undifferentiated 3% | 2.34%1.5 ‘
Histological growth pattern
Expansive 11 2.15+1.1 NS
Intermediate 41 2.37x1
Infiltrative 21 2.49+1
Lymphatic involvement
No 13 1.79+1 NS
Yes 60 2.51+1
Vascular involvement
No 14 2.18+1.4 NS
Yes 59 2.43x1.4
Depth of invasion
t1/2 43 2.33+1 NS
t3/4 30 2.47+1
Lymphnode metastasis
No 11 1.54+1.2 <0.05
Yes 62 2.53*1
Peritoneal dissemination
No 66 2.46+1 NS
Yes 7 1.64+1
Liver metastasis
No 67 2.26+1.3 <0.01
Yes 6 3.84+1
Stage
stage 1/11 22 1.82+1.3 | <0.01
stage I[II/IV 51 2.63+1

1.4 (Mean=SD) Th -7z, #EETD CD44v6 mRNA
FEHLORERR I 7360, S4FITRD b, R FFERAE
FIRFARIES TEWHCTH - 72 (Fig. 2), BHERBEYE
HIEERT £ OMET T, CD44v6 mRNA FHHEIZY >~
INEEER L HE L TR OEE, stage L ORICHEE
EEBPRD 6, BeFEBER O T/NHix
3.84+1.5L BEICHIIIL Tv>7- (Table 1), BHEEHA
YIkpl4splh, 19BICHFAENED 51, REHEER



80(888)

Fig. 3 Correlation between CD44v6 mRNA
expression and site of reccurence in 48 curatively
resected gastric cancer patients.
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* significant dfference by Kruskal-Wallis test.

Table 2 Correlation between CD44v6 mRNA
expression and site of recurrence

CD44v6 mRNA

Site of Expression N
Recurrence n(%) | T N
T/N ratio<2.5 2.5

No recurrence |29(100) 24(82.8) 5(17.2)
peritoneal 7(100) 3(57.1) 3(42.9) | <0.001
dissemination
distant 12(100) 1( 8.9) 11091.7)
metastasis

*chi-squere test

Wk AEFENLREIT, BEEESERBICLI b 0T
BThHot, BEEFE L CD44v6 mRNA FIEE O
i3, FEREOIHI 42 LERBEBREREIO T/N
H3.79£0.9C, BEEBELHERAID2.34+1.7, EH
FHHD1.60L1. 0ICHANERICEMETH - 72 (Fig. 3).
%7z, T/N k232580 F% CD44v6 mRNA 55T,
2. 5RMRERBE L T2 L EBERAN2E 114528
BHEETHY, EERFIPEEEBEMCEEEC
IS o 7z (Table 2), Tk OB T,
CD44v6 mRNA BFHIHEED 5 FAHERIIIU TH -
DXL, EREFEOSEEFERINLNY LEHETH
h, BERICFERIRTH -7 (Fig. 4). COX HfIn
Y—FETFN RO SEEFITTRETT % £, CD44
v6 mRNA FEIEO P E130.002 & BEREERE, HFEREO
HFEKATEETH D, B FERETFELTO
HHBMEHHEFL 72 (Table 3).

(2) B M HT P 8% £ AR B 1T B CD44v6
mRNA 31
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Fig. 4 Kaplan-Meier survival cureves for cur-
atively resected gastric cancer.
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*significant difference by Logrank test

Table 3 Multivariate analysis of prognostic fac-
tors for overall survival in 73 gastric cancer
patients using Cox proportional hazard model

Variable Chi-square | Hazard | p
Histology 0.491 1.319 0.483
Lymphatic in volvement 0.152 1.193 0.697
Vascular involvement 0.309 1.266 0.578
Tumor size 0.318 1.249 0.573
Gross appearence 0.001 0.986 0.972
Depth of invasion 3.557 2.275 0.059
Lymphnode netastasis 6.018 2.770 0.014
Peritoneal dissemination 12.176 9.583 0.001
Liver metastasis 11.959 8.116 0.001
CD44v6 mRNA expression 9.414 3.712 0.002

Fig. 5 CD44v6 mRNA expression in gastric can-
cer : comparison between biopsy and operated
specimen.

Biopsy Samples  Operation Specimens

CaseA CaseB CaseC

1 1
NTNTNT

CaseA CaseB CaseC

1 1 1
N TN TN T

CD44v6

T/N ratio 1.52 1.92 1.77 1.40 1.80 1.65
B-actin —» | ——

NIRB LRI ED 55 5 1172 total RNA £139.8+
4.6ug/sample T H O, RT-PCRO MR Iz + 4 &
RNA &3 o iz, E—EFO LB L FHAER
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Fig. 6 Correlation of CD44v6 mRNA expression
between biopsy and operated specimen (closed
circle: case with liver metastasis)

2 ]
B 44
é |

3
2 < 0.01
z S
= 1
< 2 y=1.025x+0.132
« r2=0.89
>
[72]
2. |
)
.-t
)

=g — T T T 1

0 1 2 3 4 5

Operation Specimen (T/N ratio)

@ CD44v6 mRNA FEIZEIZR—DHEENE >N
(Fig. 5). #NFhOEAD CD44v6 mRNA FHED
B DWW THET 2 &, BEAHBEEGSRED Oh
7z, X5z, FEBRERIZ BV TR TFRHERRRE 4
¥k T & CD44v6 mRNA FELE O % 72 (Fig.
6).
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BBETIHAIVENEEIN TS,

SE OB BFMER BT 2 EEFREBEEORE T
13, CD44ve DFEFRIT Y o/ SHilERE P AT RS & HE WA
S siERNE SN, BICTEREBEN CORBITE
WHEE L TE 0, BB W T H CD44veld, B
IEL B> TWwWa Z e HEAL:, & 512, FH
EHEEWCHEL, BB W T CDAVERIE DO
HWOTD SN BEMNT, ERERC L IEREEEL
YL, FTROTRETH - 72, FFHBITO CDI4veFER
DR8I stage 1 O & 5 R EAOERF T b HET
2hTHY (Fig. 2, Cased), 72, SEIFRL TV
s, U oo SHiIER R SR O CD44v6 mRNA
DFEBERIT 2 L FERE LU VAV ORBEORE
NADSNTWE, oD ErSEHRBY 3
CD44ZE BAE D FELIL, & OIS TERAE D BRI I DB
B o HFR OB ETEE &3 2 itk
DI Eh, ZOKRE, BHRERELEST 5 —
WekbZe83%Ez ohd, THUBICEFEEOREIC
X0 ERICE T A EHROE S B HREE R S f,
BRI & LT, RTNRBERME TORE 21T -
72, ERHRIO X 5 %/ sample T HBRE W14
7% RNA BB 5, %72, ERMHEhc B0 % CD44ve
mRNA BB FAEARAOREE L 1ZF—BT 2
EEs N, METORRTCEBROEY - BROFGREME
ZHEBT LI LB T LAESELH L I TR EN
. CDMZEREDF% & ORI, Mulder 505K
$8 T, Kaufmann 598 ETCHREL T35, wihd
CD4dv6 iz 3t 3 2 Hitk 2 A v - BB At sE ©
CDUVED FEIRBBHFILEBEA O FRBTR TH
2ELTw5, Lil, ALK TCHBEESREL 28
LhH 00, FUEHBRENFETIRROBMBOEE
FIHIERERME O & 2 2N sample ORZR I
ML Bbh 3, SEOWFETIX RT-PCR/Southern
blot &% B2 Z LI X D, N sample 2B T
b mRNA L~V CORBFAEBNCELZ5 L%
AREIC L7, BOERIEROS TIEMICES L,
R34 5 bDTHY, CDMUEBRKOFED A TR
DL BDTRZVY, IOHTEERIZESZ, BK
IG5 2 L NEROEBPEFEOTHIC 2%,
EHIBEERECORLER 5T b LEbh 3,

kB, AHXOEFIFEBEALHELLBARESHEEY
YRV Y 1 —HEBEEOBETEME ZDHRER~DORH
—KBOWTHELL,
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CD44 is a cell surface adhesion molecule involved in cell-cell and cell-matrix interactions. CD44 exists
in a standard form and in multiple isoforms, each generated by alternative splicing of up to 10 variant
exons (termed v1-v10) encoding parts of the extracellular domain. Expressions of CD44 and its variants
are associated with cancer progression and metastasis. We examined the expression of CD44 containing
a segment encoded by variant exon 6 (CD44v6) mRNA in 73 cases of gastric cancer using molecular
biological examination of surgical specimens. The level of CD44v6 mRNA expression was significantly
higher in patients with lymph node metastasis and liver metastasis. In 48 curatively resected patients, the
level of CD44v6 mRNA expression significantly correlated with recurrence. Furthermore, there was a
significant survival advantage in patients iwth a low level of CD44v6 mRNA expression as compared to
those with high expression. We also examined the level of CD44v6 mRN A expression in endoscopic biopsy
specimens from 25 cases of gastric cancer. The expression of CD44v6 mRNA in biopsy specimens was
similar to that in surgical specimens from the same patient. These results suggest that the level of CD446
v mRNA expression is a potential prognostic indicator and may be useful as a preoperative predictor of
distant metastasis and recurrence in patients with gastric cancer.
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