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Inhibiting stanniocalcin 2 reduces sunitinib
resistance of Caki-1 renal cancer cells under

hypoxia condition
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under hypoxia conditions.

of STC2-neutralizing antibodies and autophagy modulators.

invasion, which were reduced by STC2-neutralizing antibodies.

Methods: The ccRCC Caki-1 cells were treated within the hypoxia conditions. Real-time quantitative PCR and Western blotting
were applied to detect the STC2 expression in ccRCC Caki-1 cells. STC2-neutralizing antibodies, STC2 siRNA, and the recombinant
human STC2 (rhSTC2) were used to identify targeting regulation on STC2 in modulating sunitinib resistance, proliferation, epithelial-
mesenchymal transition (EMT), migration, and invasion. In addition, autophagy flux and the lysosomal acidic environment were
investigated by Western blotting and fluorescence staining, and the accumulation of sunitinib in cells was observed with the addition

Results: Under hypoxia conditions, sunitinib disrupted the lysosomal acidic environment and accumulated in Caki-1 cells. Hypoxia-
induced the STC2 mRNA and protein levels in Caki-1 cells. STC2-neutralizing antibodies and STC2 siRNA effectively aggravated
sunitinib-reduced cell viability and proliferation, which were reversed by rhSTC2. In addition, sunitinib promoted EMT, migration, and

Conclusion: Inhibiting STC2 could reduce the sunitinib resistance of ccRCC cells under hypoxia conditions.

Keywords: clear cell renal cell carcinoma, drug resistance,, hypoxia, stanniocalcin 2, sunitinib

Background: Our previous study has suggested that blocking stanniocalcin 2 (STC2) could reduce sunitinib resistance in clear@
renal cell carcinoma (ccRCC) under normoxia. The hypoxia is a particularly important environment for RCC occurrence and
development, as well as sunitinib resistance. The authors proposed that STC2 also plays important roles in RCC sunitinib resistance

Introduction

Renal cell carcinoma (RCC) is the 14th most common cancers in the
world, and 20-30% of patients with RCC have metastasis at the
first diagnosis!' . The clear cell RCC (ccRCC) is the most common
type of metastatic RCC; however, several cases of collecting duct
carcinoma were counted™. The drug resistance of RCC is still a
problem for the survival of patients with RCC, and therefore, it
needs to improve the drug sensitivity of the cancer cells. Sunitinib,
one of the widely used multitargeted tyrosine kinase inhibitors, has
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HIGHLIGHTS

e Sunitinib was captured in Caki-1 cells under hypoxia.

e Sunitinib suppressed stanniocalcin 2 (STC2) expression
under hypoxia conditions.

e Inhibiting STC2 reduces the sunitinib resistance of Caki-1
cells under hypoxia.

e Hypoxia-induced epithelial-mesenchymal transition and
invasion of Caki-1 cells.

e STC2-neutralizing antibody reduced sunitinib-induced
epithelial-mesenchymal transition, migration, and inva-
sion under hypoxia.

been licensed for RCC treatment in clinical therapy-®. However,
the emerging sunitinib resistance overshadowed its application.
Hence, it is urgent to clarify the underlying mechanisms and identify
new treatments for sunitinib resistance.

The changes in the components of the cell membrane and
extracellular matrix (ECM), the expressions of chemotaxis, and
cell proliferation can promote drug resistance!”!. A xenograft
study model revealed that epithelial-mesenchymal transition
(EMT) is associated with acquired ccRCC resistance to
sunitinib!®, Increased EMT was also observed in sunitinib-
resistant ccRCC cell lines, and ccRCC deteriorated in patients
after TKI treatment!!. Chronic sunitinib promotes EMT and
increased cell migration and invasion of treatment of ccRCC cell
line 786-OM1°! These in vivo and in vitro studies suggest that
EMT is a mechanism of resistance to sunitinib in ccRCC.
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Previous studies have revealed that the lysosomes mediate the
release of cathepsin B and matrix metalloproteinase-9 (MMP-9)
into the ECM, a process named via exocytosis, which can degrade
the ECM to promote cancer metastasis'' . In 786-O cells, sunitinib
accumulated in lysosomes and disrupted autophagic degradation
by inhibiting the activity of the lysosomal protease cathepsin B,
which promotes to sunitinib resistance of ccRCC!'*'3], In the case
of metastasis RCC, the treatment with sunitinib for 3 months
increased the lysosome exocytosis, which released cathepsin B into
the ECM and degraded the ECM to induce RCC metastasis!'*.
These studies indicate that sunitinib may change the ECM to reg-
ulate RCC metastasis, and its mechanism in sunitinib resistance of
RCC cells still needs to be further investigated.

Hypoxia is a frequent occurrence in a wide range of human
tumors, including urothelial and nonurothelial urinary tract
tumors!">~'7!. The majority of ccRCC cases have been linked to
the inactivation of the von Hippel-Lindau tumor suppressor gene
(pVHL) and the dysregulation of hypoxia-related pathways!®!,
In vivo study of a sunitinib-resistant xenograft model of ccRCC,
the bioinformatics analysis showed the differentially expressed
genes were mainly involved in cell hypoxia response!*®!. The
hypoxia condition promotes tumor progression and increases
adaptive responses and resistance to therapy through inhibition
of proliferation and changes of ECM for cell invasion and
migration!*®!, Previous studies showed that induction of EMT
and hypoxia resistance contributed to the sunitinib resistance of
ccRCCP!, In addition, sunitinib targeting inhibits vascular
endothelial growth factor receptor and platelet-derived growth
factor receptor, which plays critical roles in response to hypoxia
stress!??l, These studies indicate that tumor hypoxia may play a
crucial factor in the sunitinib resistance of ccRCC by hypoxia-
induced EMT, cell invasion, and migration.

Stanniocalcins (STC1 and STC2) were originally identified
as hormones to regulate the metabolism and homeostasis of
calcium and phosphorus, recently were also reported to reg-
ulate various cell processes in tumor development!>>=>3!, In
ovarian cancer cell SKOV3, STC2 induced the production of
reactive oxygen species (ROS) under hypoxia and the activa-
tion of extracellular signal-regulated kinase1/2 (ERK1/2),
thereby improving the ability of tumor cells to resist apoptosis
under hypoxic stress?®l. The study of lung cancer cell H460
showed that STC2 silencing could significantly increase the
intracellular ROS level and inhibit cell activity, indicating that
STC2 may play dual roles in different cancers'*”!. Under
hypoxic conditions, stable STC2 expression can promote EMT
of ovarian cancer SKOV3 cells?®!. It found that high expres-
sion of STC2 was associated with tumor invasiveness and
shortened overall survival in patients with RCC?%?°!. Our
previous study showed that blocking STC2 could reduce
sunitinib resistance in ccRCC cells’*”. However, the effect of
STC2 in ccRCC under hypoxia and its molecular mechanism is
still unclear. Therefore, in the present study, the effect of
hypoxia on sunitinib resistance associated with EMT and cell
migration of ccRCC cells was investigated. In addition, the
efficacy of STC2-neutralizing antibodies on the sunitinib
resistance of ccRCC cells was detected so as to provide the
experimental basis to overcome the sunitinib resistance
of RCC.
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Materials and methods

Reagents

Sunitinib was purchased from Cell Signaling Technology
(Shanghai, China). MTT (3- (4,5-dimethyl-2-thiazolyl)-2,5-
diphenyl-2-H-tetrazolium bromide) was purchased from
Solarbio (M1020, Beijing, China). Acridine Orange (AO) was
purchased from Leagene (DM0630, Beijing, China). Antihuman
Ki-67 was purchased from Cell Signaling Technology (9449S,
Shanghai, China). LysoTracker TM Green DND-26 (L7526),
Alexa Fluor 488 goat antimouse IgG (A-11001), DAPI (D1306),
and antihuman STC2 antibodies (PA5-34841) were purchased
from Thermo fisher Scientific (Shanghai, China). Formaldehyde
and Triton X-100 were purchased from Sangon Biotech
(Shanghai, China). Human STC2-neutralization antibodies
(AF2830) and recombinant human STC2 (0O76061) were pur-
chased from R&D System (USA). Autophagy inducer Rapamycin
(Rap) and lysosome inhibitor Chloroquine (CQ) were purchased
from Sigma (USA).

Cell culture

Caki-1 cells obtained from American Tissue Culture Collection
(ATCC, Manassas, VA, USA) were cultured in McCoy’s SA
medium (pH 7.4) supplemented with 10% heat-inactivated fetal
bovine serum (FBS), 100 U/ml penicillin, and 100 mg/ml strep-
tomycin (pH 7.4) in CO2 (5%) incubator setting 37°C. The
culture medium and supplements were purchased from Gibco
(Thermo Fisher Scientific, USA). For the hypoxia treatment, the
cells were cultured in low O, (5%) in the hypoxia incubator
(Thermo Fisher Scientific, USA).

MTT assays

Caki-1 cells were collected and seeded in 96-well with a density of
2% 10° cells/well. After being treated with sunitinib under a
hypoxia incubator for 24 h, cell growth was detected by the MTT
assay. In brief, cells were incubated in 100 pl MTT solution
(0.5 mg/ml in culture medium) in a 96-well plate for 4 h. Then, the
discarded medium and the colored product (formazan) were
dissolved in 100 pl DMSO. The absorbance was measured by a
Synergy H4 Hybrid Multi-Mode Microplate Reader (BioTek,
USA) at 540 nm (690 nm as a reference). In some experiments,
STC2-neutralizing antibodies (0.2 pg/ml) were added into the
culture medium with sunitinib (5 pM).

Real-time quantitative PCR (RT-qPCR) analysis

The total RNA was isolated by using Trizol (Vazyme, Nanjing,
China). The purity and concentration of RNA were detected by
NanoDrop 2000. The cDNA was synthesized by using 10 pg total
RNA according to the protocol of the RNA-to-cDNA kit (Vazyme,
Nanjing, China). RT-qPCRs were carried out by Quantstudio 3
(Thermo Fisher Scientific, USA) using the SYBR Green I kit (Vazyme,
Nanjing, China), using the primers STC2-F: GGTGGACAGAAC-
CAAGCTCTC, STC2-R: CGTTTGGGTGGCTCTTGCTA, and
B-Actin-F:  GACTACCTCATGAAGATCCTC ACC, B-Actin-R:
TCTCCTTAATGTCACGCACGATT. The relative expression
levels of the target gene were calculated by the AACt method.
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Western blotting analysis

The radioimmunoprecipitation assay (RIPA) buffer (Beyotime,
Shanghai, China) was used to lysis the cells on ice for 30 min.
Then, the samples were centrifuged at 13 000 g for 15 min at 4°C,
the total protein in the supernatant was collected, and the con-
centration was detected by a BCA kit (Thermo Fisher Scientific,
USA). The 30 pg total cellular protein was used to electrophoresis
on 10% polyacrylamide gels, the transfer onto PVDF membranes
(Merck, Shanghai, China). Western blotting was conducted using
primary polyclonal antibodies (1:1000). Anti-STC2 was pur-
chased from Thermo fisher Scientific (PA5-34841, Shanghai,
China), Anti-E-cadherin, Anti-N-cadherin, Anti-vimentin, Anti-
LC3B, Anti-P62 were purchased from Cell Signaling Technology
(49398, Shanghai, China) and B-Actin was purchased from
Boster (BM3873, Wuhan, China), and horseradish peroxidase-
conjugated goat antirabbit antibodies were purchased from Cell
Signaling Technology (7074S, Shanghai, China) (1:4000).
Specific bands were visualized by chemiluminescence with the
Westar Supernova kit (Vazyme, Nanjing, China).

Cell migration and invasion assay

The cell migration assay was performed by the wound healing
assay. Cells were seeded in a 6-wells plate (2x10° cells/well)
within a complete medium. Then, the cells (90-95% confluence)
were manually scratched through the confluent monolayer by the
tips. After being washed with PBS to remove cellular debris, the
cells were incubated in a fresh medium (no FBS) with or without
sunitinib (5 pM). In some experiments, STC2-neutralizing anti-
bodies (0.2 pg/ml) were added into the culture medium with
sunitinib (5 pM). Images were taken at 0 h and 24 h by Olympus
IX73 microscopy (Japan). The cell migration distance was mea-
sured in pm and calculated to indicate relative wound
healing rates.

Cell invasion of Caki-1 cells was detected by Transwell 8 pm
pore size (BD Biosciences). The cells were seeded at 2 x 10° cells in
Matrigel-coated inserts in the up compartment. After incubation
for 24 h, the upper-side cells (noninvaded) on the insert mem-
brane were removed. The invaded cells were fixed in ice-cold
methanol for 10 min and stained with 0.1% crystal violet for
20 min, then the images were taken.

Knockdown of STC2

Knockdown of the expression of STC2 in Caki-1 cells was using
siRNA: sense 5"GCGUGUUUGAAUGUUUCGATT-3" and
antisense 5"-UCGAAACAUUCAAAC ACGCTT-3", which were
purchased from GenePharm (Shanghai, China). The siRNAs
were pack-aged by Lipo2000 reagent (Thermo Fisher Scientific,
W 1, USA) and transfected into cells (6-well, 2x 10° cells/well).
After being transfected within 24 h, the cells were harvested for
further experiments.

Lysosomal acidity detection

AO staining was performed to detect the lysosomal acidity, which
was indicated by the ratio between the red and green signal of
AO. After treatment, Caki-1 cells were washed stained by AO
(1 mM) for 15 min at room temperature and replaced with
medium. Then, the fluorescence images were taken by microscope
(Olympus BXS53, Japan). Quantification of the red and green
signal was performed by using the software Image J.

Immunofluorescence

After treatments, the Caki-1 cells were prepared for proliferation
detection. The cells were fixed in 4% formaldehyde for 30 min
and permeabilized with 0.1% Triton X-100 in PBS for 20 min.
The cells were blocked with 3% normal goat serum for 1 h, then
incubated with mouse anti-Ki-67 antibody or rabbit anti-E-cad-
herin antibody overnight at 4°C. After washing twice with PBS,
incubated with Alexa Fluor 488 goat antimouse IgG or Alexa
Fluor 488 goat antirabbit IgG 1-2 h. After washing twice with
PBS, the cell nucleus was stained by the DAPI for several minutes,
then washed with PBS. The fluorescence images were taken by a
microscope (Olympus BXS53, Japan).

Statistical analysis

Drug treatments were performed in triplicate in each experiment
and every experiment was repeated at least three times. The
results are expressed as means* SD. Statistical significance was
assessed with a Student’s #-test or one-way analysis of variance
followed by Duncan’s multiple comparison tests. The significant
differences between the indicated groups were considered if
P<0.05 or P<0.01.

Ethics committee approval

This article does not contain any studies with human participants
or animals performed by any of the authors. All experimental
protocols used cell culture in vitro.

Results

Sunitinib was captured in Caki-1 cells under hypoxia
conditions

In our previous study, the sunitinib resistance of ccRCC cells in
normoxia condition had been detected®". In the present study,
we aimed to identify the efficacy of sunitinib on Caki-1 cells and
the underlying mechanism under hypoxia conditions. The
cell viability was detected by the MTT assay. It showed that Caki-
1 cells were resistant to 5 pM sunitinib (Fig. 1A), the most efficient
dose in the normoxia condition. To identify whether lysosomal
sequestration and inhibition of the autophagic flux are involved
in the sunitinib resistance of ccRCC, we detected the accumula-
tion of sunitinib in Caki-1 cell pretreated with the lysosome
inhibitor CQ and the autophagy inducer Rapamycin. It appeared
as yellow color particles after being treated with sunitinib
(Fig. 1B). It is interesting that there are clustered punctate in the
pretreatment of lysosome inhibitor CQ, but there is no significant
change in the pretreatment of autophagy inducer Rapamycin
(Fig. 1B). The results of Western blotting showed that the suni-
tinib-increased expressions of the autophagy flux biomarkers
LC3B and P62 (Fig. 1C, D). AO staining was performed to fur-
ther detect the effect of sunitinib treatment on the acidic envir-
onment of lysosomes. Compared with the control, sunitinib
decreased the ratio of red/green fluorescence (Fig. 1E, F). These
results suggested that sunitinib disrupted the acidic environment
of lysosomes and increased sunitinib accumulation and resistance
in Caki-1 cells under hypoxia conditions.
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Figure 2. Effect of sunitinib on STC2 expression in Caki-1 cells under hypoxia
215 condition. (A) The mRNA level of STC2 in Caki-1 cells was evaluated by RT-
£ hd gPCR. (B, C) The protein levels of STC2 in Caki-1 cell lines were evaluated by
2 Western blotting after treated with hypoxia mimic CoCl, (100 uM) or treated in
2 hypoxic incubator for 24 h. (D, E) The protein levels of STC2 in Caki-1 cells were
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i 0 protein levels were normalized by p-Actin and analyzed by Image J 1.54c.
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Hypoxia

Figure 1. Effects of sunitinib on the cell viability, sunitinib accumulation,
autophagy and lysosomal pH in Caki-1 cells under hypoxia condition. After
treated with or without Sun (5 uM) for 24 h, the relative cell viability of Caki-1
cells was evaluated by MTT assay (A). Or pretreated with autophagy inducer
Rapamycin (Rap) or lysosome inhibitor Chloroquine (CQ) for 1 h, followed by
Sun (5 uM) for 24 h, accumulation of yellow granules of Sun in Caki-1 cells was
investigated by phase contrast microscopy (B). Relative protein levels were
evaluated by Western blotting and quantified by Image J 1.54c. (C, D). AO
staining of lysosome in Caki-1 cells (E). Quantification of the ratio between the
red and green signal of AO was performed by the software Image J 1.54c (F). *,
P <0.05, indicates significant difference. NS, no significant difference; Sun,
sunitinib.

Sunitinib suppressed STC2 expression under hypoxia
conditions

To identify the effect of hypoxia on STC2 expression, we treated
the cells with cobalt chloride (CoCl,), a mimic of a hypoxic state
or cultured in hypoxic condition for 24 h. The results of RT-PCR
and Western blotting showed that the expression of STC2 was
upregulated after CoCl, treatment, as well as after being cultured
under the hypoxic condition (Fig.2A-C). Moreover, the results of
Western blotting revealed that sunitinib could inhibit the
expression of STC2 in Caki-1 cells under hypoxia conditions
(Fig.2D, E).

Inhibiting STC2 reduces the sunitinib resistance of Caki-1
cells under hypoxia conditions

To further verify the role of STC2 on the sunitinib resistance of
Caki-1 cells under hypoxia condition, STC2 siRNA was

transfected into the cells, and STC2-neutralizing antibodies and
human recombinant STC2 (hSTC2) were applied to add into the
culture medium. The results of the MTT assay showed that
STC2-neutralizing antibodies and knockdown of STC2 by
siRNA could promote the sensitivity of Caki-1 cells to sunitinib
(Fig. 3A), while addition of hSTC2 increased sunitinib resistance
of Caki-1 cells (Fig. 3A). In addition, the anti-Ki-67 staining
showed that sunitinib inhibited cell proliferation, which was
aggravated by STC2-neutralizing antibodies and STC2 siRNA,
but abated by the addition hSTC2 (Fig. 3B, C). Phase contrast
microscopy observed more yellow color particles (more sunitinib
were captured and accumulated in the cells) in addition to
hSTC2. Still, lesser in co-treatment of STC2-neutralizing anti-
bodies (Fig. 3D). These results indicated that inhibiting STC2
could reduce the sunitinib resistance of ¢ccRCC cells under
hypoxia conditions.

Hypoxia-induced EMT and invasion of Caki-1 cells

The EMT-associated with the invasion of Caki-1 cells was
determined under hypoxia conditions, which might contribute to
sunitinib resistance in ccRCC. Western blotting analysis revealed
that N-cadherin and vimentin protein levels were upregulated,
whereas E-cadherin was reduced (Fig. 4A, B). Transwell assays

revealed that hypoxia promoted the invasion of Caki-1 cells
(Fig. 4C, D).

STC2-neutralizing antibodies reduced sunitinib-induced
EMT, migration, and invasion under hypoxia conditions

Next, we detected the effect of sunitinib on EMT, migration,
and invasion of ccRCC under hypoxia conditions. The results
of Western blotting analysis showed that E-cadherin was
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Figure 3. Regulation of STC2 on sunitinib efficacy in Caki-1 cells under hypoxia condition. Determination of cell viability of Caki-1 cells treated with or without 5 uM
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proliferation of Caki-1 cells was determined by immunofluorescence staining of proliferation maker Ki-67 and quantified by the software Image J 1.54c (B, C). The
cells were incubated with 5 uM Sun + 0.2 pg/ml STC2-neutralizing antibodies, or 5 pM Sun + 500 ng/mI hSTC2 for 24 h, the accumulation of s Sun in Caki-1 cells
were observed by phase contrast microscopy (D). * P<0.05, ** P < 0.01, indicate significant difference. Sun, sunitinib.

significantly reduced and N-cadherin protein levels were sig-
nificantly upregulated in Caki-1 cells with sunitinib treatment,
which were reversed by STC2-neutralizing antibodies (Fig. SA,
B). In addition, sunitinib treatment increased the migration
and invasion of Caki-1 cells, which were suppressed by STC2-
neutralizing antibodies (Fig. SC-F). These results suggested
that inhibiting STC2 could reduce sunitinib-induced EMT,
migration, and invasion of Caki-1 cells under hypoxia
conditions.

Discussion

Like most other solid tumors, RCC also has tissue hypoxia caused
by the imbalance of oxygen supply or consumption, which are
very important for the occurrence and development of RCC!*3],
Stanniocalcins (STCs) are hypoxia-inducible endocrine factors
and potentially serve as universal tumor biomarkers and ther-
apeutic targets®32 In triple negative breast cancer cells,
hypoxia-induced overexpression of STC1 to promote tumor
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P <0.05; **, P<0.01 indicate significant difference.

progression and metastasisi®>?!. The STC2 is one of the hypoxic
characteristic genes in the immunosuppressive microenvironment
of hepatocellular carcinoma to promote tumor evasion**!. In
RCC tissues, high mRNA and protein levels of STC2 were
detected, which is associated with the aggressiveness of RCC and
shortened overall survival?®*! and hypoxia mimics CoCl,
treatments induced the expression of STC1 to promote the
metastasis of early-stage ccRCCI*®l, However, the role and
mechanism of hypoxia on the expression of STC2 in RCC remain
unclear. In addition, as there are some differences between CoCl,-
induced chemical hypoxia and low oxygen-induced hypoxia
model, we applied both hypoxia mimics CoCl, and hypoxia CO,
incubator to identify the effects of hypoxia on the expression of
STC2 in ccRCC cells. Our present study identified that hypoxia-
induced STC2 expression could promote RCC cell proliferation,
migration and invasion, as well as sunitinib resistance.

STC2 is regulated by hypoxia to promote the adaptation of
tumor cells to a hypoxic environment. It reported that STC2 was
upregulated to promote cell proliferation of breast cancer cells
MCEF-7 in hypoxia!®”. In ovarian cancer cell SKOV3, STC2 could
induce the production of more ROS under hypoxia and activate
the ERK1/2 signaling pathway, thereby improving the ability of
tumor cells to resist apoptosis under hypoxic stress!*®!. These
studies indicated that hypoxia-induced STC2 expression could
promote cell proliferation or antiapoptosis. Our results here

confirmed that the expression of STC2 was upregulated in Caki-1
under hypoxia conditions, and inhibition of STC2 could reduce
cell proliferation of Caki-1 cells.

The elevated expression of STC2 in cervical cancer cells has
been reported to significantly increase cisplatin resistancel*®!,
Both iz vivo and in vitro results indicated that STC1 mediated
gemcitabine resistance in pancreatic ductal adenocarcinomal®®.,
Our previous study showed that sunitinib treatments reduced the
expression of STC2 both mRNA and protein levels, which could
reduce sunitinib resistance of Caki-1 cells’®?l. All these studies
detected the roles of STCs in drug resistance under normoxia but
not hypoxia, and the latter one is a real pathophysiological
environment of tumors and important for the cancer incidence
and development. The present study confirmed that under
hypoxia conditions, sunitinib suppressed the expression of STC2.
Moreover, the sunitinib efficacy was also improved by inhibiting
STC2 using STC2-neutralizing antibodies and STC2-siRNAs,
which is meaningful for ccRCC targeting therapy or combination
treatment with sunitinib.

In the past decade, available systemic therapies have drama-
tically increased to treatment of metastatic renal cell carcinoma
(mRCC)*0!, The efficacy of sunitinib has been studied in both the
nonclear cell renal cell carcinoma (nccRCC) (e.g. papillary renal
cell carcinoma, PRCC, and chromophobe renal cell carcinoma,
chRCC) and ccRCC*“*2, The hepatocyte growth factor
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blotting (A), and quantified by Image J (B). The cell migration and invasion of Caki-1 cells were evaluated by wound healing assay and transwell (C-F). *,

P <0.01 indicate significant difference. Sun, sunitinib.

P <0.05; ™,

receptor (MET) kinase inhibitor Cabozantinib treatment could
suppress the metastasis of PRCC and resulted in longer pro-
gression-free survival than sunitinib in patients with metastatic
PRCC!"3!, Functions of fatty acid in the regulation of migration
and invasion have been studied in PRCC and could be an
attractive target for studies of PRCC therapy!***!. EMT is a
morphologic transformation process of epithelial cells to a
mesenchymal phenotype, which promotes tumor cell migration,
invasion, and metastasis. Both 7z vivo and in vitro studies showed
that EMT of ccRCC is acquired to enhance sunitinib resistance,
and sunitinib treatment alters the expression of EMT-associated
gene or protein and increases migration and invasion of ccRCC
cells® 1% Our result showed that sunitinib treatment promoted
EMT of Caki-1 cells by reducing E-cadherin and increasing
N-cadherin and vimentin expression under hypoxia, which might
contribute to sunitinib resistance. In ovarian cancer SKOV3 cells,
it had suggested that overexpression of STC2 promotes cell EMT
under hypoxia by upregulating the expression of N-cadherin,
vimentin, and Snail and reducing the E-cadherin expression!?®!. In
ccRCC cell A498, it proved that hypoxia could increase the
expression of STC1 and knockdown STC1 by siRNA reduced
EMT by down-regulating the N-cadherin and vimentin,

upregulating E-cadherin expression and inhibited the cell
migration and invasion!®3!, However, the roles of STC2 on the
EMT of ¢ccRCC cells under hypoxia conditions have not been
identified before. Here, our results firstly showed that STC2-
neutralizing antibodies could reduce sunitinib-induced EMT,
migration, and invasion under hypoxia.

The role of autophagy in cancer is a hot topic and contention,
and the effect of hypoxia on autophagy in cancers is also
dependent on cancer types. In cervical cancer cell Hela, hypoxia-
activated autophagy accelerates the degradation of SQSTM1/
p621*1 while hypoxia inhibits the autophagy and reduces
the viability of hepatocellular carcinoma cells'*”!. Low loss and
mutation of autophagy-related genes (e.g. ATG7) are highly
correlated with the ccRCC progression™®!. Our results demon-
strated that hypoxia-induced the expression of LC3B and accu-
mulation of P62 in Caki-1 cells, indicating that hypoxia-induced
autophagy initiation but inhibited autophagy flux.

The efficiency of sunitinib was enhanced by inhibiting autop-
hagy in clear-cell ovarian carcinoma®!, but sunitinib resistance
in ccRCC is induced by promoting autophagy initiation!*°!, The
inhibition of autophagy flux indicates the loss function of lyso-
somal degradation, which depends on the lysosomal acidic
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environment. Studies have shown that resistance to sunitinib in
ccRCC is attributed to lysosomal sequestration and inhibition of
autophagy flux!*12!, Our previous study reported that sunitinib
accumulated in the cells and destroyed the lysosome pHBY!
However, STC2-neutralizing antibodies suppressed sunitinib
accumulation was independent of restoring the lysosome pH®?!.
In the present study, hypoxia promoted the disruption of lyso-
somal acidity by sunitinib. Moreover, sunitinib accumulation
was aggravated by hSTC2 but alleviated by STC2-neutralizing
antibodies.

There are still some limitations in the present study, such as no
clinic investigation and samples, and the mechanisms of suniti-
nib-reduced expression of STC2 under hypoxia conditions are
still unclear, and the therapeutic effect targeting on STC2
downregulation in the human renal carcinoma mouse xenograft
model have not been further verified. Combine the clinical data
and mechanism study in cells and animals can provide more
information for RCC treatment. Future in vivo studies of the
biological roles of STC2 and synergistic effect with autophagy
regulators will be helpful for potential target STC2 immu-
notherapy for RCC.

Conclusion

In this study, we present data to identify the roles of STC2 in
ccRCC cell sunitinib resistance under hypoxia conditions.
Hypoxia-induced expression of STC2 in Caki-1 could promote
the process of sunitinib resistance, and inhibiting STC2 may
enhance sunitinib efficacy. Furthermore, sunitinib treatment
induced EMT, migration, and invasion. This study reveals that
sunitinib disrupts lysosomal acidity, which contributes to the
increased sunitinib accumulation in ccRCC cells. STC2-
neutralizing antibodies suppressed sunitinib accumulation in the
cells and aggravated the inhibitory of sunitinib on cell
proliferation.
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