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Summary

Clear cell sarcoma (CCS) harbors a pathognomonic chromosomal translocation fusing the Ewing’s sarcoma gene (EWS) to
the CREB family transcription factor ATF1 and exhibits melanocytic features. We show that EWS-ATF1 occupies the MITF
promoter, mimicking melanocyte-stimulating hormone (MSH) signaling to induce expression of MITF, the melanocytic mas-
ter transcription factor and an amplified oncogene in melanoma. Knockdown/rescue studies revealed that MITF mediates
the requirement of EWS-ATF1 for CCS survival in vitro and in vivo as well as for melanocytic differentiation. Moreover,
MITF and TFES3 reciprocally rescue one another in lines derived from CCS or pediatric renal carcinoma. Seemingly unrelated
tumors thus employ distinct strategies to oncogenically dysregulate the MiT family, collectively broadening the definition of

MiT-associated human cancers.
Introduction

MITF, TFE3, TFEB, and TFEC comprise a family of transcription
factors that share a highly homologous basic-helix-loop-helix-
leucine zipper (bHLHzip) DNA binding and dimerization domain
(reviewed in Steingrimsson et al., 2004). These proteins homo-
or heterodimerize in all combinations and bind identical DNA el-
ements (Beckmann and Kadesch, 1991; Fisher et al., 1991;
Hemesath et al., 1994), suggesting that they may activate com-
mon downstream targets. Indeed, elegant knockout studies
have demonstrated the functional redundancy of MITF and
TFE3 in modulating murine osteoclast development (Steing-
rimsson et al., 2002).

The MIT family is critical for the normal development of several
cell lineages (reviewed in Steingrimsson et al., 2004). In melano-
cytes, MITF is a target of the melanocyte-stimulating hormone
(MSH) pathway. MSH stimulation increases intracellular cAMP,

resulting in CREB/ATF1-mediated activation of the MITF pro-
moter (Bertolotto et al., 1998; Price et al., 1998). Consistent
with evidence that MITF is a master regulator of differentiation
in the melanocyte lineage, MITF may mediate the well-docu-
mented role of MSH in the modulation of pigmentation by regulat-
ing many of the genes involved in melanin biosynthesis, including
tyrosinase, tyrosinase-related protein 1, dopachrome tautomer-
ase, and AIM-1 (Bentley et al., 1994; Du and Fisher, 2002; Hem-
esath et al., 1994; Yasumoto et al., 1994).

However, homozygous MITF deficiency in the mouse results
in loss of the melanocyte lineage, rather than albinism (pigment
deficiency in viable melanocytes), suggesting that the functions
of MITF extend beyond regulation of pigmentation. In humans,
heterozygous mutation of MITF produces Waardenburg syn-
drome lla, which is characterized by white spotting due to me-
lanocyte deficiencies (Hughes et al., 1994; Moore, 1995; Price
and Fisher, 2001; Tachibana, 1997; Tassabehji et al., 1994).

SIGNIFICANCE

MITF, TFE3, TFEB, and TFEC comprise a conserved and discrete bHLHzip transcription factor family (MiT). MITF amplification in melanoma
and TFEB or TFE3 translocation in certain pediatric solid tumors suggest a role for the MiT family in oncogenesis. This study extends the
definition of MiT malignancies by demonstrating a mechanism for oncogenic MITF dysregulation without amplification or translocation:
direct targeting by the EWS-ATF1 fusion protein. Families composed of seemingly unrelated tumors employing distinct strategies of on-
cogene activation may occur more broadly than previously recognized. For the MiT family, this mechanism suggests that common
transcriptional targets are important for oncogenic growth/survival.
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Consistent with its vital role, MITF has been suggested to regu-
late genes important for cell proliferation and survival including
BCL2, CDK2, p16/Inkda, c-MET, and p21°"* (Carreira et al.,
2005; Du et al., 2004; Loercher et al., 2005; McGill et al., 2002,
2006). TFEB knockout produces early embryonic lethality with
placental defects (Steingrimsson et al., 1998).

Recently, MiT family gain of function has been directly impli-
cated in tumorigenesis. Approximately 20% of melanomas har-
bor amplification of the MITF gene, in some cases exceeding
100 copies, and disruption of MITF activity is lethal to melanoma
cells (Garraway et al., 2005). Furthermore, MITF overexpression,
in combination with other oncogenic lesions in human melano-
cytes, enhances growth factor-independent transformation and
confers anchorage-independent growth. TFEB and TFES3 translo-
cations have been identified in pediatric renal carcinoma and al-
veolar soft part sarcoma (Argani et al., 2001, 2003; Clark et al.,
1997; Davis et al., 2003; Heimann et al., 2001; Kuiper et al.,
2003b; Sidhar et al., 1996; Weterman et al., 1996). The TFEB
translocation is particularly informative, since its 5’ fusion partner
provides a strong promoter but contributes no protein-encoding
sequence, suggesting an oncogenic role arising solely from dys-
regulated expression. Thus, two mechanisms—ampilification or
translocation—dysregulate MiT oncogenes in human cancers.

Clear cell sarcoma (CCS) is a soft tissue malignancy of tendons
and aponeuroses in young adults (Enzinger, 1965) that is typically
unresponsive to chemotherapy or radiotherapy (Deenik et al.,
1999; Ferrari et al., 2002; Finley et al., 2001). Although a sarcoma,
CCS contains premelanosomes, expresses immunohistochemi-
cal markers of melanocytic differentiation (e.g., HMB45), and in
some cases produces melanin (Antonescu et al., 2002; Chung
and Enzinger, 1983; Granter et al., 2001; Swanson and Wick,
1989). CCS is defined molecularly by a unique cytogenetic trans-
location joining the Ewing’s sarcoma-associated gene (EWS) to
activating transcription factor 1 (ATF7) (Balaban et al., 1984; Lan-
gezaal etal., 2001; Zucman et al., 1993). ATF1 is a member of the
CREB transcription factor family, whose activity is regulated by
protein kinase A or RSK-mediated serine phosphorylation of
the kinase-inducible domain (KID) (reviewed in Mayr and Mont-
miny, 2001; Shaywitz and Greenberg, 1999). In CCS, an EWS-de-
rived domain with strong activation activity replaces the KID of
ATF1, resulting in a chimeric transcription factor that retains
normal cAMP-responsive element (CRE) DNA binding but trans-
activates in a cAMP-independent fashion (Brown et al., 1995;
Fujimura et al., 1996; Lessnick et al., 1995).

In melanocytes, MSH-induced MITF expression requires a
CRE located within the melanocyte-specific promoter (M-MITF)
that directs expression of a melanocyte-specific first exon (Fig-
ure 1A) (Bertolotto et al., 1998; Price et al., 1998). Additional
MITF isoforms derive from alternative upstream promoter/first
exon units, some (i.e., A-MITF) located as far as ~200 kb up-
stream of shared exon 2 (Fuse et al., 1996; Hershey and Fisher,
2005; Shibahara et al., 1999). CREB/ATF1-mediated M-MITF ac-
tivation displays lineage restriction characterized by an inability
to respond to cAMP signaling in nonmelanocytic cells (Bertolotto
et al., 1998; Price et al., 1998). Tissue-specific M-MITF expres-
sion involves cooperativity between CREB/ATF1 and the neural
crest-restricted transcription factor SOX10 (Huber et al., 2003).
As with MITF, SOX710 mutation results in Waardenburg syn-
drome (Price and Fisher, 2001).

Several previous studies have identified the expression of
MITF protein or mRNA in CCS (Granter et al., 2001; Koch

et al., 2001; Antonescu et al., 2002; Li et al., 2003; Schaefer
etal., 2004; Segal et al., 2003). These have included immunohis-
tochemical staining as well as RNA and Western blotting analy-
ses, the latter two demonstrating presence of the melanocytic
MITF isoform (Antonescu et al., 2002; Li et al., 2003). However,
the mechanism of M-MITF regulation in CCS as well as its func-
tion are unknown.

Results

MITF expression in clear cell sarcoma

Immunohistochemical analysis revealed nuclear MITF in the CCS
primary tumor from which the cell line CCS292 was derived
(Figure 1B), in agreement with previous reports for melanoma
and CCS (Antonescu et al., 2002; Granter et al., 2001; King
et al., 1999; Koch et al., 2001). RNA and protein were examined
from three human CCS lines, and all were found to express the
melanocyte-specific MITF isoform protein and mRNA (Figures
1C and 1D), in agreement with RNA and protein expression re-
sults from primary tumor samples and other cell lines (Antonescu
et al., 2002; Li et al., 2003; Schaefer et al., 2004; Segal et al.,
2003). CCS cells also express variable quantities of a larger
isoform that comigrates with A-MITF, a more ubiquitously
expressed isoform seen in a variety of cell types including mela-
noma and the RAW264.7 leukemia cell line (Figure 1C) (Weil-
baecheretal.,2001). In contrast, neither MITF isoform is detected
in the Ewing’s sarcoma cell line, which expresses the EWS-FLI1
oncoprotein. The identification of the melanocyte-specific
M-MITF isoform in several CCS cell lines prompted examination
of the mechanism underlying its expression in this tumor.

EWS-ATF1 regulates the MITF promoter

The melanocyte-specific MITF promoter contains a CRE site
and recognition elements for SOX10, PAX3, and TCF/LEF
(Figure 1A) (reviewed in Steingrimsson et al., 2004). To examine
the possibility that EWS-ATF1 may bind the endogenous M-iso-
form promoter, chromatin from three CCS cell lines (expressing
EWS-ATF1; Figure S1A in the Supplemental Data available with
this article online and data not shown) or a Ewing’s sarcoma cell
line (control) was immunoprecipitated using EWS-selective anti-
body. As shown in Figure 2A, EWS-ATF1 occupied the M-MITF
promoter in all three CCS lines, whereas chromatin from Ewing’s
sarcoma failed to show similar occupancy for EWS-FLI1. Fur-
thermore, MITF promoter occupancy was demonstrated by
ChlIP using N-terminus-specific EWS antibodies but not C-ter-
minal specific antibodies, consistent with the EWS domain pre-
served in the EWS-ATF1 fusion (Figure 2B).

If EWS-ATF1 regulates MITF through the melanocyte-specific
MITF promoter, the MITF promoter should be constitutively
active in a manner dependent upon its CRE sequence but
independent of CAMP levels. To test this, the M-MITF promoter
directing luciferase expression (Price et al., 1998) was used in re-
porter assays. This reporter was active in all three CCS lines and
dependent upon its CRE (Figure 2C). In contrast, the same
M-MITF promoter was relatively inactive in Ewing’s sarcoma
cells, and its basal activity was not affected by CRE mutation.

We then examined M-MITF promoter responsiveness to cAMP
induction in both CCS and melanoma cells (as positive control). In
melanoma cells, MITF promoter activity was significantly stimu-
lated by the cAMP agonist forskolin (Figure 2D), mimicking
MSH signaling, as previously reported (Price et al., 1998).
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In CCS cells the MITF promoter was constitutively active (Fig-
ure 2D) and was not further stimulated by forskolin treatment,
despite the requirement of the CRE element (Figure 2D and
Figure S1A). Nonetheless, forskolin induced CREB phosphoryla-
tion in CCS cells (Figures S1A and S1C). Moreover, inhibition of
PKA by treatment with H89 had little effect on MITF promoter ac-
tivity despite inhibiting CREB activation (Figures S1C and S1D).
cAMP induction did not significantly affect EWS or EWS-ATF1
levels (Figure S1A). These results demonstrate that the M-MITF
promoter is active in CCS cells in a CRE-dependent but cAMP-in-
dependent manner, a combination of behaviors perfectly match-
ing the predicted activity of EWS-ATF1 on the MITF promoter.

Regulation of endogenous MITF by EWS-ATF1
Given the CRE dependence of the M-MITF promoter for consti-
tutive activation in CCS cells (Figures 2C and 2D), we asked

whether endogenous MITF expression was similarly regulated
by EWS-ATF1. Inhibition of EWS-ATF1 was achieved through
use of dominant-negative CREB (DNCREB). Mutation of CREB
at serine 133, the phosphorylation site that mediates coactivator
recruitment and transactivation (Gonzalez and Montminy, 1989),
results in strong dominant-negative activity because it retains
the dimerization interface but is transcriptionally inactive (Lamph
et al., 1990). Expression of DNCREB in CCS cells resulted in po-
tent and selective inhibition of M-MITF expression (Figure 2E).
Notably, the ubiquitous A form not only continued to be ex-
pressed but was somewhat increased in the presence of
DNCREB-encoding adenovirus. These results demonstrate the
selective dependence of the M-MITF promoter on CREB-like
activity and, together with reporter-based assays, that EWS-
ATF1 is a necessary transactivator of the M-MITF promoter
in CCS.
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Figure 2. Transcriptional regulation of the MITF promoter

A: Chromatinisolated from CCS (DTC-1, SU-CCS-1, or CCS$292) or Ewing's sarcoma (EWS502) cells was immunoprecipitated with anti-EWS antibody, anti-CDK2
antibody (control), or no antibody and then ampilified with M-MITF promoter-specific primers. Input control indicates amplified fotal DNA.

B: CCS (DTC-1) chromatin wasimmunoprecipitated with antibody directed to either the amino (N) or the carboxyl (C) domain of EWS and then quantitatively
amplified with M-MITF-specific primers. The ratio of immunoprecipitated versus input control and nonquantitative electrophoresis results are shown.

C:The activity of the M-MITF promoter (Mitf), the identical sequence with mutated CRE [Mitf(Acre)] or vector confrol (pGL2) were assayed after fransfection by
luciferase quantification and normalized to an internal control (pRL).

D: Melanoma (B16) or CCS (CCS292) celllines were transfected with the M-MITF promoter (Mitf), mutant CRE [Mitf(Acre)], or vector control. Cells were treated

with forskolin for 24 hr prior to luciferase assay.
E: CCS cells were infected with an MOI of 50, 100, or 200 of either control adenovirus or adenovirus encoding dominant-negative CREB (DNCREB). Tubulin

serves as a confrol for cell viability. Ul, uninfected cells.
Error bars represent + standard deviation (SD).

MITF activation requires SOX10 expression promoter activity (Figure 3B). In 293 cells (lacking endogenous
In melanocytes, tissue-specific CRE response of the MITF pro- SOX10), ectopic EWS-ATF1 failed to activate the M-MITF
moter requires cooperativity with the transcription factor promoter (Figure 3C), whereas ectopic SOX10 enabled EWS-
SOX10 (Huber et al., 2003). We therefore asked whether SOX10 ATF1-mediated activation. SOX10 alone also measurably
also participates in MITF expression in CCS cells. Three CCS activated the MITF promoter, likely via cooperativity with endog-
cell lines and a melanoma cell line—but not Ewing’s sarcoma or enous activated CREB, as previously described (Huber et al.,
neuroblastoma cell lines—were found to express SOX10 2003). These data demonstrate dependence on SOX10 for
(Figure 3A). In a dose-dependent fashion, a naturally occurring CRE-mediated transactivation of the M-MITF promoter in CCS
dominant-negative mutant, SOX10%°™ (Pingault et al., 1998; and also suggest that the normal cellular counterpart of CCS
Southard-Smith et al., 1998), specifically abrogated MITF may be a SOX10-expressing lineage (i.e., neural crest derivative).
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MITF confers melanocytic differentiation

in clear cell sarcoma

To examine the role of MITF in the melanocytic differentiation of
CCS, we suppressed endogenous EWS-ATF1 activity with
DNCREB. In addition, MITF activity was modulated with either
full-length MITF or a dominant-negative mutant lacking the 5’
transactivation domain and incorporating a basic region muta-
tion that prevents DNA binding (Widlund et al., 2002). This
MITF mutant retains the ability to dimerize through an intact
HLHzip domain and sequesters wild-type partners in non-DNA
binding complexes but has no effect on the MYC family of E
box binding transcription factors. Modulation of MITF activity
did not affect EWS-ATF1 levels (Figure S1E). To test whether
EWS-ATF1 or MITF inhibition affects endogenous MITF target
gene expression, quantitative reverse transcriptase-polymerase
chain reaction (RT-PCR) assays were performed on RNA de-
rived from adenovirus-infected CCS cells. Given the signifi-
cance of HMB45 immunostaining for the pathological identifica-
tion of CCS and the identification of PMEL17 (the gene encoding
the HMBA45 antigen) as an MITF target (Du et al., 2003), we ex-
amined PMEL17 expression. As shown in Figure 4A, PMEL17
expression was modestly increased by MITF overexpression,
whereas DNMITF significantly reduced PMEL17 mRNA levels.
Inhibition of EWS-ATF1 similarly decreased PMEL17 expres-
sion, whereas coexpression of MITF overcame this effect in
a dose-dependent fashion (Figure 4B). DNMITF also inhibited
expression of the MITF target gene and melanocytic marker
MLANA (Figure S1E). These experiments suggest that pigment
gene expression in CCS is downstream of EWS-ATF1 via direct
regulation by MITF.

(Mitf), CRE mutant (MitfACRE), or SOX10 binding
site mutant (MitfASOX).
Error bars represent + SD.

We then examined the roles of MITF and EWS-ATF1 on the
pigmented phenotype. To quantitatively assay pigmentation,
we spectrophotometrically monitored the conversion of unco-
lored 3,4-dihydroxy-L-phenylalanine (L-DOPA) substrate to
darkly colored dopaquinone, a direct measure of tyrosinase ac-
tivity, the rate-limiting enzyme in melanin biosynthesis, in CCS
cell extracts (Cooksey et al., 1997; Oetting et al., 1998). As
shown in Figure 4C, disruption of endogenous MITF decreased
tyrosinase activity, whereas overexpression of wild-type MITF
induced tyrosinase activity. Similarly, disruption of EWS-ATF1
resulted in significantly diminished pigmentation (Figure 4D). Im-
portantly, coexpression of MITF in EWS-ATF1-inhibited cells
significantly rescued pigmentation (Figure 4E). Although domi-
nant-negative CREB lacks specificity for EWS-ATF1, that MITF
can rescue pigmentation in the context of CREB family inhibition
demonstrates the importance of MITF for pigmentation and
suggests that EWS-ATF1 acts through MITF to mediate the
melanocytic differentiation characteristic of CCS.

MITF activity is necessary for tumor cell proliferation

We hypothesized that the targeting of MITF by EWS-ATF1 may
be critical for proliferation or survival of CCS. To test this, we in-
hibited EWS-ATF1 or MITF activity in CCS cells using retrovirally
transduced dominant-negative forms of these proteins as well
as shRNA. Infected cells were cultured in soft agar under condi-
tions selective for viral transduction. Whereas CCS colonies
developed from cells infected with the parental virus, colony for-
mation was virtually abrogated in CCS cells expressing either
DNCREB or DNMITF (Figure 5A). The integrity of the viruses
was confirmed by performing identical growth assays on
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similarly infected Ewing’s sarcoma cells as controls. This exper-
iment demonstrates that both EWS-ATF1 and MITF activity are
necessary for CCS survival and/or proliferation.

To specifically examine the role of MITF in tumor cell survival,
CCS cells were transfected with plasmid expressing the
MITF-directed shRNA or a control shRNA (Figure 5B). MITF
knockdown significantly decreased cell viability (Figure 5C). To
examine MIT family functional redundancy in this setting, we as-
sessed the ability of alternate MiT family members to rescue the
lethal effects of MITF knockdown by cotransfecting plasmids
encoding TFEB or TFE3 together with MITF shRNA. TFEB
expression completely rescued viability in a dose-dependent
fashion (Figure 5C), as did TFE3 cotransfection (data not
shown). Taken together with the effect of dominant-negative

MITF on growth in soft agar, these data demonstrate that
MITF is necessary for CCS viability in a manner that can be
functionally replaced by other MiT members.

As a complementary test of the functional overlap of MiT
oncogenes, we utilized TFE3-directed shRNA (Figure 5D) to de-
termine the requirement for TFE3 for the growth/survival of
a TFE3-translocated renal carcinoma cell line. Transfection of
TFES3-directed shRNA into a renal cell carcinoma cell line that
harbors the NonO-TFES translocation but fails to express wild-
type TFE3 (UOK109; Clark et al., 1997) prevented virtually all
colony growth (Figure 5E). However, cotransfection of ectopic
MITF efficiently rescued colony formation, demonstrating that,
in the context of translocation-associated renal cell carcinoma,
MITF can replace translocated TFE3.
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Figure 5. MiT family members demonstrate functionally redundant oncogenic activity in CCS and renal carcinoma

A: CCS292 or Ewing's sarcoma (EWS502) cells were infected with either empty retrovirus (Vec) or retrovirus expressing either DNCREB or DNMITF. Cells were
briefly cultured, then plated in soft agar containing G418. Visible colonies were counted.

B: CCS (SU-CCS-1) cells were fransfected with 1-3 pg plasmid (pSuper; Vec) expressing either MITF-directed (shMITF) or luciferase-directed (control) shRNA.
Extracts of unselected cells were analyzed for MITF or tubulin (confrol) expression.

C: CCScells (SU-CCS-1) were transfected with 1-3 ng pSuper (Vec) or pSuper expressing shMITF and either pcDNA3 (Vec) or pCDNA3 encoding TFEB, as well as
0.5 ng pcDNA3 encoding GFP. Two days after tfransfection, trypan-negative cells were counted, and transfection efficiency was assayed by FACS. The per-
cent GFP-positive and trypan-negative is shown.

D: Lysates of GFP-cotransfected, sorted UOK109 cells fransfected with plasmid expressing TFE3 shRNA or control shRNA were analyzed with anti-TFE3 or anti-
tubulin (control) antibody.

E: TFE3-translocated renal carcinoma cells (UOK109) were transfected with TFE3-directed or luciferase-directed (control) shRNA together with either vector
(pcDNA) or plasmid encoding MITF as well as pBABEpuro (4 ng total plasmid/well). Puromycin-resistant colonies were stained with crystal violet and counted.

Photographs of representative wells are shown.
Error bars represent = SD.

MITF mediates EWS-ATF1-induced tumor growth
Although it is likely that the EWS-ATF1 translocation product ab-
errantly regulates numerous CREB/ATF-regulated genes, we hy-
pothesized that MITF may be both necessary and sufficient to
explain the effect of EWS-ATF1 on CCS cell growth and survival.
To test this hypothesis, we designed shRNA directed toward the
EWS domain of EWS-ATF1 (Figure 6A). Retroviral transduction of
CCS with EWS-directed shRNA resulted in a significant de-
crease in the number of colonies in soft agar (Figure 6B) with in-
complete suppression of colony formation likely reflecting partial
EWS-ATF1 knockdown. Importantly, exogenous MITF expres-
sion in the presence of the EWS-targeted shRNA significantly
rescued colony formation. Control cells (HeLa) lacking an EWS
translocation, when transduced with EWS-directed or control
shRNA, failed to demonstrate a similar decrease in cell viability.
To extend these analyses to CCS tumor growth in vivo, we
generated a xenograft model. Luciferase-expressing CCS tu-
mor cells implanted into mice reproducibly demonstrated

measurable and sustained logarithmic tumor growth (Figure 6C).
Equal numbers of CCS cells were transduced with retrovirus
expressing EWS-directed shRNA and retrovirus encoding
MITF (or controls). After 48 hr of ex vivo puromycin selection,
the cell population was subcutaneously implanted, and tumor
growth was monitored quantitatively. EWS shRNA potently
inhibited in vivo tumor growth, whereas coexpression of MITF
rescued the growth-suppressive effect of EWS-ATF1 knock-
down (Figure 6D). Taken together with the direct targeting of
MITF by EWS-ATF1, these data strongly suggest that MITF is
both a necessary and sufficient target gene mediating the onco-
genic activity of EWS-ATF1 on CCS growth.

Discussion
Our studies demonstrate that the melanocyte-specific MITF

promoter is occupied and constitutively activated by EWS-
ATF1 in CCS. M-MITF promoter activity is CRE dependent in

CANCER CELL JUNE 2006

479



ARTICLE

B Clear cell sarcoma

HeLa (control)

A o % E :nn r p<0.0001 9=U.000|3 E ;: p=0.46
= m E w €25
= 2 3
= E [S z 20
o %) =" >15
(_% ® S0
] Q
EWS-ATF 1| s 02: B
Tubulin | = s / :
control | ShEWS control [ ShEWS
vector vector
C o 45
B 4
S 35
g2 3 5
ar 25 D 21
= 2 5 12 —
~ 15 /1 £
c / © 10
o 1 / 8 g EWS knockdown
2 05 % + MITF
o 0 5 10 15 20 25 30 35 =
[ days post implantation | 2 .,
2 " ¥ EWS knockdown
E "0 10 20 3 40 50 + control

days post implantation |

Figure 6. MITF rescues EWS knockdown-mediated loss of cell viability in soft agar and in vivo
A: CCS292 cells transfected with luciferase-directed (control) or EWS-directed shRNA together with GFP were sorted and analyzed for knockdown efficiency

with anti-EWS or anti-tubulin (control) antibody.

B: CCS292 orHela (control) cells were infected with retrovirus expressing luciferase-directed (control) or EWS-directed (shEWS) shRNA in the presence of either
control or MITF-expressing retfrovirus (vector). Cells were cultured under selective conditions in soft agar, and colonies were counted.

C: Luciferase-expressing CCS cells (CCS292) were injected subcutaneously info nude mice. Mice were imaged at the indicated days, and photonic emission
was quantitated. False-color heat map representations of photonic emission overlaying photographs of mice are shown.

D: Luciferase-expressing CCS292 cells were transduced with retrovirus expressing EWS-directed shRNA and puromycin N-acetyl transferase together with
either conftrol retrovirus or retrovirus encoding MITF. After a 48 hr period of antibiotic selection, cells were injected subcutaneously into nude mice and

then imaged on the indicated days.
Error bars represent = SD.

the absence of a cAMP requirement, an unusual scenario ex-
plained by the cAMP independence but CRE dependence of
the EWS-ATF1 fusion oncoprotein (Brown et al., 1995). These
findings contrast those of Li et al., who failed to identify measur-
able M-MITF promoter activity using reporter plasmid-based
assays in transfected CCS cells, despite demonstrating that
the same cells express M-MITF protein (Li et al., 2003). This dis-
crepancy likely results from significant differences in reporter
construction, transfection techniques, and assay conditions.
Our data are complemented by the demonstration that endoge-
nous MITF expression levels are coordinately regulated in re-
sponse to modulation of EWS-ATF1 activity. Furthermore, we
show that MITF is critical for both melanocytic differentiation
and growth/survival of CCS.

The relationship between CCS and melanoma has been un-
certain, since the initial characterization of CCS (Chung and
Enzinger, 1983; Enzinger, 1965). Given that many of the genes
associated with melanocytic differentiation are targets of
MITF, EWS-ATF1-mediated activation of MITF likely explains

the melanocyte differentiation profile exhibited by these tumors.
Prior reports are consistent with this observation. Microarray-
based gene expression studies in CCS confirmed MITF expres-
sion in primary tumor material and cell lines (Schaefer et al.,
2004; Segal et al., 2003). Moreover, these studies demonstrated
the characteristic MITF target gene expression signature in CCS
when compared to other sarcomas, supporting a functional role
for MITF. Precedence for MITF to impose a pattern of melano-
cytic differentiation derives from studies of murine fibroblasts
(Tachibana et al., 1996). However, it is likely that certain con-
text-dependent features contribute importantly to the expres-
sion and differentiation program specified by MITF, such as
the presence of SOX10, which is typically restricted to cells de-
rived from the neural crest and central and peripheral nervous
system (Kuhlbrodt et al., 1998; Pusch et al., 1998; Southard-
Smith et al., 1998). As reported here, SOX10 was required for
MITF expression in CCS. Cotransfection experiments suggest
that CRE-regulated genes are not uniformly activated by chime-
ric EWS-ATF1, implying that additional mechanisms specify
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target gene activation (Li and Lee, 1998). MITF may be one of
a restricted group of target genes that exhibit promoter/en-
hancer context specificity, in this case constrained by SOX10.
The apparent absence of M-MITF expression in a single case
of angiomatoid fibrous histiocytoma that expresses EWS-
ATF1 may reflect the absence of requisite SOX10 coexpression
(Hallor et al., 2005) and suggests the existence of alternative tar-
gets of the fusion protein in a different cell lineage.

We demonstrate here that in CCS the EWS-ATF1 fusion pro-
tein acts by targeting MITF to promote tumor cell survival/prolif-
eration. The amplification of MITF in melanoma and its ability to
participate in melanocyte transformation further support the role
of MITF in oncogenesis. It may be interesting in future studies to
examine the effects of EWS-ATF1 expression in melanoma
cells, although it is unclear how its actions may be modulated
by homeostatic mechanisms.

Dysregulation of MITF by EWS-ATF1 in CCS and of TFE3 or
TFEB by translocation in pediatric renal carcinomas suggests
the existence of a discrete family of related human cancers.
The functional relatedness of the MiT oncogenes is supported
by the ability of TFE3 or TFEB to rescue MITF deficiency in
CCS and the reciprocal ability of MITF to rescue TFE3 deficiency
in pediatric renal cell carcinoma. Melanoma, pediatric renal cell
carcinoma, clear cell sarcoma, and alveolar soft part sarcoma
represent clinically and morphologically distinct malignancies
that would not otherwise be coclassified. However, it is notable
that many of these tumors share not only dysregulated ex-
pression of an MIT transcription factor, but also previously
documented (mis)expression of melanocytic histopathologic
markers, such as HMB45 and melanA/MART1. Since these
markers are now known to be direct transcriptional targets of
MITF in melanocytes and melanoma (Du et al., 2003), it is likely
that they are similarly regulated by TFE3 or TFEB in the other
MiT-associated cancers. The MiT tumors share the characteris-
tic of particular refractoriness to traditional chemotherapeutics
and radiation therapy (Deenik et al., 1999; Kuiper et al., 2003a;
Pappo et al., 1996; Thompson et al., 2005). However, mechanis-
tic insight into these tumors may suggest therapeutic ap-
proaches. For example, a fraction of melanoma patients respond
strikingly to various immunotherapeutic modalities, and many of
the antigens implicated as the successful targets of these im-
mune responses are melanocytic differentiation factors (Bakker
et al., 1994; Marincola et al., 1996; Schmollinger et al., 2003).
Several of these are known transcriptional targets of MITF. The
expression of some of these targets in nonmelanoma MiT-asso-
ciated tumors provides a rationale for an immunotherapeutic
approach to treat these diseases. Another theoretical approach
would directly target MiT oncoproteins, recognizing clear chal-
lenges in producing inhibitors of non-ligand-associated tran-
scription factors. Finally, the discovery of MiT family target genes
important for viability may identify proteins suitable for pharma-
cological suppression. Although likely lacking intrinsic muta-
tions, these proteins may contribute directly to tumor growth
given their hardwired connection to MITF, TFEB, or TFES.

We have thus demonstrated that MITF is the critical onco-
genic target of EWS-ATF1 in CCS. This observation, taken to-
gether with MiT family amplification and translocations, sup-
ports the hypothesis that multiple mechanisms arise to
dysregulate MiT family members, thereby conferring oncogenic
properties to a transcription factor family otherwise associated
with lineage differentiation. Directed expression of EWS-ATF1

to generate a mouse model of CCS could provide additional in-
sight into the roles of EWS-ATF1 and the MiT family in solid tu-
mor development. The recognition of shared biologic features in
these seemingly diverse malignancies will hopefully enhance the
discovery of improved therapeutic approaches.

Experimental procedures

Cell culture

DTC-1 (Brown et al., 1995), SU-CCS-1 (Epstein et al., 1984; Zucman et al.,
1993), CCS292, and EWS502 cells were grown in RPMI-1640 supplemented
with 15% fetal bovine serum (FBS) and penicillin and streptomycin. 501mel
cells were grown in Ham’s F-10 with 10% FBS. B16, HEK293, Hela,
UOK109, and RAW 264.7 cells were cultured in Dulbecco’s modified Eagle’s
medium (DMEM) supplemented with 10% FBS.

RNA identification and quantitation

Total RNA was purified with Trizol (Gibco-BRL). RT-PCR was performed using
Tth DNA polymerase (Roche Molecular Biochemicals) as suggested by the
manufacturer. The 5 primer was specific for the M-MITF isoform RNA (sense,
5-CCTTCTCTTTGCCAGTCCATCTTC-3'; antisense, 5-GATCAATCAAGTT
TCCCGAGACAG-3'). For quantitative assessment of RNA, 48 hr after cells
were infected RNA was isolated (RNeasy, Qiagen). RNA was subjected to
quantitative PCR using PMEL17 and GAPDH primers as described (Du
et al., 2003).

Chromatin immunoprecipitation

Nuclear extracts were prepared from tissue culture cells as described (Du
et al., 2003). Chromatin immunoprecipitated with polyclonal anti-EWS/FLI1,
anti-CDK2 polyclonal antibody (Santa Cruz), or anti-EWS (BL1083 and
BL1085, Bethyl) were amplified as described (Du et al., 2003, 2004) using
primers directed to the melanocyte-specific MITF promoter (sense, 5'-
CTTGAACATTCAGCACAGAGTCTCTT-3'; antisense, 5'-ACTTTAGCACAGA
ACCCTGCTTATA-3'). SYBR Green (Applied Biosystems) was used to quanti-
tate recovered chromatin.

Transfection, reporter assays, and statistical analyses

Transfections using GeneJammer (Stratagene) or Fugene 6 (Roche) at 3:1 ra-
tio relative to DNA were performed using wild-type or mutant MITF promoter
(—387 to +97) in pGL2basic (Promega) as described (Huber et al., 2003; Price
et al., 1998). Where indicated, cells were treated with forskolin (20 uM;
Sigma), 3-isobutyl-1-methylxanthine (10 uM; Sigma), or H89 (30 uM; Calbio-
chem). SU-CCS-1 cells were transfected by nucleofection (Amaxa) using 3
ng plasmid DNA in solution R using program T20. Two days after transfec-
tion, cells and debris were fixed with 0.5% paraformaldehyde in PBS. GFP
expression was analyzed by fluorescence activated cell sorting (FACS, Facs-
calibur, Becton Dickinson). Trypan-excluding cells were counted. SOX10
and SOX109°™ expression constructs were previously described (Huber
et al., 2003). Transfected CCS292 cells were sorted based on GFP cotrans-
fection, using a DakoCytomation High Speed MoFlo Sorter.

Adenovirus generation and infection

To generate dominant-negative CREB adenovirus, the Hind Ill-Xbal fragment
from FlagCREB M1 was cloned into a CMV-driven shuttle vector containing
IRES-hrGFP and recombined with pAdEasy-1 (He et al., 1998) using BJ5183
cells. The same shuttle vector was used to generate adenoviruses used in
Figure 4 that express murine wild-type MITF or a dominant-negative MITF
lacking amino acids 1-195 (includes transactivation domain) and deleting
the critical basic domain Arg217 (Hemesath et al., 1994; Widlund et al.,
2002). Cells were infected at multiplicities of infection (MOI) between 50
and 200 with CsCl gradient-purified adenovirus as previously described
(Wu et al., 2000).

Tyrosinase pigmentation assay, immunohistochemistry,

and Western blot analysis

Forty-eight or seventy-two hours after adenoviral infection, CCS292 cells were
washed and lysed in PBS/1% Triton X-100 with protease inhibitors (Complete,
Boehringer Manheim). Centrifuged supernatants normalized for protein
content (Bio-Rad) were added to 1 mM 3,4-dihydroxy-L-phenylalanine
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(L-DOPA; Sigma) in PBS, incubated at room temperature, and OD490 was
measured over an 8-12 hr interval using a microplate reader (Model 3550,
Bio-Rad). The slope of the OD versus time plot indicates rate of dopaquinone
pigment formation. For Western blot analyses, anti-SOX10 (Cemines), anti-
MITF (C5), anti-tubulin (Sigma), antiphospho-CREB (9191, Cell Signaling
Technology), CREB (9192, Cell Signaling Technology), or anti-EWS (BL1083,
Bethyl) antibodies were used. Immunohistochemical staining for MITF was
carried out as described (Granter et al., 2001).

Retroviral infection, soft agar, and in vivo growth assays

CCS, Ewing'’s sarcoma cells, or Hela cells were incubated with the appropri-
ate retrovirus prepared as described (Du et al., 2004) in the presence of poly-
brene (8 png/ml) for 2-16 hr. Two to three days after infection, cells were col-
lected and resuspended in media containing 0.4% noble agar, 1xX RPMI,
20% FBS, and puromycin (2 pg/ml) over cell-free bottom agar containing
0.5% noble agar in RPMI (or DMEM for HelL a) with 20% FBS. Cells were cul-
tured several weeks, during which time standard growth media overlaid on
the agar was replaced every 3-5 days. Colonies greater than 1 mm were
counted. UOK109 cells were transfected with relevant plasmids including
a constant amount of pBabe-Puro with Fugene (Roche) at a ratio of 3:2.
Forty-eight hours after transfection, cells were selected with puromycin (3
mg/ml). For Western blot analyses, extracts of UOK109 cells were made after
24 hr of selection. CCS cells were transduced with retrovirus encoding
MMTV-directed expression of luciferase-aminoglycoside phosphotransfer-
ase and selected with Geneticin (0.5 mg/ml; Calbiochem). Luc/Neo CCS cells
were transduced with retrovirus expressing EWS-directed shRNA and puro-
mycin N-acetyl transferase as well as LNCX2-MITF retrovirus or LNCX2 ret-
rovirus daily for 2 days, followed by selection in puromycin for 48 hr, after
which all the cells were collected and injected subcutaneously into NCR
nude mice (Taconic). Animals were anesthetized with ketamine and xylazine
and treated with luciferin (Promega) peritoneally followed by imaging (IVIS,
Xenogen). Allmouse experimentation was performed under ACUC-approved
DFCI protocol 02-030.

Supplemental data

The Supplemental Data include Supplemental Experimental Procedures and
one supplemental figure and can be found with this article online at http://
www.cancercell.org/cgi/content/full/9/6/473/DC1/.

Acknowledgments

The authors gratefully acknowledge Renee Wright and Jamie DellaGatta for
assistance with mouse imaging, R. Halaban for 501mel melanoma cells, A.
Epstein for SU-CCS-1 cells, M. Greenberg for the dominant-negative
CREB construct, J. Morgenstern for pN8¢-VSV-G and pN8g¢-Gag-Pol, and
members of the Fisher lab for useful discussions. H.R.W. is a Swedish Wen-
ner-Gren Foundation fellow. D.E.F. is a Doris Duke Distinguished Clinical
Investigator and a Nirenberg Fellow in Pediatric Oncology at Dana-Farber
Cancer Institute. This work was supported by the Abraham Family Foun-
dation (1.J.D.) and NIH grants CA102309 (D.E.F.) and CA100400 (I.J.D.).

Received: January 11, 2006
Revised: April 7, 2006
Accepted: April 25, 2006
Published: June 12, 2006

References

Antonescu, C.R., Tschernyavsky, S.J., Woodruff, J.M., Jungbluth, A.A.,
Brennan, M.F., and Ladanyi, M. (2002). Molecular diagnosis of clear cell
sarcoma: Detection of EWS-ATF1 and MITF-M transcripts and histopatho-
logical and ultrastructural analysis of 12 cases. J. Mol. Diagn. 4, 44-52.

Argani, P., Antonescu, C.R., lllei, P.B., Lui, M.Y., Timmons, C.F., Newbury,
R., Reuter, V.E., Garvin, AJ., Perez-Atayde, A.R., Fletcher, J.A., et al.
(2001). Primary renal neoplasms with the ASPL-TFES3 gene fusion of alveolar
soft part sarcoma: a distinctive tumor entity previously included among renal
cell carcinomas of children and adolescents. Am. J. Pathol. 7159, 179-192.

Argani, P., Lui, M.Y., Couturier, J., Bouvier, R., Fournet, J.C., and Ladanyi, M.
(2003). A novel CLTC-TFES3 gene fusion in pediatric renal adenocarcinoma
with t(X;17)(p11.2;923). Oncogene 22, 5374-5378.

Bakker, A.B., Schreurs, M.W., de Boer, A.J., Kawakami, Y., Rosenberg, S.A.,
Adema, G.J., and Figdor, C.G. (1994). Melanocyte lineage-specific antigen
gp100 is recognized by melanoma-derived tumor-infiltrating lymphocytes.
J. Exp. Med. 779, 1005-1009.

Balaban, G., Herlyn, M., Guerry, D., IV, Bartolo, R., Koprowski, H., Clark,
W.H., and Nowell, P.C. (1984). Cytogenetics of human malignant melanoma
and premalignant lesions. Cancer Genet. Cytogenet. 171, 429-439.

Beckmann, H., and Kadesch, T. (1991). The leucine zipper of TFE3 dictates
helix-loop-helix dimerization specificity. Genes Dev. 5, 1057-1066.

Bentley, N.J., Eisen, T., and Goding, C.R. (1994). Melanocyte-specific ex-
pression of the human tyrosinase promoter: activation by the microphthalmia
gene product and role of the initiator. Mol. Cell. Biol. 74, 7996-8006.

Bertolotto, C., Abbe, P., Hemesath, T.J., Bille, K., Fisher, D.E., Ortonne, J.-P.,
and Ballotti, R. (1998). Microphthamia gene product as a signal transducer in
cAMP-induced differentiation of melanocytes. J. Cell Biol. 742, 827-835.

Brown, A.D., Lopez-Terrada, D., Denny, C., and Lee, K.AW. (1995). Pro-
moters containing ATF-binding sites are de-regulated in cells that express
the EWS/ATF1 oncogene. Oncogene 10, 1749-1756.

Carreira, S., Goodall, J., Aksan, l., La Rocca, S.A., Galibert, M.D., Denat, L.,
Larue, L., and Goding, C.R. (2005). Mitf cooperates with Rb1 and activates
p21Cip1 expression to regulate cell cycle progression. Nature 433, 764-769.

Chung, E.B., and Enzinger, F.M. (1983). Malignant melanoma of soft parts.
A reassessment of clear cell sarcoma. Am. J. Surg. Pathol. 7, 405-413.

Clark, J., Lu, Y.J., Sidhar, S.K., Parker, C., Gill, S., Smedley, D., Hamoudi, R.,
Linehan, W.M., Shipley, J., and Cooper, C.S. (1997). Fusion of splicing factor
genes PSF and NonO (p54nrb) to the TFE3 gene in papillary renal cell carci-
noma. Oncogene 15, 2233-2239.

Cooksey, C.J., Garratt, P.J., Land, E.J., Pavel, S., Ramsden, C.A., Riley, P.A.,
and Smit, N.P. (1997). Evidence of the indirect formation of the catecholic
intermediate substrate responsible for the autoactivation kinetics of tyrosi-
nase. J. Biol. Chem. 272, 26226-26235.

Davis, I.J., Hsi, B.L., Arroyo, J.D., Vargas, S.O., Yeh, Y.A., Motyckova, G.,
Valencia, P., Perez-Atayde, A.R., Argani, P., Ladanyi, M., et al. (2003).
Cloning of an a-TFEB fusion in renal tumors harboring the t(6;11)(p21;913)
chromosome translocation. Proc. Natl. Acad. Sci. USA 700, 6051-6056.

Deenik, W., Mooi, W.J., Rutgers, E.J., Peterse, J.L., Hart, A.A., and Kroon,
B.B. (1999). Clear cell sarcoma (malignant melanoma) of soft parts: A clinico-
pathologic study of 30 cases. Cancer 86, 969-975.

Du, J., and Fisher, D.E. (2002). Identification of Aim-1 as the underwhite
mouse mutant and its transcriptional regulation by MITF. J. Biol. Chem.
277, 402-406.

Du, J., Miller, A.J., Widlund, H.R., Horstmann, M.A., Ramaswamy, S., and
Fisher, D.E. (2003). MLANA/MART1 and SILV/PMEL17/GP100 are transcrip-
tionally regulated by MITF in melanocytes and melanoma. Am. J. Pathol. 163,
333-343.

Du, J., Widlund, H.R., Horstmann, M.A., Ramaswamy, S., Ross, K., Huber,
W.E., Nishimura, E.K., Golub, T.R., and Fisher, D.E. (2004). Critical role of
CDK?2 for melanoma growth linked to its melanocyte-specific transcriptional
regulation by MITF. Cancer Cell 6, 565-576.

Enzinger, F.M. (1965). Clear-cell sarcoma of tendons and aponeuroses. An
analysis of 21 cases. Cancer 18, 1163-1174.

Epstein, A.L., Martin, A.O., and Kempson, R. (1984). Use of a newly estab-
lished human cell line (SU-CCS-1) to demonstrate the relationship of clear
cell sarcoma to malignant melanoma. Cancer Res. 44, 1265-1274.

Ferrari, A., Casanova, M., Bisogno, G., Mattke, A., Meazza, C., Gandola, L.,
Sotti, G., Cecchetto, G., Harms, D., Koscielniak, E., et al. (2002). Clear cell
sarcoma of tendons and aponeuroses in pediatric patients: a report from
the Italian and German Soft Tissue Sarcoma Cooperative Group. Cancer
94, 3269-3276.

482

CANCER CELL JUNE 2006


http://www.cancercell.org/cgi/content/full/9/6/473/DC1/
http://www.cancercell.org/cgi/content/full/9/6/473/DC1/

ARTICLE

Finley, J.W., Hanypsiak, B., McGrath, B., Kraybill, W., and Gibbs, J.F. (2001).
Clear cell sarcoma: the Roswell Park experience. J. Surg. Oncol. 77, 16-20.

Fisher, D.E., Carr, C.S., Parent, L.A., and Sharp, P.A. (1991). TFEB has DNA-
binding and oligomerization properties of a unique helix-loop-helix/leucine-
zipper family. Genes Dev. 5, 2342-2352.

Fujimura, Y., Ohno, T., Siddique, H., Lee, L., Rao, V.N., and Reddy, E.S.
(1996). The EWS-ATF-1 gene involved in malignant melanoma of soft parts
with t(12;22) chromosome translocation, encodes a constitutive transcrip-
tional activator. Oncogene 72, 159-167.

Fuse, N., Yasumoto, K., Suzuki, H., Takahashi, K., and Shibahara, S. (1996).
Identification of a melanocyte-type promoter of the microphthalmia-associ-
ated transcription factor gene. Biochem. Biophys. Res. Commun. 219,
702-707.

Garraway, L.A., Widlund, H.R., Rubin, M.A., Getz, G., Berger, A.J., Ramasw-
amy, S., Beroukhim, R., Milner, D.A., Granter, S.R., Du, J., et al. (2005).
Integrative genomic analyses identify MITF as a lineage survival oncogene
amplified in malignant melanoma. Nature 436, 117-122.

Gonzalez, G.A., and Montminy, M.R. (1989). Cyclic AMP stimulates somato-
statin gene transcription by phosphorylation of CREB at serine 133. Cell 59,
675-680.

Granter, S.R., Weilbaecher, M.D., Quigley, C., Fletcher, C.D.M., and Fisher,
D.E. (2001). Clear cell sarcoma shows immunoreactivity for microphthalmia
transcription factor: further evidence for melanocytic differentiation. Mod.
Pathol. 74, 6-9.

Hallor, K.H., Mertens, F., Jin, Y., Meis-Kindblom, J.M., Kindblom, L.G., Beh-
rendtz, M., Kalen, A., Mandahl, N., and Panagopoulos, I. (2005). Fusion of the
EWSR1 and ATF1 genes without expression of the MITF-M transcript in
angiomatoid fibrous histiocytoma. Genes Chromosomes Cancer 44, 97-102.

He, T.-C., Zhou, S., Da Costa, L.T., Yu, J., Kinzler, K., and Vogelstein, B.
(1998). A simplified system for generating recombinant adenoviruses. Proc.
Natl. Acad. Sci. USA 95, 2509-2514.

Heimann, P., El Housni, H., Ogur, G., Weterman, M.A.J., Petty, E.M., and
Vassart, G. (2001). Fusion of a novel gene, RCC17, to the TFE3 gene in
t(X;17)(p11.2;925.3)-bearing papillary renal cell carcinoma. Cancer Res. 67,
4130-4135.

Hemesath, T.J., Steingrimsson, E., McGill, G., Hansen, M.J., Vaught, J.,
Hodgkinson, C.A., Arnheiter, H., Copeland, N.G., Jenkins, N.A., and Fisher,
D.E. (1994). microphthalmia, a critical factor in melanocyte development,
defines a discrete transcription factor family. Genes Dev. 8, 2770-2780.

Hershey, C.L., and Fisher, D.E. (2005). Genomic analysis of the Microphthal-
mia locus and identification of the MITF-J/Mitf-J isoform. Gene 347, 73-82.

Huber, W.E., Price, E.R., Widlund, H.R., Du, J., Davis, I.J., Wegner, M., and
Fisher, D.E. (2003). A tissue-restricted cAMP transcriptional response:
SOX10 modulates a-melanocyte-stimulating hormone-triggered expression
of microphthalmia-associated transcription factor in melanocytes. J. Biol.
Chem. 278, 45224-45230.

Hughes, A.E., Newton, V.E., Liu, X.Z., and Read, A.P. (1994). A gene for Waar-
denburg syndrome type 2 maps close to the human homologue of the micro-
phthalmia gene at chromosome 3p12-p14.1. Nat. Genet. 7, 509-512.

King, R., Weilbaecher, K.N., McGill, G., Cooley, E., Mihm, M., and Fisher,
D.E. (1999). Microphthalmia transcription factor. A sensitive and specific me-
lanocyte marker for melanoma diagnosis. Am. J. Pathol. 155, 731-738.

Koch, M.B., Shih, I.M., Weiss, S.W., and Folpe, A.L. (2001). Microphthalmia
transcription factor and melanoma cell adhesion molecule expression distin-
guish desmoplastic/spindle cell melanoma from morphologic mimics. Am. J.
Surg. Pathol. 25, 58-64.

Kuhlbrodt, K., Herbarth, B., Sock, E., Hermans-Borgmeyer, I., and Wegner,
M. (1998). Sox10, a novel transcriptional modulator in glial cells. J. Neurosci.
18, 237-250.

Kuiper, D.R., Hoekstra, H.J., Veth, R.P., and Wobbes, T. (2003a). The man-
agement of clear cell sarcoma. Eur. J. Surg. Oncol. 29, 568-570.

Kuiper, R.P., Schepens, M., Thijssen, J., van Asseldonk, M., van den Berg, E.,
Bridge, J., Schuuring, E., Schoenmakers, E.F., and van Kessel, A.G. (2003b).
Upregulation of the transcription factor TFEB in t(6;11)(p21;q13)-positive

renal cell carcinomas due to promoter substitution. Hum. Mol. Genet. 12,
1661-1669.

Lamph, W.W., Dwarki, V.J., Ofir, R., Montminy, M., and Verma, .M. (1990).
Negative and positive regulation by transcription factor cAMP response
element-binding protein is modulated by phosphorylation. Proc. Natl.
Acad. Sci. USA 87, 4320-4324.

Langezaal, S.M., Graadt van Roggen, J.F., Cleton-Jansen, A.M., Baelde,
J.J., and Hogendoorn, P.C. (2001). Malignant melanoma is genetically
distinct from clear cell sarcoma of tendons and aponeurosis (malignant
melanoma of soft parts). Br. J. Cancer 84, 535-538.

Lessnick, S., Braun, B.S., Denny, C.T., and May, W.A. (1995). Multiple
domains mediate transformation by the Ewing’s sarcoma EWS/FLI-1 fusion
gene. Oncogene 10, 423-431.

Li, K.K.C., and Lee, K.A.W. (1998). MMSP tumor cells expressing the EWS/
ATF1 oncogene do not support cAMP-inducible transcription. Oncogene
16, 1325-1331.

Li, K.K., Goodall, J., Goding, C.R., Liao, S.K., Wang, C.H., Lin, Y.C., Hiraga,
H., Nojima, T., Nagashima, K., Schaefer, K.L., and Lee, K.A. (2003). The me-
lanocyte inducing factor MITF is stably expressed in cell lines from human
clear cell sarcoma. Br. J. Cancer 89, 1072-1078.

Loercher, A.E., Tank, E.M., Delston, R.B., and Harbour, J.W. (2005). MITF
links differentiation with cell cycle arrest in melanocytes by transcriptional
activation of INK4A. J. Cell Biol. 168, 35-40.

Marincola, F.M., Rivoltini, L., Salgaller, M.L., Player, M., and Rosenberg, S.A.
(1996). Differential anti-MART-1/MelanA CTL activity in peripheral blood of
HLA-A2 melanoma patients in comparison to healthy donors: evidence of
in vivo priming by tumor cells. J. Immunother. Emphasis Tumor Immunol.
19, 266-277.

Mayr, B., and Montminy, M. (2001). Transcriptional regulation by the phos-
phorylation-dependent factor CREB. Nat. Rev. Mol. Cell Biol. 2, 599-609.

McgGill, G., Horstmann, M., Widlund, H., Du, J., Motyckova, G., Nishimura, E.,
Lin, Y.-L., Ramaswamy, S., Avery, W., Ding, H.-F., et al. (2002). BclI2 regula-
tion by the melanocyte master regulator Mitf modulates lineage survival and
melanoma viability. Cell 709, 707-718.

McGill, G.G., Haq, R., Nishimura, E.K., and Fisher, D.E. (2006). c-met expres-
sion is regulated by mitf in the melanocyte lineage. J. Biol. Chem. 2817,
10365-10373.

Moore, K.J. (1995). Insight into the microphthalmia gene. Trends Genet. 117,
442-448.

Oetting, W.S., Fryer, J.P., and King, R.A. (1998). Mutations of the human
tyrosinase gene associated with tyrosinase related oculocutaneous albinism
(OCA1). Hum. Mutat. 12, 433-434.

Pappo, A.S., Parham, D.M., Cain, A., Luo, X., Bowman, L.C., Furman, W.L.,
Rao, B.N., and Pratt, C.B. (1996). Alveolar soft part sarcoma in children and
adolescents: clinical features and outcome of 11 patients. Med. Pediatr.
Oncol. 26, 81-84.

Pingault, V., Bondurand, N., Kuhlbrodt, K., Goerich, D., Prehu, M., Puliti, A.,
Herbarth, B., Hermans-Borgmeyer, |., Legius, E., Matthijs, G., et al. (1998).
SOX10 mutations in patients with Waardenburg-Hirschsprung disease.
Nat. Genet. 18, 171-173.

Price, E.R., and Fisher, D.E. (2001). Sensorineural deafness and pigmenta-
tion genes: melanocytes and the Mitf transcriptional network. Neuron 30,
15-18.

Price, E.R., Horstmann, M.A., Wells, A.G., Weilbaecher, K.N., Takemoto,
C.M., Landis, M.W., and Fisher, D.E. (1998). a-Melanocyte-stimulating hor-
mone signaling regulates expression of microphthalmia, a gene deficient in
Waardenburg syndrome. J. Biol. Chem. 273, 33042-33047.

Pusch, C., Hustert, E., Pfeifer, D., Sudbeck, P., Kist, R., Roe, B., Wang, Z.,
Balling, R., Blin, N., and Scherer, G. (1998). The SOX10/Sox10 gene from hu-
man and mouse: sequence, expression, and transactivation by the encoded
HMG domain transcription factor. Hum. Genet. 7103, 115-123.

Schaefer, K.L., Brachwitz, K., Wai, D.H., Braun, Y., Diallo, R., Korsching, E.,
Eisenacher, M., Voss, R., Van Valen, F., Baer, C., et al. (2004). Expression
profiling of t(12;22) positive clear cell sarcoma of soft tissue cell lines reveals

CANCER CELL JUNE 2006

483



ARTICLE

characteristic up-regulation of potential new marker genes including ERBB3.
Cancer Res. 64, 3395-3405.

Schmollinger, J.C., Vonderheide, R.H., Hoar, K.M., Maecker, B., Schultze,
J.L., Hodi, F.S., Soiffer, R.J., Jung, K., Kuroda, M.J., Letvin, N.L., et al.
(2003). Melanoma inhibitor of apoptosis protein (ML-IAP) is a target for im-
mune-mediated tumor destruction. Proc. Natl. Acad. Sci. USA 700, 3398-
3403.

Segal, N.H., Pavlidis, P., Noble, W.S., Antonescu, C.R., Viale, A., Wesley,
U.V., Busam, K., Gallardo, H., DeSantis, D., Brennan, M.F., et al. (2003). Clas-
sification of clear-cell sarcoma as a subtype of melanoma by genomic profil-
ing. J. Clin. Oncol. 21, 1775-1781.

Shaywitz, A.J., and Greenberg, M.E. (1999). CREB: A stimulus-induced tran-
scription factor activated by a diverse array of extracellular signals. Annu.
Rev. Biochem. 68, 821-861.

Shibahara, S., Yasumoto, K., Amae, S., Fuse, N., Udono, T., and Takahashi,
K. (1999). Implications of isoform multiplicity of microphthalmia-associated
transcription factor in the pathogenesis of auditory-pigmentary syndromes.
J. Investig. Dermatol. Symp. Proc. 4, 101-104.

Sidhar, S.K., Clark, J., Gill, S., Hamoudi, R., Crew, A.J., Gwilliam, R., Ross,
M., Linehan, W.M., Birdsall, S., Shipley, J., and Cooper, C.S. (1996). The
t(X;1)(p11.2;921.2) translocation in papillary renal cell carcinoma fuses
a novel gene PRCC to the TFE3 transcription factor gene. Hum. Mol. Genet.
5, 1333-1338.

Southard-Smith, E., Kos, L., and Pavan, W. (1998). Sox10 mutation disrupts
neural crest development in Dom Hirschsprung mouse model. Nat. Genet.
18, 60-64.

Steingrimsson, E., Tessarollo, L., Reid, S.W., Jenkins, N.A., and Copeland,
N.G. (1998). The bHLH-Zip transcription factor Tfeb is essential for placental
vascularization. Development 725, 4607-4616.

Steingrimsson, E., Tessarollo, L., Pathak, B., Hou, L., Arnheiter, H., Cope-
land, N.G., and Jenkins, N.A. (2002). Mitf and Tfe3, two members of the
Mitf-Tfe family of bHLH-Zip transcription factors, have important but func-
tionally redundant roles in osteoclast development. Proc. Natl. Acad. Sci.
USA 99, 4477-4482.

Steingrimsson, E., Copeland, N.G., and Jenkins, N.A. (2004). Melanocytes
and the microphthalmia transcription factor network. Annu. Rev. Genet. 38,
365-411.

Swanson, P.E., and Wick, M.R. (1989). Clear cell sarcoma. An immunohisto-
chemical analysis of six cases and comparison with other epithelioid
neoplasms of soft tissue. Arch. Pathol. 71713, 55-60.

Tachibana, M. (1997). Evidence to suggest that expression of MITF induces
melanocyte differentiation and haploinsufficiency of MITF causes Waarden-
burg syndrome type 2A. Pigment Cell Res. 10, 25-33.

Tachibana, M., Takeda, K., Nobukuni, Y., Urabe, K., Long, J.E., Meyers, KA.,
Aaronson, S.A., and Miki, T. (1996). Ectopic expression of MITF, a gene for
Waardenburg syndrome type 2, converts fibroblasts to cells with melanocyte
characteristics. Nat. Genet. 74, 50-54.

Tassabehji, M., Newton, V.E., and Read, A.P. (1994). Waardenburg syn-
drome type 2 caused by mutations in the human microphthalmia (MITF)
gene. Nat. Genet. 8, 251-255.

Thompson, J.F., Scolyer, R.A., and Kefford, R.F. (2005). Cutaneous mela-
noma. Lancet 365, 687-701.

Weilbaecher, K.N., Hershey, C.L., Takemoto, C.M., Horstmann, M.A., Hem-
esath, T.J., Tashjian, A.H., and Fisher, D.E. (1998). Age-resolving osteopetro-
sis: a rat model implicating microphthalmia and the related transcription
factor TFE3. J. Exp. Med. 187, 775-785.

Weilbaecher, K.N., Motyckova, G., Huber, W.E., Takemoto, C.M., Hemesath,
T.J., Xu, Y., Hershey, C.L., Downland, N.R., Wells, A.G., and Fisher, D.E.
(2001). Linkage of M-CSF signaling to Mitf, TFE3, and the ostoclast defect
in Mitf(mi/mi) mice. Mol. Cell. Biol. 8, 749-758.

Weterman, M.A., Wilbrink, M., and Geurts van Kessel, A. (1996). Fusion of the
transcription factor TFE3 gene to a novel gene, PRCC, in t(X;1)(p11;921)-pos-
itive papillary renal cell carcinomas. Proc. Natl. Acad. Sci. USA 93, 15294-
15298.

Widlund, H.R., Horstmann, M.A., Price, E.R., Cui, J., Lessnick, S.L., Wu, M.,
He, X., and Fisher, D.E. (2002). B-catenin-induced melanoma growth requires
the downstream target Microphthalmia-associated transcription factor.
J. Cell Biol. 158, 1079-1087.

Wu, M., Hemesath, T.J., Takemoto, C.M., Horstmann, M.A., Wells, A.G.,
Price, E.R., Fisher, D.Z., and Fisher, D.E. (2000). c-Kit triggers dual phosphor-
ylations, which couple activation and degradation of the essential melano-
cyte factor Mi. Genes Dev. 74, 301-312.

Yasumoto, K., Yokoyama, K., Shibata, K., Tomita, Y., and Shibahara, S.
(1994). Microphthalmia-associated transcription factor as a regulator for me-
lanocyte-specific transcription of the human tyrosinase gene. Mol. Cell. Biol.
14, 8058-8070.

Zucman, J., Delattre, O., Desmaze, C., Epstein, A.L., Stenman, G., Spele-
man, F., Fletchers, C.D.M., Aurias, A., and Thomas, G. (1993). EWS and
ATF-1 gene fusion induced by t(12:22) translocation in malignant melanoma
of soft parts. Nat. Genet. 4, 341-345.

484

CANCER CELL JUNE 2006



	Oncogenic MITF dysregulation in clear cell sarcoma: Defining the MiT family of human cancers
	Introduction
	Results
	MITF expression in clear cell sarcoma
	EWS-ATF1 regulates the MITF promoter
	Regulation of endogenous MITF by EWS-ATF1
	MITF activation requires SOX10 expression
	MITF confers melanocytic differentiation in clear cell sarcoma
	MITF activity is necessary for tumor cell proliferation
	MITF mediates EWS-ATF1-induced tumor growth

	Discussion
	Experimental procedures
	Cell culture
	RNA identification and quantitation
	Chromatin immunoprecipitation
	Transfection, reporter assays, and statistical analyses
	Adenovirus generation and infection
	Tyrosinase pigmentation assay, immunohistochemistry, and Western blot analysis
	Retroviral infection, soft agar, and in vivo growth assays

	Supplemental data
	Acknowledgments
	References


