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ABSTRACT

Acquired resistance of tumor cells during treatment limits the clinical efficacy
of radiotherapy. Recent studies to investigate acquired resistance under treatment
have focused on intercellular communication because it promotes survival and
aggressiveness of tumor cells, causing therapy failure and tumor relapse. Accordingly,
a better understanding of the functional communication between subpopulations
of cells within a tumor is essential to development of effective cancer treatment
strategies. Here, we found that conditioned media (CM) from radioresistant non-small
cell lung cancer (NSCLC) cells increased survival of radiosensitive cells. Comparative
proteomics analysis revealed plasminogen activator inhibitor-1 (PAI-1) as a key
molecule in the secretome that acts as an extracellular signaling trigger to strengthen
resistance to radiation. Our results revealed that expression and secretion of PAI-1
in radioresistant cells was increased by radiation-induced transcription factors,
including p53, HIF-1a, and Smad3. When CM from radioresistant cells was applied
to radiosensitive cells, extracellular PAI-1 activated the AKT and ERK1/2 signaling
pathway and inhibited caspase-3 activity. Our study also proposed that PAI-1 activates
the signaling pathway in radiosensitive cells via extracellular interaction with its
binding partners, not clathrin-mediated endocytosis. Furthermore, secreted PAI-1
increased cell migration capacity and expression of EMT markers in vitro and in vivo.
Taken together, our findings demonstrate that PAI-1 secreted from radioresistant
NSCLC cells reduced radiosensitivity of nearby cells in a paracrine manner, indicating
that functional inhibition of PAI-1 signaling has therapeutic potential because it
prevents sensitive cells from acquiring radioresistance.

INTRODUCTION

Lung cancer is the most common cancer and the
leading cause of cancer-related deaths worldwide [1].
Radiotherapy, alone or in combination with surgery
or chemotherapy, plays a major role in management
of non-small cell lung cancer (NSCLC). However,
resistance to radiation therapy is generally induced by
intrinsic mechanisms and extracellular factors through

intercellular communication, which greatly reduces the
efficacy of radiotherapy for NSCLC. Although previous
studies have contributed to a partial understanding of the
mechanisms of intrinsic radioresistance, radioresistance
acquired via extracellular factors mediating intercellular
communication is still not fully understood [2, 3]. Thus,
elucidation of the functional relationship among cells
within a tumor may reveal novel therapeutic targets for
regulation of therapeutic resistance.
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Tumors can be initially developed from a single cell
possessing genetic alterations. After formation of malignant
tumor mass, tumors are composed of cell populations with
distinct histological and genetic features that allow each
subclone to have differential responsiveness to immunity,
metabolism, growth signals, and anti-cancer therapies. This
phenomenon is known as intratumoral heterogeneity [4—6].
Intratumoral heterogeneity has recently been elucidated
through genomic/proteomic analysis for several cancer
types [7, 8]. Multi-focal microdissection analysis with
NSCLC patients showed that intratumoral heterogeneity
for epidermal growth factor receptor (EGFR) mutation was
detected in about 30% of patients, and was significantly
associated with disease-free survival after EGFR-specific
chemotherapy [7]. Evaluation of 100 primary cancers
demonstrated mutational diversity consisting of various
cancer-associated genes among individual tumors [8]. In
addition, intratumoral communication through direct cell-
to-cell contacts and paracrine signaling was shown to play
pivotal roles in immune surveillance, apoptosis-resistance,
invasion, and angiogenesis in response to various stimuli
[9-11]. In small cell lung cancer, paracrine signaling
between heterogeneous tumor subclones was required
to induce local invasion and intravasation for metastatic
conversion [9]. In addition, WNT16B and interleukin-17
provided from tumor stromal cells were identified as
paracrine regulators to promote resistance of tumor cells
to anti-cancer therapy [10, 11]. Although intratumoral and
tumor-stroma interactions that contribute to the neoplasm
and tumor malignancy have become a major focus in cancer
therapy, the mechanism and key molecules that enhance
resistance to therapy between individual tumor cells with
different characteristics remains largely unknown.

Plasminogen activator inhibitor-1 (PAI-1) is a well-
known factor involved in regulation of intra- and extra-
vascular fibrinolysis with urokinase-type plasminogen
activator (uPA) and its receptor uPAR. PAI-1 stimulates
proteolytic activation of extracellular plasminogen,
resulting in the formation of serine protease plasmin,
which is able to degrade extracellular matrix (ECM)
proteins including fibrin and laminin. This role of PAI- 1
in fibrinolysis systems associated with degradation and
remodeling of the surrounding tissues is also fundamental
to tumor progression, as indicated by expansion of the
tumor mass, induction of tumor cell proliferation, invasion,
migration, and release of tumor growth factors and
cytokines [12]. Increased expression of PAI-1 in tumors
has been reported as an informative prognostic marker
associated with poor outcome of a number of cancer types,
including NSCLC [13, 14]. Elevated levels of PAI-1 and
uPA have been reported to be correlated with low levels of
disease-free survival in breast cancer subtypes, especially
HER2-positive patients [14]. In head and neck squamous
cell carcinoma (HNSCC), high PAI-1 levels were found
to be closely correlated with perineural invasion and
shorter disease-free survival [15]. PAI-1 secreted from

mesenchymal stem cells was recently demonstrated to
increase migration and proliferation capacity of colon
cancer cells [16]. Furthermore, PAI-1 has been reported
as a key regulator of tumor aggressiveness and survival
that mediates several intracellular signaling pathways. The
association of PAI-1 with uPA/uPAR complex can induce
activation of PI3K/AKT, focal adhesion kinase (FAK),
and extracellular signal-regulated kinase (ERK) signalings
leading to cell survival and proliferation [17-19]. In
addition to the recognized function of PAI-1 in tumor
progression, some reports have suggested that PAI-1
could facilitate epithelial-mesenchymal transition (EMT)
through the regulation of EMT-associated proteins, such as
E-cadherin, Snail, and Vimentin [20]. These data provide
crucial evidence demonstrating that PAI-1 as a secreted
protein may significantly enhance tumor malignancy,
including tumor metastasis and resistance to therapy in a
paracrine manner.

To elucidate the mechanism and key molecules
in intercellular communication that induce resistance to
radiotherapy, we screened changes in the secretome in
IR-irradiated radioresistant NSCLC cells. Radiation-
dependent secretion of PAI-1 from radioresistant NSCLC
cells was shown to activate survival signaling and EMT
induction in radiosensitive NSCLC cells. Our findings
provide a possible explanation of how radiosensitive
cells can acquire resistance to radiation and promote the
EMT phenotype through interaction with neighboring
radioresistant cells in a paracrine manner. Furthermore,
we suggest that PAI-1 could be a promising therapeutic
target for enhancing the efficiency of radiotherapy to treat
lung cancer.

RESULTS

Secretome of radioresistant cells promotes
survival of radiosensitive cells in NSCLC

To investigate whether cells with radiosensitive
characteristics can become radioresistant via intercellular
communication, A549 and NCI-H460 cells were selected
as relatively radioresistant cells and radiosensitive
cells, respectively [21]. After preparation of CM
from radioresistant A549 cells, we first measured the
proliferation capacity of radiosensitive NCI-H460 cells by
a colony forming assay after irradiation with or without
treatment of CM. Colony formation of NCI-H460 cells
increased by ~3.70 fold in response to treatment with
CM obtained from irradiated A549 cells compared to
the group treated with control media in response to 6 Gy
of irradiation (Figure 1A). As shown in Figure 1B, the
populations of NCI-H460 cells under radiation exposure
also increased in response to treatment with CM harvested
from irradiated NCI-H358 or NCI-H292 cells, which were
shown to be radioresistant cell lines in a previous study
[22]. However, CM obtained from relatively radiosensitive
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cell lines, including NCI-H460, NCI-H157, NCI-H23
cells, had no effects on cell survival after irradiation
(Supplementary Figure S1A).

To determine whether the secretome of CM from
radioresistant cells influences radiation-induced apoptosis
in radiosensitive cells, NCI-H460 cells incubated with
CM from irradiated A549, NCI-H292, or NCI-H358 cells
for 6 h were irradiated and subsequently analyzed by an
Annexin V-FITC/PI staining assay. When NCI-H460
cells were treated with fresh serum-free control media,
the population of Annexin V-positive and Pl-positive
cells after 6 Gy of irradiation was about 30% of the
total population. However, NCI-H460 cells treated with
CM from A549, NCI-H292, or NCI-H358 cells showed
significantly decreased cell death in response to 6 Gy of
irradiation (Figure 1C). On the other hands, NCI-H460
cells treated with CM from NCI-H460, NCI-H157,
NCI-H23 cells showed similar cell death rate in response
to irradiation compared to the groups treated with control
media (Supplementary Figure S1B). Taken together, these
data suggest that CM from radioresistant cells can increase
cell proliferation and decrease cell death in irradiated
NCI-H460 cells, a relatively radiosensitive cell line.

PAI-1 in secretome of IR-irradiated
radioresistant cells increases survival of
IR-irradiated radiosensitive cells in NSCLC

To identify the key factors that made NCI-H460
cells more resistant to radiation, we analyzed the
secretome from irradiated A549 cells. CM from non-
irradiated or irradiated A549 cells were assessed by a
silver-staining assay, and the identities of several proteins
were determined by peptide mass fingerprint with high
confidence (Figure 2A, Supplementary Figure S2). PAI-1
was identified as a candidate for a paracrine factor that
mediates intercellular communication between A549
and NCI-H460 cells. Datasets available from Oncomine
(http://www.oncomine.org) and cBioportal (http://
www.cbioportal.org) presented that the expression of
SERPINE] in lung tumors was not significantly elevated
compared to normal lung (Supplementary Figure S3A)
and that gene amplification (1.72 + 0.58%), mutation
(1.8 £ 0.46%), or deletion (0.07 = 0.07%) of SERPINE
were detected in NSCLCs (Supplementary Figure S3B),
respectively [23-25]. It indicated that genetic alterations
of SERPINE were present, but rare in NSCLCs. Thus, we
hypothesized that PAI-1 expression might be induced in
response to extracellular stimuli such as radiation, leading
to tumor radioresistance and progression. To confirm
the involvement of PAI-1 in radiation, we measured the
expression of PAI-1 in response to radiation in NSCLC
cell lines. Expression of PAI-1 increased in irradiated
A549, NCI-H358, and NCI-H292 cells, and PAI-1 was
subsequently released from A549 cells into the media
(Figure 2B). However, expression of PAI-1 did not

increase in irradiated NCI-H460, NCI-H157, and NCI-H23
cells, and secreted PAI-1 was not detected in the media
obtained from NCI-H460 cells (Supplementary Figure S4).
The expression of PAI-1 has been shown to be elevated
by several transcription factors, including HIF- 1a, p53,
and phospho-Smad3, which were activated in response to
stress conditions such as hypoxia and oxidative stress, as
well as radiation exposure [26, 27]. To determine whether
the expression of PAI-1 was increased by hypoxia or
reactive oxygen species (ROS), we measured the protein
levels of PAI-1 and associated transcription factors in A549
cells after treatment with radiation, CoCl,, or H,O,. We
found that PAI-1 was induced under hypoxia or high ROS
levels (Figure 2C). In addition, the protein levels of HIF-
la, p53, and phospho-Smad3 in A549 cells also increased
in response to radiation exposure. To determine whether
PAI-1 released from A549 cells is a key factor that made
NCI-H460 cells more radioresistant, CM obtained from
AS549 cells treated with two PAI- 1-specific siRNAs prior
to irradiation was applied to NCI-H460 cells. The increase
in NCI-H460 cells was blocked, resulting in levels similar
to that of cells treated with control media under radiation
exposure (Figure 2D). These results were recovered by
treatment of recombinant PAI-1 (rPAI-1). In addition,
treatment of NCI-H460 cells with tiplaxtinin, a PAI-1
inhibitor, in conjunction with CM of A549 cells resulted
in reduced numbers of NCI-H460 cells in response to
irradiation (Figure 2E). To confirm the role of PAI-1 on
colony formation of H460 cells, rPAI-1 was administered
to NCI-H460 cells. Similar to the group treated with
CM of A549 cells, colony formation of NCI-H460
cells was significantly increased by rPAI-1 treatment
(Figure 2F). These results indicated that radioresistance
of radiosensitive cells was acquired by radiation-induced
extracellular PAI-1 from nearby radioresistant cells.

Secreted extracellular PAI-1 increases
radioresistance of NCI-H460 cells through
activation of AKT and ERK1/2 and inhibition of
caspase-3

Although several studies have investigated
functional end-points of PAI-1 [28, 29], the precise
downstream signaling of extracellular PAI-1 has not
been clearly elucidated. Nevertheless, some studies have
suggested that PAI-1 is involved in cell proliferation
signaling through PI3K/AKT pathway and also induces
phosphorylation of ERK1/2 and suppression of caspase-3
activity to stimulate cell survival signaling [12, 17—19].
Since activation of AKT, ERKI1/2 and caspase-3
is critically associated with cell survival and death
determining radiosensitivity, we assessed whether PAI-1
could lead to AKT and ERK1/2 activation in NCI-H460
cells. As shown in Figure 3A, the IR-induced increase
of phosphorylated AKT and ERK1/2 was intensified by
treatment with CM. To determine whether the effects of
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CM on phosphorylations of AKT and ERK1/2 are directly
related to PAI-1 expression, NCI-H460 cells were treated
with tiplaxtinin or rPAI-1. It is well-known that a small
molecule inhibitor, tiplaxtinin, effectively inhibits PAI-
1 activity by blocking integrity of the PAI-1-uPA-uPAR
complex [30]. Highly increased phosphorylations of AKT
and ERK1/2 following radiation and CM treatment was
diminished by treatment of NCI-H460 cells with tiplaxtinin
(Figure 3B). In contrast, phosphorylations of AKT and
ERK1/2 in NCI-H460 cells in response to radiation were
increased by treatment with rPAI-1 (Figure 3C). These
results suggest that extracellular PAI-1 in CM enhances
cell survival signaling by promoting the phosphorylations
of ATK and ERK1/2. We next determined whether PAI-1
could inhibit apoptosis signaling to render radioresistance
to radiosensitive cells. When NCI-H460 cells were
exposed to CM of A549 cells, radiation-induced caspase-3
activation and subsequent PARP cleavage in NCI-H460
cells were significantly decreased relative to the IR-only
treated group (Figure 3D). Such CM-reduced caspase-3
activity and PARP cleavage in NCI-H460 cells was
recovered by administration of CM with tiplaxtinin
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(Figure 3E). Moreover, the levels of caspase-3 activity
and PARP cleavage were markedly decreased by treatment
with rPAI-1 (Figure 3F). Taken together, these results
demonstrated that PAI-1 intensified radioresistance of
nearby radiosensitive cells through activation of AKT and
ERK1/2 signaling and suppression of caspase-3-mediated
apoptosis.

Secreted extracellular PAI-1 stimulates
downstream signaling via extracellular complex
formation, not clathrin-mediated endocytosis

Previous studies have suggested several mechanisms
for extracellular PAI-1 effects on target cells. First, PAI-1
can bind to uPA, which specifically binds to uPAR. In this
case, PAI-1 easily binds to low density lipoprotein receptor-
related protein 1 (LRP-1) and is subsequently endocytosed
in a clathrin dependent manner [31]. Second, PAI-1 can
bind to vitronectin, then inhibit cell adhesion [32]. Third,
intracellular PAI-1 can interact with other factors, such as
caspase-3, leading to its inactivation and promoting an anti-
apoptotic effect, while uPAR and LRP-1 are recycled to the

IR (Gy)

Control
media

Relative number
of colonies

H358CM
(IR 6Gy) |

H292CM |
(IR 6Gy)

H358CM

40

30 1

IR 6Gy A549 CM + IR 6Gy

Q@R

ropidium iodide

H292CM + IR 6Gy
@

sau QR

Q. Jam

w @

il

H358 CM + IR 6Gy

@

20

Apoptosis (%)

Q@R

10 7

0 -

au Sl
;

QIR oy il

O
E
@ o ’

IR(Gy) 0
cM

0 0 0
A549 H292 H358

6

6 6 6

A549 H292 H358

in VFITC

Figure 1: Secretome from radioresistant cells promotes survival of radiosensitive cells in NSCLC. (A) Effects of CM
derived from radioresistant A549 cells on survival of radiosensitive NCI-H460 cells in response to radiation were measured by a colony
forming assay. The relative numbers of colonies of NCI-H460 cells are indicated in the graph. “p < 0.05 compared with irradiated cells
treated with control media. (B) Effects of CM derived from other radioresistant cells, NCI-H358 and NCI-H292 cells, on survival of
NCI-H460 cells in response to radiation were measured by a colony forming assay. ‘p < 0.05 compared with irradiated cells treated with
control media. (C) Effects of CM derived from A549, NCI-H358, or NCI-H292 cells on radiation-induced apoptosis of NCI-H460 cells
were analyzed by an Annexin V staining assay. The relative levels of Annexin V- and Pl-positive populations of NCI-H460 cells are
indicated in the graph. "p < 0.05 compared with non-irradiated cells; “'p < 0.05 compared with irradiated cells treated with control media.
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cell surface [18]. To clearly determine how extracellular
PAI-1 mediates intracellular downstream signaling of
nearby radiosensitive cells, NCI-H460 cells were treated
with two types of inhibitors, tiplaxtinin for PAI-1 inhibition
and pitstop-2 to block formation of endocytosis pits. We
observed that after treatment of CM from A549 cells or
rPAI-1, PAI-1 is significantly introduced into NCI-H460
cells as indicated by co-staining with early endosome
antigen 1 (EEA-1) and PAI-1 (Figure 4A). When
NCI-H460 cells were treated with tiplaxtinin or pitstop-2,
the endocytosis of NCI-H460 cells by PAI-1 was blocked.
The level of intracellular PAI-1 in NCI-H460 cells after
CM treatment was also confirmed by Western blotting
(Figure 4B). We further investigated whether treatment
with both inhibitors could alleviate PAI-1-mediated
downstream signaling. Interestingly, treatment with
pitstop-2 did not reduce the increase of AKT and ERK1/2
phosphorylation increased by CM treatment, while
administration of tiplaxtinin reduced AKT and ERK1/2
phosphorylation (Figure 4C). Furthermore, the levels of

activated caspase-3 and PARP cleavage were recovered
by tiplaxtinin treatment, but not by pitstop-2 treatment
(Figure 4D). To demonstrate whether PAI-1 introduced
via endocytosis could directly mediate intracellular
signaling, the level of intracellular PAI-1 was monitored
over time. The level of endocytosed PAI-1 in NCI-H460
cells peaked at 30 min and 1 h after CM treatment, then
decreased gradually with time via endosomal degradation
(Figure 4E, 4F). Taken together, these results suggest that
radioresistant signaling in radiosensitive cells was mediated
through complex formation of extracellular PAI-1 with its
partners, not through clathrin-mediated endocytosis.

Secreted extracellular PAI-1 reinforces
radiation-induced EMT of radiosensitive cells in
a paracrine manner

A recent report suggested that PAI-1 could also induce
cancer invasion and metastasis by promoting EMT via
interacting with integrin, LRP-1, uPA-uPAR, and the ECM,

A A549 B E
A549  NCI-H358 NCI-H292 A549 CM
IR(Gy) 0 6 IR (Gy) 0 6
= IRGy) 0 6 0 6 0 6 IR(GY) 0 6 —
170 - PAL1 — ] Par1 / \E
ol g. E IEI E]Tubulln Ponceau § media Eé
2
55 ~ 4PAI1 §§
c &
40 A549 A549
AR A549.CM
55 CoCl, (uM) 0 100 H,0, (M) 0 500 IR(Gy) 0 6 (IR 6Gy)
[== Jeam [=]ems  [=e]en
25
\_—L' HIF-1a —== | ps3 “ HIF-1a
i Cabm| A549 CM
EI Tubulin -pe» | Tubulin - . pSmad3 (IR 6Gy)
15 4 - | p53 + tiplaxtinin
. . S e | Tubulin
D A549
IR0 Gy IR 6 Gy Wy 0 6 6 IR (Gy) 0 6
contol - PALYSRNA Scr #1 B2 == 1 -
ontrol A549 CM
media (IR 6Gy+ [ Control g, e
(scrambled| PAI1 - —— - Tubulin media Ego .
SiRNA) SiRNA#2) 1 - 2504
& s —— e | ™™
'E 2 b Ao Cwo % g
A549 CM 5% ‘- t =
’?;‘:GCM (IR 6Gy+ I RE hnad A549 CM ©
( y+ - 238
PAI-1 2 (IR 6Gy)
scrambled SiRNA#1 S5
siRNA) ) K]
+PAI1 4
0.01
SfF PR JE T T =&
A549CM ﬁ? sgss’f gv s of op TF IE Control |
(IR 6Gy+ || PAI1 ST LT ELBLSG £ ;o media
" S SS SN SS =SSR =% 0+ R
“PAL1 SiRNA#2) £2 8283582 653 *rad
SiRNA#1) +rPAI-1 0f 9f g 9 20 o
o g 4 5 ¥ + E E § ; E ;
223228 2 g2
z

Figure 2: PAI-1 secreted from radioresistant cells under irradiation is a key paracrine factor in survival of radiosensitive
cells in NSCLC. (A) The secretomes in CM of A549 cells exposed to 6 Gy were analyzed by silver staining and mass spectrometry.
The band indicated by an arrowhead corresponds to PAI-1, which was increased by irradiation. (B) Radiation-induced expression levels of
PAI-1 in A549, NCI-H358, and NCI-H292 cells and CM of A549 cells were analyzed by Western blotting. (C) Expression levels of PAI-1
and several transcription factors in A549 cells under hypoxia, ROS, or IR were analyzed by Western blotting. (D) The effects of PAI-1
knockdown on survival of NCI-H460 cells in response to radiation were measured by a colony forming assay using PAI-1-specific siRNA.
The inset shows that siRNA oligonucleotides specific for PAI-1 significantly reduced PAI-1 expression in A549 cells measured by Western
blotting. “p < 0.05 compared with irradiated cells treated with control media; “"p < 0.05 compared with irradiated cells treated with CM of
A549 cells without treatment of PAI-1 siRNA. (E) Effects of PAI-1 activation on survival of NCI-H460 cells in response to radiation were
measured by a colony forming assay using tiplaxtinin (20 uM), a PAI-1 specific inhibitor. "p < 0.05 compared with irradiated cells treated
with control media; “'p < 0.05 compared with irradiated cells treated with CM of A549 cells not containing tiplaxtinin. (F) The effects of
PAI-1 levels on survival of NCI-H460 cells in response to radiation were confirmed by a colony forming assay using rPAI-1 (50 ng/ml).
"p <0.05 compared with irradiated cells treated with control media; *“p < 0.05 compared with irradiated cells treated with CM of A549 cells.
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or via indirect classical signaling pathways [33]. Moreover,
our previous studies revealed that radiation could increase
migration capacity of NSCLC cells and expression of EMT
markers [34-36]. To examine the effects of secreted PAI-1
on the aggressiveness of radiosensitive cells, we measured
the migration capacity and expression levels of EMT
markers in NCI-H460 cells. Wound healing assay revealed
that cell motility increased when NCI-H460 cells were
treated with CM and irradiation, compared to groups treated
with irradiation-alone or groups treated with irradiation
and tiplaxtinin (Figure S5A). In addition, increased
motility of NCI-H460 cells decreased significantly when
cells were incubated with CM containing tiplaxtinin,
while treatment with rPAI-1 dramatically increased cell
migration (Figure 5A). To monitor the morphological
changes in NCI-H460 cells without perturbation of
normal cancer growth architecture, NCI-H460 cells were
cultured on a thick layer of matrigel to form epithelial
acini. In the same context as the wound healing assay,
NCI-H460 cells treated with CM and radiation were
distributed more widely. In addition, their motility was
reduced by treatment with tiplaxtinin and increased
by treatment with rPAI-1 (Figure 5B). Moreover, CM

treatment accelerated radiation-induced EMT by decreasing
the expression of E-cadherin (an epithelial phenotype
marker) while increasing the expression of Fibronectin
and Vimentin (two mesenchymal markers) at both the
protein and mRNA levels in NCI-H460 cells (Figure 5C,
5D). Promoted EMT in NCI-H460 cells, as indicated
by a reduced level of E-cadherin and increased levels of
Fibronectin and Vimentin, was also reduced by treatment
with tiplaxtinin and markedly increased by treatment with
rPAI-1. According to a previous study, PAI-1 also increases
expression of Snail, which is a transcriptional regulator
responsible for downregulation of E-cadherin [37]. To
clarify how secreted PAI-1 promotes the expression of EMT
markers, we investigated whether extracellular PAI-1 could
increase the expression of Snail. As shown in Figure 5E,
Snail expression in NCI-H460 cells in response to
radiation was further increased by CM treatment. This
increased level of Snail was reduced by tiplaxtinin
treatment and increased by treatment with rPAI-1.
In conclusion, these results suggest that PAI-1 secreted
from radioresistant cells could facilitate EMT of nearby
radiosensitive cells and make them more aggressive and
resistant to radiotherapy.
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Figure 3: Secreted extracellular PAI-1 increases radioresistance of NCI-H460 cells through AKT and ERK1/2 activation
and caspase-3 inhibition. (A) Effects of PAI-1 secreted from A549 cells on activation of AKT and ERK1/2 signaling in NCI-H460
cells were analyzed by Western blotting. (B and C) Effects of PAI-1 on activation of AKT and ERK1/2 signaling in NCI-H460 cells were
confirmed using a PAI-1-specific inhibitor or rPAI-1. (D) Effects of PAI-1 on activity of caspase-3 and PARP cleavage in NCI-H460 cells
were analyzed by a Caspase-Glo® 3/7 assay and Western blotting. “p < 0.05 compared with non-irradiated cells; ““p < 0.05 compared with
irradiated cells treated with control media. (E and F) The effects of PAI-1 on activity of caspase-3 and PARP cleavage in NCI-H460 cells
were confirmed using a PAI-1-specific inhibitor (tiplaxtinin, 20 uM) or rPAI-1 (50 ng/ml). ‘p < 0.05 compared with irradiated cells treated
with control media; *“p < 0.05 compared with irradiated cells treated with CM.
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Inhibition of PAI-1-mediated intercellular
communication increases in vivo
radiosensitization and decreases in vivo EMT in
a xenograft mouse model

As described above, we found that secreted PAI-1
could increase cell survival after irradiation and promote
IR-induced EMT in NCI-H460 cells (Figures 1, 5). To
evaluate the effects of PAI-1 on radiosensitivity and
progression of lung tumor in vivo, a xenograft mouse
model was established (Figure 6A). In vivo data from nude
mice bearing tumors formed by NCI-H460 cells indicated
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that PAI-1-containing CM could also make tumors
more resistant to radiation in parallel with in vitro data
(Figure 6B). Tumor volumes of mice treated with CM and
radiation were significantly increased by approximately
2 fold on day 30 when compared with mice that received
radiation alone. In addition, the effects of extracellular
PAI-1 on acquisition of radioresistance were offset by
functional inhibition of PAI-1 with tiplaxtitnin treatment.
Consistent with our results in vitro (Figures 3, 5), ERK1/2
phosphorylation was increased and PARP cleavage was
decreased in the extracted tumor tissue lysates when
CM was administered to mice. Furthermore, decrease

B CM - + + +
Tiplaxtinin (20uM) - - +
Pitstop-2 (30pM) - - - +
rPAI-1 (50ng/ml) - - - - +

& IRGy) 0 6 6 6 6 6
CcM - -+
Tiplaxtinin (20pM) -
Pitstop-2 (30pM) - - - - +
rPAI-1 (50ng/ml) - - - - +

S | p-ERKA12

| T 11 | Tubulin
4h 6h
EEA-1

EEA-1
EEA1

1h 2h

EEA-1

Figure 4: Secreted extracellular PAI-1 stimulates downstream signaling in NCI-H460 cells by extracellular interaction,
not by clathrin-mediated endocytosis. (A) Internalized PAI-1 in NCI-H460 cells after treatment with CM was analyzed by
immunofluorescence. PAI-1, EEA-1, and cell nuclei are shown as red, green, and blue (DAPI) signals, respectively. PAI-1 endocytosed
by clathrin-coated early endosome is indicated by co-stained red/green signals as yellow. (B) Intracellular levels of PAI-1 in NCI-H460
cells after treatment with CM were confirmed by Western blotting. (C) Effects of inhibition of PAI-1 endocytosis on AKT and ERK1/2
phosphorylation in NCI-H460 cells was analyzed by using tiplaxtinin (20 uM) or pitstop-2 (30 uM). (D) Effects of inhibition of PAI-1
endocytosis on activity of caspase-3 and PARP cleavage in NCI-H460 cells were analyzed using tiplaxtinin or pitstop-2. *p < 0.05 compared
with irradiated cells treated with control media; “p < 0.05 compared with irradiated cells treated with CM. (E and F) Degradation of PAI-1
levels after endocytosis into NCI-H460 cells was analyzed by Western blotting and immunofluorescence, respectively. After treatment with
CM from irradiated A549 cells, intracellular PAI-1 levels in NCI-H460 cells were measured from 0.5 h to 6 h.
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of E-cadherin and increase of Vimentin and Fibronectin
were promoted by CM treatment relative to the radiation
only group. In all experiments, PAI-1-mediated expression
of marker proteins was recovered by treatment with
tiplaxtinin (Figure 6C). Overall, these data suggest that the
functional inhibition of secreted PAI-1 with treatment of a
specific inhibitor could significantly sensitize lung tumors
to radiation in vivo while suppressing the EMT.

DISCUSSION

Modern radiotherapy is generally administered at
optimal time intervals to minimize damaging effects to
adjacent normal cells and tissues of tumor mass. However,
this therapeutic procedure results in radioresistance
of tumor cells, which acts as a fundamental barrier
limiting the effective treatment and contributing to
the repopulation of tumor cells during anti-cancer
therapies. In a tumor, various subclonal tumor cells with
distinct characteristics and genetic variation exist, and
they can differentially respond to extracellular stress
signals such as irradiation and cytotoxic drugs [4—6].
Several studies have reported the involvement of tumor
microenvironments and secretory factors responsible
for treatment failure. Paracrine factors, including
interleukin-17, WNT16B, and CXCLI1, secreted from

A Control Tiplax.+IR CM+Tiplax.+IR rPAI-1+R

immune cells and cancer-associated fibroblasts have been
investigated as key molecules making the nearby tumor
cells (so called ‘recipient cells’) more impervious to
chemotherapies [10, 11, 38]. Considering the intratumoral
genetic heterogeneity, we focused on identification
of paracrine factors derived from tumor cells capable
of helping surrounding tumor cells be aggressive and
therapy-resistant in response to radiation. We identified
PAI-1 as a major factor that turns radiosensitive cells
into radioresistant cells in a paracrine manner, via a
cell-extrinsic action that enhances the proliferation of
recipient PAI-1-negative/low NSCLC cells through PAI-
1-mediated AKT and ERK1/2 activation. Our findings
suggest that PAI-1 can be a potent target as a paracrine
factor for survival and EMT induction correlated with
radioresistance in radiosensitive NSCLC cells.

PAI-1 has been reported to promote anti-apoptosis
signaling through inhibition of caspase-3 [39-41]. As
shown in Figures 3 and 4, we found that PAI-1 secreted
from AS549 cells inhibited caspase-3 activity and
subsequent PARP cleavage in NCI-H460 cells. Our data
and the previous studies, nevertheless, did not provide
direct evidence for PAI-1 induced caspase-3 inhibition. We
could not exclude the possibility that caspase-3 activation
is suppressed indirectly by the outcome of cell survival
signaling and cell viability. Further studies for biochemical

Control Tiplax.+IR CM+IR CM+Tiplax.+IR rPAI-1+IR
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cM - + o+ T 15 5.0 5.0 cm R
Tiplaxtinin (20uM) - + - 40 4. . Tiplaxtinin (20uM) - - +
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A T N -1 [
EETET Tl [] C (=]
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Figure 5: Secreted extracellular PAI-1 enhances radiation-induced EMT in radiosensitive NCI-H460 cells. (A) Effects
of PAI-1 on radiation-induced migration in NCI-H460 cells were analyzed by a wound-healing assay. (B) Effects of PAI-1 on
morphological changes in NCI-H460 cells were monitored with a 3D culture model. The cells were then permeabilized and
stained for tubulin (green) and with DAPI (blue). (C) Effects of PAI-1 on protein expression of E-cadherin, Fibronectin, and
Vimentin in NCI-H460 cells were analyzed by Western blotting. (D) Effects of PAI-1 on mRNA expression of CDHI, FN1,
and VIM in NCI-H460 cells were analyzed by real time gqRT-PCR. "p < 0.05 compared with non-irradiated cells; “p < 0.05
compared with irradiated cells treated with control media; *"p < 0.05 compared with irradiated cells treated with CM. (E) The
effects of PAI-1 on protein expression of Snail in NCI-H460 cells were analyzed by Western blotting.
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analysis to investigate the direct relationship between
PAI-1 and caspase-3 would be required.

Although there have been controversial roles of
PAI-1 in tumor reported, accumulated evidence suggests
that it is highly involved in malignant progression and
poor prognosis in metastatic tumors. High levels of
PAI-1 expression have been reported to be significantly
correlated with node metastasis and a short disease-free
survival in patients with several types of cancer including,
HNSCC and NSCLC [15, 42]. In the current study, we
showed that, when exposed to high levels of PAI-1, PAI-
1-negative cells are capable of promoting cell survival
and EMT against irradiation, leading to therapy-resistant
properties. One important finding of our study is that
radiosensitive cancer cells can become radioresistant
through cell-cell communication by PAI-1, which may be
secreted in response to radiation from other cancer cells
possessing radioresistant properties. Thus, the increase of
PAI-1 levels in a paracrine manner through interactions of
both cell-cell and cell-environments may synergistically
influence therapeutic sensitivity. Our findings are
supported by a study demonstrating that tumor progression
and angiogenesis of PAI-1-positive tumor cells after
subcutaneous implantation was observed in wild-type
mice, but not PAI-1-deficient mice [43]. These findings
implied that the paracrine signaling of PAI-1 in implanted
tumor cells provided by tumor surroundings consisting of
host cells is critical to promotion of tumor progression.

Highly advanced tumor cells have been reported
to adapt to harsh tumor microenvironments such as
chronic hypoxia and ROS stress to evade cell death [44],
and pre-established hypoxic environments in tumors
can function as barriers to decreasing radiotherapeutic
efficacy [45]. We observed that these stresses such as
hypoxia, excessive ROS levels, and radiation can act
as stimulants for PAI-1 expression and secretion. It has
been shown that PAI-1 may, at least in part, contribute
to adaptation to stress-induced responses according to
its roles in anti-apoptotic and radioresistance-promoting
functions. In addition, PAI-1 is involved in induction
of angiogenesis [39, 43]. Considering the correlation of
angiogenesis with metastasis and their contributions to
poor clinical outcomes after radiotherapy, we focused on
arole of PAI-1 in metastatic conversion of tumor cells. We
found that PAI-1 participates in EMT induction through
regulation of epithelial- and mesenchymal-associated
protein expression (Figure 5). Our findings and those of
previous studies suggest that PAI-1 can be a potent marker
of poor prognosis and restriction to low PAI-1 levels at
tumor sites, which will be helpful for positive therapeutic
efficacy.

After secretion from a cell, PAI-1 mediates
intracellular signaling in target cells through extracellular
binding to specific receptors such as LRP-1. Since all
members of the LRP family have been reported to be
capable of receptor-mediated endocytosis mainly in a

A NCI-H460 cells Euthanasia c
PAI-1 inhibitor injection (daily) IR(Gy) - - - 10 10 10
and CM injection (every 4 day) cM + o+ - o+ o+
I l Tiplaxtinin - - + - -
(Days) -7 0 7 14 21 25 30
| | | ] | | T — = — | PAl-1
IR (weekly)
— el p-ERK1/2
NCI-H460 iniection S S S
— e ——
1000 1 - ERK1/2
T Cleaved PARP
£ 800 &~ DMSO
P = CM .
E -+~ CM + Tiplaxtinin — . E-cadherin
§ 600 1 % R _ _
= . CM+R - Vimentin
E 400 4 5 CM + Tiplaxtinin + IR . .
= “w s~ | Fibronectin
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Figure 6: Inhibition of PAI-1-mediated intercellular communication decrease in vivo radioresistance and EMT in a
xenograft mouse model. (A) An experimental protocol to determine whether a PAI-1 inhibitor decreases in vivo radioresistance

and EMT in a xenograft mouse model. (B) Effects of CM

of A549 cells and a PAI-1 inhibitor on in vivo radioresistance in a

xenograft mouse model. “p < 0.05 for tumor tissues from irradiated mice treated with CM versus tumor tissues from animals
treated with radiation alone or those treated with radiation, CM, and tiplaxtinin. (C) /n vivo effects of CM and a PAI-1 inhibitor
on ERK1/2 phosphorylation, PARP cleavage, and expression of EMT-related proteins were evaluated by Western blotting.
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clathrin-dependent manner, they can undergo endosomal
trafficking for either receptor recycling or lysosomal
degradation after transducing ligand-mediated signaling
[46—48]. In addition, the receptors can be internalized with
their ligands in early endosomes to provide a signaling-
mediating platform for additional signal-responses as
proposed in the signaling endosome hypothesis [49].
In the current study, we found that PAI-1 is introduced
into early endosomes of radiosensitive NSCLC cells
via clathrin-mediated endocytosis which was confirmed
by treatment with pitstop-2, and the residual amount of
PAI-1 diminished in a time dependent manner (Figure 4).
Based on the rapid decrease of PAI-1 levels (within a few
hours) in radiosensitive NSCLC cells, we assumed that
the signaling turnover conducted by the complex of PAI- 1
and its receptor might be short-lived due to lysosomal
degradation, not by acting as a signal-platform to sustain
extra-responses in endosomes. In addition, PAI-1 might
mediate radioresistance signaling through extracellular
interaction with its receptor regardless of endocytosis. We
found that treatment with tiplaxtinin counteracted CM- or
rPAI-1-induced AKT and ERK1/2 phosphorylation and
caspase-3 inhibition, but that pitstop-2 did not. According
to the action mechanisms of each inhibitor, these data
indicated that interaction of PAI-1 with its receptor at the
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cell surface is necessary to transduce therapy-resistance
signaling. Conclusively, our findings suggest that PAI-
1 can be a promising therapeutic target and satisfactory
outcomes from radiotherapy may be achieved by the
systemic administration of a specific PAI-1 inhibitor
including tiplaxtinin as a radioadjuvant agent.

The exact molecular mechanism governing
intratumor-radioresistance in NSCLC has been unclear to
date. In this study, we provided evidence for the function
of PAI-1 as a paracrine factor inducing radioresistance
and demonstrated the mechanism of PAI-1-mediated
radioresistance in NSCLC under irradiation. The results
presented herein define this radioresistance mechanism
through functional orchestration of PAI-1 and AKT/
ERK/Snail axis in NSCLC cells and provide a possible
explanation for how NSCLC could acquire and intensify
intratumor radioresistance (Figure 7). In addition, we
demonstrated mechanisms of EMT and migration of
radiosensitive NSCLC cells after binding of secreted-
PAI-1. Although we did not investigate a cohort of
patients with NSCLC, the results of our study demonstrate
that the targeting of secreted PAI-1 in combination
with radiotherapy could overcome radioresistance and
eventually enhance the efficacy of radiotherapy for
treatment of NSCLC.
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Figure 7: Schematic diagram illustrating that PAI-1 secreted from radioresistant NSCLC cells induces paracrine
signaling in radiosensitive NSCLC cells, leading to increased survival capacity and EMT phenotype. In radioresistant
NSCLC cells, PAI-1 is increased in response to cellular stresses such as irradiation, leading to increased extracellular PAI-1. The increased
level of extracellular PAI-1 can interact with its receptor at the surface of radiosensitive NSCLC cells. After binding of PAI-1 to its receptor
in radiosensitive NSCLC cells, cell survival and proliferation are induced by PAI-1-mediated AKT and ERK1/2 phosphorylation and
caspase-3 inactivation. In addition, extracellular PAI-1 promotes EMT by regulating expression levels of EMT-related proteins, including
Snail. This intercellular communication mediated by PAI-1 makes radiosensitive NSCLC cells more resistant to radiation.
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MATERIALS AND METHODS

Cell lines, cell culture, irradiation, and drug
treatment

The human NSCLC cell lines, A549, NCI-H460,
NCI-H292, and NCI-H358, were acquired from the
American Type Culture Collection (ATCC, Manassas,
VA), authenticated, and maintained in early passages, no
more than 6 months after receipt from ATCC. Cells were
grown in RPMI-1640 medium supplemented with 10%
FBS, 100 U/mL penicillin, and 100 mg/mL streptomycin
at 37°C in 95% air/5% CO,. Cells were exposed to a
single dose of y-rays using a Gamma Cell 40 Exactor
(Nordion International, Inc., Kanata, Ontario, Canada) at
a dose rate of 0.81 Gy/min. Flasks containing control cells
were placed in the irradiation chamber, but not exposed
to radiation. Cells were treated with tiplaxtinin dissolved
in dimethyl sulfoxide (DMSO) and recombinant PAI- 1
dissolved in 10 mM sodium phosphate for 6 h before
irradiation.

Preparation of conditioned media

Cells were plated at a density of 5 x 10* cells/mL
in 100-mm culture dishes, incubated for 24 h, and then
exposed to 6 Gy of IR. At 2.5 days after irradiation, cells
were washed with PBS three times, then further incubated
in serum-free media without antibiotics for 36 h. CM
were collected and centrifuged to remove any residual
cells, after which they were filtered through a 0.2 pm
syringe filter. Filtered CM was concentrated 10-fold using
a Centricon-10 concentrator (Millipore, Billerica, MA)
at 4°C, then stored at —20°C. Following CM collection,
the number of cells on the dish was determined and the
volume of CM used in each experiment was normalized
for cell number.

Colony forming assay

A colony forming assay was performed as
previously described [36]. Briefly, cells were plated at a
density of 300 cells per well in six-well dishes. After 24
h, cells were treated with the indicated drugs or exposed
to a specific dose of radiation and then allowed to grow
for 7 d. Next, the cells were fixed with 10% methanol
and 10% acetic acid, after which they were stained with
1% crystal violet. Colonies containing more than 50 cells
were identified using densitometry software and scored as
SUrvivors.

Apoptosis assay

An Annexin V-FITC kit (Enzo Life Science,
Farmingdale, NY) was used to detect apoptosis as
previously described [50]. Following the treatment of
CM from NSCLC cells lines and 6 Gy of irradiation, cells

(10°-10° cells/mL) were harvested, washed with ice-cold
PBS, and resuspended in 100 mL of ice-cold 1x binding
buffer. Next, 25 ng of Annexin V-FITC and 250 ng of
propidium iodide were added to the cell suspension and the
cells were incubated on ice for 10 min in the dark. Finally,
the stained cells were diluted to a final volume of 250 mL
with 1% binding buffer and analyzed using a FACSVerse
flow cytometer (BD Biosciences, San Jose, CA).

Caspase-3 activity assay

A Caspase-Glo 3/7 assay kit (Promega, Madison,
WI) was used to measure caspase-3/7 activities as
previously described [50]. Briefly, cells (2 x 10* cells/well)
were seeded overnight in a 96-well plate, then incubated
with the desired treatment of CM or irradiation.
Subsequently, 100 pL of Caspase-Glo 3/7 reagent
containing caspase-3/7 substrate was added to each well.
After the contents of the wells were gently mixed at
300-500 rpm for 30 sec, the plate was incubated at room
temperature for 2 h. Finally, the luminescence of each
sample was measured using a Glomax multi detection
system (Promega).

Wound healing assay

A wound healing assay was performed to measure
changes in cell motility as previously described [35].
Briefly, cells were cultured to 70% confluency and treated
with CM, tiplaxtinin, or rPAI-1. The cell monolayers
were then scratched with a 200 pL pipette tip, after which
NCI-H460 cells were further incubated with fresh medium
with or without irradiation for 48 h. Photomicrographs
were then taken at 100x magnification using an Olympus
IX71 inverted microscope (Olympus Optical Co. Ltd.,
Tokyo, Japan).

Tumor xenografts in nude mice

Tumor xenografts in nude mice were conducted as
previously described [51]. Six-week-old male BALB/c
athymic nude mice (Central Lab Animals Inc., Seoul,
South Korea) were used for the in vivo experiments. The
animals (n = three per group) were injected with normal
media or CM-adapted 2 x 10° NCI-H460 cells in the flank
and tumors were allowed to develop. Upon identification
of a palpable tumor (minimum volume of 200 mm?),
DMSO or PAI-1 inhibitor (tiplaxtinin, 200 pg/kg body
weight) was administered via oral gavage daily for
30 days. The CM was then injected into the tumors using
insulin syringes every four days. Mice in non-CM treated
groups were treated with normal media as a control. The
animals were also irradiated with 10 Gy once a week for
4 weeks. Tumor length (L) and width (1) were measured
with a caliper and tumor volumes were calculated using
the formula (L x 12)/2. At the end of the treatment period,
animals were euthanized and the tumors were used for
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biochemical studies. Animal care protocol is detailed in
Supplementary Materials and Methods.

Statistical analysis

All numeric data are presented as the means +
standard deviation (SD) from at least three independent
experiments. Experimental results were analyzed by
one-way ANOVA for ranked data followed by Tukey’s
honestly significant difference test, and two-way ANOVA
for ranked data followed by the Bonferroni post hoc test.
The Prism 5 software (GraphPad Software, SanDiego,
CA) was used to conduct all statistical analyses. A p-value
< 0.05 was considered to be statistically significant.

ACKNOWLEDGMENTS AND FUNDING

This work was supported by Radiation Technology
R & D program through the National Research Foundation
of Korea funded by the Ministry of Science, ICT &
Future Planning (2013M2A2A7042502), a grant from the
National R & D Program for Cancer Control, Ministry of
Health and Welfare, Republic of Korea (1320100), and
Basic Science Research Program through the National
Research Foundation of Korea funded by the Ministry
of Education (2013R1A1A2059832 to W Kim and
2014R1A1A2004061 to H Youn).

CONFLICTS OF INTEREST

The authors declare no conflicts of interest.

REFERENCES

1. Ferlay J, Shin HR, Bray F, Forman D, Mathers C, Parkin DM.
Estimates of worldwide burden of cancer in 2008: Globocan
2008. Int J Cancer. 2010; 127:2893-2917.

2. Lee JM, Bernstein A. p53 mutations increase resistance
to ionizing radiation. Proc Natl Acad Sci U S A. 1993;
90:5742-5746.

3. Liang K, Ang KK, Milas L, Hunter N, Fan Z. The epidermal
growth factor receptor mediates radioresistance. Int J Radiat
Oncol Biol Phys. 2003; 57:246-254.

4. Wang Y, Waters J, Leung ML, Unruh A, Roh W, Shi X,
Chen K, Scheet P, Vattathil S, Liang H, Multani A,
Zhang H, Zhao R, et al. Clonal evolution in breast cancer
revealed by single nucleus genome sequencing. Nature.
2014; 512:155-160.

5. Blagden SP. Harnessing Pandemonium: The Clinical
Implications of Tumor Heterogeneity in Ovarian Cancer.
Front Oncol. 2015; 5:149.

6. Calbo J, van Montfort E, Proost N, van Drunen E,
Beverloo HB, Meuwissen R, Berns A. A functional role for
tumor cell heterogeneity in a mouse model of small cell
lung cancer. Cancer Cell. 2011; 19:244-256.

10.

11.

12.

13.

14.

15.

16.

17.

18.

Bai H, Wang Z, Wang Y, Zhuo M, Zhou Q, Duan J, Yang L,
Wu M, An T, Zhao J, Wang J. Detection and clinical
significance of intratumoral EGFR mutational heterogeneity
in Chinese patients with advanced non-small cell lung
cancer. PLoS One. 2013; 8:¢54170.

Stephens PJ, Tarpey PS, Davies H, Van Loo P, Greenman C,
Wedge DC, Nik-Zainal S, Martin S, Varela I, Bignell GR,
Yates LR, Papaemmanuil E, Beare D, et al. The landscape
of cancer genes and mutational processes in breast cancer.
Nature. 2012; 486:400—404.

Kwon MC, Proost N, Song JY, Sutherland KD,
Zevenhoven J, Berns A. Paracrine signaling between
tumor subclones of mouse SCLC: a critical role of ETS
transcription factor Pea3 in facilitating metastasis. Genes
Dev. 2015; 29:1587-1592.

Sun Y, Campisi J, Higano C, Beer TM, Porter P, Coleman I,
True L, Nelson PS. Treatment-induced damage to the
tumor microenvironment promotes prostate cancer therapy
resistance through WNT16B. Nat Med. 2012; 18:1359-1368.

Chung AS, Wu X, Zhuang G, Ngu H, Kasman I, Zhang J,
Vernes JM, Jiang Z, Meng YG, Peale FV, Ouyang W,
Ferrara N. An interleukin-17-mediated paracrine network
promotes tumor resistance to anti-angiogenic therapy. Nat
Med. 2013; 19:1114-1123.

Mekkawy AH, Pourgholami MH, Morris DL. Involvement
of urokinase-type plasminogen activator system in cancer:
an overview. Med Res Rev. 2014; 34:918-956.

Werle B, Kotzsch M, Lah TT, Kos J, Gabrijelcic-Geiger D,
Spiess E, Schirren J, Ebert W, Fichn W, Luther T, Magdolen V,
Schmitt M, Harbeck N. Cathepsin B, plasminogenactivator-
inhibitor (PAI-1) and plasminogenactivator-receptor (uUPAR)
are prognostic factors for patients with non-small cell lung
cancer. Anticancer Res. 2004; 24:4147-4161.

Witzel I, Milde-Langosch K, Schmidt M, Karn T, Becker S,
Wirtz R, Rody A, Laakmann E, Schutze D, Janicke F,
Muller V. Role of urokinase plasminogen activator and
plasminogen activator inhibitor mRNA expression as
prognostic factors in molecular subtypes of breast cancer.
Onco Targets Ther. 2014; 7:2205-2213.

Speleman L, Kerrebijn JD, Look MP, Meeuwis CA,
Foekens JA, Berns EM. Prognostic value of plasminogen
activator inhibitor-1 in head and neck squamous cell
carcinoma. Head Neck. 2007; 29:341-350.

Hogan NM, Joyce MR, Murphy JM, Barry FP, O’Brien T,
Kerin MJ, Dwyer RM. Impact of mesenchymal stem cell
secreted PAI-1 on colon cancer cell migration and proliferation.
Biochem Biophys Res Commun. 2013; 435:574-579.

Monaghan-Benson E, McKeown-Longo PJ. Urokinase-type
plasminogen activator receptor regulates a novel pathway
of fibronectin matrix assembly requiring Src-dependent
transactivation of epidermal growth factor receptor. J Biol
Chem. 2006; 281:9450-9459.

Chen Y, Kelm RJ, Jr., Budd RC, Sobel BE, Schneider DJ.
Inhibition of apoptosis and caspase-3 in vascular smooth

www.impactjournals.com/oncotarget

23972

Oncotarget



19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

muscle cells by plasminogen activator inhibitor type-1.
J Cell Biochem. 2004; 92:178-188.

Romer MU, Larsen L, Offenberg H, Brunner N,
Lademann UA. Plasminogen activator inhibitor 1 protects
fibrosarcoma cells from etoposide-induced apoptosis
through activation of the PI3K/Akt cell survival pathway.
Neoplasia. 2008; 10:1083—-1091.

Suarez-Carmona M, Bourcy M, Lesage J, Leroi N, Syne L,
Blacher S, Hubert P, Erpicum C, Foidart JM, Delvenne P,
Birembaut P, Noel A, Polette M, et al. Soluble factors
regulated by epithelial-mesenchymal transition mediate
tumour angiogenesis and myeloid cell recruitment. J Pathol.
2015; 236:491-504.

Kim W, Youn H, Seong KM, Yang HJ, Yun YJ, Kwon T,
Kim YH, Lee JY, Jin YW, Youn B. PIMI-Activated
PRAS40 Regulates Radioresistance in Non-small Cell Lung
Cancer Cells through Interplay with FOXO3a, 14-3-3 and
Protein Phosphatases. Radiat Res. 2011; 176:539-552.

Das AK, Sato M, Story MD, Peyton M, Graves R, Redpath S,
Girard L, Gazdar AF, Shay JW, Minna JD, Nirodi CS. Non-
small-cell lung cancers with kinase domain mutations in the
epidermal growth factor receptor are sensitive to ionizing
radiation. Cancer Res. 2006; 66:9601-9608.

Weiss J, Sos ML, Seidel D, Peifer M, Zander T,
Heuckmann JM, Ullrich RT, Menon R, Maier S,
Soltermann A, Moch H, Wagener P, Fischer F, et al.
Frequent and focal FGFR1 amplification associates with
therapeutically tractable FGFR1 dependency in squamous
cell lung cancer. Sci Transl Med. 2010; 2:62ra93.

Gao J, Aksoy BA, Dogrusoz U, Dresdner G, Gross B,
Sumer SO, Sun Y, Jacobsen A, Sinha R, Larsson E,
Cerami E, Sander C, Schultz N. Integrative analysis of
complex cancer genomics and clinical profiles using the
cBioPortal. Sci Signal. 2013; 6:pll.

Cerami E, Gao J, Dogrusoz U, Gross BE, Sumer SO, Aksoy BA,
Jacobsen A, Byme CJ, Heuer ML, Larsson E, Antipin Y,
Reva B, Goldberg AP, et al. The cBio cancer genomics portal:
an open platform for exploring multidimensional cancer
genomics data. Cancer Discov. 2012; 2:401-404.

Shetty S, Shetty P, Idell S, Velusamy T, Bhandary YP,
Shetty RS. Regulation of plasminogen activator inhibitor-1
expression by tumor suppressor protein p53. J Biol Chem.
2008; 283:19570-19580.

Fink T, Kazlauskas A, Poellinger L, Ebbesen P, Zachar V.
Identification of a tightly regulated hypoxia-response
element in the promoter of human plasminogen activator
inhibitor-1. Blood. 2002; 99:2077-2083.

Bajou K, Maillard C, Jost M, Lijnen RH, Gils A, Declerck P,
Carmeliet P, Foidart JM, Noel A. Host-derived plasminogen
activator inhibitor-1 (PAI-1) concentration is critical for
in vivo tumoral angiogenesis and growth. Oncogene. 2004;
23:6986—6990.

Bajou K, Peng H, Laug WE, Maillard C, Noel A,
Foidart JM, Martial JA, DeClerck YA. Plasminogen

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

activator inhibitor-1 protects endothelial cells from FasL-
mediated apoptosis. Cancer Cell. 2008; 14:324-334.

Gorlatova NV, Cale JM, Elokdah H, Li D, Fan K,
Warnock M, Crandall DL, Lawrence DA. Mechanism of
inactivation of plasminogen activator inhibitor-1 by a small
molecule inhibitor. J Biol Chem. 2007; 282:9288-9296.

Cao C, Lawrence DA, Li Y, Von Arnim CA, Herz J, Su EJ,
Makarova A, Hyman BT, Strickland DK, Zhang L. Endocytic
receptor LRP together with tPA and PAI-1 coordinates
Mac-1-dependent macrophage Embo J.
2006; 25:1860—1870.

Zhou A, Huntington JA, Pannu NS, Carrell RW, Read RIJ.
How vitronectin binds PAI-1 to modulate fibrinolysis and
cell migration. Nat Struct Biol. 2003; 10:541-544.

Liu RY, Zeng Y, Lei Z, Wang L, Yang H, Liu Z, Zhao J,
Zhang HT. JAK/STAT3 signaling is required for TGF-beta-
induced epithelial-mesenchymal transition in lung cancer
cells. Int J Oncol. 2014; 44:1643—-1651.

Youn H, Son B, Kim W, Jun SY, Lee JS, Lee JM, Kang C,
Kim J, Youn B. Dissociation of MIF-rpS3 complex and

migration.

sequential NF-kappaB activation is involved in IR-induced
metastatic conversion of NSCLC. J Cell Biochem. 2015;
116:2504-2516.

Kim E, Youn H, Kwon T, Son B, Kang J, Yang HJ,
Seong KM, Kim W, Youn B. PAK1 tyrosine phosphorylation
is required to induce epithelial-mesenchymal transition and
radioresistance in lung cancer cells. Cancer Res. 2014;
74:5520-5531.

Kang J, Kim E, Kim W, Seong KM, Youn H, Kim JW,
Kim J, Youn B. Rhamnetin and cirsiliol induce
radiosensitization and inhibition of epithelial-mesenchymal
transition (EMT) by miR-34a-mediated suppression of
Notch-1 expression in non-small cell lung cancer cell lines.
J Biol Chem. 2013; 288:27343-27357.

Moreno-Bueno G, Cubillo E, Sarrio D, Peinado H,
Rodriguez-Pinilla SM, Villa S, Bolos V, Jorda M, Fabra A,
Portillo F, Palacios J, Cano A. Genetic profiling of epithelial
cells expressing E-cadherin repressors reveals a distinct role
for Snail, Slug, and E47 factors in epithelial-mesenchymal
transition. Cancer Res. 2006; 66:9543-9556.

Acharyya S, Oskarsson T, Vanharanta S, Malladi S, Kim J,
Morris PG, Manova-Todorova K, Leversha M, Hogg N,
Seshan VE, Norton L, Brogi E, Massague J. A CXCL1
paracrine network links cancer chemoresistance and
metastasis. Cell. 2012; 150:165-178.

Gomes-Giacoia E, Miyake M, Goodison S, Rosser ClJ.
Targeting plasminogen activator inhibitor-1 inhibits
angiogenesis and tumor growth in a human cancer xenograft
model. Mol Cancer Ther. 2013; 12:2697-2708.

Zhang YP, Wang WL, Liu J, Li WB, Bai LL, Yuan YD,
Song SX. Plasminogen activator inhibitor-1 promotes
the proliferation and inhibits the apoptosis of pulmonary
fibroblasts by Ca(2+) signaling. Thromb Res. 2013;
131:64-71.

WWW

.impactjournals.com/oncotarget

23973

Oncotarget



41.

42.

43.

44,

45.

46.

Schneider DJ, Chen Y, Sobel BE. The effect of plasminogen
activator inhibitor type 1 on apoptosis. Thromb Haemost.
2008; 100:1037-1040.

Offersen BV, Pfeiffer P, Andreasen P, Overgaard J.
Urokinase plasminogen activator and plasminogen activator
inhibitor type-1 in nonsmall-cell lung cancer: relation to
prognosis and angiogenesis. Lung Cancer. 2007; 56:43-50.

Masuda T, Hattori N, Senoo T, Akita S, Ishikawa N,
Fujitaka K, Haruta Y, Murai H, Kohno N. SK-216, an
inhibitor of plasminogen activator inhibitor-1, limits tumor
progression and angiogenesis. Mol Cancer Ther. 2013;
12:2378-2388.

Bristow RG, Hill RP. Hypoxia and metabolism. Hypoxia,
DNA repair and genetic instability. Nat Rev Cancer. 2008;
8:180-192.

Horsman MR, Mortensen LS, Petersen JB, Busk M,
Overgaard J. Imaging hypoxia to improve radiotherapy
outcome. Nat Rev Clin Oncol. 2012; 9:674—687.

Czekay RP, Kuemmel TA, Orlando RA, Farquhar MG.
Direct binding of occupied urokinase receptor (uPAR) to
LDL receptor-related protein is required for endocytosis of
uPAR and regulation of cell surface urokinase activity. Mol
Biol Cell. 2001; 12:1467-1479.

47.

48.

49.

50.

51.

Godyna S, Liau G, Popa I, Stefansson S, Argraves WS.
Identification of the low density lipoprotein receptor-
related protein (LRP) as an endocytic receptor for
thrombospondin-1. J Cell Biol. 1995; 129:1403—-1410.
Sorkin A, von Zastrow M. Endocytosis and signalling:
intertwining molecular networks. Nat Rev Mol Cell Biol.
2009; 10:609-622.

Howe CL, Mobley WC. Signaling endosome hypothesis:
A cellular mechanism for long distance communication.
J Neurobiol. 2004; 58:207-216.

Kim W, Youn H, Kang C, Youn B. Inflammation-induced
radioresistance is mediated by ROS-dependent inactivation
of protein phosphatase 1 in non-small cell lung cancer cells.
Apoptosis. 2015; 20:1242—-1252.

Kim W, Youn H, Kwon T, Kang J, Kim E, Son B,
Yang HJ, Jung Y, Youn B. PIMI kinase inhibitors induce
radiosensitization in non-small cell lung cancer cells.
Pharmacol Res. 2013; 70:90-101.

www.impactjournals.com/oncotarget

23974

Oncotarget



