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Figure 8. Microscopic images of HepG2 incubated for 24 h without SENPs (A), with $ ug/mL of CdTe/CdS fGal-SENPs (B), with S0 yg/mL of
CdTe/CdS fGal-SENPs (C), with 5 ug/mL of ZAIS/ZnS fGal-SENPs (D), and with 50 pig/mL of ZAIS/ZnS Gal-SENPs (E).

1 and 2 slightly suppressed the cytotoxicity of CdTe/CdS QDs.
In the morphological study, cells treated with CdTe/CdS
SFENPs showed shrinkage, exhibiting cytotoxicity that may be
caused by Cd** ions.*® Thus, our newly developed ZAIS/Zn$S
SFNPs appear to be highly promising tools for in vitro and in
vivo cell analysis because of their negligible cytotoxicity.

In this study, we successfully synthesized cadmium-free

SFNPs containing low-toxicity ZAIS/ZnS NPs as the core and
demonstrated their usefulness in the visual and fluorescent
detection of sugar-chain—protein interactions, as well as in
cellular imaging. The sugar-chain—ligand conjugate was easily
immobilized onto the ZAIS NP surface by a simple ligand
exchange reaction and could be applied to various sugar-chain—
ligand conjugates. The binding interaction of the SENPs with
lectin was detected visually and spectroscopically. In flow
cytometry analysis and cellular imaging, the binding properties
of the SFNPs were diverse depending on the cell type, which
may have great potential for profiling cells based on their sugar-
chain binding properties. The results of the cytotoxicity assay
showed that ZAIS/ZnS SFNPs were less toxic than CdTe/CdS
SENPs. Thus, our developed SFNPs are environmentally
friendly compared with other cadmium-based semiconductor
NPs and are likely to prove significantly useful for investigating
various sugar-chain functions.
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EWS/ATF1 expression induces sarcomas
from neural crest—derived cells in mice
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Clear cell sarcoma (CCS) is an aggressive soft tissue malignant tumor characterized by a unique t(12;22) trans-
location that leads to the expression of a chimeric EWS/ATFI fusion gene. However, little is known about the
mechanisms underlying the involvement of EWS/ATFI in CCS development. In addition, the cellular origins
of CCS have not been determined. Here, we generated EWS/ATFI-inducible mice and examined the effects
of EWS/ATFI1 expression in adult somatic cells. We found that forced expression of EWS/ATFI resulted in
the development of EWS/ATFI-dependent sarcomas in mice. The histology of EWS/ATFI-induced sarcomas
resembled that of CCS, and EWS/ATF1-induced tumor cells expressed CCS markers, including $100, SOX10,
and MITF. Lineage-tracing experiments indicated that neural crest-derived cells were subject to EWS/ATF1-
driven transformation. EWS/ATF1 directly induced Fos in an ERK-independent manner. Treatment of human
and EWS/ATFI-induced CCS tumor cells with FOS-targeted siRNA attenuated proliferation. These findings
demonstrated that FOS mediates the growth of EWS/ATFI-associated sarcomas and suggest that FOS is a

potential therapeutic target in human CCS.

Introduction
Clear cell sarcoma (CCS) is an aggressive malignancy of adolescents
and young adults that was first described by Enzinger (1). Lt typi-
cally arises in the deep soft tissues of the lower extremities closed to
tendon, fascia, and aponeurosis (2). Chemotherapy and radiothera-
py are not of any benefit (3-3), and a high rate of local and distant
recurrence results in poor survival rates (3, 6, 7). CCSs harbor the
potential for melanocytic differentiation and melanin synthesis (8).
Gene expression profiles support the classification of CCS as a dis-
tinct genomic subtype of melanomas (9). These melanocytic features
often make the distinction from malignant melanoma (MM) diffi-
cult. However, in contrast to MM, CCS is characterized by a chro-
mosomal translocation, t(12;22)(q13;q12), that leads to the fusion
of activating transcription factor 1 (ATFI) gene localized to 12q13
to Ewing’s sarcoma oncogene (EWS) gene at 22q12 in up to 90% of
cases, resulting in expression of the EWS/ATF]I fusion gene (10-12).
Given that CCS and MM have such similar characteristics, it has
been proposed that CCSs may arise from a neural crest progenitor.
However, the exact origin of CCS still remains to be determined.
The biological role of the EWS/ATFI fusion protein 1s still
unclear. EWS contains a transcriptional activation domain in the
N-terminal region (13-15) and several conserved RNA binding
motifs in the C-terminal region (16). Binding of the N-terminal
region of EWS to the RNA polymerase Il subunit hsRPB7 has been
proposed to be important for transactivation of the target genes
(17). In contrast, ATF1 is a member of the CREB transcription fac-
tor family, whose activity is regulated through phosphorylation of
its kinase inducible domain (KID) by protein kinase A (18). ATF1
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mediates the activation of cAMP-responsive genes through binding
to a conserved cAMP-responsive element (CRE) asa dimmer (19, 20).
However, the N-terminal activation domain of EWS replaces the
KID in the EWS/ATF1 fusion protein, rendering it unable to sup-
port a typical inductive signal (21). Therefore, EWS/ATF1 can act
as constitutive transcriptional activator in a cAMP-independent
fashion with normal CRE DNA binding activity (14, 22, 23).

Previous studies have revealed some target genes of EWS/ATF1,
but their true function in tumorigenesis is still not well understood
(24). Expression of MITF is constitutively activated by EWS/ATFI
in CCS in vitro (25). Consistent with this finding, several studies
have identified the expression of MITF protein or mRNA in CCS
(26-28). MITF is a master regulator of melanocyte development
and plays a role in melanoma development (29, 30). Imporcantly,
activation of MITF by EWS/ATF1 is required for CCS proliferation
as well as for melanocytic differentiation of CCS in vitro (25).

Although previous studies have demonstrated that EWS/ATF1
is associated with oncogenic potential in CCS, the effect of in vivo
expression of EWS/ATFI on sarcoma formation is still not known.
In the present study. we established EWS/ATFI transgenic mice
using a doxycycline-dependent expression system in order to
investigate the role of EWS/ATF1 on CCS development in vivo.
Our results showed that forced expression of EWS/ATFI induced
CCS-like sarcoma in the transgenic mice. This mouse model was
used to identify the origin of EWS/ATFI-induced sarcomas as well
as the direct target of EWS/ATF1 in these sarcomas.

Results

Inducible expression of EWS/ATFI in inice. We first generated doxycy-
cline-inducible EWS/ATF1 ES cells, in which the human EWS/ATFI
type 2 fusion gene (26, 31) can be induced under the control of
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Inducible expression of EWS/ATF1. (A) Schematic of the doxycycline-inducible EWS/ATFT alleles. (B) EWS/ATFT expression in ES cells, detected
by RT-PCR, after exposure to doxycycline for 12 hours. (C) EWS/ATF1 expression in ES cells, detected by Western blot, after exposure to doxycy-
cline for 24 hours. (D) Dose-dependent induction of EWS/ATF1 protein in EWS/ATF1-inducible ES cells by doxycycline. ES cells were exposed to
doxycycline concentrations up to 2 ug/ml for 24 hours. Western blot analysis was performed using an anti-HA antibody. (E) Dose-dependent doxy-
cycline induction of EWS/ATF17 mRNA in EWS/ATF1-inducible MEFs. MEFs were exposed to different concentrations of doxycycline for 24 hours.
Transcript levels were normalized to $-actin. Data are mean + SD (n = 3). (F) EWS/ATF1 expression suppressed MEF growth. Cell viability was deter-
mined by WST-8 assay. Data are mean + SD (1 = 4). Control MEFs (rtTA) and EWS/ATF1-inducible MEFs (E/A) were derived from heterozygous
Rosa26::M2rtTA and ColTA1::tetO-EWS/ATFT mice, respectively. **P < 0.001 vs. MEF (rtTA) Dox 0.0 ug/ml, MEF (rtTA) Dox 2.0 ug/ml,

and MEF (E/A) Dox 0.0 pg/ml.

a tetracycline-responsive regulatory element (Figure 1A). Upon
treatment of these ES cells with doxycycline, expression of the
EWS/ATFI fusion transcript was detected by RT-PCR (Figure 1B).
We also confirmed the expression of EWS/ATF1 protein upon
doxycycline treatment (Figure 1C), which was regulated in a dose-
dependent manner (up to 2 ug/ml; Figure 1D).

Heterozygous Rosa26:M21tTA mice with heterozygous
tetO-EWS/ATFI allele were used to induce che EWS/ATFI fusion
gene. Cultured murine embryonic fibroblasts (MEFs) derived from
EWS/ATFI-inducible mice were first exposed to doxycycline to test
the effect of EWS/ATF1 expression on somatic cells. EWS/ATFI
expression at the mRNA level was confirmed 24 hours after expo-
sure (Figure 1E). Unexpectedly, the cell proliferation rate of MEFs
decreased after EWS/ATFI induction in a doxycycline dose-depen-
dent manner (Figure 1F).

EWS/ATFI induces sarcoma formation in mice. To investigate the
effect of EWS/ATFI expression invivo, we treated EWS/ATFI-induc-
ible mice at 6 weeks of age with doxycycline in the drinking water
(50 ng/ml). The EWS/ATFI-inducible mice given doxycycline start-
ed to develop multiple macroscopic soft tissue tumors after 4 weeks.
After doxycycline treatment, EWS/ATF1 protein was detected in
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a variety of tissues, including the intestine, liver, epidermis, and
deep soft tissue (Supplemental Figure 1A; supplemental mate-
rial available online with this article; do1:10.1172/JCI163572DS1).
Doxycycline treatment for 3 months resulted in tumor formation
in the deep soft tissues of all mice (n = 39), whereas control mice
without doxycycline treatment developed no detectable tumors.
EWS/ATFI-induced tumors typically arose in the trunks, heads,
limbs, and whisker pads (Figure 2A). Macroscopically, tcumors con-
sisted of circumscribed and lobulated gray-whice mass (Figure 2A).
In most cases, the tumors were attached to fascia or aponeuroses
(Figure 2, A and B), which indicates that the tumors specifically
arose from the deep soft tissues. Importantly, 36 of 39 mice (92%)
developed tumors in the trunk, which suggests that cells locat-
ed in the trunk are particularly permissive for tumorigenesis by
EWS/ATFI expression. Despite expression of EWS/ATF1 protein,
no tumor formation was observed in other tissues, such as the epi-
dermis and intestine, even in mice given doxycycline for 3 months.

Microscopic examination of these tumors revealed striking simi-
larities to human CCSs. The tumors showed a rather uniform pat-
tern of compactnests or fascicles of rounded or fusiform cells, which
were divided by a framework of fibrocollagenous tissue (Figure 2B).
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Figure 2

EWS/ATF1-induced tumors resemble human CCS. EWS/ATFT transgenic mice were administered 50 ug/ml doxycycline in their drinking water
for 3 months. (A) EWS/ATFT expression caused tumor formation (arrows) in various locations: trunk, head, limbs, and whisker pads. X-ray
examination revealed multiple tumors in deep soft tissue. The cut surface of a large tumor on the ventral trunk of an EWS/ATF7-inducible mouse
revealed a lobulated gray-white mass in the deep soft tissue. Scale bars: 20 mm. (B) Histological analysis of EWS/ATF7-induced tumors. Tumors
were composed of round or fusiform cells with prominent basophilic nuclei and clear cytoplasm, which were surrounded by fibrous fascicles. HA
immunostaining confirmed EWS/ATF1 expression in the tumor cells. Frequent Ki67-positive cells were present throughout the lesions. Scale bars:

200 um (H&E, left); 50 um (H&E, right): 100 um (HA and Ki67).

The individual cumor cells had a homogeneous appearance. They
had round to ovoid vesicular nuclei with prominent basophilic
nucleoli and clear or pale-staining cytoplasm (Figure 2B). The
majority of the tumor cells expressed EWS/ATF1 fusion protein
in nuclei (Figure 2B and Supplemental Figure 2A). Ki67-positive
proliferating cells were observed in about 30%-40% of tumor cells
(Figure 2B), indicative of active proliferative activity. The survival
curves of EWS/ATFI-induced mice were analyzed to evaluate the over-
all effect of EWS/ATFI expression on life span. The transgenic mice
treated with doxycycline became moribund within 3-10 months,
suggestive of multiple tumor formation in the deep soft tissue,
whereas mice without doxycycline creatment survived much longer,
and no tumor formation was observed. The median survival time
of EWS/ATFI-inducible mice treated with doxycycline was 20 weeks
(Supplemental Figure 2B).

Previous studies demonstrated that human CCSs express
markers for neural crest lineage as well as melanocytic differ-
enciation (8, 9). Therefore, to examine the similarity of mouse
EWS/ATFI-induced rumors with human CCSs, we performed
immunohistochemical analysis for CCS-expressing markers;
EWS/ATFI-induced tumor cells showed the expression such mark-
ers, including S100, Sox10, and Mitf (Figure 3A).

Neural crest-lineage cells are permissive to EWS/ATFI-driven sarcoma
development. The cell of origin for CCS remains to be determined.
Based on the potential of CCSs for melanocytic differentiation and
melanin synthesis, previous studies proposed that CCS may arise
from a neural crest progenitor. To determine whether EWS/ATFI-
induced sarcomas actually arise from neural crest-derived cells,
we performed a lineage-tracing experiment in which neural crest-
derived cells were tagged by reporter in vivo (32). To label neural
crest-derived cells in vivo, we first used transgenic mice containing
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Wntl-Cre and floxed LacZ reporter alleles. We further introduced
doxycycline-inducible EWS/ATF! alleles into the reporter mice to
generate compound transgenic mice (Figure 3B). We confirmed
that EWS/ATFI-induced tumor cells did not express Watl (Sup-
plemental Figure 3A). Transgenic mice were treated with doxycy-
cline in the drinking water to induce subcutaneous tumors and
the developed tumors were then analyzed for the expression of the
reporter gene. Importantly, all 14 EWS/ATFI-induced tumors were
ubiquitously positive for X-gal staining (Figure 3C and Supplemen-
tal Figure 3D), which suggests that neural crest-lineage cells are a
cell of origin for EWS/ATFI-associated sarcomas. We further per-
formed another lineage-tracing experiment using transgenic mice
containing P0-Cre and floxed EYFP reporter alleles (Figure 3D),
which have been also widely used to label neural cresc-derived
cells. Again, we found thar all 6 EWS/ATFI-induced tumors were
positive for EYFP (Figure 3E and Supplemental Figure 4, C and D).

Establishment of tumor cell lines. Tumor samples were obtained
from primary tumors of EWS/ATFI-induced mice to establish cell
lines from EWS/ATFI-induced tumors. We established 2 rumor cell
lines, G1297 and G1169, from 2 independent mice. These cells grew
in the form of an adherent monolayer in the presence of doxycy-
cline (0.2 ug/ml). We cultured the cells up to the fourth passage
in medium containing 0.2 ug/ml doxycycline in order to avoid
contamination by fibroblasts. We examined the effect of differ-
ent concentrations of doxycycline on the growth and morphology
of the established cell lines. We confirmed that the expression of
EWS/ATF1 transcript and protein increased in response to doxy-
cycline in a dose-dependent manner in both established cell lines
(Supplemental Figure 5, A~C). The growth and morphology of the
tumor cells varied in a doxycycline dose-dependent manner: small,
round tumor cells grew rapidly at concentrations above 0.1 ug/ml,
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Figure 3

EWS/ATF1-induced tumors arise from neural crest-lineage cells. (A) Immunohistochemical analysis for CCS markers. Nuclear staining for S100,
Sox10, and Mitf was observed in tumor cells. Sections were counterstained with hematoxylin. Scale bars: 100 um. (B) Schematic representation
of reporter alleles for the lineage-tracing experiment using Wnt7-Cre allele. Doxycycline-inducible EWS/ATF1 alleles were introduced into reporter
mice containing the Wnt7-Cre and floxed LacZ reporter alleles. (C) X-gal staining for EWS/ATF7-induced tumors with Wnt7-Cre and floxed LacZ
reporter alleles. Positive staining for X-gal indicated that the tumor arose from a neural crest-lineage cell. Histological analysis revealed that
neoplastic cells were stained with X-gal. Counterstaining was performed with fast red. Scale bars: 2 mm (left); 50 um (right). (D) Schematic repre-
sentation of reporter alleles for the lineage-tracing experiment using PO-Cre allele. Doxycycline-inducible EWS/ATF1 alleles were introduced into
reporter mice containing the P0-Cre and floxed EYFP reporter alleles. (E) Representative image of a tumor (arrow) in the trunk of an EWS/ATF1-
induced mouse with PO-Cre and floxed EYFP reporter alleles. Fluorescent signals for EYFP expression were detected in the. Scale bars: 10 mm.

whereas dendritic fibroblast-like spindle cells were observed below
0.05 ug/ml (Figure 4A). Notably, doxycycline withdrawal caused
rapid morphological changes, into a fibroblast-like shape, and these
tumor cells did not proliferate up to the next passage (Figure 4A).
Consistent with these findings, cell viability assay revealed that
the number of cells was increased by doxycycline treatment in a
dose-dependent manner (Figure 4B). We next examined the effect
of EWS/ATFI expression on tumorigenesis ability in the subcutane-
ous tissue of immunocompromised mice. The established cell line
G1297 was cultured in medium conraining 0.2 ug/ml doxycycline,
and 5.0 x 106 cells were transplanted into the subcutaneous tis-
sue of nude mice. It is important to note that all mice treated with
50 pg/ml doxycycline in the drinking water developed tumors within
3 weeks, whereas no tcumor formation was observed in mice without
doxycycline treatment (Figure 4C). Histological analysis revealed
that the subcutaneous tumors in nude mice consisted of neoplas-
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tic cells that resembled the primary tumor cells in EWS/ATFI-
induced transgenic mice (Figure 4D). Positive immunoreactivity
for HA-Tag was observed in all cumor cells (Figure 4D).
Continuous expression of EWS/ATFI is required for tumor growth
maintenance. To further examine whether continuous expression
of EWS/ATFI is necessary for the growth of EWS/ATFI-induced
tumors, we withdrew doxycycline in tumor-bearing EWS/ATF1
transgenic mice that had been given doxycycline for 3 months.
Importantly, doxycycline withdrawal resulted in a rapid reduc-
tion of cumor mass in 4 independent mice (7 cumors total). The
regressed tumors contained fibrous tissue, but no viable neoplas-
tic cells were observed 3 months after doxycycline withdrawal
(Figure 4E), which suggests that EWS/ATFI-induced tumor
growth depends on continuous EWS/ATFI expression. We next
examined the histological changes shortly after doxycycline with-
drawal in order to investigate the mechanisms of tumor regression.
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Figure 4

Establishment and analysis of tumor cell lines. G1297 and G1169 cell lines were established from 2 independent EWS/ATF1-induced tumors. (A)
Morphology of the G1297 line after treatment without or with doxycycline (0 and 0.2 ug/ml, respectively). At concentrations above 0.1 ug/mi, small,
round fumor cells grew rapidly, while dendritic fibroblast-like spindle cells were observed; tumor cell growth almost stopped at concentrations less
than 0.05 ug/ml. Scale bars: 50 um. (B) Effect of different levels of EWS/ATF1 on tumor cell growth. G1297 cells were cultured in different concentra-
tions of doxycycline (0, 0.05, 0.1, and 0.2 ug/mi), and cell viability was determined by WST-8 assay. Data are mean + SD (n=8). *P < 0.05, **P < 0.01,
***P < 0.001 vs. Dox 0.0 ug/ml. (C) Subcutaneous transplantation of 5.0 x 106 G1297 cells in immunocompromised mice resulted in tumor forma-
tion in mice treated with 50 ug/mi doxycycline (n = 8). Mean tumor volumes + SEM are shown. ***P < 0.005. (D) Representative histology and
HA immunostaining of tumors in nude mice. The tumor resembled the original sarcoma with EWS/ATF1 expression. Scale bars: 100 um. (E)
Doxycycline withdrawal led to rapid tumor regression. At 3 months after doxycycline withdrawal, no viable tumor cells were observed, and tumors
were replaced by fibrous tissue. Widespread cell death was observed 4 days after doxycycline withdrawal. Scale bars: 200 um.

We found widespread cell death within the tcumor mass, accompa-
nied by massive infiltration of inflammatory cells, at 4 days after
doxycycline withdrawal (Figure 4E), which indicates that neo-
plastic cells cannot survive in vivo without EWS/ATFI expression.
Taken together, these results clearly indicate that EWS/ATFI plays
a pivotal role in the proliferation and maintenance of EWS/ATFI-
induced tumor cells in vivo.

Fos is a direct tavget of EWS/ATFI. To determine the downstream
targets regulated by EWS/ATF1, we next performed gene expres-
sion analysis using G1297 cells. First, we confirmed that wichdraw-
al of doxycycline for 96 hours resulted in no detectable expression
of EWS/ATFI RNA or protein in cultured tumor cells. Next, the
tumor cells were exposed again to doxycycline at a concentration
of 0.05 or 0.2 ng/ml, and microarray analysis was performed at 3
and 48 hours after doxycycline exposure. Induction of EWS/ATFI
resulted in altered expression of a number of genes associated with
cell growth, such as growth factor genes (Areg and Ereg), cell cycle
regulators (Cenpa, Cena2, Cenb2, Cdkn1b, Plk1, and Aurka),and a pro-
to-oncogene (Fos) at either time point (Supplemental Figure 6A).
Although a previous study demonstrated that MITF-M is a direct
target of EWS/ATFI in human CCS cell lines (25), we failed to
detect its expression in our EWS/ATFI-induced tumor cell lines

The Journal of Clinical Investigation

and primary tumor samples (Supplemental Figure 7, A and B).
Among the transcripts upregulated by EWS/ATFI, we focused on
the proto-oncogene Fos, because this was one of the most highly
upregulated genes by EWS/ATFI after doxycycline exposure in the
microarray analysis (Supplemental Figure 6A). Quantitative real-
time RT-PCR (qQRT-PCR) confirmed upregulation of both Fos and
EWS/ATFI transgenes in 2 independent tumor cell lines as early
as 3 hours after doxycycline exposure (Figure SA and Supplemen-
tal Figure 7C). We also found that the EWS/ATFI-induced tumor
specimens expressed higher levels of both Fos and EWS/ATFI
transgenes (Figure SB). Expression of Fos is induced by numerous
stimuli, which are transmitted through the RAS/Raf/MAP kinase
or cAMP-dependent protein kinase pathway (33). In order to
investigate the mechanism of Fos induction by EWS/ATFI, we next
examined whether the RAS/Rat/MAP kinase pathway is involved
in EWS/ATFI-mediated Fos activation. In contrast to the rapid
and transient induction of Fos in MEFs after serum stimulation
(Supplemental Figure 7D), expression of Fos in the EWS/ATFI-
expressing tumor cell line was detected even under serum-free
conditions, and it gradually increased after serum stimulation
(Supplemental Figure 7E). Interestingly, whereas serum-stimulat-
ed MEFs revealed immediate phosphorylation of ERK1 and ERK2
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Figure 5

Fos is a direct target of EWS/ATF1. (A) Real-time RT-PCR analysis of G1297 cells revealed significant upregulation of both EWS/ATFT and Fos
3 hours after doxycycline exposure. (B) Relative expression of EWS/ATF1 and Fos in 4 EWS/ATF1-induced tumors from 4 independent mice.
NIH3T3 cells served as a control. Transcript levels were normalized to f-actin. Data are mean + SD (n = 3). (C) Fos induction by EWS/ATF1
was independent of the ERK pathway. Serum-starved MEFs and G1297 cells were stimulated with 30% FBS for the indicated times. Cells were
also treated with 10 uM of the MEK inhibitor U0126. Whereas ERK1/2 inhibition by U0126 decreased Fos in MEFs, U0126 failed to suppress
Fos expression in G1297 cells. NT, not treated. (D) Mouse Fos promoter—luciferase reporter constructs and pRL-SV40 vector (as an internal
control) were cotransfected in G1297 cells treated with or without 0.2 ug/ml doxycycline. Luciferase activity of each construct was normalized
to internal control activity. Data are mean = SD (n = 3). (E) ChIP-PCR analysis was performed for the Fos promoter region containing CRE or
the negative control cis element using HA-tag antibody or IgG as nonimmune immunoprecipitation, respectively. EWS/ATF1 was enriched at
the CRE element of the Fos promoter in G1297 cells after treatment with 0.2 pg/ml doxycycline. Data (mean + SD) were quantified by gRT-PCR
and expressed as percent of input DNA.
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Figure 6

Fos plays a key role in EWS/ATF1-induced cell proliferation. (A) Effect of Fos knockdown on proliferation of EWS/ATF1-induced cells. G1297 cells
were treated with siRNA targeting Fos (si-Fos; 10 nM), a control siRNA (si-Control; 10 nM), or lipofectamine alone (Mock). 48 and 96 hours later,
cell viability was determined by WST-8 assay. Results are mean = SD (n = 4). ***P < 0.001 vs. si-Control and Mock. (B) EWS/ATF1-induced tumor
cell lines overexpressing Fos or EGFP (G1297 Fos and G1297 GFP, respectively). pCAG-Fos-IZ vector or pCAG-EGFP-1Z vector were stably
transfected in G1297 cells. Western blot analysis revealed that G1297 Fos cells stably expressed Fos protein even in the absence of doxycycline.
(C) Cell proliferation assay for G1297, G1297 GFP, and G1297 Fos cells before and after doxycycline withdrawal. Doxycycline treatment (0.2 ug/ml)
was withdrawn for 48 hours. Cell viability was determined by WST-8 assay. ***P < 0.001 vs. G1297 and G1297 GFP. (D and E) Effect of FOS knock-
down on growth of human CCS cell lines. MP-CCS-SY and KAS cells were treated with siRNA#1 targeting FOS (si-FOS #1; 10 nM and 20 nM),
control siRNA (si-Control; 20 nM), or lipofectamine alone (Mock). 48 and 96 hours later, cell viability was determined by WST-8 assay. Data are

mean = SD {(n = 4). "™ P < 0.001 vs. si-Control and Mock.

(Supplemental Figure 7D), phosphorylation of ERK1/2 was not
observed in the EWS/ATF1-induced tumor cell line, even after
serum stimulation (Supplemental Figure 7E), which suggests that
continuous upregulation of Fos in EWS/ATFI-induced tumor cells
is independent of the RAS/Raf/ERK signaling pathway. We treated
EWS,/ATFI-induced tumor cells with the MEK inhibitor U0126 to
block activation of ERK1/2 in order to further confirm the ERK-
independent activation of Fos. Although inhibition of ERK1/2
resulted in a substantial decrease of Fos in MEFs, U0126 failed
to suppress Fos expression in EWS/ATFI-induced tumor cells
(Figure SC). These data indicate that constitutive overexpression
of Fos in EWS/ATFI1-induced tumor cells was mediated by an ERK-
independent mechanism.

Previous studies demonstrated an interaction of ATF1 ata CRE in
the Fos promoter (34, 35), which suggests that EWS/ATEF1 may induce
Fos expression through interaction with the CRE. Conversely, in the
present study, regulatory motif analysis of the upregulated genes by
EWS/ATF1 demonstrated enrichment of CRE near the transcription
start site (from -1,000 bp to +200 bp; Supplemental Figure 6B). To
evaluate the functional importance of this element in EWS/ATF1-
mediated activation of Fos, we constructed a reporter plasmid con-
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taining the mouse Fos promoter with wild-type and mutated CRE
and examined transcriptional activity by luciferase assay (Figure SD).
We confirmed that induction of EWS/ATF1 resulted in remarkably
increased Fos promoter activity with wild-type CRE in G1297 cells.
Importantly, luciferase activity of the murated promorter significant-
ly decreased compared with that of the wild-type promoter. We fur-
ther examined whether EWS/ATF1 directly binds to the CRE of the
Fos promoter. ChIP-PCR analysis revealed that doxycycline-induced
EWS/ATF1 was enriched at the CRE of the Fos promoter, but not at
the negative control cis element (Figure SE). Our results indicated
that the CRE is crucial for EWS/ATF1-mediated transcriptional
activity of Fos in EWS/ATFI-induced tumor cells.

Expression of FOS in human CCS. To investigate whether overex-
pression of FOS is linked to human CCS, we analyzed FOS expres-
sion in the human CCS cell lines MP-CCS-SY and KAS and in the
control lung fibroblast cell line WI38 by qRT-PCR. FOS was found
to be highly expressed in both human CCS cell lines compared
with WI38 (Supplemental Figure 8A). We also found that surgi-
cally resected clinical CCS specimens also expressed higher levels
of FOS than did W138 (Supplemental Figure 8B), which indicates
that human CCS expresses higher levels of FOS.
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