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Simple Summary: The expression of Euchromatin histone lysine methyltransferase 1 and 2 (EHMT1/2)
is deregulated in many cancers. Most studies thus far have focused on the downstream targets and
pathways regulated by EHMTs. However, the mechanisms that lead to their deregulated expression,
and the interacting proteins that could impact EHMT activity are not well understood. In this review,
we summarize our current understanding of the upstream regulators and the interactors that provide
alternative therapeutic approaches to tackle EHMT driven malignancies.

Abstract: Euchromatin histone lysine methyltransferases (EHMTs) are epigenetic regulators responsi-
ble for silencing gene transcription by catalyzing H3K9 dimethylation. Dysregulation of EHMT1/2
has been reported in multiple cancers and is associated with poor clinical outcomes. Although
substantial insights have been gleaned into the downstream targets and pathways regulated by
EHMT1/2, few studies have uncovered mechanisms responsible for their dysregulated expression.
Moreover, EHMT1/2 interacting partners, which can influence their function and, therefore, the
expression of target genes, have not been extensively explored. As none of the currently available
EHMT inhibitors have made it past clinical trials, understanding upstream regulators and EHMT pro-
tein complexes may provide unique insights into novel therapeutic avenues in EHMT-overexpressing
cancers. Here, we review our current understanding of the regulators and interacting partners of
EHMTs. We also discuss available therapeutic drugs that target the upstream regulators and binding
partners of EHMTs and could potentially modulate EHMT function in cancer progression.

Keywords: lysine methyltransferases; upstream regulators; interactome; post-translational modifications;
therapeutics

1. Introduction

Epigenetic regulation refers to mechanisms that influence gene expression without an
alteration to the original DNA sequence. This dynamic network involves the cooperative
effort and tight regulation of multiple epigenetic factors. Since the precise integration of
various epigenetic factors is crucial for the proper function of many biological processes, a
deregulation of epigenetic modifications often results in various diseases, such as cancer,
autoimmune diseases, and developmental abnormalities [1–3]. Besides DNA methylation
and chromatin remodeling, histone modification is a main form of epigenetic control. The
post-translational modification of histones by methylation, acetylation, ubiquitination,
SUMOylation, and phosphorylation can alter chromatin structure and transcription factor
accessibility, thereby influencing gene transcription [4].
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First described in the early 1960s, methylation is now one of the most well-characterized
forms of post-translational histone modifications [5]. Histone methylation mainly happens
on the side chain of lysine and arginine residues and is generally associated with tran-
scriptional repression [6]. Lysine-specific methyltransferases (KMTs) are responsible for
catalyzing the addition of methyl groups to the lysine residues present at the N-terminal
tails of core histones. Growing interest in histone lysine methylation over the past decades
has uncovered new roles for KMTs in key biological processes [7]. This review focuses on
EHMT1/2 which belong to the Su(var)3-9, enhancer of zeste, and trithorax (SET) domain-
containing KMTs. EHMTs are the main methyltransferases responsible for catalyzing
mono- and dimethylation on the K9 residue on histone H3 (H3K9me1/2) [8,9]. In addi-
tion, they can also function as co-activators or protein scaffolds independently of their
methyltransferase activity [10].

EHMT1/2 expression is commonly dysregulated in multiple human malignancies,
such as breast, liver, lungs, brain, and ovarian cancers [11–15]. Although EHMT1/2
are viewed mainly as oncogenes, a few studies have shown that they can have tumor-
suppressive functions [16,17]. The contrasting roles of EHMTs in cancer may be attributed,
in part, to the proteins EHMTs interact with, which then determines the downstream targets
of EHMTs to affect tumorigenesis.

EHMTs are attractive therapeutic targets in cancers. However, although several selec-
tive inhibitors have been developed to therapeutically target EHMT activity, none of them
have made it past clinical trials due to poor physiochemical and pharmacokinetic proper-
ties [18,19]. Moreover, these inhibitors will not be effective against the methyltransferase-
independent functions of EHMT1/2. Therefore, alternative therapeutic approaches are
needed to treat cancers with deregulated EHMT1/2 expression. One way to accomplish
this involves targeting the upstream regulators and interacting partners of EHMTs.

2. Structure and Function of EHMTs

EHMT1 (GLP) and EHMT2 (G9a) are closely related enzymes that catalyze the transfer
of methyl groups from the substrate S-adenosyl methionine (SAM) to target amino acids. As
lysine methyltransferases, they catalyze methylation on the lysine residues of histone tails,
specifically histone 3 lysine residue 9 (H3K9), where they predominantly deposit either
two (H3K9me2) or three (H3K9me3) methyl groups [20]. These marks are then recognized
by chromatin remodeling complexes aiding the formation of a condensed chromatin state.
The H3K9me2/H3K9me3 marks around the promoter region also hinder transcriptional
machinery access, thus silencing gene expression [15,20].

EHMT2 and EHMT1 share almost 80% of their amino acid sequences and, thus,
various domains [21]. The catalytic activity of EHMTs is mediated by the SET domain, an
evolutionarily conserved 130–140 amino acid motif. Along with the pre-SET and post-SET
domains, this motif is responsible for SAM binding and subsequent methyltransferase
activity [22]. The L-shaped core of the SET domain binds SAM to a lysine residue of the
target. G9a and GLP also recognize methylated lysine residues by means of ankyrin (Ank)
repeats adjacent to the SET domain [23]. The 33-amino-acid residue binds to methylated
lysine residues at the N terminal of H3 [24]. As a result, EHMTs function as both epigenetic
writers and readers through their methyltransferase and recognition properties.

In addition to the methylation of histones, EHMTs form complexes with and methylate
other protein targets, such as p53 (K372), Wiz (K305), CDYL1 (K135), ACINUS (K654), and
MyoD (K104) [25,26]. The Ank repeats are responsible for these interactions and, in turn,
impact the functional/transcriptional activity of the interacting partner [25].

3. EHMT1/GLP and EHMT2/G9a Dysregulation in Cancer

As EHMTs lie upstream of various targets and pathways, their dysregulated expression
is associated with many diseases, especially cancer. The expression of EHMT2 and EHMT1
is upregulated in various cancers and is correlated with poor clinical outcomes [15].
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G9a is frequently overexpressed in hepatocellular carcinoma (HCC) and silences
the tumor suppressor phospholipase A and acyltransferase 4 (RARRES3) [27]. Likewise,
G9a is upregulated in melanoma patients, with its expression correlating to poor disease
outcomes [28]. IHC studies in 107 pairs of gastric cancer samples showed increased nuclear
staining compared to matched normal tissues [29]. The levels of G9a were also significantly
higher in metastatic samples than in primary tumor samples, and this was associated
with complex formation with lysine acetyltransferase 2B (P300) and the glucocorticoid
receptor (GR), resulting in the increased expression of integrin subunit beta 3 (ITGB3) and
promoting peritoneal metastasis [29]. The increased expression of G9a in breast cancer
and head and neck squamous cell carcinoma was also shown to repress E-cadherin, thus
promoting metastasis [30,31]. In endometrial cancer, the upregulation of G9a was associated
with myometrial invasion through the silencing of E-cadherin [32]. Lung adenocarcinoma
patients with higher expression of G9a had poorer prognosis. Moreover, significantly
higher levels of G9a were observed in tumor-initiating cells isolated from non-small-cell
lung cancer (NSCLC) patients [33,34].

Although less widely analyzed, GLP/EHMT1 overexpression also correlates with poor
prognosis in various cancers where its depletion led to positive outcomes. In esophageal
squamous cell carcinoma (ESCC), GLP expression was shown to be significantly higher
in preinvasive lesions compared to paired normal tissues [35]. A significant difference in
survival was also observed when cohorts were separated according to GLP expression [35].
Similarly, GLP is upregulated in lung and gastric cancers [36,37]. The expression of GLP in
gastric cancer was shown to promote tumor progression though E-cadherin silencing [37].
The upregulation of GLP was also observed in rhabdomyosarcoma, where its depletion led
to the decreased motility and increased differentiation of cancer cells [38].

Thus, both G9a and GLP are dysregulated in cancer and influence the expression of
various downstream targets to promote proliferation, migration, and metastasis associated
with poorer prognosis in patients [39]. Epigenome reprogramming occurs during the
transition from normal to tumorigenic and metastatic states, resulting in altered methyla-
tion patterns. Chromatin changes during differentiation result in the formation of large
organized chromatin K9 modifications (LOCKs) that are largely dependent on H3K9me2
marks [40]. LOCKs are lost during EMT and in cancer cell lines [41–43]. A reduction in
heterochromatic H3K9me2 mark and an increase in euchromatin marks H3K4me3 and
H3K36me3 are seen during EMT that are localized to LOCKs. DNA hypomethylation in
regions of LOCKs was also observed, resulting in a high expression of cell cycle genes.

4. Pharmacological Inhibitors of EHMTs and Their Limitations

As EHMTs are dysregulated in various cancers, selective inhibitors have been devel-
oped to therapeutically target them [44]. Because the oncogenic roles of G9a have been
better characterized compared to GLP, many of the inhibitors developed thus far target G9a
activity. Nonetheless, these inhibitors also inhibit GLP at a higher dosage. EHMT inhibitors
can be classified into two categories: SAM-competitive inhibitors and substrate-competitive
inhibitors [18]. SAM-competitive inhibitors such as BRD9539, BRD4770, and CBC-12 com-
pete with SAM, thereby interfering with EHMT methyltransferase activity [45,46]. On the
other hand, substrate-competitive inhibitors bind to the histone binding pocket of EHMTs.
BIX01294 was the first EHMT substrate-competitive inhibitor and served as a template
for designing subsequent substrate-competitive inhibitors such as UNC00224, UNC0321,
UNC0638, and UNC0642 [47–50].

Although EHMT inhibitors are effective in pre-clinical models, they have not pro-
gressed to clinical use due to poor lipophilicity and pharmacokinetics, a lack of speci-
ficity, and high toxicity [18,19,44]. Another limitation is that current inhibitors target only
EHMT methyltransferase activity. Although inhibiting methyltransferase activity is, to
a large extent, able to inhibit the major function of EHMTs, it is unable to target their
methyltransferase-activity-independent functions [51].
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Therefore, there is a need to explore alternative avenues to target EHMTs in the hope
of treating malignancies with EHMT dysregulation. In this we review, we summarize
the upstream regulators of EHMT expression and their known interacting partners. As
these factors represent potential approaches to indirectly target EHMTs, we also evaluate
the potential of current drugs against these upstream regulators or interactors to mitigate
EHMT-driven or EHMT-complex-driven cancers.

5. Upstream Regulators of EHMT1/2

Mutation and copy number alterations, transcriptional regulation, and post-transcrip
tional and post-translational regulation (Figure 1 and Table 1) lead to EHMT dysregulation.

Figure 1. Mechanisms leading to dysregulation of EHMTs. (a) Copy number alterations and mu-
tations in EHMT lead to increased expression. (b) Transcription factors that bind to the upstream
regulatory elements in the EHMT promoter, leading to its expression. (c) Specific miRNAs that
target and degrade EHMT mRNAs. (d) EHMT stability and function are affected by various post-
translational modifications.

Table 1. EHMT1/2 regulators in distinct cancers and potential therapeutic strategies are summarized.

Upstream Regulators Molecule Disease Phenotype Potential Therapeutics

Genetic dysregulation

Copy number gains
G9a

(6p21)

Melanoma [52] Proliferation Gene therapy
(yet to be explored)

[53,54]HCC [27] Proliferation and
migration

Gain of function G9a (Glycine 1069)
Melanoma [52] Proliferation Mutant-specific inhibition

(yet to be explored) [55,56]CRC [57] Migration and invasion
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Table 1. Cont.

Upstream Regulators Molecule Disease Phenotype Potential Therapeutics

Transcriptional Dysregulation

EGFR G9a Breast cancer [58] Proliferation and
survival

Lapatinib [59]
Neratinib [60]

STAT3 G9a Breast cancer [58] Proliferation and
survival BB1608 [58]

NR4A1 G9a
ARMS [61]

Breast cancer [61]
Lung cancer [61]

Proliferation,
Tumorigenesis

CDIM8 [62]
Diindolylmethane

analogues [62]
Lestaurtinib [63]

miR-122
G9a HCC [27,64] Reduces invasion

and survival
RIBOTACS [65]

miR-1

Post-translational dysregulation

FIH G9a/GLP Ovarian cancer [66] Reduce migration
and dissemination

Carotenoids [67]
Ascorbic acid [68]

PHD1 G9a Breast cancer [69] Reduce proliferation
and metastasis Tocopherol [67]

SPOP GLP Prostate cancer [70] Reduce proliferation
and survival

Potential activation by
DNMT inhibitors [71,72]

PROTAC [73]

APC/Ccdh1 G9a/GLP Cancers [74] senescence PROTAC [73]

ATM G9a Cancers [75] DNA repair -

5.1. Mutation and Copy Number Alterations

Gain-of-function point mutations were found on the glycine 1069 residue located at
the SET methyltransferase domain of G9a [52]. This point mutation changes glycine to
either leucine or tryptophan and increases the catalytic activity of G9a in melanoma cells.
EHMT copy number variation (CNV) is also commonly seen in cancer. CNV refers to a
variation in the copy number of genes in a chromosomal segment between individuals.
In melanoma, HCC, and CRC, copy number gains were identified at the 6p21 locus (chr6:
30,950,307–33,085,850), which harbors G9a, leading to G9a overexpression [27,52,57]. How-
ever, the mechanism responsible for the 6p21 locus copy number gain is unclear. Similarly,
a GLP copy number gain was also observed in breast cancer, resulting in an increase in
GLP expression [76].

5.2. Transcriptional Regulation

Epidermal growth factor receptor (EGFR) signaling has been shown to positively reg-
ulate G9a expression through signal transducer and activator of transcription 3 (STAT3) in
EGFR+ lung cancer [58]. Treatment with BB1608, a STAT3 inhibitor, results in decreased G9a
and HER3 expression and sensitizes lung cancer cells to EGFR tyrosine kinase inhibitor [58].

As opposed to STAT3, the special AT-rich sequence binding protein 2 (SATB2) transcrip-
tion factor suppresses G9a expression and mitigates the invasiveness of lung cancer [77].
In alveolar rhabdomyosarcoma (ARMS), the orphan nuclear receptor 4A1 (NR4A1) is re-
sponsible for G9a overexpression by complexing with the Sp1 transcription factor (Sp1)
and occupying the -511 GC-rich region of the G9a promoter [61].

5.3. Post-Transcriptional Regulation

EHMT expression can also be affected by post-transcriptional regulation. The expres-
sion of miR-122, a tumor suppressor, correlates inversely with G9a levels in hepatocellular
carcinoma (HCC) [64]. miR-122 specifically targets the mRNA of G9a. The overexpression
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of miR-122 in HCC attenuates G9a expression, thus abrogating colony formation and the
invasiveness of HCC [64]. miR-1 was also reported to be a negative regulator of G9a and is
often downregulated in HCC [27].

5.4. Post-Translational Regulation

The effect of PTMs on EHMT activity and stability remain largely unexplored. EHMTs
undergo auto-methylation at the K239 residue [78]. While auto-methylation does not affect
the stability or activity of EHMTs, it enhances the interaction with the heterochromatin
protein 1 γ (HP1γ) [78]. The EHMT-HP1γ complex functions as an activator, increasing GR
target genes to enhance leukemia cell death [79].

EHMTs are also subjected to hydroxylation by the oxygen sensor asparaginyl hydrox-
ylase factor inhibiting HIF (FIH) [66]. Under normoxic conditions, FIH hydroxylates GLP
at Asn867 and G9a at Asn779, thereby repressing their activities [66]. G9a/GLP escape
FIH-mediated hydroxylation in hypoxic conditions and repress metastasis suppressor
genes, thereby inducing metastasis in ovarian cancer [66]. Breast cancer studies showed
that G9a can be hydroxylated on proline residues 676, 1194, and 1207 by prolyl hydroxylase
domain 1 (PHD1) [69]. Proline hydroxylation is important for the effective proteasomal
degradation of G9a. Under hypoxic conditions, proline hydroxylation on G9a is impaired,
thereby stabilizing G9a and increasing G9a’s repressive activity [69].

EHMT1/2 stability is also dependent on ubiquitination. Speckled-type POZ protein
(SPOP), an E3 ubiquitin-protein ligase, has been reported to promote the ubiquitination
and proteasomal degradation of EHMTs [70]. In a study on prostate cancer patients, SPOP
was subjected to hemizygous missense mutation. Mutant SPOP antagonized the functions
of wild-type SPOP, thereby reducing the SPOP-mediated degradation of EHMTs [70].
This drives the EHMT-mediated silencing of tumor suppressor genes such as forkhead
Box O1 (FOXO1), GATA binding protein 5 (GATA5), and N-myc downstream regulated
1 (NDDRG1) in prostate cancer [70].

Senescence is mostly regarded as a tumor-suppressive process by repressing cancer
cell proliferation and malignant transformation [80]. In senescent cells, both G9a and GLP
are ubiquitinated by the APC/Ccdh1 ubiquitin ligase [81]. This results in the proteasomal
degradation of G9a and GLP, causing a decrease in H3K9 dimethylation marks globally and
on the promoter of interleukin 6 and 8 (IL-6 and -8) [81], inducing the expression of IL-6
and 8, which are important in enabling the senescence-associated secretory phenotype [74].

G9a can be phosphorylated by the ATM serine/threonine kinase (ATM) on serine 569
residue, which is required for its recruitment to DNA break sites on the chromatin [75].
The presence of G9a further recruits p53 binding protein 1 (53BP1) and BRCA1 to the
break site, initiating DNA repair [75]. This causes osteosarcoma cells to be resistant to
ionizing radiation. In addition to the aforementioned PTMs, EHMTs are also subjected to
SUMOylation. However, its role in cancer is yet to be determined [21,82]. EHMT upstream
regulators are summarized in Table 1.

6. Interacting Partners of EHMT1/2

Because EHMTs lack a DNA-binding domain, the associations with various transcrip-
tion factors/co-factors, zinc-finger containing proteins, epigenetic regulators, and, in some
cases, non-coding RNA are essential for its function [83]. These interactors act either as
guides for EHMTs to specific chromatin sites or they interact with EHMTs to change the
overall function of the complex to activate gene expression (Figure 2 and Table 2) [51].
For most cases, EHMTs’ role as an activator is independent of their methyltransferase
activity; instead it is dependent on the interactors with which they associate [84,85]. Some
of the interacting partners are also methylated by EHMTs, indicating that they could also
function as downstream substrates. This adds a layer of complexity to the regulation of
their target genes, highlighting the need for a further understanding of EHMT complexes
in different cancers.
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Figure 2. Impact of EHMT-interacting proteins. (1) Transcription factors and lncRNA can bind to
EHMTs and guide them to the promoter of target genes to suppress gene transcription. (2) EHMTs
can methylate their binding partners, rendering them functionally inactive. (3) Upon binding to
specific interactors, EHMTs can function to activate transcription.

Table 2. EHMT-interacting proteins in distinct cancer types. The roles and potential therapeutics
are summarized.

Interactors G9a/GLP Function Cancer Type Phenotype Potential
Therapeutics

Transcription factors

MDM2 GLP Cancer Osteosarcoma [86] Avoid p53-induced
cell death

Nutlin analogs [87]
MI-219 [88]

P53 GLP and G9a Cancer

CRC [89]
HCC [17]

Cell cycle progression
Escaping apoptosis

Nutlin analogs [87]
MI-219 [88]

Lung cancer
(activator) [90]

Enhance apoptosis and
reduce colony formation

Nutlin analogs [87]
MI-219 [88]

KJ-pyr-9 [91]
Omomyc [92]MYC G9a Cancer Breast cancer [93,94] Cell proliferation

STAT3 G9a Cancer GC [95]
Breast cancer [96]

Evading autophagy
EMT and CSC
maintenance

SH003 [97]
STA-21 [98]
Stattic [99]

IS3295 [100]
Cisplatin [100]

FOXO1 G9a Cancer CRC [101] Cell proliferation

Troglitazone [102]
Gallic acid [103]
Skp2E3LIs [104]
NSC689857 [105]

Linichlorin A [106]

RUNX3 G9a Cancer GC [107]
Cell proliferation

suppresses apoptosis and
immune response

-

RUNX2 G9a Cancer Breast cancer [108]
Prostate cancer [108] Metastasis -

TBX2 G9a Cancer Breast cancer [109] Cell proliferation -

NKX3.1 G9a Cancer Prostate cancer [110] Inhibit cell differentiation -
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Table 2. Cont.

Interactors G9a/GLP Function Cancer Type Phenotype Potential
Therapeutics

Zinc finger proteins

WIZ G9a and GLP Maintenance of
pluripotency - - -

Snail G9a Cancer Breast cancer [111]

EMT
Cell proliferation

Metabolic reprogramming
CSC maintenance

SD-093 [112]
LY2157299 [113]
AP12009 [114]

ISTH0036

Slug G9a Cancer HCC [115]
Lung cancer [115] EMT

SD-093 [112]
LY2157299 [113]
AP12009 [114]
ISTH0036 [116]

ZNF644 G9a
Neurodevelopment,

maintenance of
pluripotency

- - -

ZNF518B G9a Cancer CRC [117] Cell proliferation -

Non-transcription factor proteins

Cyclin D G9a Cancer Breast cancer [118] Cell proliferation -

RPA G9a Cancer CRC [119] Radio and
chemoresistance -

MT1h GLP Cancer HCC [120]
Prostate cancer [120]

Reduce cell cycle
Reduce Migration

and invasion
Reduce colony formation

-

Epigenetic regulators

EZH2

G9a Cancer Breast cancer [121] Cell proliferation GSK343 [121]
GSK2816126 [122]

GLP Repressive
complex - - -

HDACs G9a Cancer HCC [115] EMT
Migration and invasion TSA [123]

DNMTs G9a Cancer Hematological
malignancies [124]

Cell proliferation
Inhibit apoptosis

CM-272 [124]
Azacytidine [71]
Decitabine [72]

CDYL G9a and GLP Cancer Osteosarcoma [125]
HCC [126] Cell proliferation D03 [127]

CDYL2 G9a and GLP Cancer Breast cancer [128] Migration
Sphere formation -

Long non-coding RNAs

TERNA1 G9a Cancer HCC [129]
Osteosarcoma [129]

EMT
Migration and invasion -

NEAT1 G9a Cancer HCC [130] EMT
Migration and invasion -

HOTAIRM1 G9a Cancer Osteosarcoma [131]
GBM [131]

Cell proliferation
Migration and invasion

Reduce apoptosis
-
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6.1. Transcription Factors
6.1.1. P53

EHMTs interact with p53 to regulate cancer cell proliferation and apoptosis [17,89,132].
This interaction leads to the inactivation of p53 by the methylation of the lysine residue
K373 [133]. Mouse double minute 2 homolog (MDM2), an E3 ubiquitin ligase, binds
to p53 and augments its inactivation in an EHMT-dependent manner [86]. The EHMT-
dependent inactivation of p53 also increases the expression of polo-like kinase 1 (PLK1), a
serine/threonine kinase that phosphorylates and activates essential cell cycle regulators
such as cyclin B and CDC25C (cell division cycle 25C) [89]. The increase in PLK1 expression
promotes cell growth and proliferation in colorectal cancer. EHMTs are also recruited to the
cyclin-dependent kinase inhibitor 1A (p21) promoter through the acidic domain of MDM2,
resulting in H3K9 methylation and the repression of its transcription [86].

Besides the methylation of p53, G9a also competes with p53 for binding to the promoter
region of BCL-like 14 (Bcl-G), a pro-apoptotic gene of the BCL-2 family [134]. The binding
of G9a to the promoter silences Bcl-G gene expression, contributing to tumor initiation
in hepatocellular carcinoma (HCC). Interestingly, a recent study showed that EHMTs
can promote p53-dependent apoptosis. p53 localization at the promoter of the BH3 pro-
apoptotic gene Puma induces its transcription [17]. G9a was shown to be essential for the
localization of p53 and histone acetyltransferase (HAT) CBP/p300 to the Puma promoter,
driving its expression and enhancing caspase-mediated apoptosis in lung cancer [90].
However, the mechanism by which G9a influences p53 recruitment has not been elucidated.

6.1.2. MYC

The MYC oncogene is deregulated in multiple cancers, and its overexpression in-
creases cyclins (A and E) and CDK expression [135]. EHMTs interact with MYC through the
MYC box II domain [93]. This interaction is abolished with a mutant MYC lacking the MYC
box II domain. The G9a-MYC complex in breast cancer localizes at the p21 and GADD45A
promoters to catalyze H3K9 methylation, repressing both MYC target genes [93,94]. In ad-
dition to interacting with MYC in glioblastoma, G9a positively regulates MYC transcription
in a methyltransferase-independent manner by occupying the −2267 to −1949 region on
the MYC promoter [136]. The upregulation of MYC increases cell proliferation, migration,
invasion, and clonogenicity of glioblastoma cells. The knockdown of G9a thus dampens
the oncogenic role of MYC, thereby inhibiting tumor growth in vitro and in vivo.

6.1.3. STAT3

The signal transducers and activators of transcription (STATs) encompass a group
of cytoplasmic transcription factors that, upon activation by phosphorylation, participate
in the transmission of signals from cell surface receptors to the nucleus [137]. Upon
phosphorylation by Janus kinases (JAK) on a conserved tyrosine residue, STATs dimerize
and translocate into the nucleus to transactivate target genes. While in most cases STAT
proteins primarily function as transcriptional activators, some studies have shown that
they can cause transcriptional repression by recruiting repressive cofactors [138].

Activated STAT3 has been shown to interact with G9a to form a repressive complex. In
hypoxic conditions, the STAT3-G9a complex inhibits autophagy in gastric cancer (GC) [95].
The treatment of cells with SH003, an herbal formulation, induces autophagy by abrogating
the interaction between STAT3 and G9a [95]. The disruption of the STAT3-G9a complex
causes activating transcription factor 4 (ATF4) to displace G9a and occupy the promoter of
microtubule associated protein 1A/1B light chain 3B (MAP1LC3), increasing the expression
of MAP1LC3B and promoting autophagy [95]. The knockdown of either STAT3 or G9a, or
treatment with a G9a inhibitor, BIX-01294, yielded similar outcomes as SH003 treatment,
suggesting that the STAT3-G9a complex enables GC cells to evade autophagy.

The STAT3-G9a complex has also been reported to epigenetically silence the expression
of miR-200c by depositing H3K9me2 marks on its promoter in MCF12A breast cancer
cells [96]. Silencing miR-200c de-represses miR-200 target genes such as zinc finger E-box
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binding homeobox1 (ZEB1) and bombyx mori nucleopolyhedrovirus (BM11) and promotes
EMT and CSC formation [96]. A pharmacological inhibition with the STAT3 inhibitor
S3I-201 was shown to block the STAT3-G9a interaction and decrease H3K9me2 marks on
the miR-200c promoter, thereby inhibiting EMT, inducing autophagy, and reducing the
CSC population in breast cancer. This highlights the importance of the interaction between
STAT3 and G9a in driving tumorigenesis.

6.1.4. Other Transcription Factors

Various studies have shown that FOXO1 has a tumor-suppressive role and plays a
part in regulating cell proliferation and apoptosis. FOXO1 activity is regulated by the
PI3K/AKT signaling pathway through the phosphorylation of FOXO1 by AKT [139]. The
phosphorylation of FOXO1 inhibits FOXO1-dependent transcription by impairing FOXO1’s
DNA-binding capability and increasing FOXO1’s binding affinity to 14–3–3 protein, result-
ing in the expulsion of the FOXO1–14–3–3 complex from the nucleus [140]. G9a affects
the stability of FOXO1 in a methylation-dependent manner [101]. G9a interacts with and
methylates FOXO1 at K273. This methylation enhances the interaction of FOXO1 with
S-phase kinase-associated protein 2 (SKP2), an E3 ubiquitin ligase, resulting in the degra-
dation of FOXO1 and increasing colon cancer cell proliferation [101]. Additionally, tissue
samples of human colon cancer showed an inverse correlation between G9a and FOXO1
levels, with lower FOXO1 expression correlating with a poorer prognosis [101].

Similarly, RUNX family transcription factor 3 (RUNX3) can be methylated by G9a
at K129 and 171, suppressing RUNX3 transactivation activity [107,141]. As observed in
GC during hypoxia, the methylation of RUNX3 prevents its interaction with core-binding
factor subunit beta (CBFβ) and histone acetyltransferases P300 (P300) [107]. This impairs
the binding of the complex to promoters and hinders the transactivation of target genes that
regulate cell proliferation and apoptosis. The expression of the K129R and K171R RUNX3
mutants inhibits methylation by G9a, thereby decreasing the expression of genes involved
in proliferation (PI3KC, PLK4, and SMC4) while increasing those related to apoptosis
(TRIM22 and BCL2L1) and the immune response (NLRP3). RUNX2 also functions as a
chaperone for the recruitment of G9a to endogenous RUNX2 binding sites on the chromatin,
activating RUNX2 target genes MMP9, CST7, SDF1, and CSF, which are known to drive
EMT and metastasis in breast and prostate cancers [108].

The breast cancer oncogene T-box transcription factor 2 (TBX2) forms a complex with
G9a and polycomb repressor complex 2 (PRC2) through the T-Box domain of TBX2 [142].
TBX2-G9a-PRC2 catalyzes the H3K9me2/3 methylation of histone H3 on the promoter of
N-Myc downstream-regulated gene 1 protein (NDGR1), suppressing its expression and
increasing the cell proliferation of breast cancer cells [109]. Treatment with BIX-01294
reduces cell proliferation, and this is observed to an even greater degree upon combination
with DN-TBX2, a mutant TBX2 protein containing an absent T-box domain, suggesting that
G9a and TBX2 may have a synergistic role in driving breast cancer cell proliferation [142]. In
rhabdomyosarcoma, TBX2 is overexpressed and induces the PI3K/AKT signaling pathway
by recruiting HDAC1 to deacetylate the PTEN promoter. Notably, the TBX2-G9a complex
may be involved in the silencing of PTEN, as G9a is also overexpressed in RMS [143].

EHMT also functions as a co-regulator for the homeobox-containing transcription
factor (NKX3.1) through the homeodomain to activate the transcription of ubiquitously
transcribed tetratricopeptide repeats containing Y-linked (UTY), mediating prostate cancer
cell differentiation; the lack of the homeodomain promotes tumorigenesis [110]. Therefore,
in addition to their canonical roles in epigenetic silencing, EHMTs interact with transcription
factors to regulate gene expression in a methyltransferase-activity-independent manner.

6.2. Zinc Finger Proteins

The Snail family transcriptional repressors 1 (SNAI1) and 2 (SLUG) induce EMT
and maintain CSC populations in multiple cancers [144,145]. The SNAI family contains
4–6 C2H2-type zinc fingers for DNA binding, a central serine-rich domain, and an N-
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terminal SNAG domain, which acts as a docking site for the binding of corepressors and
epigenetic regulators [146]. G9a interacts with Snail via its ankyrin repeats and SET domain,
as observed in breast cancer and head and neck squamous cell carcinoma [31]. Together
with DNMT1, the G9a-Snail-DNMT1 complex is responsible for the Snail-mediated induc-
tion of EMT by binding to the promoter and silencing the expression of E-cadherin by DNA
methylation and H3K9 methylation [111].

The G9a-Snail-DNMT1 complex also silences fructose bisphosphatase 1 (FBP1) expres-
sion in basal-like breast cancer [147]. The silencing of FBP1 reprograms the cell metabolically
by inducing glycolysis, glucose uptake, and ultimately, cell proliferation [148]. A decrease
in FBP1 expression also promotes interactions between β-catenin and T-cell factor, resulting
in an increase in the CSC-like characteristics of breast cancer cells [149]. As such, the
G9a-Snail-DNMT complex induces the β-catenin pathway responsible for the expression of
EMT target genes such as fibronectin, vimentin, and α-SMA [149]. In both cases, knocking
down either G9a or Snail reinstates the expression of E-cadherin and FBP1, decreasing EMT
and CSC maintenance, respectively.

Another member of the SNAI family, Slug, forms a complex with G9a and histone
deacetylase 1, 2, and 3 (HDAC1, 2, and 3) in HCC and lung cancer [115]. The G9a-Slug-
HDAC1/2/3 complex suppresses the expression of E-cadherin through the deacetylation
of H3K4/56 and the methylation of H3K9 at its promoter [150]. Treatment with BIX-01294
or the HDAC inhibitor TSA abolishes the silencing of E-cadherin and reduces EMT in liver
and lung cancers.

The ability to guide G9a to specific gene promoters is also observed with other zinc
finger transcription factors. ZNF518B drives cell proliferation in CRC by silencing key
tumor suppressors such as Peptidyl arginine deiminase 3 (PADI3) and Regulator of G
protein signaling (RGS4) [117]. ZNF518B recruits and directs G9a to the promoters of PADI3
and RGS4 and represses their expression by catalyzing H3K9me2 [117]. The knockdown
of ZNF518B inhibits G9a occupancy on promoters, restoring the expression of the target
genes to decrease cell proliferation and increase apoptosis [117].

Furthermore, two well-known EHMT interactors, WIZ and ZNF644, associate with
the N-terminal transactivating domain to direct the complex to the promoter region of
pluripotent state maintenance genes cell wall biogenesis 43 C-terminal homolog (CWH43),
Rho associated coiled-coil containing protein kinase 1 (ROCK1), and disco-interacting
protein 2 homolog C (DIP2C) [151]. A similar observation was made with ZNF281 in
embryonic stem cell (ESC) differentiation, wherein the ZNF281-GLP complex is essential
for ESC to exit self-renewal and begin differentiation [152].

6.3. Non-Transcription Factor Protein

Cyclins are important cell cycle regulators; their activity and expression are tightly
controlled to ensure cell cycle progression. Cyclin D1 is important in initiating cell cycle
progression, as it results in the phosphorylation of retinoblastoma (RB) through the acti-
vation of CDK4 and 6 [153]. The activation of CDK4 and 6 promotes tumorigenesis by
antagonizing cytostatic TGF-β signaling and the anti-proliferative transcriptional response
through the multisite phosphorylation of SMAD2 and 3 [154]. This results in a switch from
a cytostatic to a pro-tumorigenic phenotype. Aside from inducing CDK4 and 6 activity,
cyclin D1 binds to G9a through the HTH domain and functions as a chaperone for G9a
to the target genes pituitary tumor transforming gene (Pttg) and MDM4, the regulator of
P53 [118]. The knockdown of cyclin D1 abolishes both G9a and H3K9me2 occupancy on
the promoter of these genes. Cyclin D1 also ensures the maintenance of G9a-mediated
H3K9me2 marks, which are essential in influencing the interaction between nuclear lamina
(NL) and the lamina-associated domain (LAD) [118]. The LAD-NL interaction alters chro-
matin architecture to a more heterochromatin state, repressing genes in these regions [155].
Cyclin D1 and G9a have been shown to be overexpressed in ERα+ breast cancer, suggesting
that cyclin D1 and G9a may have synergistic roles [118].
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Complexes including G9a are also involved in repairing DNA double-strand breaks
(DSBs) [75]. DSB repair occurs via homologous recombination (HR) or non-homologous end
joining (NHEJ) and is a common pathway that enables cancer cell resistance to chemother-
apy or radiotherapy [156]. G9a promotes HR following DSB by first undergoing phospho-
rylation by casein kinase 2 (CK2) at the Ser211 residue [119]. G9a phosphorylation results in
its enrichment at the chromatin regions with DSB where the chromatin-bound G9a interacts
with and recruits replication protein A (RPA) [119]. RPA is a heterotrimeric single-stranded
DNA binding protein required for efficient HR [157]. The knockdown of G9a reduces
the RPA’s chromatin recruitment, foci formation, and the efficacy of HR in CRC, thereby
increasing susceptibility to ionizing radiation [119]. Additionally, a decrease in G9a results
in fewer cells in the G2/M phase, suggesting that G9a has a role in activating the G2/M
DNA damage checkpoint. However, the exact mechanism has not been determined [119].

GLP interacts with metallothionein 1h (MT1h) through the amino acid residue 2–19 on
MT1h [158]. MT1h is a tumor suppressor protein that belongs to a class of metal binding
proteins that is downregulated in human malignancies such as liver and prostate can-
cers [120]. MT1h antagonizes Wnt/β-catenin signaling by inhibiting the phosphorylation
of Akt and, hence, the phosphorylation of GSK-3β [159]. This enables GSK-3β to phospho-
rylate and destabilize β-catenin and prevents β-catenin translocation to target genes. As
observed in HCC and prostate cancer, the formation of the MT1h-GLP complex is critical
for the MT1h tumor-suppressive effect, as a mutation in MT1h inhibits GLP binding and
abolishes the tumor-suppressive activity of MT1h [158].

6.4. Epigenetic Regulators

EHMTs have also been shown to form functional complexes with other epigenetic
regulators such as suppressor of variegation 3–9 homolog 1 (SUV39H1), SET domain
bifurcated histone lysine methyltransferase 1 (SETDB1), enhancer of zeste 2 polycomb
repressive complex 2 subunit (EZH2), HDACs, and DNMTs to carry out transcriptional
repression [160–163]. Although several reports have highlighted that combinatorial treat-
ment with both inhibitors of EHMT and other regulators entails better efficacy compared
to that of a single inhibitor, the importance of the EHMT associations with other epige-
netic regulators in the context of cancer are just starting to be explored. In breast cancer,
the combined inhibition of G9a and EZH2 by UNC0642 and GSK343, respectively, had a
greater effect on gene transcription, inhibiting cancer cell proliferation to a larger extent
compared to either drug alone [121]. The dual inhibition of G9a and EZH2 with UNC0637
and GSK2816126 also exerted strong anti-tumor effects in multiple myeloma cells [122]. In
hematological malignancies, the dual inhibition of G9a and DNMTs with CM-272, a newly
discovered small molecule compound, inhibited proliferation and promoted immunogenic
cell death and apoptosis [124].

CDYL

The chromodomain Y-like protein (CDYL) is a well-known interactor of EHMTs [164].
CDYL contains an N-terminal chromodomain that recognizes and binds to H3K9me2/3
and H3K27me3 [165]. It also contains a C-terminal CoA pocket that allows its function as a
corepressor by reducing histone lysine crotonylation marks on promoters of genes such as
Ras homolog family member A (RhoA), brain-derived neurotrophic factor (BDNF), sodium
voltage-gated channel alpha subunit 8 (SCN8A), VGF nerve growth factor inducible (VGF),
and E-cadherin [125,166].

In osteosarcoma, CDYL is critical in the preservation of the epigenetic landscape
from parent to offspring cells, as it recruits EHMTs to replication forks during S phase
and represses H3K9me2/3 marks deposited on newly synthesized histone H3 [125]. The
knockdown of CDYL halts early S phase progression and increases the susceptibility
of cells to DNA damage. The interaction between G9a and CDYL is crucial in driving
hepatocellular carcinoma (HCC) tumor progression [126]. Cells with high G9a and CDYL
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expression showed more intense Ki-67 and survivin staining, suggesting that G9a and
CDYL are involved in HCC proliferation and apoptosis inhibition [126].

CDYL2, the homolog of CDYL, co-immunoprecipitates with EHMTs [167]. Elevated
levels of CDYL2 are associated with poor clinical outcomes in ER+ breast cancer. The
EHMT-CDYL2 complex localizes on the miR-124 gene promoter, suppressing its transcrip-
tion by depositing H3K9me2 marks [167]. The overexpression of CDYL2 induces EMT and
CSC maintenance in MCF7 and MDA-MB-231 breast cancer cells by increasing the Ser536
phosphorylation of p65 and STAT3 activity by Tyr705 phosphorylation, implicating both the
NF-kB and STAT3 signaling pathways [128,168]. The knockdown of CDYL2 or the admin-
istration of the G9a inhibitor UNC0642 were also shown to reinstate miR-124 expression,
suppressing the migratory potential and sphere formation capability of MDA-MB-231 cells.

6.5. lncRNA

lncRNAs can act as protein scaffolds, bringing proteins in proximity through the
formation of ribonucleoprotein complexes [169]. Through RNA immunoprecipitation (RIP),
the lncRNAs TERNA1 and NEAT1 were shown to act as protein scaffolds to G9a, Snail
and DNMT, bringing them in close proximity for the formation of the G9a-Snail-DNMT1
complex [129,130]. This complex is directed to E-cadherin promoters in HCC and osteosar-
coma. The depletion of TERNA1 or NEAT1 inhibits G9a, Snail, and DNMT1 formation,
decreasing DNA and H3K9 methylation and rescuing E-cadherin expression [129,130].

lncRNAs also inhibit the normal function of proteins by acting as decoy DNA se-
quences to bind and sequester proteins away from their target sites [170]. In glioblastoma
multiforme (GBM), the HOTAIRM1 lncRNA oncogene, which is transcribed from the
antisense direction of the HomeoboxA1 (HOXA1) gene, binds and sequesters G9a away
from the HOXA1 gene promoter [131]. As the HOXA1 transcription factor belongs to the
Hox family of proteins that are involved in multiple signaling pathways, the sequestra-
tion of G9a prevents the G9a-mediated silencing of HOXA1, resulting in increased cell
proliferation, migration, and invasion and a reduction in apoptosis [131].

7. Targeting Regulators and EHMT Interactors in Cancer
7.1. Upstream Regulators
7.1.1. Copy Number Gains and Gain-of-Function Mutation

Genomic editing is a promising therapeutic tool for correcting cancers driven by
G9a copy number gains or gain-of-function mutations. Three major genome editing
technologies are the transcription activator-like effector nucleases (TALENs), zinc-finger
nucleases (ZFNs), and clustered regularly interspaced short palindromic repeat (CRISPR)-
Cas-associated nucleases [53]. These technologies are able to induce double-strand breaks
(DSBs) at target sites before deleting the target DNA sequence [171]. A donor DNA se-
quence can then be artificially synthesized to act as a template for gene correction or gene
addition at the region where the DSBs were generated [54]. While gene editing approaches
have made it into anti-cancer clinical trials, the focus is on generating chimeric antigen
receptor (CAR) T cells to attack malignant cells [55,56]. No studies to date have attempted
to correct the genetic aberration in tumors that are likely due to the limitations in editing,
target specificity, efficacy, and delivery [172,173].

7.1.2. EGFR Signaling

An EGFR inhibitor may be effective in targeting EGFR-STAT3-G9a-driven cancers.
EGFR, a tyrosine kinase transmembrane receptor, is overexpressed in multiple cancers [174].
Ligand binding causes the dimerization of the receptor, allowing transphosphorylation
to occur. This then serves as a docking site for various cytoplasmic substates, triggering
various signaling cascades, such as RAS-RAF-MEK, PI3K-AKT-mTOR, and Src-STAT3 [175].

EGFR inhibitors are classified into two broad categories: irreversible or reversible.
Irreversible inhibitors such as Afatinib, Neratinib, and Dacomitinib covalently bind to a
cysteine residue on EGFR [60]. In contrast, reversible EGFR inhibitors such as Erlotinib,
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Lapatinib, and Gefitinib compete with ATP for the ATP binding pocket on EGFR without
establishing any covalent interaction [59,60]. In a recent study, Erlotinib and the HDAC
inhibitor SAHA displayed synergistic efficacy against mucoepidermoid carcinoma [176]. A
similar combinatory approach with EHMT inhibitors can be considered for cancers with
aberrant EGFR signaling and EHMT expression.

7.1.3. NR4A1

As NR4A1 transcriptionally regulates G9a expression, targeting NR4A1 may likewise
be effective in therapeutically treating malignancies driven by the NR4A1-G9a axis. Tar-
geting NR4A1 was shown to be effective in reducing tumor growth in multiple types of
cancer, highlighting the importance of NR4A1 in driving tumor progression [177].

NR4A1 activity can be antagonized by 1,1-bis(3’-indolyl)-1-(p-substituted phenyl)methane
(C-DIMs) analogs. C-DIM analogs bind to the ligand-binding domain of NR4A1, inhibiting
NR4A1 transactivation activity [62]. The treatment of CRC and pancreatic cancer cells with
p-hydroxyphenyl C-DIM (DIM-C-pPhOH), a C-DIM analog, leads to a reduction in cancer
cell growth. In addition, NR4A1 is a downstream target of androgen signaling [178]. The
treatment of prostate cancer cells with Lestaurtinib perturbed androgen signaling, directly
decreasing the expression of NR4A1 and its target genes [63]. Hence, inhibiting NR4A1
may be effective in inhibiting G9a.

7.1.4. miRNAs

As miR-122 specifically targets G9a mRNA, promoting miR-122 expression provides
a handle to downregulate G9a expression. The promoter of miR-122 is often subjected to
DNA hypermethylation by DNA methyltransferase 1 (DNMT1) [71]. 5-azacytidine (5-Aza)
and decitabine, inhibitors of DNMT1, can increase the expression of miR-122 [71,72]. Addi-
tionally, a number of lncRNA have been shown to suppress miR-122 expression. The small
nucleolar RNA host gene 7 (SNHG7) lncRNA interacts with miR-122, resulting in its degra-
dation [179]. The homeobox transcript antisense intergenic RNA (HOTAIR) lncRNA also
promotes the DNA methylation of the miR-122 promoter to silence miR-122 [72]. Therefore,
targeting lncRNAs upstream of miR-122 could rescue miR-122 expression, thereby reducing
G9a expression. Ribonuclease-targeting chimeras (RIBOTACs), a group of small molecules
that are designed to bind with ribonucleases and mediate specific RNA degradation, present
a promising new approach to target miRNAs [65,180].

7.1.5. Post-Translational Modifiers

EHMTs are subject to inhibition through hydroxylation by FIH and PHD under nor-
moxic conditions [181]. As PHD and FIH hydroxylase activities are impaired under hypoxic
conditions, it may be possible to reduce the reactive oxygen species (ROS) that are increased
during hypoxia [68] to induce FIH and PHD hydroxylase activities to inhibit EHMTs. This
can be achieved by using compounds with antioxidant properties such as ascorbic acid,
carotenoids, and tocopherol [67].

No known agonist of speckled-type POZ protein to promote EHMT degradation is
currently available. The advent of PROTAC technology may provide a novel approach to
drive SPOP-mediated protein degradation. PROTACs are small bifunctional molecules that
bind to a target protein and an E3-ubiquitin ligase simultaneously [73]. This promotes the
ubiquitination and proteasomal degradation of the target protein.

7.2. Targeting EHMT Interactors in Cancer

EHMTs interact with a diverse group of proteins. Due to their methyltransferase-
activity-independent roles, targeting their interacting partners or specifically inhibiting the
formation of EHMT complexes may be critical for EHMT-complex-driven malignancies.
These strategies can also overcome existing limitations of current EHMT inhibitors.

However, no known protein–protein interaction (PPI) modulators that specifically tar-
get EHMT complexes or EHMT-binding domain(s) are currently available. PPI modulators
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can be small molecules, peptides, or antibodies [182]. Since EHMTs have been shown to
complex with various factors to drive tumor formation, focusing on key interacting sites
of EHMTs for the development of PPI modulators may be a worthwhile strategy to target
EHMT-complex-driven malignancies.

In the meantime, an alternative is to target the interacting partners of EHMTs to
potentially inhibit complex formation. In the following sections, we discuss the possibilities
of targeting EHMT interactors specifically through available inhibitors and evaluate their
potential in disrupting EHMT complexes.

7.3. Targeting Transcription Factors
7.3.1. Inhibition of MDM2/Activation of p53

There are currently no known inhibitors specifically targeting the EHMT-p53 interac-
tion. However, as EHMTs inactivate p53, which is further augmented by MDM2, targeting
MDM2 may dampen EHMT-mediated p53 degradation. Nutlin analogs are a pioneer class
of small molecule inhibitors that inhibit the MDM2-p53 interaction [87]. MI-219 is a recently
generated small molecule MDM2 inhibitor generated from a class of chemicals known as
spirooxindole. MI-219 showed excellent binding to MDM2 and can disrupt the MDM2-p53
interaction [88]. Additionally, MI-219 has favorable pharmacological properties, including
55% oral bioavailability observed in mice and great affinity towards MDM2 [183]. Nonethe-
less, mapping the key domains for the MDM2-EHMTs-p53 complex is still needed for the
discovery of novel inhibitors that specifically target the MDM2-EHMTs-p53 complex.

7.3.2. Inhibition of Myc

As G9a interacts with Myc to promote proliferation in cancer cells by binding to the
promoter regions of target genes, inhibiting Myc may impede the repressive function of
this complex. Small molecule inhibitors of Myc either disrupt Myc/Max dimerization or
block the binding to the E-box element on gene promoters [184,185]. Despite being one of
the most well-studied oncogenes, no small molecule inhibitor against Myc has made it to
clinical trials due to poor target selectivity, non-specificity in differentiating cancer cells
from normal cells, and low potency [92].

Among all reported Myc inhibitors, KJ-pyr-9 was found to have the highest binding
affinity for Myc and was most effective in inhibiting human triple-negative breast cancer
both in vitro and in vivo [186]. KJ-pyr-9 inhibits Myc by blocking its ability to dimerize
with Max. JKY-2-169, a synthetic α-helix mimetic small molecule inhibitor, can also inhibit
Myc by disrupting the Myc/Max complex [91]. The disruption of the complex prevents
the Myc/Max heterodimer from binding to the E-box element. Besides small molecules
inhibitors, synthetic peptides and proteins are alternative inhibitors. Omomyc, a 91-residue
mini mutant c-Myc dominant negative protein, dimerizes with wild-type c-Myc and Max,
impeding wild-type Myc dimerization and disrupting the Myc regulatory network [187].
Preliminary studies have shown that Omomyc is effective in multiple cancer models such
as breast, lung, brain, and pancreatic cancers [92].

However, small molecule inhibitors and Omomyc target the C-terminal basic helix-
loop-helix leucine zipper domain (bHLHLZ) instead of the MYC box II domain, which is
important for the G9a-MYC interaction. Nonetheless, inhibiting Myc and, by extension,
Myc/Max dimerization could potentially inhibit the activity of the G9a-Myc complex, as it
prevents Myc from directing G9a towards Myc-repressed target genes and therefore blocks
the ability of G9a to repress common target genes.

Instead of targeting Myc, another approach is to decrease Myc expression by targeting
its upstream regulators, thereby disrupting G9a-Myc complex formation due to the lack of
Myc protein. For example, using a combination treatment of JQ1, an inhibitor for BRD4,
and NSC, an inhibitor of RAC1, leads to a decrease in Myc expression and, in turn, reduces
G9a-Myc complex formation in HER-2 and triple-negative breast cancer [188].
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7.3.3. Inhibition of STAT3

As activated STAT3 interacts with G9a, forming a repressive complex, inhibiting STAT3
may prevent the activity of this complex. Current small molecule inhibitors generally inhibit
STAT3 activity by binding to the SH2 domain, preventing STAT3 from phosphorylation or
blocking STAT3 DNA binding [189].

STA-21, a quinone analogue, is a small molecule inhibitor that binds to the SH2 domain
of STAT3, preventing STAT3 dimerization and DNA binding activity while having little
effect on STAT3 phosphorylation [98]. Stattic is another small molecule inhibitor that binds
to the SH2 domain of STAT3. Stattic forms hydrogen bonds with Arg 609, Ser 611, and Ser
613 to create a barrier that prevents Tyr 705 from phosphorylation, keeping STAT3 in an
inactive state [99].

Platinum compounds have been shown to impede STAT3′s DNA binding activity.
For instance, the chemotherapeutic drug cisplatin and the platinum compound IS3295 can
selectively inhibit STAT3 by attaching to STAT3 and interrupting the binding of activated
STAT3 to DNA [100]. SH003, a STAT3 inhibitor, disrupts the G9a-STAT3 interaction by
preventing STAT3 phosphorylation and nuclear localization [97,190]. This suggests that
blocking STAT3 phosphorylation and nuclear localization could potentially inhibit the
formation and activity of the G9a-STAT3 complex.

7.3.4. Activation of FOXO1

Since SKP2 degrades FOXO1 upon methylation by G9a, targeting SKP2 activity may
enhance FOXO1 activity despite increased G9a activity in cancers. The expression of SKP2
can be disrupted by preventing the SKP2-SCF complex [191]. Cpda, a compound identified
from a high-throughput screen, prevented the interaction between Skp2 and SCF and
blocked the proliferation of neoplastic cells [192]. As PPARγ is an upstream negative
regulator of SKP2, increasing the activity of PPARγ can reduce SKP2 expression [193].
Troglitazone, a PPARγ agonist, has been used to treat SKP2-overexpressing HCC [102]. A
decrease in SKP2 expression along with cell cycle arrest were observed in HCC cells upon
treatment with troglitazone. Natural compounds such as gallic acid, EGCG, and tea leaf
extracts have also been found to inhibit SKP2 expression [103]. The compound SZL-P1-41,
which has been identified to directly interact with the F-box domain of SKP2, can block the
SKP1 interaction for the formation of the SKP2-SCF complex [194].

Another way of inhibiting SKP2 activity is by blocking the SKP2-CKS1 interaction
to prevent the transfer of ubiquitin to target proteins. High-throughput screens revealed
several compounds such as 22d, Skp2E3LIs, NSC689857, and LinichlorinA that are effective
in interfering with the SKP2-CKS1 interaction [104–106,195]. As a result, the targeting of
SKP2 may diminish G9a-dependent FOXO1 degradation by decreasing the ubiquitination
of FOXO1.

7.4. Targeting Zinc Finger Transcription Factors

G9a interacts with Snail and DNMT1 to form a complex responsible for inducing
EMT in cancers; hence, targeting Snail may prevent complex formation to inhibit the
EMT transition. An oligonucleotide-conjugated Co(III) complex was derived to selectively
inhibit Snail family transcription factors by preventing DNA binding while maintaining the
ability of other transcription factors to bind to DNA [196]. Inhibiting Snail DNA-binding
capability prevents the complex from binding to downstream targets.

Additionally, as expression of Snail and Slug are transcriptionally regulated by TGF-
β signaling, targeting TGF-β can reduce Snail and Slug expression [197,198]. Current
available inhibitors of TGF-β signaling include small molecules that target TGF-β recep-
tor kinases, monoclonal antibodies that impede ligand–receptor binding, and antisense
oligonucleotides that block the translation of key players of the TGF-β signaling path-
way [199]. A majority of the TGF-β inhibitors are designed as ATP mimetics to compete
with ATP for the ATP binding site of TGFβRI kinase and inhibit the catalytic activity of
TGFβ1R [199]. These small molecule inhibitors include SD-093 and LY2157299, which block
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TGF-β-induced cancer cell migration and EMT [112,113]. Monoclonal antibodies targeting
the TGF-β pathway aim to disrupt the interaction between the TGF-β ligand and the TGF-β
receptor, thereby effectively impeding ligand signaling [113]. For example, GC-1008, a pan
monoclonal antibody, is able to neutralize all three TGF-β ligand isoforms and has been
tested in clinical trials against renal cell carcinoma [200]. AP12009 and ISTH0036 are the
two reported antisense oligonucleotides that target the TGF-β2 ligand [114,116].

Since Snail and Slug are downstream targets, the inhibition of TGF-β signaling can
result in a decrease in the expression of both Snail and Slug. Because they act as chaperones,
decreasing their expression may disrupt complex formation with G9a, thus relieving the
repressive effect on target genes such as E-cadherin.

7.5. Targeting Non-Transcription Factors
Inhibition of Cyclin D

As cyclin D1 acts as a chaperone for G9a to target genes, therapeutic agents against
cyclin D that induce its degradation or prevent its transcription may be beneficial in
targeting the function of the cyclin D-G9a complex. The histone deacetylase inhibitor,
trichostatin A (TSA), can promote the ubiquitin-dependent proteasomal degradation of
cyclin D1 by upregulating the Skp2-SCF E3 ligase complex [123]. Retinoic acid (Vitamin
A) has been shown to induce cyclin D1 proteolysis via a ubiquitin-dependent proteasome
degradation pathway [201]. S14161 decreases the mRNA expression of cyclin D1, 2, and
3 by suppressing the activity of PI3K [202]. Glucocorticoids were also shown to reduce
cyclin D1 expression by promoting the expression of SP1 transcription factor, which in
turn induced the degradation of the MAF BZIP transcription factor (c-maf) [203]. The
c-maf oncogene is known to induce cyclin D transcription [204]. A natural product, kinetin
riboside, represses the transcription of cyclin D1 and 2 by increasing the expression of the
transcription repressor CREM [205]. Although it remains to be proven, it is likely that the
decrease in cyclin D1 can reduce the availability of free cyclin D1 to bind to G9a, dampening
G9a-cyclin D1 complex formation.

7.6. Targeting Epigenetic Regulators
Inhibition of CDYL

CDYL also functions as a chaperone that guides EHMTs to target regions on the
chromatin. Yang and colleagues have identified the first selective small-molecule inhibitor
of CDYL, benzo [d]oxazol-2(3H)-one (compound D03). Mechanistically, compound D03
engages with CDYL and hinders CDYL binding to the target region on the chromatin,
thereby preventing CDYL from repressing target genes [127]. Compound D03 could be
effective in antagonizing the CDYL-G9a complex. Since G9a does not have a DNA binding
domain, compound D03 may effectively block the G9a-CDYL complex from binding to
target gene promoters, thus eliminating G9a’s repressive role on target genes.

8. Conclusions

EHMTs are important epigenetic regulators that are required for normal physiological
processes. The dysregulation of EHMTs and their complexes are common features associ-
ated with multiple cancers, highlighting the need to therapeutically target these proteins.
Although substantial work has been conducted on the downstream effectors of EHMTs, the
upstream mechanisms responsible for the altered expression of EHMTs and their interacting
partners are not well elucidated. Because current inhibitors are limited by their various
physiochemical properties or selectivity profiles, alternative approaches are required to
therapeutically target EHMTs and their complexes. In this review, we present an overview
of the upstream regulators of EHMTs and offer insights into the possibilities of therapeuti-
cally targeting its regulators to dampen EHMT expression. We also present an overview
of EHMTs’ interacting partners and evaluate the potential of available inhibitors against
these interactors to suppress EHMT complex formation. Nonetheless, these approaches are
not without their caveats. Because EHMTs lie upstream of many gene networks, targeting
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the expression of EHMTs or their interacting partners could indirectly antagonize the
beneficial role of the regulator or pathways, resulting in many unwanted side effects. This
is especially true for pathways or proteins of pleiotropic nature such as Snail/Slug and
STAT3, as their functions depend on the genetic background and biochemical context of
the cells. The use of a combinatorial treatment through the careful optimization of EHMT
inhibitors and chemotherapeutic agents may possibly overcome this challenge.

Instead of specifically targeting individual complexes in various cancers, the develop-
ment of PPI modulators against the SET domain may be another viable approach, as most
of the interactions involve this domain. Still, there is a need to consider the specificity of
the PPI modulator, as it may block interactions with other proteins that are not involved
in the oncogenesis. Therefore, targeting epigenetic regulators in cancer therapy requires
a detailed evaluation of their networks. The PROTAC technology has great potential in
driving EHMT proteasomal degradation in cancers. As the understanding of the epige-
netic landscape widens, the next generation of drugs that leverage the unique features of
epigenetic regulators can be developed.
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