
Abstract. Background/Aim: Pancreaticobiliary maljunction
(PBM), a disease with reflux of pancreatic and bile juice in the
pancreaticobiliary tract, is a high-risk factor for biliary tract
cancer. The aim of this study was to investigate the mechanism
of carcinogenesis in PBM using a metabolomics analysis of bile
sampled during surgery. Patients and Methods: Three patients
with PBM without biliary tract cancer, four patients with
extrahepatic bile duct cancer (EHBC), and three controls with
benign disease were enrolled. Metabolomics analysis of bile
samples was performed using capillary electrophoresis-mass
spectrometry and liquid chromatography-mass spectrometry to
discriminate the amino acid and lipidomic profiles. Results: The
principal component analysis in the capillary electrophoresis-
mass spectrometry and liquid chromatography-mass
spectrometry revealed similar metabolites in patients with PBM
and those with EHBC; furthermore, there was a clear difference
between patients with PBM or EHBC compared to controls. The
amino acid profiles revealed the following 20 potential
carcinogenic candidates for PBM: isoleucine, phenylalanine,
tyrosine, leucine, tryptophan, arginine, lysine, valine,
asparagine, methionine, aspartic acid, serine, threonine,
histidine, glutamine, alanine, proline, glutamic acid, and
pyruvic acid. The lipidomic profiles revealed the following 11
carcinogenic candidates: lysophosphatidylcholine, lysophospha-
tidylethanolamine, phosphatidyl glycerol, lysophosphatidyl
glycerol, triacylglycerol, diacylglycerol, ceramide, sphyngo-
myeline, fatty acid, hyperforin, and vitamin D. Among these
characteristic metabolites, the branched-chain amino acids,

methionine and lysophosphatidylcholine are known to be related
to carcinogenesis. Conclusion: The bile metabolites were
extremely similar in patients with PBM and those with EHBC.
Furthermore, amino acid and lipid metabolism was markedly
different in patients with PBM or EHBC compared to healthy
controls.

Pancreaticobiliary maljunction (PBM) is a congenital
abnormality in which the pancreatic duct and bile duct are
anatomically joined outside the duodenal wall. This anatomical
anomaly causes reciprocal reflux of pancreatic juice and bile,
leading to various pathological conditions, especially PBM is
a high-risk factor for biliary tract cancer (1). The reflux of
pancreatic juice and bile in PBM generates carcinogens such
as activated pancreatic enzymes and secondary bile acid, which
repeatedly damage and repair the biliary mucosa, eventually
resulting in the contribution to the mutations of various genes.
This causes histological changes, called the “hyperplasia-
dysplasia-carcinoma sequence”, such as epithelial hyperplasia,
epithelial metaplasia, and epithelial dysplasia, ultimately
resulting in biliary carcinogenesis in turn (2, 3). 

Many researchers have tried to elucidate the carcinogenic
process from many different angles. The biliary epithelium
is damaged by toxic substances, such as phospholipase A2
and lysolecithin, and the repair process involves multiple
changes in oncogenes and tumor-suppressor genes, leading
to carcinogenesis via a multistep interaction. In PBM, the
biliary epithelium has a characteristically high incidence and
degree of hyperplasia. Patients with PBM have mutations of
the K-ras gene in cancerous and non-cancerous tissues of the
biliary tract (4-6). These cancerous and noncancerous lesions
also have p53 gene mutations and overexpression of the p53
protein (6, 7). However, the detailed oncogenic mechanism
of biliary tract cancer in patients with PBM is still unclear.

The advent of biliary tract cancer associated with PBM is
expected to be accompanied by metabolic alterations
reflected by changes in the expression of genes, microRNA
and so on. Metabolomics includes a comprehensive and
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unbiased clarity of small molecule complement in biological
fluids, tissues, organs, or organisms (8-11). Because
metabolomics teaches us information on disease incidence
and progression, this technique has widely application in the
elucidation of pathophysiology of various diseases (12-15).
Therefore, this approach facilitates the elucidation of the
mechanism of carcinogenesis in the biliary tract of patients
with PBM. However, bile metabolomics have never been
investigated in patients with PBM.

This study is the first to report the metabolome analysis
of a wide range of free amino acids and lipids in bile
samples obtained from patients with PBM, patients with
extrahepatic bile duct cancer (EHBC), and healthy controls.
In the present study, we attempted to clarify the biliary tract
carcinogenic mechanisms in PBM.

Patients and Methods 
Patients. The study population comprised three patients with PBM
without biliary tract cancer and four patients with EHBC who
underwent total excision of the extrahepatic biliary tract with biliary
reconstruction, and three healthy controls with benign disease who
underwent cholecystectomy. The study was approved by the Ethics
Committee of the Tokushima University Hospital and the
corresponding regulatory agencies, and all experiments were carried
out in accordance with approved guidelines. All patients provided
their written informed consent for surgery and study participation.
All bile samples were collected from the gallbladder just after
laparotomy and immediately preserved at –80˚C before preparation
and analysis of sample.

Sample preparation. The bile samples were thawed at 4˚C prior to
analysis. The samples were centrifuged by 10,000 relative
centrifugal force at 4˚C for 5 min and prepared. A pooled quality
control sample was prepared by mixing the same amount (10 μl) of
each sample. A mixture standard was also used to observe and check
the stability of the analysis system.

Metabolite extraction procedure. A 20 μl sample of bile was 2.5-fold
diluted with Milli-Q water and mixed with 450 μl of methanol
containing internal standards (20 μM). Milli-Q water (200 μl) and
chloroform (500 μl) were then added, and the solution was mixed and
centrifuged at 2,300 g at 4˚C for 5 min. A 375 μl sample of the aqueous
layer was filtered through a 5-kDa cut-off filter (EMD Millipore,
Billerica, MA, USA) to remove macromolecules. The filtrate was
lyophilized and dissolved in 50 μl of Milli-Q water containing reference
compounds before mass spectrometry (MS) analysis.

Measurement of amino acid metabolites. Bile metabolic profiling
and the mixture of 110 standard metabolites (50 μM each, HMT,
Tsuruoka, Japan) were analyzed using a capillary electrophoresis
electrospray ionization time-of-flight MS system (Agilent 7100 CE
- 6230 TOFMS, Agilent Technologies, Palo Alto, CA, USA) in
cationic and anionic modes, with a mass range of 50-1,000.
Metabolites in the sample were analyzed using a fused silica
capillary (50 μm i.d. × 80 cm length) with the electrolyte buffered
solutions (HMT), and the applied voltage or cationic or anionic
mode was set to 27 or 30 kV, respectively.

The peaks detected by capillary electrophoresis electrospray
ionization time-of-flight MS were extracted using MassHunter
integration software (Agilent Technologies, Palo Alto, CA, USA) to
obtain peak information, including mass-to-charge ratios (m/z),
migration time (MT), and peak area. The peaks were determined
with estimated metabolites from the standard metabolites, based on
their MT and m/z values. The permissible level for the peak
annotation was set at ±0.2 min for MT and ±10 parts per million for
m/z. In addition, peak areas were normalized to those of the internal
standards. Principal component analysis (PCA) was carried out
using multivariate analysis software (Mass Profiler Professional,
Agilent Technologies).

Measurement of lipid metabolites. The lipophilic fraction of the bile
samples was isolated using the Bligh and Dyer method (16). The
fractions were analyzed by the Agilent liquid chromatography-time-
of-flight MS system 6200 with the ZORBAX Eclipse Plus C18
column (Agilent Technologies) at a flow rate of 1 ml/min using
water:methanol (40:60) as the initial mobile phase. After sample
injection, the percentage of methanol was increased to a
water:methanol ratio of 0:100 at 10 to 30 min, and was continued for
20 min. The equipped ion source of MS was the Agilent Jetstream
electrospray ionization source (Dual AJS ESI, Agilent Technologies).
The electrospray ionization source was operated in positive mode with
spray voltages of 3,500 V for the capillary entrance and 500 V for the
nozzle, nitrogen sheath gas temperature of 250˚C at a flow rate of 12
l/min, nitrogen drying gas temperature of 150˚C at a flow rate of 10
l/min, and nitrogen nebulizer at 45 psig. Purified ubiquinone-8 from
Escherichia coli (Avanti Polar Lipids, Alabaster, AL, USA) was used
as the internal standard for the calculation of the recovery rate during
sample purification. The m/z values, retention times, and ion counts
of metabolites were extracted from the total ion chromatogram using
the Molecular Future Extraction method of MassHunter software
(Agilent Technologies). The metabolites that significantly differed
between controls and patients (fold change >2.0, p<0.05 by one-way
analysis of variance) were selected by a multivariate analysis using
Mass Profiler Professional software (Agilent Technologies). The
selected metabolites were identified using the METLIN Personal
Metabolite Database (Agilent Technologies).

Statistical analysis. Statistical testing was performed using
STATISTICA 10.0 software and the Metabo Analyst 3.0 web portal
(www.metaboanalystca). Both uni- and multivariate statistical
analyses were performed to identify the metabolites which had the
best discrimination ability. The Shapiro-Wilk test was used to test for
normality. Levene’s test and the Brown-Forsythe test were used in
order to check the equivalence of variances. The differences in free
amino acid and lipidomic profiles between the patients with PBM or
EHBC and the controls were evaluated using the t-test. In all tests,
p<0.05 was considered statistically significant. The differences
between the three groups in the amino acid and lipid concentrations
were evaluated by using a one-way analysis of variance.

Results

Pattern recognition analysis in amino acid profiling. PCA
was initially conducted to generate an outline of the amino
acid metabolic variabilities between patients with PBM,
patients with EHBC, and healthy controls. Figure 1A shows

ANTICANCER RESEARCH 41: 327-334 (2021)

328



a clear separation between patients with PBM or EHBC and
healthy controls in the score plot of first two principal
components, indicating that changes in some endogenous
amino acid metabolites were related to disease processes.

Differences in metabolites between patients with PBM or
EHBC and healthy controls in amino acid profiling. In amino
acid profiling, bile metabolites that met the following criteria
were regarded as potential carcinogenic candidates involved
in carcinogenesis in PBM: metabolite levels with both a
variable importance in the projection of >1 and a significant
difference (p<0.05, t-test) between the levels of metabolites
of patients with PBM or EHBC and healthy controls.
Compared to healthy controls, patients with PBM had
significantly higher bile metabolite levels of isoleucine,
phenylalanine, tyrosine, leucine, tryptophan, arginine, lysine,
valine, asparagine, methionine, aspartic acid, serine, threonine,
histidine, glutamine, alanine, proline, glutamic acid, and
pyruvic acid (p<0.05), and significantly lower levels of
glycerol 3-phosphate, gluconic acid, creatine, and creatinine
(p<0.05) (Table I). In addition, compared to healthy controls,
patients with EHBC had significantly higher bile metabolite
levels of leucine, phenylalanine, isoleucine, tyrosine, valine,
methionine, citrulline, lysine, aspartic acid, tryptophan,
alanine, threonine, asparagine, serine, lactic acid, arginine,
proline, ornithine, histidine, glutamic acid, glutamine, pyruvic
acid, and 2-hydroxybutyric acid (p<0.05), and significantly
lower levels of creatine and cytidine (p<0.05) (Table I).

We sorted the metabolites that were elevated in the bile of
both patients with PBM and those with EHBC compared to
healthy controls, and identified 20 metabolites as potential
carcinogenic biomarkers for PBM. Figure 1B shows the
Venn diagram used to visualize these metabolites. Both
patients with PBM and those with EHBC had increased
levels of isoleucine, phenylalanine, tyrosine, leucine,
tryptophan, arginine, lysine, valine, asparagine, methionine,
aspartic acid, serine, threonine, histidine, glutamine, alanine,
proline, glutamic acid, and pyruvic acid compared to healthy
controls (Table I).

Pattern recognition analysis in lipidomic profiling. PCA was
performed to produce an overview of the lipid metabolic
alterations between patients with PBM, patients with EHBC,
and healthy controls. Figure 2A shows that there was a
satisfactory distinction between patients with PBM or EHBC
and healthy controls, suggesting that changes in some
endogenous lipid metabolites were associated with disease
progression.

Differences in metabolites between patients with PBM or
EHBC and healthy controls in lipidomic profiling. In
lipidomic profiling, bile metabolites that met the same
statistical criteria as in the amino acid analysis described

above were considered as potential carcinogenic biomarker
candidates for PBM. Eleven metabolites were elevated in
the bile of both patients with PBM and patients with EHBC
compared to healthy controls, and were identified as
potential carcinogenic biomarkers for patients with PBM.
Figure 2B shows the Venn diagram that was used to
visualize these metabolites. Both patients with PBM and
those with EHBC had increased levels of
lysophosphatidylcholine (LPC), lysophosphatidy-
lethanolamine, phosphatidyl glycerol, lysophosphatidyl
glycerol, triacylglycerol (TAG), diacylglycerol, ceramide,
sphyngomyeline, fatty acid, hyperforin, and vitamin D
compared to healthy controls (Table II). 

Discussion

PBM is a known risk factor for biliary tract cancer.
According to a Japanese nationwide survey, the cancer
development rate of patients with PBM is 200-times higher
than that of usual carcinogenesis of the bile duct in Japan
(17, 18). However, the underlying molecular mechanisms of
cancer development in PBM remain elusive.

Our amino acid profiling results showed that the levels of
circulating leucine, isoleucine, and valine were higher in
patients with PBM or EHBC than in healthy controls (Table
I). Branched-chain amino acids (BCAA) have been reported
to be involved in several kinds of cancers. These BCAA
include valine, leucine, and isoleucine and they regulate
various signaling pathways such as cell growth, protein and
lipid synthesis and autophagy (19). Catabolism of BCAA
occurs mainly in skeletal muscle and BCAA has high activity
of aminotransferase. This catabolism of BCAA is an important
process in amino acid synthesis (20). It is widely accepted that
cancer cells mainly use glycolysis for energy production rather
than oxidative phosphorylation, regardless of the availability
of oxygen (Warburg effect) (21). Furthermore, the unique
properties of cancer cells and the expression of hypoxia-
inducible transcription factors activate the genes encoding
glycolytic enzymes, glucose transporters (22, 23), and amino
acid transporters (24) for growth and proliferation; therefore,
glucose transporters and amino acid transporters are highly
expressed in cancer cells. Thus, the increase of leucine,
isoleucine, and valine in patients with PBM and patients with
EHBC may be explained by the necessities for energy and
proliferation of both the host and the tumor. Similarly, other
studies have reported that BCAA are the most commonly
detected amino acids in gastric cancer (25), serum leucine and
isoleucine levels are increased in patients with lung cancer
(26), fecal leucine, isoleucine, and valine levels are elevated
in patients with colorectal cancer (27), and BCAA play an
important role in tumor growth and survival by regulating the
bioenergetics and biosynthesis of cells through the
tricarboxylic acid cycle (28).
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In the present study, an increased level of phenylalanine
was also a prominent feature in the bile amino acid profile
of patients with PBM and patients with EHBC.
Phenylalanine is an essential amino acid, and is a precursor

of tyrosine and neurotransmitters. Tyrosine is an important
precursor of melanin, catecholamine neurotransmitters and
thyroid hormones, but it also facilitates lipid metabolism.
Gu et al. (29) reported increased serum levels of
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Figure 1. (A) Principal component analysis to determine the bile metabolomics status in amino acid profiling. The PBM, EHBC, and control groups
are indicated in blue, brown, and red, respectively. (B) Venn diagram for the potential carcinogenic biomarker candidates of PBM. Amino acids
up-regulated by more than two-fold in the PBM, EHBC, and control groups are indicated. PBM: Pancreaticobiliary maljunction; EHBC: extrahepatic
bile duct cancer.

Figure 2. (A) Principal component analysis to determine the bile metabolomics status in lipidomic profiling. The PBM, EHBC, and control groups
are indicated in blue, brown and red, respectively. (B) Venn diagram for the potential carcinogenic biomarker candidates of PBM. Amino acids up-
regulated by more than two-fold between the PBM, EHBC, and control groups are indicated. PBM: Pancreaticobiliary maljunction; EHBC:
extrahepatic bile duct cancer.
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Table I. Differences in the concentrations of free amino acids in the bile samples of the PBM, EHBC, and control groups. 

PBM vs. Control                                                                                                   EHBC vs. Control

Compound                                                                            Fold                         Compound                                                                             Fold

Isoleucine                                                                              73.1                         Leucine                                                                                   39.6
Phenylalanine                                                                        66.6                         Phenylalanine                                                                         38.6
Tyrosine                                                                                 60.6                         Isoleucine                                                                               29.6
Leucine                                                                                  55.3                         Tyrosine                                                                                  25.4
Tryptophan                                                                            43.0                         Valine                                                                                      23.8
Arginine                                                                                 39.9                         Methionine                                                                             22.7
Lysine                                                                                    37.1                         Citrulline                                                                                19.1
Valine                                                                                     35.0                         Lysine                                                                                     17.1
Asparagine                                                                             33.7                         Aspartic acid                                                                          15.4
Methionine                                                                            26.0                         Tryptophan                                                                             13.1
Aspartic acid                                                                         19.7                         Alanine                                                                                   12.6
Serine                                                                                     18.3                         Threonine                                                                               12.2
Threonine                                                                              17.8                         Asparagine                                                                              11.9
Histidine                                                                                14.7                         Serine                                                                                      11.3
Glutamine                                                                              12.0                         Lactic acid                                                                              11.3
Alanine                                                                                  11.8                         Arginine                                                                                  10.7
Cysteine                                                                                   7.9                         Proline                                                                                      8.9
Proline                                                                                     4.9                         Ornithine                                                                                  8.2
Glutamic acid                                                                          4.3                         Histidine                                                                                   8.0
pyruvic acid                                                                             3.2                         glutamic acid                                                                            7.4
Glycerol                                                                                 –2.3                         Glutamine                                                                                 5.2
3-phosphate Gluconic acid                                                   –2.5                         Pyruvic acid                                                                             4.6
Creatine                                                                                 –3.6                         2-hydroxybutyric acid                                                             3.7
Creatinine                                                                              –4.3                         Creatine                                                                                  –2.4
                                                                                                                              Cytidine                                                                                  –2.7

PBM: Pancreaticobiliary maljunction; EHBC: extrahepatic bile duct cancer.

Table II. Differences in the concentrations of free lipids in the bile samples of the PBM, EHBC, and control groups. 

PBM vs. Control                                                                                                   EHBC vs. Control

Compound                                                                        Fold                              Compound                                                                         Fold

Lysophosphatidylcholine                                             422,482                            Sphyngomyeline                                                             57,450
Triacylglycerol                                                             141,506                            Lysophosphatidylethanolamine                                      23,071
Sphyngomyeline                                                            82,070                            Triacylglycerol                                                                18,734
Lysophosphatidylinositol                                               53,590                            Ceramide                                                                         18,506
Ceramide                                                                        53,330                            Phosphatidylglycerol                                                      15,623
Hyperforin                                                                      46,983                            Phosphatidylethanolamine                                             15,498
Vitamin D                                                                       40,977                            Lysophosphatidylcholine                                                12,302
Phosphatidylglycerol                                                     22,298                            Phosphatidylcholine                                                       12,216
Lysophosphatidylglycerol                                              10,858                            Lysophosphatidylglycerol                                                7,453
Diacylglycerol                                                                  8,969                            Diacylglycerol                                                                   5,054
Lysophosphatidylethanolamine                                       7,839                            Vitamin D                                                                          3,636
Fatty acid                                                                          6,468                            Fatty acid                                                                          1,140
Phosphatidyl acid                                                             5,732                            Hyperforin                                                                            884
Phosphatidyl Serine                                                     –44,546                            Phosphatidyl acid                                                               –614
Phosphatidylethanolamine                                         –130,200                            Phosphatidyl Serine                                                        –2,504
Phosphatidylcholine                                                   –148,601                            Lysophosphatidylinositol                                             –29,297

PBM: Pancreaticobiliary maljunction; EHBC: extrahepatic bile duct cancer.



phenylalanine and tyrosine in rats with high-grade gastric
dysplasia; moreover, similarly to the high-grade gastric
dysplasia stage, the gastric cancer stage showed
phenylalanine and tyrosine biosynthesis. Dependence on
tyrosine and phenylalanine regulates the cell behavior of
melanoma cells (30), and the use of diet restricted in
phenylalanine leads to the inhibition of growth and
metastasis of several malignancies (31, 32). This study
showed that phenylalanine may be associated with the
carcinogenesis of biliary tract in patients with PBM. 

The other characteristic feature in the metabolome
analysis of patients with PBM and patients with EHBC
was an increased concentration of methionine. Methionine
is an essential amino acid that has many important roles in
mammalian metabolism, including protein synthesis, DNA
methylation, so-called epigenetic regulation, and
polyamine synthesis. Many researchers have tried to obtain
therapeutic effects utilizing the methionine dependence of
tumors in vitro and in vivo. A number of malignant cell
lines, such as colon, bladder, lung, kidney, breast,
glioblastoma, and melanoma are methionine-dependent
(33-36). Methionine-deprived total parenteral nutrition also
reduces the tumor volume in rats with hepatoma (37, 38).
Methionine-free diet or total parenteral nutrition deprived
of methionine causes the tumor regression in a variety of
animals. Therefore, the elevation of methionine seen in
patients with PBM and patients with EHBC in the present
study may be due to increased protein synthesis and
methylation of DNA.

In our lipidomic profiling, LPC was markedly elevated in
patients with PBM or EHBC compared to healthy controls.
LPC is derived from phosphatidylcholine through the
enzymatic action of phospholipase A2. Many studies have
shown that LPC acts as an important lipid mediator and is
associated with the pathogenesis of several diseases,
including diabetes, ovarian cancer, rheumatoid arthritis,
bronchial asthma, atherosclerosis, and psoriasis (39-43). In
addition, recent studies have shown that LPC not only
exhibits cytotoxicity via significant induction of apoptosis in
cholangiocytes, but also provokes cholangiocyte senescence;
this leads to the up-regulation of genes encoding a series of
senescence-associated secretory phenotype components,
which may alter the surrounding environment and
neighboring cells, leading to carcinogenesis (44, 45). 

A high level of TAG was also a significant feature in the
lipidomic profile of the bile of patients with PBM or
EHBC. Recent reports suggest that inflammation, such as
that caused by lipopolysaccharide, increases intracellular
TAG and reactive oxygen species production and leads to
impairment of mitochondrial function, and thus predisposes
the body to metabolic disorders and carcinogenesis (46,
47). Therefore, the elevation of LPC and TAG seen in
patients with PBM or EHBC in the present study may

suggest that LPC and TAG contribute to the development
of cholangiocarcinoma.

In this study, we performed metabolomic analysis to
compare amino acid and lipidomic profiles of bile obtained
from patients with PBM, EHBC, and benign diseases. The
involvement of amino acid and lipidomic profiles using
metabolomics for the carcinogenesis of pancreaticobiliary
maljunction has not been reported thus far. This is the first
report of a metabolome analysis focusing on bile, and this
paper is a valuable report with high originality. The idea of
this study, that metabolic comparison of bile is performed
between these patients, is interesting itself. Furthermore, we
found that both amino acid and lipidomic profiles contained
similar characteristics in PBM and EHBC patients and
different from benign disease. This study can actually identify
carcinogenesis-related metabolites, and the results of this study
may contribute to the elucidation of the carcinogenesis
mechanism for this disease in the future. These are the
strength of this research which has a strong scientific interest.
However, our study had some limitations. Firstly, one
limitation was that the sample size was small. Therefore, it is
necessary to perform validation studies. In our ongoing work,
we are collecting samples from a larger patient population.
Another limitation was that the capillary electrophoresis- and
liquid chromatography-based targeted metabolomics approach
limited the candidate markers, focusing only on amino acid
and partial lipidomic metabolic pathways. Therefore, we are
currently building up nucleic acid-, sugar-, fatty acid-, and
another lipid-based metabolome analysis to validate the
feasibility of more comprehensive metabolomics approaches
and identify additional unknown carcinogens. Although this
was a preliminary study and further research is necessary, our
results provide a basis for the future investigation of the
detailed biliary tract carcinogenic mechanism in PBM. As
amino acid and lipid metabolism is involved in complicated
networks of interactions in carcinogenesis, further research is
required to link an accurate association between the altered
amino acid and lipid metabolisms and cancer initiation and
tumor progression.

In conclusion, we performed amino acid and lipidomic
metabolomic profiling of bile obtained from patients with
PBM, patients with EHBC, and healthy controls. The bile
metabolites were extremely similar between patients with
PBM and those with EHBC, and the amino acid and
lipidomic metabolism of patients with PBM or EHBC was
found markedly altered compared to healthy controls.
Therefore, patients with PBM were considered to be
regularly exposed to a carcinogenic environment, just like
patients with EHBC. 

Conflicts of Interest  

The Authors declare no conflicts of interest for this article.

ANTICANCER RESEARCH 41: 327-334 (2021)

332



Authors’ Contributions

HM participated in the research design, performance of the research,
data analysis and writing manuscripts. YM participated in the
research design. KM, AC and AT was responsible for data collection
and analysis. YM, SY, YS and HI participated in performance of the
research. MS participated in the critical comments and
administrative support. All Authors discussed the results and
contributed to the final article.

References

1 Tashiro S, Imaizumi T, Ohkawa H, Okada A, Katoh T,
Kawaharada Y, Shimada H, Takamatsu H, Miyake H and Todani
T: Pancreaticobiliary maljunction: retrospective and nationwide
survey in Japan. J Hepatobiliary Pancreat Surg 10(5): 345-351,
2003. PMID: 14598134. DOI: 10.1007/s00534-002-0741-7

2 Tsuchida A, Itoi T, Aoki T and Koyanagi Y: Carcinogenetic
process in gallbladder mucosa with pancreaticobiliary
maljunction. Oncol Rep 10(6): 1693-1699, 2003. PMID:
14534681. DOI: 10.3892/or.10.6.1693

3 Funabiki T, Matsubara T, Miyakawa S and Ishihara S:
Pancreaticobiliary maljunction and carcinogenesis to biliary and
pancreatic malignancy. Langenbecks Arch Surg 394(1): 159-169,
2009. PMID: 18500533. DOI: 10.1007/s00423-008-0336-0

4 Tanno S, Obara T, Fujii T, Mizukami Y, Shudo R, Nishino N,
Ura H, Klein-Szanto AJ and Kohgo Y: Proliferative potential and
k-ras mutation in epithelial hyperplasia of the gallbladder in
patients with anomalous pancreaticobiliary ductal union. Cancer
83(2): 267-275, 1998. PMID: 9669809.

5 Nagai M, Watanabe M, Iwase T, Yamao K and Isaji S: Clinical
and genetic analysis of noncancerous and cancerous biliary
epithelium in patients with pancreaticobiliary maljunction. World
J Surg 26(1): 91-98, 2002. PMID: 11898040. DOI: 10.1007/
s00268-001-0187-0

6 Matsubara T, Sakurai Y, Zhi L-Z, Miura H, Ochiai M and
Funabiki T: K-ras and p-53 gene mutations in noncancerous
biliary lesions of patients with pancreatico biliary maljunction.
J Hepatobiliary Pancreat Surg 9(3): 312-321, 2002. PMID:
12353142. DOI: 10.1007/s005340200035

7 Kamisawa T, Funata N, Hayashi Y, Egawa N, Nakajima H,
Tsuruta K, Okamoto A and Yamaguchi T: Pathologic changes in
the non-carcinomatous epithelium of the gallbladder in patients
with a relatively long common channel. Gastrointest Endosc
60(1): 56-60, 2004. PMID: 15229426. DOI: 10.1016/s0016-
5107(04)01290-8

8 Nicholson JK and Lindon JC: Systems biology: Metabonomics.
Nature 455(7216): 1054-1056, 2008. PMID: 18948945. DOI:
10.1038/4551054a

9 Nicholson JK, Lindon JC and Holmes E: 'Metabonomics':
understanding the metabolic responses of living systems to
pathophysiological stimuli via multivariate statistical analysis
of biological NMR spectroscopic data. Xenobiotica 29(11):
1181-1189, 1999. PMID: 10598751. DOI: 10.1080/00498
2599238047

10 Fiehn O: Combining genomics, metabolome analysis, and
biochemical modelling to understand metabolic networks. Comp
Funct Genom 2(3): 155-168, 2001. PMID: 18628911. DOI:
10.1002/cfg.82

11 McMillan A, Rulisa S, Sumarah M, Macklaim JM, Renaud J,
Bisanz JE, Gloor GB and Reid G: A multi-platform metabolomics
approach identifies highly specific biomarkers of bacterial
diversity in the vagina of pregnant and non-pregnant women. Sci
Rep 5: 14174, 2015. PMID: 26387596. DOI: 10.1038/srep14174

12 Spratlin JL, Serkova NJ and Eckhardt SG: Clinical applications
of metabolomics in oncology: a review. Clin Cancer Res 15(2):
431-440, 2009. PMID: 19147747. DOI: 10.1158/1078-
0432.CCR-08-1059

13 Sreekumar A, Poisson LM, Rajendiran TM, Khan AP, Cao Q, Yu
J, Laxman B, Mehra R, Lonigro RJ, Li Y, Nyati MK, Ahsan A,
Kalyana-Sundaram S, Han B, Cao X, Byun J, Omenn GS,
Ghosh D, Pennathur S, Alexander DC, Berger A, Shuster JR,
Wei JT, Varambally S, Beecher C and Chinnaiyan AM:
Metabolomic profiles delineate potential role for sarcosine in
prostate cancer progression. Nature 457(7231): 910-914, 2009.
PMID: 19212411. DOI: 10.1038/nature07762

14 Hirayama A, Nakashima E, Sugimoto M, Akiyama S, Sato W,
Maruyama S, Matsuo S, Tomita M, Yuzawa Y and Soga T:
Metabolic profiling reveals new serum biomarkers for
differentiating diabetic nephropathy. Anal Bioanal Chem 404(10):
3101-3109, 2012. PMID: 23052862. DOI: 10.1007/s00216-012-
6412-x

15 Mörén L, Bergenheim AT, Ghasimi S, Brännström T, Johansson
M and Antti H: Metabolomic screening of tumor tissue and
serum in glioma patients reveals diagnostic and prognostic
information. Metabolites 5(3): 502-520, 2015. PMID: 26389964.
DOI: 10.3390/metabo5030502

16 Folch J, Lees M and Sloane Stanley GH: A simple method for
the isolation and purification of total lipides from animal tissues.
J Biol Chem 226(1): 497-509, 1957. PMID: 13428781.

17 Morine Y, Shimada M, Takamatsu H, Araida T, Endo I, Kubota
M, Toki A, Noda T, Matsumura T, Miyakawa S, Ishibashi H,
Kamisawa T and Shimada H: Clinical features of
pancreaticobiliary maljunction: update analysis of 2nd Japan-
nationwide survey. J Hepatobiliary Pancreat Sci 20(5): 472-80,
2013. PMID: 23579999. DOI: 10.1007/s00534-013-0606-2

18 Matsuda T, Marugame T, Kamo K, Katanoda K, Ajiki W and
Sobue T; Japan Cancer Surveillance Research Group: Cancer
incidence and incidence rates in Japan in 2003: based on data
from 13 population-based cancer registries in the Monitoring of
Cancer Incidence in Japan (MCIJ) Project. Jpn J Clin Oncol
39(12): 850-858, 2009. PMID: 19797417. DOI: 10.1093/jjco/
hyp106

19 O'Connell TM: The complex role of branched chain amino acids
in diabetes and cancer. Metabolites 3(4): 931-945, 2013. PMID:
24958258. DOI: 10.3390/metabo3040931

20 Nicastro H, da Luz CR, Chaves DF, Bechara LR, Voltarelli VA,
Rogero MM and Lancha AH Jr: Does branched-chain amino
acids supplementation modulate skeletal muscle remodeling
through inflammation modulation? Possible Mechanisms of
Action. J Nutr Metab 2012: 136937, 2012. PMID: 22536489.
DOI: 10.1155/2012/136937

21 Warburg O: On the origin of cancer cells. Science 123(3191):
309-314, 1956. PMID: 13298683. DOI: 10.1126/science.
123.3191.309

22 Chen Z, Lu W, Garcia-Prieto C and Huang P: The Warburg
effect and its cancer therapeutic implications. J Bioenerg
Biomembr 39(3): 267-274, 2007. PMID: 17551814. DOI:
10.1007/s10863-007-9086-x

Mori et al: Pancreaticobiliary Maljunction and Bile Metabolomics

333



23 Kondoh H: Cellular life span and the Warburg effect. Exp Cell
Res 314(9): 1923-1928, 2008. PMID: 18410925. DOI:
10.1016/j.yexcr.2008.03.007

24 Hirayama A, Kami K, Sugimoto M, Sugawara M, Toki N,
Onozuka H, Kinoshita T, Saito N, Ochiai A, Tomita M, Esumi
H and Soga T: Quantitative metabolome profiling of colon and
stomach cancer microenvironment by capillary electrophoresis
time-of-flight mass spectrometry. Cancer Res 69(11): 4918-4925,
2009. PMID: 19458066. DOI: 10.1158/0008-5472.CAN-08-4806

25 Chan AW, Gill RS, Schiller D and Sawyer MB: Potential role of
metabolomics in diagnosis and surveillance of gastric cancer.
World J Gastroenterol 20(36): 12874-12882, 2014. PMID:
25278684. DOI: 10.3748/wjg.v20.i36.12874

26 Zhang X, Zhu X, Wang C, Zhang H and Cai Z: Non-targeted and
targeted metabolomics approaches to diagnosing lung cancer and
predicting patient prognosis. Oncotarget 7(39): 63437-63448,
2016. PMID: 27566571. DOI: 10.18632/oncotarget.11521

27 Lin Y, Ma C, Liu C, Wang Z, Yang J, Liu X, Shen Z and Wu R:
NMR-based fecal metabolomics fingerprinting as predictors of
earlier diagnosis in patients with colorectal cancer. Oncotarget
7(20): 29454-29464, 2016. PMID: 27107423. DOI: 10.18632/
oncotarget.8762

28 Ahn CS and Metallo CM: Mitochondria as biosynthetic factories
for cancer proliferation. Cancer Metab 3(1): 1, 2015. PMID:
25621173. DOI: 10.1186/s40170-015-0128-2

29 Gu J, Hu X, Shao W, Ji T, Yang W, Zhuo H, Jin Z, Huang H,
Chen J, Huang C and Lin D: Metabolomic analysis reveals
altered metabolic pathways in a rat model of gastric
carcinogenesis. Oncotarget 7(37): 60053-60073, 2016. PMID:
27527852. DOI: 10.18632/oncotarget.11049

30 Fu YM and Meadows GG: Specific amino acid dependency
regulates the cellular behavior of melanoma. J Nutr 137(6 Suppl 1):
1591S-1596S, 2007. PMID: 17513432. DOI: 10.1093/jn/137.6.
1591S

31 Abdallah RM, Starkey JR and Meadows GG: Dietary restriction
of tyrosine and phenylalanine: inhibition of metastasis of three
rodent tumors. J Natl Cancer Inst 78(4): 759-769, 1987. PMID:
3470551.

32 Elstad CA, Meadows GG and Abdallah RM: Specificity of the
suppression of metastatic phenotype by tyrosine and
phenylalanine restriction. Clin Exp Metastasis 8(5): 393-416,
1990. PMID: 2202533. DOI: 10.1007/BF00058152

33 Breillout F, Antoine E and Poupon MF: Methionine dependency
of malignant tumors: a possible approach for therapy. J Natl
Cancer Inst 82(20): 1628-1632, 1990. PMID:  2213904. DOI:
10.1093/jnci/82.20.1628

34 Hoffman RM: Altered methionine metabolism and transmethylation
in cancer. Anticancer Res 5(1): 1-30, 1985. PMID: 3888043.

35 Kokkinakis DM, Hoffman RM, Frenkel EP, Wick JB, Han Q, Xu
M, Tan Y and Schold SC: Synergy between methionine stress
and chemotherapy in the treatment of brain tumor xenografts in
athymic mice. Cancer Res 61(10): 4017-4023, 2001. PMID:
11358820.

36 Poirson-Bichat F, Gonçalves RA, Miccoli L, Dutrillaux B and
Poupon MF: Methionine depletion enhances the antitumoral
efficacy of cytotoxic agents in drug-resistant human tumor
xenografts. Clin Cancer Res 6(2): 643-653, 2000. PMID:
10690550.

37 Hoshiya Y, Guo H, Kubota T, Inada T, Asanuma F, Yamada Y,
Koh J, Kitajima M and Hoffman RM: Human tumors are

methionine dependent in vivo. Anticancer Res 15(3): 717-718,
1995. PMID: 7645948.

38 Goseki N: L-Methionine and its potential effects for cancer
therapy. In: Latifi R (ed.), Amino acids in critical care and
cancer. CRC Press: LLC, pp. 183-202, 1994.  

39 Iwase M, Sonoki K, Sasaki N, Ohdo S, Higuchi S, Hattori H and
Iida M: Lysophosphatidylcholine contents in plasma LDL in
patients with type 2 diabetes mellitus: relation with lipoprotein-
associated phospholipase A2 and effects of simvastatin
treatment. Atherosclerosis 196(2): 931-936, 2008. PMID:
17350631. DOI: 10.1016/j.atherosclerosis.2007.02.012

40 Fuchs B, Schiller J, Wagner U, Häntzschel H and Arnold K: The
phosphatidylcholine/lysophosphatidylcholine ratio in human
plasma is an indicator of the severity of rheumatoid arthritis:
investigations by 31P NMR and MALDI-TOF MS. Clin
Biochem 38(10): 925-933, 2005. PMID: 16043165. DOI:
10.1016/j.clinbiochem.2005.06.006

41 OkitaM, Gaudette DC, Mills GB and Holub BJ: Elevated levels
and altered fatty acid composition of plasma lysophosphati-
dylcholine (lysoPC) in ovarian cancer patients. Int J Cancer 71(1):
31-34, 1997. PMID: 9096662. DOI: 10.1002/(sici)1097-0215
(19970328)71:1<31::aid-ijc7>3.0.co;2-4

42 Mehta D, Gupta S, Gaur SN, Gangal SV and Agrawal KP:
Increased leukocyte phospholipase A2 activity and plasma
lysophosphatidylcholine levels in asthma and rhinitis and their
relationship to airway sensitivity to histamine. Am Rev Respir
Dis 142(1): 157-161, 1990. PMID: 2368964. DOI: 10.1164/
ajrccm/142.1.157

43 Ryborg AK, Grøn B and Kragballe K: Increased lysophospha-
tidylcholine content in lesional psoriatic skin. Br J Dermatol
133(3): 398-402, 1995. PMID: 8546994. DOI: 10.1111/j.1365-
2133.1995.tb02667.x

44 Fujita K, Sugiyama A, Otoshi K, Taogoshi T, Kimura Y,
Kishikawa N, Kodama M, Kanno K, Kihira K and Tazuma S:
Partial characterization of proapoptotic action of biliary
deteriorated lipids on biliary epithelial cells in pancreaticobiliary
diseases. J Hepatobiliary Pancreat Sci 21(3): 212-218, 2014.
PMID: 23894007. DOI: 10.1002/jhbp.20

45 Shimizu R, Kanno K, Sugiyama A, Ohata H, Araki A, Kishikawa
N, Kimura Y, Yamamoto H, Kodama M, Kihira K and Tazuma S:
Cholangiocyte senescence caused by lysophosphatidylcholine as
a potential implication in carcinogenesis. J Hepatobiliary Pancreat
Sci 22(9): 675-682, 2015. PMID: 25921542. DOI: 10.1002/
jhbp.256

46 Fock E, Bachteeva V, Lavrova E and Pamova R: Mitochondrial-
targeted antioxidant MitoQ prevents E. coli lipopolysaccharide-
induced accumulation of triacylglycerol and lipid droplets
biogenesis in epithelial cells. J Lipids 2018: 5745790, 2018.
PMID: 30245885. DOI: 10.1155/2018/5745790

47 Tang Y, Zhou J, Hooi SC, Jiang YM and Lu GD: Fatty acid
activation in carcinogenesis and cancer development: Essential
roles of long-chain acyl-CoA synthetases. Oncol Lett 16(2):
1390-1396, 2018. PMID: 30008815. DOI: 10.3892/ol.2018.8843

Received October 26, 2020
Revised November 21, 2020
Accepted November 23, 2020

ANTICANCER RESEARCH 41: 327-334 (2021)

334


