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Abstract: Pancreatic adenocarcinoma (PDAC) is one of the most deadly cancers in the Western world
because of a lack of early diagnostic markers and efficient therapeutics. At the time of diagnosis,
more than 80% of patients have metastasis or locally advanced cancer and are therefore not eligible
for surgical resection. Pancreatic cancer cells also harbour a high resistance to chemotherapeutic
drugs such as gemcitabine that is one of the main palliative treatments for PDAC. Proteins involved
in TGF-β signaling pathway (SMAD4 or TGF-βRII) are frequently mutated in PDAC (50–80%).
TGF-β signalling pathway plays antagonistic roles during carcinogenesis by initially inhibiting
epithelial growth and later promoting the progression of advanced tumors and thus emerged as both
tumor suppressor and oncogenic pathways. In order to decipher the role of TGF-β in pancreatic
carcinogenesis and chemoresistance, we generated CAPAN-1 and CAPAN-2 cell lines knocked
down for TGF-βRII (first actor of TGF-β signaling). The impact on biological properties of these
TGF-βRII-KD cells was studied both in vitro and in vivo. We show that TGF-βRII silencing alters
tumor growth and migration as well as resistance to gemcitabine. TGF-βRII silencing also leads to
S727 STAT3 and S63 c-Jun phosphorylation, decrease of MRP3 and increase of MRP4 ABC transporter
expression and induction of a partial EMT phenotype. These markers associated with TGF-β signaling
pathways may thus appear as potent therapeutic tools to better treat/manage pancreatic cancer.
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1. Introduction

Pancreatic cancers (PC) are projected to become the second leading cause of cancer-related deaths
by 2030 [1]. The survival curve is extremely short (6 months) and the survival rate at 5 years is very
low (3%). This dramatic outcome is related to a lack of therapeutic tools and early diagnostic markers
which makes pancreatic cancer the most deadly cancer. At the time of diagnosis, more than 80% of
PC are already metastatic or locally advanced and only about 10% to 15% of patients are considered
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eligible for surgical resection [2]. Remaining patients that do not benefit from surgery will receive
palliative chemotherapy and notably gemcitabine, a fluorinated analog of deoxycytidine that is a major
chemotherapeutic drug used in firstline in advanced PC. Unfortunately, PC is characterized by both an
intrinsic and an acquired chemoresistance associated with different mechanisms that lead to relapse
and death [3,4]. Deciphering mechanisms responsible for PC cell resistance to gemcitabine is thus
crucial to improve efficacy of the drug and propose more efficient therapies.

A better understanding of the signalling pathways and complex gene networks that are altered
during carcinogenesis progression may help design new therapeutic strategies. Among alterations
occurring in pancreatic cancer, TGF-β signalling pathway is frequently lost as SMAD4/DPC4
(deleted in pancreatic cancer 4) is mutated in 50–80% of PDAC and mutations of TGF-βRII are
also described (5–10%) [3,5]. Interestingly, TGF-β initially inhibits epithelial growth whereas it appears
to promote the progression of advanced tumors and thus emerged as tumor suppressor pathway in
pancreatic cancer [6]. TGF-β can act in an autocrine manner or as a paracrine factor secreted by the
microenvironment [7]. After binding to its receptor TGF-βRII, TGF-β signals via activation of several
pathways. The canonical pathway involves the Smad proteins, but activation of other pathways such
as MAPKs, PI3K or small GTPases [7] pathways may also mediate TGF-β effects. We previously
showed that TGF-β can regulate MUC4 expression via canonical or alternative signalling pathways [8]
and that MUC4 is involved in gemcitabine resistance in PC cells [9].

Therefore, to better understand the role and contribution of TGF-βRII in TGF-β signalling and
biological properties of PC cells in vitro and in vivo, we developed two PC cell lines stably knocked
down for TGF-βRII. Our results show that TGF-βRII silencing promotes tumor growth but reduces
migration and increases resistance to gemcitabine in vitro and in vivo. TGF-βRII silencing also leads
to STAT3 and c-Jun phosphorylation, alteration of MRP3 and MRP4 ABC transporters expression and
induction of a partial EMT phenotype.

This work underlies the importance of TGF-β signaling pathways and associated cellular
mechanisms as inducers of chemoresistance to gemcitabine and proposes potential new therapeutic
tools to clinicians, surgeons and anatomopathologists for this deadly disease.

2. Results

2.1. Generation and Characterization of Stable TGF-βRII-KD Cell Lines

Expression of TGF-βRI, TGF-βRII, TGF-βRIII, Smad2, Smad3, and Smad7 was confirmed by
RT-PCR in CAPAN-1 and CAPAN-2 cells. Wild type SMAD4, as it is mutated, is not detected in
CAPAN-1 [8,10]. Altogether this suggests that CAPAN-2 cells harbor a functional TGF-β signaling
pathway whereas the canonical Smad pathway is not functional in CAPAN-1 cells. Moreover, strong
TGF-β1 and mild TGF-β2 mRNA levels were observed in both cell lines suggesting TGF-β growth
factor autocrine expression (Figure 1A).

We generated CAPAN-1 and CAPAN-2 stable cell lines in which TGF-βRII was knocked down
(TGF-βRII-KD) by a shRNA approach. Four different shRNA sequences were used to establish four
different cell lines designated as TGF-βRIIKD6, TGF-βRIIKD7, TGF-βRIIKD8 and TGF-βRIIKD9.
Using qPCR, we confirmed that TGF-βRII mRNA levels are decreased in all CAPAN-1 and CAPAN-2
TGF-βRII-KD cells compared to NT control cells (p < 0.005, ***) (Figure 1B). We were not able to
produce TGF-βRIIKD7 cell line in CAPAN-2.
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Figure 1. Characterization of TGF-β/Smad pathway in TGF-βRII-KD CAPAN-1 and CAPAN-2 cell 

lines. (A) Analysis of mRNA expression of TGF-β1, TGF-β2, TGF-βRI, TGF-βRII, TGF-βRIII, Smad2, 

Smad3, SMAD4, Smad7 and 28S in CAPAN-1, CAPAN-2 cells by RT–PCR. (B) Analysis of mRNA 

relative expression of TGF-βRII in NT and TGF-βRII-KD CAPAN-1 and CAPAN-2 cell lines. 

Expression in NT cells was arbitrarily set to 1. (C) Smad-Binding-Elements (SBE)-Luc relative 

luciferase activity in untreated and TGF-β treated NT and TGF-βRII-KD CAPAN-2 cells. Relative 

luciferase activity was expressed as a ratio of SBE-Luc normalized with pGL3 basic activity. (D) 

Analysis of mRNA relative expression of TGF-β1 in NT and TGF-βRII-KD CAPAN-1 and CAPAN-2 

cell lines. N = 3. * p < 0.05, ** p < 0.01 and *** p < 0.001 indicate statistical significance compared with 

the NT control. ### p < 0.001 indicate statistical significance compared with the TGF-β treated NT 

control.  

Figure 1. Characterization of TGF-β/Smad pathway in TGF-βRII-KD CAPAN-1 and CAPAN-2 cell
lines. (A) Analysis of mRNA expression of TGF-β1, TGF-β2, TGF-βRI, TGF-βRII, TGF-βRIII, Smad2,
Smad3, SMAD4, Smad7 and 28S in CAPAN-1, CAPAN-2 cells by RT–PCR. (B) Analysis of mRNA
relative expression of TGF-βRII in NT and TGF-βRII-KD CAPAN-1 and CAPAN-2 cell lines. Expression
in NT cells was arbitrarily set to 1. (C) Smad-Binding-Elements (SBE)-Luc relative luciferase activity in
untreated and TGF-β treated NT and TGF-βRII-KD CAPAN-2 cells. Relative luciferase activity was
expressed as a ratio of SBE-Luc normalized with pGL3 basic activity. (D) Analysis of mRNA relative
expression of TGF-β1 in NT and TGF-βRII-KD CAPAN-1 and CAPAN-2 cell lines. N = 3. * p < 0.05,
** p < 0.01 and *** p < 0.001 indicate statistical significance compared with the NT control. ### p < 0.001
indicate statistical significance compared with the TGF-β treated NT control.
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In CAPAN-2 KD cells, the inhibition of TGF-βRII expression was correlated with a loss of
activity of the Smad binding elements (SBE)-Luc synthetic promoter (Figure 1C). In CAPAN-2 NT
cells, TGF-β treatment induces a 10-fold increase of SBE-Luc relative activity whereas we observed
a lesser SBE-Luc activity in TGF-βRII-KD cells (p < 0.001). As expected, in CAPAN-1 cells mutated for
SMAD4, we did not observe any activity of SBE-Luc construct with or without TGF-β treatment (not
shown). Interestingly, TGF-βRII knocking down led to decreased TGF-β1 mRNA level in CAPAN-1
TGF-βRII-KD cells (44–87% decrease) (Figure 1D) whereas the effect was less pronounced (21–25%) in
TGF-βRII-KD CAPAN-2 cell lines.

2.2. Involvement of TGF-βRII in PC Cell Biological Properties

We investigated the effect of TGF-βRII silencing on CAPAN-1 and CAPAN-2 proliferation and
migration properties. Cell migration was assessed by wound healing test. In CAPAN-2 NT cells,
the wound was entirely closed at 60 h. In CAPAN-2 TGF-βRII-KD cells, we observed a strong delay
of wound closure that was statistically significant at 16–18 h (p < 0.001, ***) (Figure 2A, left panel).
Interestingly, we did not observe any statistically significant difference in wound closure in CAPAN-1
TGF-β-RIIKD or NT cells suggesting the involvement of a functional SMAD4 signaling pathway in
wound closure (Figure 2A, right panel). TGF-βRII-KD CAPAN-1 or CAPAN-2 cells also showed
a trend toward increased proliferation at 96 h compared to the respective NT control cells but that
remained not significant (not shown).

In order to determine the role of TGF-βRII on pancreatic carcinogenesis in vivo, CAPAN-1/-2
TGF-βRII-KD8 and NT SC xenograft studies were carried out. We selected the TGF-βRII-KD8
cell lines for in vivo studies as this cell line harboured the best KD in CAPAN-1 and CAPAN-2.
The results indicate that the tumour volume was significantly higher in xenografted mice with
CAPAN-1 TGF-βRII-KD8 compared to CAPAN-1 NT controls. The relative tumour volume was
2.26 ± 0.1 cm3 when compared to NT control tumour volume (1.66 ± 0.14 cm3) at day 21. The increase
was statistically significant (**, p < 0.01). Similar results were obtained with CAPAN-2 TGF-βRII-KD8
xenografts (0.423 ± 0.05 vs. 0.828 ± 0.08 cm3) at day 42 (Figure 2B). Furthermore, we also evaluated
the presence of micro-metastasis in the liver by detecting the presence of human GAPDH in the liver
of the mouse by qPCR (Figure 2C). We detected micro-metastases in 5/7 (71%) CAPAN-2 controls
whereas only 2/10 (20%) of CAPAN-2 TGF-βRII-KD8 xenografted mice harboured micro-metastases.
Contingency analysis showed that difference was close to statistical significance (p = 0.058). We did
not observe any difference in CAPAN-1 TGF-βRII-KD8 (4/6) compared to CAPAN-1 NT controls
(4/6). No human GAPDH mRNA was detected in mice without xenografts. Our results suggest that
TGF-βRII signalling is involved in tumor growth and migration of pancreatic cancer cells both in vitro
and in vivo.
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Figure 2. TGF-βRII alters tumor growth and migration in pancreatic cancer cells. (A) Wound healing
closure of NT and TGF-βRII-KD CAPAN-1 and CAPAN-2 cell lines using the IncuCyte™ chamber
apparatus. N = 3. (B) Subcutaneous xenografts of NT/TGF-βRII-KD8 CAPAN-1 and CAPAN-2 cells
in SCID mice. Tumour growth (mm3) was evaluated until sacrifice. ** p < 0.01 and *** p < 0.001
indicate statistical significance of TGF-βRII-KD compared with the NT control. ns: not significant.
(C) Evaluation of the presence of micro-metastases in the liver by detecting the presence of human
GAPDH in the liver of xenografted mice (NT and TGF-βRII-KD CAPAN-1 and CAPAN-2) by qPCR.

2.3. Role of TGF-βRII on PC Cells Sensitivity to Gemcitabine

We investigated the effect of TGF-βRII silencing on CAPAN-1 and CAPAN-2 cell sensitivity
to gemcitabine. We show that the lack of TGF-βRII induces a significant increase of resistance to
gemcitabine treatment in both CAPAN-1 (87–152% increase of survival rate, Figure 3A) and CAPAN-2
(50–161% increase, Figure 3B) cell lines compared to NT control cells. All differences were statistically
significant. Pro and cleaved caspase-3 relative expression were analysed using Human Apoptosis
Array Kit in TGF-βRII-KD CAPAN-2 cells following gemcitabine treatment. We showed a decrease of
cleavage of caspase3 in TGF-βRII-KD cells compared to NT cells (Figure 3C). We then carried out SC
xenograft of NT or TGF-βRII-KD8 CAPAN-2 cells that were subsequently treated with gemcitabine for
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46 days. Gemcitabine treatment stabilized the normalized tumor volume in CAPAN-2 NT xenografts
(2.7 ± 1.02 vs. 1.4 ± 0.11 at D83) compared to initial tumor volume (D36). On the contrary, the tumor
growth was exacerbated in TGF-βRII-KD xenografts following gemcitabine treatment (2.9 ± 1.7 vs.
4.36 ± 1 at D83) (Figure 3D). Altogether, our results suggest that TGF-βRII alters sensitivity of PC cells
to gemcitabine both in vitro and in vivo.
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Figure 3. TGF-βRII alters sensitivity to gemcitabine in pancreatic cancer cells in vitro and in vivo.
Survival rates in different TGF-βRII-KD CAPAN-1 (A) and CAPAN-2 (B) cell lines or their NT control
cells were measured following treatment with gemcitabine using the MTT assay. Results are expressed
as % of cell survival (/untreated cells). Three independent experiments were performed. (C) Pro and
cleaved caspase-3 relative expression were analysed using Human Apoptosis Array Kit in TGF-βRII-KD
CAPAN-2 cells following gemcitabine treatment. Cleaved/pro-caspase-3 ratio was calculated (D)
Subcutaneous xenografts of NT and TGF-βRII-KD8 CAPAN-2 cells in SCID mice. Gemcitabine (15 mg/kg)
or PBS (200 µL) were injected intra-peritoneously, twice a week once palpable tumors were developed.
Normalized tumor growth is expressed as the ratio of tumor progression relative to tumor volume on the
first day of gemcitabine treatment. Right graph represents tumor growth over time. Left graph represents
final tumor volume at day 83 (normalized as initial tumor volume at D36 equal to 1). * p < 0.05, ** p < 0.01
and *** p < 0.001 indicate statistical significance compared with the NT control.
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2.4. Identification of Signalling Pathways Altered following TGF-βRII Knocking Down

Impact of TGF-βRII knocking-down on intracellular signaling was studied using phospho
arrays that detect relative site-specific phosphorylation of 43 proteins simultaneously (Figure 4).
Intensities of each spot for TGF-βRII were measured and normalized to the CAPAN-2 NT proteins
(Figure 4A). We observed an important increase of phosphorylation of S63 c-Jun (3.3-fold) and
S727 STAT3 (1.5-fold) in CAPAN-2 TGF-βRII-KD8 compared to NT cells. We also observed a mild
decrease of phosphorylation of Y694 STAT5a (0.6-fold) and β-catenin (0.5-fold) (Figure 4B). Similar
experiments were conducted for CAPAN-1 TGF-βRII-KD8 and NT cells. Only weak variations were
observed (<30%). By western blotting, we confirmed the increased of phospho-S727 STAT3 (4.49-fold)
(Figure 5A) and phospho-S63 c-Jun (7-fold) (Supplementary Figure S1A) in CAPAN-2 TGF-βRII-KD8
cells compared to CAPAN-2 NT cells.
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Figure 4. Impact of TGF-βRII knocking-down on signaling pathways. (A) Impact of TGF-βRII
knocking-down on intracellular signaling was studied using phospho-arrays that detect relative
site-specific phosphorylation of 43 proteins. Boxes highlight spots for S63 c-Jun and S727 STAT3.
(B) Heatmap representing the intensities of each spot (TGF-βRII vs. NT) that were measured and
normalized to the reference spots for CAPAN-1 and CAPAN-2 cells.
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Gemcitabine treatment also induced an increase of phospho-S727 STAT3 (1.95-fold) (Figure 5A)
and phospho-S63 c-Jun (3.18-fold) (Supplementary Figure S1A) in NT cells (compared to untreated
cells). This effect was not found in TGF-βRII-KD8 cells. We then performed immunohistochemistry
for STAT3 and c-Jun in NT or TGF-βRII-KD8 CAPAN-2 SC xenografts (Figure 5B and Supplementary
Figure S1B). Nuclear and cytoplasmic IHC staining were scored. We show that STAT3 nuclear H-score
in TGF-βRII-KD8 tumors was significantly higher than in NT tumors (*, p = 0.0429) (Figure 5C). We also
observed that STAT3 nuclear staining was increased following gemcitabine treatment (*, p = 0.0286).
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Figure 5. TGF-βRII knockdown promotes STAT3 phosphorylation and nuclear localization in CAPAN-2
cells. (A) STAT3, phospho-S727 STAT3 and β-actin expression was analysed by western blotting. Bands
intensities were quantified by densitometry and ratios (KD vs. NT or treated/untreated) are indicated
in the graphs. Expression in NT (for TGF-βRIIKD) or untreated (for gemcitabine/TGF-β) cells was
arbitrarily set to 1. (B) IHC analysis of STAT3 on extracted xenografted NT and TGF-βRIIKD tumors.
(C) Nuclear and cytoplasmic IHC staining were scored in NT and TGF-βRIIKD xenografted tumors
that were treated with gemcitabine or PBS. * p < 0.05 indicates statistical significance of TGF-βRII-KD1
compared with the NT control.
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A mild increase of nuclear STAT3 was observed in TGF-βRII-KD8 tumors following gemcitabine
treatment but was not statistically significant (p = 0.33) (Figure 5C). No alteration of c-jun expression
was observed in NT and TGF-βRII-KD8 untreated xenograft tumors (Supplementary Figure S1B).
H score measurement indicates that gemcitabine treatment led to a significant decrease of c-Jun staining
in TGF-βRII-KD8 tumors (Supplementary Figure S1C). Altogether, our results indicate that TGF-βRII
signalling implicates STAT3 and c-Jun phosphorylation in pancreatic cancer cells.

2.5. TGF-βRII Silencing Alters the Expression of ABC Transporters and EMT Markers in PC Cells

To go further and understand which molecular mechanisms could be responsible for the induced
chemoresistance, we investigated the effect of TGF-βRII silencing on the expression of ATP-binding
cassette (ABC) transporters that are commonly known to confer resistance to xenobiotics including
chemotherapeutic drugs. Using qPCR, we investigated the expression of ABCB1/MDR1, ABCC1/MRP1,
ABCC2/MRP2, ABCC3/MRP3, ABCC4/MRP4, ABCC5/MRP5 and ABCG2 in NT and TGF-βRII-KD
CAPAN-1 and CAPAN-2 cells. MRP1 was not detected. We found that MDR1 (×4.2-fold, **), ABCG2
(×1.9-fold, ***) and MRP4 (×1.4-fold, *) mRNA levels were significantly increased in TGF-βRII-KD
CAPAN-1 cells compared to NT cells (Figure 6A).

Cancers 2018, 10, 254 9 of 16 

 

gemcitabine/TGF-β) cells was arbitrarily set to 1. (B) IHC analysis of STAT3 on extracted xenografted 

NT and TGF-βRIIKD tumors. (C) Nuclear and cytoplasmic IHC staining were scored in NT and TGF-

βRIIKD xenografted tumors that were treated with gemcitabine or PBS. * p < 0.05 indicates statistical 

significance of TGF-βRII-KD1 compared with the NT control.  

A mild increase of nuclear STAT3 was observed in TGF-βRII-KD8 tumors following gemcitabine 

treatment but was not statistically significant (p = 0.33) (Figure 5C). No alteration of c-jun expression 

was observed in NT and TGF-βRII-KD8 untreated xenograft tumors (Supplementary Figure S1B). H 

score measurement indicates that gemcitabine treatment led to a significant decrease of c-Jun staining 

in TGF-βRII-KD8 tumors (Supplementary Figure S1C). Altogether, our results indicate that TGF-βRII 

signalling implicates STAT3 and c-Jun phosphorylation in pancreatic cancer cells. 

2.5. TGF-βRII Silencing Alters the Expression of ABC Transporters and EMT Markers in PC Cells 

To go further and understand which molecular mechanisms could be responsible for the 

induced chemoresistance, we investigated the effect of TGF-βRII silencing on the expression of ATP-

binding cassette (ABC) transporters that are commonly known to confer resistance to xenobiotics 

including chemotherapeutic drugs. Using qPCR, we investigated the expression of ABCB1/MDR1, 

ABCC1/MRP1, ABCC2/MRP2, ABCC3/MRP3, ABCC4/MRP4, ABCC5/MRP5 and ABCG2 in NT and 

TGF-βRII-KD CAPAN-1 and CAPAN-2 cells. MRP1 was not detected. We found that MDR1 (×4.2-

fold, **), ABCG2 (×1.9-fold, ***) and MRP4 (×1.4-fold, *) mRNA levels were significantly increased in 

TGF-βRII-KD CAPAN-1 cells compared to NT cells (Figure 6A).  

 

Figure 6. TGF-βRII silencing alters ABC transporter expression. (A) mRNA expression of TGF-βRII, 

MRP1, MRP2, MRP3, MRP4, MRP5, ABCG2 and MDR1 was analyzed in NT and TGF-βRII-KD 

CAPAN-1 and CAPAN-2 cells by qRT–PCR. The histogram represents the ratio of their expression in 

TGF-βRII-KD compared with NT cells. Three independent experiments were performed. * p < 0.05, ** 

p < 0.01 and *** p < 0.001 indicate statistical significance of TGF-βRII-KD1 compared with the NT 

Figure 6. TGF-βRII silencing alters ABC transporter expression. (A) mRNA expression of TGF-βRII,
MRP1, MRP2, MRP3, MRP4, MRP5, ABCG2 and MDR1 was analyzed in NT and TGF-βRII-KD
CAPAN-1 and CAPAN-2 cells by qRT–PCR. The histogram represents the ratio of their expression in
TGF-βRII-KD compared with NT cells. Three independent experiments were performed. * p < 0.05,
** p < 0.01 and *** p < 0.001 indicate statistical significance of TGF-βRII-KD1 compared with the NT
control. TGF-βRII, MRP3 (B) and MRP4 (C) mRNA expression was extracted from PC cell lines from the
Cancer Cell Line Encyclopedia (CCLE). Statistical analyses of MRP3/TGF-βRII and MRP4/TGF-βRII
correlations were performed using Pearson’s correlation coefficient.
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MRP3 mRNA level was decreased in TGF-βRII-KD CAPAN-1 cells (×0.42-fold, ***) and CAPAN-2
(×0.65-fold, p = 0.13) (Figure 6A). TGF-βRII and ABC transporter expression was analyzed from 44
pancreatic cancer cell lines from CCLE. We showed that TGF-βRII mRNA relative level was correlated
with expression of MRP3 (Pearson r = 0.3856, p = 0.0097) (Figure 6B) and conversely correlated with
MRP4 (Pearson r = −0.3691, p = 0.037) (Figure 6C).

Furthermore, TGF-β is commonly described as an inducer of epithelial-mesenchymal transition
(EMT) that is associated with chemoresistance [11]. We performed vimentin (mesenchymal marker) and
E-cadherin (epithelial marker) immunohistochemical staining on FFPE sections of NT or TGF-βRII-KD
CAPAN-2 xenografts treated with gemcitabine to check their status. Surprisingly, we observed
a slight increase of vimentin in TGF-βRII-KD CAPAN-2 cells xenografts compared to NT tumors
(Supplementary Figure S2). Moreover, we found that gemcitabine treatment induced a loss of
E-cadherin staining and a gain of vimentin staining suggesting an EMT transdifferantiation process
following gemcitabine treatment. As vimentin staining is not homogenous, we cannot exclude that
vimentin is not expressed by activated pancreatic stellate cells within the tumor.

Altogether, these results suggest that TGF-βRII silencing alters expression of MRP3 and MRP4
ABC transporters in PC cells and induces a partial EMT phenotype that could promote chemoresistance
to gemcitabine.

3. Discussion

In the present manuscript, we showed that TGF-βRII silencing promotes tumor growth but also
reduces migration and increases resistance to gemcitabine in vitro and in vivo. TGF-βRII silencing also
leads to STAT3 and c-Jun phosphorylation, alteration of MRP3 and MRP4 ABC transporters expression
and induction of a partial EMT phenotype.

TGF-β signalling pathway has been described as a double edge sword during carcinogenesis [12];
acting as a tumor suppressor in the early stages but promoting metastasis in the advanced carcinoma [6].
Moses’s laboratory generated TGF-βRII knock out mice crossed with Ptf1a-Cre; LSL-KrasG12D
and showed that compound mice developed well differentiated PDAC [13] mostly highlighting
the role as a tumor suppressor. TGF-βRII targeting by a monoclonal antibody is also effective at
reducing metastasis [14]. In our cellular models, we confirmed that TGF-βRII inhibition led to an
increased tumor growth in vivo and TGF-βRIIKD CAPAN-2 tumors led to less metastasis in the liver.
We hypothesize that therapeutic silencing of TGF-βRII lead to reduced metastasis burden. For example,
such strategies targeting TGF-βRII expression are developed using post-transcriptional modulators
such as microRNA in colorectal cancer [15,16]. Potential use in pancreatic adenocarcinoma remains
to be proven. However, as TGF-βRII silencing also promotes chemoresistance, we propose that
targeting downstream mediators of TGF-βRII could be an interesting alternative. STAT3 targeting has
been proposed as a therapeutic option in pancreatic adenocarcinoma [17]. Combined treatments of
gemcitabine and a JAK inhibitor (AZD1480) led to stroma remodeling, increased density of microvessel,
enhanced drug delivery and improved survival of in Ptf1a-Cre; LSL-KrasG12D; TGF-βRIIKO vivo
models suggesting an effect of the treatment via the stroma [18]. STAT3 S727 phosphorylation was
previously studied in prostate carcinogenesis and was shown to promote cell survival and cell
invasion [19]. In the present work, we also showed that TGF-βRII inhibition led to STAT3 S727
phosphorylation and increased gemcitabine resistance of the tumor cells suggesting the crucial role of
STAT3 in both tumor and stromal cells. STAT3 knockdown was shown to be associated with increased
response to gemcitabine in pancreatic cancer cells [20]. It is interesting to note that erlotinib treatment
that inhibits epidermal growth factor receptor (EGFR) tyrosine kinase also inhibited phosphorylation
of STAT3 [21]. Among the targeted therapy for PDAC, erlotinib associated with gemcitabine is the
only drug showing statistically significantly improved survival [22].

TGF-β signaling is mediated through canonical SMAD and non-canonical non-SMAD
pathways [6]. Accordingly, we only observed increase of c-Jun and STAT3 phosphorylation
in CAPAN-2 TGF-βRIIKD cells but not in the CAPAN-1 model that is SMAD4/p53/BRCA2
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mutated [23,24]. It was previously shown that STAT3-induced senescence requires functional
TGFβR signaling and notably a functional SMAD3/SMAD4 pathway. STAT3 promotes SMAD3
nuclear localization [25]. We hypothesize that the TGF-βRIIKD-induced gemcitabine resistance,
shown in the present manuscript, is mediated by STAT3 which similarly requires SMAD3/SMAD4
dependent pathway.

In SMAD4 mutated CAPAN-1 cells we observed an increased expression of MRP4, ABCG2 and
MDR1. This increased expression could be responsible for the gemcitabine resistance of CAPAN-1
TGF-βRIIKD cells. The link between ABC transporters and TGF-β pathway is scarcely described.
TGF-β1 has been shown to upregulate ABCG2 expression in MiaPACA2 PC cells which is contradictory
with our findings [26]. In breast cancer cells, silencing of TGF-βRII leads to overexpression of multidrug
resistance protein ABCG2 and tamoxifen resistance [27].

TGF-β is usually considered as a bona fide inducer of EMT [28]. However, we were surprised to
observe that TGF-βRII inhibition led to a partial EMT with an increase of vimentin. STAT3 signaling is
linked to cancer cell plasticity and is able to promote EMT and CSC expansion [29]. Previous work
also showed that IL6, secreted by pancreatic stellate cells, triggers STAT3 activation in pancreatic cells
which subsequently induces EMT via Nrf2 [30]. Therefore, we hypothesize that the paradoxal EMT
observed in TGF-βRII cells is a consequence of the STAT3 phosphorylation on S727.

4. Materials and Methods

4.1. Cell Culture

CAPAN-1 and CAPAN-2 PC cell lines were cultured as previously described [8]. CAPAN-1
and CAPAN-2 are both KrasG12V mutated. CAPAN-1 cells express a truncated BRCA2 protein and
harbor inactivating mutation in p53 and SMAD4. CAPAN-2 cells express wildtype p53 and normal
levels of SMAD4 protein [23,24]. TGF-βRII-knocked down (KD) cells were obtained following stable
transfection of CAPAN-1 and CAPAN-2 cells with four different pGeneClipTM puromycin vectors
encoding TGF-βRII ShRNA (SA BiosciencesTM, Venlo, The Netherlands) as previously described [31].
The empty vector was used to raise control clones called Non Targeting (NT). Four selected clones of
NT and each TGF-βRII-KD cells were pooled in order to avoid clonal variation and were designated
TGF-βRIIKD6, TGF-βRIIKD7, TGF-βRIIKD8 and TGF-βRIIKD9. All cells were maintained in a 37 ◦C
incubator with 5% CO2 and cultured as the parental cells.

4.2. qRT-PCR

Total RNA from PC cells was prepared using the NucleoSpin® RNA II kit (Macherey Nagel,
Hoerdt, Germany). cDNA was prepared as previously described [32]. Semi-quantitative PCR was
performed as previously described [33]. qPCR was performed using SsoFastTM Evagreen Supermix
kit following the manufacturer’s protocol using the CFX96 real time PCR system (Bio-Rad, Hercules,
CA, USA). Primer information is given in Table 1. Each marker was assayed in triplicate in three
independent experiments. Expression level of genes of interest was normalized to the mRNA level of
GAPDH housekeeping gene.



Cancers 2018, 10, 254 12 of 17

Table 1. Primers used for RT-PCR and qPCR experiments.

Gene Orientation Sequences of Primers (5′–3′) T◦m (◦C) Expected Size

RT-PCR

28S Forward
Reverse

GCAGGGCGAAGCAGAAGGAAACT
TGAGATCGTTTCGGCCCCAA 59 231

TGF-β1 Forward
Reverse

GAGGTGACCTGGCCACCATTCAT
CCAGCCGAGGTCCTTGCGGA 60 194

TGF-β2 Forward
Reverse

GCTTTTCTGATCCTGCATCTG
CAATACCTGCAAATCTTGCTTC 56 823

TGF-βRI Forward
Reverse

CTCTCCTTTTTTCTTCAGATCTGC
AATCCAACTCCTTTGCCCTT 55 328

TGF-βRII Forward
Reverse

GCCAACAACATCAACCACAACACA
TAGTGTTTAGGGAGCCGTCTTCAG 61 1003

TGF-βRIII Forward
Reverse

TGCCTTACTTCTCTTGCCTTAA
GCAAAGTGGCATCATATTATT 56 100

Smad2 Forward
Reverse

GTCCATCTTGCCATTCACG
TGGTGATGGCTTTCTCAAGC 55 192

Smad3 Forward
Reverse

GGGCTCCCTCATGTCATCTA
GGCTCGCAGTAGGTAACTGG 60 443

SMAD4 Forward
Reverse

CTCCTGAGTATTGGTGTTCC
CTAAAGGTTGTGGGTCTGC 56 796

Smad7 Forward
Reverse

GGCTCGCAGTAGGTAACTGG
TTGTTGTCCGAATTGAGCTG 55 448

qPCR

TGF-β1 Forward
Reverse

CACTCTCAAACCTTTACGAGACC
CGTTGCTAGGGGCGAAGATG 58 131

TGF-βRII Forward
Reverse

AGGAGTATGCCTCTTGGAAGAC
AGCCAGTATTGTTTCCCCAAC 58 123

Human GADPH Forward
Reverse

CCACATCGCTCAGACACCAT
CCAGGCGCCCAATACG 58 70

Mouse GADPH Forward
Reverse

AGGTCGGTGTGAACGGATTTG
TGTAGACCATGTAGTTGAGGTCA 58 129

4.3. Protein Extraction and Western-Blotting

Total cellular extracts were performed as previously described in Van Seuningen et al. [34] and
Jonckheere et al. [35]. Western-blotting on nitrocellulose membrane (0.2 µm, Whatman, Maidstone,
UK) was carried out as previously described [36]. Membranes were incubated with antibodies against
STAT3 (79D7, Cell signalling), phospho S727 STAT3 (9134, signalling), c-Jun (60A8, Cell signalling),
phospho S63 c-Jun (54B3, Cell signalling) and β-actin (AC-15, Sigma, Tokyo, Japan). Antibodies were
diluted in 5% (w/v) non-fat dry milk in Tris-Buffered Saline Tween-20 (TBS-T). Peroxydase-conjugated
secondary antibodies (Sigma-Aldrich, St. Louis, MO, USA) were used and immunoreactive bands
were visualised using the West Pico chemoluminescent substrate (Thermo Scientific, Pierce, Brebières,
France). Intracellular signaling was studied using Human Phospho-Kinase Antibody Array (ARY003B,
R & D) (detecting relative site-specific phosphorylation of 43 proteins) and Human Apoptosis Array
Kit (ARY009, R & D). Chemo-luminescence was visualised using LAS4000 apparatus (Fujifilm, Tokyo,
Japan). Density of bands were integrated using Gel analyst software® (Claravision, Paris, France) and
represented as histograms. Three independent experiments were performed.
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4.4. Cell Proliferation

Cells were seeded at 1 × 105 cells per well in 6-well plates. Cells were counted daily using
a Malassez counting chamber using Trypan Blue exclusion dye (Life Technologies, Carlsbad, CA, USA)
during 96 h. Experiments were performed three times in triplicate.

4.5. Wound Healing Test

1500 cells were seeded per wells in 96 well plates (Image LockTM plates, Essen Bioscience,
Ann Arbor, MI, USA) and cultured until confluence was reached. The wound was realized using
IncuCyte wound maker (Essen BioScience). Cells were washed three times with PBS 1X and complete
medium was added to the cells. Wound widths were analyzed using Incucyte platform (Live-Cell
imaging System, Essen Bioscience) and pictures collected every 2 h.

4.6. Cytotoxicity Assay

Cells were seeded in growth medium into 96-well plates at a density of 104 cells per
well. After 24 h incubation, the medium was replaced by fresh medium containing gemcitabine
at 35 nM and incubated for 72 h at 37 ◦C. The viability of cells was determined using
the 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide assay (MTT, Sigma-Aldrich) as
previously described [9]. Percentage of viability = [(Atreated − Ablank)/(Aneg. − Ablank)] × 100;
where Atreated is the average of absorbance in wells containing cells treated with gemcitabine, Aneg. is
the average of wells containing cells without gemcitabine treatment, and Ablank is the average of wells
containing medium without cells.

4.7. Subcutaneous Xenografts

NT or TGF-βRII-KD CAPAN-1 (106 cells in 100 µL Matrigel) and CAPAN-2 (2 × 106) cells were
injected subcutaneously (SC) into the flank of seven-week-old male Severe Combined Immunodeficient
(SCID) mice (CB17, Janvier, France). Six mice were used per group. Tumor size was evaluated
weekly by measuring the length (L) and the width (W) and tumor volume was calculated with the
formula (W2 × L). Once palpable tumors were developed (250 mm3), gemcitabine (15 mg/kg) or PBS
(200 µL) were injected intra-peritoneously, twice a week. All procedures were in accordance with the
guideline of animal care committee (Comité Ethique Expérimentation Animale Nord Pas-de-Calais,
Lille, France, #122012).

4.8. Immunohistochemistry

Subcutaneaous NT/TGF-βRII-KD CAPAN-1/CAPAN-2 xenografts were fixed in 4% (w/v)
buffered formaldehyde, embedded in paraffin, cut at 4 µm thickness and applied on SuperFrost® slides
(Menzel-Glaser, Braunschweig, Germany). Manual IHC was carried out as previously described [37].
Briefly, slides were deparaffinised using a series of xylol–ethanol baths. Endogenous peroxidase
activity was inactivated by H2O2 (1.5%, v/v, 30 min) followed by antigen retrieval Dako Real citrate
buffer (microwave 700 W, 20 min). Thereafter, sections were incubated with TENG-T (10 nM Tris–HCl
pH 8 containing 5 mM EDTA, 150 mM NaCl, 0.25% (w/v) gelatin, and 0.05% (w/v) Tween 20) for
30 min to reduce nonspecific binding. The antibodies were used as followed: anti-STAT3 (1:200, #483
Santa Cruz), anti-c-Jun (1:200, 60A8 Cell signaling), anti-E-Cadherin (1:200, 3195 Cell signalling) and
anti-vimentin (1:200, sc5741, Santa Cruz). Sections were incubated for 1 h with biotinylated rabbit
IgG (Vector Laboratories, Peterborough, UK) followed by a 1 h incubation with ABC/PO complex
(Vectastain Elite Kit, Vector Laboratories). Intensity of staining was graded as weak (1), moderate (2)
or strong (3). The percentage of ductal stained cells was graded as 1 (0–25%), 2 (25–50%), 3 (50–75%)
and 4 (75–100%). Total score was calculated by multiplying the intensity score and percentage score.
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4.9. Expression Analysis in CCLE Database

TGF-βRII, ABCB1/MDR1, ABCC1/2/3/4/5 and ABCG2 z-score expressions were extracted from
databases available at cBioPortal for Cancer Genomics [38,39]. The queries were realized in CCLE
(44 pancreatic samples, Broad Institute, Novartis Institutes for Biomedical Research, Cambridge, MA,
USA) [40].

4.10. Statistical Analyses

Statistical analyses were performed using the Graphpad Prism 6.0 software (Graphpad Software
Inc., La Jolla, CA, USA). Differences in data of two samples were analysed by the student’s t test or
ANOVA test with selected comparison using tukey post-hoc test and were considered significant for
p-values < 0.05 *, p < 0.01 ** or p < 0.001 ***/###.

5. Conclusions

In the present manuscript, we characterized CAPAN-1 and CAPAN-2 pancreatic cancer cell
lines stably invalidated for TGF-βRII and investigated the consequences on both their biological
properties and response to gemcitabine in vitro and in vivo. We show an increase of tumor growth and
a reduction of cell migration. We also show for the first time an increased resistance to gemcitabine
that could be mediated by S727 STAT3 phosphorylation and via deregulation of MRP3 and MRP4 ABC
transporter expression.

This work underlies the importance of TGF-β signaling pathways and associated cellular
mechanisms, such as c-Jun, STAT3 or MRP ABC transporters as inducers of chemoresistance to
gemcitabine and proposes potential new therapeutic options to better treat/manage this deadly disease.

Supplementary Materials: The following are available online at http://www.mdpi.com/2072-6694/10/8/254/s1.
Supplementary Figure S1, TGF-βRII knockdown promotes c-Jun S-63 phosphorylation in CAPAN-2 cells. (A) c-Jun,
phospho-S63 c-Jun and β-actin expression was analysed by western blotting. Bands intensities were quantified
by densitometry and ratios (KD vs. NT or treated/untreated) are indicated in the graphs. Expression in NT
(for TGF-βRIIKD) or untreated (for gemcitabine/TGF-β) cells was arbitrarily set to 1. (B) IHC analysis of c-Jun
on extracted xenografted NT and TGF-βRIIKD tumors. (C) IHC staining was scored in NT and TGF-βRIIKD
xenografted tumors that were treated with gemcitabine or PBS. * p < 0.05 indicate statistical significance of
TGF-βRII-KD compared with the NT control. Supplementary Figure S2, TGF-βRII knockdown promotes partial
EMT-like phenotype. IHC analysis of E-cadherin and vimentin on extracted xenografted NT and TGF-βRIIKD
tumors. IHC staining was scored in NT and TGF-βRIIKD xenografted tumors that were treated with gemcitabine
or PBS. *p < 0.05, **p < 0.01 indicate statistical significance of TGF-βRII-KD compared with the NT control.

Author Contributions: N.J., V.D., N.S. and L.C. (Lucie Cordiez). conceived and designed the experiments. V.D.,
N.S., L.C. (Lucie Cordiez), R.V., C.S., N.B., B.D., L.C. (Lucie Coppin), N.J. performed the experiments. V.D., N.S.,
L.C. (Lucie Cordiez), L.C. (Lucie Coppin), I.V.S. and N.J. analyzed the data. N.S., L.C. (Lucie Coppin), I.V.S. and
N.J. wrote and edited the paper. I.V.S. and N.J. obtained funding. All authors reviewed the results and approved
the final version of the manuscript.

Funding: Vincent Drubay is a recipient of a fellowship “Année recherche” from the Lille University/Faculty of
Medicine. Nicolas Skrypek is a recipient of a PhD fellowship from the Centre Hospitalier Régional et Universitaire
(CHRU) de Lille/région Nord-Pas de Calais. Nihad Boukrout is a recipient of a PhD fellowship from the
University of Lille 2. Romain Vasseur and Céline Schulz are the recipients of research engineer fellowships
from ANR DRUG_MUC4 (IVS). Isabelle Van Seuningen is the recipient of a “Contrat Hospitalier de Recherche
Translationnelle”/CHRT 2010, AVIESAN. This work is supported by Inserm and CNRS and grants from la Ligue
Nationale Contre le Cancer (Equipe Labellisée Ligue 2010, IVS; Ligue comité 59 IVS, Ligue comité 62, 80 NJ) and
by SIRIC ONCOLille, Grant INCaDGOS-Inserm 6041 (NJ, IVS) and by a grant from “Contrat de Plan Etat Région”
CPER Cancer 2007-2013 (IVS).

Acknowledgments: We thank M.H. Gevaert (Department of Histology, Faculty of Medicine, University of Lille,
Lille, France) for technical help and the University of Lille EOPS animal facility (D. Taillieu).

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design of the
study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, and in the decision to
publish the results.

http://www.mdpi.com/2072-6694/10/8/254/s1


Cancers 2018, 10, 254 15 of 17

References

1. Rahib, L.; Smith, B.D.; Aizenberg, R.; Rosenzweig, A.B.; Fleshman, J.M.; Matrisian, L.M. Projecting Cancer
Incidence and Deaths to 2030: The Unexpected Burden of Thyroid, Liver, and Pancreas Cancers in the United
States. Cancer Res. 2014. [CrossRef] [PubMed]

2. Vincent, A.; Herman, J.; Schulick, R.; Hruban, R.H.; Goggins, M. Pancreatic cancer. Lancet 2011, 378, 607–620.
[CrossRef]

3. Kleeff, J.; Korc, M.; Apte, M.; La Vecchia, C.; Johnson, C.D.; Biankin, A.V.; Neale, R.E.; Tempero, M.;
Tuveson, D.A.; Hruban, R.H.; et al. Pancreatic cancer. Nat. Rev. Dis. Primers 2016, 2, 16022. [CrossRef]
[PubMed]

4. Amrutkar, M.; Gladhaug, I.P. Pancreatic Cancer Chemoresistance to Gemcitabine. Cancers 2017, 9, 157.
[CrossRef] [PubMed]

5. TCGA-Network. Integrated Genomic Characterization of Pancreatic Ductal Adenocarcinoma. Cancer Cell
2017, 32, 185–203. [CrossRef] [PubMed]

6. Principe, D.R.; Doll, J.A.; Bauer, J.; Jung, B.; Munshi, H.G.; Bartholin, L.; Pasche, B.; Lee, C.; Grippo, P.J.
TGF-beta: Duality of function between tumor prevention and carcinogenesis. J. Natl. Cancer Inst. 2014, 106.
[CrossRef] [PubMed]

7. Derynck, R.; Akhurst, R.J.; Balmain, A. TGF-beta signaling in tumor suppression and cancer progression.
Nat. Genet. 2001, 29, 117–129. [CrossRef] [PubMed]

8. Jonckheere, N.; Perrais, M.; Mariette, C.; Batra, S.K.; Aubert, J.P.; Pigny, P.; van Seuningen, I. A role for human
MUC4 mucin gene, the ErbB2 ligand, as a target of TGF-beta in pancreatic carcinogenesis. Oncogene 2004, 23,
5729–5738. [CrossRef] [PubMed]

9. Skrypek, N.; Duchene, B.; Hebbar, M.; Leteurtre, E.; van Seuningen, I.; Jonckheere, N. The MUC4
mucin mediates gemcitabine resistance of human pancreatic cancer cells via the Concentrative Nucleoside
Transporter family. Oncogene 2013, 32, 1714–1723. [CrossRef] [PubMed]

10. Schutte, M.; Hruban, R.H.; Hedrick, L.; Cho, K.R.; Nadasdy, G.M.; Weinstein, C.L.; Bova, G.S.; Isaacs, W.B.;
Cairns, P.; Nawroz, H.; et al. DPC4 gene in various tumor types. Cancer Res. 1996, 56, 2527–2530. [PubMed]

11. Voulgari, A.; Pintzas, A. Epithelial-mesenchymal transition in cancer metastasis: Mechanisms, markers and
strategies to overcome drug resistance in the clinic. Biochim. Biophys. Acta 2009, 1796, 75–90. [CrossRef]
[PubMed]

12. Akhurst, R.J.; Derynck, R. TGF-beta signaling in cancer—A double-edged sword. Trends Cell Biol. 2001, 11,
S44–S51. [PubMed]

13. Ijichi, H.; Chytil, A.; Gorska, A.E.; Aakre, M.E.; Fujitani, Y.; Fujitani, S.; Wright, C.V.; Moses, H.L. Aggressive
pancreatic ductal adenocarcinoma in mice caused by pancreas-specific blockade of transforming growth
factor-beta signaling in cooperation with active Kras expression. Genes Dev. 2006, 20, 3147–3160. [CrossRef]
[PubMed]

14. Ostapoff, K.T.; Cenik, B.K.; Wang, M.; Ye, R.; Xu, X.; Nugent, D.; Hagopian, M.M.; Topalovski, M.; Rivera, L.B.;
Carroll, K.D.; et al. Neutralizing murine TGFbetaR2 promotes a differentiated tumor cell phenotype and
inhibits pancreatic cancer metastasis. Cancer Res. 2014, 74, 4996–5007. [CrossRef] [PubMed]

15. Li, J.; Liang, H.; Bai, M.; Ning, T.; Wang, C.; Fan, Q.; Wang, Y.; Fu, Z.; Wang, N.; Liu, R.; et al. miR-135b
Promotes Cancer Progression by Targeting Transforming Growth Factor Beta Receptor II (TGFBR2) in
Colorectal Cancer. PLoS ONE 2015, 10, e0130194. [CrossRef] [PubMed]

16. Ullmann, P.; Rodriguez, F.; Schmitz, M.; Meurer, S.K.; Qureshi-Baig, K.; Felten, P.; Ginolhac, A.; Antunes, L.;
Frasquilho, S.; Zugel, N.; et al. The miR-371 approximately 373 Cluster Represses Colon Cancer Initiation
and Metastatic Colonization by Inhibiting the TGFBR2/ID1 Signaling Axis. Cancer Res. 2018, 78, 3793–3808.
[CrossRef] [PubMed]

17. Sahu, N.; Chan, E.; Chu, F.; Pham, T.; Koeppen, H.; Forrest, W.; Merchant, M.; Settleman, J. Cotargeting of
MEK and PDGFR/STAT3 Pathways to Treat Pancreatic Ductal Adenocarcinoma. Mol. Cancer Ther. 2017, 16,
1729–1738. [CrossRef] [PubMed]

18. Nagathihalli, N.S.; Castellanos, J.A.; Shi, C.; Beesetty, Y.; Reyzer, M.L.; Caprioli, R.; Chen, X.; Walsh, A.J.;
Skala, M.C.; Moses, H.L.; et al. Signal Transducer and Activator of Transcription 3, Mediated Remodeling of
the Tumor Microenvironment Results in Enhanced Tumor Drug Delivery in a Mouse Model of Pancreatic
Cancer. Gastroenterology 2015, 149, 1932–1943. [CrossRef] [PubMed]

http://dx.doi.org/10.1158/0008-5472.CAN-14-0155
http://www.ncbi.nlm.nih.gov/pubmed/24840647
http://dx.doi.org/10.1016/S0140-6736(10)62307-0
http://dx.doi.org/10.1038/nrdp.2016.22
http://www.ncbi.nlm.nih.gov/pubmed/27158978
http://dx.doi.org/10.3390/cancers9110157
http://www.ncbi.nlm.nih.gov/pubmed/29144412
http://dx.doi.org/10.1016/j.ccell.2017.07.007
http://www.ncbi.nlm.nih.gov/pubmed/28810144
http://dx.doi.org/10.1093/jnci/djt369
http://www.ncbi.nlm.nih.gov/pubmed/24511106
http://dx.doi.org/10.1038/ng1001-117
http://www.ncbi.nlm.nih.gov/pubmed/11586292
http://dx.doi.org/10.1038/sj.onc.1207769
http://www.ncbi.nlm.nih.gov/pubmed/15184872
http://dx.doi.org/10.1038/onc.2012.179
http://www.ncbi.nlm.nih.gov/pubmed/22580602
http://www.ncbi.nlm.nih.gov/pubmed/8653691
http://dx.doi.org/10.1016/j.bbcan.2009.03.002
http://www.ncbi.nlm.nih.gov/pubmed/19306912
http://www.ncbi.nlm.nih.gov/pubmed/11684442
http://dx.doi.org/10.1101/gad.1475506
http://www.ncbi.nlm.nih.gov/pubmed/17114585
http://dx.doi.org/10.1158/0008-5472.CAN-13-1807
http://www.ncbi.nlm.nih.gov/pubmed/25060520
http://dx.doi.org/10.1371/journal.pone.0145589
http://www.ncbi.nlm.nih.gov/pubmed/26677848
http://dx.doi.org/10.1158/0008-5472.CAN-17-3003
http://www.ncbi.nlm.nih.gov/pubmed/29748374
http://dx.doi.org/10.1158/1535-7163.MCT-17-0009
http://www.ncbi.nlm.nih.gov/pubmed/28619758
http://dx.doi.org/10.1053/j.gastro.2015.07.058
http://www.ncbi.nlm.nih.gov/pubmed/26255562


Cancers 2018, 10, 254 16 of 17

19. Qin, H.R.; Kim, H.J.; Kim, J.Y.; Hurt, E.M.; Klarmann, G.J.; Kawasaki, B.T.; Duhagon Serrat, M.A.; Farrar, W.L.
Activation of signal transducer and activator of transcription 3 through a phosphomimetic serine 727
promotes prostate tumorigenesis independent of tyrosine 705 phosphorylation. Cancer Res. 2008, 68,
7736–7741. [CrossRef] [PubMed]

20. Venkatasubbarao, K.; Peterson, L.; Zhao, S.; Hill, P.; Cao, L.; Zhou, Q.; Nawrocki, S.T.; Freeman, J.W.
Inhibiting signal transducer and activator of transcription-3 increases response to gemcitabine and delays
progression of pancreatic cancer. Mol. Cancer 2013, 12, 104. [CrossRef] [PubMed]

21. Miyabayashi, K.; Ijichi, H.; Mohri, D.; Tada, M.; Yamamoto, K.; Asaoka, Y.; Ikenoue, T.; Tateishi, K.; Nakai, Y.;
Isayama, H.; et al. Erlotinib prolongs survival in pancreatic cancer by blocking gemcitabine-induced MAPK
signals. Cancer Res. 2013, 73, 2221–2234. [CrossRef] [PubMed]

22. Moore, M.J.; Goldstein, D.; Hamm, J.; Figer, A.; Hecht, J.R.; Gallinger, S.; Au, H.J.; Murawa, P.; Walde, D.;
Wolff, R.A.; et al. Erlotinib plus gemcitabine compared with gemcitabine alone in patients with advanced
pancreatic cancer: A phase III trial of the National Cancer Institute of Canada Clinical Trials Group.
J. Clin. Oncol. 2007, 25, 1960–1966. [CrossRef] [PubMed]

23. Barber, L.J.; Rosa Rosa, J.M.; Kozarewa, I.; Fenwick, K.; Assiotis, I.; Mitsopoulos, C.; Sims, D.; Hakas, J.;
Zvelebil, M.; Lord, C.J.; et al. Comprehensive genomic analysis of a BRCA2 deficient human pancreatic
cancer. PLoS ONE 2011, 6, e21639. [CrossRef] [PubMed]

24. Deer, E.L.; Gonzalez-Hernandez, J.; Coursen, J.D.; Shea, J.E.; Ngatia, J.; Scaife, C.L.; Firpo, M.A.; Mulvihill, S.J.
Phenotype and genotype of pancreatic cancer cell lines. Pancreas 2010, 39, 425–435. [CrossRef] [PubMed]

25. Bryson, B.L.; Junk, D.J.; Cipriano, R.; Jackson, M.W. STAT3-mediated SMAD3 activation underlies Oncostatin
M-induced Senescence. Cell Cycle 2017, 16, 319–334. [CrossRef] [PubMed]

26. Kali, A.; Ostapchuk, Y.O.; Belyaev, N.N. TNFalpha and TGFbeta-1 synergistically increase the cancer stem
cell properties of MiaPaCa-2 cells. Oncol. Lett. 2017, 14, 4647–4658. [CrossRef] [PubMed]

27. Busch, S.; Sims, A.H.; Stal, O.; Ferno, M.; Landberg, G. Loss of TGFbeta Receptor Type 2 Expression Impairs
Estrogen Response and Confers Tamoxifen Resistance. Cancer Res. 2015, 75, 1457–1469. [CrossRef] [PubMed]

28. Wendt, M.K.; Allington, T.M.; Schiemann, W.P. Mechanisms of the epithelial-mesenchymal transition by
TGF-beta. Future Oncol. 2009, 5, 1145–1168. [CrossRef] [PubMed]

29. Junk, D.J.; Bryson, B.L.; Smigiel, J.M.; Parameswaran, N.; Bartel, C.A.; Jackson, M.W. Oncostatin M promotes
cancer cell plasticity through cooperative STAT3-SMAD3 signaling. Oncogene 2017, 36, 4001–4013. [CrossRef]
[PubMed]

30. Wu, Y.S.; Chung, I.; Wong, W.F.; Masamune, A.; Sim, M.S.; Looi, C.Y. Paracrine IL-6 signaling mediates the
effects of pancreatic stellate cells on epithelial-mesenchymal transition via Stat3/Nrf2 pathway in pancreatic
cancer cells. Biochim. Biophys. Acta 2017, 1861, 296–306. [CrossRef] [PubMed]

31. Jonckheere, N.; Skrypek, N.; Merlin, J.; Dessein, A.F.; Dumont, P.; Leteurtre, E.; Harris, A.; Desseyn, J.L.;
Susini, C.; Frenois, F.; et al. The mucin MUC4 and its membrane partner ErbB2 regulate biological properties
of human CAPAN-2 pancreatic cancer cells via different signalling pathways. PLoS ONE 2012, 7, e32232.
[CrossRef] [PubMed]

32. Van Seuningen, I.; Perrais, M.; Pigny, P.; Porchet, N.; Aubert, J.P. Sequence of the 5′-flanking region and
promoter activity of the human mucin gene MUC5B in different phenotypes of colon cancer cells. Biochem. J.
2000, 348 Pt 3, 675–686. [CrossRef] [PubMed]

33. Mesquita, P.; Jonckheere, N.; Almeida, R.; Ducourouble, M.P.; Serpa, J.; Silva, E.; Pigny, P.; Silva, F.S.; Reis, C.;
Silberg, D.; et al. Human MUC2 mucin gene is transcriptionally regulated by Cdx homeodomain proteins in
gastrointestinal carcinoma cell lines. J. Biol. Chem. 2003, 278, 51549–51556. [CrossRef] [PubMed]

34. Van Seuningen, I.; Ostrowski, J.; Bustelo, X.R.; Sleath, P.R.; Bomsztyk, K. The K protein domain that recruits
the interleukin 1-responsive K protein kinase lies adjacent to a cluster of c-Src and Vav SH3-binding sites.
Implications that K protein acts as a docking platform. J. Biol. Chem. 1995, 270, 26976–26985. [CrossRef]
[PubMed]

35. Jonckheere, N.; Fauquette, V.; Stechly, L.; Saint-Laurent, N.; Aubert, S.; Susini, C.; Huet, G.; Porchet, N.;
Van Seuningen, I.; Pigny, P. Tumour growth and resistance to gemcitabine of pancreatic cancer cells are
decreased by AP-2alpha overexpression. Br. J. Cancer 2009, 101, 637–644. [CrossRef] [PubMed]

http://dx.doi.org/10.1158/0008-5472.CAN-08-1125
http://www.ncbi.nlm.nih.gov/pubmed/18829527
http://dx.doi.org/10.1186/1476-4598-12-104
http://www.ncbi.nlm.nih.gov/pubmed/24025152
http://dx.doi.org/10.1158/0008-5472.CAN-12-1453
http://www.ncbi.nlm.nih.gov/pubmed/23378339
http://dx.doi.org/10.1200/JCO.2006.07.9525
http://www.ncbi.nlm.nih.gov/pubmed/17452677
http://dx.doi.org/10.1371/journal.pone.0021639
http://www.ncbi.nlm.nih.gov/pubmed/21750719
http://dx.doi.org/10.1097/MPA.0b013e3181c15963
http://www.ncbi.nlm.nih.gov/pubmed/20418756
http://dx.doi.org/10.1080/15384101.2016.1259037
http://www.ncbi.nlm.nih.gov/pubmed/27892764
http://dx.doi.org/10.3892/ol.2017.6810
http://www.ncbi.nlm.nih.gov/pubmed/29085463
http://dx.doi.org/10.1158/0008-5472.CAN-14-1583
http://www.ncbi.nlm.nih.gov/pubmed/25833830
http://dx.doi.org/10.2217/fon.09.90
http://www.ncbi.nlm.nih.gov/pubmed/19852727
http://dx.doi.org/10.1038/onc.2017.33
http://www.ncbi.nlm.nih.gov/pubmed/28288136
http://dx.doi.org/10.1016/j.bbagen.2016.10.006
http://www.ncbi.nlm.nih.gov/pubmed/27750041
http://dx.doi.org/10.1371/journal.pone.0032232
http://www.ncbi.nlm.nih.gov/pubmed/22393391
http://dx.doi.org/10.1042/bj3480675
http://www.ncbi.nlm.nih.gov/pubmed/10840001
http://dx.doi.org/10.1074/jbc.M309019200
http://www.ncbi.nlm.nih.gov/pubmed/14525978
http://dx.doi.org/10.1074/jbc.270.45.26976
http://www.ncbi.nlm.nih.gov/pubmed/7592945
http://dx.doi.org/10.1038/sj.bjc.6605190
http://www.ncbi.nlm.nih.gov/pubmed/19672266


Cancers 2018, 10, 254 17 of 17

36. Piessen, G.; Jonckheere, N.; Vincent, A.; Hemon, B.; Ducourouble, M.P.; Copin, M.C.; Mariette, C.;
van Seuningen, I. Regulation of the human mucin MUC4 by taurodeoxycholic and taurochenodeoxycholic
bile acids in oesophageal cancer cells is mediated by hepatocyte nuclear factor 1alpha. Biochem. J. 2007, 402,
81–91. [CrossRef] [PubMed]

37. Van der Sluis, M.; Melis, M.H.; Jonckheere, N.; Ducourouble, M.P.; Buller, H.A.; Renes, I.; Einerhand, A.W.;
van Seuningen, I. The murine Muc2 mucin gene is transcriptionally regulated by the zinc-finger GATA-4
transcription factor in intestinal cells. Biochem. Biophys. Res. Commun. 2004, 325, 952–960. [CrossRef]
[PubMed]

38. Cerami, E.; Gao, J.; Dogrusoz, U.; Gross, B.E.; Sumer, S.O.; Aksoy, B.A.; Jacobsen, A.; Byrne, C.J.; Heuer, M.L.;
Larsson, E.; et al. The cBio cancer genomics portal: An open platform for exploring multidimensional cancer
genomics data. Cancer Discov. 2012, 2, 401–404. [CrossRef] [PubMed]

39. Gao, J.; Aksoy, B.A.; Dogrusoz, U.; Dresdner, G.; Gross, B.; Sumer, S.O.; Sun, Y.; Jacobsen, A.; Sinha, R.;
Larsson, E.; et al. Integrative analysis of complex cancer genomics and clinical profiles using the cBioPortal.
Sci. Signal. 2013, 6. [CrossRef] [PubMed]

40. Barretina, J.; Caponigro, G.; Stransky, N.; Venkatesan, K.; Margolin, A.A.; Kim, S.; Wilson, C.J.; Lehar, J.;
Kryukov, G.V.; Sonkin, D.; et al. The Cancer Cell Line Encyclopedia enables predictive modelling of
anticancer drug sensitivity. Nature 2012, 483, 603–607. [CrossRef] [PubMed]

© 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1042/BJ20061461
http://www.ncbi.nlm.nih.gov/pubmed/17037983
http://dx.doi.org/10.1016/j.bbrc.2004.10.108
http://www.ncbi.nlm.nih.gov/pubmed/15541382
http://dx.doi.org/10.1158/2159-8290.CD-12-0095
http://www.ncbi.nlm.nih.gov/pubmed/22588877
http://dx.doi.org/10.1126/scisignal.2004088
http://www.ncbi.nlm.nih.gov/pubmed/23550210
http://dx.doi.org/10.1038/nature11003
http://www.ncbi.nlm.nih.gov/pubmed/22460905
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Generation and Characterization of Stable TGF-RII-KD Cell Lines 
	Involvement of TGF-RII in PC Cell Biological Properties 
	Role of TGF-RII on PC Cells Sensitivity to Gemcitabine 
	Identification of Signalling Pathways Altered following TGF-RII Knocking Down 
	TGF-RII Silencing Alters the Expression of ABC Transporters and EMT Markers in PC Cells 

	Discussion 
	Materials and Methods 
	Cell Culture 
	qRT-PCR 
	Protein Extraction and Western-Blotting 
	Cell Proliferation 
	Wound Healing Test 
	Cytotoxicity Assay 
	Subcutaneous Xenografts 
	Immunohistochemistry 
	Expression Analysis in CCLE Database 
	Statistical Analyses 

	Conclusions 
	References

