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Figure 1

FFAEE, BEIRICHB T 2R ARE S X BB MR GE 19 HEIRE).

A: BOP—125mg/kg b.w. 1,2-DCP 58 1CH 1T 5 FHNEE ZALBFE: BT A
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Table.]1 £FFE, FRAE. FEE. WKESLVELEE

Average water Average food
BOP 1,2-DCP Effective no. of  Fmalbody  Absolute liver weight Relative liver weight — consumption consumption
initiation (mg/kgb.w.) animals weight (g) (® (%) (g/day/animal) (g/day/animal)
Week 17
1 + 0 9 168 + 14 N.D. N.D. 8.1 7.3
2 + 62.5 9 173+ 11 N.D. N.D. 8.1 7.3
3 + 125 9 146 = 12* N.D. N.D. 7.5 6.7
Week 19
1 + 0 15 170+ 9 8.1+0.7 48+03 7.8 7.3
2 + 62.5 14° 173+ 12 82+ 1.1 47x04 8.1 7.4
3 + 125 15 155+ 12* 7.4+0.8 47+03 7.8 6.8
4 - 125 9 166+ 14 7.7+09 46+02 7.5 7.4
5 - 0 _ 6 181+ 13 85+1.1 4.7+0.4 7.8 7.6

N.D. not determined
P EI12ERICIERE T, EEHIEHAN
* HEEAFY p<0.01, vs. BOPEMIE 5



Table.2 FFREE ERIZB T AN ARERLVESRMERE

BOP 1.2-DCP Effective Atypical biliary hyperplasia Cholangioma _
mitiation  (mg/kgb.w.) I;Oj;m(:lilfs Incidence (%) (Nl\gl.]/llt]]fifslttzr) Incidence (%) m%%ﬁ;gr)

Week 17

1 - 0 9 2 (22%) 0.44 + 0.88 0 0

2 + 62.5 9 3 (33%) 0.78 £1.20 0 0

3 + 125 9 1 (11%) 0.11+0.33 0 0
Week 19

1 + 0 15 7 (47%) 0.80+0.94 0 0

2 + 62.5 14* 6 (43%) 0.93 +1.44 1(7.1%) 0.07+0.27

3 + 125 15 8 (53%) 0.73+1.02 0 0

4 - 125 9 0 0 0 0

5 - 0 6 0 0 0 0

a FI2EEFICICET, £EHIEHEN



Table.3 EEIZEHAHMNARERLVESRERE

BOP 1.2-DCP Effoctive mo. of Atypical ductal hl}\l/lpjkq?p]iziy Pancreatic ductal l\cjlzrl;:m](l)mlt?]
e . : . A iplic
mitiation  (mg/kg b.w.) animals Incidence (%) (No./hamster) Incidence (%) (No /hamster)
Week 17
1 + 0 9 4 (44%) 0.77 £ 1.09 0 0
2 + 62.5 9 4 (44%) 0.67 +0.87 1 (11%) 0.11+0.33
3 + 125 9 4 (44%) 0.44 +0.53 3 (33%) 0.44+0.73
Week 19
1 + 0 15 10 (67%) 1.33 + 1.50 5 (33%) 0.33+0.49
2 + 62.5 14° 8 (57%) 0.79 + 0.89 4 (29%) 0.29 £ 0.46
3 + 125 15 8 (53%) 0.67 +0.82 4 (27%) 0.27+0.46
4 - 125 9 0 0 0 0
- 0 6 0 0 0 0
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Abstract

Background An outbreak of cholangiocarcinoma occurred
among workers in the offset color proof-printing department
at a printing company in Japan. The aim of this study
was to clarify the characteristics of the patients with
cholangiocarcinoma.

Methods This was a retrospective study conducted in 13
Japanese hospitals between 1996 to 2013. The clinico-
pathological findings of cholangiocarcinoma developedin 17
of 111 former or current workers in the department were
investigated. Most workers were relatively young.

Results The cholangiocarcinoma was diagnosed at 25-45
years old. They were exposed to chemicals, including
dichloromethane and 1,2-dichloropropane. The serum
v-glutamyl transpeptidase activity was elevated in all
patients. Dilated intrahepatic bile ducts without tumor-
induced obstruction were observed in five patients. The
cholangiocarcinomas arose from the large bile ducts. The
precancerous or early cancerous lesions, such as biliary
intraepithelial neoplasia and intraductal papillary neoplasm
of the bile ducts, as well as non-specific bile duct injuries,
such as fibrosis, were observed in various sites of the bile
ducts in all eight patients for whom operative specimens
were available.

Conclusions The present results showed that cholangi-
ocarcinomas occurred at a high incidence in relatively young
workers of a printing company, who were exposed to chemi-
cals including chlorinated organic solvents.

Keywords Biliary intraepithelial neoplasia -
Cholangiocarcinoma - Intraductal papillary neoplasm of
the bile duct - Organic solvent - Printing company

Introduction

Cholangiocarcinoma, a relatively rare cancer, arises from
the biliary epithelium of the liver (intrahepatic cholangi-
ocarcinoma) or in the extrahepatic bile ducts (extrahepatic
cholangiocarcinoma) [1]. The peak age of cholangi-
ocarcinoma diagnosis is within the seventh decade of life,
and the disease occurs slightly more frequently in men
[2-6]. Cholangiocarcinoma incidence rates vary markedly
throughout the world, which presumably reflects differences
in local risk factors and genetics. Although the incidence in
the United States is 1-2 cases per 100,000 individuals, the
highest rates of cholangiocarcinoma occur in Northeast
Thailand (96 per 100,000 men) [3, 7, 8].

Recently, Kumagai et al. reported 11 cases of cholangi-
ocarcinoma developing in former or current workers in the
offset color proof-printing department at a printing company
in Osaka, Japan [9]. However, they did not survey all of the
patients with cholangiocarcinoma in the company or inves-
tigate any clinicopathological characteristics of the patients.

In this study, we describe the clinical findings, laboratory
test results, diagnostic imaging results, pathological find-
ings, treatments, and prognosis of all patients with
cholangiocarcinoma who were former or current workers of
the printing company because this information is necessary
to publicize to detect cholangiocarcinoma as a possible
occupational disease and to prevent subsequent occurrence.
We also discuss the possible carcinogenic progression of
cholangiocarcinoma.

Subjects and methods

The subjects were 17 men with cholangiocarcinoma who
were former or current workers at an offset color proof-
printing department at a printing company in Osaka, Japan
(Table 1). Cholangiocarcinoma was diagnosed between
November 1996 and November 2012. Various types
of chemicals, including chlorinated organic solvents
such as 1,1,1-trichloroethane, dichloromethane, and 1,2-
dichloropropane were used to clean ink residues in
this department (Table S1). The chemicals used in
this department have been changed several times. 1,1,1-
Trichloroethane was used until December 1992,
dichloromethane was used until March 1996, and 1,2-
dichloropropane was used until October 2006. Various types
of inks have also been used. This department was estimated
to have 111 former or current workers (88 men and 23
women) between 1981 and 2012. Most workers were rela-
tively young; a few workers were more than 50 years old
and they were not exposed to high concentration of chlori-
nated organic solvent. Ten of the 111 workers could not be
followed up after the resignation from the company. The
clinical findings, laboratory test results, diagnostic imaging
results, pathological findings, treatments and prognosis of
the 17 patients were investigated. The 17 patients were
treated at 13 hospitals. The information concerning clinical
findings, including history of alcohol intake and smoking,
were obtained from the medical records of each hospital
and/or interviews with the patients. The laboratory test
results were obtained from the medical records. For diag-
nostic imaging, computed tomography (CT) and ultrason-
ography were performed in all patients and magnetic
resonance imaging (MRI), including magnetic resonance
cholangiopancreatography (MRCP), was performed in 15
patients. Direct cholangiograms were obtained by endo-
scopic retrograde cholangiopancreatography (ERCP) in
nine patients and during percutaneous transhepatic biliary
drainage (PTBD) in two patients. The films of diagnostic
images were available in 13 patients, and the imaging
reports in the medical records were reviewed in the
remaining four patients because the films had been retired.
For 16 of the 17 patients, the pathological diagnosis was
made by pathologists in the individual hospitals using the



Table 1 Clinical findings in patients with cholangiocarcinoma

Patient  Clinical findings Laboratory tests Diagmostic imaging  Diagnosis of cholangiocarcinoma Treatments and prognosis after diagnosis
no.
Agefsex  Symptom or health Alcohol  Smoking y-GTP CEA CA19-9  Methods for Location and type of Stage by TNM  Treatments Prognosis
examination abuse UM  (ng/mly  (U/ml) clinical diagnosis cholangiocarcinoma classification”
1 34/M Epigastralgia, back pain ~ No Yes 830 359 15200 Cholangjography ICC, mass-forming IVA Extended rt. hepatectomy, 7 years, 3 months, Dead
during PTBD resection of extrahepatic bile
duct, chemotherapy
2 34/M Rt. hypochondralgia No Yes 785 38.0 114  US,CT ICC, mass-forming IVA Rt. trisectionectomy 1 year, 2 months, Dead
3 29'M Jaundice, appetite loss No Yes 264 2.0 505 MRI ECC, papillary IB Resection of extrahepatic bile I year, 7 months, Dead
duct
4 25M Liver dysfunction Yes Yes 1729 8832.0 305 US,CT ICC. mass-forming VB Chemotherapy 1 year, 7 months, Dead
5 35/M Liver dysfunction No Yes 2457 1.6 1192 US,CT ECC, papillary IVA Rt. hepatectomy, resection of 2 years, 3 months, Dead
extrahepatic bile duct®
6 45/M Rt. hypochondraigia, No Yes 1570 1994 216394 us, CcT ECC, nodular VB Congervative treatment 1 year, Dead
Jjaundice
7 40/M Liver dysfunction No Yes 1049 1.0 34 US, CT ICC. mass-forming ECC, IIA" Rt. hepatectomy, 6 years, 5 months, Alive
papillary carcinoma of pancreaticoduodenectomy
Papilla of Vater
8 38/M Liver tumor No No 208 2288  US,CT ICC, mass-forming IVA Segmentectomy 8, chemotherapy 5 years, 8 months, Alive
9 39/M Epigastralgia, weight loss  No Yes 1983 4 US, MRI ICC, mass-forming IVB Chemotherapy 9 months, Dead
10 40/M Liver dysfunction® No Yes 1037 446 MRI ICC, intraductal growth ~ IVA Lt. hepatectomy?®, radiation, 3 years, 2 months, Dead
chemotherapy
1t 31 Liver dysfunction No Yes 1196 5.1 1084 us, CT ECC, papillary IVA Extended rt. hepatectomy®, 3 years, 3 months, Alive
chemotherapy
12 39/M Liver dysfunction No No 486 5.4 20.6 ERCP ICC, intraductal growth ~ IVA® Lt. hepatectomy, radiation, 3 years, Alive
ECC, papillary chemotherapy
13 44/M Liver dysfunction, Yes Yes 1890 17.7 7749 Us, CT ICC, mass-forming VB Chemotherapy 9 months, Dead
liver tumor
14 37M Liver dysfunction Yes Yes 451 9.6 50.5 MRI ECC, nodular 1VB Chemotherapy I year, 3 months, Alive
15 39M Liver dysfunction No Yes 347 1.5 105 ERCP ICC, intraductal growth ~ IVA Lt hepatectomy. segmentectomy 1 year, 1 month, Alive
7, chemotherapy :
16 31/M Liver dysfunction No No 75 2.1 501 USs, CT ICC, mass-forming IVA Rt. hepatectomy, resection of 1 year, Alive
extrahepatic bile duct®,
chemotherapy
17 34/M Liver dysfunction No No 205 5 54  US,CT ICC, intraductal growth ~ IVA Extended It. hepatectomny 11 months, Alive

#GTP y-glutamy! transpeptidase, CA79-9 carbohydrate antigen 19-9, CEA carcinogembryonic antigen, CT computed tomography, ECC extrahepatic cholangiocarcinoma, ERCP endoscopic retrograde chopnagiopancreatograpy, JCC
intrahcpatic cholangiocarcinoma, MRI magnetic resonance imaging. PTBD pereutancous transhepatic biliary drainage, US ultrasonography

* Liver dysfunction was detected during treatment for paranasal sinusitis

" Most advanced stage

¢ Non-curative resection

The stage of the tumors in patients 7 and 12 could not be classified because the patients had intra and extrahepatic cholangiocarcinomas
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operative specimens in 12 patients and the biopsy specimens
in four patients. The pathology examination could not be
performed in another patient (patient no. 6); the diagnosis of
cholangiocarcinoma was made by diagnostic imaging in this
patient. The clinical findings, laboratory test results, diag-
nostic imaging results, and clinical course were re-evaluated
by the medical staff (S.K., S.T., C.S,, Y.U,,A.N., TN, M.K,,
G.H.) of Osaka City University Hospital. The operative
specimens were available from 8 of the 12 patients treated
surgically and were examined further by Y.N.

The pathological findings were recorded and described
according to the World Health Organization’s classifications
for intrahepatic and extrahepatic cholangiocarcinoma [1].
Intrahepatic cholangiocarcinoma was grossly classified
as mass-forming, periductal infiltrating, or intraductal
growth (IG). Extrahepatic cholangiocarcinoma was grossly
classified as papillary, nodular, or diffuse infiltrating.
Preneoplastic or early preinvasive neoplastic lesions of the
biliary tree were classified as flat dysplastic epithelium
(biliary intraepithelial neoplasia; BilIN) or grossly visible
papillary types (intraductal papillary neoplasm of the bile
duct; IPNB). BilIN lesions were histologically classified
according to their cellular and structural features as BilIN-1
(mild atypia), BilIN-2 (moderate atypia), or BilIN-3 (severe
atypia corresponding to in situ carcinoma). In this study,
BilIN-2 and BilIN-3 lesions were mainly surveyed because
whether BilIN-1 lesions contain some reactive hyperplastic
changes remains controversial. The classification of BilIN is
described in Table 2. Cases of invasive carcinoma associ-
ated with IPNB (invasive IPNB) were classified as the IG

Table 2 Pathological findings in the operative specimens

Patient Chronic bile Proliferative BilIN- IPNB/  Main tumor Lymph
no. duct injury  changes 213 invasive metastasis node
in bile ducts IPNB
2 + + + + ME poorly -
8 + + + ND MEF, mode +
10 + + + + 1G, well +
11 + + + + pap, well -
12 + + + + IG, pap, well -
15 + + + + 1G, well -
16 + + + + MF, mode +
17 + + + + IG, well -

ND not determined because of small noncancerous hepatic tissue

Chronic bile duct injury was a collective lesion of various injuries such as
epithelial damages, fibrosis of duct wall and periductal tissue, and chronic
inflammatory cell infiltration. Proliferative changes were characterized by non-
neoplatic biliary epithelial proliferation. BilIN, biliary intraepithelial neoplasia;
BilIN-1 lesions presented with mild atypical cellular and nuclear features such
as nuclear membrane irregularities or nuclear enlargements with only minimal
disturbances to cellular polarity. BilIN-2 had evident aberrant cellular and
nuclear features not sufficient to suggest overt carcinoma and focal disturbances
in cellular polarity. BilIN-3 presented with diffuse disturbances in cellular
polarity with or without distinct atypical cellular and nuclear features that
corresponded to carcinoma in situ. In this study, BilIN-2/3 lesions were sur-
veyed. IPNB, intraductal neoplasm of the bile; MF, mass-forming type
intrahepatic cholangiocarcinoma; IG, intraductal growth type intrahepatic
cholangiocarcinoma; pap, papillary type extrahepatic cholangiocarcinoma;
poorly, poorly differentiated adenocarcinoma; mode, moderately differentiated
adenocarcinoma; well, well-differentiated adenoacrcinoma

type of intrahepatic cholangiocarcinoma or papillary type of
extrahepatic cholangiocarcinoma [1, 10-12]. Other patho-
logical terms used in this study were characterized or
defined as follows. “Chronic bile duct injury” was used as a
collective term of duct injuries such as epithelial damages,
fibrosis of duct wall and periductal tissue, and chronic
inflammatory cell infiltration in various combinations. “Pro-
liferative changes of bile ducts” were used for the bile ducts
with non-neoplastic biliary epithelial proliferation. “Bile
duct sclerosis” indicates fibrous thickening of duct wall with
or without additional periductal fibrosis.

This study was approved by the ethics committee of
Osaka City University, and all of the subjects or their legally
authorized representatives (for deceased patients) provided
written informed consent. The multicenter occupational
cholangiocarcinoma study group consisted of investigators
in 13 hospitals (including four university hospitals) and two
universities.

Results
Clinical findings

The age of the patients at cholangiocarcinoma diagnosis
ranged from 25 to 45 years old (mean, 36 years old; Table 1).
They started to work at the printing company when they were
18 to 28 years old. The cholangiocarcinoma was diagnosed in
10 current and seven former workers. The period from the
start of employment until diagnosis of cholangiocarcinoma
or resignation from the company, which was considered the
period of exposure to chemicals prior to the diagnosis of
cholangiocarcinoma, ranged from 6 years, | month to 19
years, 9 months (median: 11 years, 4 months; Fig. S1). The
longest period between the end of the exposure and the
detection of cholangiocarcinoma was 9 years, 7 months. Of
the 17 patients, all were exposed to 1,2-dichloropropane, 11
were exposed to dichloromethane, and eight were exposed to
1,1,1-trichloroethane. The period of exposure to chlorinated
organic solvent ranged from 6 years, 1 month to 16 years, 1
month (median: 9 years, 7 months).

Of the seven patients in whom carcinomas were detected
after resignation from the company, two were employed
at a different printing company that did not use 1,1,1-
trichloroethane, dichloromethane, or 1,2-dichloropropane,
and five were employed in jobs without usage of chemicals.

Of the 17 patients, five patients suffered from abdominal
pain, jaundice, and/or appetite loss. Abnormal liver function
test results or liver tumors were detected in 11 patients
during health examinations. In another patient (no. 10), liver
dysfunction was detected during treatment for paranasal
sinusitis. Four patients were non-drinkers, three patients
were habitual alcohol consumers (=80 g of ethanol daily)
[13], and 13 patients were smokers.
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Fig. 1 Diagnostic imaging of patients with cholangiocarcinomas
(a) Intrahepatic cholangiocarcinoma of the mass-forming type (arrow), patient 16; (b) a dilated intrahepatic bile duct with a papillary tumor
(intraductal growth type, arrow), patient 12; (c¢) stenosis of the intrahepatic bile duct due to cholangiocarcinoma (arrow), patient 15; (d) dilated
intrahepatic bile ducts due to cholangiocarcinoma (arrow), patient 10; (e) dilated intrahepatic bile ducts without tumor-induced obstruction (arrow),
patient 15; (f) intraoperative cholangiofiberscopy exhibiting lesions protruding into the bile duct, patient 15

Laboratory test results

At the time of cholangiocarcinoma diagnosis, the serum
concentrations of total bilirubin were elevated in eight
patients. Serum activities of aspartate and alanine amino-
transferase were elevated in 13 patients and 14 patients,
respectively. The serum y-glutamyl transpeptidase (y-GTP)
activity was elevated in all of the patients (Table 1). In the
five patients with available laboratory test results from
several years prior to the diagnosis of cholangiocarcinoma,
the serum y-GTP activity was consistently high. The serum
concentrations of carcinoembryonic antigen (CEA) and car-
bohydrate antigen 19-9 (CA 19-9) were elevated in 10 and
13 patients, respectively. The tests for serum hepatitis B
surface antigen and hepatitis C virus antibodies were nega-
tive in all of the patients. A test for the hepatitis B core
antibody was positive in one of the 11 patients examined.

Diagnostic imaging

Clinical diagnosis by imaging was made first by
ultrasonography, CT, MRI, ERCP, and/or cholangiograms
during PTBD (Table 1). Space-occupying lesions were dem-
onstrated in nine patients (no. 1, 2, 4, 6-9, 13, and 16) using
CT, MRI, and/or ultrasonography (Fig. 1a). Bile ducts with
papillary, villous, or protruding tumors were observed in five

patients (no. 3, 5, 11, 12, and 17) on ultrasonography, CT,
and/or ERCP (Fig. 1b). Stenosis or obstructions of the bile
duct were observed in five patients (no. 1, 7, 10, 11, and 15;
Fig. 1c) as observed on MRCP and/or direct cholangiograms.
By contrast, the dilatation of peripheral bile ducts due to
tumor-induced bile duct obstruction was observed in 11
patients (no. 1, 2, 4-7, and 9-14) in ultrasonography, CT
and/or MRI (Fig. 1d). Dilated intrahepatic bile ducts without
tumor-induced obstructions were observed in five patients
(no. 8, 12, and 15~17) on ultrasonography, CT, and/or MR1
(Fig. le). In these five patients, findings that were noted on
cholangiography appeared to correspond to those of primary
sclerosing cholangitis (PSC), including multiple intrahepatic
bile duct strictures with or without fusiform dilatation [14].
Intraoperative cholangiofiberscopy, which was performed on
three patients (no. 15-17), revealed epithelial irregularities of
the bile ducts, IPNB, and papillary lesions protruding into the
dilated bile ducts without tumor-induced obstruction
(Fig. 1f).

Diagnosis of cholangiocarcinoma

Intrahepatic cholangiocarcinoma was identified in 10
patients, extrahepatic cholangiocarcinoma was identified
in five patients, and both intrahepatic and extrahepatic
cholangiocaricinomas were identified in two patients during
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Fig. 2 Operative specimens

(a) intrahepatic cholangiocarcinoma of the mass-forming type (arrow), patient 16; (b) intrahepatic cholangiocarcinoma of the intraductal growth
type {arrow), patient 15; (¢) extrahepatic cholangiocarcinoma (hilar cholangiocarcinoma) of the papillary type (atrow),

patient 11

Fig. 3 Histological features of
cholangiocarcinomas

(a) Intrahepatic
cholangiocarcinoma of the
mass-forming type with tubular
adenocarcinoma, patient 8,
hematoxylin and eosin (H-E)
staining, 400 % magnification;
(b) Intrahepatic
cholangiocarcinoma of the
intraductal growth type with
focal invasion (arrow) (corre-
sponding to intraductal papil-
lary neoplasm of the bile duct
with an associated invasive
carcinoma), patient 12, H-E
staining, 150 X magnification

diagnostic imaging and/or surgery (Table 1). Among the 12
patients with intrahepatic cholangiocarcinoma, the tumors
were classified as mass-forming type in eight patients
(Fig. 2a) and as IG type in four patients (Fig. 2b). Among
the seven patients with extrahepatic cholangiocarcinoma,
the tumors were classified as papillary-type cholang-
iocarcinoma (Fig. 2c) in five patients and as nodular-type in
two patients. Surgically resected specimens or biopsy speci-
mens revealed variably differentiated adenocarcinomas
compatible with cholangiocarcinoma in all 16 patients in
whom pathological examination was performed. Compre-
hensive imaging studies and gross analyses of these patients
demonstrated that the main and most invasive cholang-
iocarcinoma lesions were located in the common hepatic
duct, the left or right hepatic duct, or the first to third
branches of the intrahepatic bile duct (also known as the
large bile duct [15]).

Histopathological findings
The operative specimens were available from eight

patients in this study (Table 2). Among the eight patients,
three patients with mass-forming type of intrahepatic

cholangiocarcinoma showed well-, moderate or poor
adenocarcinoma (no. 2, 8, 16; Fig. 3a), and five patients
with IG-type of intrahepatic cholangiocarcinoma and/or
papillary-type extrahepatic cholangiocarcinoma exhibited
well-differentiated papillary carcinoma (invasive TPNB)
(no. 10-12, 15, 17; Fig. 3b). In the latter group, the invasive
portions of the tumors were mucinous or tubular
adenocarcinoma. Additionally, IPNB lesions without inva-
sion were grossly and histologically detected in the various
sites of the resected specimens from three patients (no. 2,
15, 16). Extensive intraductal spread of non-invasive neo-
plastic biliary epithelial cells, focally intraductal papillary
pattern, was observed in three patients (no. 2, 15, 16).
BilIN-1 and also BilIN-2/3 lesions were detected in various
sites of the large intrahepatic bile ducts and/or hilar bile
ducts and the peribiliary glands in all eight patients
(Figs. 4a—c). Peribiliary glands, when they were identified
in the specimens, showed hyperplastic changes and also
atypical and preneopalstic lesions, corresponding to BilIN-
2/3 lesions (Fig. 4d,e). In all eight patients, sclerosis of the
bile duct with variable inflammatory cell proliferation,
biliary epithelial injuries/focal bile duct loss, and biliary
epithelial hyperplasia were also observed in various sites of
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Fig. 4 Histological features of biliary intraepithelial neoplasia (BilIN) of bile ducts. (a) BilIN-1, patient 2. H-E staining, 250 x magnification. (b)
BilIN-2, patient 12, H-E staining, 300 X magnification. (¢) BilIN-3, patient 12, H-E staining, 300 X magnification. (d) Peribiliary glands of
intrahepatic large bile duct (*¥) showing hyperplastic changes and foci of mild atypia, corresponding to BilIN-2 lesion, in the bile duct wall (arrow
heads) and in the surrounding tissue (arrow), patient 10, H-E staining, 150 x magnification. (e) Higher magnification of D. H-E staining, 250 x
magnification

the bile ducts in the noncancerous hepatic tissues
(Fig. 5a,b). As for the pathology of the non-neoplastic,
background liver, non-specific reactive changes or
cholestatic changes secondary to obstruction or stenosis of
bile ducts affected by cholangiocarcinoma were observed.
Lymph node metastasis in the hepatoduodenal ligament
and/or the along the common hepatic artery was found in
three patients.

In summary, the precancerous or early cancerous lesions,
such as BilIN and IPNB, as well as non-specific bile duct
injuries, such as fibrosis, were observed in various sites of
the bile ducts and peribiliary glands, particularly in the large
and hilar bile ducts, in all eight patients. Invasive carcinoma
was observed in the operative specimens.

No cirrhotic changes or other hepatobiliary diseases were
detected in the noncancerous hepatic tissues of the eight
patients. Thus, the laboratory test results, diagnostic
imaging results, and/or pathological findings indicated

that the 17 patients did not have any known risk factors
for cholangiocarcinoma, such as PSC, hepatolithiasis,
pancreaticobiliary maljunction, or liver fluke infection
(Clonorchis sinensis and Opisthorchis viverrini) [2-4,
16-19].

Treatment and prognosis

Surgical resection was performed in 12 patients (Table 1).
Curative resection could not be performed for 4 of these 12
patients because of the detection of cancer cells in the
resected stumps of the bile ducts. In 10 of the 12 patients,
dissection or sampling of the lymph nodes was performed.
Four (no. 1, 8, 10, and 16) of the 10 patients exhibited
metastases to the lymph nodes around the common bile duct
or the common hepatic artery and/or peripancreatic lesions.
Adjuvant chemotherapy with fluorouracil, gemcitabine,
and/or S-1 (tegafur/gimeracil/oteracil potassium) was



