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Fig. 1 a: Intraepithelial spread portion of the bile duct carcinomal H.E. x 20000 b :
Immunohistochemical staining with a monoclonal antibody against p53. Nuclear
staining was observed in cancer cellsJ x 2000 ¢ : Immunostaining for MIB-1. MIB-1
immunostaining was confined almost entirely to the nucleusd x 20001 d : Argyro-
philic nucleolar organizer regionl AgNOR[ staining. AQNORs were visualized as
black dots within the nucleill x 4000
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Fig. 2 a: Invasive portion of main tumord H.E. x 20001 b : Immunohistochemical
staining with a monoclonal antibody against p53. Nuclear staining was observed in
cancer cellsC x 20000 ¢ : Immunostaining for MIB-1. MIB-1 immunostaining was
congfined almost entirely to the nucleusO x 2000 d : Argyrophilic nuclealar organ-
izer regiof] AgNORktaining. AQNORs were visualized as black dots within the nu-
cleill x 4000
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Table[1LO Histological findings, p53 score, MIB-1 labeling indices, AQNOR numbers and prognosis

No. | Age/ ] : ) IESP IP _
0. | “sax Locasion | Histology | stage | Operation | Depth n ly | v | pn|hm|dm|em Prognosis Recurrrence
p53 | MIB-1 | AgNOR | p53 | MIB-1 | AgNOR
1| 64M Bscrl tub2 il HPD Ss — 2 1 3 2 0 0 30 408 2.80 20 53.1 269 4y 3m alive No
2| 52F Bi tub3 Va PPPD si — 1 1 1 0 0 0 — 293 207 — 117 263 |7y alive liver
3| 68M Bsr tub2 I HPD ss — 1 1 1 0 0 0 | 30 242 219 30 234 430 |3y8m dead local
4| 70M Bmsi tub2 Va PD si — 1 0 1 0 0 0 — 9.7 1.75 30 23.6 259 5y 2m alive No
5| 79M Bsmrli tub3 Vb PPPD se 10 2 1 3 0 0 1 — 77 312 10 147 298 |5m dead | liver, local
6| 66M Bm tub2 I PPPD ss — 1 0 0 0 0 0 — 56 250 — 180 273 | 6y dead liver
7| 67TM Bi tubl I PPPD ss — 1 1 0 0 0 0 — 254 1.79 — 44 306 |3y dead | other disease
8| 68M Bm pap I PD ss — 1 1 2 0 0 0 | 30 50 2.02 20 79 335 unknown unknown
9| 61M Bm tubl I PPPD ss — 2 1 1 0 0 0 — 253 227 — 379 340 |1ly9m dead P.C.
10 | 68M Bm tub2 Jilg PPPD se 10 2 2 3 0 0 1 20 282 3.80 20 56.4 303 |1ly3m dead liver
11| 74F Bmsi tub3 g PPPD ss 20 2 1 3 0 0 0 | 10 49 149 10 20.9 184 |2y 8m dead | other disease
12 | 63M Bm tubl I PD se 20 2 1 3 0 0 1 |20 342 2.05 30 94 393 unknown unknown
13| 79M Bsm pap I PPPD fm — 1 0 0 0 0 0 — 112 229 — 158 358 | 1y 10m dead | other disease
14 | 58M Bm tub2 I PPPD ss 10 1 0 0 0 0 0 | 20 20.0 293 30 17.0 310 |4y2m dead liver
15| 59M Bmsi tub2 I PPPD ss — 1 0 2 0 0 0 | 20 139 3.96 30 187 344 | 7y 5m alive No
16 | 74M Bim tub2 il PPPD ss — 2 0 2 0 0 0 — 229 214 30 40 329 |2y 1lm dead | PC,No 16 L.N.
17 | 55M Bsmi pap I PPPD Ss — 2 0 1 0 0 0 — 31 2.64 10 10.1 334 |3m dead liver, P.C.
18 | 69F Bmsc tub2 Va PPPD ss 10 1 0 0 0 1 1 — 535 183 — 136 420 | 1m dead | operative death
19| 67M Bmi tub2 I PD se — 2 0 2 0 0 1 — 84 2.80 20 298 371 |2y 5m dead liver
20 | 73M Bmi pap Va PD ss 30 2 0 3 0 0 1 — 614 159 — 132 440 |2y 5m dead | other disease

HPD : Hepatopancreatoduodenectomy[] PPPD : Pylorus preserving pancreatoduodenectomy] PD : Pancreatoduodenectomy P.C. : Peritonitis carcinomatosall L.N. Lymph nodes
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Fig. 3 Comparison of p53 score between intraepithe-
lial spread portion and invasive portion. p53 score ;
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Fig. 4 Mean numbers of MIB-1 labeling indices be-
tween intraepithelial spread portion and invasive
portion. IESP : Intraeoithelial spread portion. IP : In-
vasive portion.
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Fig. 5 Comparison of MIB-1 positive rate between
intraepithelial spread portion and invasive portion.
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Table[20 Correlation
number of AQNOR

ooooo mo

of clinicopathologic findings and MIB-1 positive rate,

od

MIB-1 PRO %[O AgNOR dot number
factor
IESP IP p value | IESP IP p value

Median 215 20.2 NS 22 33 p O 0.0012
Tumor site
OoBdInO 50 112 15.8 26 33
OBnidnO 120 170 184 NS 22 34 NS
OBOnO 30 254 4 21 31
Histology
Opadd nO 40 B1 117 22 35
OtubnO 30 254 M4 21 34

NS NS
OtubZln O 100 215 211 2.7 32
Otub3In 0O 30 w7 147 21 28
L.N. metastasis
O00On0O 130 139 180 23 33

NS NS
Oa0d0nO 70 28.2 14.9 21 31
stage
0O I0n0O 10 112 158 23 3.6
OI0n0O 90 131 180 25 33

NS NS
OOnO 50 253 170 21 34
OMIn0O 50 282 147 21 30
p53
0 Positivel n O 80 130 18.7 18.7 NS 25 33 NS
0 Negativel n 0 120 70 171 136 22 34

Bs : Superior bile duct ; Bm : Middle bile duct ; Bi : Inferior bile duct ; pap : Papillary
adenocarcinoma ; tubl : Well differentiated adenocarcinoma

tub2 : Moderately differentiated tubular adenocarcinoma ; tub3 : Poorly differentiated
tubular adenocarcinoma ; L.N. : Lymph node ; IESP : Intraepitherial spread portion ;

IP : Invasive portion ; NS : Not significant
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Analysis of Proliferative Activity and p53 Gene Product in the
Intraepithelial Spread of Advanced Bile Duct Carcinoma

Osamu Hunato'®, Tamotsu Sugai'’, Noriyuki Uesugi*, Shin-ichi Nakamura™,
Toru Yoshida'®, Hiroyuki Nitta*, Hidenobu Kawamura®, Takayuki Sudo®,
Ryoko Sasaki*”and Kazuyoshi Saito™
Division of Pathology, Central Clinical Laboratory®, Department of Surgery,
School of Medicine, Iwate Medical University

Introductionl Bile duct carcinoma is known to spread intraepithelially with high frequency, but biologi-
cal features remain to be clarified. To differentiate clearly among biological features of the intraepithelial
spread portiori] IESPCand the invasive portion] 1P we studied the number of argyophilic nucleolar organizer
region proteind] AgNOR[ Ki-67 positive rate] Ki-67 PR and p53 overexpression] p53 scorel] Methods[] We
stained 20 bile duct carcinoma specimens with antihuman p53 protein monoclonal antibody, antihuman Ki-67
protein monoclonal antibody by streptavidin-biotin immunoperoxidase, and AgNOR by Ploton’s 1-step
method. Results] Ki-67 PR was 2150 in IESP and 20. 200 in IP. AgNOR in IP was significantly larger than in
IESP] IESP : 2.2, IP: 3.3, p0 0. 0012[1 Nuclear p53 immunopositivity was observed in 8 of 20 patient§] 40.00 [in
IESP and 13 of 2000 65.000 O in IP. Cases of p53 positive stain in IP were also observed mostly in IESP. Conclu-
sion[ No difference in proliferative activity was seen between IESP and IP. This suggests that the cell kinet-
ics of IESP are lower than in IP and that p53 overexpression plays a part in the early of carcinogenesis.

Key words : intraepithelial spread of bile duct carcinoma, invasive portion of bile duct carcinoma, cell activity,
proliferative activity, p53 gene product
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