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Abstract

Background: The dense fibrotic stroma enveloping pancreatic tumors is a major cause of drug resistance.
Pancreatic stellate cells (PSCs) in the stroma can be activated to induce intra-tumor fibrosis and worsen patient
survival; however, the molecular basics for the regulation of PSC activation remains unclear.

Methods: The in vitro coculture system was used to study cancer cell-PSC interactions. Atomic force
microscopy was used to measure the stiffness of tumor tissues and coculture gels. Cytokine arrays, qPCR, and
Western blotting were performed to identify the potential factors involved in PSC activation and to elucidate
underlying pathways.

Results: PSC activation characterized by a-SMA expression was associated with increased pancreatic tumor
stiffness and poor prognosis. Coculture with cancer cells induced PSC activation, which increased organotypic
coculture gel stiffness and cancer cell invasion. Cancer cells-derived PAI-1 identified from coculture medium
could activate PSCs, consistent with pancreatic cancer tissue microarray analysis showing a strong positive
correlation between PAI-1 and a-SMA expression. Suppression by knocking down PAI-1 in cancer cells
demonstrated the requirement of PAI-1 for coculture-induced PSC activation and gel stiffness. PAI-1 could be
upregulated by KRAS in pancreatic cancer cells through ERK. In PSCs, inhibition of LRP-1, ERK, and c-JUN
neutralized the effect of PAI-1, suggesting the contribution of LRP-1/ERK/c-JUN signaling. Furthermore,
activated PSCs might exacerbate malignant behavior of cancer cells via IL-8 because suppression of IL-8
signaling reduced pancreatic tumor growth and fibrosis in vivo.

Conclusions: KRAS-mutant pancreatic cancer cells can activate PSCs through PAI-1/LRP-1 signaling to
promote fibrosis and cancer progression.
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Introduction

Pancreatic cancer is an extremely aggressive newly diagnosed pancreatic cancer in 2018 with
disease with the mortality rate very close to the 432,242 people dying from this disease [1]. Drug
incidence rate. Globally, there were 458,918 cases of resistance is one of the major contributing factors for
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the miserable outcome in pancreatic cancer patients
and is partially due to the lack of efficient
chemotherapy drug delivery to neoplastic cells [2].
Pancreatic cancer is characterized by the abundant
desmoplastic stroma around tumors, making up over
90% of the tumor mass. The desmoplastic reaction has
been suggested to be caused by the interactions
between cancer cells and their adjacent stroma cells,
which promotes the proliferation of
myofibroblast-like cells to increase the production of
extracellular matrix (ECM) components and thus
leads to increased fibrosis in cancer tissues [3]. The
dense fibrosis creates physical barriers against the
delivery of conventional drugs. Therefore, strategies
for overcoming drug resistance in pancreatic cancer
may include breakdown of desmoplasia to improve
drug delivery.

The pancreatic tumor stroma comprises ECM
and diverse types of noncancerous cells including
fibroblasts, stellate cells, endothelial cells, and
immune cells [2]. Pancreatic stellate cell (PSC), a
predominant cellular component of pancreatic cancer
stroma, is a key driver in the desmoplastic reaction of
chronic pancreatitis and pancreatic cancer [4-6]. In
normal pancreas, PSCs reside in a quiescent state,
which are characterized by the accumulation of
vitamin A containing lipid droplets in the cytoplasm.
In response to pancreatic injury or inflammation,
quiescent PSCs undergo a transition into a
myofibroblast-like phenotype featured by the
expression of cytoskeletal protein a-smooth muscle
actin (a-SMA). This conversion process is called PSC
activation. Activated PSCs have been identified as the
predominant source of the ECM proteins that are
excessively deposited during pancreatic fibrogenesis
[7]. Evidence accumulating from in vitro coculture
experiments has shown that pancreatic cancer cells
have the potential to activate PSCs, which in turn
reciprocate by enhancing proliferation, migration, and
survival of pancreatic cancer cells [4, 8]. Animal
studies using the orthotopic pancreatic cancer
xenograft mouse model have demonstrated that the
presence of PSCs facilitates tumor growth and
metastasis [8]. Intriguingly, PSCs can be also found to
accompany pancreatic cancer cells to metastatic sites
and stimulate angiogenesis, suggesting that PSCs can
seed in distant organs to form a metastatic niche.
Collectively, these results convincingly demonstrate
the protumoral role for activated PSCs; however, the
molecular mechanism responsible for the activation of
PSCs remains to be investigated.

ECM is a major and essential component of the
tumor microenvironment (TME). High ECM rigidity
resulting from excessive ECM deposition and
increased crosslinking was frequently observed in

cancer tissue [9]. Recent research has demonstrated
that the stiffness of tumor ECM plays a critical role in
promoting cancer progression. The proliferation of
cancer cells interacting with stiffer ECM in response to
growth stimuli is stronger, and FAK, ERK, PI3K, and
RAC can be activated to upregulate cyclin D1 [10-12].
Besides triggering oncogenic signaling, ECM stiffness
can also inhibit the tumor suppressor genes PTEN and
GSK3 through microRNAs to promote malignancy.
These findings make tumor ECM stiffness an
appealing therapeutic target.

Plasminogen activator inhibitor-1 (PAI-1), also
known as SERPINEI], is a member of the serine
protease inhibitor (SERPIN) protein family and plays
a vital role in regulating blood coagulation, cell
migration, cell invasion, and apoptosis [13, 14]. To
exert its biological activities, PAI-1 binds to its cell
surface receptors identified over the years, including
low-density lipoprotein receptor-related protein-1
(LRP-1), tissue-type plasminogen activator receptor
(tPAR), and urokinase-type plasminogen activator
receptor (uPAR) [15, 16]. As a serine protease
inhibitor, PAI-1 can suppress fibrinolysis by
inactivating tPA and uPA [17]. In addition, PAI-1 also
promotes fibrogenesis in multiple organs, including
lung and kidney, demonstrating the profibrotic role
for PAI-1 [18, 19]. In the past years, PAI-l has been
linked to cancer because several studies revealed a
paradoxical association of increased PAI-1 expression
in cancer with unfavorable clinical outcomes and poor
response to therapy [20, 21]. A previous animal study
has found high expression of PAI-1 in the primary
pancreatic tumor, the tumor invasion front, and the
metastases [22]. Depletion of PAI-1 in pancreatic
cancer cells increased E-cadherin expression and
promoted epithelial phenotypic changes, supporting
its negative impact on cancer patient outcome [23].

In this study, we have found that coculture with
pancreatic cancer cells increased PSC activation. The
cytokine array identified a significant upregulation of
PAI-1 in the conditioned medium (CM) of pancreatic
cancer cell/PSC coculture. By using patient tissue
materials and in vitro coculture experiments, we aimed
to determine the function of PAI-1 in PSC activation
and pancreatic cancer stiffness and to explore the
underlying mechanism.

Materials and Methods

Cell culture

The human pancreatic cancer cell lines PANC-1,
Mia PaCa-2, AsPC-1, and BxPC-3, were obtained from
the American Type Culture Collection. The human
PSC cell line RLT-PSC immortalized by SV40 large T
antigen was given by Dr. Kelvin K. Tsai (National
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Institute of Cancer Research, National Health
Research Institutes, Taiwan). Cells were maintained in
DMEM medium with 10% fetal bovine serum (FBS;
HycloneTM) and 1% antibiotic-antimyocotic solution
(Caisson Laboratories) and incubated at 37°C in a
humidified atmosphere containing 5% CO.. RLT-PSCs
were maintained in an inactivation status using
N-acetylcysteine (NAC) prior to coculture with cancer
cells or PAI-1 treatment.

Transgenic mice

Pdx1-Cre mice and LSL-KrasG?P mice were
purchased from the Jackson Laboratory. Trp53#/ mice
were provided by Prof. Kuang-Hung Cheng (Institute
of Biomedical Sciences, National Sun Yat-Sen
University, Kaohsiung, Taiwan). The Trp53%' mice
were crossed with the PdxI1-Cre mice to generate
Trp53/A;Pdx-Cre offspring, and the LSL-KrasG2D mice
were crossed with Trp53%f mice to generate
LSL-KrasG12D; Trp53//f offspring. Finally, the
Trp53M;Pdx-Cre mice were crossed with the
LSL-KrasG2D;Trp53/f1  mice to  generate the
LSL-KrasG20/+; Trp530A;Pdx1-Cre  (termed KPC) mice
that were genotyped by PCR and screened for the
presence of pancreatic tumors by ultrasound at 4
weeks of age. The KPC mice were randomly divided
into the control group (10% DMSO in 1x PBS,
intraperitoneal (IP) injection) and the SB225002 group
(0.3 mg/kg, IP injection, 3 times per week). All mice
were housed under pathogen free conditions and had
free access to water and food. All experimental
protocols were approved by the Institutional Animal
Care and Use Committee of the National Cheng Kung
University.

Transfection

To generate mutant KRAS overexpressing cells,
the pcDNA3.1 KRASG2D plasmid, a gift from Prof.
Ming-Derg Lai (Department of Biochemistry and
Molecular biology, College of Medicine, National
Cheng Kung University, Tainan, Taiwan), was
transfected into BxPC-3 cells using HyFect™ DNA
transfection reagent (Leadgene Biomedical) according
to the manufacturer’s protocol. Forty-eight hours after
transfection, G418 (200 pg/mL, Sigma-Aldrich) was
used for selection and maintenance thereafter. The
transfection efficiency was determined by Western
blotting.

For transient transfection of siRNA, JUN siRNA
(accession number NM_002228.3; Invitrogen) was
transfected into RLT-PSCs using HyFect™ DNA
transfection reagent (Leadgene Biomedical). Forty
eight hours after transfection, the knockdown
efficiency was monitored by Western blotting.

Viral infection

To knock down KRAS and PAI-1 in pancreatic
cancer cells and LRP-1 in PSCs, cells were infected
with shKRAS, shPAI-1, shLRP-1, and shLUC (control)
lentiviral particles (National RNAi Core Facility,
Academia Sinica, Taipei, Taiwan) in the presence of
polybrene (5 pg/mL; Sigma-Aldrich) for 24 hours.
Puromycin (Sigma-Aldrich) was used for drug
selection of infected cells to generate permanent cell
lines. The knockdown efficiency was checked by
Western blotting.

Patients and tissue microarray (TMA)

The collection of pancreatic cancer specimens
was approved by the Institutional Review Board of
National Cheng Kung University Hospital (NCKUH).
Patients were prospectively followed up until death or
2012. Anonymous archived pancreatic cancer samples
from 91 patients, including both normal and tumor
tissues, were obtained from Human Biobank of
NCKUH for TMA construction.

Immunohistochemistry (IHC)

Formalin-fixed and paraffin-embedded human
and mouse pancreatic tumor tissue blocks were cut
into 4puM-thick sections and applied to silanized
slides. The slides were incubated in blocking solution
for 30 minutes and then stained with the primary
antibody against a-SMA (Genetex) at 4°C overnight.
Next day, the slides were incubated with the
secondary antibody at 25°C for 30 minutes. The stain
in the slides was developed by incubation with DAB,
and the sections were counterstained with
hematoxylin. Images were obtained using a BX51
microscope (OLYMPUS).

Masson’s trichrome staining

Serial sections of human and mouse pancreatic
tumor tissues were stained for collagen with the
Masson’s  trichrome stain kit (Sigma-Aldrich)
according to the manufacturer's  protocol.
Hematoxylin was used to counterstain the cell nuclei.
Bright-field images were captured using a BX51
microscope (OLYMPUS).

Simplified coculture system

A transwell insert with 0.4 pm pore size (BD
Bioscience) was used for the coculture experiments.
Cancer cells (1x105/well) were seeded in the upper
chamber inserts and RLT-PSCs (1x10°/well) were
seeded in the lower chambers. The cocultures were
incubated for 72 hours before further assays.

Organotypic coculture system

The organotypic culture system was developed
as described previously with minor modifications [24].
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Briefly, the RLT-PSC cell suspensions (5x105/mL)
were mixed with 3 mL gel (mixture of 10x EMEM, 200
mM L-glutamine, FBS, 2.5% sodium bicarbonate, and
collagen I) and then placed into 6-well inserts. After 5
days of gelling, cancer cells (5x105/mL) were seeded
on the top of the gel. Cancer cells cultured on the
surface of the gel without RLT-PSCs were regarded as
a control. The gels were harvested after 10 days of
coculture to measure the stiffness.

Cytokine array

Proteins secreted in coculture medium were
identified using the Human Cytokine Array Kit
(Ary005, R&D Systems) according to the
manufacturer’s instructions. Briefly, the CM of
RLT-PSC monoculture and PANC-1 cell/RLT-PSC
coculture were collected, filtered, and mixed with a
cocktail of biotinylated detection antibodies. The
mixtures were thenincubated with the array
membrane spotted in duplicate with capture
antibodies to specific target proteins. The protein
spots were detected using Western Lighting Plus-ECL
(Perkin  Elmer), digitally captured wusing the
Biospectrum Imaging System (UVP), and quantified
using the Gel-Pro Analyzer software (Media
Cybernetics).

RNA preparation and quantitative real-time
polymerase chain reaction (qPCR)

Total RNA was isolated using the Total RNA
Miniprep Purification Kit (Genemark Technology)
according to the manufacturer’s protocol. One pg of
RNA was reverse transcribed for each cDNA using 1.0
uM oligo-dT and Deoxy* HiSpec reverse transcriptase
(Yeasterm Biotech). A 1/20 volume of the cDNA
mixture was subjected to qPCR using the GoTaq
real-time PCR systems (Promega). The sequences of
qPCR primers were as follows: PAI-1 sense primer,
5-CACAAATCAGACGGCAGCAC-3, PAI-1
antisense primer, 5-GAGCTGGGCACTCAGAATGT-
3, collagen I sense primer, 5-AAAGAAGGCGGCAA
AGGTC-3, collagen I antisense primer, 5'-GTCCAGC
AATACCTTGAGGC-3, fibronectin sense primer,
5-ATTTGCTCCTGCACATGCTT-3, fibronectin
antisense primer, ACTCTCGGGAATCTTCTCTGT-3,
GAPDH sense primer, 5-GGGGCTCTCCAGAACAT
CAT-3, and GAPDH antisense primer,
5-GTCGTTGAGGGCAATGCCAG-3’. The reaction
protocol was set as follows: an initial denaturation at
95°C for 5 minutes followed by 40 cycles of
denaturation at 95°C for 10 seconds, annealing at 60°C
for 10 seconds, and extension at 72°C for 10 seconds.
During the annealing-extension step, the StepOne™
monitored  real-time PCR  amplification by
quantitatively analyzing fluorescence emissions.

GAPDH was used as an internal control.

Western blot analysis

Equal amounts of total protein were separated by
sodium  dodecyl  sulfate-polyacrylamide  gel
electrophoresis (SDS-PAGE) and transferred to
polyvinylidene difluoride membranes (Millipore). The
membranes were blocked in 5% non-fat milk at room
temperature for 1 hour followed by incubation with
primary antibodies at 4°C overnight. Next day, the
membranes were incubated with HRP-conjugated
secondary antibodies at room temperature for 1 hour.
The blot was developed using Western Lighting
Plus-ECL (Perkin Elmer) and visualized using the
Biospectrum Imaging System (UVP).

Measurement of cell growth

Cell growth was analyzed by the
3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl-tetrazolium
bromide (MTT) assay. Briefly, cells were seeded in
96-well plates (3x10% cells/well). After treatments,
MTT (Sigma-Aldrich) stock solution (5 mg/mL in
PBS) was added to (final concentration of 0.5 mg/mL)
each well, and plates were incubated for 4 hours at
37°C to allow MTT to form purple formazan crystals
in metabolically active cells. After centrifugation, MTT
solution and medium were aspirated from the wells
and DMSO was added to dissolve the crystals. The
absorbance of the solutions was measured at a
wavelength of 490 nm with an ELISA reader
(Dynatech Laboratories).

Migration assay

Migration assays were conducted using a 24-well
transwell chamber (Corning Coster). PSCs were
seeded (2x10%cells in 0.1 mL DMEM medium) in the
upper chamber, and medium containing PAI-1 (200
ng/mL; R&D Systems) or the CM derived from cancer
cells was placed in the bottom well. After incubation
at 37°C for 8 hours, cells on the lower surface were
fixed with 4% paraformaldehyde and then stained
with crystal violet (Sigma-Aldrich). Migrating cells
that have reached the underside of the membrane
were counted in 10 randomly chosen fields of view
under a light microscope to get an average number.

Immunofluorescence (IF) staining

The human pancreatic cancer TMA slides were
incubated with blocking solution for 30 minutes. Next,
the slides were stained with primary antibodies
against a-SMA and PAI-1 (Genetex) at 4°C overnight
followed by incubation with secondary antibodies at
25°C for 30 minutes. Cell nuclei were counterstained
with DAPI. The images of TMAs were obtained from
the FACS-like Tissue Cytometry. The percentages of
positive cells in each sample were further quantified
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by TissueQuest software (TissueGnostics) as described
previously [25]. For IF staining in RLT-PSCs, cells
were fixed using 4% paraformaldehyde followed by
incubation with oil red O for 15 minutes after PAI-1
treatment (200 ng/mL; R&D Systems) or coculture
with PANC-1 cells. RLT-PSCs were washed with
ddH>O and incubated with blocking solution for 30
minutes. Next, RLT-PSCs were stained with primary
antibodies against a-SMA at 4°C overnight and then
incubated with fluorescent-dye conjugated secondary
antibodies at 25 °C for 30 minutes. Nuclei were
counterstained with DAPL All the images were
visualized using a fluorescence microscope (BX51,
OLYMPUS).

Atomic force microscopy (AFM)

For measurements of the stiffness of cells or
tissues, the NanoWizard® II AFM with BioCell (JPK
Instrument) was equipped and manipulated as
previously described [26]. Tumor tissues were
embedded in OCT compound and then sliced into
sections with 30 pm in thickness. The sections were
subsequently put onto glass slides and immersed in
PBS supplemented with protease inhibitor. The 20 pm
(in diameter) polystyrene bead-modified tip-less
cantilever (CSC12, MikroMasch) with nominal spring
constant 0.3N/m was used to generate 3nN applied
force with 1 upm/second approaching/retracting
speed (to avoid the effects of hydrodynamics on AFM
assessment) on pancreatic tissues. After cells were
cultured in collagen gel on 6-well inserts, the stiffness
of the collagen gel was measured by AFM. The 5
pm-diameter polystyrene bead-modified tip-less
cantilever (ARROW-TL1-50, NanoWorld) with
nominal spring constant 0.03N/m was used to apply
1InN with 1 pm/second approaching/retracting speed
on collagen gels. All the force-displacement curves
obtained from pancreatic tissues and collagen gels
were analyzed using the JPK package software, from
which the effective Young’s modulus of the pancreatic
tissues and collagen gels were calculated based on the
Hertz model [27]. At least 60 points of indentation
results were collected in each experiment.

Statistics

Numerical data were represented as the mean *
SEM of triplicate determinations. Comparisons were
analyzed using GraphPad Prism 5.0 (GraphPad
software) and SPSS Statistics 17.0 (IBM software). P
value < 0.05 was regarded as statistically significant.
Overall survival (OS) and disease-free survival (DFS)
were analyzed with the Kaplan-Meier method and the
differences were calculated using log-rank test.

Results

PSC activation increases pancreatic cancer
tissue stiffness and predicts poor survival

Recent studies have shown that activated PSCs
induce ECM synthesis to drive fibrosis in pancreatic
cancer [28]. We preformed Masson’s trichrome
staining for collagen and IHC staining for the
activated PSC marker a-SMA on paired pancreatic
tumor/normal tissue samples to confirm the effect of
PSC activation on ECM deposition. Increased PSC
activation and collagen expression were observed in
the tumor tissues in comparison with the non-tumor
counterparts. Additionally, both a-SMA and collagen
were localized in the same areas of the specimens
(Figure 1A), demonstrating activated PSCs as a
predominant source of ECM. We further investigated
whether PSC activation increases the stiffness of
pancreatic cancer tissues. The results show that tumor
tissues were stiffer than the corresponding non-tumor
parts (Figure 1B), revealing a positive correlation
between PSC activation and tumor stiffness.

Next, to assess the effect of PSC activation on
patient survival, IF staining for a-SMA on human
pancreatic cancer TMAs was conducted. The
clinicopathologic characteristics of pancreatic cancer
patients collected for TMA construction were shown
in Table S1. The mean percentage of
a-SMA-expressing cells, 55.5% was used as a cutoff
point for the classification of patients into two groups:
the high a-SMA expression group (= mean value) and
the low a-SMA expression group (< mean value)
(Figure 1C). The patients in the high a-SMA
expression group had worse OS and DFS (Figure 1D).
High a-SMA expression was associated with a greater
incidence of early disease recurrence and early
metastasis after dichotomization of recurrence time or
metastasis time using 6 months post-surgery as a cut
off (Figure 1E).

PAI-1 secreted from pancreatic cancer cells
induces PSC activation

Accumulating evidence has suggested that
pancreatic cancer cells can stimulate PSC activation
[4]. Here, we show that coculture with PANC-1 or Mia
PaCa-2 cells in a simplified coculture system enabled
RLT-PSCs to undergo activation featured by increased
a-SMA expression (Figure 2A). To investigate the
effect of PSC activation on tissue stiffness and cancer
aggressiveness, the organotypic 3D coculture system
of pancreatic cancer cells and RLT-PSC cells was
adopted. Figure 2B shows the schematic
representation of an organotypic coculture model
described previously [24]. The organotypic gel
stiffness of pancreatic cancer cell/ RLT-PSC cocultures
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measured by AFM was higher than that of RLT-PSC  invasion into the gel (Figure 2D). These data
monoculture or cancer cell monocultures (Figure 2C).  suggested that pancreatic cancer cells can activate
After monoculture, PANC-1 cells and Mia PaCa-2 cells PSCs, which increase matrix stiffness and in turn
remained on the surface of 3D gels; however, exacerbate the malignant behavior of cancer cells.
coculture with RLT-PSCs increased cancer cell
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Figure 1. PSC activation is associated with the stiffness of pancreatic cancer tissue and poor outcome in patients. A, Expression of a-SMA and collagen in human
pancreatic cancer tissue was determined by IHC and Masson’s trichrome stain. Magnification: 200x, scare bar: 200 um. B, The stiffness of non-tumor tissues and tumor tissues
from the paired specimens of 5 patients was measured by AFM and compared. P=0.0077, paired t-test. C, Expression of a-SMA was analyzed by IF staining in TMAs of 91
pancreatic tumors. Patients were divided into the low expression group (left) and the high expression group (right) according to the mean percentage of a-SMA positive cells as
cutoff point at 55.8%. Images on the bottom panel are high-magnification (200x; scale bar: 20 ym) of areas outlined by red squares. D, The correlations of a-SMA expression with
patient OS and DFS were analyzed using Kaplan-Meier survival analysis. E, The bar graph depicts the frequency distribution of low and high a-SMA expression for early
recurrence and late recurrence (left; P=0.002, Chi-square Test) and for early metastasis and late metastasis (right; P=0.000, Chi-square Test).
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Figure 2. PAI-1 is involved in pancreatic cancer cells-induced PSC activation and confers poor patient outcome. A, After monoculture or coculture with
PANC-1 or Mia PaCa-2 cells in a simplified coculture system for 72 hours, a-SMA expression in RLT-PSC cells were determined by Western blotting. B, The schematic
representation of a 3D organotypic coculture model. AFM was used to measure the stiffness of organotypic gels. C, The stiffness of organotypic gels of monocultures or
cocultures was measured by AFM. The bar graph indicates the average values of Young's modulus of organotypic gels. ** P < 0.01; *** P < 0.001, significant difference between
groups, one-way ANOVA. D, PANC-1 and Mia PaCa-2 cells were monocultured or cocultured with RLT-PSC cells carrying red fluorescent protein in 3D gels. Cell nuclei were
stained with DAPI. The gels were visualized using fluorescence microscopy. The dotted white lines indicate the upper surface of the organotypic gels. E, The CM of RLT-PSC
monoculture and RLT-PSC/PANC-1 coculture were collected for cytokine arrays. The bar graph shows differential expression of cytokines. F, After coculture, mRNA in
PANC-1, Mia PaCa-2, and RLT-PSC cells was collected to measure PAI-1 gene expression using qPCR. The bar graphs depict the relative expression of PAI-1 mRNA. ** P <
0.001 versus monoculture control, unpaired t-test. G, After treatment with PAI-1 (200 ng/mL) for 24 hours, RLT-PSC cells were stained with anti-a-SMA antibodies (green) and
oil red O (red). Magnification: 400x, scale bar: 20 ym. H, The human pancreatic tumor TMA sections were stained with anti-PAI-1 (red) and anti-a-SMA (green) antibodies.
Magnification: 200x, scale bar: 20 um. I, The correlation between PAI-1 and a-SMA expression was analyzed by Pearson correlation coefficient test (r=0.8695; P < 0.0001). J, The
association between patient survival (OS and DFS) and the combination of PAI-1 and a-SMA expression was determined by Kaplan-Meier survival analysis.
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To determine the factors contributing to PSC
activation, the CM from coculture of RLT-PSCs and
PANC-1 cells was collected for cytokine array. As
compared with the CM of RLT-PSC monoculture,
several cytokines, such as CD54, IL§, MCP-1, MIF, and
PAI-1, were upregulated in the coculture medium
(Figure 2E). Because PAI-1 has been implicated in the
pathology of fibrosis, we focused on its role in PSC
activation. To identify the cellular source of the
elevated level of PAI-1, PAI-1 mRNA expression in
PANC-1, Mia PaCa-2, and RLT-PSC cells before and
after coculture was analyzed. After coculture, PAI-1
mRNA expression was increased in PANC-1 and Mia
PaCa-2 cells but not altered in RLT-PSCs (Figure 2F),
suggesting that pancreatic cancer cells are the major
source of PAI-1 production. We further verified
whether PSCs can be activated by PAI-1. Treatment
with PAI-1 recombinant protein in RLT-PSCs
increased a-SMA expression and resulted in loss of
vitamin A-containing lipid droplets (Figure 2G),
suggesting the involvement of PAI-1 in PSC
activation.

High expression of PAI-1 and a-SMA is
associated with poor patient outcomes

To address the clinical significance of PAI-1 in
pancreatic cancer, the correlation between PSC
activation and PAI-1 expression was analyzed and its
influence on patient survival was evaluated. Double IF
staining for a-SMA (green) and PAI-1 (red) was
performed on pancreatic cancer TMAs. Activated
PSCs characterized by high a-SMA expression
surrounded PAI-1* tumor cells (Figure 2H). There was
a strong positive correlation between a-SMA and
PAI-1 expression (Figure 2I). To assess the prognostic
value of the combination of PAI-1 and a-SMA
expression in pancreatic cancer, we divided the
patients into 3 groups: the high expression group
(staining percentages of PAI-1 > the mean value of
56% and a-SMA = the mean value of 55.5%; N=42), the
low expression group (staining percentages of PAI-1 <
56% and a-SMA < 55.5%; N=37) , and the inconsistent
group (staining percentages of PAI-1 = 56% and
a-SMA < 55.5% or staining percentages of PAI-1 <
56% and a-SMA = 55.5%; N=12). As compared with
the low expression group and the inconsistent group,
both OS and DFS were significantly worst in the high
expression group (Figure 2J).

PAI-1 knockdown attenuates coculture-
induced PSC activation and organotypic gel
stiffness

To determine the importance of PAI-1 in PSC
activation, a stable knockdown cell line PN kdPAI-1

was established from PANC-1 cells using PAI-1
shRNA. Coculture with PANC-1 cells increased
a-SMA expression and reduced accumulation of
vitamin A-containing lipid droplets in RLT-PSCs, but
coculture with PN kdPAI-1 cells reversed this effect
(Figure 3A). After activation, PSCs can acquire strong
abilities to migrate and synthesize a large amount of
ECM proteins, such as fibronectin and collagen [29,
30], so we examined the effect of PAI-1 on cell
migration and ECM production in RLT-PSCs.
Treatment with exogenous PAI-1 or the CM of
PANC-1 cells enhanced the migration of RLT-PSCs,
but treatment with the CM of PN kdPAI-1 cells did not
(Figure 3B). Expression of collagen I and fibronectin
was induced in RLT-PSCs after coculture with
PANC-1 cells, whereas the induction was suppressed
by knockdown of PAI-1 (Figure 3C and 3D). In
addition, silencing PAI-1 reduced coculture-mediated
increase in stiffness of the organotypic gels (Figure
3E). These results demonstrate the requirement of
PAI-1 for coculture-induced PSC activation and
matrix stiffness.

Upregulation of PAI-1 is induced by KRAS
mutation in pancreatic cancer cells

PAI-1 expression is reportedly regulated by the
RAS/MAPK pathway [31]. Given that activating
KRAS mutations are the most prevalent oncogenic
driver in pancreatic cancer [32], we investigated the
role of KRAS in the regulation of PAI-1 expression.
PAI-1 expression was screened in several human
pancreatic cancer cell lines. Higher expression of
PAI-1 was seen in AsPC-1, PANC-1, and Mia PaCa-2
cells that harbor KRAS mutations than in wild-type
KRAS expressing BxPC-3 cells (Figure 4A and 4B),
suggesting a positive correlation between KRAS
activity and PAI-1 expression. To verify whether
PAI-1 expression is regulated by KRAS, stable KRAS
knockdown PANC-1 cells (PN kdKRAS cells) and
wild-type KRAS overexpressing BxPC-3 cells (Bx
ovKRAS cells) were established to determine their
PAI-1 expression. The expression of PAI-1 was
decreased in PN kdKRAS cells as compared with
control PANC-1 cells. By contrast, PAI-1 was
upregulated in Bx ovKRAS cells as compared with
their corresponding control (Figure 4C and 4D).
Because ERK is the most common effector
downstream of KRAS, we determined whether KRAS
upregulates PAI-1 via ERK in pancreatic cancer cells.
In PANC-1, Mia PaCa-2, or Bx ovKRAS cells,
suppression of ERK phosphorylation by the
MEK/ERK inhibitor U0126 reduced PAI-1 expression
(Figure 4E). The concentrations of PAI-1 in the culture
media of Bx ovKRAS and PANC-1 cells were also

http://lwww.thno.org



Theranostics 2019, Vol. 9, Issue 24 7176

decreased after U0126 treatment (Figure 4F). Taken = KRAS/ERK pathway in pancreatic cancer cells.
together, PAI-1 is a potential downstream target of the
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RLT-PSC cells after coculture with PANC-1 or PN kdPAI-1 cells was determined by Western blotting and q-PCR. The bar graphs depict the relative expression of collagen | and
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bar graph indicates the average values of Young's modulus of organotypic gels. ** P < 0.01, significant difference between groups, two-way ANOVA.
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PAI-1 stimulates the activation of PSCs by
binding to LRP-1

LRP-1 belongs to the low-density lipoprotein
receptor family that mediates the internalization of
various extracellular macromolecules. In addition to

mediating endocytosis, LRP-1 also functions as a
signaling receptor in multiple cellular activities [33].
Interestingly, the promigratory function of PAI-1
requires LRP-1-dependent signaling [34]. To investigate
whether LRP-1 plays a role in PAI-1-mediated PSC
activation, we established stable LRP-1 knockdown
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RLT-PSCs (PSC kdLRP). After PAI-1 treatment,
expression of a-SMA was increased in control
RLT-PSCs, but was not changed in PSC kdLRP cells
(Figure 5A). IF staining also shows that coculture with
PANC-1 cells or treatment with PAI-1 increased
a-SMA expression and decreased the level of vitamin
A-containing lipid droplets in parental RLT-PSCs but
not in PSC kdLRP cells (Figure 5B). Furthermore,
treatment with PANC-1 CM or PAI-1 induced
migration of RLT-PSCs, but this effect was blocked by
knockdown of LRP-1 (Figure 5C). Knockdown of
LRP-1 in RLT-PSCs also counteracted coculture-
mediated increase in expression of collagen I and
fibronectin (Figure 5D and 5E) and gel stiffness
(Figure 5F).

PAI-1 induces PSC activation through
ERK/c-JUN signaling

Because ERK serves as a key downstream
mediator of LRP-1-regulated invasion and migration
in cancer cells [35], we investigated whether PAI-1
induces PSC activation by triggering LRP-1/ERK
signaling. After PAI-1 treatment, ERK was
phosphorylated with a peak level at the time point of
30 minutes, and a-SMA as well as fibronectin were
upregulated after 3 hours in RLT-PSCs but not in PSC
KdLRP cells (Figure 5G). Suppression of ERK
phosphorylation by U0126 in RLT-PSCs decreased
expression of a-SMA, collagen I, and fibronectin
(Figure 5H). We further identified that c-JUN, a
downstream effector of ERK, is involved in
PAI-1-induced PSC activation because c¢-JUN
expression was upregulated by PAI-1 in RLT-PSCs
(Figure 5G). Treatment with U0126 abolished
PAI-1-mediated upregulation of c-JUN (Figure 5H).
Knockdown of c-JUN in RLT-PSCs by siRNA
inhibited PAI-1-induced expressions of a-SMA,
collagen I, and fibronectin (Figure 5I). Taken together,
these results suggest that PAI-1 can activate the
LRP-1/ERK/c-JUN pathway to induce PSC activation.

Activated PSCs potentiate the aggressiveness
of pancreatic cancer via IL-8

Proinflammatory cytokine IL-8 with protumoral
activities is frequently expressed in pancreatic tumor
stroma [36], where activated PSCs are the major
producer of cytokines, including IL-8 [37]. Together
with our cytokine array data that IL-8 level was
increased in coculture medium (Figure 2E), we
assumed that activated PSCs may release IL-8 to affect
cancer cell behavior. In RLT-PSCs, PAI-1 treatment
indeed induced IL-8 expression and secretion, but the
induction was inhibited by knockdown of LRP-1

(Figure 6A and 6B), demonstrating the upregulation of
IL-8 in activated PSCs. To determine whether PSCs
promoted pancreatic cancer cell invasion into the 3D
gel (Figure 2D) through IL-8, we next examined the
effect of IL-8 on the softness of cancer cells, which has
been associated with a more invasive phenotype and
metastatic potential of tumor cells [38, 39]. PANC-1
cells became softer after IL-8 treatment (Figure 6C). By
contrast, in Mia PaCa-2 cells that are highly malignant,
IL-8 treatment could induce only a slight increase in
cell softness (Figure 6C). Inhibition of IL-8 receptor
CXCR2 in both cell lines with the small molecule
inhibitor SB225002 attenuated IL-8-mediated increase
in cell softness (Figure 6C). We examined whether IL-8
also has effects on cell growth and PAI-1 expression in
pancreatic cancer cells to promote fibrosis, but we
observed that cell growth and PAI-1 expression did
not change after IL-8 treatment (Figure 6D and 6E).
Furthermore, we assessed the in vivo antitumor effects
of blocking IL-8 signaling and found that the mean
tumor weight of KPC mice receiving SB225002 was
lower than that of controls (Figure 6F). Interestingly,
Masson’s trichrome staining and IHC staining show
that treatment with SB225002 also reduced fibrosis
and o-SMA expression in KPC tumor tissues (Figure
6G), demonstrating a reciprocal interaction between
pancreatic cancer cells and PSCs.

Discussion

Severe fibrosis in pancreatic cancer can retard
chemotherapy drug penetration and uptake into
tumor tissues and has been considered one of the
causes for failure of clinical treatment in pancreatic
cancer. PSCs not only represent the key effector cells
in pancreatic fibrosis but also interact with cancer cells
to create a permissive microenvironment for cancer
progression, which provides a strong rationale for
depleting PSCs as a promising therapeutic approach
to improve pancreatic cancer treatment. Here, we
reported that high levels of activated PSCs in
pancreatic tumor tissues were associated with
increased tumor stiffness and poor patient outcomes.
PSC activation after coculture with pancreatic cancer
cells resulted in increased ECM protein production
and increased organotypic coculture gel stiffness. The
activation of PSCs was mediated by pancreatic cancer
cells-derived  PAI-1 acting  through  the
LRP-1/ERK/c-JUN pathway. Activated PSCs secreted
high levels of IL-8 that had protumor effects on
pancreatic cancer cells. Our study highlights potential
molecules involving in the interactions between
pancreatic cancer cells and PSCs.
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Figure 5. LRP-1/ERK/c-JUN signaling is required for PAI-1-dependent PSC activation. A, After PAI-1 (200 ng/mL) treatment, o.-SMA expression in RLT-PSC and
PSC kdLRP cells was determined by Western blotting. B, After coculture with PANC-1 cells for 72 hours or treatment with PAI-1 (200 ng/mL) for 24 hours, RLT-PSC and PSC
kdLRP cells were stained with anti-a-SMA (green) and oil red O (red). Magnification: 400x, scale bar: 20 pm. C, The migration of RLT-PSC cells and PSC kdLRP cells was analyzed
using transwell assays after incubation with CM derived from PANC-1 or fresh medium containing PAI-1 (200 ng/mL) for 24 hours. The bar graph indicates the average number
of migrating cells. *** P < 0.001 versus scrambled control cells, unpaired t-test. D and E, Protein and mRNA expression of collagen | and fibronectin in RLT-PSC cells and PSC
kdLRP cells was determined by IF staining and q-PCR, respectively. The bar graph depicts relative mRNA expression of collagen | and fibronectin. ** P < 0.01; *** P < 0.001,
significant difference between groups, one-way ANOVA. F, After coculture of cancer cells with RLT-PSC cells or PSC kdLRP cells, the stiffness of 3D coculture gels was
measured by AFM. The bar graphs indicate the average values of Young's modulus of organotypic gels.x* P < 0.01; *#x P < 0.001, significant difference between groups, one-way
ANOVA. G, After treatment with PAI-1 (200 ng/mL) for the indicated times in RLT-PSC cells and PSC kdLRP cells, expression of the indicated proteins was determined by
Western blot analysis. H, RLT-PSC cells and PSC kdLRP cells were pretreated with U0126 (20 pg/mL) for | hour followed PAI-1 stimulation for 0.5 and 3 hours. Cell lysates were
subjected to Western blotting with antibodies against the indicated proteins. I, RLT-PSC cells were transiently transfected with either nontargeting control siRNA or JUN siRNA.
Forty-eight hours after transfection, cells were treated with PAI-1 (200 ng/mL) for 0.5 and 3 hours, and then cell lysates were subjected to Western blotting using antibodies
against the indicated proteins.
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tissues were determined by Masson’s trichrome stain and IHC, respectively. Magnification: 40x, scare bar: 500 um. H, A schematic model illustrating the molecular mechanism

by which PAI-1 regulates the tumor-stroma interactions and TME remodeling.

It is well known that PAI-1 can neutralize
activities of tPA and uPA to impede plasmin
formation and protect ECM proteins from proteolytic
degradation [17]. Therefore, a sustained increase in
PAI-1 level may result in collagen accumulation and

thus tissue fibrosis [40]. Recently, PAI-1 has also been
linked to cancer. PAI-1 deficiency in transgenic mice
reduced tumor growth and angiogenesis [41].
Elevated PAI-1 expression in many cancers, such as
glioma, ovarian cancer, and pancreatic cancer, was
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associated with unfavorable patient outcomes [42, 43],
suggesting its potential role in tumor promotion. In
this study, we have found that pancreatic cancer
cells-secreted PAI-1 could stimulate PSC activation to
produce ECM proteins, which might consequently
result in stromal fibrosis and tumor progression. To
the best of our knowledge, this is the first study to
uncover a previously unrecognized function of PAI-1
as a PSC activator and suggest that interfering with
PAI-1 signaling may be an effective antifibrotic
treatment.

Over the last few decades, intensive attention
has been focused on the interaction between the TME
and cancer cells. Research in the field of
mechanobiology shows that cellular activities
required for cancer formation, such as growth,
differentiation, motility, and invasion, can be affected
by physical interactions between cells and their ECM
adhesions [44]. For example, collagen crosslinking
could stiffen ECM and force breast malignancy [45].
Increasing ECM rigidity strongly enhanced glioma
cell proliferation and motility [46]. Consistently, in
our study, PSC activation increased the
aggressiveness of pancreatic cancer cells and tumor
stiffness, contributing to dismal survival of pancreatic
cancer patients. However, unexpected roles for
myofibroblasts in pancreatic cancer have recently
been highlighted by two groups [47, 48]. They found
that the reduction of myofibroblasts and fibrosis in
pancreatic cancer did not improve the treatment
efficacy of gemcitabine and even accelerated tumor
growth. The controversy may arise from the
heterogeneity of PSCs that consist of distinct
subpopulations having different functions in
pancreatic cancer. Recent research has shown that
CD10* PSCs found in great abundance in pancreatic
cancer significantly increased cancer cells growth and
invasiveness [49]. Another population of CD271*
PSCs were frequently found in normal pancreatic
tissues, and high CD271 expression in pancreatic
tumors was associated with good prognosis [50]. The
subpopulations of PSCs that contribute to fibrosis and
cancer progression need to be identified in the future.

In addition to the depletion of stromal cells, ECM
proteolytic degradation by enzymes is regarded as a
promising way to reduce fibrosis and enhance drug
perfusion. The polysaccharide hyaluronic acid (HA), a
major component of ECM, frequently accumulates in
malignant tumors, which creates a favorable
microenvironment for cancer progression [51]. In
pancreatic cancer, the accumulation of HA favors
epithelial-mesenchymal transition and tumor growth,
suggesting that HA represents a potential therapeutic
target [52]. Several stroma-targeted agents have so far
been developed at the preclinical or clinical stage, of

which PEGPH20is the best characterized.
Administration of PEGPH20 ablated stromal HA,
normalized interstitial fluid pressure, allowed
reexpansion of collapsed tumor microvasculature,
and consequently enhanced the tumoricidal activity
of chemotherapy in preclinical models [53, 54].
Because depletion of myofibroblasts in pancreatic
cancer reduced fibrosis but not affected HA content
[47], it is reasonable to infer that a triple combination
of PSC-targeting agents, HA-targeting enzymatic
agents, and chemotherapeutic drugs may be an
effective therapeutic option in pancreatic cancer.

In conclusion, we have identified PAI-1 as a
novel regulator in the interaction between pancreatic
cancer cells and PSCs (Figure 6H). Pancreatic cancer
cells-derived PAI-1 can induce PSC activation to
promote fibrosis and tumor stiffness and release IL-8
to enhance the malignant phenotype of cancer cells.
Accordingly, blockade of PAI-1 signaling is a
theoretically promising approach to resolve fibrosis
and improve pancreatic cancer treatment.

Abbreviations

PSCs: pancreatic stellate cells; ECM: extracellular
matrix; a-SMA: a-smooth muscle actin; TME: tumor
microenvironment; PAI-1: plasminogen activator
inhibitor-1; SERPIN: serine protease inhibitor; LRP-1:
low-density lipoprotein receptor-related protein-1;
tPAR: tissue-type plasminogen activator receptor;
uPAR:  urokinase-type plasminogen activator
receptor; CM: conditioned medium; FBS: fetal bovine
serum; NAC: N-acetylcysteine; TMA: tissue
microarray; IP: intraperitoneal; NCKUH: National
Cheng  Kung  University = Hospital, IHC:
immunohistochemistry; MTT: 3-(4,5-dimethylthiazol-
2-y1)-2,5-diphenyl-tetrazolium bromide; IF:
immunofluorescence; AFM: atomic force microscopy;
OS: overall survival; DFS: disease-free survival, HA:
hyaluronic acid.

Supplementary Material

Supplementary figures and tables.
http:/ /www.thno.org/v09p7168s1.pdf

Acknowledgements

We sincerely thank Dr. Yu-Wei Chiou for
measuring the stiffness of cells and tissues with AFM,
the Microbe Bank Core Lab of NCKUH for
transfection and viral infection, and the
Immunobiology Core Laboratory of NCKUH for the
confocal imaging analysis. This work was supported
by research grants from Taiwan’s Ministry of Science
and Technology (MOST  106-2320-B-006-016),
Taiwan’s Ministry of Health and Welfare (MOHW
106-TDU-B-211-144004), National Cheng Kung

http://lwww.thno.org



Theranostics 2019, Vol. 9, Issue 24

7182

University
(NCKUH-10301002),

Hospital, Tainan, Taiwan
and HSU-YUAN Education

Foundation (HY-2017-001).

Author contributions

HCW, YJC, MJT, LTC, and YSS designed and

conceived the study. YLL, CCH, YCH, and HCW
performed the experiments and analyzed the data.
HCW and YLL wrote the manuscript. PHH, MJT, LTC
and YSS reviewed the manuscript. All authors read
and approved the final manuscript.

Competing Interests

The authors have declared that no competing

interest exists.

References

1.

2.

20.

21.

22.

23.

Rawla P, Sunkara T, Gaduputi V. Epidemiology of Pancreatic Cancer: Global
Trends, Etiology and Risk Factors. World journal of oncology. 2019; 10: 10-27.
Neesse A, Algul H, Tuveson DA, Gress TM. Stromal biology and therapy in pancreatic
cancer: a changing paradigm. Gut. 2015; 64: 1476-84.

Mahadevan D, Von Hoff DD. Tumor-stroma interactions in pancreatic ductal
adenocarcinoma. Mol Cancer Ther. 2007; 6: 1186-97.

Apte MV, Park S, Phillips PA, Santucci N, Goldstein D, Kumar RK, et al.
Desmoplastic reaction in pancreatic cancer: role of pancreatic stellate cells. Pancreas.
2004; 29: 179-87.

Bachem MG, Zhou Z, Zhou S, Siech M. Role of stellate cells in pancreatic fibrogenesis
associated with acute and chronic pancreatitis. J Gastroenterol Hepatol. 2006; 21 Suppl
3:892-6.

Sun Q, Zhang B, Hu Q, Qin Y, Xu W, Liu W, et al. The impact of cancer-associated
fibroblasts on major hallmarks of pancreatic cancer. Theranostics. 2018; 8: 5072-87.
Bachem MG, Schneider E, Gross H, Weidenbach H, Schmid RM, Menke A, et al.
Identification, culture, and characterization of pancreatic stellate cells in rats and
humans. Gastroenterology. 1998; 115: 421-32.

Vonlaufen A, Joshi S, Qu C, Phillips PA, Xu Z, Parker NR, et al. Pancreatic stellate
cells: partners in crime with pancreatic cancer cells. Cancer research. 2008; 68:
2085-93.

Butcher DT, Alliston T, Weaver VM. A tense situation: forcing tumour progression.
Nature reviews Cancer. 2009; 9: 108-22.

Provenzano PP, Inman DR, Eliceiri KW, Knittel JG, Yan L, Rueden CT, et al. Collagen
density promotes mammary tumor initiation and progression. BMC medicine. 2008; 6:

Provenzano PP, Keely PJ. Mechanical signaling through the cytoskeleton regulates cell
proliferation by coordinated focal adhesion and Rho GTPase signaling. Journal of cell
science. 2011; 124: 1195-205.

Bae YH, Mui KL, Hsu BY, Liu SL, Cretu A, Razinia Z, et al. A
FAK-Cas-Rac-lamellipodin signaling module transduces extracellular matrix stiffness
into mechanosensitive cell cycling. Science signaling. 2014; 7: ra57.

Choong PF, Nadesapillai AP. Urokinase plasminogen activator system: a
multifunctional role in tumor progression and metastasis. Clinical orthopaedics and
related research. 2003: S46-58.

Fang H, Placencio VR, DeClerck YA. Protumorigenic activity of plasminogen
activator inhibitor-1 through an antiapoptotic function. Journal of the National Cancer
Institute. 2012; 104: 1470-84.

Deng G, Curriden SA, Wang S, Rosenberg S, Loskutoff DJ. Is plasminogen activator
inhibitor-1 the molecular switch that governs urokinase receptor-mediated cell
adhesion and release? J Cell Biol. 1996; 134: 1563-71.

Kamikubo Y, Neels JG, Degryse B. Vitronectin inhibits plasminogen activator
inhibitor-1-induced signalling and chemotaxis by blocking plasminogen activator
inhibitor-1 binding to the low-density lipoprotein receptor-related protein. Int J
Biochem Cell Biol. 2009; 41: 578-85.

Czekay RP, Wilkins-Port CE, Higgins SP, Freytag J, Overstreet JM, Klein RM, et al.
PAI-1: An Integrator of Cell Signaling and Migration. International journal of cell
biology. 2011; 2011: 562481.

Senoo T, Hattori N, Tanimoto T, Furonaka M, Ishikawa N, Fujitaka K, et al.
Suppression of plasminogen activator inhibitor-1 by RNA interference attenuates
pulmonary fibrosis. Thorax. 2010; 65: 334-40.

Ma LJ, Fogo AB. PAI-1 and kidney fibrosis. Frontiers in bioscience. 2009; 14:
2028-41.

Pedersen H, Grondahl-Hansen J, Francis D, Osterlind K, Hansen HH, Dano K, et al.
Urokinase and plasminogen activator inhibitor type 1 in pulmonary adenocarcinoma.
Cancer Res. 1994; 54: 120-3.

Nekarda H, Siewert JR, Schmitt M, Ulm K. Tumour-associated proteolytic factors uPA
and PAI-1 and survival in totally resected gastric cancer. Lancet. 1994; 343: 117.
Niedergethmann M, Alves F, Neff JK, Heidrich B, Aramin N, Li L, et al. Gene
expression profiling of liver metastases and tumour invasion in pancreatic cancer using
an orthotopic SCID mouse model. British journal of cancer. 2007; 97: 1432-40.
Lupu-Meiri M, Geras-Raaka E, Lupu R, Shapira H, Sandbank J, Segal L, et al.
Knock-down of plasminogen-activator inhibitor-1 enhances expression of E-cadherin

24,

25.

26.

27.

28.

29.

30.

31.

32.

33.

34,

3s.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51

52.

53.

and promotes epithelial differentiation of human pancreatic adenocarcinoma cells.
Journal of cellular physiology. 2012; 227: 3621-8.

Kalabis J, Wong GS, Vega ME, Natsuizaka M, Robertson ES, Herlyn M, et al. Isolation
and characterization of mouse and human esophageal epithelial cells in 3D organotypic
culture. Nat Protoc. 2012; 7: 235-46.

Hou YC, Chao YJ, Tung HL, Wang HC, Shan YS. Coexpression of
CD44-positive/CD133-positive  cancer stem cells and  CD204-positive
tumor-associated macrophages is a predictor of survival in pancreatic ductal
adenocarcinoma. Cancer. 2014; 120: 2766-77.

Chiou YW, Lin HK, Tang MJ, Lin HH, Yeh ML. The influence of physical and
physiological cues on atomic force microscopy-based cell stiffness assessment. PloS
one. 2013; 8: ¢77384.

Rico F, Roca-Cusachs P, Gavara N, Farre R, Rotger M, Navajas D. Probing mechanical
properties of living cells by atomic force microscopy with blunted pyramidal cantilever
tips. Phys Rev E Stat Nonlin Soft Matter Phys. 2005; 72: 021914.

Bachem MG, Schunemann M, Ramadani M, Siech M, Beger H, Buck A, et al.
Pancreatic carcinoma cells induce fibrosis by stimulating proliferation and matrix
synthesis of stellate cells. Gastroenterology. 2005; 128: 907-21.

Bachem MG, Zhou S, Buck K, Schneiderhan W, Siech M. Pancreatic stellate
cells--role in pancreas cancer. Langenbecks Arch Surg. 2008; 393: 891-900.

Apte MV, Pirola RC, Wilson JS. Pancreatic stellate cells: a starring role in normal and
diseased pancreas. Front Physiol. 2012; 3: 344.

Sangle GV, Zhao R, Mizuno TM, Shen GX. Involvement of RAGE, NADPH oxidase,
and Ras/Raf-1 pathway in glycated LDL-induced expression of heat shock factor-1 and
plasminogen activator inhibitor-1 in vascular endothelial cells. Endocrinology. 2010;
151: 4455-66.

Kumar V, Mundra V, Peng Y, Wang Y, Tan C, Mahato RI. Pharmacokinetics and
biodistribution of polymeric micelles containing miRNA and small-molecule drug in
orthotopic pancreatic tumor-bearing mice. Theranostics. 2018; 8: 4033-49.

Herz J, Strickland DK. LRP: a multifunctional scavenger and signaling receptor. The
Journal of clinical investigation. 2001; 108: 779-84.

Garg N, Goyal N, Strawn TL, Wu J, Mann KM, Lawrence DA, et al. Plasminogen
activator inhibitor-1 and vitronectin expression level and stoichiometry regulate
vascular smooth muscle cell migration through physiological collagen matrices. J
Thromb Haemost. 2010; 8: 1847-54.

Song H, Li Y, Lee J, Schwartz AL, Bu G. Low-density lipoprotein receptor-related
protein 1 promotes cancer cell migration and invasion by inducing the expression of
matrix metalloproteinases 2 and 9. Cancer research. 2009; 69: 879-86.

Motoo Y, Xie MJ, Mouri H, Sawabu N. Expression of interleukin-8 in human
obstructive pancreatitis. JOP : Journal of the pancreas. 2004; 5: 138-44.

Zhao W, Ajani JA, Sushovan G, Ochi N, Hwang R, Hafley M, et al. Galectin-3
Mediates Tumor Cell-Stroma Interactions by Activating Pancreatic Stellate Cells to
Produce Cytokines via Integrin Signaling. Gastroenterology. 2018; 154: 1524-37 ¢6.
Swaminathan V, Mythreye K, O'Brien ET, Berchuck A, Blobe GC, Superfine R.
Mechanical stiffness grades metastatic potential in patient tumor cells and in cancer cell
lines. Cancer research. 2011; 71: 5075-80.

Abdolahad M, Sanaee Z, Janmaleki M, Mohajerzadeh S, Abdollahi M, Mehran M.
Vertically aligned multiwall-carbon nanotubes to preferentially entrap highly
metastatic cancerous cells. Carbon. 2012; 50: 2010-7.

Takeshita K, Hayashi M, lino S, Kondo T, Inden Y, Iwase M, et al. Increased
expression of plasminogen activator inhibitor-1 in cardiomyocytes contributes to
cardiac fibrosis after myocardial infarction. Am J Pathol. 2004; 164: 449-56.

Bajou K, Noel A, Gerard RD, Masson V, Brunner N, Holst-Hansen C, et al. Absence of
host plasminogen activator inhibitor 1 prevents cancer invasion and vascularization.
Nat Med. 1998; 4: 923-8.

Iwadate Y, Hayama M, Adachi A, Matsutani T, Nagai Y, Hiwasa T, et al. High serum
level of plasminogen activator inhibitor-1 predicts histological grade of intracerebral
gliomas. Anticancer Res. 2008; 28: 415-8.

Mashiko S, Kitatani K, Toyoshima M, Ichimura A, Dan T, Usui T, et al. Inhibition of
plasminogen activator inhibitor-1 is a potential therapeutic strategy in ovarian cancer.
Cancer Biol Ther. 2015; 16: 253-60.

Xia N, Thodeti CK, Hunt TP, Xu Q, Ho M, Whitesides GM, et al. Directional control of
cell motility through focal adhesion positioning and spatial control of Rac activation.
Faseb J. 2008; 22: 1649-59.

Levental KR, Yu H, Kass L, Lakins JN, Egeblad M, Erler JT, et al. Matrix crosslinking
forces tumor progression by enhancing integrin signaling. Cell. 2009; 139: 891-906.
Ulrich TA, de Juan Pardo EM, Kumar S. The mechanical rigidity of the extracellular
matrix regulates the structure, motility, and proliferation of glioma cells. Cancer
research. 2009; 69: 4167-74.

Ozdemir BC, Pentcheva-Hoang T, Carstens JL, Zheng X, Wu CC, Simpson TR, et al.
Depletion  of  carcinoma-associated  fibroblasts and  fibrosis  induces
immunosuppression and accelerates pancreas cancer with reduced survival. Cancer
cell. 2014; 25: 719-34.

Rhim AD, Oberstein PE, Thomas DH, Mirek ET, Palermo CF, Sastra SA, et al. Stromal
elements act to restrain, rather than support, pancreatic ductal adenocarcinoma. Cancer
Cell. 2014; 25: 735-47.

Ikenaga N, Ohuchida K, Mizumoto K, Cui L, Kayashima T, Morimatsu K, et al.
CD10+ pancreatic stellate cells enhance the progression of pancreatic cancer.
Gastroenterology. 2010; 139: 1041-51, 51 el-8.

Fujiwara K, Ohuchida K, Mizumoto K, Shindo K, Eguchi D, Kozono S, et al.
CD271(+) subpopulation of pancreatic stellate cells correlates with prognosis of
pancreatic cancer and is regulated by interaction with cancer cells. PLoS One. 2012; 7:
e52682.

Toole BP. Hyaluronan: from extracellular glue to pericellular cue. Nature reviews
Cancer. 2004; 4: 528-39.

Kultti A, Zhao C, Singha NC, Zimmerman S, Osgood RJ, Symons R, et al.
Accumulation of extracellular hyaluronan by hyaluronan synthase 3 promotes tumor
growth and modulates the pancreatic cancer microenvironment. BioMed research
international. 2014; 2014: 817613.

Jacobetz MA, Chan DS, Neesse A, Bapiro TE, Cook N, Frese KK, et al. Hyaluronan
impairs vascular function and drug delivery in a mouse model of pancreatic cancer.
Gut. 2013; 62: 112-20.

http://lwww.thno.org



Theranostics 2019, Vol. 9, Issue 24 7183

54. Provenzano PP, Cuevas C, Chang AE, Goel VK, Von Hoff DD, Hingorani SR.
Enzymatic targeting of the stroma ablates physical barriers to treatment of pancreatic
ductal adenocarcinoma. Cancer cell. 2012; 21: 418-29.

http://lwww.thno.org



