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Abstract Histone post-translational modifications include methylation at N-terminal
of histone tails. Such modifications play important roles in many biological processes
through divergent transcription activities. Recently, aberrant histone modifications
have been shown to contribute significantly towards many diseases, notably cancer.
Here, we summarize the known drivers leading to misregulation of DNA and histone
methylation in cancer, and current therapeutic options to counter these aberrations.
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1 Introduction

The advent of next-generation sequencing has substantially accelerated drug devel-
opment towards targeted therapeutics. Early drug target discovery tends to focus on
mutated kinases [1, 2]. For example, vemurafenib, a BRAF kinase inhibitor, is used
to treat metastatic melanoma patients harboring BRAF V600E mutation [3]. Despite
the profound anticancer effects of targeting activated kinase pathways, such benefit
is often temporary in a subset of patients with advanced solid tumors [4]. The lack
of durable response motivates the search for enzymes involved in other functional
roles such as epigenetics [5] and metabolism [6] as alternative drug targets.

Epigenetic modifications occur both at DNA and histone proteins. The amino
acid residues at the N-terminal histone tails are subjected to post-translational modi-
fication, such as methylation, acetylation, ubiquitination, phosphorylation and
SUMOylation [7, 8]. Recent studies have shown that notably, misregulation at his-
tone methylation leads to diseases including cancer. For example, enhancers show-
ing gain or loss of H3 lysine 4 mono methylation (H3K4mel) can clearly distinguish
between normal colon crypts and colorectal cancer [9]. Burgeoning research focus-
ing on epigenetic alterations in cancer have identified a collection of genes involved
in epigenetic programming with direct influence on chromatin structure and cell
identity [10]. These findings strongly suggest that the transformation of healthy
cells to cancer cells may be dependent on the underlying aberrant modifications at
histone level. Therefore, identifying drivers to such aberrant transformation may
provide new insights for therapeutics to treat cancer. In this chapter, we will sum-
marize the known drivers of aberrant histone methylation in cancer, and current
therapeutic strategies to counter aberrant histone methylation.

2 Regulators of Histone Methylation

Unlike the permanent DNA sequences, histone methylation is a highly dynamic
process. It is constantly written and erased by histone modifying enzymes (Table 2).
This dynamic process forms the basis of lineage specification during development
[11], imprinting [12, 13] and disease state. The resulting histone code, containing
“on” and “off” signals, is then interpreted by histone readers who can dock on the
histone modifications and recruit other co-factors.

Histone can be methylated at lysine, arginine and rarely histidine. Well-characterized
sites of lysine methylation include H3K4, H3K9, H3K20, H3K27, H3K36 and H3K79.
Each lysine can exist as unmethylated (me0), monomethylated (mel) [14], dimethyl-
ated (me2) [15] and trimethylated (me3) [16]. Arginine residues are commonly modi-
fied at H3R2, H3R8, H3R17, and H4R3. Arginine residues exist as unmethylated
(me0), monomethylated (mel) [17], symmetrically dimethylated (me2s) and asym-
metrically dimethylated [18]. Symmetrically dimethylated arginines have a single
methyl group on two different nitrogens whereas asymmetrically dimethylated argi-
nines have two methyl group on a single nitrogen. It is estimated that approximately 2%
of the arginine residues are methylated in total nuclear proteins of rat liver cells [19].
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The different positions of lysine methylation can be associated with vastly divergent
transcription activity. In general, H3K4me3 is associated with transcriptional activa-
tion. H3K4me3 is thought to be causal for transcriptional activation because TAF3, a
subunit of the basal transcription factor TFIID, directly binds to the H3K4me3 [20].
TFIID mediates formation of preinitiation complex assembly for transcription [21]. In
contrast, H3K27me3 is associated with transcriptional silencing [22]. The EZH2 sub-
unit of the transcriptional repressor polycomb repressive complex (PRC) [23] cata-
lyzes the methylation of H3K27 which in turn recruits PRC through the EED subunit
and stimulates its methyltransferase activity in a positive feedback loop [24]. Similarly,
H3KO9me3 is also associated with transcriptional repression because it serves as the
binding site for heterochromatin protein (HP1) which compacts the chromatin [25].
H3K36me3 is enriched in transcriptionally active regions as its level is sharply elevated
after transcription start sites [26, 27]. However, in some other regions, such as the
repressed Snurf~Snrpn locus, H3K36me3 is not associated with transcription activity
but associated with heterochromatin [28]. H3K79 is associated with both silencing and
active transcription. It regulates telomeric silencing and is thus tightly regulated during
cell cycle [29]. At the same time, H3K79 methylation is associated with active tran-
scription and correlates with euchromatin [30, 31], likely through inhibiting the non-
specific binding of the repressive Sir proteins [32].

In terms of arginine residues, activating marks are H3R8me2a, H3R17me2a and
H4R3me?2a [33]. H4R3me2a deposited by arginine methyltransferase 1 (PRMT1)
promotes transcriptional activation by enhancing lysine acetylation by P300 [33].
Another arginine methyltransferase member, Coactivator-associated arginine meth-
yltransferase 1 (CARM1), enhances transcriptional activation by nuclear receptors
[34] and it catalyzes the methylation of H3R2, H3R17 and H3R26 [35]. Repressive
marks are H4R3me2s, H3R2me2s and H3R8me2s and H3R2me?2a. Lysine methyla-
tion and arginine methylation can have antagonistic roles: H3R2me?2a deposited by
PRMTG6 exerts its repressive role by abrogating H3K4 methylation by mixed lineage
leukaemia (MLL) complex [36, 37]. Conversely, H3K4me3 also prevents H3R2
methylation by PRMT®6 [36, 37].

Different histone modifications mark chromatin states. H3K4me3 marks are gen-
erally associated with promoters [38]; H3K4mel with enhancers [38] and
H3K36me3 with transcribed regions [22]. Chromatin states also vary with develop-
mental stage. Embryonic stem (ES) cells have the most permissive chromatin state,
but transition to a more restrictive state by gaining H3K27me3 as ES cells differen-
tiate into embryoid bodies, to neural progenitors and finally to differentiated neu-
rons [39]. Large scale chromatin maps showed that chromatin states defined by
combination of histone modifications can distinguish between various cell types. In
particular, enhancers mark, H3K4mel, is the most tissue-specific [39—41].
Hierarchical clustering using H3K4mel can group cell types of similar origin, for
example, haemotopoietic stem cells, B cells, T cells, monocytes fall under the same
module [41]. Therefore, histone modifications mark cis-regulatory regions that con-
tain lineage-specific genes. Finally, in cancer, clusters of enhancers called super-
enhancers [42] or stretch enhancers [43], are located near key oncogenes, further
illustrating the fact that histone modifications play integral roles to the regulation of
key master regulators.
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2.1 Writers

The majority of lysine methyltransferases contain the highly conserved SET
domain. SET domains bind to donor S-Adenosyl-L-Methionine (SAM) and lysine
substrate on opposite faces, and catalyze the transfer of methyl group through the
methyltransfer pore [44]. Lysine methylation at multiple histone positions is per-
formed by SET domain-containing histone methyltransferases. MLL family of pro-
teins methylate H3K4 [45]. SUV39H1 [46] and G9a [47] can both methylate H3KO.
EZH2 catalyzes the formation of H3K27me3 [48-50]. KMT3B/NSDI1 primarily
dimethylates H3K36 [51, 52] and SETD2 is responsible for forming nearly all
transcription-dependent H3K36me3 [53]. Besides SET domain, another domain
capable of methyltransferase activity is the DOT1 domain. DOTI1L specifically
mono-, di, and tri-methylates H3K79 [29], and is found at the proximal transcribed
region of active genes [54].

For methylation of arginine residues, PRMTs use the same donor SAM as lysine
methylation. PRMT1, a transcriptional activator, is the major enzyme catalyzing the
active mark H4R3me2a which promotes subsequent histone acetylation by P300
recruitment [33, 55]. PRTMI is a component of the MLL complex and PRTM1-
MLL fusion promotes self-renewal of haematopoietic cells [56]. On the other hand,
PRMTS, usually acts as a transcriptional repressor, symmetrically dimethylating H3
and H4 to produce H4R3me2s and H3R8me2s respectively [57]. Because PRMTS
can repress tumor suppressors including the RB family, it is generally considered as
an oncogene [57].

2.2 Erasers

The most common domain found in histone demethylases is the JumonjiC (JmjC)
domain. In the presence of co-factors Fe (II) and alpha-ketoglutarate (a-KG), JmjC
domain undergoes oxidative demethylation reaction to produce hydroxylmethyl-
lysine, succinate and CO, [58]. Because of this dependency on a-KG, mutations
affecting TCA cycle enzymes IDHI and IDH?2 can deplete a-KG and subsequently
impair histone demethylation [59]. Stable transfection of mutant /DH resulted in
progressive accumulation of histone methylation, including H3K9. KDMS5A,
KDMS5B and KDMS5C are responsible for erasing tri-, di- and monomethylation
mark of H3K4 [60-63]. UTX and JMJD3 catalyze demethylation of H3K27me3/2
[64]. JHDM1 is the first JmjC-containing enzyme that has been shown to have
demethylation activity and its substrate is H3K36 [58]. JHDM2A specifically
demethylates mono- and dimethyl-H3K9, and its depletion led to H3K9 demethyl-
ation and transcriptional activation [65]. No known enzyme has been found to
demethylase H3K79.

Another domain capable of histone demethylation is amine oxidase, present in
KDMI1A/LSDI. The LSD1 can specifically demethylate H3K4mel and H3K4me2 in
a FAD (flavin adenine dinucleotide)-dependent oxidative reaction [66]. LSDI is
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unable to demethylate H3K4me3 because it requires a protonated nitrogen in the
substrates [66]. Because LSD1 removes methylation from H3K4, it acts as a transcrip-
tional repressor [66]. No demethylases have been found for arginine methylation.

2.3  Readers

The most common domain found in readers of methylated lysine is the plant home-
odomain (PHD domain). First discovered in ING2 tumor suppressor, the PHD
domain binds with increasingly affinity to methylated H3K4, with strongest asso-
ciation to H3K4me3, and no association with H3K4me0/1 [67]. It is thought that
PHD domain contributes to the tumor suppressive role of ING2 by stabilizing his-
tone deacetylase, mSin3a-HDACI, at promoters of proliferation genes [67]. At the
same time, it is also found that PHD domain is present in bromodomain and PHD
domain transcription factor (BPTF), the largest subunit of nucleosome remodeling
factor NURF, suggesting that NURF-mediated chromatin remodeling is directly
coupled to H3K4me3 [68, 69].

However, not all PHD domains have similar affinity of histone methyl lysines.
Unlike the PHD domain in ING2 and BPTF, PHD domain found in BHCS80 binds to
unmethylated H3K4. Interestingly, BHC80 influences LSD1 binding, and its deple-
tion leads to de-repression of LSD1 target genes [70].

PHD domains are also present in many histone writers, so there are many histone
writers that read. The MLL family of histone methyltransferases all contain multi-
ple PHD domains whose functions are not identical. For instance, the second PHD
domain of KMT2A and KMT2B shows E3 ubiquitin ligase activity whereas the
third PHD domain binds with the highest affinity to H3K4me3 and less to
H3K4mel/2 [71]. The recognition of its own mark suggests a positive feedback
system of histone methylation.

In terms of histone methylarginine, the transcriptional activator, TDRD3, reads
the active marks H3R17me2a and H4R3me2a using its Tudor domain [72].
Specifically, TDRD3 can distinguish between the asymmetrical, active mark
H4R3me?2a from the symmetrical, repressive mark H4R3me2s [72]. TDRD3 is a
transcriptional co-activator that binds to H4R3me2a and H3R17me2a located
upstream of transcriptional start sites.

3 Mechanism of Misregulation

Given the multi-faceted roles of histone modifiers in gene regulation, it is no surprise
that cancer hijacks them via diverse mechanisms: mutations, gene rearrangements
and misregulation of gene expression. The resulting change is often genome-wide,
affecting multiple gene targets and pathways.
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3.1 Mutations in the Catalytic Domains

Mutations in the catalytic domains of histone methyltransferases affect methylation
differently. The most common mutation residing within the SETD domain of EZH2,
Y646 (previously Y641), is a gain of the function mutation. EZH2 Y646 increases
global H3K27me3 levels because it displays enhanced catalytic activity towards
H3K27me2/3 whereas the wildtype EZH2 has the greatest affinity towards
H3K27me0/1 substrate [73]. Although EZH2 Y646F causes global increases of
H3K27me3, the gain of H3K27me3 is not monotonic across the genome, as some
loci exhibit a loss of H3K27me3 and increased transcription [74]. As a result, EZH?2
Y646F induces both repression and activation of polycomb target genes.

KMT2C/MLLS3 is frequently inactivated in a number of different cancers by inac-
tivating, truncating or even activating mutations [75-80]. The N4848S mutation
leads to a loss of the catalytic activity of MLL3, similar to frame shifts or other
inactivating mutations. In contrast, the Y4884 C mutation of MLL3 is a gain of func-
tion mutation as it adopts a higher catalytic activity towards H3K4mel than the
wildtype MLL3, in a manner highly analogous to EZH2 Y 646. Knockout of MLL2/3
globally decreases H3K4mel and H3K4me?2 levels in macrophages and HCT116
colon cancer cells [81]. Since MLL3 and MLL2 co-localize with markers of enhanc-
ers including H3K4mel, P300 binding and H3K27ac [81-83], perturbation of
enhancer landscape by inactivating mutations of MLL2/3 could contribute to
tumorigenesis.

Mutations can also target the catalytic domains of histone demethylases. The
Jumonji-C domain-containing KDM6A/UTX (demethylase of H3K27me3) [11, 64]
is a tumor suppressor frequently associated with inactivating mutations [84]. Ectopic
expression of UTX leads to a strong decrease of H3K27me3 levels and delocaliza-
tion of polycomb proteins [64, 84]. Conversely, knockdown of UTX by siRNA
decreases its occupancy at promoters of polycomb target genes, HOXAI3 and
HOXC(CH4, and brings about a concomitant increase in the levels of H3K27me2/3 at
these promoters [85]. It remains to be elucidated what is the genome-wide effect of
UTX depletion on H3K27me2/3 levels. Current evidence suggests that the loss of
UTX may be a reciprocal mechanism to EZH?2 gain, and both may lead to increasing
and redistributing H3K27me3 mark, and deregulating the transcription of polycomb
target genes.

Finally, chromatin readers can also be targeted by inactivating mutations that
abrogate their binding to histone marks. Four mutations targeting ING/ (C215,
N216S, V2181 and G221V) are either located within or near the H3K4me3 binding
site of the PHD finger [86]. The hotspot C215 mutation disrupts the three-
dimensional structure of the PHD finger and abolishes interaction with H3K4me3
[86]. Similarly, the other three mutations all decrease the affinity of the PHD finger
with H3K4me3.
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3.2 Gene Arrangement

Gene arrangement involving MLLI gene on chromosome band 11923 occurs fre-
quently in leukemia. The first form of gene rearrangement involves MLL gene
fusions [87-89], which occur in the 8.3 kb breakpoint cluster region (BCR) of the
MLL gene, between exons 8 and 12. The fusion forms include MLL-AF4, MLL-AF9,
MLL-AF10, MLL-AF17, MLL-AF5g31, MLL-ENL. What is common amongst these
fusion partners is that they all form stable complex with KMT4/DOTI1L, a histone
methyltransferase of H3K79 [90, 91]. MLL-AF9 binds to the promoters of target
genes and induces H3K79me?2 at the binding region. The increase in H3K79me2
induced by MLL-AF9 causes increased expression of direct targets including HoxA
[92] which are important for hematopoiesis. In addition to H3K79me?2, other active
marks including H3K4me3, H3K36me3 are also concomitantly elevated and the
repressive mark H3K27me3 is depleted [92]. Another important histone methyl-
transferase targeted by MLL-AF9 is LSD1 [93]. LSDI sustains the leukemia stem
cell potential of MLL-AF9 cells [93]. Knockdown of LSD1 increases the level of
H3K4me2 at MLL-AF9 bound genes, suggesting that expression of MLL-AF9 target
genes is dependent upon H3K4me?2 [93].

The second form of gene rearrangement involves partial tandem duplication of
MLL from exon 5 to 11/12 (MLL PTD) in the absence of a partner gene [94], found
in 5-10% of patients with acute myeloid leukemia (AML). In AML patients, MLL
PTD also co-occurs with the loss of MLL in the second allele [95]. MLL PTD dis-
plays activation of similar target genes as MLL fusions such as HoxA, but through
increased methylation of H3K4 [96].

Another gene fusion involves the chromatin reader, plant homeodomain (PHD)
finger 23 (PHF23) with nucleoporin 98-KDa (NUP98) [97]. NUP98 fuses with
either HOX or non-HOX partners. Interestingly, NUP9S-PHF23 can also achieve
activation of HOX, but through binding to H3K4me3 regions spanning HOX genes.
The binding of NUP9S8-PHF23 to H3K4me3 is highly specific, occupying only
1.6% of total H3K4me3 regions, but it remains unknown how such specificity is
achieved [98]. In addition to fusing with the chromatin reader PHF23, NUP98 can
also fuse with NSD1, the methyltransferase of H3K36 in AML [99]. In a manner
similar to the MLL fusion and other NUP98 fusions, NUP98-NSD1 activates HoxA
and Meis proto-oncogenes by recruiting p300 (histone acetyl transferase) and sup-
pression of EZH2 [100].

3.3 Gene Deregulation

Overexpression of EZH? is an alternative but analogous mechanism to inactivating
mutations. While mutations of EZH2 mainly occurs in hematopoietic cancers includ-
ing diffuse large B-cell lymphoma and follicular lymphoma, EZH2 overexpression
can occur in a variety of solid cancers including prostate, breast, gastric, bladder,
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kidney, liver and ovarian [101-105]. Multiple transcription factors can stimulate
EZH?2 overexpression. MYC binds to EZH2 promoter and directly activates its tran-
scription [106]. Other transcription factors that cause EZH2 overexpression include
E2F [107], EWS-FLI1 fusion [108], SOX4 [109], and HIF1a [110].

Transcriptional upregulation of MLL1 and MLL2 can be induced by gain of
function (GOF) p53 mutants. R273H p53 mutant, but not wildtype p53, binds at the
promoter of MLLI and MLL2 [111]. GOF p53 results in slight elevation in the
global levels of H3K4me3, including regions around the hoxa gene cluster [111].
The oncogenic role of GOF p53 mutant is dependent on MLL1 expression [111].

Another example of overexpressed histone reader is PRMTS, found in leukemia,
lymphoma [57], lung, gastric cancer [112] and glioblastoma [113]. PRMTS5 can be
directly upregulated by MYC [114] which physically associates with PRMTS and
stimulate H4R4me2s [115]. This implies that gene misregulation of chromatin mod-
ifiers often stem from mutations in classic oncogenes or tumor suppressors.

4 How do Changes in Histone Methylation Lead
to Oncogenesis?

4.1 Activation of Developmental Master Regulators

Various mutational changes and gene rearrangements converge to activate develop-
mentally important master regulators. Often expressed in progenitor cells, these
factors are essential for maintaining stemness during development but are turned off
in differentiated cells. However, deregulated histone modifiers often re-activate
these developmental regulators, thus contributing to tumorigenesis.

In vivo mouse model shows that Hoxa9 can collaborate with meisla to induce
AML in less than 3 months [116]. DOTIL induced by MLL fusion is targeted to
hoxa9 [91], and the presence of DOT1L resulted in enhanced H3K79me2 at HoxA
clusters and Meis1 [92]. Another translocation mentioned earlier, NUP98-PHF23
fusion, also caused overexpression of Hoxa and Hoxb cluster. AML-derived myelo-
blastic cells with NUP98-PHF23 demonstrate both enrichment of H3K4me3 and
depletion of H3K27me3 across the Hoxa, Hoxb and Meis loci [98]. Similarly, EZH?2
Y641F causes a re-distribution of H3K27me3. Even though the global level of
H3K27me3 is elevated, this repressive mark is depleted from Hoxc cluster and
Meisl which are densely covered with H3K27me3 in normal B cells [74]. The
liberation of the repressive H3K27me3 from developmental regulators causes their
overexpression and contributes to tumorigenesis.
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4.2 Suppression of Tumor Suppressors

The redistribution of histone mark can simultaneously activate oncogenes and
repress tumor suppressors. The tumor suppressor Ink4a/Arf locus is epigenetically
silenced in leukemia-initiating cells by strong enrichment of H3K27me3 [117].
Ezh2 knockout decreases H3K27me3 at Ink4a-Arf locus, implying that Ezh2 is
required to maintain H3K27me3 and repression of the /Ink4a/Arflocus [118].

Another important group of tumor suppressors inactivated by histone methyla-
tion is the retinoblastoma protein (RB family). PRMTS5 recruitment to the promoters
of RB, RBLI and RBL?2 is increased 3—4.7-fold, 4-9.5-fold and 3-5.2-fold respec-
tively in transformed lymphoid cell lines compared to that of normal B cells [57].
The increase in PRMTS recruitment results in corresponding enrichment of the
repressive marks, H3R8me2s and H4R3me2s, that suppress the mRNA levels of the
RB tumor suppressor genes [57].

An example of a histone demethylase that contributes to suppression of tumor
suppressor is the H3K4 demethylase KDMS5B/PLU-1. Its recruitment and resulting
depletion of H3K4me3 mark represses tumor suppressors including BRCAI, there-
fore its overexpression can contribute to breast cancer cell proliferation [63].

4.3 Splicing Defects

Besides marking transcriptionally active regions, H3K36me3 also plays an impor-
tant role in safeguarding splicing fidelity. H3K36me3 recruits polypyrimidine tract—
binding protein (PTB) which results in exon silencing [119]. Truncating mutations
of SETD2 in ccRCC result in a global loss of H3K36me3 [120]. H3K36me3-
deficient ccRCCs display a drastic increase in intron retention, affecting 95% of the
transcripts [120]. Other defects in exon utilization, start and termination site usage
were also observed [120]. The most affected genes include tumor suppressors,
genes in the DNA repair pathway and cell cycle regulators [120].

4.4 Genomic Instability

Histone modifications may also influence genomic instability even though the exact
mechanism is not completely well understood. SETD2 loss has also been associated
with genomic instability. Even though the main cause of genomic instability due to
SETD?2 depletion may be a result of decreased methylation in microtubules, a non-
histone substrate [121], it is also observed that chromosomal breakpoints are located
away from H3K36me3 [122]. SETD?2 loss decreases nucleosomal occupancy and
increases sensitivity to micrococcal nuclease, suggesting that SETD?2 plays a role in
maintaining nucleosome stabilization and coordination of DNA repair [122].
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Another histone modifying enzyme that safeguards genomic stability is MLL2.
Tumor cells with MLL2 knockout had higher levels of sister chromatid exchange
compared with the two control cell lines [123]. Deletion of SET domain alone mim-
ics the genomic instability seen in MLL2 knockouts, indicating that the catalytic
domain is necessary for maintaining genomic stability [123]. However intriguingly,
MLL? deficient cells do not display differential H3K4 levels compared to MLL2
wildtype at mutated genes since MLL2 mutation predominantly affects H3K4 meth-
ylation at enhancers [123]. Therefore, the connection between histone methylation
and genomic instability remains to be elucidated.

5 Histone Methyltransferase/Demethylase Inhibitors
as Treatment in Cancer

Unlike genetic abnormalities, epigenetic alteration are reversible, enabling restora-
tion of original function in cells showing disease phenotypes without altering the
DNA sequences [124, 125]. Taken together, such findings has fueled immense inter-
est in using chromatin-associated proteins as anticancer drug targets.

Indeed, several epigenetic inhibitors have been approved by the Food and Drug
Administration (FDA). These approved drugs include azacitidine (5-azacytidine)
and decitabine (5-aza-2’-deoxycytidine) as DNA methyltransferase (DNMT) inhib-
itors; suberoylanilide hydroxamic acid (SAHA) romidepsin (depsipeptide or
FK228) as histone deacetylase (HDAC) inhibitors. On the other hand, since inhibi-
tors of lysine methyltransferases (KMT) and demethylases (KDM) have been
recently discovered, many of them are still in (pre-) clinical development (see
Table 1 for a list of inhibitors and their drug development stage). Interestingly, the
utility of such inhibitors in academic research demonstrated promising results in
treating cancer with KMT/KDM inhibitors. Given the increasing importance of
these compounds in cancer, pharmaceutical companies strive to develop more epi-
genetic drugs through collaborative discovery and development. Recently, Merck
Sharp & Dohme (MSD) initiated collaboration with Cancer Research Technology
to develop a portfolio of inhibitors of protein arginine methyltransferase 5 (PRMTS5)
for treatment of blood cancers. Other pharmaceutical companies developing PRMT
inhibitors include Epizyme and GlaxoSmithKline [157]. Business acquisition of
EpiTherapeutics by Gilead Sciences, and Quanticel Pharmaceuticals by Celgene
Corporations further suggest the immense interest of pharmaceutical giants in epi-
genetic drugs. In essence, inhibitors targeting histone methylases/demethylases
may render a previously-untapped reservoir of cancer therapeutic interventions.

Here, we highlight the clinical development of selected pharmacological inhibi-
tors targeting histone methyltransferases and demethylases. Anti-tumour effects fol-
lowed by treatment with inhibitors are also briefly discussed.
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Table 1 A list of methyltransferases and demethylases, and

corresponding substrates and

inhibitors
Enzyme Substrate Inhibitor Reference
KMTI1C/EHMT2/G9a | H3K9, BIX-01294 [126]
KMTI1D/EHMT1/ H1.2K187, UNC0642 [127]
GLP H1.4K26 A-366 [128]
BRD9539 [129]
UNCO0224 [130]
KDMS5A H3K4 EPT-103182 [131]
KDMS5B/JARID1B
KDMS5C/JARIDI1C
KDMS5D
KDMIA/LSD1 H3K4, H3K9 | Tranylcypromine [132]
ORY-1001 [131]
GSK2879552 [133], NCT02177812,
NCT02034123
EZH2 H3K27 GSK126 [134], NCT02082977
GSK343 [135]
EPZ005687 [136]
EPZ-6438 [137], NCT02601950,
EIl NCTO01897571,
UNC1999 NCT02889523
JQEZ5 [138]
[139]
[140]
KDM6A/UTX H3K27 GSK-J1 [141]
KDMG6B/IMID3 H3K27 GSK-J1 [141]
GSKJ4 [142]
KMT3C/SMYD2 H3K36 AZ505 [143]
KDM4A H3K36 C-4 [144]
DOTIL H3K79 EPZ-5676 [145], NCT02141828
EPZ004777 [146]
SGC0946 [147]
PRMT1 H4R3 AMI-1, AMI-8 [148]
allantodapsone [149]
compound 6 [150]
DCLXO069, [151]
DCLX078 [152]
MHI-21 [153]
E84 [149]
Stilbamidine
PRMT3 RPS2, p53 14u [154]
PRMT4/CARM1 H3R17 17b [155]
MethylGene [156]
PRMTS5 H3R8 GSK3326595 NCT02783300

Inhibitors that are tested in ongoing clinical trials are indicated by the identifiers starting “NCT”
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5.1 EZH?2 Inhibitors

As mentioned in the previous section, EZH?2 is a histone-lysine N-methyltransferase
enzyme that methylates H3K27, and thus has repressive effect on gene expression.
Studies have shown that EZH2 overexpression associates with cancer development
and poor prognosis in human cancer, including lymphoma, breast, prostate, kidney
and lung [77, 158-161]. Therefore, inhibiting EZH2 could be an important thera-
peutic intervention.

Recent studies have revealed an array of small molecule inhibitors targeting
EZH?2 (Table 2). Amongst these inhibitors, 3-Deazaneplanocin A (DZNep) was pre-
viously reported as a SAH-hydrolase inhibitor, acting as an indirect EZH2 inhibitor
[188, 189]. It is also a derivative of the antibiotic neplanocin-A. Despite indirect
inhibition, DZNep was shown to induce apoptosis in cancer by reactivating PRC2
target genes [188].

There are also inhibitors imposing direct inhibition on EZH2, such as GSK126
and EPZ005687 leading to global decrease of H3K27me3 and also reactivation of
silenced PRC2 target genes in haematological cancers, including diffuse large
B-cell lymphoma (DLBCL) [134] and non-Hodgkin’s lymphoma [190]. Since acti-
vating mutations in EZH2 were reported in DLBCL and follicular lymphoma [75,
77,191-193], inhibitors were designed to be specific to EZH2 mutants. Specifically,
GSK126 (GlaxoSmithKline) effectively inhibited the proliferation of EZH2 mutant
DLBCL cell lines as well as xenografts in mice [134]. EPZ005687 (Epizyme)
enables apoptotic cell killing in heterozygous Y641 or A677 mutant cells with non-
Hodgkin’s lymphoma [136]. Treatment with UNC1999 also selectively killed
DLBCL cell lines harboring the EZH2Y!N mutant [139]. EI1 (Novartis) showed
reduced proliferation, cell cycle arrest and apoptosis in DLBCL cells carrying the
Y641 mutations.

Unlike DLBCL and NHL, EZH2 is often overexpressed but not mutated in solid
tumors. Inhibition of EZH2 in solid tumors has not been studied as extensively as in
haematological cancers. This raises an important problem whether existing EZH2
inhibitors are able to inhibit the expression carrying wild type EZH2. To address
this concern, a previous study conducted on three-dimensional culture of epithelial
ovarian cancer shows that the tumor culture is sensitive to EZH2 methyltransferase
inhibition by GSK343 [135]. The inhibition results in suppression of cell growth
and invasion, and induction of apoptosis. Additionally, treatment of non-small cell
lung carcinoma with genetically engineered mouse models using JQEZS promotes
regression of these tumors [140], and EPZ-6438 treatment in malignant rhabdoid
tumors with mutated SMARCB1 caused apoptosis and differentiation [137]. In gen-
eral, most of the EZH2 inhibitors show effect in cancer cells with mutant and wild
type EZH2, but with a few exceptions. For example, EPZ005687 is effective in tar-
geting cells carrying EZH2 mutant, but its effect on the proliferation of NHL cells
with wild type EZH?2 is minimal [136]. It is also worth noting that the kinetics of
H3K27me3 turnover is slow, therefore prolonged EZH?2 inhibition for several days
is required to reduce tri-methylation of H3 lysine 27 and alter the transcriptional
program in cancer cells [194].
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5.2 DOTIL Inhibitors

As discussed in the previous section, misregulation of DOT1L, a H3K79 methyl-
transferase, may serve as a potential oncogenic driver in leukaemia with MLL-
fusion proteins [91]. Therefore, pharmacological inhibition of DOTIL may treat
patients suffering from leukaemia.

Most DOTL1 inhibitors are SAM competitive inhibitors. Analysis of structure-
activity relationships and co-crystal structures design principles using S-Adenosyl-
L-Homocysteine (SAH), the demethylated form of SAM, [195] is used to identify
small molecules targeting DOTIL catalytic activity. The first compound,
EPZ004777, is a potent and highly selective DOT1L aminonucleoside inhibitor
[146]. It competes with the universal methyl donor for binding to the DOTI1L’s
active site. Previous studies showed that the compound exhibited cell-killing effect
in murine myeloid progenitors and human AML cells harbouring MLL rearrange-
ment [145-147, 196, 197]. The treatment with EPZ004777 led to dosage-dependent
global depletion of H3K79 methylation [146]. However, such response to the inhib-
itor was only observed in primary AML cells with both wild type MLL and
IDH1/IDH?2 mutations [198]. Primary AML cells with wild type MLL alone dem-
onstrated limited antitumor effect [145-147, 196, 197].

EPZ-5676, an alternative DOT 1L inhibitor with improved pharmacokinetics was
demonstrated to activate apoptosis in MLL-translocated leukemia cell lines in a
time- and dosage-dependent manner. Continuous infusion is necessary to achieve
maximal efficacy. For example, complete regression of MV4-11 subcutaneous
xenograft tumors in rats was observed after 21 days of continuous infusion of EPZ-
5676. Similar to EPZ004777, treatment with the compound is also associated with
depletion of H3K79me? in the tumor [145]. Currently, EPZ-5676 is at phase I clini-
cal trial targeting AML patients with MLL-rearrangement (http://clinicaltrials.gov).

Taken together, the results showed that the aminonucleoside DOT1L inhibitors
show favorable pre-clinical outcome, including improved survival in rats (MV4-11
subcutaneous xenograft model) and treatment response. Such achievement should
motivate more drug development and optimization to address some of the limita-
tions including insignificant oral bioavailability [199].

5.3 PRMT Inhibitors

Protein arginine methyltransferases (PRMT) have been identified as coactivators for
nuclear hormone receptors [34, 200]. Misregulation of PRMT is associated with
development in multiple diseases, notably cancer. Specifically, PRMT was found to
be overexpressed in a wide range of cancers, including breast, prostate, lung, blad-
der and leukaemia [201]. Furthermore, aberrant activation of different PRMT iso-
forms, which have distinct functional role were also implicated in cancer [202-204].
Taken together, these findings motivated drug discovery effort in identifying lead
compounds targeting specifically for one particular isoform enzyme.
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A series of compounds were identified as PRMT1-specific inhibitors using vir-
tual and structure-based screening. AMI-1 and AMI-8 are among the earliest small
molecule inhibitors [148], followed by allantodapsone [149]. A newer inhibitor of
PRMT1, compound 6 [150], showed improvement in the selectivity profile since it
is inactive to CARM1 and SET7/9. Compound 6 showed growth inhibition of breast
cancer cell line MCF-7a and prostate cancer cell line LNCaP [205]. It also showed
significant reduction in androgen-dependent transcription [205]. Treatment with
other compounds, such as DCLX069 and DCLX078, demonstrated reduced prolif-
eration rate by 40% in HepG2, MCF7 and leukemic monocyte cell line THP1 [151].
MHI-21 (compound 11) treatment on cervical cancer cell line HeLa caused cell
arrest in the S-phase and led to cell growth inhibition [152]. Another compound E84
was tested for cellular activity in three different hemotological cancer cell lines:
Meg01 (chronic myelogenous leukaemia), MOLM13 (AML) and HEL (erythroleu-
kemia) [153]. Notably, the compound repressed cell proliferation and associated
with depletion in global cellular methylation after 24 h treatment. The methylation-
depleting effect is significant at 100 nM treatment for Meg0O1 and MOLM13 cells.
Stilbamidine (compound 13) shows better activity than AMI-1 on reducing the tran-
scription activation of an estrogen-dependent gene in MCF-7-2a cells [149]. In
short, these drug treatments in vitro delivered promising results, but more studies
are needed to bring these compounds further to clinical testing.

Overexpression of PRMT4/CARMI1 was reported in hormone-dependent cancer
[206, 207]. For example, CARM1 expression associates with androgen-dependent
transcription in prostate carcinoma. It also promotes tumour progression in androgen-
independent prostate cancer [208]. Besides prostate cancer, elevated CARM1 expres-
sion is also linked to high-grade breast cancer tumours. Interestingly, inhibition of
estrogen-dependent transcription, cell cycle progression and cancer cell growth were
observed in breast cancer cells with CARM1 mutant [200, 209]. Taken these findings
together suggest CARMI as a novel anti-cancer drug target. In this regard, several
pharmacological inhibitors, such as compounds by Methylgene [156], 17b by
Bristol-Myers Squibb [155, 210] and 7g [211] were synthesized. The compound, 7g
was tested in the prostate cancer cell line LNCaP, and showed a significant reduction
of the prostate-specific antigen promoter activity in a dose-dependent manner.
However, such treatment did not affect cancer cell viability [211].

5.4 LSD1/2 Inhibitors

Overexpression of LSDI, histone demethylase of H3K4mel/2 and H3K9mel/2 is
oncogenic in several cancers including leukaemia [93], colon [212], breast [213],
prostate [214] and liver [215]. For example, high expression of LSD1 was linked to
activation of epithelial-mesenchymal transition (EMT) and cancer progression in
estrogen receptor-negative tumors [213]. On the contrary, depleting LSD1 expres-
sion using small interfering (si) RNAs led to the suppression of proliferation in vari-
ous cancer cell lines [172]. Taken together, the LSD1 expression is important to
tumorigenesis, thus making it as an attractive target for therapeutic intervention.
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Tranylcypromine (TCP) is one of the firstly discovered KDM inhibitors.
Interestingly, it is initially used clinically to treat depression. Mechanistically, it is an
unselective compound that acts as an inhibitor of monoaminooxidase, and bonds to
the cofactor of FAD at the C-terminal end of LSD1 [216]. Although the treatment
with TCP showed anticancer effect in a mouse model [93], it also caused side-effects,
such as dizziness, drowsiness [217, 218] and drug-induced anaemia in mice [93]. In
light of these limitations, a more potent drug is desired. Treatment with ORY-1001,
a potent and selective LSD1 inhibitor designed by Oryzon, demonstrated the accu-
mulation of H3K4me?2 at LSDI target genes in a time- and dosage-dependent man-
ner. It also activates gene expression involving in differentiation in THP-1 cells with
MLL translocation (MLL-AF9). ORY-1001 treatment also shows reduced tumor
growth in rodent MV (4;11) xenograft [219]. Its rival, GlaxoSmithKline, also
reported a selective irreversible LSD1 inhibitor, GSK2879552, which is in a phase I
study in AML and in small cell lung cancer. The compound promotes differentiation
in AML cells. Treatment in SCLC and AML cells demonstrated a potent anti-prolif-
erative growth effect and favourable clinical outcome in mouse models [220].
Besides the irreversible inhibitor GSK2879552, GlaxoSmithKline also developed a
reversible LSD1 inhibitor, GSK690. Favorable clinical outcome after treatment
could be attributed to the underlying changes in epigenomic landscape in tumors,
both locally or globally. For example, a previous study showed that an elevated
enrichment of H3K4me?2 at gene promoters is associated with myeloid differentia-
tion after inhibiting LSD1 in AML [132]. Another study also demonstrated a global
increase of H3K4me2 and growth inhibition in breast cancer cells overexpressing
LSD1 after treating with pharmacologic inhibitors targeting amine oxidases [213].
Besides targeting the enzyme directly to repress demethylation activity at H3K4,
similar effect can be achieved through downregulating LSD1 expression by inhibit-
ing Sp1 with pan-HDAC inhibitor (HDI) treatment [221].

Despite promising therapeutics effect, these preclinical studies largely focused
on the treatment in haematological cancer. More studies using solid tumor samples
should be conducted in future to attest the benefit of LSD1 inhibitors in a wider
spectrum of cancer. Given the dual capability of LSD1 in activating and repressing
different sets of gene through modification of H3K4 and H3K9, the design of thera-
peutic strategies for targeting LSD1 should account for its multifaceted actions.

JMIJC demethylases are another class of lysine demethylase. However, unlike
LSD1 inhibitors, clinical candidates targeting JMJC domain-containing demethyl-
ases are still lacking. The drug development process is hindered by two factors: (1)
high structural similarity of JMJC members, thus causing poor selectivity, and (2)
poor cellular permeability of the inhibitors. To address this concern, selective phar-
macological intervention across the JMJ family has been achieved by designing
small-molecule inhibitors [141]. For example, EPT-103182 (EpiTherapeutics) tar-
geting KDMS5SB/JARID1B showed anti-proliferative growth effect in cancer lines as
well as in xenograft model [131]. GlaxoSmithKline also reported another compound,
GSKIJ1/4 targeting KDM6 [141]. It induced cell death and caused loss of self-
renewal and tumor-initiating capacity in ovarian cancer cell lines [142]. Studies to
date have covered only a subset of lysine demethylases. Other lysine demethylases
such H3K79 demethylase remain unknown, which might be distinct from existing
classes of histone demethylase [222].
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6 Application of Combined Epigenetic Therapies with Other
Cancer Treatments

In the previous section, we have discussed the application of single agent alone
leading to antitumor effect. However, combining epigenetic therapies with other
cancer treatments has become an emerging trend. Recent reports have demonstrated
that combining epigenetic therapies with other treatment exerts synergistic activity
and yields significantly improved clinical outcome in AML. For example, the
engraftment of primary AML cells in vivo in the NOD/SCID-IL-2receptor-y-
deficient (NSG) mice diminished after co-treatment with the LSD1 inhibitor tranyl-
cypromine (TCP) and all-trans-retinoic acid [132]. Interestingly, a recent study
using the combined therapy using a very potent LSD1 inhibitor (SP2509) and a
pan-HDAC inhibitor (panobinostat) yielded synergistic lethal effect against cul-
tured and primary AML [223]. Such co-treatment also demonstrated more superior
survival outcome in mice engrafted with the human AML cells. There is also evi-
dence that EPZ-5676, a DOT1L inhibitor shows synergistic anti-proliferative activ-
ity with standard agents (cytarabine and daunorubicin) in the treatment of patients
with AML [224]. Combined therapies with all-trans retinoic acid (ATRA) differen-
tiation therapy with KDM1A inhibition also show potent anti-leukemic effect [132].
Such combination could sensitize otherwise ATRA-insensitive cells towards differ-
entiation. In summary, these findings highlight the importance and potential appli-
cation of combined therapies with standard cancer treatments.
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