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ABSTRACT

The aberrant c-Met activation has been implicated in a variety of human
cancers for its critical role in tumor growth, metastasis and tumor angiogenesis.
Thus, c-Met axis presents as an attractive therapeutic target. Notably, most of these
c-Met inhibitors currently being evaluated in clinical trials lack selectivity and target
multiple kinases, often accounting for the undesirable toxicities. Here we described
Simmb530 as a potent and selective c-Met inhibitor. Simm530 demonstrated >2,000
fold selectivity for c-Met compared with other 282 kinases, making it one of the
most selective c-Met inhibitors described to date. This inhibitor significantly blocked
c-Met signaling pathways regardless of mechanistic complexity implicated in c-Met
activation. As a result, Simm530 led to substantial inhibition of c-Met-promoted
cell proliferation, migration, invasion, ECM degradation, cell scattering and invasive
growth. In addition, Simm530 inhibited primary human umbilical vascular endothelial
cell (HUVEC) proliferation, decreased intratumoral CD31 expression and plasma pro-
angiogenic factor interleukin-8 secretion, suggesting its significant anti-angiogenic
properties. Simm530 resulted in dose-dependent inhibition of c-Met phosphorylation
and tumor growth in c-Met-driven lung and gastric cancer xenografts. And, the
inhibitor is well tolerated even at doses that achieve complete tumor regression.
Together, Simm530 is a potent and highly selective c-Met kinase inhibitor that may
have promising therapeutic potential in c-Met-driven cancer treatment.

INTRODUCTION

The oncogene MET encodes the receptor tyrosine
kinase for hepatocyte growth factor (HGF) [1-4].
Activation of the c-Met pathway triggers a unique
genetic program, known as the “invasive growth”, which
physiologically underlies tissue morphogenesis. Aberrant
execution of this program has been associated with
neoplastic transformation, invasion and metastasis [5—8].

Abnormal c-Met activation has been frequently
observed in a variety of human solid tumors and
hematologic malignancies, either as a consequence of gene
amplification, mutation, or rearrangement, transcriptional
up-regulation as well as autocrine or paracrine ligand
stimulation [5-8]. Furthermore, HGF and c-Met have
been implicated in regulation of tumor angiogenesis
through the direct pro-angiogenic properties of HGF or
through the regulation of pro-angiogenic factors secretion
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[9-11]. Increasing evidence suggests that both c-Met and
HGEF elevations have been associated with poor clinical
outcomes [5—8]. Moreover, over-activation of HGF/c-Met
axis has been linked to acquired or de novo resistance
to targeted therapies, such as EGFR, B-Raf and HER-2
inhibitors [12—15]. Thus, c-Met axis has emerged as an
attractive target for therapeutic medication of cancer.

Over the past decade, in spite of a remarkable
number of c-Met inhibitors undergoing preclinical and
clinic assessment, none of them has been approved for
clinical use [6, 16-22]. Notably, most of these c-Met
inhibitors lack selectivity and inhibit multiple kinases,
which would increase the risk of unwanted “off-target”
toxicities. More importantly, in the era of precision
medicine, a highly specific c-Met inhibitor would be
more suitable to fulfill the specific treatment need for sub-
population of c-Met-driven cancer and serve as a “clean”
component for combination strategies against c-Met-
mediated drug resistance. Thus, more selective c-Met
inhibitors are required.

Here, we reported a highly selective and potent
c-Met inhibitor, Simm530. Simm530 exhibits sub-
nanomolar level enzymatic potency and is highly specific
for c-Met with more than 2,000-fold selectivity over
a large panel of 282 human kinases. Simm530 potently
blocked c-Met phosphorylation and the downstream
signaling in c-Met over-activated cancer cell lines. As
a result, it inhibited c-Met-stimulated cellular events
in tumor cells and primary endothelial cells. Moreover,
Simm530 exhibited significant antitumor activity in
c-Met-driven xenograft models at well tolerated doses. All
these findings promise Simm530 as a potential candidate
for c-Met-driven human cancers.

RESULTS

Simm530 is a potent and highly selective c-Met
inhibitor

Simm530 was initially identified as a potent c-Met
kinase inhibitor with an IC,, value of 0.50 + 0.16 nM
using an ELISA assay with recombinant c-Met kinase
protein (Figure 1A, 1B). Accordingly, we were prompted
to investigate whether this potency was specifically against
c-Met. Simm530 was profiled against a panel of 282
human kinases, including c-Met family member, Ron, and
c-Met homologous, Axl kinase family (Axl, Tyro3, c-Mer).
Compared to its high potency against c-Met, Simm530
exhibited more than 2,000-fold less potency against these
tested kinases, with inhibitory rate less than 50% at 1 pM
(Figure 1C), indicating that Simm530 is a highly selective
c-Met inhibitor.

As most kinase inhibitors to date are ATP
competitive, we examined whether Simm530 functions
in a similar manner. The inhibitory potency of Simm530

on c-Met kinase activity was evaluated with introducing
increasing ATP concentration. Lineweaver-Burk plot
for c-Met inhibition by Simm530 with respect to the
ATP concentration showed all the curves intersecting
the y-intercept at zero, which indicates a competitive
mechanism of inhibition (Figure 1D). Thus, Simm530 is
a potent, highly selective and ATP-competitive inhibitor
of c-Met.

Simm530 inhibits c-Met phosphorylation and its
downstream signaling pathways

Next, we investigated the cellular kinase-targeting
activity of Simm530. Firstly, EBC-1 and MKN-45 human
cancer cells that harbor an amplified MET gene, and BaF3/
TPR-Met cell that stably expressing a constitutively active
oncogenic version TPR-MET were used. Exposure to
Simm530 significantly inhibited c-Met phosphorylation at
the activation loop (Y 1234/1235) and its COOH-terminal
docking site (Y1349), with a complete abolishment at
2.5 or 5 nM in these tested cell lines (Figure 2A and 2B).
Consistently, this was accompanied by a dose-dependent
inhibition of phosphorylation of c-Met key downstream
signaling molecules, AKT and ERK1/2 [5, 23] (Figure 2A
and 2B). Similar results was recapitulated in Simm530-
treated NCI-H441 human lung cancer cells and U-87MG
human glioblastoma cells, which respond well to HGF
stimulation (Figure 2C).

c-Met-activating mutations have been identified
in human cancers and some reportedly confer resistance
to certain c-Met kinase inhibitors [24-29]. Thus,
Simm530 was evaluated for its ability to inhibit c-Met
phosphorylation in a panel of NIH/3T3 cell lines
expressing c-Met mutations, including three activation
loop mutants (Y1230C, Y1230H, and Y1235D)and a P + 1
loop mutant (M1250T). As shown in Figure S1, Simm530
exhibited similar potency against c-Met M1250T, Y1235D
and Y 1230C mutants compared with the wild-type c-Met.
However, a marked decrease in potency of Simm530 was
observed against the c-Met Y1230H mutant, indicating
that specific mutation of c-Met, Y1230H, is resistant to
Simm530 treatment.

Together, these data strongly suggested that
Simm530 inhibits both constitutive and ligand mediated
c-Met activation and, in turn leading to the inhibition of
downstream c-Met signaling.

Simm530 specifically inhibits c-Met-addicted
proliferation of human cancer cells with high
potency

Increased c-Met activity promotes cancer cell
proliferation [5, 30, 31]. Therefore, Simm530 was
evaluated on a panel of 30 human cancer cell lines and
normal cells with different settings of c-Met expression/
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Figure 1: Simm530 is a potent, highly selective and ATP-competitive inhibitor of c-Met. A. The chemical structure of
Simm530. B. The inhibition curve of Simm530 on c-Met kinase activity. C. Kinase-selectivity profile of Simm530 on 282 human protein
kinases. D. Lineweaver-Burk plot demonstrating the ATP-competitive inhibition of c-Met kinase activity by Simm530.
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Figure 2: Simm530 suppresses c-Met phosphorylation and signal pathways in various cells. A&B. EBC-1, MKN-45 (A)
and BaF3/TPR-Met cells (B) treated with increasing concentrations of Simm530 for 2 h were lysed and subjected to immunoblotting
analysis. C. NCI-H441 and U-87MG cells were serum-deprived for 24 h prior to 2 h treatment with Simm530 following stimulation with
HGF for 15 min. Then, cells were lysed and subjected to immunoblotting analysis.
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activation to determine its cytotoxic activity. As shown in
Figure 3A, the IC,, values varied widely among the cell
lines and were closely correlated with the individual c-Met
status. Notably, MET amplification-driven cancer cells
(EBC-1, NCI-H1993, MKN-45 and SNU-5) were most
sensitive to Simm530 treatment, with IC,, values of 0.7,
0.8, 0.9 and 0.7 nM, respectively (Figure 3A, Table S1). In
addition, Simm530 also significantly inhibited proliferation
of BaF3/TPR-Met cells (Figure 3A, Table S1), which
features c-Met addicted cell growth. In contrast, Simm530
treatment exerted little anti-proliferative effect in cells with
low c-Met expression or activation (cytotoxicity IC, values
of >50 uM) (Figure 3A), exhibiting at least a 50,000-fold
less potency than that of c-Met-addicted cancer cells. These
findings, strongly suggested that Simm530 specifically
inhibited c-Met-driven cell proliferation with high potency.

For further confirmation, we used siRNA knocking
down c-Met protein levels in MKN-45 cells. Transfection
of c-Met siRNA decreased c-Met protein expression by at
least 90%. As a result, c-Met depletion yielded a pattern of
pathway inhibition, and in turn cell proliferation inhibition
that was remarkably similar to that observed following
Simm530 treatment (Figure 3B). However, Simm530 failed
to substantially inhibit the MKN-45 cell proliferation that
transfected with c-Met siRNA, with no obvious inhibitory
effect even at 100 nM (Figure 3C). Overall, these finding
supports the conclusion that the Simm530 potently inhibited
cell proliferation via specifically inhibiting c-Met.

It was previously revealed that c-Met inhibition
triggers G /S cell cycle arrest, and further cell proliferation
inhibition as consequence [32—35]. To confirm whether
the mechanism of anti-proliferative of Simm530 against
c-Met-driven cancer cells was due to inhibiting c-Met
signaling, cell-cycle distribution was analyzed by flow
cytometry analysis. As expected, Simm530 significantly
induced a G /S phase arrest by dose-dependent manner
in EBC-1 and MKN-45 cells (P<0.001) (Figure 3D, 3E).
Consistently, Simm530 significantly decreased the protein
level of cyclin D1 and cyclin E, two key modulators of the
G /S transition (Figure S2). In addition, no obvious sub-G
cell population was observed upon Simm530 treatment
(Figure 3D, 3E), largely excluding the occurrence of
Simm530-induced apoptosis. We therefore concluded
that Simm530 selectively inhibited proliferation of c-Met
addicted cells via arresting cells at G /S phase.

Simm3530 significantly inhibits HGF/c-Met-
promoted cell metastasis phenotypes

Another important function of HGF/c-Met axis
activation is to promote cancer cells migration and
invasion, which contribute to the tumor metastasis [5—8].
We then evaluated the effect of Simm530 in this regard.
For this, NCI-H441 and Madin-Darby canine kidney
(MDCK) cells, which respond well to HGF stimulation,
were used. Simm530 strongly suppressed HGF-induced

NCI-H441 cell motility and invasion in a dose-dependent
manner and was sufficient to block the movement of most
cells at a dose of 4 nM (Figure 4A, 4B, 4C, 4D). Similar
results were observed in a wound-healing assay using
MDCK cells (Data not shown).

Cell invasion and metastasis requires degradation
of surrounding ECM. HGF/c-Met axis has been strongly
implicated in promoting the production of proteinases,
such as urokinase plasminogen activator (uPA) and matrix
metalloproteinase (MMP), which were demand for ECM
degradation [36]. As expected, MMP-9 and uPA were
elevated upon HGF stimulation. Simm530 significantly
inhibited HGF-induced MMP expression and urokinase
activity in a dose-dependent manner (Figure 4E and 4F).

Activation of c-Met drives a complex genetic
program termed invasive growth, which is pivotal in
driving cancer cell invasion and metastasis [37, 38]. In
vitro, this morphogenetic program was replicated by
stimulating cultured MDCK epithelial cells with HGF in
3D multicellular-branched morphogenesis model and 2D
scattering assay [5, 39, 40]. We therefore chose these two
representative models, cell scattering and morphogenesis,
to evaluate the inhibitory effect of Simm530 on c-Met-
driven invasive growth. As expected, MDCK cells
performed cell-dissociation appearance and multicellular-
branched structures upon HGF stimulation. However,
Simm530 strongly inhibited cell scattering (Figure 4G)
and morphogenesis (Figure 4H), indicating Simm530
inhibited HGF-induced c-Met-driven invasive growth.
In accordance with the above observations, Simm530
effectively inhibited c-Met signaling in NCI-H441 and
MDCK cells upon HGF stimulation (Figure 41, 4J).
Together, Simm530 inhibits HGF/c-Met axis and further
inhibits HGF-stimulated cell metastatic behaviors.

Simm530 significantly inhibits c-Met-driven
tumor growth in vivo

Encouraged by the potency of Simm530 in
reversing c-Met-stimulated neoplastic phenotypes in
vitro, we proceeded to evaluate its antitumor efficacy in
vivo. Two representative tumor xenograft models driven
by dysregulated c-Met were chosen: An EBC-1 human
NSCLC xenograft model and a SNU-5 human gastric
carcinoma xenograft model. In EBC-1 xenograft model,
oral administration of Simm530 twice daily produced
dose-dependent antitumor activity (Figure 5A, 5B).
Tumor stasis was observed even at the dose of 12.5 mg/
kg. Furthermore, Simm530 caused tumor regression at the
dose of 50 and 100 mg/kg, and 4 of the 6 mice showed no
signs of tumor at the 100 mg/kg twice daily dose (Figure
5A, 5B). Simm530 was well tolerance (lack of significant
weight loss) at all tested dosages (data not shown).
Similar results were obtained in SNU-5 xenograft model.
Simm530 caused tumor stasis and regression at doses of
12.5 mg/kg and 25 mg/kg (Figure 5C).
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Figure 3: Simm530 specifically and potently inhibits c-Met-addicted proliferation of human cancer cells via G /S phase
arrest. A. The anti-proliferation activity of Simm530 against a panel of tumor cell lines and normal cells originating from different tissue
types was determined by a sulforhodamine B (SRB) or an MTT assay. The IC, values were plotted as the means + SD (uM) or estimated
values from three separate experiments. B. c-Met knockdown inhibited cell growth and c-Met signaling. c-Met was disrupted using c-Met
siRNAs for 96 h or Simm530 (100 nM) for 72 h in MKN-45 cells, following immunoblotting (left panel) and cell viability (right panel)
analysis. Bars represent means = SD. C. MKN-45 cells were treated with scramble or c-Met siRNAs for 24 h followed by increasing
concentrations of Simm530 for 72 h. Cell viability were analyzed. Bars represent means + SD. The results shown are representative of
three independent experiments. D&E. Simm530 induced G /S phase cell cycle arrest in c-Met-addicted human cancer cells. EBC-1 (D) and
MKN-45 (E) cells were treated with indicated concentrations of SimmS530 for 24 h. The percentages of cells in different cell cycle phases
determined by FACS and analyzed with Modifit LT were plotted. The data shown are the mean + SD from three independent experiments,
and representative images are shown. * P < 0.05; *** P < (.001 vs vehicle group, determined using ANOVA test.
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Figure 4: Simm530 significantly inhibits HGF/c-Met promoted cell metastasis phenotypes. A, B, C&D. Simm530 suppressed
HGF-induced NCI-H441cell migration (A&C) and invasion (B&D). Representative images are shown (scale bar, 100 um). The relative migration
and invasion were plotted. The data shown are the mean + SD from three independent experiments, assuming 100% migration or invasion of cells
stimulated with HGF. * P < 0.05; *** P < (0.001 vs HGF stimulating group, determined using ANOVA test. E. Simm530 reduced HGF-induced
MMP-9 expression in NCI-H441 cells. Pre-starved NCI-H441 cells were treated with HGF and increasing concentrations of SimmS530 for 24 h.
Expression of pro-MMP-9 (92 kDa) was detected in same amounts of supernatant by geltin zymography and quantified by densitometric analysis
using Image Lab software (Bio-Rad). The data shown are the mean + SD from three independent experiments, assuming 100% MMP-9 activity
of cells stimulated with HGF. * P < 0.05; ** P < (.01 vs HGF stimulating group, determined using ANOVA test. F. Simm530 suppressed HGF-
induced urokinase activity in MDCK cells. Pre-starved MDCK cells were treated with HGF and increasing concentrations of Simm530 for 24h,
then uPA activity was measured. The data shown are the mean = SD from three independent experiments, assuming 100% uPA activity of cells
stimulated with HGFE. *** P < (.001 vs HGF stimulating group, determined using ANOVA test. G. Simm530 inhibited HGF-induced scattering
of MDCK cells. Cells were grown as small colonies at low density and treated with HGF (50 ng/mL) in the presence of increasing concentrations
of Simm530 for 18 to 24 h. Representative images from three separate experiments are shown (scale bars, 10 um). H. Simm530 significantly
inhibited HGF-stimulated invasive cell growth. The MDCK branching morphogenesis in collagen induced by HGF was inhibited by Simm530.
Images were obtained 5 days after treatment. Representative images from three separate experiments are shown (scale bars, 10 pm). 1&J.
Simm3530 inhibited c-Met signaling pathway in HGF-stimulated NCI-H441 (I) and MDCK (J) cells. Pre-starved NCI-H441 and MDCK cells
were treated with increasing concentrations of Simm530 and 100 ng/mL HGF for 24 h, and then were subjected to immunoblotting analysis.
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Figure 5: SimmS30 inhibits c-Met-driven tumor growth in vivo. A&B. Simm530 inhibited tumor growth in EBC-1 xenografts.
Simm3530 was administered orally twice daily after the tumor volume reached 100 to 200 mm®. The results are expressed as the mean =
SEM (n=6 per group). The percent tumor growth inhibition values (TGI) were measured on the final day of the study for the drug treated
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**% P < 0.001. C. Simm530 inhibits tumor growth in SNU-5 xenografts. Simm530 was administered orally twice daily after tumor volume
reached 100 to 200 mm?. The results are expressed as the mean = SEM (n=6 per group). The percent tumor growth inhibition values (TGI)
were measured on the final day of the study for the drug treated mice compared with the vehicle mice. Significant difference from the
vehicle group was determined using one-way ANOVA, *** P < (.00]. D&E. Immunoblotting analysis of phospho-c-Met was determined
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and Ki67 expression was determined in SNU-5 xenograft model, at 2 h after final administration of Simm530 (scale bars, 100 um).
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We also evaluated the intratumoral Ki67
proliferation index and observed a significant decrease in
the group treated with Simm530. In agreement with the
suppressed tumor growth, a marked and dose-dependent
inhibition in the intratumoral phosphorylation of c-Met
was observed at 2 hours after the final dosage (Figure 5D,
SE, and 5F). Taken together, Simm530 showed a robust
antitumor efficacy that was correlated with the inhibition
of c-Met activation in c-Met-driven tumor models.
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Figure 6: Simm530 inhibits c-Met-mediated angiogenic effects in vitro and in vivo. A&B. Simm530 inhibited HGF-
stimulated primary HUVEC cells proliferation (A) and c-Met signaling (B). Pre-starved primary HUVEC cells were treated with increasing
concentration of Simm530 and HGF (100 ng/mL)for 24 h. Cell viability was measured by CCK-8 assay. Pre-starved primary HUVEC cells
treated with Simm530 for 2 h, following 100 ng/mL HGF stimulation for 15 minutes were then lysed and subjected to immunoblotting
analysis. Representative data are shown from three independent experiments. C. An IHC evaluation of CD31 expression was determined in
EBC-1 xenograft model, at 2 h after final administration of Simm530 (scale bars, 100 pm). D. Simm530 reduced secretion of human IL-8
in SNU-5 xenograft model. Serum levels of human IL-8 were determined by ELISA assay of SNU-5 xenografts on day 21. The results are
expressed as the mean = SD. *** P < ().00! vs vehicle group, determined using ANOVA test.
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inhibited HGF-stimulated proliferation of HUVEC
cells in a dose-dependent manner, with an IC, value of
0.49 + 0.16 nM. Consistently, c-Met phosphorylation
and its downstream signaling were potently inhibited
by Simm530 in HGF-stimulated HUVEC cells (Figure
6B). The in vivo anti-angiogenic effect of SImm530 was
assessed for intratumoral modulation of microvessel
density (MVD) by immunostaining for platelet endothelial
cell adhesion molecule 1 (CD31) in the xenograft model.
A significant reduction of CD31-positive endothelial cells
was observed upon Simm530 treatment (Figure 6C). HGF/
c-Met has also been shown to increase the secretion of
pro-angiogenic factors by tumor cells, such as IL-8 [10,
41]. Therefore, the effect of Simm530 on IL- 8 plasma
levels in vivo was also investigated. We found a significant
reduction in IL-8 plasma level of Simm530 treated group
(Figure 6D). All these results supported the conclusion
that antitumor efficacy of Simm530 in part attributed to
its anti-angiogenic activity.

DISCUSSION

Aberrant c-Met activation promotes tumor formation
and metastasis, as well as mediating resistance to approved
therapies [12—15]. Therefore, inhibition c-Met signaling
could have significant potential for the treatment of human
cancers where the c-Met pathway is over-activated.

In fact, most c-Met inhibitors currently undergoing
clinical trials are multi-target inhibitors, which may
result in unwanted off-target toxicities [6, 16-22]. In this
study, we reported a c-Met inhibitor, Simm530, featured
with high selectivity against c-Met. Simm530 showed
at least above 2,000-fold selectivity over a panel of
282 human kinases, making it one of the most selective
c-Met inhibitors described to date. In accordance with
this observation, cancer cells with low c-Met activity
were markedly less sensitive (more than 50,000-fold)
to Simm530 than c-Met-addicted cells. Since lacking
the confounding issue of off-target kinase inhibition,
Simm530 could specifically achieve the therapeutic
potential of c-Met inhibition alone in human cancers
addicted to c-Met aberrations. In addition, the feature of
high selectivity makes Simm530 ideally suitable for use as
a tool inhibitor in preclinical models to dissect the role of
c-Met catalytic activity in cancer progression.

c-Met-driven invasive growth programme is an
integrated set of cellular responses, including survival,
proliferation, cell-cell dissociation, migration, invasion
and ECM degradation. This complex programme
functionally facilitates the primary transformed phenotype
of tumor as well as the subsequent phases of neoplastic
progression [6, 37, 38]. In this study, the formation of
branching tubular structures and cell scattering of MDCK
cells by HGF stimulation was significantly inhibited by
Simm530. Consistently, reduction of c-Met-stimulated cell

proliferation, migration, invasion and ECM degradation
upon Simm530 treatment was obtained, and further
confirming the potent inhibitory effect of Simm530 on
c-Met-driven invasive growth. All these indicated that a
potential role of Simm530 against tumor progression and
metastasis.

HGF/c-Met system functions as a potent pro-
angiogenic cue to exacerbate the malignant behavior
of cancer cells. c-Met has been reported expressing in
endothelial cells and HGF is able to directly stimulate
endothelial cell growth and survival [6, 42]. c-Met and
HGEF could also promoted angiogenic factors secretion.
Thus, c-Met inhibition is believed to give rise to potent
anti-angiogenic effect apart from its direct devastating
impact on tumor cells. Consistently, our data showed that
Simm530 powerfully inhibited HGF-evoked HUVEC
survival, intratumoral CD31 expression, as well as
robustly decreased IL-8 secretion that correlated with
its antitumor activity in vivo. Taken together, the present
results suggested anti-angiogenic effect as an important
mechanism-of-action in Simm530 antitumor efficacies.

In summary, Simm530 was identified as a novel,
highly selective and potent c-Met inhibitor. It strongly
inhibited c-Met phosphorylation and the downstream
signaling across different oncogenic forms in c-Met over-
activated cancer cells and endothelial cell. It exhibited
potent antitumor activity via a mechanism of combined
anti-proliferation and anti-angiogenic effects. The potent
antitumor efficacy, high selectivity and potential broad
therapeutic window of this molecule suggest its potential
as a novel agent for treatment of c-Met-driven cancers.

MATERIALS AND METHODS

Compound

Simm530[6-(difluoro(6-(1-methyl-1H-pyrazol-
4-y1)-[1,2,4]triazolo[4,3-b][1,2,4]triazin-3-yl)methyl)
quinolone; Figure 1A] was synthesized at Prof. Wenhu
Duan’s Laboratory in Shanghai Institute of Materia
Medica. The purity of Simm530 was 99%.

Reagents

Recombinant human HGF was acquired from
PeproTech Inc. The antibodies specific to phospho-c-
Met (Y 1234/1235), phospho-c-Met (Y 1349), phospho-
AKT (S473), phospho-ERK1/2 (T202/Y204), AKT,
ERK1/2, Cyclin D1 and Cyclin E were purchased
from Cell Signaling Technology; Antibodies against
phosphotyrosine (PY99), c-Met, B-actin were purchased
from Santa Cruz Biotechnology; Antibody against Ki67
was purchased from Epitomics Inc; Antibody against CD-
31 was purchased from Abcam; Antibody against GAPDH
was purchased from Kangcheng Bio.

www.impactjournals.com/oncotarget

38099

Oncotarget



Cell culture

The following cells were purchased from American
Type Culture Collection (Manassas, VA, USA), including
NCI-H1993, NCI-H596, NCI-H441, NCI-H661, Calu-3,
SNU-5, SNU-16, SNU-1, AGS, MDA-MB-231, HepG2,
HT-29, HCT116, SK-MEL-28, and DU145. EBC-1, MKN-
45 and NCI-H226 cells were purchased from Japanese
Research Resources Bank (Tokyo, Japan). MDCK cells
were a gift from Dr. H. Eric Xu of Shanghai Institute
of Material Medical. BaF3 cell line was purchased
from Deutsche Sammlung von Mikroorganismen
und Zellkulturen GmbH (Braunschweig, Germany).
SMMC-7721, ACHN, HMEC, NCI-H292, NCI-H358,
NCI-H460, MDA-MB-435, T47D, MCF-7, BEL-7404,
786-0 and U-87MG were obtained from Typical culture
preservation commission cell bank, Chinese academy
of sciences. Human gastric epithelial cell line GES-
1 cells were obtained from Shanghai Cancer Institute,
Renji Hospital, Shanghai Jiaotong University School
of Medicine (Shanghai, China). SK-OV-3 was obtained
from Fudan University (Shanghai, China). HUVEC was
obtained from AllCells Bio (Shanghai, China). Cells were
routinely maintained according to recommendations of
their suppliers.

All the cell lines used in this study were obtained
during March to August in 2011 and maintained in
appropriate medium as suppliers suggested. All the cell
lines were authenticated using STR (short tandem repeats)
testing by Gene sky Biopharma Technology (Shanghai,
China) (last tested in 2015).

DNA plasmids construction, virus production
and infection

The retroviral constructs pPBABE-TPR-MET, empty
vectors and c-Met variant 2 (METV2) cDNA were obtained
from Addgene (Cambridge, MA). pBABE-METV2 was
constructed using recombinant polymerase chain reaction
and subsequently was sub-cloned into the pPBABE-puro
vector. pPBABE-METV2 mutants were constructed with a
site-directed mutagenesis kit (Sbsbio, Shanghai, China).
To generate cells with stable expression, the plasmids were
transfected into amphotropic phoenix 293T packaging
cells with Lipofectamine 2000 (Invitrogen, Grand Island,
NY). After 48 h, virus-containing medium was collected,
filtered, and used to infect host cells in the presence of
6 mg/ml of polybrene. The stable transfectants were
obtained by selection with 1 mg/mL puromycin (Sigma,
St. Louis, MO) for two weeks followed by immunoblotting
validation.

c-Met small interfering RNA and transfection

MISSION®siRNA against c-Met and RNAi Negative
Control were obtained for Sigma for siRNA experiments,

6x10° MKN-45 cells were seeded in 6-well plates. After
24 h, cells were transfected with siRNAs with Oligo
fectamine RN Aimax reagent (Invitrogen) according to the
manufacturer’s instructions. 24 h later, cell was treated
with the Simm530 or DMSO vehicle control for 72 hours,
and then cells were harvested for cell proliferation analysis
or immunoblotting analysis.

ELISA kinase assay

The kinase domain of c-Met was expressed using the
Bac-to-Bac™ baculovirus expression system (Invitrogen,
Carlsbad, CA, USA) and purified on Ni-NTA columns
(QIAGEN Inc., Valencia, CA, USA). The tyrosine
kinase activities of c-Met were evaluated according to
the reported protocol [43]. Briefly, 20 pg/mL poly (Glu,
Tyr),, (Sigma, St. Louis, MO, USA) was pre-coated in
96-well plates as a substrate. A 50-uL aliquot of 10 pmol/L
ATP solution diluted in kinase reaction buffer (50 mmol/L
HEPES [pH 7.4], 50 mmol/L MgCl,, 0.5 mmol/L MnCl,,
0.2 mmol/L Na,VO,, and 1 mmol/L DTT) was added to
each well; 1 pL of various concentrations of indicated
compound diluted in 1% DMSO (v/v) (Sigma) were then
added to each reaction well. DMSO (1%, v/v) was used as
the negative control. The kinase reaction was initiated by
the addition of kinase diluted in 49 pL of kinase reaction
buffer. After incubation for 60 min at 37°C, the plate was
washed three times with phosphate-buffered saline (PBS)
containing 0.1% Tween 20 (T-PBS). Anti-phosphotyrosine
(PY99) antibody (100 pL; 1:500, diluted in 5 mg/mL
BSA T-PBS) was then added. After a 30-min incubation
at 37°C, the plate was washed three times, and 100 pL
horseradish peroxidase-conjugated goat anti-mouse IgG
(1:2000, diluted in 5 mg/mL BSA T-PBS) was added. The
plate was then incubated at 37°C for 30 min and washed
3 times. A 100-pL aliquot of a solution containing 0.03%
H,0, and 2 mg/ml o-phenylenediamine in 0.1 mol/L citrate
buffer (pH 5.5) was added. The reaction was terminated
by the addition of 50 uL of 2 mol/L H,SO, as the color
changed, and the plate was analyzed using a multi-well
spectrophotometer (SpectraMAX 190, Molecular Devices,
Sunnyvale, CA, USA) at 490 nm. The inhibition rate (%)
was calculated using the following equation: [1-(A490/
A490 control)] x 100%. The IC, values were calculated
from the inhibition curves in two separate experiments.
For ATP competitive assay, various concentrations of
ATP were diluted for the kinase reaction. The results were
analyzed in Lineweaver-Burk plots.

Kinase profiling

The activity of Simm530, at a concentration of
1 pmol/L using an ATP concentration of 10 uM, was
screened against a protein kinase panel of 282 human
protein kinases by Eurofins using the Eurofins Kinase
Profiler Selectivity Testing Service.
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Immunoblotting

Cells were cultured under regular growth conditions
to exponential growth phase. Then the cells were
treated with Simm530 for indicated time and lysed in
I1xSDS sample buffer. If HGF treatment was required,
cells were starved in serum-free medium for 24 h, and
followed by treatment with Simm530 plus recombinant
human HGF for appropriate time. Those cell lysates
were subsequently resolved on 10% SDS-PAGE, and
transferred to nitrocellulose membranes. Proteins were
probed with specific antibody then subsequently with
secondary horseradish peroxidase-conjugated antibody.
Finally, immunoreactive proteins were detected using an
enhanced chemiluminescence detection reagent (Pierce,
Thermo Fisher Scientific Inc.).

Cell proliferation assay

Cells were seeded in 96-well tissue culture
plates. On the next day, cells were exposed to various
concentrations of compounds and further cultured for 72 h.
For Human umbilical vascular endothelial cells (HUVEC)
(passage 3) were transferred to basal medium (without
growth factor and serum) for 24 h before compounds
treated for another 24 h. Finally, cell proliferation
was determined using sulforhodamine B (SRB) assay,
Thiazolyl Blue Tetrazolium Bromide (MTT; Sigma) assay
or Cell Counting Kit (CCK-8) assay. IC values were
calculated by concentration-response curve fitting using a
SoftMax pro-based four-parameter method.

Cell cycle analysis

The effects of Simm530 on cell cycle progression
and population distribution were determined by flow
cytometry. Cells were seeded at 2 x 10° cells in 6-well
plates and treated with Simm530 at indicated concentration
or vehicle as a control. After 24 h, cells were collected,
fixed and stained with propidium iodide (10 pg/mL) for 30
min, then analyzed using a flow cytometer (FACS Caliber
instrument; Becton, Dickinson & Co.). Data were plotted
using CellQuest (Becton, Dickinson &Co).

Migration and matrigel invasion assays

For the migration assay, NCI-H441 cells suspended
in serum-free medium (1.5%10 cells per well) were seeded
in 24-well Transwell plates (pore size, 8 um; Corning).
The bottom chambers were filled with serum-free
medium supplemented with HGF (100 ng/mL), and 0.8,
4,20 and 100 nM of Simm530 was added to both sides
of the membrane. The cultures were maintained for 24 h,
followed by the removal of non-motile cells at the top of
the filter using a cotton swab. The migrating cells were
fixed in paraformaldehyde (4%) and stained with crystal
violet (0.1%) for 15 min at room temperature. The dye

that was taken up by the cells bound to the membrane was
released by the addition of 100 uL 10% acetic acid, and
the absorbance of the resulting solution was measured at
595 nm using a multiwell spectrophotometer (SpetraMAX
190, from Molecular Devices, Palo Alto, CA, USA). The
assay was performed in triplicate. Images were obtained
using an Olympus BX51 microscope.

For the invasion assay, NCI-H441 cells were
cultured in the top chambers containing Matrigel-coated
membrane inserts (Matrigel, BD). The ensuing procedure
was identical to the migration assay. The assay was
performed in triplicate. Images were obtained using an
Olympus BX51 microscope.

Gelatin zymography

NCI-H441 cells were seeded in a six-well plate
(5x10° per well) and incubated at 37°C. After starved
for 24 h, cells were incubated in serum-free medium
supplemented with or without HGF (100 ng/mL) in the
presence of various concentrations of Simm530 for
another 24 h. The conditioned medium was collected and
centrifuged at 12,000 g for 15 min and concentrated by
Micro centrifugal filter device (Millipore Corporation).
Then the supernatants were collected and separated on
7.5% SDS-PAGE with 2 mg/mL gelatin incorporated into
the gel mixture. Following electrophoresis at 4°C, the gels
were rinsed briefly with distilled water and washed three
times (15 min each) with 150 ml of 2.5% Triton X-100
solution on a rotary shaker. The gels were then incubated
at 37°C for 18 h in 250 ml of 50 mmol/L Tris-HCI (pH 7.5)
that contained 10 mmol/L CaCl,, 1 uM ZnCl,, 1% Triton
X-100, and 0.02% NaN,. After incubation, the gels were
stained with 100 ml of 50% methanol, 10% acetic acid,
and 0.1% Coomassie blue R-250 for 3 h, then destained
with 50% methanol and 10% acetic acid. Finally, the gels
were immersed in distilled water for 20 min and quantified
by densitometric analysis using Image Lab software (Bio-
Rad Laboratories, Inc.).

Urokinase-type plasminogen activator (uPA)
assay

MDCK cells (1.5-2 x10° cells per well) were
plated in 96-well plate and grown overnight. Various
concentrations of Simm530 and 100 ng/mL HGF were
added to the appropriate wells and incubated for 24 h. The
plate was processed for determination of plasminogen
activity by first rinsing wells twice with DMEM (without
phenol red), then adding 200 pL of reaction buffer
[10%(v/v) 3 mM chromozym PL (Roche) in 100 mM
glycine, 40%(v/v) 50 mM Tris (pH 8.2), 50%(v/v) 0.05
unit/mL plasminogen (Roche) in DMEM (without phenol
red), and 0.2% Tween-20] to each well. After incubation
at 37°C, 5% CO, for 6 h, the absorbance of each well was
read at 405 nm.
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Scattering assay

MDCK cells (1.5x10°* cells per well) were plated
in 96-well plates and grown overnight. Increasing
concentrations of Simm530 and HGF (100 ng/mL)
were added to the appropriate wells, and the plates were
incubated at 37°C and 5% CO, for 24 h. The cells were
fixed with 4% paraformaldehyde for 15 min at room
temperature and then stained with 0.2% crystal violet. The
assay was performed in triplicate. Images were obtained
using an Olympus IX51 microscope.

Cell branching morphogenesis

MDCK cells at a density of 2x10* cells/mL in
DMEM medium were mixed with an equal volume of
collagen I solution and plated at 0.1 mL/well in a 96-well
culture plate. After incubation for 1-2 h at 37°C and 5%
CO, to allow the collagen to gel, HGF (100 ng/mL) with
or without Simm530 at various concentrations dissolved
in 100 pL of growth medium was added to each well. The
medium was replaced with fresh growth medium every
2 days. Images were obtained using an Olympus IX51
microscope after 5 days.

In vivo antitumor activity studies

Female nude mice (4-6 weeks) were housed five or
six mice per cage in a specific pathogen-free room with
a 12 h light/dark schedule at 25°C + 1°C and were fed
an autoclaved chow diet and water ad libitum. Animal
procedures were performed according to institutional
ethical guidelines of animal care. The SNU-5 or EBC-1
cells at a density of 5 x10° in 200puL were injected s.c. into
the right flank of nude mice and then allowed to grow to
700-800 mm?, defined as a well-developed tumor. After
that, the well-developed tumors were cut into 1 mm®
fragments and transplanted s.c. into the right flank of nude
mice using a trocar. When the tumor volume reached 100-
200 mm?, the mice were randomly assigned into vehicle
and treatment groups (n = 6 per group). Vehicle groups
were given vehicle alone, and treatment groups received
Simm530 at indicated doses via p.o. administration twice
daily for indicated days. The sizes of the tumors were
measured twice per week using microcaliper. The tumor
volume (TV) was calculated as: TV = (lengthxwidth?)/2
and the individual relative tumor volume (RTV) was
calculated as follows: RTV = V/V, where V is the
volume on each day, and V  is the volume at the beginning
of the treatment. RTV was shown on indicated days as the
median RTV + SE indicated for groups of mice.

Percent (%) inhibition values (TGI) were measured
on the final day of study for drug-treated compared with

vehicle-treated mice and are calculated as 100x {1-[(V.. .,

Final day_VTreated Day 0) / (VComrol Final day - VComrol Day O)] } :

Immunohistochemistry

Tumor specimens were fixed in 4%
paraformaldehyde for 24 h. Tumor samples were
subsequently paraffin-embedded, and sliced onto
microscope slides. After dewaxing and blocking
endogenous peroxidase activity with 3% H,O,, the
sections were incubated with 1.5% normal goat serum,
followed by overnight incubation at 4°C with anti-
phospho-c-Met antibody (Y1234/1235), anti-CD31
antibody or anti-Ki67 antibody. Then, the sections
were incubated with biotin-conjugated anti-rabbit
IgG for 2 h at 37°C followed by incubating for 1 h
with avidin-biotin-peroxidase complex (ABC) using
a Vectastain ABC kit(Vector Laboratories). Staining
was detected using the DAB (3, 3’-diaminobenzidine
tetrahydrochloride) Liquid System (ZSGB-Bio) and
imaged in 5 different fields of each section. Anti-
phospho-c-Met and anti-CD31 antibody immunostained
sections were counterstained using hematoxylin.

Human IL-8 immunoassay

Serum levels of human IL-8 were detected by using
Human IL-8 Quantikine ELISA Kit (R&D Systems, Inc.)
follows the instructions.

Statistical analysis

Between group differences were analyzed by one-
way ANOVA, with P-values <0.05 for overall comparisons
tested by post hoc pairwise comparisons using the Tukey
multiple comparison tests. All statistical analyses were
performed using R Ver. 3.0.2.

ACKNOWLEDGMENTS

We thank Dr. H. Eric Xu (Shanghai Institute of
Materia Medica, Chinese Academy of Sciences) for kindly
providing MDCK cells.

CONFLICTS OF INTEREST

The authors declare no conflicts of interest.

GRANT SUPPORT

This research was supported by grants from the
National Program on Key Basic Research Project of China
(No. 2012CB910704), National Key Sci-Tech Project
(No. 2012ZX09301001-007), and the Natural Science
Foundation of China (No. 81321092, 8§1473243).

www.impactjournals.com/oncotarget

38102

Oncotarget



REFERENCES

10.

11.

12.

13.

Bottaro DP, Rubin JS, Faletto DL, Chan AML, Kmiecik
TE, Vandewoude GF, Aaronson SA. Identification of
the Hepatocyte Growth-Factor Receptor as the C-Met
Protooncogene Product. Science. 1991; 251:802-804.

Gherardi E, Stoker M. Hepatocytes and Scatter Factor.
Nature. 1990; 346:228-228.

Weidner KM, Arakaki N, Hartmann G, Vandekerckhove J,
Weingart S, Rieder H, Fonatsch C, Tsubouchi H, Hishida
T, Daikuhara Y, Birchmeier W. Evidence for the Identity
of Human Scatter Factor and Human Hepatocyte Growth-
Factor. P Natl Acad Sci USA. 1991; 88:7001-7005.

Naldini L, Weidner KM, Vigna E, Gaudino G, Bardelli
A, Ponzetto C, Narsimhan RP, Hartmann G, Zarnegar R,
Michalopoulos GK, Birchmeier W, Comoglio PM. Scatter
Factor and Hepatocyte Growth-Factor Are Indistinguishable
Ligands for the Met Receptor. Embo J. 1991; 10:2867-2878.

Birchmeier C, Birchmeier W, Gherardi E, Vande Woude
GF. Met, metastasis, motility and more. Nat Rev Mol Cell
Bio. 2003; 4:915-925.

Comoglio PM, Giordano S, Trusolino L. Drug development
of MET inhibitors: targeting oncogene addiction and
expedience. Nat Rev Drug Discov. 2008; 7:504-516.

Stella GM, Benvenuti S, Comoglio PM. Targeting the MET
oncogene in cancer and metastases. Expert Opin Inv Drug.
2010; 19:1381-1394.

Gherardi E, Birchmeier W, Birchmeier C, Vande Woude G.
Targeting MET in cancer: rationale and progress. Nat Rev
Cancer. 2012; 12:89-103.

Rosen EM, Grant DS, Kleinman HK, Goldberg ID,
Bhargava MM, Nickoloff BJ, Kinsella JL, Polverini P.
Scatter Factor (Hepatocyte Growth-Factor) Is a Potent
Angiogenesis Factor in-Vivo. Sym Soc Exp Biol. 1993;
47:227-234.

Zhang YW, Su YL, Volpert OV, Van de Woude GF.

Hepatocyte growth factor/scatter factor mediates
angiogenesis through positive VEGF and negative
thrombospondin 1 regulation. P Natl Acad Sci USA. 2003;

100:12718-12723.

Gille J, Khalik M, Konig V, Kaufmann R. Hepatocyte
growth factor scatter factor (HGF/SF) induces vascular
permeability factor (VPF/VEGF) expression by cultured
keratinocytes. J Invest Dermatol. 1998; 111:1160-1165.

Bean J, Brennan C, Shih JY, Riely G, Viale A, Wang
L, Chitale D, Motoi N, Szoke J, Broderick S, Balak
M, Chang WC, Yu CJ, Gazdar A, Pass H, Rusch V, et
al. MET amplification occurs with or without T790M
mutations in EGFR mutant lung tumors with acquired
resistance to gefitinib or erlotinib. Mol Cancer Ther. 2007,
6:3333s-3334s.

Straussman R, Morikawa T, Shee K, Barzily-Rokni M, Qian
ZR, Du JY, Davis A, Mongare MM, Gould J, Frederick
DT, Cooper ZA, Chapman PB, Solit DB, Ribas A, Lo

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

RS, Flaherty KT, et al. Tumour micro-environment elicits
innate resistance to RAF inhibitors through HGF secretion.
Nature. 2012; 487:500-U118.

Wilson TR, Fridlyand J, Yan YB, Penuel E, Burton L,
Chan E, Peng J, Lin E, Wang YL, Sosman J, Ribas A, Li
J, Moffat J, Sutherlin DP, Koeppen H, Merchant M, et al.
Widespread potential for growth-factor-driven resistance to
anticancer kinase inhibitors. Nature. 2012; 487:505-U1652.
Chen CT, Kim H, Liska D, Gao SZ, Christensen JG, Weiser
MR. MET Activation Mediates Resistance to Lapatinib
Inhibition of HER2-Amplified Gastric Cancer Cells. Mol
Cancer Ther. 2012; 11:660-669.

Zillhardt M, Christensen JG, Lengyel E. An Orally
Available Small-Molecule Inhibitor of c-Met, PF-2341066,
Reduces Tumor Burden and Metastasis in a Preclinical
Model of Ovarian Cancer Metastasis. Neoplasia. 2010;
12:1-10.

Ramakrishnan VG, Kimlinger T, Haug J, Halling T,
Wellik L, Rajkumar SV, Kumar S. Mechanism of Action
of'a Novel c-Met Inhibitor MK2461 In Multiple Myeloma.
Blood. 2010; 116:1660-1660.

Basilico C, Pennacchietti S, Vigna E, Chiriaco C, Arena S,
Bardelli A, Valdembri D, Serini G, Michieli P. Tivantinib
(ARQ197) Displays Cytotoxic Activity That Is Independent
of Its Ability to Bind MET. Clin Cancer Res. 2013;
19:2381-2392.

Xie M, Li Z. Preclinical Anti-Tumor Activity of XI880 in
Nasopharyngeal Carcinoma. Ann Oncol. 2012; 23:337-337.

Nakagawa T, Tohyama O, Yamaguchi A, Matsushima T,
Takahashi K, Funasaka S, Shirotori S, Asada M, Obaishi
H. E7050: A dual c-Met and VEGFR-2 tyrosine kinase
inhibitor promotes tumor regression and prolongs survival
in mouse xenograft models. Cancer Sci. 2010; 101:210-215.
Tran-Dube M, Shen H, Nambu M, Pairish M, Jia L, Cheng
HM, Hoffman J, Le P, Johnson C, Kania R, McTigue M,
Grodsky N, Ryan K, Parker M, Yamazaki S, Zou H, et al.
Discovery of pf-4217903-a highly potent and exquisitely
selective c-met inhibitor. Abstr Pap Am Chem S. 2009; 237.
Liu XD, Yao WQ, Newton RC, Scherle PA. Targeting the
c-MET signaling pathway for cancer therapy. Expert Opin
Inv Drug. 2008; 17:997-1011.

Bertotti A, Burbridge MF, Gastaldi S, Galimi F, Torti D,
Medico E, Giordano S, Corso S, Rolland-Valognes G,
Lockhart BP, Hickman JA, Comoglio PM, Trusolino L.
Only a Subset of Met-Activated Pathways Are Required to
Sustain Oncogene Addiction. Sci Signal. 2009; 2:1a80. doi:
10.1126/scisignal.2000643.

Zou HY, Li QH, Lee JH, Arango ME, McDonnell SR,
Yamazaki S, Koudriakova TB, Alton G, Cui JJ, Kung
PP, Nambu MD, Los G, Bender SL, Mroczkowski B,
Christensen JG. An orally available small-molecule
inhibitor of c-met, PF-2341066, exhibits cytoreductive
efficacy and
2007;

through  antiproliferative

Res.

antitumor

antiangiogenic  mechanisms.  Cancer

67:4408-4417.

WWWwW

.impactjournals.com/oncotarget

38103

Oncotarget



25.

26.

27.

28.

29.

30.

31.

32.

33.

Lee JH, Han SU, Cho H, Jennings B, Gerrard B, Dean M,
Schmidt L, Zbar B, Vande Woude GF. A novel germ line
juxtamembrane Met mutation in human gastric cancer.
Oncogene. 2000; 19:4947-4953.

Di Renzo MF, Olivero M, Martone T, Maffe A, Maggiora
P, De Stefani A, Valente G, Giordano S, Cortesina G,
Comoglio PM. Somatic mutations of the MET oncogene
are selected during metastatic spread of human HNSC
carcinomas. Oncogene. 2000; 19:1547-1555.

Berthou S, Aebersold DM, Schmidt LS, Stroka D, Heigl
C, Streit B, Stalder D, Gruber G, Liang CX, Howlett AR,
Candinas D, Greiner RH, Lipson KE, Zimmer Y. The Met
kinase inhibitor SU11274 exhibits a selective inhibition
pattern toward different receptor mutated variants.
Oncogene. 2004; 23:5387-5393.

Pan BS, Chan GKY, Chenard M, Chi A, Davis LJ,
Deshmukh SV, Gibbs JB, Gil S, Hang GZ, Hatch H, Jewell
JP, Kariv I, Katz JD, Kunii K, Lu W, Lutterbach BA, et
al. MK-2461, a Novel Multitargeted Kinase Inhibitor,
Preferentially Inhibits the Activated c-Met Receptor.
Cancer Res. 2010; 70:1524-1533.

Schmidt L, Junker K, Nakaigawa N, Kinjerski T, Weirich
G, Miller M, Lubensky I, Neumann HPH, Brauch H, Decker
J, Vocke C, Brown JA, Jenkins R, Richard S, Bergerheim
U, Gerrard B, et al. Novel mutations of the MET proto-
oncogene in papillary renal carcinomas. Oncogene. 1999;
18:2343-2350.

Christensen JG, Burrows J, Salgia R. c-Met as a target
for human cancer and characterization of inhibitors for
therapeutic intervention. Cancer Lett. 2005; 225:1-26.
Trusolino L, Bertotti A, Comoglio PM. MET signalling:
principles and functions in development, organ regeneration
and cancer. Nat Rev Mol Cell Bio. 2010; 11:834-848.

Ma PC, Schaefer E, Christensen JG, Salgia R. A selective
small molecule c-MET inhibitor, PHA665752, cooperates
with rapamycin. Clin Cancer Res. 2005; 11:2312-2319.
Sattler M, Pride YB, Ma P, Gramlich JL, Chu SC, Quinnan
LA, Shirazian S, Liang C, Podar K, Christensen JG, Salgia
R. A novel small molecule met inhibitor induces apoptosis

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

in cells transformed by the oncogenic TPR-MET tyrosine
kinase. Cancer Res. 2003; 63:5462-5469.

Bertotti A, Burbridge MF, Gastaldi S, Galimi F, Torti D,
Medico E, Giordano S, Corso S, Rolland-Valognes G,
Lockhart BP, Hickman JA, Comoglio PM, Trusolino L.
Only a subset of Met-activated pathways are required to
sustain oncogene addiction. Sci Signal. 2009; 2:er11.

Shen A, Wang L, Huang M, Sun J, Chen Y, Shen YY, Yang
X, Wang X, Ding J, Geng M. c-Myc Alterations Confer
Therapeutic Response and Acquired Resistance to c-Met
Inhibitors in MET-Addicted Cancers. Cancer Res. 2015;
75:4548-4559. doi: 10.1158/0008-5472.CAN-14-2743.

Curran S, Murray GI. Matrix metalloproteinases: molecular
aspects of their roles in tumour invasion and metastasis. Eur
J Cancer. 2000; 36:1621-1630.

Trusolino L, Comoglio PM. Scatter-factor and semaphorin
receptors: Cell signalling for invasive growth. Nat Rev
Cancer. 2002; 2:289-300.

Boccaccio C. Invasive growth: a MET-driven genetic
programme for cancer and stem cells. Ejc Suppl. 2007;
5:16-16.

Stoker M, Gherardi E, Perryman M, Gray J. Scatter Factor
Is a Fibroblast-Derived Modulator of Epithelial-Cell
Mobility. Nature. 1987; 327:239-242.

Zhang YW, Woude GFV. HGF/SF-Met signaling in the
control of branching morphogenesis and invasion. J Cell
Biochem. 2003; 88:408-417.

Eisma RJ, Spiro JD, Kreutzer DL. Role of angiogenic
factors: Coexpression of interleukin-8§ and vascular
endothelial growth factor in patients with head and neck
squamous carcinoma. Laryngoscope. 1999; 109:687-693.
Bussolino F, Direnzo MF, Ziche M, Bocchietto E,
Olivero M, Naldini L, Gaudino G, Tamagnone L, Coffer
A, Comoglio PM. Hepatocyte Growth-Factor Is a Potent
Angiogenic Factor Which Stimulates Endothelial-Cell
Motility and Growth. J Cell Biol. 1992; 119:629-641.
Posner I, Engel M, Levitzki A. Kinetic-Model of the
Epidermal Growth-Factor (Egf) Receptor Tyrosine Kinase

and a Possible Mechanism of Its Activation by Egf. J Biol
Chem. 1992; 267:20638-20647.

www.impactjournals.com/oncotarget

38104

Oncotarget



