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Abstract

Cholangiocytes (biliary epithelial cells) actively participate in microbe-induced proinflamma-
tory responses in the liver and contribute to inflammatory and infectious cholangiopathies.
We previously demonstrated that cholangiocyte TLR-dependent NRas activation contrib-
utes to proinflammatory/ proliferative responses. We test the hypothesis that LPS-induced
activation of NRas requires the EGFR. SV40-transformed human cholangiocytes (H69
cells), or low passage normal human cholangiocytes (NHC), were treated with LPS in the
presence or absence of EGFR or ADAM metallopeptidase domain 17 (TACE) inhibitors.
Ras activation assays, quantitative RT-PCR, and proliferation assays were performed in
cells cultured with or without inhibitors or an siRNA to Grb2. Immunofluorescence for
phospho-EGFR was performed on LPS-treated mouse samples and specimens from pa-
tients with primary sclerosing cholangitis, primary biliary cirrhosis, hepatitis C, and normal
livers. LPS-treatment induced an association between the TLR/MyD88 and EGFR/Grb2 sig-
naling apparatus, NRas activation, and EGFR phosphorylation. NRas activation was sensi-
tive to EGFR and TACE inhibitors and correlated with EGFR phosphorylation. The TACE
inhibitor and Grb2 depletion prevented LPS-induced IL6 expression (p<0.05) and prolifera-
tion (p<0.01). Additionally, cholangiocytes from LPS-treated mouse livers and human pri-
mary sclerosing cholangitis (PSC) livers exhibited increased phospho-EGFR (p<0.01).
Moreover, LPS-induced mouse cholangiocyte proliferation was inhibited by concurrent
treatment with the EGFR inhibitor, Erlotinib. Our results suggest that EGFR is essential for
LPS-induced, TLR4/MyD88-mediated NRas activation and induction of a robust proinflam-
matory cholangiocyte response. These findings have implications not only for revealing the
signaling potential of TLRs, but also implicate EGFR as an integral component of cholangio-
cyte TLR-induced proinflammatory processes.
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Introduction

Biliary epithelial cells (cholangiocytes) form a simple epithelial layer that separates the intrahe-
patic bile duct lumen from liver parenchyma [1]. Cholangiocytes perform the essential role of
bile modification and transport of biliary and blood constituents, exist in an environment rich
in potential mediators of cellular injury, and participate in portal tract repair processes. Cho-
langiocytes are periodically exposed to potentially pathogenic organisms or products derived
from these microbes [2,3,4]. Indeed, the liver is a major organ for bacteria-derived lipopolysac-
charide (LPS) clearance, and, while LPS undergoes metabolism in Kupffer cells and hepato-
cytes, it is excreted in bile in bioactive form [5,6]. Moreover, in cholestatic liver diseases,
including the cholangiopathies primary biliary cirrhosis (PBC) and primary sclerosing cholan-
gitis (PSC), cholangiocytes are exposed to increased levels of enteric microbe-derived LPS [6]
through the portal venous circulation. How cholangiocytes respond to this cellular insult and
the relevance of this response to hepatobiliary diseases remains to be fully explored.

Toll-like receptors (TLRs), an evolutionarily conserved family of pathogen recognition re-
ceptors, are essential for effective innate immune responses following detection of pathogen as-
sociated molecular patterns (PAMPs) [7,8]. Human cholangiocytes express multiple TLRs
[9,10,11] and several studies have implicated cholangiocyte pathogen recognition receptors in
persistent inflammation associated with several cholangiopathies including PSC (TLR4 and
TLRY) [1-3]. Cholangiocyte TLRs sense and respond to microbes (e.g., the parasitic protozoan,
Cryptosporidium parvum) and microbe-derived metabolites including LPS (agonist of TLR4)
and lipoteichoic acid (LTA, agonist of TLR2). These potentially injurious stimuli can induce
cholangiocyte reactivity, including the secretion of cytokines and chemokines, thus promoting
fibroinflammatory processes [11-17]. Using a cell culture model we demonstrated that Crypto-
sporidium parvum and the TLR4 agonist, LPS, induced TLR/Myd88-dependent activation of
NFKkB [9]. We subsequently demonstrated that LPS (as well as other TLR agonists) induced the
rapid activation of NRas, but not other Ras isoforms [12]. Activated Ras promotes a variety of
signal transduction cascades including MAPK, PI3K, and RAL-GTPase pathways that regulate
cell proliferation, survival, differentiation, and proinflammatory cytokine production [13]. In
cholangiocytes, the activation of NRas was essential for robust LPS-induced Interleukin 6 (IL6)
expression and proliferation [12]; however, the mechanism by which LPS induces cholangio-
cyte NRas activation is not known.

Cholangiocytes express the epidermal growth factor receptor (EGFR), an upstream media-
tor of Ras activation [14]. EGFR has been implicated in growth and repair processes in a variety
of epithelial cells [15,16], including growth of normal and neoplastic cholangiocytes [17,18].
EGEFR activation typically occurs in response to EGFR ligands, including EGF, Transforming
growth factor alpha (TGFa), Epiregulin (EREG), Amphiregulin (AREG), and heparin-binding
EGF-like growth factor (HB-EGF). These ligands are expressed as transmembrane proteins
that are cleaved from the membrane into the extracellular space where they function as auto-
crine or paracrine ligands for the EGFR. LPS has recently been shown to functionally transacti-
vate cholangiocarcinoma cell EGFR through ADAM17 (TACE)-dependent release of TGFo.
[19]. Therefore, transactivation of the EGFR is an important mechanism by which LPS stimu-
lates cholangiocyte inflammatory, proliferative and repair processes, which likely involve
NRas/MAPK activation.

In the present manuscript we interrogate the role of TACE, EGFR, and the downstream mo-
lecular adaptor, Grb2, in LPS-induced NRas activation. Our cumulative data suggest that LPS
induced NRas activation was sensitive to EGFR and TACE inhibition and correlated with
EGFR phosphorylation, suggesting a progressive transactivation of the EGFR. Our data also
suggest that ADAM17 (TACE) and the EGFR molecular adaptor protein, Grb2, are required
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for LPS-induced NRas activation as well as LPS-induced IL6 expression. We further demon-
strate that LPS injected into the tail vein of mice promotes robust cholangiocyte EGFR phos-
phorylation. Finally, we demonstrate that phospho-EGFR is elevated in the chronic cholestatic
liver disease, primary sclerosing cholangitis (PSC).

Materials and Methods
Ethics Statement

The study was conducted in accordance with the code of federal regulations and written in-
formed consent from the donors was obtained. This study was approved by the Mayo Clinic
Institutional Review Board (IRB# 10-005896; Pathobiology of Hepatic Epithelia) and Institu-
tional Animal Care and Use Committee (A61313).

Cell Culture and LPS or Inhibitor Treatment

H69 cells, a well-characterized, SV40-transformed human cholangiocyte cell line [20] (a gift
from Dr. D. Jefferson, Tufts University, Boston, MA), and normal human cholangiocytes
(NHC), low passage human cholangiocytes isolated from normal liver [21] (a gift from Dr. Me-
dina, University of Navarra, Pamplona, Spain), were used. When appropriate, cells were incu-
bated in serum-free and EGF-free media or cultured in the presence or absence of inhibitors to
EGFR (CAS 879127-07-8, Millipore), or Adam17/TACE (TAPI 1, Millipore) at concentrations
of 10uM and 25 pM, respectively. For siRNA depletion experiments, cells were transfected with
a siRNA to Grb2 (Ambion) or a scrambled control siRNA (Ambion) using Fugene HD trans-
fection reagent (Promega) as per manufacturer’s instructions. Cells were then treated with 200
ng/ml of LPS (Sigma) for the indicated times.

NRas Activation Assay

NRas activation was determined as reported previously [12]. Briefly, lysates were cleared, and
diluted to equal protein concentration as confirmed by Bradford Analysis. Raf-RBD beads (Cy-
toskeleton) were added to each sample and incubated at 4°C, collected by centrifugation,
washed, and resuspended in Laemmli Sample buffer (Bio-Rad). The samples were then run on
a Tris-HCI gel, transferred to a nitrocellulose membrane, and immunoblotted with a primary
antibody to NRas (Santa Cruz) and appropriate secondary antibody (LiCor). The membrane
was visualized using LiCor’s Odyssey infrared imaging system. Ponceau Red staining for total
GST-RBD was used as loading control.

Immunoprecipitation and Western Blot

Immunoprecipitation was performed on total protein extracted from H69 cells cultured in the
presence or absence of LPS. Lysates were pre-cleared with Protein A/G sepharose beads (Santa
Cruz) at 4°C and incubated with a MyD88 (Santa Cruz) or Son of sevenless homolog 1 (SOS1;
Santa Cruz) antibody overnight at 4°C. Protein A/G sepharose beads were added to the sam-
ples, centrifuged, washed in ice-cold PBS, and resuspended in Laemmli sample buffer. Western
blots were performed for Grb2 (Santa Cruz) or TLR4 (Imgenex). Western blots were also per-
formed using cell lysates from untreated, siRNA or inhibitor-treated cells that were cultured in
the presence or absence of LPS. Samples were run on a 4-15% gradient Tris-HCL gel, trans-
ferred to a nitrocellulose membrane, and immunoblotted with primary antibodies for Grb2
(Santa Cruz), EGFR (Cell Signaling), or EGFR pY1068 (Cell Signaling) and appropriate
secondary antibody (LiCor). Membranes were visualized on the LiCor Odyssey Infrared
imaging system.
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RNA Extraction and RT-PCR

RNA was extracted using Trizol (Invitrogen) following manufacturer’s instructions. RNA was
then reverse transcribed into cDNA using the Superscript III kit (Invitrogen), and used as tem-
plate to perform quantitative PCR using primers specific for IL6.

Enzyme-linked immunosorbent assay

Culture medium was centrifuged to remove cellular debris, and 100 pl of cleared medium from
H69 cells cultured in the presence or absence of LPS was used in the AREG ELISA following
the manufacturer's instructions (R&D Systems). ELISAs were read using a 450-nm wavelength
against a 630-nm reference wavelength. Concentration of AREG (pg/ml) was calculated using
standard curve analyses.

In Vitro Cell Proliferation Quantitation

Cell proliferation was quantitated using a Nexcelom automated cell counter. H69 cells were
plated at a starting density of 5,000 cells/well in 96-well plates. All cells were treated with 200
ng/ml of LPS for 0, 24, 48, or 72 hours in the presence or absence of inhibitors. After each re-
spective time-point, cells were trypsinized and counted.

Liver tissues

Sixteen liver tissue specimens consisting of 4 PSC, 4 primary biliary cirrhosis (PBC), 4 chronic
hepatitis C (HCV), and 4 normal livers from surgical resection or explant were utilized. Dis-
eased specimens fulfilled clinical, serological, histological, and/or cholangiographic criteria for
their respective diagnoses and had cirrhotic stage fibrosis. Liver specimens were fixed in 10%
neutral buffered formalin, embedded in paraffin, and sectioned (4 pm). For the mouse studies,
LPS (5 mg/kg body weight) or saline (control) was injected into the tail vein of C57-black mice.
For the in vivo EGFR inhibition studies, Erlotinib (3 uM) was injected intraperitoneally one
day prior to LPS treatment and daily over the course of 3 days. Mice were sacrificed at 1, 2, and
3 days post-LPS injection, and livers were initially perfused with a 0.9% sodium chloride solu-
tion, and perfused with a 4% paraformaldehyde solution to preserve liver samples for paraffin
embedding, histological sectioning, and immunofluorescence.

Immunofluorescence and FRET

H69 cells were cultured in the presence or absence of LPS for the indicated time points, fixed in
a 3% paraformaldehyde solution, washed in PBS, permeabilized with a 0.1% Triton X-100 solu-
tion, blocked in 5% serum, and incubated overnight at 4°C with primary polyclonal antibody
to EGFR pY1068 (Sigma). Cells were rinsed in PBS, incubated with appropriate Alexa Fluor
(Invitrogen) secondary antibody for 1h at room temperature, washed, and mounted in Pro-
Long Gold with DAPI (Invitrogen). Tissue sections were deparaffinized, rehydrated in an etha-
nol gradient, and boiled in antigen unmasking solution (Vector Labs). Slides were incubated in
a blocking solution containing 10% FBS, 1% BSA, and 0.1% Triton-X 100 for 1h at room tem-
perature, incubated with primary antibody to EGFR pY1068 or proliferating cell nuclear anti-
gen (PCNA, PC10, Santa Cruz Biotechnology), washed with a 0.1% Tween-20 solution in PBS,
incubated with Alexa-Fluor secondary antibody, washed, and mounted with Prolong gold with
DAPI. Confocal immunofluorescence microscopy was performed with a Zeiss LSM 510 as pre-
viously described [22]. Adobe Photoshop CS3 (Adobe Systems, San Jose, CA) was used to
quantitate fluorescence intensity [23].

PLOS ONE | DOI:10.1371/journal.pone.0125793  April 27,2015 4/15



I@;"L‘)S;‘ONE

LPS-Induced Cholangiocyte NRas Activation

Acceptor photobleach Forster Resonant Energy Transfer (FRET) analysis was performed on
H69 cells grown on glass coverslips transfected with a Myc-tagged Grb2 plasmid in the pres-
ence or absence of LPS for the indicated time-point. Cells were fixed in a 3% paraformaldehyde
solution, rinsed in PBS, and blocked in a solution containing 5% serum, 5% glycerol, and
0.04% sodium azide for 45 minutes at room temperature. Cells were incubated with an anti-
MyD88 antibody and anti-Myc-tag antibody at 4°C, washed and incubated with a Cy3 or
Cy5-conjugated secondary antibody for 45 minutes at room temperature. Coverslips were
rinsed in PBS and once in dH20. Coverslips were mounted on the slides using dH20. The ac-
ceptor fluorophore (Cy5) was photobleached in a region of interest and the intensity of Cy3
(donor) fluorescence was measured. The FRET efficiency for both conditions (estimate of the
fraction of energy transfer to the acceptor per donor excitation event) was calculated using the
Donor . /Donor,,;, method [24].

Results

We performed NRas activation assays to demonstrate the time-course of LPS-induced NRas
activation. LPS induced rapid (within 2-5 minutes) and persistent (60 minutes) NRas activa-
tion in both H69 and NHC (Fig 1A and 1B). Given that i) cholangiocytes express the ERBB
family members EGFR and ERBB2, and ii) previous reports demonstrated LPS-induced EGFR
phosphorylation in cholangiocarcinoma [17,18,25], we performed western blots for phospho-
EGFR or phospho-ERBB2 from 0-60 minutes post-LPS treatment. EGFR phosphorylation was
below the detection limit at 0-15 minutes; but evident at 30 and 60 minutes post-LPS treat-
ment; ERBB2 phosphorylation was not detected at any of the time points (Fig 1C and 1D). We
also performed confocal immunofluorescence microscopy for phospho-EGFR in H69 cells. At
5 minutes post-LPS treatment, a small proportion of cells exhibited phospho-EGFR (Fig 1E).
However, at 30 minutes post-LPS treatment, we observed a robust increase in phospho-EGFR.
Quantitation of fluorescence intensity showed a significant increase in phospho-EGEFR at 30
minutes post-LPS treatment compared to 0 hour (untreated) sample (Fig 1F). These results
suggest that LPS not only induces NRas activation, but EGFR phosphorylation as well.

We previously demonstrated that LPS-induced activation of NRas is TLR4-dependent, yet
TRAF6-independent [12]. We therefore asked whether LPS-induced NRas activation required
EGFR or TACE. NRas activation assays demonstrated that both the EGFR inhibitor and TACE
inhibitor (TAPI-1) blocked LPS-induced NRas activation at the 30 minute time point (Fig 2A,
2B and 2C). We next asked whether LPS could induce the release of EGFR ligands to the cell
culture media. While TGFa was not detected by ELISA in control or LPS treated cells (data not
shown), LPS treatment induced, in a TACE sensitive manner, the release of the EGFR ligand,
AREG (Fig 2D). TACE inhibition also suppressed LPS-induced IL6 mRNA expression (Fig
2E). Moreover, both TACE inhibition and EGFR inhibition suppress LPS-induced cholangio-
cyte proliferation (Fig 2F). These results support that LPS induces NRas activation and IL6 ex-
pression through TACE-dependent EGFR activation.

Having demonstrated that inhibition of either EGFR or the known mediator of EGFR acti-
vation, TACE, could prevent LPS-induced NRas activation, we next assessed whether depletion
of the downstream mediator of EGFR-dependent NRas activation, Grb2 was required for LPS-
induced NRas activation. RNA-interference was used to selectively knock-down Grb2 and we
again performed an NRas activation assay. LPS-induced NRas activation was blocked in cells
depleted of Grb2 (Fig 3A); moreover, depletion of Grb2 blocked LPS-induced IL6 expression
(Fig 3B). Together, these results suggest that the EGFR-Grb2 complex is required for the LPS-
induced activation of NRas and LPS-induced cholangiocyte expression of the proinflammatory
mediator, IL6. Having demonstrated that depletion of the Grb2 molecular adaptor diminishes
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Fig 1. LPS induces NRas activation in cultured human cholangiocytes. A. Confluent NHC and H69 cells were treated with LPS for 0, 2, 5, 10, 15, 30,
and 60 minutes. LPS induced rapid and persistent NRas activation. B. Quantitation of NRas intensity. NRas band intensity was normalized to GST-RBD
Ponceau red band intensity and is presented as fold change over the 0 time point +/- SEM from three independent experiments. C. Western blots for
phospho-EGFR (pEGFR), total EGFR, phospho—ERBB2 (pERBB2), and total ERBB2 were also performed on lysates from the LPS-treated H69 cells.
Phospho-EGFR was detected 30 and 60 minutes post-LPS treatment. D. Quantitation of pPEGFR and pERBB2. Band intensity was normalized to total EGFR
or ERBB2, respectively, and is presented as fold change over 0 time point control. E. Confocal immunofluorescence microscopy detected a progressive
increase in phospho-EGFR following LPS treatment of H69 cells. F. Semi-quantitation of fluorescence intensity demonstrates an increase of phospho-EGFR
fluorescence through the 30 minute time point. Data is presented as mean +/- SEM from three independent experiments and >100 cells per experiment.

doi:10.1371/journal.pone.0125793.g001
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Fig 2. Inhibition of ADAM metallopeptidase 17 (ADAM17 [TACE]) blocks LPS-induced NRas activation, AREG secretion, IL6 expression and
cholangiocyte proliferation. A. The EGFR inhibitor blocked LPS-induced NRas activation at the 30 minute post-LPS treatment time point. The EGFR
inhibitor also blocked EGF-induced NRas activation. B. The TACE inhibitor, TAPI-1, blocked LPS-induced NRas activation at the 30 and 60 minute post-LPS
treatment time point. C. Quantitation of NRas immunoblot band intensity for the 30 minute post-LPS timepoint for both the EGFR and TACE inhibitors. Data is
presented as fold change +/- SEM from four independent experiments. D. An ELISA demonstrated that the TACE inhibitor (TAPI-1) blocked LPS-induced
secretion of the EGFR ligand, AREG. Data is presented as pg/ml from three independent experiments. E. RT-PCR was performed and demonstrated that the
TACE inhibitor blocked LPS-induced IL6 expression in both H69 and NHC cells. Data is presented as fold change (AACt) vs. NHC no LPS control. F. The
TACE and EGFR inhibitors also block LPS-induced cholangiocyte proliferation. In the presence of LPS, H69 cells exhibited a doubling time of 46 hours, while
TACE inhibitor treated cells exhibited a doubling time of approximately 80 hours (p < 0.05 at 48 and 72 hours control vs. inhibited cells). EGFR inhibitor
treated cells exhibited minimal proliferation over the course of the experiment. Data is presented as mean number of cells +/- SEM from three

independent experiments.

doi:10.1371/journal.pone.0125793.9002

LPS-induced NRas activation and IL6 expression, we assessed whether Grb2 interacts with
components of the TLR4 signaling apparatus. Initially, we immunoprecipitated the TLR adap-
tor protein, MyD88, from lysates of cholangiocytes cultured in the presence or absence of LPS;
we then performed immunoblots for Grb2 and TLR4. The immunoprecipitations demonstrat-
ed that LPS induced an interaction between MyD88 and TLR4 as well as MyD88 and Grb2 (Fig
3C). Furthermore, we demonstrated that LPS induced the interaction between Grb2 and the
well-known Grb2-associated Ras guanine nucleotide exchange factor, son of sevenless homolog
1 (SOS1) (Fig 3C). As a complimentary approach to address protein complex formation, we
force-expressed a Grb2-Myc construct in cholangiocytes and performed acceptor photobleach
FRET analysis on cultured cholangiocytes in the presence or absence of LPS. Overexpressed
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Fig 3. Depletion of the downstream EGFR molecular adaptor, Grb2 blocks LPS-induced NRas activation. A. H69 cells were treated with either a
scrambled control (Scr) or a Grb2 siRNA. Expression of Grb2 was normalized to actin to demonstrate efficient depletion. Untransfected (Ctrl), control
scrambled (Scr) siRNA, and Grb2 siRNA transfected cells were treated with LPS. Grb2 siRNA blocked LPS-induced NRas activation. B. Quantitiative PCR
demonstrated that Grb2 siRNA blocked LPS-induced IL6 expression. The experiment was performed in triplicate; *, p<0.05 compared to LPS treatment in
the absence of the siRNA. LPS also induced an interaction between components of the TLR4 and EGFR signaling complex. C. Co-immunoprecipitations
were performed on cells cultured in the presence or absence of LPS. Myd88 was immunoprecipitated from lysates of cholangiocytes cultured in the presence
or absence of LPS. LPS induced an increase in the amount of Grb2 immunoprecipitated with MyD88, and an interaction between MyD88 and TLR4.
Moreover, LPS induced an interaction between the well characterized Ras guanine exchange factor, Sos1, and its molecular adaptor, Grb2. Acceptor
photobleaching quantitative FRET further demonstrated LPS-induced Grb2 and MyD88 interaction. D. In the absence of LPS, photobleaching of the acceptor
Cy5 (at 16s) did not induce an increase in donor fluorescence, indicating that these molecules are greater than 10 nm apart. In contrast, LPS-treatment
induced an increase in donor Cy3 fluorescence detection following Cy5 (acceptor) photobleaching (E), demonstrating the induced proximity (< 10 nm) of
MyD88 and Grb2. F. FRET efficiency was calculated using the Donorax/Donor,i, method. The LPS-treated cells demonstrated energy transfer between the
fluorophores (~10%), while the cells cultured in the absence of LPS did not.

doi:10.1371/journal.pone.0125793.g003

Grb2-Myc and endogenous MyD88 were detected by confocal microscopy using primary anti-
bodies against Myc-tag and Myd88 followed by secondary antibodies conjugated to Cy3
(donor) and Cy5 (acceptor), respectively. LPS treatment induced an increase in donor Cy3
fluorescence detection following Cy5 (acceptor) photobleaching, demonstrating the LPS-in-
duced proximity of MyD88 and Grb2 (Fig 3D and 3E). The FRET efficiency for the LPS-treated
cells demonstrated energy transfer between the fluorophores (~10%) (Fig 3F); further suggest-
ing the induction of a TLR/MyD88: EGFR/Grb2 signaling platform.

We previously demonstrated that PSC cholangiocytes exhibit increased NRas activation
compared to disease control and normal livers [26]. Having demonstrated here, in a cell culture
system, that LPS-induced NRas activation requires the EGFR, we determined using confocal
immunofluorescence microscopy, whether phospho-EGFR was present in cholangiocytes of
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livers with hepatobiliary disease. In normal liver, phospho-EGFR was restricted primarily to
the apical plasma membrane in cholangiocytes and exhibited weak fluorescence. In contrast,
the cholangiocytes from primary sclerosing cholangitis (PSC) livers exhibited elevated
phospho-EGFR, with an approximately 5-fold increase vs. normal (NL), primary biliary cirrho-
sis (PBC) and Hepatitis-C virus (HCV) infected livers (Fig 4A and 4B). We further addressed
whether LPS induced cholangiocyte EGFR phosphorylation and proliferation in a mouse
model. LPS (5mg/kg body weight) was injected into the tail vein of C57-black mice and the liv-
ers were assessed for EGFR phosphorylation and proliferation by confocal immunofluores-
cence. Control saline injected animals exhibited minimal EGFR phosphorylation, while LPS
treated animals exhibited robust EGFR phosphorylation (Fig 5A and 5B). Moreover, control
saline injected animals exhibited minimal cholangiocyte proliferation, while proliferation was
increased in LPS treated animals. The observed proliferation was blocked when the animals
were treated concurrently with the EGFR inhibitor, Erlotinib (Fig 5C and 5D). Collectively,
these findings: i) directly demonstrate that the EGFR is significantly more activated in PSC
cholangiocytes compared to normal liver and other liver diseases; ii) indirectly support the
concept that cholangiocytes may contribute to the biliary inflammation and fibrosis observed
in PSC, and iii) demonstrate that LPS can induce EGFR phosphorylation and proliferation in
an animal model of hepatic injury.

Discussion

We previously demonstrated that PAMPs initiate NRas activation in a TLR-dependent manner
[12] and NRas activation contributed to the proinflammatory phenotype of LPS-treated cho-
langiocytes in vitro. In the present manuscript we interrogated the mechanisms of NRas activa-
tion. The main findings are that: i) LPS induced NRas activation requires EGFR and TACE; ii)
TACE inhibition prevents LPS-induced cholangiocyte IL6 expression and proliferation; iii) a
downstream mediator of EGFR activation, Grb2, is essential for LPS-induced NRas activation;
iv) cholangiocytes from PSC livers exhibit increased EGFR phosphorylation; and v) mice treat-
ed with LPS exhibit increased cholangiocyte EGFR phosphorylation and proliferation. The
findings reveal the signaling potential of TLRs, and implicate the EGFR as an integral compo-
nent of cholangiocyte TLR-induced proinflammatory and reparative processes (Fig 6). More-
over, our data support that EGFR is phosphorylated in PSC, a progressive, incurable
cholangiopathy characterized by biliary tract inflammation and fibrosis [27].

Not only is the biliary tract periodically colonized by microorganisms [2,3], microbially-
derived molecules are delivered directly to the liver through enterohepatic circulation. Hence,
it is not surprising that the cells of the liver, including cholangiocytes, sense and respond to en-
dogenous (e.g. bile acids, nucleotides) and exogenous (e.g. microbially-derived) molecules
[6,28] which may be potentially injurious and contribute to chronic hepatobiliary diseases. We
propose, and our data suggest, that pathogen recognition initiates a signaling cascade that pro-
motes growth factor receptor activation, and this cascade is essential for the cholangiocyte
proinflammatory and proliferative response to PAMPS. While cholangiocyte pathogen
recognition-dependent NFkB activation induces secretion of innate immune response-
associated molecules [9,29], our current results extend the repertoire of TLR-dependent re-
sponses to include the activation of a strong mediator of cellular growth and repair, the EGFR.

While a healthy intestine prevents the translocation of microbes and microbially derived
products, disruption of the intestinal barrier function results in the translocation of large
amounts of these products. Intriguingly, PSC is frequently associated with inflammatory bowel
disease (IBD). Indeed, IBD (most often ulcerative colitis) is found in approximately 75% of
PSC patients [30,31]. The relationship between IBD and PSC remains obscure, yet forms the
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Fig 4. Cholangiocytes in PSC diseased livers exhibit increased phospho-EGFR compared to normal
and disease control livers. A. Representative confocal immunofluorescence images for phospho-EGFR
(PEGFR) and the cholangiocyte marker cytokeratin 19 (CK19) in normal (NL), HCV-infected, primary biliary
cirrhosis (PBC), and primary sclerosing cholangitis (PSC) human livers. Normal livers exhibited minimal
phospho-EGFR fluorescence. Cholangiocytes from both PBC and PSC diseased livers exhibited an increase
in phospho-EGFR immunofluorescence detection. B. Semi-quantitative analyses of fluorescence intensity,
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using the Mann Whitney U test, revealed an increase in phospho-EGFR immunofluorescence in both PBC

(p <0.05) and PSC (p < 0.0001) compared to normal livers. Moreover, cholangiocytes from PSC diseased

livers exhibited an increase in phospho-EGFR immunofluorescence compared to all other conditions

(p <0.0001). Data is presented as box plots (N = 4 for each condition; minimum of 5 ducts per sample) with
mean (horizontal line between shaded boxes), 25" and 75" percentiles, with bars indicating maximum and
minimum values.

doi:10.1371/journal.pone.0125793.g004

basis for the “leaky gut” hypothesis. This hypothesis suggests that the PSC—IBD association
may be related to enterohepatic circulation of gut-derived molecules and possibly facilitated by
increased intestinal permeability [32,33]. Several observations support the importance of enter-
ohepatically circulated microbial molecules and the cholangiocyte response to microbial prod-
ucts in the etiopathogenesis of PSC. Indeed, freshly isolated cholangiocytes from PSC-diseased
livers exhibit hypersensitivity to LPS and other PAMPs [34]. Moreover, PSC is associated with
portal bacteremia, bacterial colonization of the bile ducts [35], detection of bacterial 16s ribo-
somal deoxyribonucleic acid in bile [36,37], and cholangiocytes in PSC livers exhibit an accu-
mulation of LPS [38]. Accumulating evidence now suggests a potentially important role for the
intestinal microbiota, and enterohepatic circulation of microbial derived molecules, as a puta-
tive mechanistic link between PSC and IBD and a central pathobiological driver of PSC.

Transactivation of the EGFR is a well described phenomenon and occurs through the
activation of a variety of plasma membrane receptors including G-protein coupled receptors
[39,40], tumor necrosis factor receptor [41], and more recently, pathogen recognition receptors
[19,42]. Recently, it was demonstrated that LPS induced the transactivation of cholangiocyte
EGEFR through TACE-dependent mechanisms [19]. Moreover, it was demonstrated that LPS
induced a delayed (~6 hour) EGFR phosphorylation event in cholangiocarcinoma cells which
was implicated in LPS-induced cell invasion. Similarly, our data suggest that LPS induced
NRas activation, likely through the transactivation of the EGFR in a process involving TACE.
Moreover, we implicate EGFR and the molecular adaptor Grb2 in NRas activation.

Cholangiocytes are the target of a diverse group of biliary disorders of different etiologies,
collectively referred to as the cholangiopathies [27,43]. The cholangiopathies have in com-
mon a number of cholangiocyte-associated processes that may contribute to their pathogene-
sis, including pro-inflammatory and proliferative responses. Importantly, we demonstrated
that the EGFR is highly phosphorylated in cholangiocytes of PSC livers compared to normal,
PBC, and HCV livers. PSC is a chronic, cholestatic, fibroinflammatory cholangiopathy with
unknown etiology and no effective therapeutic approaches [44]. We recently demonstrated
that LPS induced cholangiocyte senescence and the senescence—associated secretory pheno-
type, likely through NRas activation. Moreover, cholangiocytes in PSC livers exhibit increased
NRas activation and a high proportion of senescent cells [26]. Whether the EGFR is involved
in LPS-induced cholangiocyte senescence remains unknown but is an active area of investiga-
tion. Moreover, patients with PSC are at increased risk of developing cholangiocarcinoma
(CCA), a cancer arising from cholangiocytes. Several studies have demonstrated increased ex-
pression and activating mutations of EGFR in human CCA [45,46,47,48]; however, this is the
first report, to our knowledge, to address the activation state of the EGFR in PSC. Moreover,
circulating and intrahepatic LPS are frequently elevated in chronic liver disease. Whether
patients with PSC have a genetic predisposition to aberrant LPS-induced EGFR signaling
cascades, and how the termination of this signaling cascade is regulated, remains to be
determined.

In summary, we have extended our previous findings regarding LPS-induced NRas activa-
tion and defined a signaling axis involving the TLR complex and growth factor receptor signal-
ing. This signaling axis is required for robust expression of proinflammatory mediators and
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Fig 5. LPS induces cholangiocyte EGFR phosphorylation and proliferation in a mouse model. LPS (5mg/kg body weight) or saline (control) was
injected into the tail vein of C57-black mice and the mice were sacrificed at 48 hours post-injection. A. Representative confocal immunofluorescence images
for phospho-EGFR and cytokeratin 19 (CK19) in PBS control and mice treated with LPS. Control livers exhibited minimal phospho-EGFR fluorescence.
Cholangiocytes from LPS-treated mouse livers exhibited an increase in phospho-EGFR immunofluorescence detection. B. Semi-quantitative analyses of
fluorescence intensity, using the Mann Whitney U test (p < 0.001). Data is presented as box plots (N = 3 for each condition; minimum of 4 ducts per sample)
with mean (horizontal line between shaded boxes), 25 and 75! percentiles, with bars indicating maximum and minimum values. C. Representative confocal
immunofluorescence images for PCNA and CK19 in LPS treated and LPS treated with in the presence of the EGFR inhibitor Erlotinib. Cholangiocytes from
LPS treated mice in the absence of Erlotinib exhibited increased PCNA positive nuclei. D. Quantitative analysis of PCNA positive nuclei. The number of
PCNA positive cells per bile duct was counted (N = 3 for each condition; minimum of 4 ducts per sample) and is presented as a percentage of

total cholangiocytes.

doi:10.1371/journal.pone.0125793.9g005
proliferation in response to microbially-derived insult. In line with previously reported work,
we propose that the EGFR and NRas signaling axis are a central component of fibroinflamma-
tory signaling. Further work is required to better define the molecular pathways and patho-
physiological consequences of the TLR/EGFR/NRas signaling axis.
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Fig 6. Working model of LPS-induced cholangiocyte NRas activation. We propose that TLR4 activation
by LPS promotes TACE-dependent cleavage of the EGFR ligand, AREG. Cleaved AREG engages the
EGFR promoting EGFR phosphorylation and recruitment of the molecular adaptor, GRB2. GRB2 and
associated guanine nucleotide exchange factor, SOS1, then promotes GTP-bound NRas, and subsequent
signal transduction for the expression of proinflammatory mediators and cholangiocyte proliferation.

doi:10.1371/journal.pone.0125793.g006

Author Contributions

Conceived and designed the experiments: CET PLS JHT SPO. Performed the experiments:
CET PLS. Analyzed the data: CET PLS SPO. Contributed reagents/materials/analysis tools:
PLS SPO. Wrote the paper: CET SPO. Critical revision of the manuscript: JHT.

References

1. Tabibian JH, Masyuk Al, Masyuk TV, O'Hara SP, LaRusso NF. Physiology of cholangiocytes. Compr
Physiol. 2013; 3: 541-565. doi: 10.1002/cphy.c120019 PMID: 23720296

2. Chen XM, O'Hara SP, LaRusso NF. The immunobiology of cholangiocytes. Immunol Cell Biol. 2008;
86: 497-505. doi: 10.1038/icb.2008.37 PMID: 18504452

3. HaradaK, Shimoda S, Sato Y, Isse K, Ikeda H, Nakanuma Y. Periductal interleukin-17 production in as-
sociation with biliary innate immunity contributes to the pathogenesis of cholangiopathy in primary bili-
ary cirrhosis. Clin Exp Immunol. 2009; 157: 261-270. doi: 10.1111/.1365-2249.2009.03947.x PMID:
19604266

4. Karrar A, Broome U, Sodergren T, Jaksch M, Bergquist A, Bjornstedt M, et al. Biliary epithelial cell anti-
bodies link adaptive and innate immune responses in primary sclerosing cholangitis. Gastroenterology.
2007; 132: 1504-1514. PMID: 17408653

5. Mimura, Sakisaka S, Harada M, Sata M, Tanikawa K. Role of hepatocytes in direct clearance of lipo-
polysaccharide in rats. Gastroenterology. 1995; 109: 1969—-1976. PMID: 7498663

6. SasatomiK, Noguchi K, Sakisaka S, Sata M, Tanikawa K. Abnormal accumulation of endotoxin in bili-
ary epithelial cells in primary biliary cirrhosis and primary sclerosing cholangitis. J Hepatol. 1998; 29:
409-416. PMID: 9764987

7. Akira S, Takeda K. Toll-like receptor signalling. Nat Rev Immunol. 2004; 4: 499-511. PMID: 15229469

8. Modlin RL, Cheng G. From plankton to pathogen recognition. Nat Med. 2004; 10: 1173—-1174. PMID:
15516915

9. Chen XM, O'Hara SP, Nelson JB, Splinter PL, Small AJ, Tietz PS, et al. Multiple TLRs are expressed in
human cholangiocytes and mediate host epithelial defense responses to Cryptosporidium parvum via
activation of NF-kappaB. J Immunol. 2005; 175: 7447-7456. PMID: 16301652

10. HaradaK, OhbaK, Ozaki S, Isse K, Hirayama T, Wada A, et al. Peptide antibiotic human beta-defensin-
-1 and -2 contribute to antimicrobial defense of the intrahepatic biliary tree. Hepatology. 2004; 40:
925-932. PMID: 15382127

11.  Yokoyama T, Komori A, Nakamura M, Takii Y, Kamihira T, Shimoda S, et al. Human intrahepatic biliary
epithelial cells function in innate immunity by producing IL-6 and IL-8 via the TLR4-NF-kappaB and-
MAPK signaling pathways. Liver Int. 2006; 26: 467—-476. PMID: 16629651

PLOS ONE | DOI:10.1371/journal.pone.0125793  April 27,2015 13/15


http://dx.doi.org/10.1002/cphy.c120019
http://www.ncbi.nlm.nih.gov/pubmed/23720296
http://dx.doi.org/10.1038/icb.2008.37
http://www.ncbi.nlm.nih.gov/pubmed/18504452
http://dx.doi.org/10.1111/j.1365-2249.2009.03947.x
http://www.ncbi.nlm.nih.gov/pubmed/19604266
http://www.ncbi.nlm.nih.gov/pubmed/17408653
http://www.ncbi.nlm.nih.gov/pubmed/7498663
http://www.ncbi.nlm.nih.gov/pubmed/9764987
http://www.ncbi.nlm.nih.gov/pubmed/15229469
http://www.ncbi.nlm.nih.gov/pubmed/15516915
http://www.ncbi.nlm.nih.gov/pubmed/16301652
http://www.ncbi.nlm.nih.gov/pubmed/15382127
http://www.ncbi.nlm.nih.gov/pubmed/16629651

@ PLOS | one

LPS-Induced Cholangiocyte NRas Activation

12

13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

23.

24,

25.

26.

27.

28.

29.

30.

31.

32.

O'Hara SP, Splinter PL, Trussoni CE, Gajdos GB, Lineswala PN, LaRusso NF. Cholangiocyte N-Ras
protein mediates lipopolysaccharide-induced interleukin 6 secretion and proliferation. J Biol Chem.
2011; 286: 30352—-30360. doi: 10.1074/jbc.M111.269464 PMID: 21757746

Hancock JF. Ras proteins: different signals from different locations. Nat Rev Mol Cell Biol. 20083; 4:
373-384. PMID: 12728271

Roberts PJ, Der CJ. Targeting the Raf-MEK-ERK mitogen-activated protein kinase cascade for the
treatment of cancer. Oncogene. 2007; 26: 3291-3310. PMID: 17496923

Burgel PR, Nadel JA. Epidermal growth factor receptor-mediated innate immune responses and their
roles in airway diseases. Eur Respir J. 2008; 32: 1068—1081. doi: 10.1183/09031936.00172007 PMID:
18827153

Tarnawski AS. Cellular and molecular mechanisms of gastrointestinal ulcer healing. Dig Dis Sci. 2005;
50 Suppl 1: S24-33. PMID: 16184417

Alpini G, Glaser S, Robertson W, Phinizy JL, Rodgers RE, Caligiuri A, et al. Bile acids stimulate prolifer-
ative and secretory events in large but not small cholangiocytes. Am J Physiol. 1997; 273: G518-529.
PMID: 9277433

Werneburg NW, Yoon JH, Higuchi H, Gores GJ. Bile acids activate EGF receptor via a TGF-alpha-
dependent mechanism in human cholangiocyte cell lines. Am J Physiol Gastrointest Liver Physiol.
2003; 285: G31-36. PMID: 12606307

Finzi L, Shao MX, Paye F, Housset C, Nadel JA. Lipopolysaccharide initiates a positive feedback of epi-
dermal growth factor receptor signaling by prostaglandin E2 in human biliary carcinoma cells. J Immu-
nol. 2009; 182: 2269-2276. doi: 10.4049/jimmunol.0801768 PMID: 19201881

Grubman SA, Perrone RD, Lee DW, Murray SL, Rogers LC, Wolkoff LI, et al. Regulation of intracellular
pH by immortalized human intrahepatic biliary epithelial cell lines. Am J Physiol. 1994; 266: G1060—-1070.
PMID: 8023938

Joplin R, Strain AJ, Neuberger JM. Immuno-isolation and culture of biliary epithelial cells from normal
human liver. In Vitro Cell Dev Biol. 1989; 25: 1189—1192. PMID: 2691499

O'Hara SP, Bogert PS, Trussoni CE, Chen X, LaRusso NF. TLR4 promotes Cryptosporidium parvum
clearance in a mouse model of biliary cryptosporidiosis. J Parasitol. 2011; 97: 813-821. doi: 10.1645/
GE-2703.1 PMID: 21506806

Agley CC, Velloso CP, Lazarus NR, Harridge SD. An image analysis method for the precise selection
and quantitation of fluorescently labeled cellular constituents: application to the measurement of
human muscle cells in culture. J Histochem Cytochem. 2012; 60: 428—438. doi: 10.1369/
0022155412442897 PMID: 22511600

Amiri H, Schultz G, Schaefer M. FRET-based analysis of TRPC subunit stoichiometry. Cell Calcium.
2003; 33: 463-470. PMID: 12765691

Alpini G, Glaser SS, Ueno Y, Rodgers R, Phinizy JL, Francis H, et al. Bile acid feeding induces cholan-
giocyte proliferation and secretion: evidence for bile acid-regulated ductal secretion. Gastroenterology.
1999; 116: 179-186. PMID: 9869616

Tabibian JH, O'Hara SP, Splinter PL, Trussoni CE, LaRusso NF. Cholangiocyte senescence by way of
N-ras activation is a characteristic of primary sclerosing cholangitis. Hepatology. 2014; 59: 2263—-2275.
doi: 10.1002/hep.26993 PMID: 24390753

Tabibian JH, Macura SI, O'Hara SP, Fidler JL, Glockner JF, Takahashi N, et al. Micro-computed tomog-
raphy and nuclear magnetic resonance imaging for noninvasive, live-mouse cholangiography. Lab In-
vest. 2013; 93: 733-743. doi: 10.1038/labinvest.2013.52 PMID: 23588707

Seo DW, Choi HS, Lee SP, Kuver R. Oxysterols from human bile induce apoptosis of canine gallblad-
der epithelial cells in monolayer culture. Am J Physiol Gastrointest Liver Physiol. 2004; 287:
G1247-1256. PMID: 15246959

Harada K, Isse K, Nakanuma Y. Interferon gamma accelerates NF-kappaB activation of biliary epitheli-
al cells induced by Toll-like receptor and ligand interaction. J Clin Pathol. 2006; 59: 184—190. PMID:
16443736

Ngu JH, Gearry RB, Wright AJ, Stedman CA. Inflammatory bowel disease is associated with poor out-
comes of patients with primary sclerosing cholangitis. Clin Gastroenterol Hepatol. 2011; 9: 1092—1097.
doi: 10.1016/j.cgh.2011.08.027 PMID: 21893134

Wiesner RH, LaRusso NF. Clinicopathologic features of the syndrome of primary sclerosing cholangi-
tis. Gastroenterology. 1980; 79: 200—206. PMID: 7399227

Buhner S, Buning C, Genschel J, Kling K, Herrmann D, Dignass A, et al. Genetic basis for increased in-
testinal permeability in families with Crohn's disease: role of CARD15 3020insC mutation? Gut. 2006;
55: 342-347. PMID: 16000642

PLOS ONE | DOI:10.1371/journal.pone.0125793  April 27,2015 14/15


http://dx.doi.org/10.1074/jbc.M111.269464
http://www.ncbi.nlm.nih.gov/pubmed/21757746
http://www.ncbi.nlm.nih.gov/pubmed/12728271
http://www.ncbi.nlm.nih.gov/pubmed/17496923
http://dx.doi.org/10.1183/09031936.00172007
http://www.ncbi.nlm.nih.gov/pubmed/18827153
http://www.ncbi.nlm.nih.gov/pubmed/16184417
http://www.ncbi.nlm.nih.gov/pubmed/9277433
http://www.ncbi.nlm.nih.gov/pubmed/12606307
http://dx.doi.org/10.4049/jimmunol.0801768
http://www.ncbi.nlm.nih.gov/pubmed/19201881
http://www.ncbi.nlm.nih.gov/pubmed/8023938
http://www.ncbi.nlm.nih.gov/pubmed/2691499
http://dx.doi.org/10.1645/GE-2703.1
http://dx.doi.org/10.1645/GE-2703.1
http://www.ncbi.nlm.nih.gov/pubmed/21506806
http://dx.doi.org/10.1369/0022155412442897
http://dx.doi.org/10.1369/0022155412442897
http://www.ncbi.nlm.nih.gov/pubmed/22511600
http://www.ncbi.nlm.nih.gov/pubmed/12765691
http://www.ncbi.nlm.nih.gov/pubmed/9869616
http://dx.doi.org/10.1002/hep.26993
http://www.ncbi.nlm.nih.gov/pubmed/24390753
http://dx.doi.org/10.1038/labinvest.2013.52
http://www.ncbi.nlm.nih.gov/pubmed/23588707
http://www.ncbi.nlm.nih.gov/pubmed/15246959
http://www.ncbi.nlm.nih.gov/pubmed/16443736
http://dx.doi.org/10.1016/j.cgh.2011.08.027
http://www.ncbi.nlm.nih.gov/pubmed/21893134
http://www.ncbi.nlm.nih.gov/pubmed/7399227
http://www.ncbi.nlm.nih.gov/pubmed/16000642

@' PLOS ‘ ONE

LPS-Induced Cholangiocyte NRas Activation

33.

34.

35.

36.

37.

38.

39.

40.

41.

42,

43.

44,

45.

46.

47.

48.

Welcker K, Martin A, Kolle P, Siebeck M, Gross M. Increased intestinal permeability in patients with in-
flammatory bowel disease. Eur J Med Res. 2004; 9: 456—460. PMID: 15546811

Mueller T, Beutler C, Pico AH, Shibolet O, Pratt DS, Pascher A, et al. Enhanced innate immune respon-
siveness and intolerance to intestinal endotoxins in human biliary epithelial cells contributes to chronic
cholangitis. Liver Int. 2011; 31: 1574—1588. doi: 10.1111/].1478-3231.2011.02635.x PMID: 22093333

Pohl J, Ring A, Stremmel W, Stiehl A. The role of dominant stenoses in bacterial infections of bile ducts
in primary sclerosing cholangitis. Eur J Gastroenterol Hepatol. 2006; 18: 69-74. PMID: 16357622

Hiramatsu K, Harada K, Tsuneyama K, Sasaki M, Fujita S, Hashimoto T, et al. Amplification and se-
quence analysis of partial bacterial 16S ribosomal RNA gene in gallbladder bile from patients with pri-
mary biliary cirrhosis. J Hepatol. 2000; 33: 9—18. PMID: 10905580

Olsson R, Bjornsson E, Backman L, Friman S, Hockerstedt K, Kaijser B, et al. Bile duct bacterial iso-
lates in primary sclerosing cholangitis: a study of explanted livers. J Hepatol. 1998; 28: 426—-432. PMID:
9551680

Sasatomi K, Noguchi K, Sakisaka S, Sata M, Tanikawa K. Abnormal accumulation of endotoxin in bili-
ary epithelial cells in primary biliary cirrhosis and primary sclerosing cholangitis. J Hepatol. 1998; 29:
409-416. PMID: 9764987

Bhola NE, Grandis JR. Crosstalk between G-protein-coupled receptors and epidermal growth factor re-
ceptor in cancer. Front Biosci. 2008; 13: 1857—-1865. PMID: 17981673

Prenzel N, Zwick E, Daub H, Leserer M, Abraham R, Wallasch C, et al. EGF receptor transactivation by
G-protein-coupled receptors requires metalloproteinase cleavage of proHB-EGF. Nature. 1999; 402:
884-888. PMID: 10622253

Chen WN, Woodbury RL, Kathmann LE, Opresko LK, Zangar RC, Wiley HS, et al. Induced autocrine
signaling through the epidermal growth factor receptor contributes to the response of mammary epithe-
lial cells to tumor necrosis factor alpha. J Biol Chem. 2004; 279: 18488—18496. PMID: 14978035

Koff JL, Shao MX, Ueki IF, Nadel JA. Multiple TLRs activate EGFR via a signaling cascade to produce
innate immune responses in airway epithelium. Am J Physiol Lung Cell Mol Physiol. 2008; 294:
L1068-1075. doi: 10.1152/ajplung.00025.2008 PMID: 18375743

Lazaridis KN, Strazzabosco M, Larusso NF. The cholangiopathies: disorders of biliary epithelia.
Gastroenterology. 2004; 127: 1565-1577. PMID: 15521023

Tabibian JH, Lindor KD. Primary sclerosing cholangitis: a review and update on therapeutic develop-
ments. Expert Rev Gastroenterol Hepatol. 2013; 7: 103—114. doi: 10.1586/egh.12.80 PMID: 23363260

Gwak GY, Yoon JH, Shin CM, Ahn YJ, Chung JK, Kim YA, et al. Detection of response-predicting muta-
tions in the kinase domain of the epidermal growth factor receptor gene in cholangiocarcinomas. J Can-
cer Res Clin Oncol. 2005; 131: 649-652. PMID: 16032426

Leone F, Cavalloni G, Pignochino Y, Sarotto |, Ferraris R, Piacibello W, et al. Somatic mutations of epi-
dermal growth factor receptor in bile duct and gallbladder carcinoma. Clin Cancer Res. 2006; 12:
1680-1685. PMID: 16551849

Sia D, Tovar V, Moeini A, Llovet JM. Intrahepatic cholangiocarcinoma: pathogenesis and rationale for
molecular therapies. Oncogene. 2013; 32: 4861-4870. doi: 10.1038/onc.2012.617 PMID: 23318457

Yoon JH, Gwak GY, Lee HS, Bronk SF, Werneburg NW, Gores GJ. Enhanced epidermal growth factor
receptor activation in human cholangiocarcinoma cells. J Hepatol. 2004; 41: 808—814. PMID:
15519654

PLOS ONE | DOI:10.1371/journal.pone.0125793  April 27,2015 15/15


http://www.ncbi.nlm.nih.gov/pubmed/15546811
http://dx.doi.org/10.1111/j.1478-3231.2011.02635.x
http://www.ncbi.nlm.nih.gov/pubmed/22093333
http://www.ncbi.nlm.nih.gov/pubmed/16357622
http://www.ncbi.nlm.nih.gov/pubmed/10905580
http://www.ncbi.nlm.nih.gov/pubmed/9551680
http://www.ncbi.nlm.nih.gov/pubmed/9764987
http://www.ncbi.nlm.nih.gov/pubmed/17981673
http://www.ncbi.nlm.nih.gov/pubmed/10622253
http://www.ncbi.nlm.nih.gov/pubmed/14978035
http://dx.doi.org/10.1152/ajplung.00025.2008
http://www.ncbi.nlm.nih.gov/pubmed/18375743
http://www.ncbi.nlm.nih.gov/pubmed/15521023
http://dx.doi.org/10.1586/egh.12.80
http://www.ncbi.nlm.nih.gov/pubmed/23363260
http://www.ncbi.nlm.nih.gov/pubmed/16032426
http://www.ncbi.nlm.nih.gov/pubmed/16551849
http://dx.doi.org/10.1038/onc.2012.617
http://www.ncbi.nlm.nih.gov/pubmed/23318457
http://www.ncbi.nlm.nih.gov/pubmed/15519654

