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ABSTRACT
Rhabdomyosarcoma (RMS) is an aggressive childhood sarcoma with two distinct subtypes, embryonal
(ERMS) and alveolar (ARMS) histologies. More effective treatment is needed to improve outcomes,
beyond conventional cytotoxic chemotherapy. The pan-histone deacetylase inhibitor, Suberoylanilide
Hydroxamic Acid (SAHA), has shown promising efficacy in limited preclinical studies. We used a panel of
human ERMS and ARMS cell lines and xenografts to evaluate the effects of SAHA as a therapeutic agent
in both RMS subtypes. SAHA decreased cell viability by inhibiting S-phase progression in all cell lines
tested, and induced apoptosis in all but one cell line. Molecularly, SAHA-treated cells showed activation
of a DNA damage response, induction of the cell cycle inhibitors p21Cip1 and p27Kip1 and downregula-
tion of Cyclin D1. In a subset of RMS cell lines, SAHA promoted features of cellular senescence and
myogenic differentiation. Interestingly, SAHA treatment profoundly decreased protein levels of the
driver fusion oncoprotein PAX3-FOXO1 in ARMS cells at a post-translational level. In vivo, SAHA-treated
xenografts showed increased histone acetylation and induction of a DNA damage response, along with
variable upregulation of p21Cip1 and p27Kip1. However, while the ARMS Rh41 xenograft tumor growth
was significantly inhibited, there was no significant inhibition of the ERMS tumor xenograft RD. Thus, our
work shows that, while SAHA is effective against ERMS and ARMS tumor cells in vitro, it has divergent in
vivo effects . Together with the observed effects on the PAX3-FOXO1 fusion protein, these data suggest
SAHA as a possible therapeutic agent for clinical testing in patients with fusion protein-positive RMS.
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Introduction

Rhabdomyosarcoma (RMS) is an aggressive childhood sar-
coma for which more effective therapies are needed. Current
multimodality therapy, including chemotherapy, surgery, and/
or radiation therapy, results in cure rates approaching 70%;
however, patients with metastatic and recurrent disease still
fare very poorly.1,2 RMS occurs in two major histologic sub-
types, embryonal (ERMS) and alveolar (ARMS) histology.
ERMS tumors are typically characterized by aberrations in
cell cycle proteins such as FGFR pathway, CDKs and CDK
inhibitor alterations, and IGF1 aberrations, whereas ARMS
tumors are characterized by a specific fusion oncoprotein
that juxtaposes the PAX3 gene (or less frequently the PAX7
gene) to the FOXO1 gene, resulting in a fusion oncoprotein
PAX3/7-FOXO1.3 Patients with fusion-protein positive RMS
are more likely to present with invasive and metastatic dis-
ease, and tend to have a worse outcome.2,3

Recent studies have shown that, in both ERMS and ARMS,
epigenetic dysregulation plays a role in inhibition of terminal
myogenic differentiation, and in promotion of proliferative,
invasive, and metastatic phenotypes.4–7 Genome-wide profil-
ing of DNA methylation in RMS has shown that, while there
are common epigenetic aberrations among ERMS and ARMS,
they also have distinct epigenetic profiles.8–10 Specifically,

fusion-positive (ARMS) tumors showed global decreased
methylation when compared to ERMS tumors, with higher
frequency of CpG sites that had low methylation, and a lower
frequency of CpG that had higher methylation levels.11

Indeed, an 11-gene methylation signature (ARHGEF3,
DIRAS3, EMILIN1, GATA4, MYOG, NHLH1, NOS1, TGFB1,
LCP1, SLC7A9, PIPTNM3) could confidently differentiate
ARMS from ERMS cells.11 Seki et al. evaluated a cohort of
60 RMS tumors and identified four distinct subtypes based on
methylation profiles. Two subtypes corresponded to ARMS
tumors, while the other 2 subtypes corresponded to ERMS
tumors.10 Another study evaluated a panel of cell lines and
human RMS samples, and found that ARMS and ERMS sub-
types clustered based on DNA methylation patterns, with
more significant hypermethylation of polycomb target genes
in the ARMS subtype.8

This altered epigenetic profile represents a possible target
for therapeutic intervention, by using regulators of DNA
methylation and/or histone acetylation.12,13 Clinical studies
evaluating the efficacy of epigenetic regulators in multiple
tumor types are currently underway, including the use of
histone deacetylase inhibitors (HDACi) and DNA methyl-
transferases inhibitors (DNMTi).14–20 HDACi act primarily
by increasing acetylation of histones, leading to a more open
chromatin configuration and allowing gene transcription,
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thus reversing repression of genes in cancer cells.21 In addi-
tion, HDACi also lead to increased acetylation of other
targets of HDACs beyond histones, including transcription
factors, which likely also play a role in their effects on cancer
cells.22 Suberoylanilide Hydroxamic Acid (SAHA) is a pan-
histone deacetylase inhibitor that has gained FDA approval
for treatment of refractory cutaneous T-cell lymphoma, and
has demonstrated activity in multiple tumor types.23–25

Previous limited studies have demonstrated that SAHA
shows promising effects on cessation of RMS growth in
preclinical models.26–29 In this study, we evaluated the effect
of SAHA on a panel of RMS cells in culture, and in xeno-
grafts in immunocompromised mice. We describe specific
differential effects of SAHA on ERMS and ARMS cells, and
we demonstrate an effect of SAHA on downregulation of the
PAX3-FOXO1 fusion oncoprotein in ARMS.

Results

SAHA treatment decreases ERMS and ARMS cell viability
by inhibiting cell cycle progression, and in most cases it
also induces apoptosis

To evaluate the effect of SAHA treatment on RMS cells, we
used a panel of well-characterized RMS human cell lines, of
which three had been derived from ERMS tumors (JR1, RD
and Rh36) and two from ARMS tumors (Rh30 and Rh41).30 A
treatment concentration of 1 µM of SAHA was chosen
because it is an achievable level as shown in adult25,31,32 and
pediatric33,34 pharmacokinetic studies.

Treatment of all 5 cell lines with 1 µM SAHA significantly
inhibited cell viability, shown by MTT assay at both 3 and
6 days after treatment, with increasing efficacy in a time-
dependent manner (Figure 1A). The results were also verified
by cell accumulation assay (counting total number of viable
cells after trypan-blue exclusion of dead cells), showing a
significant decrease in total number of cells in all tested cell
lines after SAHA treatment, as compared to vehicle-treated
condition (Figure 1B).

To determine whether the reduction in cell viability
induced by SAHA treatment was associated with cell cycle
perturbation, we assessed S-phase progression by BrdU incor-
poration assay. SAHA treatment resulted in decreased BrdU
incorporation into DNA in all RMS cell lines, assessed at
48 hours after SAHA treatment (Figure 2A).

Using TUNEL assay, we found that SAHA treatment also
significantly induced apoptosis at 48 hours of treatment in 4
of the 5 cell lines (Figure 2B).

As expected, SAHA treatment induced an increase in acet-
ylation of Histone 4 in all treated cell lines (Figure 3A). In
view of the prior implication of the cell cycle proteins p21Cip1,
p27Kip1, and Cyclin D1 in the cell cycle arrest induced by
SAHA,29,35 we evaluated their expression levels in treated
RMS cells. We found that SAHA treatment resulted in
increased expression of p21Cip1 in all 5 cell lines (Figure 3B,
C), and an increase in p27Kip1 in 3 of the 5 cell lines
(Figure 3B, C). We also observed a decrease in CDK2 activity
in two cell lines evidenced by decrease in phosphorylation of
its target Histone 1 (Figure 3B, C). SAHA treatment also

decreased levels of Cyclin D1 protein in 3 cell lines
(Figure 3B, C).

Since the DNA damage response (DDR) is a well-known
mediator of apoptosis,36 and has been reported to be induced
by SAHA in other studies,37 we next evaluated SAHA-treated
RMS cells for DDR pathway activation. Assessing phosphor-
ylation of Histone H2AX as a marker of DNA damage, we
found an increase in pH2AX in JR1, RD, and Rh41 cells
(Figure 3D).

Thus, we conclude that SAHA reproducibly induced
expression of the tumor suppressor p21Cip1 and effectively
inhibited S-phase entry in all RMS cells, suggesting a cen-
tral role for this cell cycle protein in mediating SAHA
effects on proliferation. Notable effects on p27Kip1 and
Cyclin D1 levels in 3 of the 5 cell lines (RD, Rh36, and
Rh30) suggest that these proteins might also play a role,
and that SAHA promotes G1 cell cycle arrest in this setting.
Although SAHA showed a major apoptotic response in
Rh36, a modest response in RD and Rh41, and a minimal
response in JR1 and Rh30, this did not correlate with the
observed induction of the DDR, which was noted in 3 cell
lines (JR1, RD, and Rh41), suggesting a limited role of the
DDR in mediating the apoptotic effects of SAHA in this
setting.

SAHA induces changes in cell morphology in all RMS cell
lines, with a subset showing features of cellular
senescence and/or myogenic differentiation

We noted that SAHA treatment induced morphologic
alteration of RMS cells at both days 2 and 6 after treat-
ment, and these effects were evident in all the tested cell
lines (Figure 4A, B). Specifically, we noted an increase in
elongated and fused cells (arrows in Figure 4A, B), and
flattened cell morphology (arrowheads in Figure 4A, B).
We therefore investigated whether SAHA may be inducing
senescence (evidenced by the flattened cell morphology) or
myogenic differentiation (evidenced by the elongated and
fused morphology).

To evaluate cellular senescence, a known tumor sup-
pressor response,38 we assessed treated cells for senes-
cence-associated beta galactosidase (SABG) activity, a
marker of senescence,39 and found increased staining at
6 days of treatment in 2 of the 5 cell lines, specifically JR1
and Rh36 (Figure 4C, D). Assessment of Lamin B1, which
is decreased during senescence,40 showed reduction of its
protein levels at day 6 after SAHA treatment in all cell
lines tested, while Dec1, another senescence marker,41 was
increased in 2 cell lines (JR1 and RD) as shown in
Figure 4E. Of note, the cell line Rh41 was not tested due
to the very low number of cells remaining after SAHA
treatment by day 6 (see Figure 1), leading to low numbers
of residual viable cells.

Thus, taking into consideration the above senescence mar-
kers, as well as p21Cip1 and p27Kip1, which are also markers of
senescence,42 we conclude that evidence of senescence shown
by at least 4 markers was noted in JR1, RD, and Rh36 cells,
suggesting senescence as a possible mechanism for SAHA-
induced cell cycle arrest in RMS.
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We also considered whether SAHA treatment affected
myogenic differentiation. Differentiation is well-established
to be closely linked to cell cycle exit in myoblasts, and
indeed, induction of differentiation has been proposed as
a therapeutic strategy to induce RMS cells to exit the cell
cycle.3 We analyzed treated cells for expression of the early
myogenic transcription factors MyoD and myogenin
(MyoG), and the late myogenic marker Myosin Heavy
Chain (MHC). At an mRNA level, we found that levels of
MyoD were unchanged, while those of MyoG were slightly
decreased by treatment in RD and Rh36 cell lines, and
increased in Rh30 cells (Figure 4F). Notably, the late myo-
genic marker MHC was induced by SAHA treatment in 3 of
the 4 tested cell lines at day 6 (Figure 4F), signifying that
SAHA treatment can lead to enhanced late myogenic dif-
ferentiation in RMS cells.

Together the above data suggests that the senescence pro-
gram and myogenic differentiation program may account for
pathways of SAHA-induced cell cycle arrest in RMS cells.

SAHA has lasting effects on RMS cell viability inhibition,
and decreases protein levels of the PAX3-FOXO1 driver
oncoprotein in ARMS cells

To determine whether the effects of SAHA treatment were
reversible, we treated cells with SAHA for 6 days, then chan-
ged the media and allowed the cells to recover for an addi-
tional 6 days. For 2 of the 4 tested cell lines, removal of SAHA
resulted in continued decrease in cell count, to levels similar
to those continuously treated with SAHA (Figure 5A). In all
tested cell lines, western blotting showed persistence of his-
tone 4 acetylation 6 days after removal of SAHA treatment

Figure 1. SAHA decreases RMS cell viability and accumulation. (A) MTT assay assessing viability of ERMS (JR1, RD and Rh36) and ARMS (Rh30 and Rh41) cells in
response to 1 μM SAHA, compared to vehicle-treated condition (0.01% DMSO). (B) Total number of RMS cells at the specified timepoints after treatment with 1 μM
SAHA compared to vehicle-treated controls (0.01% DMSO). Each point represents the mean of at least 3 experiments. Bars represent standard deviation. Asterisks
denote a statistically significant difference (p-value < 0.05).
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(Figure 5B). Interestingly, RD cells that recovered after drug
removal still had persistent acetylation of H4, suggesting
mechanisms for overcoming SAHA-induced cell cycle exit
independently of its effects on H4 acetylation.

Phosphorylation of H2AX was decreased in both JR1
and RD after prolonged drug exposure (Figure 5C), the
two cell lines where pH2AX was induced by SAHA (see
Figure 3C). This may reflect either repair of the DNA
damage with time, or loss of cells in which the DNA
damage response has occurred. Notably, cells that were
allowed to recover from SAHA treatment showed an
increase in pH2AX levels with time, correlating with the
accumulation of cell numbers, and further supporting the
latter possibility.

We also evaluated the effects of SAHA on the fusion protein
PAX3-FOXO1, the oncogenic driver in ARMS tumors.2,3

Interestingly, SAHA treatment resulted in marked decrease in
expression levels of the fusion oncoprotein in both ARMS cell
lines (Figure 5D). This decrease seemed to occur at a post-
transcriptional level, as SAHA treatment did not affect levels of
the PAX3-FOXO1 mRNA fusion transcript (Figure 5E).

From the above data combined, we propose that SAHA
treatment can lead to stable cell cycle arrest even after drug
withdrawal, likely due to multiple mechanisms that depend on
cellular context and include cellular senescence, differentiation,
and disruption of oncogenic pathways (through decrease in
oncoprotein levels) – rather than simple induction of apoptosis
or transient cell cycle arrest.

Figure 2. SAHA treatment inhibits cell cycle progression and induces apoptosis in RMS cells. (A) Percentage of BrdU-positive cells in the indicated RMS cell lines at
48 hours after treatment with 1 μM SAHA compared to vehicle-treated controls (0.01% DMSO). Each value represents the mean number counted in at least 5 fields,
and is the mean of at least 3 independent experiments. (B) Percentage of TUNEL-positive cells in the indicated RMS cell lines at 48 hours after treatment with 1 μM
SAHA compared to vehicle (0.01% DMSO). Each value is representative of at least 3 independent experiments, each done in duplicate. Bars represent standard
deviation. Asterisks denote a statistically significant difference (p-value < 0.05).
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Figure 3. SAHA induces cell cycle inhibitors and a DNA damage response in RMS cells. Western blot analysis of (A) acetylated histone H4 (AcH4), (B) the
indicated cell cycle proteins at 48 hours after treatment with vehicle DMSO control (D) or 1 μM SAHA (S) in the indicated cell lines. (C) Histograms
represent the quantification of the western blot bands in the indicated cell lines compared to GAPDH and relative to DMSO from at least 3 independent
experiments. Bars represent standard deviation. Asterisks denote a statistically significant difference (p-value < 0.05). (D) Western blot analysis of the DNA
damage response protein phospho-H2AX at 48 hours after treatment with vehicle DMSO control (D) or 1 μM SAHA (S) in the indicated cell lines. GAPDH
serves as a loading control for all western blots.
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Figure 4. SAHA treatment results in morphologic changes in RMS cells, with a subset showing features of cellular senescence and differentiation.
Representative images of RMS cells as observed by light microscopy after (A) 2 and (B) 6 days of treatment with 1 μM SAHA or vehicle (0.01% DMSO), as
indicated. Arrowheads indicate flattened cells and arrows indicate elongated and fused morphology. (C) Representative senescence-associated beta-
galactosidase (SABG) staining at 6 days of treatment with 1 μM SAHA or control vehicle (0.01% DMSO), as indicated. (D) Percentage of SABG-positive cells
in the indicated RMS cell lines 6 days after treatment with 1 μM SAHA compared to vehicle (0.01% DMSO). Each value represents the mean number
counted in at least 5 fields, and is the mean of at least 3 independent experiments. Bars represent standard deviation. Asterisks denote a statistically
significant difference (p-value < 0.05). (E) Western blot analysis of the senescence markers Lamin B1 and Dec1 in RMS cell lysates after 6 days of
treatment with 1 μM SAHA (S) or control vehicle 0.01% DMSO (D), as indicated. GAPDH was used as loading control. Western blots are representative of
at least 3 independent experiments. (F) qRT-PCR analysis of MyoD, MyoG and MHC mRNA levels after 48 hours of treatment with 1 μM SAHA or vehicle
DMSO control. Gene expression is shown relative to expression of the housekeeping gene GAPDH. Values are representative of at least 3 independent
experiments, each done in triplicate. Bars represent standard deviation. Asterisks indicate p-value < 0.05.
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SAHA treatment of human RMS xenografts in
immunodeficient mice shows efficacy in reducing growth
of tested ARMS but not ERMS tumors

We next evaluated the efficacy of SAHA in vivo, by treating
cohorts of mice carrying xenografts of the ERMS cell line RD,
and the ARMS cell line Rh41. SAHA treatment resulted in a
significant decrease in tumor volume relative to control-trea-
ted mice in the ARMS (Figure 6A), but not the ERMS xeno-
grafts (Figure 6B). Analysis of treated xenografts in both
ARMS and ERMS models showed increased staining for
acetylated histone 3 in SAHA-treated compared to vehicle-
treated xenografts (Figure 6C). Western blotting showed
induction of the cell cycle regulator p27Kip1, as well as phos-
phorylation of H2AX, with variable effects on p21Cip1,
(Figure 6D,. There were no clear changes in the expression
levels of the late myogenic protein MHC, signifying lack of
demonstrable augmentation of differentiation (Figure 6D).

Together, these data show that, while molecular effects of
SAHA are demonstrated in vivo in both ERMS RD and ARMS
Rh41 tumors, its efficacy is retained against only the ARMS
Rh41 xenografts.

Discussion

Epigenetic dysregulation is now well recognized to be an
important mechanism for tumor initiation and progression
in many types of cancer. In pediatric tumors, where the global
gene mutation rate is much lower than that in adult tumors,
epigenetic modulation contributes to both arrest of

differentiation and developmental cellular programs, as well
as acquisition of pro-tumorigenic properties.43 Specifically in
RMS, genomic studies have identified a relatively low muta-
tional frequency.44 In addition, more than 7% of ERMS
tumors have a mutation in BCOR, which acts by interacting
with histone deacetylases, further implicating epigenetic dys-
regulation and HDACs in ERMS tumor biology.44 In ARMS,
the oncogenic fusion protein PAX3-FOXO1 cooperates with
epigenetic modifiers to inhibit and/or activate transcriptional
programs.45 Thus, epigenetic modifications, including activity
of HDACs, are thought to be integral to the pathogenesis and
oncogenic properties in both types of RMS.46 Consequently,
the prospect of treating RMS and other childhood cancers
using epigenetic modifiers, alone or in combination with
chemotherapy, is attractive because of the different toxicity
profile as compared to cytotoxic therapies, and because it has
the potential to unlock the differentiation arrest that accom-
panies tumorigenesis.

Previous studies in RMS cell lines have shown that SAHA
can enhance the cytotoxic effect of chemotherapeutic agents,26

and HDAC inhibition has been reported to induce cell death
in RMS.28,29 One study showed that SAHA modulated the
cMyc and SP transcription factors in RMS cells, in a mechan-
ism dependent on accumulation of reactive oxygen species
and independent of its effects on histone acetylation.28

Another study showed that SAHA suppresses self-renewal,
migratory, and growth capacity of ERMS cells, through mod-
ulation of Notch1 and Ephrin B expression, respectively.27 In
our current study, we sought to better understand the activity
of SAHA against both ERMS and ARMS cells, by investigating

Figure 5. SAHA has prolonged effects after treatment withdrawal and decreases PAX3-FOXO1 protein levels in ARMS cells. (A) Total number of ERMS (JR1, RD and
Rh36) and ARMS (Rh30) cells after withdrawal (Off treatment) or not (SAHA) of the 1 μM SAHA treatment at day 6 compared to vehicle-treated controls (0.01%
DMSO). Each point represents the mean of at least 3 experiments. Bars represent standard deviation. Asterisks denote a statistically significant difference (p-value
< 0.05). Western blot analysis of (B) acetylated histone H4 (AcH4) and (C) the DNA damage response protein phospho-H2AX at day 6 after treatment with 1 μM SAHA
(SAHA D6 (+)) and day 12 either after withdrawal of the treatment at day 6 (SAHA D6-12 (-)) or not (SAHA D6-12 (+)) compared to vehicle DMSO control (SAHA D6
(-)) in the indicated cell lines. GAPDH serves as a loading control. (D) Western blot analysis of Pax3-FOXO1 (P3F) at 48 hours after treatment with 1 μM SAHA (S) or
vehicle DMSO control (D) in the indicated cell lines; GAPDH serves as a loading control. (E) qRT-PCR analysis of PAX3-FOXO1 mRNA levels in Rh30 and Rh41 cells after
48 hours of treatment with 1 μM SAHA (S) or vehicle DMSO control (D), as indicated. Gene expression is shown relative to expression of the housekeeping gene
GAPDH. Values are representative of at least 3 independent experiments, each done in triplicate. Bars represent standard deviation. Asterisks indicate p-value < 0.05.
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its comprehensive effects on cell cycle, apoptosis, differentia-
tion, and senescence, in a panel of ERMS and ARMS cell lines,
as well as its effect on growth of in vivo xenografts.

Our results show that SAHA is effective in limiting both
ERMS and ARMS cell growth in vitro, with evident effects on
inhibition of cell cycle progression and induction of apoptosis.
Molecularly, SAHA treatment led to activation of the DNA
damage response, induction of p21Cip1 and p27Kip1, and
downregulation of Cyclin D1, although seen to variable
extents across the 5 cell lines. This is somewhat similar to
what has been described in other studies, where HDAC-inhi-
bition was found to induce p21Cip1 expression in 2 RMS cell
lines,29 and decrease Cyclin D1 and increase p21Cip1 and
p27Kip1 in neuroblastoma.47 Similarly, in uterine sarcoma,
SAHA treatment also induces p21Cip1 as well as apoptosis.48

Thus, downregulation of Cyclin D1, upregulation of the
tumor suppressors p21Cip1 and p27Kip1, and induction of a
DNA damage response, seem to be common mechanisms for
SAHA effects on cell cycle inhibition and promotion of apop-
tosis in solid tumors, including RMS.

Importantly, our work shows that the cell cycle inhibitory
effects of SAHA lasted even several days after cessation of
exposure of tumor cells to the drug, suggesting permanent cell

cycle exit. It is likely that different molecular mechanisms
contribute to this prolonged cell cycle arrest depending on
the cellular context of the cancer subtype, as we observed
features of a senescence phenotype in three RMS cell lines,
while augmentation of differentiation was also noted in three
cell lines, and downregulation of the PAX3-FOXO1 oncopro-
tein was noted in ARMS cells. Others have recently identified
HDACs as essential mediators of arrested differentiation in
RMS,35 and a previous study focusing on RD cells also showed
that SAHA induces myogenic differentiation, primarily
through modulation of Notch1 pathway.27 DNA methylation
and histone methylation (and decreased acetylation) have
been proposed to cooperate to inhibit differentiation in RMS
and other cancers.49–52 Indeed, knockdown of DNMT3b has
been previously shown to induce myogenic differentiation in
ERMS cells,53 with a decrease in Cyclin D1, and induction of
both p21Cip1 and p27Kip1, as we see in our studies with SAHA
treatment. It would be interesting therefore to test combina-
tion therapy with both agents in RMS, where differentiation
defects seem to be epigenetically regulated.54–57

Importantly, cell cycle arrest was reversible in 2 of the cell
lines, and occurred despite persistent histone 4 acetylation in
the RD cell line. This suggests that the SAHA-induced histone

Figure 6. SAHA treatment of human RMS xenografts inhibits ARMS tumor growth in vivo and induces cell cycle inhibitors, DNA damage response and differentiation
markers in RMS xenografts. Mean tumor volumes (represented as ratio to day 1 of treatment) for (A) Rh41 ARMS and (B) RD ERMS xenografts in immune deficient
mice, after treatment with vehicle (CTRL) or SAHA, as indicated. Five to seven mice were used in each cohort at each time point specified. Bars represent standard
deviation. Asterisks indicate p-values < 0.05. (C) Representative images of immunohistochemical staining for acetylated Histone 3, in vehicle (DMSO) and SAHA
treated RMS xenografts, as indicated. (D) Western blot analysis of xenografts of the indicated RMS tumors, that had been treated with either control vehicle (C) or
SAHA (S), for the acetylated histone H4 (AcH4), the cell cycle regulators p27 and p21, phospho-H2AX, and the late myogenic marker Myosin Heavy Chain (MHC);
GAPDH was used as loading control. IHC staining and western blots were done at day 21 after tumor harvest.
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acetylation alone may not be sufficient for cell cycle exit.
Indeed, histone acetylation induced by HDACi has previously
been noted to be insufficient for persistent cell cycle arrest in
dermal fibroblasts,58 suggesting other important targets for
HDACi in mediating cell cycle exit. Previous studies have
shown that SAHA can lead to modulation of signaling path-
ways through direct effects on protein-protein interaction, for
example by disrupting HDAC-PP1 complexes leading to acti-
vation of PP1 and ensuing disruption of AKT signaling.59 In
addition, SAHA can affect acetylation of non-histone proteins
that play important roles in cell cycle regulation and cellular
proliferation, such as the NFKb pathway,60 the p53 tumor
suppressor protein,61 or tubulin,62 as well as potentially
other yet unidentified protein targets. Additional investiga-
tions should specifically focus on identifying the critical tar-
gets of SAHA in the differing cellular contexts within cancer
subtypes, to best design combinatorial therapeutic interven-
tions and stratify potential patient populations most likely to
respond to such therapy.

Of particular interest was our finding that SAHA treatment
reduced the protein levels of the PAX3-FOXO1 fusion onco-
protein in ARMS. This fusion protein has been implicated in
many of the invasive properties of ARMS cells, and therefore
the effects of SAHA on reducing its expression may have
significant therapeutic implications. Notably, this decrease
seemed to occur at a post-transcriptional level, as levels of
the mRNA transcript of the fusion gene were unaltered. A
prior study has shown that SAHA treatment leads to destabi-
lization of mutant p53, increasing its degradation at the pro-
tein level. This was found to be due to SAHA’s effect on
inhibiting HDAC6, leading to increased acetylation of
HSP90, inactivating its chaperone activity which is needed
to protect mutant p53 from degradation.61 Whether similar
mechanisms may contribute to the observed destabilization of
the oncogenic fusion protein, seen in our study, needs to be
further investigated.

Treatment of RMS xenografts with SAHA showed good
tolerability in mice, and evident efficacy in ARMS xenografts.
In vivo, SAHA treatment led to upregulation of p27Kip1, vari-
able effects on p21Cip1, and induction of DNA damage. Unlike
the in vitro findings, there was no significant effect of SAHA
on ERMS xenograft growth inhibition. This may be attribu-
table to the pharmacokinetics of SAHA, where concentrations
are maintained at or above the 1μM concentration for only
few hours per day with daily treatment.25,31–34 Thus, more
persistent high concentrations may be necessary to phenocopy
the in vitro effect. Better mechanisms of delivering SAHA and
preventing its early metabolism may therefore be needed to
enhance its observed efficacy in vivo.

Alternatively, different mechanisms for the SAHA-induced
cell cycle arrest in the two cell lines could also account for the
differential in vivo effects. The fact that RD cells could recover
from SAHA-induced cell cycle arrest despite continued his-
tone acetylation (see Figure 5A-B) suggests that relevant cell
cycle inhibitory processes could be disrupted irrespective of
histone-independent effects of SAHA treatment in this cell
line.

Additionally, the distinct differences in epigenetic dysregu-
lation that underly ARMS tumors compared to ERMS, may

also contribute to the observed more significant effect of
SAHA on controlling ARMS xenograft tumor growth, by
possibly leading to efficacy at lower cumulative dose exposure
in ARMS tumors in vivo.8,9 It has been shown that the ARMS-
specific PAX3-FOXO1 fusion oncoprotein interacts with epi-
genetic modifiers to co-regulate a large proportion of its
targets, influencing cellular processes such as differentiation,
cell survival, and proliferation.7 Thus, the fusion oncoprotein-
positive ARMS tumors may be more sensitive to epigenetic
modification as a therapeutic intervention. Knowing that
fusion oncoprotein-positive RMS is less common than fusion
oncoprotein-negative tumors, it will be important to consider
this difference during clinical trial design, to specifically study
this agent for treatment of patients with the ARMS subtype.
Future work will need to focus on identification of the reasons
underlying such differential effects of SAHA in vivo, which
may inform appropriate combination therapies for the differ-
ent tumor contexts.

Material and methods

Cell lines and culture

Human RMS cell lines JR1, Rh30, Rh36 and Rh41 were
generously donated by Dr. Peter Houghton (Columbus,
OH), and have been previously described.30 The RD cell line
was purchased from ATCC (Manassas, VA). JR1, Rh41, RD
and Rh30 cells were cultured in Dulbecco’s modified Eagle’s
medium (DMEM, Sigma, St. Louis, MO); Rh36 were cultured
in RPMI-1640 medium. Both media were supplemented with
10% fetal bovine serum (FBS), 1% L-glutamine and 1% peni-
cillin/streptomycin (all from Sigma). All human RMS cell
lines were cultured in a humidified incubator at 37 °C, with
21% O2 and 5% CO2. Suberoylanilide Hydroxamic Acid
(SAHA) (LC Laboratories, Woburn, MA) was dissolved in
DMSO, stored at −80°C, and diluted to the final concentra-
tions as specified.

Cell viability, cell cycle, apoptosis, and senescence assays

Cells were treated with 1 µM SAHA or equivalent volume of
vehicle (DMSO), and then harvested at the specified time
points for analysis. Each study was performed using triplicate
samples, and repeated at least 3 times. Cell viability was
assessed using MTT assay (Roche Diagnostics, Indianapolis,
IN) according to the manufacturer’s instructions. For cell
accumulation, cells were counted using hemocytometer after
labeling by trypan blue (Sigma). For bromodeoxyuridine
(BrdU) incorporation assay, BrdU (Sigma) was added at a
concentration of 30 µM for two hours before harvesting.
After fixation, cells were treated with 2 N HCL, neutralized
by borate buffer and incubated with anti-BrdU primary anti-
body (Santa Cruz Biotechnology, Santa Cruz, CA) followed by
CyTM3-conjugated secondary antibody (Jackson
ImmunoResearch Laboratories, West Grove, PA). Stained
cells were mounted with 4ʹ6’-diamidino-2-phenylindole
(DAPI, vector Laboratories, CA), placed under coverslips
and visualized by immunofluorescence microscope. Positive
cells were manually counted from at least 5 representative
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fields at 200x magnification, and normalized to the total
number of DAPI-positive cells. Terminal deoxy-transferase
(TdT)-mediated deoxyuridine triphosphate (dUTP) nick-end
labeling (TUNEL) assay (Roche Diagnostics) was performed
as per manufacturer’s instructions and analyzed using the BD
FACSAriaTM III cell sorter. Senescence-associated beta-galac-
tosidase (SABG) staining was performed as described in our
previous studies.63

Immunoblotting

Proteins were extracted from tissues and cells using Universal
or RIPA Lysis Buffer supplemented with 50 mM NaF (Sigma),
1mM sodium orthovanadate (Sigma) and protease inhibitor
cocktail (Roche Diagnostics). Proteins were quantified by
Bradford assay (Bio-Rad, Richmond, CA), resolved on 8% or
12% SDS-PAGE gel, and transferred onto polyvinylidene
difluoride membranes (Bio-Rad). Membranes were probed
with primary antibodies against acetylated histone H4
(AcH4) (Active Motif, Carlsbad, CA), FOXO1 (Cell
Signaling Technology, Beverly, MA), p21Cip1, p27Kip1, Cyclin
D1 (CCND1), myosin heavy chain (MHC), phospho-H2AX,
phospho-Histone 1 (pH1), GAPDH (all from Santa Cruz
Biotechnology), then detected with species-specific horserad-
ish peroxidase-coupled secondary antibodies (Santa Cruz
Biotechnology), and visualized by enhanced chemilumines-
cence (Roche) upon detection on X-ray films (Kodak) or
Clarity Western ECL Substrate (Bio-Rad) on Chemidoc
machine (Bio-Rad). Bands from at least 3 independent experi-
ments were quantified using ImageJ software.

Real-time quantitative PCR (rt-qpcr)

RNA was extracted using TRIzol reagent (Ambion,
Austin, TX) according to the manufacturer’s instructions,
followed by treatment with DNase I (Qiagen, Valencia,
CA). cDNA synthesis was performed using RevertAid first
strand cDNA synthesis kit (Fermentas, Vilnius,
Lithuania). RT-qPCR was performed using the iQSYBR
Green Supermix kit using a CFX96 system (Bio-Rad).
Amplification was done using the following primers:
GAPDH: Forward 5ʹ-TGGTGCTCAGTGTAGCCCAG-3ʹ,
Reverse 5ʹ-GGACCTGACCTGCCGTCTAG-3ʹ; PAX3-
FOXO1: Forward 5ʹ-GAACCCACCATTGGCAAT-3ʹ,
Reverse 5ʹ-TCTGCACACGAATGAACTTGCT-3ʹ; MyoD:
Forward 5ʹ-CCGCCTGAGCAAAGTAAATGA-3ʹ,
Reverse 5ʹ-GCAACCGCTGGTTTGGATT-3ʹ; MyoG:
Forward 5ʹ-GGTGCCCAGCGAATGC-3ʹ, Reverse 5ʹ-
TGATGCTGTCCACGATGGA-3ʹ; MHC: Forward 5ʹ-
CTGATGCCATGGAATGAC-3ʹ, Reverse 5ʹ-
CCCTATGCTTTATTTCCTTTGC-3ʹ. RT-qPCR condi-
tions were as follows: 95°C for 15 min. for denaturation,
95°C for 15 sec., 72°C for 1 min. and annealing at 55°C
or 60°C for 40 cycles.

In vivo studies

All mouse studies were approved by the Institutional Care and
Use Committee (IACUC) at the American University of Beirut,

and all studies followed the IACUC-approved guidelines. RD
xenografts were subcutaneously generated as previously
described.64 Xenografts of Rh41 tumors were generously
donated by Dr. Peter Houghton, and were serially passed in
vivo. Animals received either vehicle (DMSO) or SAHA
(125 mg/kg/day), by intraperitoneal injection for 5 consecutive
days per week.65 Treatment was initiated once tumor volume
exceeded 350 mm3; tumor size was assessed twice weekly by
measurement with a Vernier caliper. Tumor volume was calcu-
lated using the formula [length x (width)2]/2. Mice were eutha-
nized at the specified time points for tumor harvesting.

For Immunohistochemistry (IHC) assays, tumors were
fixed in 4% paraformaldehyde, embedded in paraffin and
sectioned at 4 µm. Antigen retrieval was performed in a
steamer using citrate antigen retrieval buffer (pH 6.0).
Staining was performed using anti-AcH3 (Santa Cruz). ABC
Elite Kit (Vector Labs, Burlingame, CA) was used for detec-
tion by biotinylated secondary antibody and streptavidin con-
jugated to horseradish peroxidase followed by DAB substrate
(DAKO, Glostrup, Denmark).

Both IHC staining and western blots were done on the
tumors harvested at the end of the experiment (day 21).

Statistical analysis and imaging

All in vitro experiments were performed in biological and
technical triplicates unless mentioned otherwise. Values
represent the means ± standard deviation. Differences
between means were analyzed using two-tailed Student’s
t-test, with a p-value < 0.05 considered statistically significant.
Digital photomicrographs were obtained using a Zeiss
AxioObserver Z1 microscope. Composite images were con-
structed using Photoshop CS6 software (Adobe Systems)
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