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Fig. 1 Procedure of immunohistological stainning with anti-ras p21 monoclonal

antibody

O mount 4sm thick paraffin section on the slide glass.

@ deparaffinize the sections in xylene.

| place the sections in 100%, 95%, 75% ethanol ir the order and wash in distilled water.
@ for blocking endogenous peroxidase activity, place the sections in 50% ethanol containing 0.3%

* t washing in tris buffer.

@ incubate the sections with a 1:50 dilution of anti-ras p2l monoclonal antibody (NCC-RAS-001) for

48hrs at 4T,
) washing in tris buffe

r.
@ incubate the sections with biotinylated antimouse IgG for 24hrs at 4%T.

@ the sections are treated with ABC for a hour at room temperature.

® the sections are treated for 3 minutes with 0.1% 3-3' -diaminobenzidine tetrahydrochloride.

washing in water
® counterstain with heaatoxylnn for nuclei.

Fig. 2 Colorectal cancer cells which are reactive
immunohistologically with anti-ras p2l1 mono-
clonal antibody (X100)
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Table 1 Relationship between ras p21 expression and DNA ploidy pattern

I Aenuploidy | Diploidy [
: 1 T — total
No. | % DL No. | %
ras p21 positive 34 64.2* | 147240231 | 19 35.8 53
ras p21 negative 36 72.0*" 374 +£0.232* 16 28.0 50

Table 2 Classification into I~IV groups by ras
p21 expression and DNA ploidy pattern

No.

group I : ras p2l positive and aneuploidy 34
II : ras p21 positive and diploidy 19

Il : ras p21 negative and aneuploidy 36

IV : ras p2l negative and diploidy 14

KBEOBRKFEZEN R, XBERERVG-HHW
> CREB L7, BEGER IO\ TIREEE 2 pm
IF&Ess (@) Bkl T, #igo I ~IVED
TR LI TR T -7, IBLIVED 2 B9
RRNT, BREEL ) VASERB IO v 58
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OIS ERLD - 7o, AR, &obEE60/
10361 (58.3%), FoLAR#E34/10361 (33.0%) T &
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ZhZ155.3%,70.2% T ras p2 1B R e MR 1
RFERRTH - 7223, FEIENER b - 1= (Fig.
4)., ZhicxfL DNA ploidy pattern B0 5 fE4A R
%, diploidy # ©88.0% 1= t X aneuploidy B i
50.6% L HRIE» -7 (p<0.01) (Fig. 5).

E bz ras p21DFH & DNA ploidy pattern %8

*vs** : not significant
*vs*t : not significant
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Table 3 Pathological findings in view of ras p21 expression and DNA ploidy pattern

group I I _ I | v
Depth of invasion ]
=pm 3 1 | 6 5
=ss(a1) 31(91.2>* 18(94.7)** 30(83.3) 9(64.3)***
Lymphnode metastases
n (=) I 11 11 20 10
(+) 21(65.6)>* 7(38.9) 15(42.9) 4(28.6)*
unknown 2 1 1 0
Lymphatic vessel invasion
ly (=) 6 5 12 7
(+) 27(81.8)e 14(73.7) 22(64.7) 7(50.0)ee
unknown 1 0 2 0
Venous invasion
v (-) 15 6 16 8
(+) | 17(53.1) 12(66.6) 17(51.5) 6(42.9)
unknown 2 1 3 0
Histological type
wel 20(60.6) 11(57.9) 20057.1D 9(64.3)
mod 10€30.3) 8(42.1) 13(37.2) 321.0
others 309.1 0 2(5.7) 2(14.3
unknown 1 0 1 0
Stage? |
A 1 1 5 5
B 78 s1° 1318 L
C [ 13 4 11 4
D ; 13]%(735.5)2 5]%(5)2.6) 7]%20.0)”: 1:]?35.7)“*
Total 34 19 36 14

Stage A : Tumor confined to the colon and its coat
B : Tumor extension into pericolic fat
C : Tumor metastasis to regional mesenteric lymphnodes
D : Tumor metastasis to liver, lung, bone, seeding of tumor, irremovable
because of parietal invasion; adjacent organ invasion
*vs***: p<0.05 evsee : p<0.05
**ys***: p<0.05 # vs#¢ : p<0.05
+ys*t : p<0.05 4 vs#44: p<0.01
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RERATHDHZ EXNTHIhT, ¥ rasp2lDRED
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Fig. 4 Relationship between ras p2l expression
and survival rates Ras p2l negative group
showed better survival rate than positive group,
but there is no significance between two groups.
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| 1 A

ras p21 positive 70.2% (n=32)

not significant (generalized Wilcoxon test)
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Fig. 5 Relationship between DNA ploidy pattern

and survival rates Diploidy group showed better
survival rate than aneuploidy group, significantly
(p<0.0D).
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Fig. 6 Survival rates according to ras p21 expres-

sion and DNA ploidy pattern There are
significant differences between four groups: I vs
II (p<0.05), Ivs IV (p<0.01) and MM vs IV (p<
0.0,

100 T Group IV 91.7% (n=13) ‘I
3 A P<0.01
1 Group I 84.6% (n=13
1 ) P<0.0t
¥ T
50 — 1 Group Il 60.7% (n=28) P<0.05
| by o L |
Group 1 35.1% (n=13)
1 generalized Wilcoxon test
] T —
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time (years)
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Study of Ras p21 Expression and DNA Ploidy Pattern in Colorectal Cancer

Kimihiko Funahashi, Kazunori Tsujita, Masashi Watanabe, Yasushige Nagasawa, Tadahisa Ohgai,
Kazuo Kobayashi, Kenzo Yanagita and Toshifumi Yoshio
First Department of Surgery, Toho University School of Medicine
Shiro Tsujimoto
Second Department of Pathology, Toho University School of Medicine

We studied ras p21 expression immunohistologically and DNA ploidy in 103 colorectal cancer patients. There
was no correlation between the incidence of ras p21 expression and DNA ploidy pattern. Ras p21 was detected with
higher frequency in advanced colorectal cancers. In the patients with both positive ras p21 expression and DNA
aneuploidy, deep invasion, lymph node metastasis and lymphatic vessel invasion was revealed more frequent than
in those who were negative for both parameters (p<<0.05). Patients with negative ras p21 expression had a better
outcome than those with positive ras p21 expression in the same DNA ploidy pattern. These results suggest that
the prognosis of colorectal cancer is related to the presence or absence of ras p21 expression.
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