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1 Clinico-pathological details of the gastric carcinomas (M
male, F female, well diff. well differentiated, Mod. diff moderately
differentiated, Poorly diff. poorly differentiated, m.m. limited to
within the mucosa, s.m. invasion of the mucosal muscle but not the
proper muscle, m.p. invasion of the proper muscle but no penetra-
tion, s.s. invasion through the proper muscle but not reaching the
serosa, s. invasion of the serosa)

EBV(+) gastric
carcinomas

Total gastric
carcinomas

(513 cases) (33 cases, 6.4%)
Age 60.95 60.27
M:F 367:146 28:5
Histology
Well diff. 132 5 (3.8%)
Mod. diff. 113 9 (8.0%)
Poorly. diff. 268 19 (7.1%)
Depth
m.m. 129 5(3.9)
s.m. 111 13 (11.7%) =
m.p. 49 2 (4.1%) j——] k%
SS., S. 224 13 (5.8%)
Location
Cardia 66 7 (10.6%)
Body 254 17 (6.7%)
Antrum 193 9 (4.7%)
Vessel
invasion
) 207 15 (7.2%)
-) 117 13 (11.1%)
Lymphatic
invasion
(+) 179 11 (6.1%)
-) 145 17(11.7%)

* P=0.021; ** P=0.033
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Bliztype BOER & —H L TwE Lz ZDIE
BlxF%Lo»d LA, LMPIEMGTO&
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2 Summarized details of EBV-positive gastric carcinomas
(Mod. moderately, Poor. poorly, Well well differentiated, LEGC
lympho-epithelioma-like gastric carcinoma)

Case Histological Cancer EBV BamHIF LMP-1 gene

no. type depth type RFLP deletion

1 Mod. m. A wt +

2 Poor. s. A wt +

3 Mod. s.m. A wt +

4 Poor. s. A ND ND

S Mod. s. ND ND ND

6 Mod. s.m. A wt ND

7 Poor. s. A wt ND

8 Poor. S.m. A ND +

9 Poor. s.m. A wt +
10 LEGC m.p. A ND ND
11 Mod. s.m. A wt +
12 Poor. s. A wt ND
13 Well m. B f variant  wt
14 Poor. s.m. A wt +
15 Poor. S. ND ND +
16 Mod. m.p. ND ND ND
17 Mod. s.m. A wt +
18 Mod. m. ND wt ND
19 Well s.m. A wt +
20 Well s.m. ND wt ND
21 Mod. s.m. A wt +
22 Poor. S. A wt +
23 Well m.p. ND wt ND
24 Poor. s. ND wt ND
25 LEGC s. A ND ND
26 Poor. s.m. ND wit ND
27 Mod. s.m. A wt +
28 Well m. ND ND ND
29 Poor. s. A wt wt
30 Mod. m. A wt +
31 Poor. s.m. ND ND ND
32 Poor. s. ND wt ND
33 Poor. s. ND wt ND

3 EBV genotype, BamHIF RFLP and LMP-1 gene deletion
of lymphocytes in normal gastric mucosa, lymphoma cell lines of
SCID (severe combined immunodeficiency) mice and non-Hodg-
kin lymphomas

EBV BamHIF LMPI gene
type RFLP deletion
A/B f/F /(=)

Lymphocytes in normal 15/1 0/16 141

gastric mucosa

Lymphomas of 6/0 0/6 6/0

SCID mouse

Non-Hodgkin 16/0 0/16 16/0

lymphomas
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4 - POSITIVITY OF IMMUNOHISTOCHEMICAL STAINING OF G! CYCLINS IN EBV(+)/(—) SCID MOUSE LYMPHOMAS
EBV(+) EBV(-)
Case
1 2 3 4 5 1 2 3 4 5 6
CCNDI - - - - - - - - - - -
CCND2 N N N N N - - = C C C
CCNE N N N N N - - = . = -
CDK2 - NC NC NC NC C C C C (& C
CDK4 NC NC NC NC NC — NC < NC NC =

—, Negative; EBV, Epstein-Barr virus; C, positive for cytoplasm; N, positive for nuclear; NC, positive for nuclear and cytoplasm; SCID,
severe combined immune deficiency.

TABLE HI -POSITIVITY OF IMMUNOHISTOCHEMICAL STAINING OF Gl CYCLINS IN 13 HUMAN B CELL LYMPHOMAS

Case

1 2 3 4 5 6 7 8 9 10 11 12

CCNDI - - - - - - - - - - - - -
CCND2 - N - - - - - - C - . = =
CCNE N - e C c - C c - - - N N
CDK2 NC N NC N N N N C C C cC N N
CDK4 NC NC NC NC NC NC NC NC NC NC NC NC NC

—, Negative; C, positive for cytoplasm; N, positive for nuclear; NC, positive for nuclear and cytoplasm.



CCND1 vs. CDK4
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.5, - Immunoprecipitation of CCNDI/CCND2/CCNE vs. CDK?2 or CDK4/PCNA/p2l in Epstein-Barr virus (EBV)(+)/(—) severe
combined immune deficiency (SCID) mouse lymphoma lines. In EBV(+) SCID cases, clear bands are visible for CCND2 vs. CDKA4, but not
for CCND2 vs. PCNA, p21. On the other hand, bands can be seen for CCND2/CCNE vs. CDK?2 or CDK4/PCNA/p21. In EBV(-) SCID mouse
lymphomas, clear bands are consistently present except for CCND2 vs. PCNA (cases 1, 3, 6) and CCND2 vs. p2! (cases 1, 2, 3).

X6 Data for CCND1, CCND2, CCNE, CDK?2, and CDK4 Overexpression with Respect to Clinicopathological Findings
CCND1(+) CCND2(+) CCNE(+) CDK2(+) CDK4(+) Total

Cases 56 89 79 115 125 260
Sex (M/F) 42/14 64/25 54/25 79/36 82/43 167/93
Age 63.1 63.2b 63.4e 612 60.3 60.9
Histology

Well 20 39 33 42 35 78

Mod. 7 20c 15t 22h 18 42

Por. 29 30 Sil 51 72 140
Depth

m. 13 12 13 28 18 50

s.m. 17 18 25¢g 28 30 58

m.p. 4 15 13 13 13 32

s. 22 44 28 46 64 120
LN.

(+) 17 a 46 34 52 63 119

(=) 38 42 44 60 60 137
V.

(+) 20 46d 26 40 58i 98

(9 36 43 53 75 67 162

M, male; F, female; Well, well-differentiated adenocarcinoma; Mod., moderately differentiated adenocarcinoma; Por., poorly differentiated
adenocarcinoma; m., limited to the mucosa; s.m., invading within the submucosa; m.p., invading the proper muscle; s., invading beyond the proper
muscle; LN.(+), lymph node metastasis present; LN.(—), lymph node metastasis absent; V.(+), vessel invasion present; V.(—), vessel invasion absent.
a, P = 0.0009; b, P = 0.0251; ¢, P < 0.0001; d, P = 0.0008; e, P = 0.0296; f, P = 0.0058; g, P = 0.0256; h, P = 0.0234; i, P = 0.0053: j, P = 0,0001;

k, P = 0.0014; | P = 0.0057.
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=7 Comparison of CCND2 (+) Cytoplasmic Staining
and CCND2 (+) Nuclear Staining with Respect to
Clinicopathological Data

CCND2(+):Cyto. CCND2(+):Nuc.

Cases 68 21
Sex 49/19 15/6
Age 62.6 65.3
Histology
Well 25 14
Mod. 18 a 2e
Por. 25 5
Depth
m. 8 4
sm. 8b 10f
m.p. 14 1
S. 38
L.N.
(+) 43¢ 39
-) 24 18
V.
(+) 42d 4h
=) 26 17

Cyto., cytoplasmic staining; Nuc., nuclear staining. a, P = 0.0020; b,
P = 0.0026; c, P = 0.0007; d. P < 0.0001; e, P = 00006; f, P =
0.0274; g, P = 00020; h, P = 0.0659

T & P=0.03

0O CCND2cyto(+), 43 cases

T v 1 M 1 > 1 M 1 M ! = I

0 20 40 60 80 100 120

P=0.0087

O CDKA4(-), 55 cases

0 20 40 60 80 100 120
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8 A-D: Kaplan-Meier survival curves with comparisons of CCND2 (+) versus (=) (A); CCNE (+) versus (=) (B); CDK4 (+) versus (=) (C), p27 (+)

versus (=) (D) in lymph node metastatic cases.
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M8  p27 Labeling Indices with Respect to
Clinicopathological Data

p27 labeling indices

(mean * SE) P values
Histology
Well 568 +29
Mod. 382 = 38 <0.0001
Por. 374 *21
Depth
m. 573
s.m. 51.1 34 <0.0001
m.p. 33.8+x 41
S. 357 *x24
L.N.
(+) 37124 0.0004
(=) 487 22
V.
(+) 363 + 25 0.0013
(-) 471 % 2.1

WCRET I LD T T, ZORKLREGTIC
HLEFNBIH o722 iy T, K82k
THMIZBR o Teyclin D2 E R B, cyclin E
ZB, CDKARBRLp2TRBA L FHRE OBFE %
Kaplan-Meier survival curve CRE L 7-d DT
Fo cyclin D2 T3 M2 Z R8¢, cyclin ETI
RetEfr, CDKATIIfGMHRE, p27CIEMHYET
BARRTL. ShbRETTICHE SN KR
EEFRLZY T4, cyclin DI, ERBLIFHEAR
RFTHD EDHENE VD TTH, cyclin D1
2B (M8 Icidmo TV HA) IFkL IZBFE
%<, cyclin ERBIBOERT L, HETO
CDKARBFE D& E 14 T Tk <, cyclin D241
RARZBICOVWTREEMEETHDTOHRET
To A%, cyclin D2OMIRREARBEIZCOVWTE

=10 Results of Univariate Survival Analysis for CCND2,
CCNE, CDK4, and p27

Lymph node
Total Invasive metastasis (+)
CCND2 0.003 0.0035 0.024
CCND2 (cyto.) 0.002 0.004 0.03
CCNE 0.016 0.03 0.07*
CDK4 0.01 0.05 0.0087
p27 0.0002 0.003 0.023

“. not an independent prognostic factor. All remainders are
independent prognostic factors proved by muitivariate analysis.
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