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FOXCI1 silencing promotes A549 cell apoptosis
through inhibiting the PI3K/AKT/hedgehog/Gli2

signaling pathway+

Pei Wang,@‘* Hongbing Ma, Yong Li, Dong Chen, Xiaohui Li and Xiang Gao

Lung cancer begins in the lung and is a leading cause of premature death. Forkhead box C1 (FOXC1) has
been reported to play an important role in different types of cancer, and evidence suggests that FOXC1
is highly expressed in non-small cell lung cancer (NSCLC) patients. However, the function and molecular
mechanism of FOXC1 in the NSCLC cell line A549 is still unclear. In the present study, we indicate that
FOXCL1 is expressed in the NSCLC cell lines A549, H460, and SK-MES-1 at a high level compared with
control human bronchial epithelial (HBE) cells. FOXCL1 silencing promotes A549 cell apoptosis, whereas it
inhibits cell survival. The levels of anti-apoptosis protein Bcl-2 decreased and the expression of pro-
apoptosis protein Bax increased in FOXC1 silenced cells. Further studies show that FOXC1 knockdown
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inhibits the PI3K/AKT/hedgehog/Gli2 pathway. Overexpressed AKT or Gli2 reversed the effects of FOXC1

silencing on A549 cell survival and apoptosis. Taken together, our results conclude that FOXC1 silencing
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1. Introduction

Lung cancer is the most common type of malignant tumor
worldwide and the leading cause of death from cancer in
people.”*> Non-small cell lung cancer (NSCLC) is the main type
of lung cancer, and its proportion of cases is as high as 85%.*
The other type of lung cancer is small cell lung cancer, which
accounts for 15% of cases.* Although NSCLC can be divided into
three sub-classifications, squamous cell carcinoma, large cell
carcinoma and adenocarcinoma, the different histological
subtypes of NSCLC do not affect chemotherapeutic or surgical
decisions.” Evidence indicates that the development of lung
cancer is associated with tobacco use and cigarette smoking.®
However, about 25% of lung cancer patients all over the world
have never smoked, according to global statistics from 2002.”
Recent studies have confirmed that many molecules are impli-
cated in the regulation of lung cancer growth and apoptosis,
and these genes act as oncogenes or tumor suppressor genes.*°
Thus, studying the function and mechanism of these effective
molecules would greatly facilitate the management of lung
cancer.

Members of the forkhead box (FOX) family of transcription
factors have been divided into 17 subclasses (FoxA-FoxR),
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reduced the survival of cancer cells and promoted their apoptosis, and that the PI3K/AKT/hedgehog/Gli2
pathway plays an important role in the functioning of FOXC1 silencing.

containing more than 41 members.'® FOX proteins have a three-
dimensional structure, including three helices and two W1 and
W2 loops."* Evidence suggests that FOX family members play
roles in malignant cell growth, tumorigenesis, and carcino-
genesis.”"* Members of the FOX family also affect the mainte-
nance, initiation, drug resistance and progression of cancers,
and they are involved in cancer cell proliferation, invasion,
metastasis, apoptosis and differentiation.”* Forkhead box C1
(FOXC1), also named Fkh-1, Mf1, or FREAC3, is located at
chromosome 6p25, encoding a 533 amino acid protein, and is
characterized by a distinct fork head domain that can bind
DNA.**"” FOXC1, a member of the FOX family, is an important
transcriptional regulator, which plays roles in a wide variety of
cancers."”® However, the biological functions and specific
mechanisms of FOXC1 in NSCLC have not yet been fully
understood.

The hedgehog (HH) pathway, one of the most important
signal transduction pathways, has been reported to play an
important role in homeostasis, and tissue development and
repair.”® Intercellular signaling proteins from the HH family
were isolated in the early 1990s and act as pivotal mediators in
embryogenesis processes.”® There is convincing evidence that
the HH pathway is involved in tumorigenesis, and cancer
development and treatment.>*>* Evidence has demonstrated
that HH signaling contributes to glioma stem-like cell prolif-
eration and tumorigenesis; moreover, the HH pathway may be
an effective target for glioblastoma multiforme treatment.”>* F.
Wang et al. indicated that sulforaphane plays an impactful role
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on the gefitinib tolerance of human lung cancer cells via regu-
lating sonic hedgehog signaling.*”

In the current study, we investigated the function and
mechanism of FOXC1 in NSCLC. We demonstrated that FOXC1
is highly expressed in NSCLC cells in vitro, and knockdown in
the level of FOXC1, using FOXC1 siRNA, abolished A549 cell
growth and induced cell apoptosis. Finally, we further corrob-
orated that FOXC1 depletion inhibits the PI3K/AKT/hedgehog/
Gli2 pathway, and that the signal pathway plays a vital role in
FOXC1 siRNA induced cell apoptosis.

2. Methods

2.1. Antibodies

The antibodies used in this study were all obtained from Abcam
(Abcam, Cambridge, MA, USA). The following antibodies were
used: rabbit anti-human FOXC1 monoclonal antibody; rabbit
anti-human Bcl-2 monoclonal antibody; rabbit anti-human Bax
monoclonal antibody; rabbit anti-human pAKT monoclonal
antibody; rabbit anti-human AKT polyclonal antibody; and
rabbit anti-human Gli2 polyclonal antibody.

2.2. Cell culture and transfection

Human bronchial epithelial cells (HBE) and the human NSCLC
cell lines, A549, H460, and SK-MES-1, were purchased from
American Type Cell Collection (ATCC, Manassas, VA, USA). Cells
were grown in RPMI-1640 medium containing 10% fetal bovine
serum, supplemented with 10% FBS, 100 ug ml~" streptomycin
and 100 U ml~" penicillin. All NSCLC cells were cultured under
5% CO, humidified conditions at 37 °C. Cells were transfected
with FOXC1 siRNA (si-FOXC1; siRNA sequence: 5-AACZggAA-
TAgTAgCTgTCAA-3') or non-specific control siRNA (si-NC), or
co-transfected with si-FOXC1 and pcDNA3.1-AKT, si-FOXC1 and
pcDNA3.1-Gli2, or si-FOXC1 and pcDNA3.1 empty vector, using
Lipofectamine 2000 (Invitrogen, Carlsbad, CA) according to the
manufacturer's instructions.

2.3. Cell survival assay

A549 cells were cultured and transfected as above. Cell survival
was quantified using a commercially available kit, the CellTiter
96® AQueous One Solution Cell Proliferation Assay (MTS)
(Promega, Madison, WI, USA), according to the manufacturer's
instructions.

2.4. MTT assay

Cell survival was also determined via MTT assays. Briefly, A549
was cultured and transfected as above. Cells were plated into 96-
well plates in quadruplicate at a density of 1 x 10* cells per well.
10 puL (1 mg mL™") of MTT per well was added to the cells for
another 4 h at 37 °C. The formed formazan was solubilized with
DMSO and the absorbance was then measured at 570 nm.

2.5. Apoptosis assay

The Cell Death Detection ELISA Plus kit (Roche Diagnostics
GmbH, Mannheim, Germany) was used to measure cell
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apoptosis through detecting mono- and oligo-nucleosome
cytoplasmic histone-associated DNA fragments in vitro.****

2.6. RT-PCR

The total RNA from A549 cells was isolated and purified using
TRIzol reagent (Invitrogen) and RNeasy mini columns (Qiagen,
Valencia, CA), according to the manufacturer's instructions,
respectively. ¢cDNA was synthesized via reverse transcription,
using the First-Strand Synthesis System (Invitrogen). RT-PCR was
performed using SYBR Green Real-Time PCR (TaKaRa), following
the manufacturer's instructions. The primer sequences used in
this study are as follows: FOXC1 forward: 5'-CAGCATCCGCCA-
CAACCTCT-3; reverse: 5'-GCAGCCTGTCCTTCTCCTCCT-3'.

2.7. Western blot

The total protein was isolated from A549 cells using RIPA lysis
buffer. Protein concentrations were determined using a BCA kit
and equal quantities of protein were electrophoresed with 10%
SDS-PAGE. The protein was then transferred onto a PVDF
membrane and blocked with 5% skim milk. The primary
proteins were added to the membranes overnight at 4 °C.
Subsequently, horseradish peroxidase conjugated goat anti-
rabbit IgG antibody (Abcam) was used as a secondary antibody.

2.8. Statistical analysis

The data in this article are expressed as means + standard
deviations (SD) from triplicates of three independent experi-
ments. GraphPad Prism 5.0 (GraphPad Software Inc., San
Diego, CA, USA) and SPSS 22.0 software (SPSS, Chicago, IL) were
used for statistical analyses. The significances of differences
between groups were analyzed using one-way ANOVA, followed
by the Bonferroni ¢ test, with * indicating p values < 0.05.

3. Results

3.1. FOXC1 increases in A549 cells

FOXC1 has been shown to be involved in the hypoxia-enhanced
progression of lung cancer,* however, the specific functions
and mechanisms of FOXC1 in lung cancer are still unclear. Our
study first determined the expression of FOXC1 in human
bronchial epithelial (HBE) cells and the human NSCLC cell lines
A549, H460 and SK-MES-1 cells. As shown in Fig. 1, compared
with normal HBE cells, RT-PCR and western blot analysis dis-
played a significant increase in the expression of FOXC1 in
A549, H460 and SK-MES-1 cells at both mRNA and protein
levels.

3.2. FOXC1 silencing inhibits A549 cell survival

To investigate the role of FOXC1, we developed a FOXC1
silencing cell model of A549 cells; the results indicate that
FOXC1 expression was markedly reduced in A549 cells trans-
fected with FOXC1 siRNA (Fig. 2A and B). To validate the
functional role of FOXC1 silencing on non-small cell lung
cancer cell growth, cell survival rates were assayed. FOXC1
depletion impeded A549 cell survival compared with the control
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Fig.1 FOXClis increased in NSCLC cells. (A) Relative FOXC1 expression levels are examined via RT-PCR studies; and (B) relative FOXC1 protein
expression is examined via western blot studies. NSCLC: non-small cell lung cancer; and HBE: human bronchial epithelial. The data in this article
are expressed as means + standard deviations (SD) of triplicates of three independent experiments. *: p values < 0.05 versus the HBE group.

group (Fig. 2C; p < 0.05). Moreover, the decrease in cell survival
was confirmed in A549 cells transfected with FOXC1 siRNA
(Fig. 2D; p < 0.05) via an MTT assay. However, cell survival was
did not change obviously between the siNC and control groups
(Fig. 2C and D; p > 0.05). To validate the effects of FOXC1 siRNA
on NSCLC cell lines, SK-MES-1 cells were transfected with
FOXC1 siRNA and the control siNC (ESI Fig. 1A and Bf). As
shown in ESI Fig. 1C,} FOXC1 depletion suppressed SK-MES-1
cell survival compared with the control group (p < 0.05).

3.3. FOXC1 silence promotes A549 cell apoptosis

Further studies suggest that FOXC1 knockdown in A549 cells
dramatically elevated cell apoptosis (Fig. 3A). Also, FOXC1
silencing increased SK-MES-1 cell apoptosis compared with the
control group (ESI Fig. 1B; p < 0.05). To confirm the function of
FOXC1 in cell apoptosis, the expressions of the apoptosis
related proteins Bcl-2 and Bax were also determined. As shown
in Fig. 3B, FOXC1 silencing decreased the expression of the anti-
apoptosis protein Bel-2, whereas it increased the expression of
the pro-apoptosis protein Bax. These results suggest that FOXC1
may be involved in lung cancer cell apoptosis.

3.4. The regulation of the PI3K/AKT and hedgehog/Gli2
pathways is related to FOXC1

We next looked for the signaling pathway that was involved in
the function of FOXC1; evidence suggests that FOXC1 was
associated with the regulation of the PI3K/AKT and hedgehog
pathways.*>** We next determined the effects of FOXC1
silencing on the expression of p-AKT and Gli2. As shown in
Fig. 4, the depletion of FOXC1 markedly suppressed p-AKT and
Gli2 expression compared with the control group. Additionally,
overexpression of AKT reversed the inhibitory effects of FOXC1

33788 | RSC Adv., 2018, 8, 33786-33793

silencing on Gli2 expression. These results indicated that
FOXC1 mediated the PI3K/AKT/hedgehog/Gli2 pathway in A549
cells.

3.5. AKT or Gli2 overexpression reverses the effects of FOXC1
silencing on A549 cell biology

To further assess the relationship between the function of
FOXC1 and the PI3K/AKT/hedgehog/Gli2 pathway, we overex-
pressed AKT or Gli2 in A549 cells transfected with FOXC1
siRNA. As shown in Fig. 4, AKT or Gli2 overexpression reversed
the FOXC1 silencing induced inhibition of p-AKT or Gli2
expression. Cell survival and apoptosis were determined.
Results suggest that AKT or Gli2 overexpression increased A549
cell survival compared with the FOXC1 siRNA group (Fig. 5A and
B; p < 0.05); moreover, cell apoptosis was decreased in A549 cells
co-transfected with FOXC1 siRNA and pcDNA3.1-AKT or
pcDNA3.1-Gli2, compared with the FOXC1 siRNA group
(Fig. 5C; p < 0.05).

4. Discussion

According to published estimates, during embryogenesis, the
transcription factor FOXC1 plays a role in the development of
the brain, eyes and mesoderm,*** and evidence indicates that
FOXC1 may act as an important diagnostic biomarker for basal-
like breast cancer.**** Evidence indicates that FOXC1 is
expressed in nasopharyngeal carcinomas at a high level, and
mediates N-cadherin, fibronectin and vimentin expression,
affecting the epithelial-to-mesenchymal transition process of
cancer.?® Data presented by Aravalli et al. confirmed that FOXC1
protein activation plays important roles in the inflammation
and subsequent metastasis of hepatocellular carcinomas." Yu-

This journal is © The Royal Society of Chemistry 2018
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Fig. 2 FOXCI1 depletion reduces A549 cell survival. (A) Relative FOXC1 expression levels are examined via RT-PCR studies; (B) relative FOXC1
protein expression is examined via western blot studies; (C) CellTiter 96® AQueous One Solution Cell Proliferation Assays (MTS) are used to
determine cell survival; and (D) relative cell survival is examined via MTT assays. A549 cells are transfected with FOXC1 siRNA or non-specific
control siRNA (siNC) for 48 h. The data in this article are expressed as means + standard deviations (SD) of triplicates of three independent

experiments. *: p values < 0.05 versus the control group.

Jung Lin et al. suggested that FOXC1, which acts as a hypoxia-
responsive gene, affects the tumor microenvironment and is
involved in the hypoxia-enhanced progression of lung cancer.?”
These reports indicate that FOXC1 plays a role in lung cancer
progression under hypoxia conditions, however, the function
and mechanism of FOXC1 in NSCLC cell survival and apoptosis
are still unclear. Our study firstly demonstrates that FOXC1 is
highly expressed in NSCLC cell lines when compared with
control cells. Further studies suggest that the depletion of
FOXC1 significantly inhibits cancer cell survival and promotes
cell apoptosis.

The HH pathway, a highly conserved developmental
pathway, shows low activity in differentiated adult tissue and
has been regarded as an important mediator in cancer patho-
genesis and progression.** Bo Ram Kim et al have

This journal is © The Royal Society of Chemistry 2018

demonstrated that a HH pathway associated with genipin
induces colorectal cancer cell apoptosis.*® Moreover, a recent
study found that sonic HH and PI3K pathways were implicated
in fibroblast activation protein-o. induced growth and the
migration of lung cancer cells.* The zinc-finger protein glioma-
associated oncogene family members 1, 2, and 3 (Gli1, Gli2, and
Gli3) are members of the HH pathway.* A growing body of
evidence suggests that the transcriptional activation of Gli
genes and Gli protein posttranslational modification related
signaling pathways contribute to different types of cancer
formation.** Moreover, evidence indicates that FOXC1 activates
HH signaling in basal-like breast cancer cells and the knocked
down expression of Gli2 in MDA-MB-231 cells reversed the
activation of HH signaling by FOXC1.** In agreement with the
above results, the present study found that the HH/Gli2 pathway

RSC Adv., 2018, 8, 33786-33793 | 33789
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Fig.3 Knockdown of FOXClincreases NSCLC cell apoptosis. (A) A Cell Death Detection ELISA Plus kit is used to detect cell apoptosis; and (B) the
relative protein expressions of Bcl-2 and Bax are examined via western blot assays. A549 cells are transfected with FOXC1 siRNA or non-specific
control siRNA (siNC) for 48 h. The data in this article are expressed as means + standard deviations (SD) of triplicates of three independent
experiments. *: p values < 0.05 versus the control group.

contributes to FOXC1 silencing induced NSCLC cell apoptosis; Emerging studies have revealed that many signaling path-
our study showed that FOXC1 silencing suppressed Gli2 ways exhibit crosstalk with the HH signaling pathway, such as
expression, and Gli2 overexpression reversed the effects of TGF-B, rat sarcoma viral oncogene homolog GTPase (RAS)-
FOXC1 depletion on NSCLC cell apoptosis. extracellular signal-regulated kinase (ERK),** Notch,** wnt,*
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Fig. 4 Knockdown of FOXCL1 inhibits the PI3K/AKT/hedgehog/Gli2 pathway. The relative protein expressions of pAKT, AKT and Gli2 are
examined via western blot assays. A549 cells are transfected with FOXC1 siRNA or non-specific control siRNA (siNC) for 48 h, or co-transfected
with FOXC1 siRNA and pcDNA3.1 vector or pcDNA3.1-AKT vector for 48 h. The data in this article are expressed as means + standard deviations
(SD) of triplicates of three independent experiments. *: p values < 0.05 versus the control group; *: p values < 0.05 versus the FOXC1 siRNA group.
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Fig. 5 The PI3K/AKT/hedgehog/Gli2 pathway is involved in the function of FOXC1 knockdown in A549 cells. (A) CellTiter 96® AQueous One
Solution Cell Proliferation Assays (MTS) are used to determine cell survival; (B) relative cell survival is examined via MTT assays; and (C) a Cell
Death Detection ELISA Plus kit is used to detect cell apoptosis. A549 cells are transfected with FOXC1 siRNA or non-specific control siRNA (siNC)
for 48 h, or co-transfected with FOXC1 siRNA and pcDNA3.1 vector or pcDNA3.1-AKT vector or pcDNA3.1-Gli2 vector for 48 h. The data in this
article are expressed as means =+ standard deviations (SD) of triplicates of three independent experiments. *: p values < 0.05 versus the control

group; # p values < 0.05 versus the FOXC1 siRNA group.

TGF-B,** epidermal growth factor receptor (EGFR)* and
phosphatidylinositol 3-kinase (PI3K)-AKT-mechanistic target
of rapamycin (mTOR).** Liu Huang et al confirmed that
FOXC1 mediated cervical carcinoma cell proliferation,
migration, invasion and epithelial-mesenchymal transition
are dependent on the PI3K/AKT signaling pathway.** Consis-
tent with these reports, our results found that the AKT pathway
was involved in the regulation of the HH signaling pathway.
AKT overexpression reversed the inhibition of Gli2 induced by
FOXC1 silencing.

This journal is © The Royal Society of Chemistry 2018

5. Conclusions

In conclusion, our studies suggest that FOXC1 suppression
enhanced NSCLC cell apoptosis and decreased cell survival. We
confirmed that FOXC1 inhibition reduced the expression of
AKT and HH/GIli2 protein expression. Finally, we found that the
overexpression of AKT or Gli2 both reversed the effects of
FOXC1 silencing on NSCLC cell biology. Overall, our data
highlight the function and molecular mechanism of FOXC1 in
NSCLC cell biology, and provide evidence that FOXC1 may be an
effective target in relation to lung cancer cell growth.

RSC Adv., 2018, 8, 33786-33793 | 33791
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