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Chapter 4

Combined EZH2 and HDAC inhibition as novel therapeutic 
intervention for metastasized uveal melanoma
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Summary

Purpose: Currently there is no effective therapeutic intervention available for patients 
with metastasized uveal melanoma (UM) resulting in poor prognosis. Loss of the 
tumor suppressor BAP1 is frequently found (80-90%) in metastasized UM. Expres-
sion of enhancer of zeste homolog 2 (EZH2), a methyltransferase and an essential 
component of the polycomb repressive complex 2 (PRC2), is frequently dysregulated 
in cancer. Like UM, mesotheliomas frequently lack BAP1 expression and it was found 
that loss of BAP1 expression sensitize these cells for EZH2 inhibition. However, UM 
cell proliferation was reported not to be affected by EZH2 inhibition, independent 
of BAP1 expression. Here we continued studying the potential of EZH2 inhibition as 
therapeutic strategy for metastasised UM.

Methods: A panel of UM cell lines was used to determine the effects of EZH2 inhibi-
tion on both short and long term proliferation assays. Using the same cell lines the 
combination of EZH2 and histone deacetylase (HDAC) inhibition was assessed on cell 
proliferation, western blotting and flow cytometry.

Results: Here we demonstrate that UM cells are responsive to EZH2 inhibition in a 
long term growth assay. Furthermore, EZH2 inhibition sensitized UM cells for histone 
deacetylase inhibition even in a short term growth assay, correlating with increased 
induction of cell death.

Conclusions: EZH2 inhibition, opposed to what has been suggested previously, could 
still serve as a potential therapeutic intervention for metastasized UM when com-
bined with other treatments opening new avenues for the treatment of metastasized 
UM patients.
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Introduction

Uveal melanoma (UM) is an ocular malignancy originating from melanocytes located 
in the choroid (85%), iris (5%) or ciliary body (10%) [1, 2]. Primary tumors can usually 
be treated efficiently, however, approximately half of the patients within 15 years 
after primary tumor detection will develop metastases, for which no effective treat-
ment exists to date [3, 4]. In addition to the driver mutations in the G-proteins GNAQ 
or GNA11, monosomy 3 and amplification of 8q are frequently observed genomic ab-
errations in UM [5, 6]. Particularly monosomy 3 strongly correlates with development 
of metastases and is, therefore, a robust marker for poor prognosis [7, 8]. The BAP1 
gene is located at chromosome 3 and in monosomy 3 tumors the remaining copy of 
BAP1 is often found mutated leading to complete loss of BAP1 protein expression 
[9]. Indeed, mutations in BAP1 have a strong predictive power for the occurrence of 
metastasis in UM and 80-90% of the UM metastases show loss of BAP1 expression [9, 
10]. Interestingly, a previous study reported upregulation of enhancer of zeste (EZH) 
2 expression in mesothelioma upon BAP1 loss [11].

EZH2 is frequently overexpressed and also mutated in various cancer types, including 
melanoma, and its high expression correlates with disease progression and aggres-
sion (Reviewed by [12]). EZH2 is an essential component of the polycomb repressive 
complex 2 (PRC2) and functions as a methyltransferase, catalysing the tri-methylation 
of histone H3 at lysine 27 (H3K27me3) [13, 14]. This repressive tri-methylation mark 
of histone H3 is recognized by the PRC1 complex resulting in gene silencing [15, 16]. 
In this way EZH2 controls the transcription of numerous genes [17]. In addition to 
the transcription repressive function of EZH2 in the PRC2 complex, it has been dem-
onstrated that EZH2 is capable of promoting transcription, independently of PRC2 
complex [18]. The switch from transcription repressor to activator appears to be me-
diated by the phosphorylation of serine 21. All in all, EZH2 emerges as an important 
regulator of transcription in cancer cells.

Transformation of BAP1 knockout myeloid cells was found to be EZH2-dependent and 
EZH2 inhibition was demonstrated to be an effective treatment for BAP1-negative 
mesothelioma in a pre-clinical in vivo model [11]. Based upon these results a clinical 
trial with the EZH2-inhibitor Tazemetostat on patients with BAP1-negative malignant 
mesothelioma is ongoing (NCT02860286). These observations in malignant mesothe-
lioma could be extrapolated to BAP1-negative metastasized UM, possibly providing 
an effective therapeutic intervention. However, a follow-up study addressing this 
matter reported that UM cell lines are insensitive to EZH2 inhibition regardless of 
BAP1 expression, disputing the generality of the observations made in malignant 
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mesothelioma [19]. However, it was argued that UM cell lines might need a prolonged 
exposure to EZH2 inhibition to observe growth inhibitory effects, especially because 
BAP1-negative UM cell lines generally have a very long doubling time [20]. This study 
focuses on the long term effects of EZH2 inhibition on UM cells and addresses the 
combinatory use of EZH2 inhibitor with histone deacetylase (HDAC) inhibition as 
potential therapeutic strategy for metastasized UM.

Results

EZH2 inhibition slows down uveal melanoma cell growth.
First, the biochemical effect of EZH2 inhibition, namely the reduction of H3K27me3, 
was confirmed at different time points with all distinct EZH2 inhibitors tested in the 
current study (T: Tazemetostat, E: EPZ011989, G: GSK503 and U: UNC1999) compared 
to DMSO (D) treated cells (Fig. A). The reduction of H3K27me3 after 24 hours incuba-
tion with EZH2 inhibitors is modest, but strong effects could be observed after 48, 72 
and 96 hours. Although it must be noted that UNC1999 appears less potent since this 
drug is not able to completely abolish detectable H3K27me3 in time, in contrast to the 
other EZH2 inhibitors (Fig. 1A). To assess the long term effects of EZH2 inhibition on 
growth of UM cells, cells were seeded into 6-well plates and cultured with or without 
exposure to two distinct EZH2 inhibitors (EPZ011989 or Tazemetostat), each condition 
in duplicate. When control (DMSO)-treated cells reached 80-90% confluency the cells 
from all conditions were counted to determine the effect of EZH2 inhibition on the 
growth, and all conditions were re-seeded in the same density as before to ensure 
equal conditions during this long term assays. Only minimal or no growth inhibition 
was observed within 5-9 days of treatment matching previous reported data of EZH2 
inhibition in UM cells (Fig. 1B) [19]. Results of all cell counts show different dynamics 
per cell line upon EZH2 inhibition (Supplementary Fig. 1A). Interestingly, the BAP1-
positive cells (OMM1, OMM2.5 and MM66) could still be sub-cultured with continu-
ous EZH2 inhibition even though EZH2 inhibition resulted in clear growth retardation 
of OMM1 and MM66 cells. OMM2.5 was the only cell line tested whose growth was 
hardly affected by EZH2 inhibition, even after 40 days (Supplementary Fig. 1A).

Interestingly, two out of three BAP1-negative cells (MP38, MM28) completely stopped 
proliferating after 1 or 2 passages (Supplementary Fig. 1A). These data slightly hint 
towards a higher efficacy of EZH2 inhibition in BAP1-negative cells, although more 
BAP1-negative and positive cell lines need to be tested to confirm this result. However, 
supporting this possibility is that analysis of TCGA data indicates that EZH2 mRNA 
expression is significantly upregulated in UM samples with a deleted BAP1 allele 
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Figure 1. Eff ects of EZH2 inhibiti on on long-term growth of BAP1-positi ve and -negati ve uveal 
melanoma cell lines. (A) Time-course of four disti nct EZH2 inhibitors (Tazemetostat (T; 6 µM), 
EZP011989 (E; 6 µM), GSK503 (G; 6 µM), UNC1999 (U; 4 µM) and control (DMSO-treated) to in-
vesti gate kineti cs of H3K27me3 reducti on; USP7 expression is analysed to show equal loading. (B) 
Early and last data points of proliferati on assay of BAP1-positi ve (OMM1, OMM2.5 and MM66) 
and BAP1-negati ve (MM28, MP38 and MP46) uveal melanoma (UM) cells cultured in duplicate in 
the conti nuous presence of EZH2 inhibitors (2 µM Tzms (Tazemetostat) or 3 µM EPZ (EZP011989)). 
When DMSO treated cells reached 80-90% confl uency the cells from all wells/conditi ons were 
trypsinized and counted and re-seeded with the same initi al density to conti nue the assay.
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(Supplementary Fig. 1B) [21]. No such upregulation was found for SUZ12 expression, 
another member of the PRC2 complex, showing that the EZH2 upregulation was 
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Figure 2. Synergistic effects of combined EZH2- and HDAC inhibition on uveal melanoma. (A) 
Indicated cell lines were treated with 4 distinct EZH2 inhibitors, Tazemetostat (Tzms; 4 µM), GSK 
(GSK503; 4 µM), EZP011989 (EPZ; 4 µM for MM28, MP65 and MM66; 6 µM for MP38, MP46, 
OMM1 and OMM2.5), UNC1999 (UNC; 1 µM for MM28, MP65, OMM1, OMM2.5 and MM66; 4 
µM for MP38 and MP46) or DMSO, the HDAC inhibitor Quisinostat or by a combination. Asterisk 
(*) indicates significant differences (p ≤ 0.05) between Quisinostat-treated and the combined 
treated cells. (B) Excess over Bliss values were calculated to determine synergism.[39]
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not due to a general increase of all members of PRC2. In accordance with previous 
observations for mesothelioma cells [11], our results are supporting the argument 
that BAP1-negative UM cells are more sensitive to EZH2 inhibition, although the dif-
ferences are clearly less dramatic in UM compared to mesothelioma.

Synergistic effects of concurrent HDAC and EZH2 inhibition.
Due to the lack of a rapid onset of growth arrest, EZH2 inhibition most likely will not 
be effective as single treatment for metastatic UM patients. It has previously been 
shown that dual inhibition of EZH2 and HDACs strongly reduced tumor cell survival 
and, therefore, has an interesting therapeutic potential [22-24]. For this reason we 
tested the broad spectrum HDAC inhibitor Quisinostat (JNJ-26481585), with known 
pre- and clinical effects in (uveal) melanoma cells and patients [25-27], in combination 
with four distinct EZH2 inhibitors. As mentioned before, EZH2 inhibition did not or 
hardly affect UM survival after an incubation of 5 days (Fig. 2A). Even so, all EZH2 
inhibitors clearly enhanced the growth inhibition by Quisinostat in a synergistic man-
ner in most cell lines (Excess over Bliss values >2) (Fig. 2A and B).

Combinatory inhibition of HDAC and EZH2 induces uveal melanoma cell 
death.
Analysis of protein lysates of tested cell lines showed a marked increase in H3K9/14-
acetylation and a decrease of K27 tri-methylation upon Quisinostat or Tazemetostat, 
respectively (Fig. 3A). These changes in epigenetic markers show that both compounds 
efficiently affect activity of their designated target proteins. In most cell lines the com-
bination stimulated cell death by apoptosis as indicated by increased PARP cleavage 
(Fig. 3A). Only MM66 did not show an increase in PARP cleavage in the combination 
compared to single Quisinostat treatment. MM28 hardly showed any PARP cleavage, 
suggesting resistance to apoptosis induction (Fig. 3A). Combination of Quisinostat 
with GSK503 yielded similar results in four cell lines tested (data not shown). Surpris-
ingly, in both MM28 and MM66 the changes in epigenetic markers clearly indicate 
EZH2 and HDAC inhibition upon drug treatment, rendering the lack of synergism not 
due to inefficient target inhibition but to not yet identified differences between these 
cell lines. To verify increased cell death by the combined treatment, flow cytometry 
analyses have been performed. As expected, both EZH2 inhibitors Tazemetostat and 
GSK503 hardly affected the cell cycle profile correlating with the lack of effect on cell 
proliferation (Fig. 3B). Quisinostat on the other hand elicited a clear G1 phase cell 
cycle arrest, in accordance with our earlier and previous studies with other HDAC 
inhibitors [27, 28]. Importantly, combined treatment increased the fraction of subG1 
cells in most cell lines (Fig. 3B), in agreement with the PARP cleavage analyses. As with 
the previous experiments hardly any differences were found between the single treat-
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ments and the combined-treated MM66 cells although a slightly increased subG1 
phase is found in the Quisinostat/GSK503 combination.

To find an explanation for the increased cell death upon combinatory treatment ex-
pression of a number of genes involved in apoptosis was investigated, i.e. BIM, NOXA 
and Survivin.

These genes were chosen because it had been shown that BIM expression is strongly 
increased by combined HDAC and EZH2 inhibition [29] and both NOXA and Survivin 
have been reported to be responsive to HDAC inhibition [30, 31]. Indeed, Quisinostat 
is strongly increasing the mRNA levels of BIM and NOXA and in combination with EZH2-
inhibition by Tazemetostat the levels are further enhanced, although this increase is 
not always statistically significant (Supplementary Fig 2). BIM protein levels were also 
investigated and indeed in most cell lines the combined Quisinostat/Tazemetostat 
treatment resulted in further increase in BIM levels (Figure 3A). As reported, HDAC 
inhibition strongly downregulates the expression of Survivin, which is not affected by 
addition of Tazemetostat. Since several reports that HDAC inhibition increases levels 
of FOXO proteins and the BIM gene is a known FOXO target, we investigated the ex-
pression of FOXO1, FOXO3 and FOXO4 mRNA. Also in these tested UM cell lines HDAC 
inhibition increased FOXO1 and FOXO3 mRNA levels and in 2/3 cell lines the increase 
is enhanced by concomitant EZH2 inhibition (Supplementary Fig 2). FOXO4 mRNA 
levels were also increased upon HDAC inhibition in all UM cell lines tested, although 
less prominent, and was not further enhanced when HDAC and EZH2 inhibition was 
combined.

Thus, EZH2 inhibitors do not affect UM cell proliferation or survival at early time 
points but they still might sensitize UM cells for other therapeutic interventions, as 
illustrated here by HDAC inhibition. These effects are likely to be mediated in part by 
the upregulation of FOXO transcription factors.

ac). Pro-apoptotic BIM protein levels and PARP cleavage were analysed as apoptotic markers 
and expression of vinculin was analysed to show equal loading. (B) Effects of EZH2 inhibition (T; 
Tazemetostat; 4 µM) and G; GSK503; 4 µM), HDAC inhibition (Q; Quisinostat; 40 nM) or combina-
tions on the cell cycle profiles of UM cells after 48 hours.
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Discussion

Despite ongoing developments with regard to novel therapeutic strategies to treat 
metastasized UM, no effective curative treatment is available. Typical for the onset of 
metastasis in UM is the loss of one chromosome 3 and inactivating mutations in the 
remaining BAP1 gene [10, 32]. These events result in the absence of BAP1 expression 
in 80-90% of the metastasized UM cases [10]. The observation that cells lacking BAP1 
expression would be more sensitive for EZH2 inhibition would, therefore, meet the 
need for a specific treatment of UM metastases. The data presented in this study 
suggest that UM cells are sensitive for EZH2 inhibition upon long-term treatment, 
seemingly in contrast to the conclusions drawn by Schoumacher et al.[19]. Same cell 
lines and partly the same compounds (Tazemetostat = EPZ6438) were used, but the 
apparent discrepancies can easily be explained by the long incubation time which 
EZH2 inhibitors need before affecting the cell growth. Furthermore, in general the 
BAP1-negative cells demonstrate a slightly more dramatic and faster response to 
EZH2 inhibition suggesting a potential enhancement of the treatment by BAP1 loss. 
This could be, at least partially, explained by the observation that BAP1-negative UM 
tumors tend to have higher EZH2 expression compared to BAP1-positive UM tumors.

Previous studies have already established the potency and interesting therapeutic 
potential of combined EZH2 and HDAC inhibition in various malignancies [22-24]. 
Moreover, HDAC inhibition as single treatment or in combination has already been 
demonstrated to be an interesting strategy for treating UM [27, 28, 33]. Although 
growth retardation by EZH2-inhibitors takes time, i.e. several replication rounds, at 
early time points EZH2-inhibition sensitizes the UM cells for HDAC inhibition. We 
show here for the first time that combined inhibition of EZH2 and HDAC results in a 
synergic reduction in UM cell growth. Underlying these synergistic effects most likely 
is the induction of cell death in the combinatory treated cells. In accordance with 
previous studies, results in this study show increased levels of pro-apoptotic BIM and 
NOXA upon dual inhibition of EZH2 and HDACs, correlating with increased FOXO1 and 
FOXO3 mRNA levels, potentially underlying the increase in cell death and the syner-
gism [29]. Although we cannot exclude additional pathways leading to the enhanced 
apoptosis, previous studies using HDAC inhibitors, including quisinostat, have shown 
that the increased cell death is at least partly dependent on the enhanced FOXO pro-
tein expression [34, 35]. Therefore, we propose that EZH2 inhibition in combination 
with other compounds, e.g. an HDAC inhibitor like Quisinostat, can provide a useful 
treatment alternative for metastasized UM.
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Methods

Cell culture growth and viability assays
The UM cell lines MEL202, OMM2.5 and OMM1 were cultured in a mixture of RPMI 
and DMEM-F12 (1:1 ratio), supplemented with 10% fetal calf serum (FCS). Cell lines 
OMM2.5 and MEL202 were kindly provided by B Ksander [36]. OMM1 cells were kind-
ly provided by GPM Luyten [37]. Establishment of the UM cell lines MM28, MM66, 
MP38, XMP46 and MP65 has been described [38] and these cells were maintained 
in IMDM containing 20% FCS. All media were supplemented with 100 U/ml penicillin 
and 100 µg/ml streptomycin. All cells were cultured in a humidified incubator at 37 
°C and 5% CO2.

For short term growth assay the cells were seeded in triplicate, in 96-well format and 
incubated for 5 days. Cell survival was determined via the Cell Titre-Blue Cell Viability 
assay (Promega, Fitchburg, WI, USA); fluorescence was measured in a microplate 
reader (Victor, Perkin Elmer, San Jose, CA, USA).

Tazemetostat, EPZ011989, GSK503, UNC1999 (all purchased from Selleck Chemicals, 
Houston, TX USA) and Quisinostat (Johnson and Johnson, New Brunswick, NJ, USA) 
were used at concentrations indicated in the figure legends.

Six UM cell lines were cultured in the continuous presence of EZH2 inhibitors (2 µM 
Tzms (Tazemetostat) or 3 µM EPZ (EZP011989)). Cell were seeded sparsely in a 6-well 
format, ranging from 5x104 to 1.2x105 cells/well, depending on the cell line. When 
the confluency reached 80-90% in the DMSO treated cells all conditions were counted 
in duplicate, using a Bűrker chamber, and re-seeded with the same initial density to 
continue the assay. Cells were provided with fresh medium/drugs every 2-3 days.

Western blot analysis
After incubation with drugs as indicated cells were harvested in Laemmli sample buffer. 
Bradford Ultra (Expedeon, San Diego, Ca USA) was used according to manufacturer’s 
protocol to determine protein concentrations. Equal protein amounts were separated 
using SDS-PAGE and blotted onto polyvinylidene fluoride transfer membranes (Mil-
lipore, Darmstadt, Germany). After blocking in TBST (10 mM Tris-HCl pH8.0, 150 mM 
NaCl, 0.2% Tween 20) containing 10% milk, membranes were incubated with the fol-
lowing primary antibodies diluted in TBST/5% BSA (H3K27me3 (39155, Active Motif, 
Carlsbad, CA, USA), USP7 (A300-033A, Bethyl Laboratories, Montgomery, TX, USA), 
PARP (9542, Cell Signalling Technology, Beverly, MA, USA), Ac-H3 (06-599, Millipore), 
BIM (2819, Cell Signalling Technology, Beverly, MA, USA) or Vinculin (hVIN-1/V9131, 
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Sigma-Aldrich, St Louis, MO, USA)) and appropriate HRP-conjugated secondary an-
tibodies (Jackson Laboratories, Bar Harbor, ME, USA). Bands were visualized using 
chemoluminescence and visualized by exposure to X-ray film.

Flow cytometry
Cells were harvested for cell cycle analysis by trypsinization, washed twice in PBS 
and fixed in ice cold 70% ethanol. After fixation, cells were washed in PBS containing 
2% FCS and resuspended in PBS containing 2% FCS, 50 µg/ml RNAse and 50 µg/ml 
propidium iodide (PI). Flow cytometry analysis was performed using the BD LSR II 
system (BD Biosciences, San Diego, CA, USA).

Quantitative PCR
MM28, MP38 and MP46 cell were incubated for 48 hours with 4 µM Tazemetostat, 40 
nM Quisinostat or a combination. The SV total RNA isolation kit (Promega, Fitchburg, 
WI, USA) was used to extract and purify RNA, from which cDNA was synthesized us-
ing the reverse transcriptase reaction mixture as indicated by Promega. SYBR green 
mix (Roche Diagnostics, Indianapolis, IN, USA) was used to perform qPCR in a C1000 
touch Thermal Cycler (Bio-Rad laboratories, Hercules, CA, USA). Relative expression of 
target BIM (Fw: CATCGCGGTATTCGGTTC and Rv: GCTTGCCATTGGTCTTTTT), NOXA (Fw: 
ACTGTTCGTGTTCAGCTC and Rv: GTAGCACACTCGACTTCC), Survivin (Fw: AGCCCTTTCT-
CAAGGACCA and Rv: CAGCTCCTTGAAGCAGAAGAA), FOXO1 (Fw: ATGTGTTGCCCAAC-
CAAAGC and Rv: TGCTTCTCTCAGTTCCTGCTG), FOXO3 (Fw: GCGTGCCCTACTTCAAGGAT 
and Rv: GCTCTTGCCAGTTCCCTCAT) and FOXO4 (Fw: TGCCCAGATCTACGAGTGGA and 
Rv: GGGTTCAGCATCCACCAAGA) was determined corrected for the housekeeping 
genes CAPNS1 (Fw: ATGGTTTTGGCATTGACACATG and Rv: GCTTGCCTGTGGTGTCGC), 
RPS11 (Fw: AAGCAGCCGACCATCTTTCA and Rv: CGGGAGCTTCTCCTTGCC) and SRPR 
(Fw: CATTGCTTTTGCACGTAACCAA and Rv: ATTGTCTTGCATGCGGCC). Per cell line the 
average relative expression was determined by setting the untreated at 1.

Statistical analysis

To determine significance of changes between two groups a student’s t-test was used. 
P values of 0.05 or lower were considered to be significant.
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Supplementary figure 1. Effects of EZH2 inhibition on long-term and in combination with HDAC 
inhibition on BAP1-positive and -negative uveal melanoma cell lines. (A) Extended version of Fig. 
1B, showing all time points at which control reached 80-90% confluency and the relative cell sur-
vival in the corresponding EZH2 inhibitor treated cells was determined. Long-term growth assays 
were stopped when cells no longer proliferate or after 40-45 days. (B) Comparison of EZH2 and 
SUZ12 expression between UM tumors with diploid or a shallow deleted BAP1.[21]
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Supplementary figure 2. Effects of combined EZH2 and HDAC inhibition on BIM, NOXA, Survivin, 
FOXO1, FOXO3 and FOXO4 mRNA levels. Normalized relative expression of BIM and NOXA upon 
48 hours incubation of 4 µM Tazemetostat (Tzms), 40 nM Quisinostat (Q) or combined. Hashtag 
(#) indicates significant differences between vehicle and Tazemetostat or Quisinostat treated 
samples. Asterisk (*) indicates significant differences between the combined treated samples 
compared to both single treatments.






