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ABSTRACT

Hepatocyte growth factor (HGF) and its receptor c-Met were frequently deregulated
in hepatocellular carcinoma (HCC). Signaling pathways activated by HGF-c-Met are
promising targets for preventing HCC progression. HGF can induce the reactive oxygen
species (ROS) signaling for cell adhesion, migration and invasion of tumors including
HCC. On the other hand, extracellular signal-regulated kinases (ERK), member of mitogen
activated kinase, can be activated by ROS for a lot of cellular processes. As expected,
HGF-induced phosphorylation of ERK and progression of HCC cell HepG2 were suppressed
by ROS scavengers. By N-(biotinoyl)-N’-(iodoacetyl)-ethylenediamine (BIAM) labeling
method, a lot of cysteine (-SH)-containing proteins with M.W. 50-75 kD were decreased
in HepG2 treated with HGF or two other ROS generators, 12-O-tetradecanoyl-phorbol-
13-acetate (TPA) and phenazine methosulfate. These redox sensitive proteins
were identified by matrix-assisted laser desorption ionization-time of flight mass
spectrometry. Among them, two chaperones, heat shock protein 60 (HSP60) and protein
disulfide isomerase (PDI), were found to be the most common redox sensitive proteins
in responding to all three agonists. Affinity blot of BIAM-labeled, immunoprecipitated
HSP60 and PDI verified that HGF can decrease the cysteine (-SH) containing HSP60 and
PDI. On the other hand, HGF and TPA increased cysteinyl glutathione-containing HSP60,
consistent with the decrease of cysteine (-SH)-containing HSP60. Moreover, depletion of
HSP60 and PDI or expression of dominant negative mutant of HSP60 with alteration of
Cys, effectively prevented HGF-induced ERK phosphorylation and HepG2 migration.

In conclusion, the redox sensitive HSP60 and PDI are required for HGF-induced
ROS signaling and potential targets for preventing HCC progressions.

INTRODUCTION leading to tumor metastasis of HCCs has not been fully
established thus far.

Hepatocellular carcinoma (HCC) ranks sixth Tumor metastasis occurs via complicated processes,

in incidence and third in mortality among all cancers
worldwide [1]. Although metastatic spreads are
responsible for poor prognosis of most HCCs [2, 3],
effective target therapy aiming at the signaling pathway

including epithelial mesenchymal transition (EMT),
migration and invasion of primary tumor, followed
by intravasation, extravasation and colonization at the
metastatic loci [4]. Within tumor microenvironment, the
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primary tumors may activate stromal and inflammatory
cells leading to the secretion of a lot of metastatic factors
including hepatocyte growth factor (HGF), epidermal
growth factor (EGF) [4-7], and transforming growth
factor-f (TGFp) [8]. Among the metastatic factors, HGF,
a well-known scatter factor, was frequently elevated during
the progression of cancers including HCC. The receptor
tyrosine kinase of HGF, c-Met, is deregulated in HCCs
which were closely associated with early HCC recurrence
[9]. Patients with high c-Met expressing HCCs usually
have shorter 5-year survival after curative resection than
those with low c-Met expressing HCCs [9—12]. Also, the
effects of HGF on metastatic changes of HCCs including
EMT, migration and invasion have been observed [13—15].
Therefore, HGF-c-Met signaling is now regarded as one of
the promising therapeutic targets for prevention of HCC
progression [16-19]. However, the side effects caused by
c-Met inhibitors including neutropenia and liver and bone
marrow toxicity [20, 21] were frequently observed, probably
due to the ubiquitous c-Met expression and its essential
physiological functions [21]. Taken together, it is urgent
to search more suitable downstream effectors of c-Met as
therapeutic targets for prevention of HCC progression.

Recently, the role of reactive oxygen species (ROS)
in signal transductions that trigger tumor progression was
highlighted [22-25]. ROS including superoxide radical
(0,), hydrogen peroxide (H,0,) and reactive
hydroxyl radicals (OH) are constantly generated in
aerobic organisms during intracellular metabolism
and in response to environmental stimuli. The redox
switch of different types of cysteine-thiols in critical
signaling proteins highlights as a reversible means to
regulate their signal transducing activity, analogous
to phosphorylation [26]. Aberrant ROS signaling may
result in many physiological and pathological changes
[26] such as cell cycle progression [27] apoptosis,
aging [28], and diabetic complication [29]. Importantly,
ROS signaling can be induced by a lot of metastatic
factors [for reviews, 30-32] such as HGF [33-35],
TGFB [36, 37] and EGF [38] to trigger cell adhesion,
migration and invasion of tumors including stomach
cancer, colon cancer and HCC. In addition, hypoxia [39],
the tumor promoter 12-O-tetradecanoyl-phorbol-13-acetate
(TPA) [40, 41] and integrin engagement [41, 42] may also
induce ROS signaling for tumor progression.

Among the intracellular signal components, mitogen
activated protein kinase (MAPK) family including
extracellular signal-regulated kinases (ERK) and c-jun
N-terminal kinase were known to be activated by ROS
for triggering a lot of cellular processes [34, 35, for
reviews, 43—46]. Moreover, activation of ROS-MAPK
signal cascades was closely associated with migration and
invasion of a lot of tumor cells including breast cancer
[47] melanoma [48] and HCC [40, 41].

The detailed mechanisms for ROS to trigger MAPK
signaling have been intensively studied. ROS can activate

MAPK via oxidative inactivation of a lot of proteins that
have negative regulatory effects on signal transduction [for
reviews, 26, 49, 50]. For example, inhibition of protein
tyrosine phosphatases by H,O, contributes to the induction
of distinct MAPK activation profiles [51]. On the other
hand, ROS can directly activate signaling kinases, such as
epidermal growth factor receptor [52] and apoptosis signal-
regulating kinase 1 [53], to potentiate MAPK signaling.
In this report, two redox sensitive chaperones, heat
shock protein 60 (HSP60) and protein disulfide isomerase
(PDI), were found to be required for HGF-induced ERK
activation and HCC migration. The cysteine residue on
HSP60 involved in these events was also identified.

RESULTS

Involvement of ROS signal in HGF-induced
tumor progression of HCC

In our previous studies, we demonstrated TPA
induced sustained ROS generation in HepG2 by DCF-DA
labeling coupled with flow cytometry [40]. Using the
same method, we also found 25 nM HGF induced ROS
generation by 10-fold in HepG2 within 30 min, declined to
5-6 fold during 1-2 h and returned to basal level after 46 h
(Figure 1A). Whether ROS generation was required for
HepQG2 progression induced by HGF was investigated using
ROS scavengers. As demonstrated in Figure 1B, HGF induced
Hep@G2 cell migration by 8-fold, which was abolished by the
H,0O, degrading enzyme catalase (CAT) (500 units/ml) and
SH-containing anti-oxidant dithiotheritol (DTT) (0.5 mM),
indicating that ROS was required for HGF-induced HepG2
cell migration. Whether ROS was involved in intrahepatic
metastasis (I.M.) of HepG2 triggered by HGF was further
investigated in severe combined immunodeficiency
(SCID) mice established previously [54]. HepG2 was
directly injected into the middle liver lobe of SCID mice,
followed by intraperitoneal administration of Dulbecco’s
Modified Eagle Medium (DMEM) (vehicle), vehicle-
containing HGF (1.6 ng/g mouse) or HGF (1.6 ng/g mouse)
coupled with the antioxidant DTT (50 umole/g mouse)
or Bisindolylmaleimides (BIM) (0.5 pmole/g mouse).
BIM is an inhibitor of protein kinase C (PKC) which was
essential for mediating HGF-induced migration, invasion and
metastasis of HepG2 [54]. As shown in Figure 1C, a large
tumor was observed in the middle liver lobe three months
after the inoculation of HepG2 in vehicle (medium)-treated
mice; however, no metastatic tumor developed in the left and
right lobes (SPSS test : p < 0.005, N = 3). In contrast, both
primary and metastatic tumors developed in whole liver of
mice injected with HGF (SPSS test: p < 0.005, N = 3). This
showed the capability of HGF in promoting .M. of HCC.
Moreover, HGF induced-I.M. of HepG2 was prominently
suppressed by DTT and BIM (SPSS test: p < 0.005, N = 3).
Thus, ROS is required for HGF-induced I.M. of HepG2 in
SCID mice.
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Figure 1: HGF-induced ROS generation was required for tumor progression of HepG2. (A) HepG2 were treated with
25 nM HGF as indicated times. Cells were then labeled with DCF-DA for 30 min followed by flow cytometric analysis. The acquisition
data and merged profile of the fluorescent distribution for oxidized DCF (events vs FL1-H) were shown with different colors representing
the DCF fluorescence at various time points (upper panel). Red area under the left curve represented the cells without DCF-DA labeling.
The quantitative figure for the area under the curves for different time point is demonstrated on left panel. Relative fluorescent intensities
of DCF were estimated, taking the data of time zero sample as 1.0. (**) and (*) represent statistical significance (Student’s # test: p < 0.005
and p < 0.05, respectively; N = 3) for differences between the indicated samples and time zero group. (B) HepG2 cells on migration
culture insert were untreated (Con) or treated with 25 nM HGF or HGF plus indicated inhibitor for 48 h. Transwell migration assay
were performed. Pictures were taken under phase contrast microscope (200 X magnification) (upper panel) and the migrated cells were
quantitated (lower panel). Relative migratory activity were estimated, taking the data of time zero sample as 1.0. (**) represent statistical
significance (Student’s ¢ test: p < 0.005, N = 3) for differences of relative migratory activity between the indicated samples and the
HGF-only group. CAT: catalase, DTT: dithiotheritol (C) HepG2 cells were directly inoculated into the middle liver lobe of SCID mice,
followed by intraperitoneal administration of HGF with or without indicated inhibitors twice a week. The mice were sacrificed after
3 months, and their livers were photographed. The letters in white (M, R, and L) represent middle, right, and left liver lobes, respectively.
The green arrow heads indicate the positions of primary tumors located in middle lobes of each treatment whereas yellow arrow heads
indicate the secondary tumors in left/right liver lobes of the HGF-only sample. The data is representative of three reproducible experimental
groups. BIM: Bisindolylmaleimides. DTT: dithiotheritol.
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HGF induced ERK phosphorylation in a ROS-
dependent manner

Activation of ERK was involved in a lot of cellular
processes including HCC cell migration induced by
metastatic factors such as EGF [77]. Moreover, we have
demonstrated that ERK was downstream of ROS in the
signaling pathway triggered by TPA, leading to migration
and invasion of HepG2 [40, 41]; whether it was the
same in HGF-treated HepG2 was further examined. As
demonstrated in Figure 2A and 2B, HGF-induced ERK
phosphorylation at 30 min was dramatically suppressed
(by about 90-93%) not only by CAT (500 units/ml) and
the superoxide degradation enzyme, superoxide dismutase
(SOD) (500 units/ml), but also by diphenyleneiodonium

2A

(DPI) (20 nM) and NSC23766 (NSC) (150 uM),
inhibitors of NAPDH oxidase and RAC-1GTPase,
respectively. Notably, RAC-1 is a well-known regulator
of NAPDH oxidase required for ROS generation
[55, 56]. This result indicated that HGF induced ERK
phosphorylation in a ROS-dependent manner in HepG2.
As a positive control, PD98059 (7.0 uM), the inhibitor
of MEK which is the upstream kinase of ERK, totally
suppressed HGF-induced ERK phosphorylation. On the
other hand, HGF-induced ERK phosphorylation was
enhanced by the PKC inhibitor BIM (5.0 uM) (Figure 2A
and 2B). This is consistent with the previous finding that
PKC plays as a negative regulator of ERK, required for
HGF-induced fluctuant ERK signaling for focal adhesion
turnover and cell migration of HepG2 [54].
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Figure 2: HGF induced ROS-dependent ERK phosphorylation. HepG2 were untreated (Con), treated with HGF alone or HGF
coupled with the indicated inhibitors for 0.5 h. DMSO (DM) was used as a solvent control. Western blots of phosphorylated ERK (p-ERK)
was performed, using ERK as the internal control. Ponceau stained blot was also shown as loading control. (A) (B) is the quantitative figure
for (A). Relative intensities of p-ERK was estimated, taking the data of untreated cells as 1.0. (**), (*) represent statistical significance
(Student’s ¢ p < 0.005; n = 3) for intensity differences between the (HGF/inhibitor) and (HGF/DMSO) groups. BIM: Bisindolylmaleimides,
CAT: catalase, SOD: superoxide dismutase (SOD), DPI: diphenyleneiodonium chloride, NSC: NSC23766, PD: PD98059.
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Detection of redox sensitive proteins in HepG2
treated by HGF and other ROS generators

In proteins, the thiol group (-SH) of cysteine residue
is particularly sensitive to oxidation. To explore the critical
ROS targets essential for signal transduction induced
by HGF, the thiol-modifying reagents N-(biotinoyl)-
N'-(iodoacetyl)-ethylenediamine (BIAM) [57, 58] was
employed. Protein oxidation can be detected by loss of
reactivity of thiols (SH-) containing proteins with BIAM
using affinity blot visualized by avidin—linked horseradish
peroxidase (HRP). As demonstrated in Figure 3A and 3B,
several SH-containing proteins with molecular weight
(M.W.) from 50 to 61 Kd significantly decreased by 25—
50% after HGF treatment for 0.5 h, further decreased by
60% at 2 h, and sustained until 6 h. This suggested that
HGEF can trigger significant oxidation of SH-containing
proteins within the M.W. range as indicated. In parallel,
the tumor promoter TPA (50 nM), a potent ROS
generator in HepG2 [40, 41], induced a very dramatic
decrease of SH-containing proteins with more broad
M.W. range ( from 35 to 78 Kd) at 30 min and sustained
until 6 h (Figure 3C). As a positive control, treatment
of HepG2 with the H,O, generation agent phenazine
methosulfate (PMS) (20 nM) for 0.5-2 h also greatly
decreased (by about 90%) the SH-containing proteins with
M.W. range of 7850 Kd, which further disappeared after
4-6 h (Figure 3D).

To confirm that the decrease of SH-containing
proteins was indicative of protein oxidation, we examined
whether this event can be prevented by ROS scavengers
and antioxidants. As was expected, the HGF-induced
decrease of SH-containing proteins at 4 h can be prevented
by co-treatment of HGF with DTT (0.5 mM) and CAT
(500 units/ml) and SOD (500 units/ml) by about 50—-60%
(Figure 4A and 4B). As a positive control, PHA665752
(PHA) (20 nM), the inhibitor of c-Met, also effectively
prevented HGF-induced global protein oxidation in a
similar extent (Figure 4A and 4B). Similarly, the TPA-
induced decrease of SH-containing proteins at 2 h can be
greatly prevented by DTT (0.5 mM), CAT (500 units/ml)
and SOD (500 units/ml) (Figure 4C). Notably, DTT not
only prevented the decrease of SH-containing proteins
induced by TPA at 4 h but also enhanced them as
compared with those in the control group (Figure 4C),
probably due to the high concentration of the DTT (which
contain multiple SH- groups) used. In addition, the
decreases of SH-containing proteins induced by HGF at
2 h (Figure 4D) and TPA at 4 h (Figure 4C) can also be
significantly prevented by PD98059 (7.0 uM) and BIM
(5.0 uM), inhibitors of ERK and PKC, respectively, known
to be associated with ROS signaling [40, 41]. This implied
that activations of both ERK and PKC were also required
for ROS generation and protein oxidation induced by HGF
and TPA. However, the underlying mechanisms need to be
further explored.

Identification of HSP60 and PDI as common
redox sensitive proteins responsive to HGF and
other ROS generators

To identify the ROS responsive proteins within the
HGF- and TPA-induced signal pathway, the candidate
proteins detected in the BIAM-labeling method were
excised from the corresponding location in parallel
coomassie blue-stained gels and identified by matrix-
assisted laser desorption ionization-time of flight mass
spectrometry (MALDI-TOF) analysis. The redox sensitive
proteins identified in the HGF-treated HepG2 included
heat shock protein 60 (HSP60) (61 KD), protein disulfide
isomerase (PDI) (57 Kd), protein disulfide isomerase
3 (PDI3) (56.7 Kd), calreticulin (48 Kd) and tubulin
(49 Kd). On the other hand, the redox sensitive proteins in
TPA -treated HepG2 were HSP60 (61 Kd), PDI (57 Kd),
alpha-enolase (ENOA) (56.7 Kd) and nuclease-sensitive
element-binding protein 1 (YBOX1) (48 Kd). Similarly,
the redox-sensitive proteins in PMS-treated HepG2 were
HSP60 (61 Kd), PDI (57 Kd), PDIA3 (56.7 Kd) and
tubulin (49 Kd). Among the proteins identified, HSP60
and PDI, which are classified as chaperones, can be found
in all the three experimental groups. This suggested that
they are the most essential redox sensitive proteins in
HepG?2 treated with all three agonists (i.e. HGF, TPA and
PMS). To confirm whether HGF may induce oxidation
of both chaperone proteins, the BIAM-labeled proteins
were immunoprecipitated by antibodies of HSP60 or
PDI followed by affinity blot analysis with avidin-HRP.
As demonstrated in Figure 5SA and 5B, the BIAM-
labeled HSP60 and PDI were decreased by 56 and 65%,
respectively, in cell lysates of HepG2 treated with 25 nM
HGF for 2 h, compared with those of the untreated HepG2.

The BIAM-labeling method which detects the
decrease of SH-containing protein is used for estimation
of protein oxidization in an indirect way. To confirm the
HGF-induced oxidation of both HSP 60 and PDI more
directly, whether the putative oxidative products of both
chaperons are elevated after HGF treatment are further
examined. In general, the redox sensitive cysteine residues
are easily converted to an unstable sulfenic form (RSOH),
which can undergo further oxidation via disproportionation
to sulfinic (RSO2H) species. Other cysteine modifications
include nitrosylation (RSNO), glutathionylation (RSSG),
or the formation of an inter- or intramolecular disulfide
bond (RSSR) [26]. Specifically, the importance of
reversible -S-glutathionylation of proteins (RSSG)
in signal transduction under oxidative stress was
highlighted recently [59]. As was expected, treatment
of HGF for 1-2 h elevated -S-glutathionylated HSP60
to 4.1 and 3.1-fold followed by a decrease to 1.5 —fold
at 4 h and rise again to 4.1—fold at 6 h, indicating a biphasic
induction of -S-glutathionylation of HSP60 within this
period (Supplementary Figure S1). On the other hand,
TPA induced -S-glutathionylation of HSP60 within 1-2 h
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Figure 3: HGF and other ROS generators decreased multiple SH-containing proteins in HepG2. HepG2 cells were
untreated (Con), treated with 25 nM HGF (A), 50 nM TPA (C) or 20 nM PMS (D) for indicated times. Affinity blots of BIAM-labeled
proteins were performed using avidin-HRP. The position of BIAM-labeled proteins decreased in the treated samples were indicated by
arrow heads. Ponceau stained blots were shown for normalizing the band intensities of redox sensitive proteins. (B) is the quantitative figure
for (A). Relative intensities for the normalized redox sensitive proteins with indicated M.W. was estimated, taking the data of the untreated
cells as 100. (**) and (*) represent statistical significance (Student’s # test: p < 0.005 and p < 0.05, respectively; N = 3) for differences of
the proteins with specific M.W. between the indicated sample and the untreated cells. (C) and (D) are representatives of two reproducible

experiments.
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Figure 4: HGF- and TPA- induced reduction of SH-containing proteins were prevented by ROS scavengers and various
inhibitors. HepG2 were untreated (Con), treated with 25 nM HGF or HGF coupled with indicated inhibitors for 4 h (A, D), or treated
with 50 nM TPA or TPA coupled with indicated inhibitors for 2 h (C). After indicated times, the cell were harvested for affinity blots of
BIAM-labeled proteins using avidin-HRP. Nonspecific bands in Ponceau stained blots (A, D) or GAPDH (C) were shown for normalizing
the band intensities of redox sensitive proteins. (B) is the quantitative figure for (A). Relative intensities for the normalized redox sensitive
proteins with indicated M.W. were estimated, taking the data of the untreated cells as 100. (**) (**) and (**) represent statistical significance
(Student’s ¢ test: p < 0.005; N = 3) for differences of the proteins with M.W. of 61, 57, 48 Kd, respectively, between the indicated HGF/
inhibitor and the HGF/DMSO groups. (C) and (D) are representatives of two reproducible experiments.
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to 1.8-2.0 fold. However -S-glutathionylation of PDI was
not elevated by treatment of both HGF and TPA (data not
shown).

HSP 60 and PDI were required for HGF-induced
ERK phosphorylation and cell migration

Whether HSP 60 and PDI are required for HGF-
triggered ROS-ERK signaling and cell migration was
further investigated by RNA interference using plasmids
encoding shRNAs of HSP60 and PDI. As demonstrated

SA

I.P. HSP60

in Figure 6A and 6B, transfection of the cells with HSP
47 plasmid encoding the HSP60 shRNA (the depletion
efficiency for HSP60 was about 50%) blocked HGF-
induced phosphorylation of ERK by 87%, as compared
with that in the cell transfected with the control GFP
shRNA. For comparison, transfection of the cell with
HSP 44 plasmid encoding a less effective HSP60shRNA
(with depletion efficiency of 10-15%) decreased HGF-
induced phosphorylation of ERK by only 30%. Similarly,
transfection of the cells with PDI 72 plasmid encoding the
effective PDI shRNA (the depletion efficiency for PDI
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Figure 5: HGF suppressed SH-containing HSP60 and PDI in HepG2. (A) HepG2 were untreated (Con) or treated with 25 nM
HGEF for 2 h. Immunoprecipitation (IP) of HSP60 or PDI were performed followed by affinity blots using avidin-HRP for BIAM-labeled
proteins. For the internal control, IP of HSP60 and PDI followed by Western blots for either protein were performed. IgG H ( heavy
chain of immunoglobin G) are indicated below each blots for additional IP control. The positions of BIAM-labeled HSP60 and PDI were
indicated by red stars whereas those of HSP60, PDI and IgG H were indicated by arrow heads. (B) is the quantitative figure for (A).
Relative intensities for the normalized BIAM-labeled HSP60 and PDI were calculated, taking the data of untreated cells as 100. (**) and
(*) represent statistical significance (Student’s ¢ p < 0.005; N = 3) for intensity differences of BIAM-labeled HSP60 and PDI, respectively,

between the HGF-treated and control groups.
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represent statistical significance (Student’s ¢ test: p < 0.005, N = 3) for differences of relative migratory activity between the indicated
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was about 70%) blocked HGF-induced phosphorylation
of ERK by 53%, as compared with that in the cell
transfected with the control GFP shRNA (Figure 6C
and 6D). For comparison, transfection of the cells with
PDI 71 plasmid encoding a less effective PDI shRNA
(with depletion efficiency of 25%), suppressed HGF-
induced phosphorylation of ERK by only 28%. Moreover,
depletion of HSP60 and PDI in HepG2 by transfection
of HSP 47 and PDI 72, the plasmids encoding the
more effective HSP60 and PDI shRNAs, respectively,
suppressed HGF-induced cell migration by 70-80%
(Figure 6E). Collectively, these results indicated that both
HSP60 and PDI were required for HGF-induced ERK
activation and HepG2 cell migration.

Identification of cysteines on HSP60 and PDI
that are critical for HGF-induced redox signal
and cell migration

We further examined the redox sensitive cysteine on
both chaperones that are critical for HGF-induced ROS
signal and cell migration. There are 3 cysteine residues
(at codon 237, 442 and 447) on HSP60; and 7 (at codon 18,
71, 74,418, 421, and 550) on PDI potentially involved in
protein oxidation (Supplementary Figure S2). Site directed
mutagenesis on HSP60 and PDI c-DNA sequences
encoding cysteine was performed to obtain potential
dominant negative mutants with change of cysteine to
alanine (SA mutant) (Supplementary Figure S3 and S4).
Due to the high GC content on both chaperones (which
made the cloning of the mutant rather difficult), only
S-A mutant of Cys 442 (the 3rd Cys codon) and Cys18
(the 1st Cys codon) of HSP60 and PDI, respectively,
were obtained and denoted as HSP-SA442 and PDI-
SA18. As demonstrated in Figure 7A and 7B, HGF-
induced phosphorylation of ERK was totally abolished
in HepG2 expressing HSP60-SA442, compared with that
in the cell expressing wild type HSP60 or control vector.
However, expression of PDI-SA 18 only slightly prevented
HGF-induced phosphorylation of ERK (by 18%).
Consistently, transient expression of HSP60-SA442 greatly
suppressed HGF-induced cell migration of HepG2 by 60%
as compared with that in the cell expressing wild type
HSP60 or control vector, whereas transient expression of
PDI-SA18 exerted slight suppressive effects (Figure 7C).
Collectively, cysteine442 on HSP60 but not cysteinel8 on
PDI was essential for HGF-induced ERK phosphorylation
and cell migration.

HSP60 is also a ROS sensitive protein required
for HGF-induced ERK activation in HCC340

Whether HSP60 and PDI could perform as ROS
sensitive proteins required for HGF-induced signal
transduction was also investigated in another HCC,
HCC340, a patient derived HCC cell line. Previous report

has demonstrated HGF-induced cell migration of HCC340
via MAPK pathway [78]. By BIAM assay, significant
decrease of two SH-containing proteins with molecular
weight (M.W.) of about 60 and 50 KD was observed. The
60 Kd SH-containing proteins decreased by 50 and 45, 15,
52, and 60% in cells treated with HGF for 0.5, 1, 2, 4, and
6 h, respectively (Supplementary Figure S5A and S5B).
Notably, the decrease of this protein was less prominent at
2 h compared with those at the earlier (1 and 2 h) and later
(4 and 6 h) time points, thus implicating a biphasic pattern
of decrease. On the other hand, the 50 Kd SH-containing
proteins significantly decreased (by 20-25%) at 1 and 2 h
followed by a slight decrease (by 10-15%) at 4 and 6 h
(Supplementary Figure SSA and S5B). Further, the redox
sensitive proteins with M.W. about 60 and 50 Kd were
excised from the parallel coomassie blue-stained gels and
forwarded to MALDI-TOF analysis. Interestingly, the
candidate redox proteins identified were heat shock protein
60 (HSP60) (61 KD) and tubulin (49 Kd), in similar
with those identified in HepG2. To validate HSP60 as a
redox sensitive protein, the BIAM-labeled proteins was
immunoprecipitated with HSP60 antibody followed by
avidin affinity blot and Western blot of -S-glutathionylated
proteins. As demonstrated in Supplementary Figure S6,
the BIAM-labeled HSP60 decreased by 56% in cell
lysates of HCC340 treated with 25 nM HGF at 6 h,
compared with that at zero time point. Consistently,
the -S-glutathionylated HSP60 increased by 2.2-fold at the
same time point. Thus HSP60 was indeed the most critical
ROS responsive protein in HCC340.

We further examined whether HSP60 was required
for HGF-induced ERK signaling in HCC340. As
demonstrated in Supplementary Figure S7A, transfection
of the cells with HSP47 plasmid encoding the effective
HSP60 shRNA blocked HGF-induced phosphorylation
of ERK by 70-75%, as compared with that in the cell
transfected with the control GFP or luciferase shRNA.
HSP60 decreased in cell transfected with HSP60 shRNA by
75%., as compared with that of control GFP shRNA group,
validating the depletion efficiency of HSP60 shRNA
(Supplementary Figure S7B).

DISCUSSION

The role of protein disulfide isomerase and heat
shock protein in tumor progression

In this study, we found HSP60 and PDI are the
redox sensitive signal molecules mediating HGF-triggered
signal pathway in HepG2. The similar observations for
HSP60 was also recapitulated in HCC340. One interesting
common feature of both PDI and HSP60 is that they were
initially well known chaperone proteins in endoplasmic
reticulum (ER) and mitochondria, respectively, and
subsequently found to be associated with tumor
progression. PDI (also known as GRp58 or ERp57) is a
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Figure 7: Alteration of cysteine on HSP60 prevented HGF-induced ERK phosphorylation and HepG2 cell migration.
HepG2 cells were transiently transfected with none (MOCK), pcDNA vector or wild type or cysteine mutant of HSP60 and PDI for 36 h
followed by treatment with 25 nM HGF for 30 min (A) (B), or 48 h (C). Western blot of p-ERK (A) and transwell cell migration (C) were
performed. In (A) ERK was used for normalizing the band intensities. (B) is the quantitative figures for (A). (**) represent statistical
significance (Student’s ¢ test: p < 0.005, N = 3) (**) and (*) represent statistical significance (Student’s ¢ test: p < 0.005, and p < 0.05,
respectively, N = 3) for differences of relative normalized intensity between HSP-SA442 (the HSP60 mutant) and wild type HSP60, and that
between PDI-SA 18 (the PDI mutant) and wild type PDI. In (C), relative migratory activity for each treatment was calculated as average of
two reproducible result, taking the data of MOCK sample as 1.0.
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folding enzyme in ER with thiol oxidoreductase activity
catalyzing disulfide bond formation, reduction, and
isomerization of nascent substrates [60]. On the other hand,
Hsp60 is a typical chaperone assisting protein folding
in mitochondria, cytosol, cell surface and extracellular
space [61]. PDI expression is higher in some cancers and
involved in aggressive phenotypes of breast cancer [62],
brain cancer [63] ovary cancer [64], prostate cancer [65],
ovarian cancer [64] and HCC [66]. Also, HSP60 was
involved in the metastatic changes of HCC, pancreatic
carcinoma [67] and lung cancer [68]. Thus both PDI [68]
and HSP60 [69] were regarded as promising markers and
therapeutic targets for diagnosis, prognosis, prevention
and treatment of various human cancers. However, the
molecular mechanism for PDI and HSP60 to trigger tumor
progression has not been fully established before.

Implication of HSP60 and PDI as connectors for
establishing ROS-ERK signaling

ROS signaling was known to be involved in several
pathophysiological processes triggered by PDI and
HSP60. Previously, both PDI and HSP60 were found to be
oxidized in HepG2, responsible for cellular injury induced
by alcohol [69]. Also, PDI-regulated protein-protein
interactions was controlled via a redox mechanism [70].
On the other hand, PDI was required for NADPH oxidase-
dependent ROS generation and Akt phosphorylation [71]
and catalyzed the unfold protein response including
ROS generation in ER. [72]. Also, HSP60 may strongly
enhance the production of ROS in leukocyte stimulated
by TPA [73]. Together, both PDI and HSP60 can be either
upstream or down stream of ROS in various cellular
processes. In our results, whereas HGF-induced ERK
phosphorylation can be prevented by the antioxidant DTT
(Figure 2), blockade of ERK activation decreased protein
oxidation induced by both HGF and TPA (Figure 4A
and 4C, respectively), implicating that ERK was either
upstream or down stream of ROS. Since both PDI and
HSP60 are required for ERK phosphorylation (Figure 6A—
6D), it is very probable that they are also either upstream
or down stream of ROS in HGF and TPA-triggered signal
transduction.

Involvement of cysteine on HSP60 in HGF-
induced ROS signaling

We found the dominant negative SA mutant of
HSP60, HSP-SA442, effectively prevented HGF-induced
ERK phosphorylation and cell migration (Figure 7),
validating the requirement of oxidative modification on
HSP60 in these events. On the other hand, the SA mutant
of PDI, PDI-SA18, didn’t exhibit significant suppressive
effect. Thus far, the other SA mutants of PDI have not
been obtained for testing the dominant negative activity,
whether oxidative modification of PDI was involved in

HGF-induced ERK phosphorylation and cell migration are
not certain.

CONCLUSION

Taken together, whereas HGF could induce ROS
generation for ERK signaling, cell migration and .M.
of HepG2, HSP 60 and PDI were possibly required for
linking ROS to ERK. Moreover, the critical cysteine
residue on HSP60 responsible for redox signaling and cell
migration induced by HGF was identified. In addition,
HSP60 is also a redox sensitive protein required for HGF-
induced ERK activation in HCC340. It can be anticipated
that HSP60 is a promising therapeutic target for preventing
HGF-induced HCC progression mediated by ROS.

MATERIALS AND METHODS

Cell lines and chemicals

Conventional hepatoma cells HepG2 is available
in this Lab. HGF and TPA were purchased from Sigma
(St. Louis, MO, US). 2', 7"-Dichlorodihydrofluorescin
diacetate, catalase, dithiotheritol, diphenyleneiodonium
chloride, NSC23766, PD98059, PHA665752 and
phenazine methosulfate were purchased from Calbiochem
(Darmstadt, Germany). Antibodies for PDI, HSP60,
p-ERK, ERK and GAPDH were from Santa Cruz (CA,
US). Antibody for -S-glutathione was from Abcam
( Cambridge, U.K.)

Transwell migration assay

Migration assays were done using a 24-well
transwell migration insert (Nalge Nunc International,
Rochester, NY). Cells were seeded (5 x 10* per upper
chamber) in complete medium for 24 h followed by
appropriate treatments. Cells that have migrated to the
underside of the insert membrane were stained with 0.3%
crystal violet. The cells in the upper side of the insert
membrane were rubbed with a cotton swab. The migrated
cells on the underside were pictured under a 200 x
magnification field followed by quantitation using Image
J. Software.

Immunoprecipitation and western blot

Immunoprecipitation and Western blot [76] analysis
were performed according to our previous reports. The
band intensities on the blots were quantified with Image
J. Software.

Flow cytometric analysis for ROS generation

ROS assay was performed as described in our
previous report [40]. The cells were seeded in 24-well
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plates, treated with tested agents for appropriate time.
Then DCF-DA was applied and incubated for another
20 min at 37°C. Subsequently, the cells were washed twice
with PBS and harvested for flow cytometric detection,
using FACSort (Becton-Dickinson, Rutherford, NJ) with a
488-nm excitation beam. The signals were obtained using
a 530-nm bandpass filter (FL-1 channel) for DCF. Each
determination is based on the mean fluorescence intensity
of 5,000 cells.

Establishment of intrahepatic metastasis in
SCID mice

The intrahepatic metastasis of HepG2 was
established using Nod SCID mice according to previous
reports [40, 41, 54]. Exponentially growing HepG2 cells
were harvested from subconfluent cultures. The cells
suspended in 100 ul DMEM were directly inoculated
(using a 27-gauge needle and a 1-mL syringe) into the
subserosa of middle liver lobe of mice (3.0 x 10°/mouse)
under anesthesia with ketamine.

Starting on day 1 after inoculation of tumor cell, the
mice injected with hepatoma cells were randomly divided
into several groups for intraperitoneal administration twice
a week with various agents such as DMEM only, HGF
only, HGF plus various inhibitors. After 34 months, the
animals were sacrificed after anesthesia with ketamine
to observe tumor formation in liver and other organs.
Nodules with diameter more than 0.1-0.2 cm observed
on left or right lobes were recognized as 2™ tumor foci.
Intrahepatic metastasis were assigned if at least two 2"
tumor foci can be observed in left and/or right lobes of
liver of the treated mouse. During animal experiment,
the regulations relevant to the care and use of laboratory
animals were followed. This was approved by the
Institutional Animal Care and Use Committee (IACUC)
at the Tzu Chi Hospital.

Determination of thiol modification

After required treatments, the cells were lysed
with a buffer containing 0.5% (v/v) Triton X-100, | mM
EDTA, protease inhibitors, and 100 pM N-(biotinoyl)-
N'-(iodoacetyl)-ethylenediamine (BIAM), which labels
reduced protein thiols. After separation by PAGE and
electroblotting, BIAM-labeled proteins were detected
using horseradish peroxidase-conjugated streptavidin.

Gel purification of proteins and MS/MS analysis

The redox sensitive proteins were gel-purified using
Coomassie in-gel digestion method (EMBL protocol).
Briefly, after the interested bands were excised from
Coomassie blue stained gel, they were washed sequentially
with 50/50 acetonitrile (ACN)/ddH,0 and 100 mM

ammonium bicarbonate. The washed gels were dried in
a speed vacuum followed by digestion with trypsin for
overnight at 37°C. The proteins were eluted by addition of
50/50 ACN/5% formic acid and treated with DTT (1 mM).
The eluates were then completely dried in speed vacuum
and reconstituted in 15 pL 5% formic acid for mass
spectrometric analysis. The peptide mixtures (come from
in-gel digestion) were forwarded to Matrix-assisted laser
desorption ionization-time of flight mass spectrometry
(MALDI-TOF) analysis. The oxidized proteins were
predicted and identified based on its Mass profile by
Biowork search engine with adequate bioinformation.

Transient depletion of PDI and HSP60

Plasmid DNA each encoding shRNAs targeting
different mRNA regions of PDI or HSP60 were obtained
from RNAi Core Laboratory in Academia Sinica, Taiwan.
the cells were transfected with 25 nM of indicated shRNA
for 48 h by lipofetamin, according to the manufacture’s
protocol. The knock down efficiency of indicated
molecules was verified by Western blot as demonstrated
in the text.

Construction and expression of PDI and
HSP60 mutants defective on cysteine coding
regions

The indicated cysteine coding regions (TGT, TGC)
on PDI and HSP60 were changed into that for alanine
(GCX) by KOD-plus-mutagenesis kit (TOYOBO, Japan)
(Supplementary Figure S3 and S4). The mutated plasmids
were transformed into E.coli (DHS5) followed by selection
with Ampicillin. The wild type and mutant plasmids were
transfected into HepG2 using lipofectmin. The expression
of wild type and site-directed mutants of both chaperones
has been validated by Western blot using Ab against each
molecule. Since the endogenous HSP60 and PDI are rather
high, the exogenous HSP60 and PDI (either wild type
or mutant) in the cells transfected with each expressing
plasmid increased by only10-20% compared with that in
the cell transfected with pcDNA3 vector (data not shown).

Statistical analysis

Paired Student’s r-tests were performed to
statistically analyze the differences of ROS generation,
quantitative migration and band intensity on Western blot
between the indicated groups. For animal experiment,
observations and evaluations of the growth of primary
tumor in middle lobe and intrahepatic metastasis toward
left or right liver lobe were statistically analyzed using
the Statistical Package for Social Sciences (SPSS, version
17.0) involved descriptive statistics (for single group
analysis).

www.impactjournals.com/oncotarget

11079

Oncotarget



ACKNOWLEDGMENTS

We thank Research Centre for Hepatology in Buddhist
Tzu Chi General Hospital for financial support and Mr.
Chuan-Chu Cheng for technique support.

Abbreviations

HCC, hepatocellular carcinoma; HGF, hepatocyte
growth factor; TPA, 12-O-tetradecanoyl-phorbol-13-
acetate; EGF, epidermal growth factor; TGFp, transforming
growth factor-B; PMS, phenazine methosulfate; EMT,
epithelial mesenchymal transition; ROS, reactive
oxygen species; HSP60, heat shock protein 60; PDI,
protein disulfide isomerase; MAPK, mitogen activated
protein kinase; ERK, extracellular signal-regulated
kinases; PKC, protein kinase C; BIAM, N-(biotinoyl)-
N'-(iodoacetyl)- ethylenediamine; DCFH-DA, 2',7'-
dichlorodihydrofluorescein diacetate; PD, PD98059; NSC,
NSC23766; CAT, catalase; SOD, superoxide dismutase;
DTT, dithiotheritol; BIM, Bisindolylmaleimides.

CONFLICTS OF INTEREST

None.

REFERENCES

1. FerlayJ, 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. Bosch FX, Ribes J, Diaz M, Cleries R. Primary liver cancer:
worldwide incidence and trends. Gastroenterology. 2004;
127:S5-S16.

3. Tang ZY, Ye SL, Liu YK, Qin LX, Sun HC, Ye QH, Wang L,
Zhou J, Qiu SJ, LiY, Ji XN, Liu H, Xia JL, et al. A decade’s
studies on metastasis of hepatocellular carcinoma. J Cancer
Res Clin Oncol. 2004; 130:187-196.

4. Gupta GP, Massague J. Cancer metastasis: building a
framework. Cell. 2006; 127:679-695.

5. Liotta LA, Kohn EC. The microenvironment of the tumour-
host interface. Nature. 2001; 411:375-379.

6. Christofori G. New signals from the invasive front. Nature.
2006; 441:444-450.

7. Gao CF, Vande Woude GF. HGF/SF-Met signaling in tumor
progression. Cell Res. 2005; 15:49-51.

8. Buijs JT, Stayrook KR, Guise TA. TGF-beta in the Bone
Microenvironment: Role in Breast Cancer Metastases.
Cancer Microenviron. 2011; 4:261-281.

9. Osada S, Kanematsu M, Imai H, Goshima S. Clinical
significance of serum HGF and c-Met expression in
tumor tissue for evaluation of properties and treatment of

hepatocellular carcinoma. Hepatogastroenterology. 2008;
55:544-549.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

Qin LX, Tang ZY. The prognostic molecular markers
in hepatocellular carcinoma. World J Gastroenterol.
2002; 8:385-392.

Hu RH, Lee PH, Yu SC, Sheu JC, Lai MY. Serum
hepatocyte growth factor before and after resection for
hepatocellular carcinoma. Hepatogastroenterology. 1999;
46:1842-1847.

Chau GY, Lui WY, Chi CW, Chau YP, Li AF, Kao HL,
Wu CW. Significance of serum hepatocyte growth factor
levels in patients with hepatocellular carcinoma undergoing
hepatic resection. Eur J Surg Oncol. 2008; 34:333-338.

Ogunwobi OO, Liu C. Hepatocyte growth factor upregulation
promotes
transition in hepatocellular carcinoma via Akt and COX-2
pathways. Clin Exp Metastasis. 2011; 28:721-731.
Ogunwobi OO, Wang T, Zhang L, Liu C. Cyclooxygenase-2
and Akt mediate multiple growth-factor-induced epithelial-
mesenchymal transition in human hepatocellular carcinoma.
J Gastroenterol Hepatol. 2012; 27:566-578.

Jiang Y, Xu W, Lu J, He F, Yang X. Invasiveness of
hepatocellular carcinoma cell lines: contribution of hepatocyte

carcinogenesis and epithelial-mesenchymal

growth factor, c-met, and transcription factor Ets-1.
Biochem Biophys Res Commun. 2001; 286:1123—-1130.

Goyal L, Muzumdar MD, Zhu AX. Targeting the HGF/c-
MET pathway in hepatocellular carcinoma. Clin Cancer
Res. 2013; 19:2310-2318.

Gao J, Inagaki Y, Song P, Qu X, Kokudo N, Tang W.
Targeting c-Met as a promising strategy for the treatment
of hepatocellular carcinoma. Pharmacol Res. 2012;
65:23-30.

You H, Ding W, Dang H, Jiang Y, Rountree CB. c-Met
represents a potential therapeutic target for personalized
treatment in hepatocellular carcinoma. Hepatology. 2011;
54:879-889.

Diaz D, Ford KA, Hartley DP, Harstad EB, Cain GR,
Achilles-Poon K, Nguyen T, Peng J, Zheng Z, Merchant M,
Sutherlin DP, Gaudino JJ, Kaus R, et al. Pharmacokinetic
drivers of toxicity for basic molecules: strategy to lower
pKa results in decreased tissue exposure and toxicity for
a small molecule Met inhibitor. Toxicol Appl Pharmacol.
2013; 266:86-94.

Santoro A, Simonelli M, Rodriguez-Lope C, Zucali P,
Camacho LH, Granito A, Senzer N, Rimassa L, Abbadessa G,
Schwartz B, Lamar M, Savage RE, Bruix J. A Phase-1b
study of tivantinib (ARQ 197) in adult patients with
hepatocellular carcinoma and cirrhosis. Br J Cancer. 2013;
108:21-24.

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

Ferraro D, Corso S, Fasano E, Panieri E, Santangelo R,
Borrello S, Giordano S, Pani G, Galeotti T. Pro-metastatic
signaling by c-Met through RAC-1 and reactive oxygen
species (ROS). Oncogene. 2006; 25:3689-3698.

www.impactjournals.com/oncotarget

11080

Oncotarget



23.

24.

25.

26.

27.

Jagadeeswaran R, Jagadeeswaran S, Bindokas VP, Salgia R.
Activation of HGF/c-Met pathway contributes to the
reactive oxygen species generation and motility of small
cell lung cancer cells. Am J Physiol Lung Cell Mol Physiol.
2007;292:1.1488-1494.

Schroder K, Schutz S, Schloffel I, Batz S, Takac I,
Weissmann N, Michaelis UR, Koyanagi M, Brandes RP.
Hepatocyte growth factor induces a proangiogenic
phenotype and mobilizes endothelial progenitor cells by
activating Nox2. Antioxid Redox Signal. 2011; 15:915-923.

Nam HJ, Park Y'Y, Yoon G, Cho H, Lee JH. Co-treatment with
hepatocyte growth factor and TGF-betal enhances migration
of HaCaT cells through NADPH oxidase-dependent ROS
generation. Exp Mol Med. 2010; 42:270-279.

Finkel T. Signal transduction by reactive oxygen species. J
Cell Biol. 2011; 194:7-15.

Boonstra J, Post JA. Molecular events associated with

38.

39.

40.

metalloproteinase-9 and cell migration in astrocytes: roles
of ROS-dependent ERK- and JNK-NF-kappaB pathways.
J Neuroinflammation. 2010; 7:88.

Lien GS, Wu MS, Bien MY, Chen CH, Lin CH, Chen BC.
Epidermal growth factor stimulates nuclear factor-kappaB
activation and heme oxygenase-1 expression via c-Src,
NADPH oxidase, PI3K, and Akt in human colon cancer
cells. PLoS One. 2014; 9:¢104891.

Hielscher A, Gerecht S. Hypoxia and free radicals: role
in tumor progression and the use of engineering-based
platforms to address these relationships. Free Radic Biol
Med. 2015; 79:281-291.

Hu CT, Wu JR, Cheng CC, Wang S, Wang HT, Lee MC,
Wang LJ, Pan SM, Chang TY, Wu WS. Reactive oxygen
species-mediated PKC and integrin signaling promotes
tumor progression of human hepatoma HepG2. Clin Exp
Metastasis. 2011; 28:851-863.

reactive oxygen species and cell cycle progression in 41. Wu WS, Tsai RK, Chang CH, Wang S, Wu JR, Chang YX.
mammalian cells. Gene. 2004; 337:1-13. Reactive oxygen species mediated sustained activation of

28. Gourlay CW, Ayscough KR. The actin cytoskeleton: a key protein kinase C alpha and extracellular signal-regulated
regulator of apoptosis and ageing? Nat Rev Mol Cell Biol. kinase for migration of human hepatoma cell Hepg2. Mol
2005; 6:583-589. Cancer Res. 2006; 4:747-758.

29. Okamoto A, Iwamoto Y, Maru Y. Oxidative stress- 42. Nimnual AS, Taylor LJ, Bar-Sagi D. Redox-dependent
responsive transcription factor ATF3 potentially mediates downregulation of Rho by Rac. Nat Cell Biol. 2003; 5:
diabetic angiopathy. Mol Cell Biol. 2006; 26:1087-1097. 236-241.

30. Woolley JF, Corcoran A, Groeger G, Landry WD, Cotter TG. 43. Tormos AM, Talens-Visconti R, Nebreda AR, Sastre J. p38
Redox-regulated growth factor survival signaling. Antioxid MAPK: a dual role in hepatocyte proliferation through
Redox Signal. 2013; 19:1815-1827. reactive oxygen species. Free Radic Res. 2013; 47:905-916.

31. Giannoni E, Taddei ML, Chiarugi P. Src redox regulation: again 44. SonY, Kim S, Chung HT, Pae HO. Reactive oxygen species
in the front line. Free Radic Biol Med. 2010; 49:516-527. in the activation of MAP kinases. Methods Enzymol. 2013;

32. Wu WS. The signaling mechanism of ROS in tumor 528:27-48.
progression. Cancer Metastasis Rev. 2006; 25:695-705. 45. Pan JS, Hong MZ, Ren JL. Reactive oxygen species: a

33. Usatyuk PV, Fu P, Mohan V, Epshtein Y, Jacobson JR, Gomez- double-edged sword in oncogenesis. World J Gastroenterol.
Cambronero J, Wary KK, Bindokas V, Dudek SM, Salgia R, 2009; 15:1702-1707.

Garcia JG, Natarajan V. Role of c-Met/phosphatidylinositol 46. Wu WS, Wu JR, Hu CT. Signal cross talks for sustained
3-kinase (PI3k)/Akt signaling in hepatocyte growth factor MAPK activation and cell migration: the potential role
(HGF)-mediated lamellipodia formation, reactive oxygen of reactive oxygen species. Cancer Metastasis Rev. 2008;
species (ROS) generation, and motility of lung endothelial 27:303-314.

cells. J Biol Chem. 2014; 289:13476—-13491. 47. Dul,Sun C,HuZ, Yang Y, Zhu 'Y, Zheng D, Gu L, Lu X.

34. Lee KH, Kim JR. Reactive oxygen species regulate the Lysophosphatidic acid induces MDA-MB-231 breast cancer
generation of urokinase plasminogen activator in human cells migration through activation of PI3K/PAKI/ERK
hepatoma cells via MAPK pathways after treatment with signaling. PLoS One. 2010; 5:¢15940.
hepatocyte growth factor. Exp Mol Med. 2009; 41:180—-188. 48. Im YS, Ryu YK, Moon EY. Mouse Melanoma Cell

35. Lee KH, Kim SW, Kim JR. Reactive oxygen species Migration is Dependent on Production of Reactive Oxygen
regulate urokinase plasminogen activator expression and Species under Normoxia Condition. Biomol Ther (Seoul).
cell invasion via mitogen-activated protein kinase pathways 2012; 20:165-170.
after treatment with hepatocyte growth factor in stomach 49. Holmstrom KM, Finkel T. Cellular mechanisms and
cancer cells. J Exp Clin Cancer Res. 2009; 28:73. physiological consequences of redox-dependent signalling.

36. Binker MG, Binker-Cosen AA, Gaisano HY, de Cosen RH, Nat Rev Mol Cell Biol. 2014; 15:411-421.

Cosen-Binker LI. TGF-betal increases invasiveness of 50. Reczek CR, Chandel NS. ROS-dependent signal
SW1990 cells through Rac1/ROS/NF-kappaB/IL-6/MMP-2. transduction. Curr Opin Cell Biol. 2014; 33:8—-13.
Biochem Biophys Res Commun. 2011; 405:140-145. 51. Lee K, Esselman WJ. Inhibition of PTPs by H(2)O(2)

37. Hsieh HL, Wang HH, Wu WB, Chu PJ, Yang CM. regulates the activation of distinct MAPK pathways. Free
Transforming growth factor-betal induces matrix Radic Biol Med. 2002; 33:1121-1132.

www.impactjournals.com/oncotarget 11081 Oncotarget



52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

Ding G, Zhang A, Huang S, Pan X, Zhen G, Chen R, Yang T.
ANG II induces c-Jun NH2-terminal kinase activation and
proliferation of human mesangial cells via redox-sensitive
transactivation of the EGFR. Am J Physiol Renal Physiol.
2007; 293:F1889-1897.

Van Laethem A, Nys K, Van Kelst S, Claerhout S, Ichijo H,
Vandenheede JR, Garmyn M, Agostinis P. Apoptosis signal
regulating kinase-1 connects reactive oxygen species to
p38 MAPK-induced mitochondrial apoptosis in UVB-
irradiated human keratinocytes. Free Radic Biol Med. 2006;
41:1361-1371.

Hu CT, Cheng CC, Pan SM, Wu JR, Wu WS. PKC mediates
fluctuant ERK-paxillin signaling for hepatocyte growth
factor-induced migration of hepatoma cell HepG2. Cell
Signal. 2013; 25:1457-1467.

Matono R, Miyano K, Kiyohara T, Sumimoto H. Arachidonic
acid induces direct interaction of the p67 (phox)-Rac complex
with the phagocyte oxidase Nox2, leading to superoxide
production. J Biol Chem. 2014; 289:24874-24884.

Elnakish MT, Hassanain HH, Janssen PM, Angelos MG,
Khan M. Emerging role of oxidative stress in metabolic
syndrome and cardiovascular diseases: important role of
Rac/NADPH oxidase. J Pathol. 2013; 231:290-300.

Hansen RE, Roth D, Winther JR. Quantifying the global
cellular thiol-disulfide status. Proc Natl Acad Sci U S A.
2009; 106:422-427.

Leichert LI, Jakob U. Global methods to monitor the thiol-
disulfide state of proteins in vivo. Antioxid Redox Signal.
2006; 8:763-772.

Mieyal JJ, Chock PB. Posttranslational modification of
cysteine in redox signaling and oxidative stress: Focus on
s-glutathionylation. Antioxid Redox Signal. 2012; 16:471-475.

Laurindo FR, Pescatore LA, Fernandes Dde C. Protein
disulfide isomerase in redox cell signaling and homeostasis.
Free Radic Biol Med. 2012; 52:1954—-1969.

Cappello F, Conway de Macario E, Marasa L, Zummo G,
Macario AJ. Hsp60 expression, new locations, functions
and perspectives for cancer diagnosis and therapy. Cancer
Biol Ther. 2008; 7:801-809.

Lee HH, Lim CA, Cheong YT, Singh M, Gam LH.
Comparison of protein expression profiles of different
stages of lymph nodes metastasis in breast cancer. Int J Biol
Sci. 2012; 8:353-362.

Goplen D, Wang J, Enger PO, Tysnes BB, Terzis AJ,
Laerum OD, Bjerkvig R. Protein disulfide isomerase
expression is related to the invasive properties of malignant
glioma. Cancer Res. 2006; 66:9895-9902.

Xu S, Butkevich AN, Yamada R, Zhou Y, Debnath B,
Duncan R, Zandi E, Petasis NA, Neamati N. Discovery
of an orally active small-molecule irreversible inhibitor of
protein disulfide isomerase for ovarian cancer treatment.
Proc Natl Acad Sci U S A. 2012; 109:16348-16353.

Welsh JB, Sapinoso LM, Su Al, Kern SG, Wang-Rodriguez
J, Moskaluk CA, Frierson HF, Jr., Hampton GM. Analysis

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

of gene expression identifies candidate markers and
pharmacological targets in prostate cancer. Cancer Res.
2001; 61:5974-5978.

Yu SJ, Won JK, Ryu HS, Choi WM, Cho H, Cho EJ, Lee JH,
Kim YJ, Suh KS, Jang JJ, Kim CY, Lee HS, Yoon JH, et al. A
novel prognostic factor for hepatocellular carcinoma: protein
disulfide isomerase. Korean J Intern Med. 2014; 29:580-587.

Piselli P, Vendetti S, Vismara D, Cicconi R, PocciaF, Colizzi V,
Delpino A. Different expression of CD44, ICAM-1, and
HSP60 on primary tumor and metastases of a human
pancreatic carcinoma growing in scid mice. Anticancer Res.
2000; 20:825-831.

Xu S, Sankar S, Neamati N. Protein disulfide isomerase:
a promising target for cancer therapy. Drug Discov Today.
2014; 19:222-240.

Suh SK, Hood BL, Kim BJ, Conrads TP, Veenstra TD,
Song BJ. Identification of oxidized mitochondrial proteins
in alcohol-exposed human hepatoma cells and mouse liver.
Proteomics. 2004; 4:3401-3412.

Gorlach A, Klappa P, Kietzmann T. The endoplasmic
reticulum: folding, calcium homeostasis, signaling, and
redox control. Antioxid Redox Signal. 2006; 8:1391-1418.
Benham AM. The protein disulfide isomerase family: key
players in health and disease. Antioxid Redox Signal. 2011;
16:781-789.

Santos CX, Tanaka LY, Wosniak J, Laurindo FR.
Mechanisms and implications of reactive oxygen species
generation during the unfolded protein response: roles of
endoplasmic reticulum oxidoreductases, mitochondrial
electron transport, and NADPH oxidase. Antioxid Redox
Signal. 2009; 11:2409-2427.

Osterloh A, Geisinger F, Piedavent M, Fleischer B, Brattig N,
Breloer M. Heat shock protein. 60 (HSP60) stimulates
neutrophil effector functions. J Leukoc Biol. 2009; 86:423-434.

Copeland E, Balgobin S, Lee CM, Rozakis-Adcock M.
hTID-1 defines a novel regulator of c-Met Receptor
signaling in renal cell carcinomas. Oncogene. 2011;
30:2252-2263.

Koga F, Tsutsumi S, Neckers LM. Low dose geldanamycin
inhibits hepatocyte growth factor and hypoxia-stimulated
invasion of cancer cells. Cell Cycle. 2007; 6:1393-1402.
Hu CT, Chang TY, Cheng CC, Liu CS, Wu JR, Li MC
and Wu WS. Snail associates with EGR-1 and SP-1 to
upregulate transcriptional activation of pl15™k%® FEBS
Journal. 2010;. 277:1202-1218.

Chan LK, Chiu YT, Sze KM, Ng IO. Tensin4 is up-regulated by
EGF-induced ERK1/2 activity and promotes cell proliferation
and migration in hepatocellular carcinoma. Oncotarget.. 2015;
6:20964-20976. doi: 10.18632/oncotarget.4122.

Wu JRu, Hu CT, You RI, Ma PL, Pan SM, Lee MC, Wu
WS. Preclinical Trials for Prevention of Tumor Progression
of Hepatocellular Carcinoma by LZ-8 Targeting c-Met
Dependent and Independent Pathways. PLoS One. 2015;
10:¢0114495, 1-19.

WWW

.impactjournals.com/oncotarget

11082

Oncotarget



