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Abstract: The Human Herpesviruses persist in the form of a latent infection in specialized cell types. 
During latency, the herpesvirus genomes associate with cellular histone proteins and the viral lytic 
genes assemble into transcriptionally repressive heterochromatin. Although there is divergence in 
the nature of heterochromatin on latent herpesvirus genomes, in general the genomes assemble into 
forms of heterochromatin that can convert to euchromatin to permit gene expression and therefore 
reactivation. This reversible form of heterochromatin is known as facultative heterochromatin and 
is most commonly characterized by polycomb silencing. Polycomb silencing is prevalent on the cel-
lular genome and plays a role in developmentally regulated and imprinted genes, as well as X chro-
mosome inactivation. As herpesviruses initially enter the cell in an un-chromatinized state, they 
provide an optimal system to study how de novo facultative heterochromatin is targeted to regions 
of DNA and how it contributes to silencing. Here, we describe how polycomb-mediated silencing 
potentially assembles onto herpesvirus genomes, synergizing what is known about herpesvirus la-
tency with facultative heterochromatin targeting to the cellular genome. A greater understanding 
of polycomb silencing of herpesviruses will inform on the mechanism of persistence and reactiva-
tion of these pathogenic human viruses and provide clues regarding how de novo facultative het-
erochromatin forms on the cellular genome. 
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1. Introduction 

Herpesviruses are double-stranded DNA viruses that persist for life in specialized cell 
types in the form of a latent infection. During latency, herpesvirus genomes are associ-
ated with cellular histone proteins, forming a chromatinized structure [1]. Transcription-
ally silent regions of the herpesvirus genomes are associated with histones with post 
translational modifications (PTMs) characteristic of repressive heterochromatin [1-4]. By 
forming a heterochromatin structure, herpesvirus genomes likely avoid recognition as 
foreign pieces of DNA and permit long-term silencing of lytic genes, enabling them to 
go undetected by the host.  

Differential histone PTMs are associated with different forms of heterochromatin and 
are laid down and removed by distinct cellular proteins. A common feature of many 
human herpesviruses is the association of latent genomes with polycomb group (PcG) 
protein-mediated facultative heterochromatin (fHC). fHC is characterized by di- and 
trimethylation of H3K27 (H3K27me2/3) and can be accompanied by histone H2AK119 
monoubiquitination (H2AK119ub1) and the stable recruitment of PcG complexes [5]. On 
the host genome, the composition of fHC can vary on different regions of DNA and in 
different cell types [6-8]. The differential composition of fHC arises due to the action of 
discrete PcG-associated proteins and results in a distinct mechanism to maintain 
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transcriptional repression [9,10]. Therefore, there is great interest in understanding the 
mechanisms by which regions of DNA are specified for polycomb-mediated fHC silenc-
ing. However, tracking de novo fHC targeting to regions of the cellular genome is chal-
lenging as the full removal of the pre-existing epigenetic template is hard to achieve 
[11,12].   

Herpesvirus genomes packaged into the infectious viral particle are not associated with 
histones and are therefore described as being “naked” [13]. Therefore, when herpesvirus 
genomes first enter the cell, they do so without a pre-existing chromatin template. Inves-
tigating how herpesvirus genomes are recognized and targeted for fHC silencing serves 
as a tool to understand the mechanisms of de novo formation of fHC. In addition, an un-
derstanding of how herpesvirus genomes are silenced during a latent infection will un-
cover mechanisms of how herpesviruses genomes are silenced in a way that can permit 
gene expression to later occur for reactivation and dissemination. This review will focus 
on evidence of fHC-based silencing of latent herpesvirus genomes. In addition, we syn-
ergize recent developments in the mechanisms of fHC formation on both cellular and 
viral genomes and posit how herpesviruses can be utilized in the future to understand 
the mechanisms of fHC-based gene silencing.  

2. Polycomb Group Protein Repressive Complexes  

As its name suggests, PcG-mediated heterochromatin is laid down and maintained by 
the activities of two major protein-complexes: the polycomb repressive complex 1 
(PRC1) and PRC2. PRC2 was long considered the initial depositor of fHC, as it contains 
H3K27me ‘writer’ activity, carrying out mono-, di- or tri-methylation (H3K27me1, 
H3K27me2, or H3K27me3)  [14-16]. Because H3K27me3 can then be recognized by the 
PRC1 complex, the formation of PcG-mediated silencing was thought to occur hierarchi-
cally with PRC2-mediated H3K27me3 followed by recruitment of PRC1 to result in H2A 
lysine 119 monoubiquitination (H2AK119ub1) and/or chromatin compaction [17]. Our 
understanding of mammalian polycomb repression has since evolved beyond this 
model and the order of events in polycomb silencing seems far from straightforward 
[18]. Mammalian polycomb silencing likely occurs through a variety of mechanisms spe-
cific to cellular context and results in potentially divergent association with protein com-
plexes and mechanisms to restrict gene expression. It is likely that herpesviruses have 
evolved to take advantage of host processes of heterochromatin formation.  

2.1 H3K27 methylation by PRC2 

PRC2 contains a core of three components; enhancer of Zeste 1 or 2 (EZH1/2), suppres-
sor of Zeste 12 (SUZ12) and embryonic ectoderm development (EED) (see Figure 1). 
EZH1/2 is catalytically active, but the full trimeric core is required for in vitro H3K27 
methylation activity [16,19,20]. PRC2 core proteins also include retinoblastoma associ-
ated proteins 46 and 48 (RbAp46/48; also known as RBBP4/7). All three methylation 
states of H3K27 (mono, di and tri-methylation) are carried out by PRC2. The formation 
and function of K27 methylation has been most extensively studied in mouse embryonic 
stem cells (mESCs) and human induced pluripotent stem cells (iPSCs), where 
H3K27me2 is most abundant of the three, existing across 50-70% of total histone H3 pre-
dominately at intergenic regions [11]. Despite being the most predominant form of 
H3K27 methylation and a substrate for PRC2, PRC2 levels are undetectable at regions of 
H3K27me2 [11]. H3K27me1 and H3K27me3 are each found on approximately 10-15% of 
total H3 in mESCs [12,21]. H3K27me3 is found centered around CpG islands of tran-
scriptionally silent genes, and is the only methylation state to which PRC2 stably binds  
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Figure 1. The composition 
of PRC2.1 and PRC2.2 
complexes. Polycomb re-
pressive complex 2 (PRC2) has a catalytic core of EED, EZH1/2 and SUZ12 along with RBBP4/7. PRC2 carries out all 
three methylation states of H3K27, but H3K27me3 is the only one stably bound by the complex. To form the PRC2.1 
complex, the core can interact with either PALI1/2 and CTBP or EPOP and Elongin BC. One pair excludes the other 
from joining the complex. SUZ12 in PRC2.1 also interacts with one of three PCL proteins, but this interaction does not 
compete for the aforementioned interacting pairs. PCL proteins enable binding to unmethylated CpG islands. PRC2.2 
forms by SUZ12 in the same catalytic core interacting with JARID2 and AEBP2. Unlike PRC2.1, JARID2 enables 
PRC2.2 recruitment to sites of H2AK119ub1. 

 

 

[11]. Hence, these CpG islands can act as nucleation sites for facultative heterochromatin 
formation and propagation [11].  

In addition to the core proteins, PRC2 also associates with a variety of accessory pro-
teins, and the mutually exclusive binding patterns gives rise to two distinct PRC2 vari-
ants: PRC2.1 and PRC2.2 [22] (Figure 1). The possible combinations of accessory proteins 
for a single PRC2 variant reflect the built-in complexity in regulating PRC2 activity. The 
PRC2.1 complex includes one of three polycomb-like (PCL) proteins (PCL1/2/3), also 
known as PHF1, MTF2 and PHF19 respectively, which enable PRC2.1 binding to un-
methylated CpG islands [22]. In addition to PCL proteins, PRC2.1 contains Elongin BC 
and Polycomb repressive complex 2-associated protein (EPOP) or PRC2-associated 
LCOR isoform 1 (PALI1/2) [23-26]. In contrast, PRC2.2 contains Jumonji and AT-rich in-
teraction domain 2 (JARID2), and adipocyte enhancer-binding protein 2 (AEBP2) which 
together recruit PRC2.2 to the H2AK119ub1 modification and permit the PRC2 methyl-
transferase activity to overcome the repressive effects of active histone modifications 
H3K4me3 and H3K36me3 [27-30]. Although the differential activities of 
PHF1/PHF19/MTF2 and JARID2 contribute to PRC2.1 and 2.2 recruitment to different 
regions of chromatin, there are also redundant or compensatory mechanisms observed 
for PRC2.1 and PRC2.2 and inhibition of both complexes is required for full inhibition of 
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PRC2 activity in pluripotent cells [31]. It should also be noted that studies of PRC2.1/2.2 
function on cellular chromatin have been carried out with some residual epigenetic tem-
plate. In addition, it is likely that there are differences in the resulting epigenetic struc-
tures when fHC is laid down by PRC2.1 versus PRC2.2 that could result in different 
mechanisms for re-expression of genes. This is also supported by a recent study that has 
uncovered subtle differences in PRC2.1 versus PRC2.2 by inducing mutations in SUZ12 
to shift preference towards forming one complex over the other. This revealed that PRC2 
occupancy was significantly higher for PRC2.1 target regions than PRC2.2 bound re-
gions, suggesting that differential accessory proteins bound to either PRC2.1 or 2.2 can 
result in differing PRC2 occupancy levels, at least in human iPSCs [32]. Whether this has 
long-term implication for gene expression and chromatin compaction is not known. In 
addition, as gene expression patterns change during differentiation, there is evidence 
that PRC2.2 is important for de novo silencing during this transitional process whereas 
MTF2 containing PRC2.1 was required to maintain high amounts of H3K27me3 at al-
ready repressed CpG dense promoters [7]. These results do not conflict with findings of 
redundancy between PRC2.1 and PRC2.2 in mESCs [33,34], instead suggesting that dur-
ing differentiation their roles shift.  

Hence, when considering the mechanisms of PRC2 recruitment and function, it is im-
portant to consider changes in polycomb group expression and activity upon differentia-
tion and in distinct cell types differentiated cell types, which is reflected in the differen-
tial composition of PRC2 in different cell types. One aspect that varies between pluripo-
tent and differentiated cells is the presence of EZH1 versus EZH2. EZH2 is highly ex-
pressed in dividing cells and minimally in differentiated cells [35,36]. EZH1 is widely 
expressed and believed to be predominant in terminally differentiated cells, specifically 
in the maintenance of H3K27me3 [29]. Studies in mESCs indicate that EZH1/2 use differ-
ent mechanisms to repress chromatin, with EZH2 largely catalyzing H3K27me2/3 and 
EZH1 contributing to chromatin compaction [35]. Different forms of Polycomb-associ-
ated proteins may also be present in distinct cell types. For example, full length JARID2 
is down-regulated with differentiation, although a cleaved protein lacking the PRC2-
interacting domain (DelN-JARID2) is present, at least in differentiated keratinocytes. The 
shorter form of JARID2 negatively regulates PRC2 function and is proposed to release 
PRC2-mediated repression of differentiation genes [37]. This serves as an example of the 
function of a polycomb protein changing in the context of differentiation, one facet of the 
complexities of polycomb repression that must be considered in heterochromatin for-
mation. Models of herpesviruses latency and reactivation serve as excellent systems to 
investigate de novo fHC formation in differentiated cells, and also track the potential dif-
ferential regulation of gene expression from regions of fHC within distinct epigenetic 
structures.  

 

2.2 H2AK119 ubiquitination, Chromatin Compaction and 3-Dimensional Interactions by PRC1 

The composition of PRC1 complexes appear to be even more diverse than PRC2, falling 
into two broad categories: canonical (cPRC1) and non-canonical/variant (vPRC1) [9,10] 
(see Figure 2). All PRC1 complexes contain dimerized RING1A or B, which interact with 
one of six possible PCGF proteins (PCGF1-6). cPRC1 complexes contain either PCGF2 
(also called MEL18) or PCGF4 (also called BMI1) together with one of five chromobox 
(CBX2, 4, 6, 7 and 8) proteins [38]. The CBX subunit of cPRC1 directly binds H3K27me3 
for recruitment to chromatin; therefore, the activity of cPRC1 is dependent on PRC2 [39-
41]. vPRC1 complexes can contain any of the six PCGF proteins but lack CBX proteins,  
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Figure 2. The components of canonical and variant PRC1 complexes. Canonical PRC1 (cPRC1) consists of one of two 
PGCF proteins (PGCF2 or PGCF4), along with RING1A/B and one of five chromobox (CBX) proteins. Although cata-
lytically active, cPRC1 is thought not to contribute to the majority of H2AK119ub1. Chromobox proteins CBX2, 4, 6, 7 
and 8 directly bind to H3K27me3, so cPRC1 recruitment to chromatin is dependent on PRC2 H3K27 methylation ac-
tivity. Variant PRC1 (vPRC1) contains any of the six PGCF proteins, RING1A/B, and RYBP or YAF2. RYBP/YAF2 ex-
clude CBX proteins from incorporating into the complex, and do not bind H3K27me3.  vPRC1 recruitment is thus 
independent of PRC2 activity. RYBP stimulates RING1A/B activity, and vPRC1 writes most H2AK119ub1. Transcrip-
tion factors RUNX1 and REST can interact with cPRC1 via RING1B and CBX7/8 respectively, recruiting the complex 
to specific target sequences of DNA. E2F6 and MGA can similarly recruit vPRC1 to specific DNA sequences by inter-
action with RYBP/YAF2, while hnRNPK can do so through interaction with PGCF3/5. KDM2B can recruit vPRC1 to 
non-sequence specific, unmethylated CpG islands. 

 

instead containing either RYBP or YAF2 [18,38,42]. Hence, vPRC1 complexes lack 
H3K27me3 binding ability and are recruited to chromatin independently of PRC2 
[18,43]. Recruitment of vPRC1 can occur through direct DNA binding activities, for ex-
ample KDM2B-containing vPRC1 directs the complex to non-methylated CpG islands 
[44].  vPRC1 can interact with sequence-specific DNA binding proteins such as E2F6, 
REST and RUNX1 (Figure 2) [45]. vPRC1 can also be recruited by interaction with RNA 
(Figure 4), as appears to be the case for vPRC1 recruitment to the presumptive inactive 
X-chromosome in mESCs by interaction of the non-coding RNA Xist via hnRNPK [46].  

 The variability in composition of PRC1 complexes is reflective of their differential ef-
fects on chromatin and mechanism to impact gene expression. Although all complexes 
contain the RING1/2 catalytic subunit, vPRC1 is predominantly responsible for mediat-
ing H2AK119ub1, likely because RYBP stimulates PRC1 E3 ubiquitin ligase activity 
[18,41,43,47]. There is evidence, at least in embryonic stem cells, that H2AK119ub1 is 
required for PRC2 recruitment and subsequent binding of both vPRC1 and cPRC1 
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[48,49]. These studies also revealed a direct role for H2AK119ub1 in repression of gene 
expression, and there is evidence for H2AK119ub1 inhibiting RNA polymerase elonga-
tion [50,51], perhaps by preventing the eviction of H2A/H2B dimers [52].  

Whilst vPRC1 is likely responsible for the majority of H2AK119ub1, cPRC1 appears to 
be responsible for repressing gene expression through chromatin compaction, in addi-
tion to mediating long-range chromosomal interactions [53]. For regions of chromatin 
that are bound by either vPRC1 or cPRC1 in ES cells, those bound by cPRC1 exhibit in-
creased transcriptional repression compared to those bound by vPRC1 [54].  cPRC1 
compaction is driven by the CBX proteins, in particular CBX2, 6 and 8, which contain a 
highly basic region that can drive chromatin compaction, at least in vitro [10]. Thus 
CBX2, 6 and 8-containing cPRC1 likely prevents gene expression by limiting access to 
transcriptional machinery. CBX7, which is the most abundant CBX in ES cells, lacks this 
basic domain and instead may function in transcriptional repression via mediating long-
range chromosomal interactions [10,54,55]. Other CBX proteins can also mediate long-
range chromosomal interactions. Notably, CBX2 contains an intrinsically disordered re-
gion, which drives the formation of nuclear condensates known as polycomb group bod-
ies by phase separation [56]. Therefore, differential expression of CBX paralogs in differ-
ent cell types can lead to different degrees of compaction, the significance of which in 
herpesvirus latency remains to be resolved.  

In mESCs, enzymatic activity of RING1A/1B is required for H2AK119ub1 and the major-
ity of H3K27me3, indicating that at least in stem cells vPRC1-mediated polycomb repres-
sion is the predominant pathway [48,49]. Inhibition of this pathway also results in de-
creased association of cPRC1 at target genes usually bound by both vPRC1 and cPRC1 
[48,49]. However, in these studies small subsets of genes were found to be associated 
with H3K27me3 and cPRC1 via PRC2.1-mediated H3K27me3 deposition. There is evi-
dence for a pathway of vPRC1-PRC2.2-mediated fHC formation during early develop-
ment of neural progenitor cells (NPCs), where the RING1A/B E3 ligase activity was 
found to be essential for repression of genes initially silenced during early neuronal de-
velopment, but PRC1-mediated repression switched over to Ub-independence as stable 
silencing was maintained [57]. This result highlights the importance of considering cell 
type and differentiation state when exploring mechanisms of polycomb repression on 
herpesvirus genomes.  

 

3. Evidence for Polycomb Group Silencing of Latent Herpesvirus Genomes  

Herpesviruses are divided into three groups; the Alpha, Beta and Gammaherpesviruses. 
All establish a life-long latent infection with the capacity to undergo reactivation, but 
with different requirements depending on the nature of the latently infected cell. The 
Alphaherpesviruses establish latency in terminally-differentiated neurons, most often in 
sensory and autonomic neurons [58]. The Betaherpesviruses persist in myeloid/dendritic 
progenitor cells, and the prototypical human Betaherpesvirus Human Cytomegalovirus 
(HCMV) establishes latency in hematopoietic lineage cells, including CD34+ progenitor 
stem cells, CD33+ granulocyte/macrophage progenitor cells, and CD14+ monocytes [59-
61]. Gammaherpesviruses establish latency within lymphocytes, in addition to other 
cells types including epithelial and natural killer cells for Epstein Barr Virus (EBV), and 
endothelial cells for Kaposi’s Sarcoma-Associated Herpesvirus (KSHV) [62-65]. For the 
majority of herpesviruses, latent viral genomes persist as circular, extrachromosomal 
episomes/plasmids, with the exception being the Betaherpesvirus HHV6, which has the 
ability to integrate into telomeric regions of host chromosomes [66].  
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When Herpesvirus genomes first enter the nucleus, they are not associated with cellular 
histone proteins and are therefore epigenetically naïve [67-72]. However, as latency is 
ultimately established, viral genomes become chromatinized by association with cellular 
histone proteins [1,2,73,74]. Between the different herpesviruses, and even for the same 
herpesviruses, there is evidence of association with different types of heterochromatin 
characterized by the association with histone modifications found on regions of constitu-
tive and facultative heterochromatin; an example being HSV-1 as both H3K27me3 and 
H3K9me2/3 have been found on the latent viral genome [82-84]. However, to a variety of 
degrees, the majority of latent herpesvirus genomes investigated so far associate with 
PcG protein-mediated fHC. Given that by definition fHC is thought have the ability to 
convert to active euchromatin, particularly in response to stimuli that trigger cellular 
differentiation or stress signaling, it is perhaps not surprising that latent herpesvirus 
genomes are associated with this reversible form of heterochromatin.  

The evidence linking the association of fHC with herpesvirus latency includes mechanis-
tic studies investigating the role of K27me histone readers, writers, and erasers in regu-
lating viral gene expression during latency/reactivation, in addition to studies demon-
strating the association of proteins and histone modifications with latent viral genomes. 
Assessing the contribution of fHC to herpesvirus latency is of course dependent on the 
choice of experimental system used. For some herpesviruses, the epigenetic structure of 
latent genomes has been assessed in material isolated from humans to aid in our under-
standing of natural latency. This has been achieved for the Gammaherpesviruses and 
HCMV [85-88]. Passaged patient-derived cell lines containing latent KSHV and EBV 
have been incredibly powerful for understanding the molecular aspects of Gam-
maherpesvirus latency including the role of fHC [89-92]. For the Alphaherpesviruses, 
very few studies have been performed to investigate the epigenome during natural la-
tency due to the obvious challenge of removing neurons from healthy individuals, and 
autopsy studies are challenging as viral genomes need to be maintained in the natural 
latent state. Given the hurdles in investigating the HSV chromatin structure in natural 
latency, model systems are required. These are also advantageous as the mechanisms of 
fHC targeting during the establishment of latent infection can be more readily studied. 
Small animal models of herpesvirus latency have been invaluable for the initial charac-
terization of the nature of the chromatin on the HSV genome [82-84,93-95]. However, the 
remaining human herpesviruses do not readily infect mice, although natural herpesvi-
ruses of small animals (for example the wood mouse herpesvirus MHV-68/MuHV-4) 
have provided model systems to investigate chromatin association with latent genomes 
[96].  

Some of the most comprehensive studies of fHC association with latent viral genomes 
have been performed using in vitro systems of Gammaherpesvirus latency, largely ow-
ing to the ability of both Epstein Barr Virus (EBV) and Kaposi’s Sarcoma-Associated 
Herpesvirus (KSHV) to readily enter a latent state following infection of endothelial or 
renal carcinoma cells in particular. In vitro model systems based on primary cells iso-
lated from humans or rodents are also used to investigate the epigenetics HCMV and 
HSV latency [85,97,98]. To generate larger amounts of cells and/or model latency in hu-
mans, immortalized cell lines or pluripotent cells can also be differentiated into the ap-
propriate cell type [99,100]. Although more readily manipulated, in vitro systems come 
with the caveat that infection is carried out in isolated cells in the absence of a full host 
immune response. In addition, care needs to be taken when assessing the starting mate-
rial, for example whether the cells are embryonic or fetal in nature and may not fully 
mimic the chromatin environment in more mature cells [101,102], and likewise species-
specific difference may underlie the chromatin responses to herpesvirus infection. 
Hence, it is advantageous to investigate the chromatin structure of herpesvirus genomes 
in multiple model systems. The availability of multiple systems has both drawbacks and 
advantages, as we can amass knowledge on the overall mechanisms of polycomb 
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targeting in different models of herpesvirus infection in addition to how this may vary 
between different cell types, species, developmental stages, and the contribution of the 
host immune response.  

 

3.1 Polycomb Group Silencing of Human Alphaherpesviruses 

Using mouse models of HSV-1 latency, multiple studies have found that the viral ge-
nome is highly enriched for H3K27me3 [82,84,103]. The only region of the HSV genome 
expressed to abundant levels during latency is the latency associated transcript (LAT) 
locus [1]. The LATs are a family of HSV non-coding RNAs expressed from the same re-
gion of the genome, the most abundant species being a stable approximately 2kb intron, 
in addition to miRNAs and other long non-coding RNAs [104]. Surprisingly, the LAT 
promoter is also enriched for H3K27me3 during latency, but a downstream region 
known as the long-term enhancer appears to be depleted for H3K27me3 association [82]. 
The contribution of H3K27me3 to HSV latency is also demonstrated by the observed 
requirement for JMJD3 and/or UTX activity in HSV-1 reactivation [97,105]. Consistent 
with H3K27me3 association with latent HSV, SUZ12 is associated with the HSV-1 ge-
nome as latency is established [95]. Recruitment of the PRC1 complex to the latent HSV-
1 genome has been analyzed by ChIP assay for PCGF4/Bmi1, and no significant enrich-
ment was detected on the lytic promoters examined [84,95]. PCGF4 can be a subunit in 
either vPRC1 or cPRC1, although there are multiple PRC1 variants that lack PCGF4 as 
discussed above. Therefore, it remains to be determined whether non-PCGF4 variant or 
canonical PRC1 proteins are present on the latent HSV-1 genome.   

Although there is significant data that PcG-mediated fHC is enriched on the HSV-1 ge-
nome during latency, there is less known about the remaining human Alphaherpesvi-
ruses. There are no reported studies on the epigenetic nature of the HSV-2 genome dur-
ing latency. Although there is approximately 50% sequence homology between HSV-1 
and HSV-2, there are notable differences between the two viruses in terms of ability to 
undergo reactivation and express the LAT from different subtypes of neurons and ana-
tomical locations [106,107]. Whether this relates to differences in the chromatin structure 
of HSV-1 versus HSV-2 is not known. As of yet, there is no data on the association of the 
varicella-zoster virus (VZV) latent genome with H3K27 methylation. The lack of small 
animal models that permit the establishment of latent infection with VZV has made the 
study of VZV latency more challenging. ChIP assays would be possible on human au-
topsy material, given the assumption that tissue can be processed rapidly and/or a sig-
nificant proportion of viral genomes remain in the latent state. With the advent of more 
in vitro systems to investigate VZV latency in neurons generated from iPS cells [108,109], 
this opens the door to investigate the contribution of fHC to VZV latency. 

 

3.2 Polycomb Group Silencing of Human Betaherpesviruses 

For the prototypical human Betaherpesvirus, human cytomegalovirus (HCMV), there 
are no studies reported to date on the association of the HCMV genome with fHC dur-
ing natural latency of humans. However, there is evidence that fHC chromatin plays a 
role in the maintenance or establishment of HCMV latency in experimental systems. In 
regards to role of fHC in latency establishment, small molecule inhibition of PRC2 pre-
vented quiescence and in both human monocytic leukemia THP1 cell line and embryo-
nal carcinoma NT2D1 cells latency and reactivation models [110]. In addition, small mol-
ecule inhibition of PRC2 was sufficient to disrupt quiescence in NT2D1/THP1 models 
and knockdown of H3K27demethylase JMJD3 reduced viral gene expression in a THP-1 
reactivation model [110,111]. Further, a study by the Kalejta lab found that the 
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H3K27demethylases JMJD3 and UTX were targeted to the HCMV MIEP in both THP1 
cells and CD34+ cells as a potential way for the host cell to defend against latency [112]. 
The MIEP is composed of the major immediate early promoter and enhancer regions 
and exerts control over immediate early gene expression, including IE1 and IE2, which 
are critical to initiating the viral cycle. In the presence of a viral protein UL138, recruit-
ment of HDMs is decreased, permitting increased association of H3K27me3 with the 
MIEP. In a CD14+ experimental system of latency, overexpression of JMJD3/UTX re-
sulted in increased lytic gene expression [98]. Together, these studies suggest that 
H3K27me3 association with the HMCV genome plays a role in latent infection. Moreo-
ver, it should also be noted that H3K9me3, along with the HP1 reader protein, is also 
known to be enriched on the HCMV MIEP during latency [113,114]. Hence, the contribu-
tion of Polycomb-mediated silencing and any potential intersection with HP1-mediated 
silencing in populations of latent HMCV genomes remains to be determined.  

Betaherpesvirus HHV-6 is a remarkably silent virus; there are few if any detectable lytic 
or latent transcripts expressed in clinical isolates or in vitro infected cells [115,116]. A pio-
neering study recently found detectable levels of both H3K9me3 and H3K27me3 in 
iciHHV-6A cells, clonal cells derived from germ cells in which HHV-6 has integrated 
into the host cell [116]. There is currently no evidence for heterochromatin targeting the 
HHV-7 genome. 

 

3.3 Polycomb Group Silencing of Human Gammaherpesviruses 

For the Gammaherpesvirus Kaposi’s sarcoma-associated herpesvirus (KSHV), substan-
tial evidence for polycomb-mediated silencing during latency has come from investigat-
ing multiple model systems [2]. The major cell type harboring latent KSHV infection in 
vivo are B cells. Latent infection of B-cells can result in KSHV-induced lymphoprolifera-
tion, which is linked to primary effusion lymphoma (PEL) and multicentric Castleman's 
disease. KSHV-positive PEL-derived cell lines are a powerful source of material for stud-
ying the latent KSHV epigenome. However, constitutively-infected cell lines are not 
ideal to investigate the early events in the establishment of latency in a non-transformed 
cell type. Despite being the major latent cell type, human B cells are largely refractory to 
de novo KSHV infection in vitro. Hence, to model KSHV latent or quiescent infection in 
vitro, many labs utilize endothelial-like cell lines, although the most commonly used cell 
line (SLK) appears to be a renal carcinoma cell line [89,117,118]. H3K27me3 has clearly 
been found to be enriched on silenced lytic promoters in PEL-derived lines and latent 
SLK cells, and following in vitro infection of endothelial cells and human PBMCs 
[85,89,90,117] and closely mirrors that of the KSHV genome from Kaposi Sarcoma clini-
cal isolates [86]. PRC2 components EZH2 and SUZ12 are detectable on lytic promoters 
marked by H3K27me3 [90,117], and inhibition or knockdown of EZH2 enhances viral 
gene expression in PEL-derived lines or following de novo infection of SLK cells 
[90,117]. H3K27me3 is lost upon reactivation induced by sodium butyrate (an HDAC 
inhibitor) or the exogenous expression of a lytic transactivator, and over-expression of 
H3K27 demethylase JMJD3 increases viral gene expression and incidence of reactivation 
from in vitro models of latency in B-cells and SLK cells [89,90]. Together, data from these 
studies indicate a functional role for H3K27me3 in maintaining KSHV lytic gene silenc-
ing during latency. 

KSHV is perhaps the best characterized of the herpesviruses in terms of the presence of 
PRC1 on the latent genome. Multiple studies have detected H2AK119ub1 on lytic pro-
moters, with data indicating that it is deposited prior to K27 methylation in SLK cells 
[117].  The core PRC1 component RING1B is also present at lytic promoters enriched for 
H2AK119ub1 in addition to vPRC1-associated proteins KDM2B and RYBP [117,119,120]. 
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Therefore, vPRC1 and H2AK119ub1 appear to be important in fHC formation on the 
latent KSHV genome. However, KDM2B depletion does not perturb RING1B enrich-
ment on the KSHV genome, suggesting it might not recruit vPRC1, or that there are al-
ternative, compensatory pathways to fHC formation [121]. Intriguingly, a recent study 
found that knockdown or inhibition of the PRC1 component PCGF4/Bmi1 in B cells re-
sulted in loss of H2AK119ub1 from the Rta lytic gene promoter and induced increased 
levels of viral transcripts [122]. Therefore, interrogating the precise molecular depend-
ence of KSHV latency on different components of PRC1 in different cell types will help 
elucidate cross talk between the different PRC1 complexes and their resulting effects on 
three-dimensional chromatin interactions and gene expression.  

There is also evidence for fHC silencing in Epstein-Barr virus (EBV). Of note, EBV la-
tency is classified into “types”, which are characterized by the differential expression of 
latent genes/proteins that allow the persistence and proliferation of the cell [123].  Type 
I latency, which is observed in EBV-positive Burkitt lymphoma cells and derived lines, 
express EBNA1, EBERs, and BamHI A rightward transcripts (BART) transcripts. Type II 
latency, which is observed in NK/T lymphoma cells, express LMP-1 and LMP-2 in addi-
tion to the Type I latency genes. Following the EBV infection of B cells in vitro, the B cells 
are transformed and form lymphoblastoid cell lines (LCLs), which can be passaged con-
tinuously. LCLs exhibit Type III latency, which additionally express EBNA-3s, EBNA-
LP, and BHRF1 miRNAs. In vivo, EBV is thought to transition between latency programs 
as the infected B cell differentiates and gains access to the memory B cell pool  [124]. 
Different latent promoter elements are activated or silenced depending on latency type, 
likely in part due to epigenetic regulation, as reviewed by Tempera and Lieberman  
[125]. 

H3K27me3 and EZH2 have been demonstrated on the promoter of ZEBRA/BZLF1 (an 
early gene required for lytic induction) in latency Type I, II, and III cells and on several 
lytic promoters in Type I cells [91,92,126]. The vPRC1 component KDM2B has been de-
tected at EBV promoters and exerts a repressive effect, although whether this is linked to 
vPRC1 function and H2AK119ub1 is not yet known [127]. The exact contribution of 
H3K27me3 in silencing is also unknown. H3K27me3 is lost following lytic induction by 
some triggers, such as exogenous ZEBRA expression [126], but not others like TPA (a 
PKC activator), A23187 (a calcium ionophore), and sodium butyrate (an HDAC inhibi-
tor) [92]. This may be reflective of the stimulus used given that ZEBRA expression by-
passes the process of re-expression of BZLF1/ZEBRA, the promoter of which is marked 
with H3K27me3 during latency, and likely recruits chromatin remodelers [128]. Other 
stimuli that act on signal transduction pathways (for example TPA) result in an increase 
in transcriptional activation-associated histone modifications but no detectible decrease 
in H3K27me3 [92]. It is possible that the loss of H3K27me3 on just a few genomes, which 
would be difficult to detect, may be sufficient for lytic induction. 

Further, EZH2 knockout, knockdown, or inhibition alone is not sufficient to induce ro-
bust changes in ZEBRA expression in Type I or Type III latent cells [92] [129] [130], alt-
hough this  does not necessarily imply they are not important at maintaining long-term 
repression as additional signaling events are likely required to induce transcriptional 
activation. In support of this, PRC2 inhibition has been shown to enhance viral gene ex-
pression when in combination with other lytic induction triggers in Type I and III cells 
[92,129]. Therefore, H3K27me3 appears to be important for maintaining silencing. Its 
inhibition alone promotes reactivation in response to additional triggers but does not 
directly result in entry into the lytic cycle.  
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4. Potential Mechanisms of Polycomb Group Protein Recruitment to Herpesvirus Ge-
nomes 

The specific recognition mechanisms by which PcG proteins target herpesvirus genomes 
have not been elucidated for the majority of herpesviruses. De novo targeting of PcG-
mediated fHC has been problematic to study, even outside of the context of viral infec-
tion, and there are still many questions remaining concerning the mechanisms that tar-
get polycomb group proteins to regions of DNA. Additionally, there is evidence that the 
mechanisms of targeting likely vary between cell types and different regions of fHC, so a 
one size fits all model of fHC may not apply. Some of the most in-depth studies on fHC 
targeting come from studying development, where there are multiple forms of fHC es-
tablishment, including: de novo chromatinization of the paternal genome after fertiliza-
tion; X chromosome inactivation in female embryos along with silencing of imprinted 
regions; and developmentally regulated genes, along with collapse (via Suz12/EED de-
pletion or EED inactivation) and subsequent re-initiation of regions of H3K27me3 
[11,12]. From these studies, a number of key concepts have emerged including the kinet-
ics of H3K27 methylation, the role of ncRNAs, requirement for H2A ubiquitination, in-
volvement of polycomb accessory proteins and the contribution of fHC to gene silenc-
ing. Below we synergize these concepts with what is currently known about potential 
mechanisms of PcG-mediated fHC targeting to latent herpesvirus genomes. The poly-
comb repressive core components, associated accessory proteins, and fHC marks that 
have been demonstrated on latent herpesvirus genomes, as well as our proposed mecha-
nisms of how these components may facilitate fHC targeting, are summarized in Figure 
3. 

 

4.1 Kinetics of H3K27me1/2/3 targeting to herpesvirus genomes 

H3K27me3 is considered the hallmark of PcG-mediated fHC and the most well charac-
terized fHC-associated modification on latent herpesvirus genomes. One potential 
model for H3K27me3 targeting is that it occurs on all incoming viral genomes irrespec-
tive of cell type, but during a successful lytic replication cycle the virus is able to over-
come this mechanism of gene silencing. If H3K27me3 acts as a host defense mechanism 
to limit incoming viral gene expression then it would be rapidly deposited onto incom-
ing viral genomes and persist through latency. However, in experimental model systems 
where deposition of de novo H3K27 methylation to regions of cellular DNA has been 
tracked over time, a theme has emerged that trimethylation of K27 takes approximately 
36 hours to form and spread [11,12]. In the case of a rapidly replicating virus like HSV-1, 
which can produce progeny virus by 12-18 hours post-infection, this slow deposition of 
H3K27me3 is unlikely to profoundly affect viral gene expression. However, progression 
to full trimethylation need not occur for fHC to contribute to herpesvirus gene silencing. 
When de novo K27 methylation is tracked over time, H2K27me1 and K27me2 occur rap-
idly, followed later by H3K27me3 formation and spread [11].  

In the Gammaherpesviruses, H3K27me3 likely does not accumulate on genomes des-
tined to become latent until an initial round of viral gene expression has been com-
pleted. A “pre-latent” phase has been proposed in de novo EBV and KSHV infection sys-
tems [74,117,131-133]. Specifically, for KSHV, H3K27me1 levels rise and then decrease  
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Figure 3: Proposed mechanisms of facultative heterochromatin targeting are demonstrated for representative her-
pesviruses from each family. For alpha-herpesvirus HSV-1, we propose PRC2.1 may be recruited to the genome 
through intrinsic DNA elements, such as high GC content, REST sites, or G quadruplexes, that are enriched on the 
genome. The LAT has also been demonstrated to play a role in H3K27me3 deposition, although independently of 
SUZ12 recruitment. In the case of beta-herpesvirus HCMV, we propose that lncRNA 4.9 enhances the activity of the 
PRC2 complex, with which it has been demonstrated to associate. PRC2 may be recruited to the genome through simi-
lar over-represented intrinsic DNA elements . In the case of gammaherpesvirus EBV, PRC2.1 may be recruited to the 
genome through G quadruplexes or high GC content. In the case of gammaherpesvirus KSHV, we propose the re-
cruitment of vPRC1 to the genome through GC content, and the subsequent deposition of H2AK119ub. PRC2, per-
haps simultaneously, or on independent genomes, is also recruited the viral genome to deposit H3K27me1/3.  

 

 

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 21 June 2021                   doi:10.20944/preprints202106.0501.v1

https://doi.org/10.20944/preprints202106.0501.v1


 

 

concurrently with the rise of H3K27me3 beginning around 24 hours post-infection [117]. 
This suggests a transition from H3K27me1 to me2 to me3, although H3K27me2 has re-
mained unexplored in this system. Indeed, the association of H3K27me2 and conse-
quence for herpesvirus gene silencing has been under-studied. Intriguingly, H3K27me2 
is the more abundant modification on the host genome, although its direct role in gene 
silencing compared to trimethylation is not understood [21]. A recent study did identify 
a novel histone reader specifically for H3K27me2 as the tudor domain-containing pro-
tein PHD finger protein 20 (PHD20) [134]. Binding of PHD20 to H3K27me2 results in 
recruitment of the repressive Mi-2/nucleosome remodeling and deacetylase complex, at 
least in cancer cells, providing a direct mechanistic link between H3K27me2 and tran-
scriptional repression.  

A further consideration is the nucleosomal structure of incoming herpesvirus genomes. 
Upon initial infection the viral genomes lack histones and are non-nucleosomal [67-72]. 
Multiple lines of evidence point to PRC2 activity being enhanced by a dense, polysomal 
structure with an optimal DNA linker length of 40 bp [135]. This may relate to initial 
binding of the complex to a nucleosome already containing H3K27me3 via the EED aro-
matic cage, which based on data obtained from cryoEM of AEBP2-containing PRC2 re-
sults in positioning the EZH2 SET domain in close proximity to the neighboring unmod-
ified histone [30]. Hence, a dense nucleosomal structure likely facilitates spread of K27 
methylation from an initiating site. However, how nucleosomal density may co-ordinate 
de novo lysine methylation is currently unknown, and whether di- or tri- methylation 
could occur on isolated nucleosomes prior to formation of a dense nucleosomal structure 
on incoming herpesvirus genomes is unclear. In the case of HSV-1 and KSHV, H3 nucle-
osome occupancy accumulates prior to H3K27me3 [95,117]. For HCMV, H3 and 
H3K27me3 have not been directly compared, however, it has been demonstrated that H3 
deposition occurs rapidly on the HCMV genome during latent infection, suggesting it 
may be deposited prior to H3K27me3 [136]. 

 

3.2 KDM2B/vPRC1-mediated Recognition of Unmethylated CpGs 

A discussed above, there is substantial evidence that fHC containing H2AK119ub1 oc-
curs via vPRC1 recruitment [48,49], via association with different accessory proteins, one 
being KDM2B. KDM2B binds to unmethylated CpGs and results in the recruitment of 
the vPRC1 complex to ubiquitinate H2A [18,44]. H2AK119ub1 is subsequently recog-
nized by PRC2.2 via JARID2, which has H2AK119ub1 reader activity [27]. Many of the 
human herpesviruses exhibit high genomic CG content and do not demonstrate detecta-
ble DNA methylation at the time of latency establishment. The KSHV genome exhibits 
an average GC content of 54%, raising the possibility of a role for KDM2B in polycomb-
mediated recruitment [120]. In addition, data on enrichment of H2AK119ub1 prior to 
H3K27me3 hinted at this potential mechanism [117,120].  Accordingly, in a recent ele-
gant study by Gunther et al., the authors detected KDM2B and H2AK119ub1 on KSHV 
episomes following de novo infected SLK cells [120]. H2AK119ub1 preceded recruitment 
of EZH2 and H3K27me3 by approximately 24-28 hours, although H3K27me2 levels were 
not analyzed. An earlier study by Toth also detected non-canonical PRC1 component 
RYBP1 on the KSHV genome following infection of the same cell type [117]. In support 
of the model of KDM2B-mediated recruitment of vPRC1 to GC-rich regions followed by 
H3K27me3 deposition, a comparative epigenome analysis of KSHV and the related 
murid Gammaherpesvirus MHV-68 (which differ in terms GC-richness) showed that 
MHV-68 is largely devoid of CpG islands [120]. The latent KSHV genome exhibits pro-
foundly higher levels of H3K27me3 than MHV-68, even upon infection of the same cell 
types, which is likely attributed to the higher GC-content of KSHV. Intriguingly, 
KDM2B depletion during the establishment of latency results in increased KSHV lytic 
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gene expression and a concomitant increase H3K36me3 and H3K4me3 [121]. The repres-
sive effects of KDM2B on KSHV lytic gene transcription occur prior to the observed in-
crease in H3K27me3 and KDM2B depletion did not alter RING1B binding to the viral 
genome, but an alternate mechanism by which KDM2B may represses lytic gene expres-
sion may exist. This proposed mechanism of fHC targeting to the KSHV genome, in 
which vPRC1 recruitment mediated through GC-rich motifs is followed by PRC2.2 re-
cruitment and H3K27me3 deposition is represented in Figure 3. 

The known mechanism of recognition of H2AK119ub1 by PRC2.2 in ESCs is via JARID2. 
However, in many lineage committed cells, including primary lymphocytes and 
keratinocytes, the predominant isoform of JARID2 is ΔN-JARID2 [37], which lacks PRC2 
binding ability and acts to promote transcription of lineage-specific genes. Therefore, 
given the predominant lack of the full length JARID2 in primary, lineage committed 
cells, the exact mechanism for PRC2.2 recruitment to H2AK119ub1-associated promoters 
and requirement for JARID2 remains to be determined. Interestingly, EBV and KSHV 
both express mi-RNAs that downregulate JARID2, hypothesized to lead to loss of tumor 
suppression [138,139]. Because of the central role JARID2 in vPRC1/PRC2.2-mediated 
PcG-silencing, the observation of H2AK119ub1 on herpesvirus genomes, and the poten-
tial change in function following differentiation, examining the role of JARID2 in herpes-
virus latency will uncover how PRC2.2 contributes to gene silencing outside of the con-
text of embryonic stem cells.  

 

3.3 Sequence-Specific Polycomb Recruitment  

In Drosophila, Polycomb complexes are recruited to specific sequences known as Poly-
comb response elements (PREs). Mammals lack this direct sequence-specific recruitment 
of polycomb group proteins. However, by association with accessory proteins or tran-
scription factors, there is evidence of polycomb complex targeting to specific promoters 
for gene repression. Proteins identified thus far that may mediate sequence specific poly-
comb recruitment include MGA, E2F6, RUNX1 and REST [140-142]. One intriguing pro-
tein that is potentially linked to herpesvirus latency is RUNX1. RUNX1 has been shown 
to be involved in Ring1b recruitment, and subsequent H2AK119ub1 to RUNX1 on the 
cellular genome binding sites in primary thymocytes [141]. RUNX1 binding sites are 
over-represented in HSV-1 and HSV-2, particularly in regions surrounding transcrip-
tional start sites of lytic promoters [143]. Further, RUNX1 overexpression has been found 
to repress HSV gene expression during lytic infection. Together, this evidence suggests 
RUNX1 acts as a repressor of HSV gene expression, although the function of RUNX1 in 
HSV latency and connection to Polycomb silencing of HSV lytic genes remains to be de-
termined. Of interest, RUNX1 plays a role in the development of neurons and cells of 
myeloid and lymphoid lineages, sites in which human herpesviruses establish latency.  
It is notable that EBV infection downregulates RUNX1, which is believed to relieve 
RUNX1-mediated growth repression and contribute to EBV’s lymphoproliferative effect 
[144]. Whether RUNX1 plays a role in directly modulating Polycomb recruitment to the 
EBV genome is not known.  

A second transcriptional repressor, RE1-silencing transcription factor (REST, also known 
as neuron-restrictive silencing factor (NRSF)) is linked to silencing of neuronal genes in 
non-neuronal cells.  REST can interact with PRC1 and PRC2 and maintains PRC1/2 
binding to neuronal genes in the human teratocarcinoma NT2-D1 cells and mESCs [142]. 
However, it should be noted that the role of REST in Polycomb recruit is complex and 
context-dependent as REST can also limit PRC2 binding around CpG-rich regions in mu-
rine embryonic cells [142]. The HSV-1 genome carries numerous predicted REST binding 
sites, and insertion of a dnREST, which retains its DNA-binding domain but lacking 
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regions responsible for interacting with repressors, into the HSV genome was found to 
disrupt latency in comparison to insertion the WT REST [145]. In addition, a recombi-
nant HSV-1 with a wild type REST insertion failed to reactivate in a TG explant model 
even in the presence of HDAC inhibitors [146]. This suggests that REST exerts a repres-
sive effect on the viral genome through association with repressors other than histone 
deacetylases, although in this study expression of the LAT and viral miRNA was re-
duced following infection with the wild-type REST virus. Therefore, a direct contribu-
tion of REST to polycomb silencing on the HSV genome remains to be determined. 

 

3.4 Regulation by RNA  

RNA has emerged as playing an important role in the modification of fHC and known 
cellular mechanisms are summarized in Figure 4.. Multiple proteins that make up core 
PRC complexes in addition to accessory proteins have RNA binding capabilities, includ-
ing EZH2, Suz12, hnRNPK and ATRX. A recent study demonstrated that RNA itself and 
the RNA binding domain of EZH2 is required for PRC2 binding to chromatin [147]. 
Hence RNA plays a key role in PRC2 recruitment and Polycomb silencing. However, the 
relationship between Polycomb recruitment and RNA binding is far from simple, and 
although Polycomb complexes can be recruited via binding to RNA, the methyltransfer-
ase activity of PRC2 is inhibited by RNA binding and single-stranded RNA competes for 
PRC2 DNA binding [148] (Figure 4B).  In some instances, non-coding RNAs can recruit 
Polycomb complexes for the initiation of silencing, while RNA can also modulate the 
activity of PRC2. Therefore, a theme is emerging in which polycomb can be recruited via 
RNA interactions but additional factors such as pre-existing histone PTMs, presence of 
transcription factors, composition of the polycomb complexes, nature of the RNA and 
active transcription ultimately regulate whether fHC is formed [149]. Given that multi-
ple herpesviruses express long non-coding (lnc) RNAs during latency, it is likely that 
they also modulate the function and/or recruitment of Polycomb proteins. However, like 
cellular non-coding RNAs, these mechanisms are likely complex and dependent on ad-
ditional factors and/or the pre-existing chromatin template.  

In support of a role for RNA in the establishment of fHC, one of the most well character-
ized non-coding RNAs to participate in silencing is the X-inactive-specific transcript 
(Xist) [51]. Xist is 17 kb RNA that is necessary for X chromosome inactivation, a process 
that regulates dosage compensation in female XX cells. Not only is Xist necessary for X 
chromosome inactivation in ES cells, it can also induce autosomal gene silencing as an 
exogenously inserted transgene. Distinct domains of the Xist RNA interact with different 
repressive proteins to orchestrate multiple events in epigenetic silencing of the X chro-
mosome. A region of the Xist (the B repeat), recruits vPRC1 to catalyze H2AK119ub1 
and permit recruitment of PRC2.2 via JARID2 [43,46]. The Xist does not bind to PRC1 
directly but instead recruits vPRC1 to sequences of the X chromosome destined for si-
lencing via binding to hnRNPK [46] (Figure 4A). Xist also does not interact directly with 
chromatin, instead thought to increase the concentration of hnRNPK/vPRC1 in the vicin-
ity of the region to be silenced. This is likely a common mechanism used by lncRNAs, at  
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Figure 4: Cellular roles for RNA in modulating polycomb complex binding and facultative heterochromatin target-
ing. A: Non-coding RNA paired with an RNA-binding protein can concentrate variant PRC1 near chromatin and pro-
mote subsequent H2AK119ub1 deposition. This has been demonstrated for Xist and hnRNPK. B and C: Nascent RNA 
being transcribed by RNA polymerase II can inhibit PRC2 activity, but dsRNA formation by lncRNA base pairing to 
the nascent RNA can activate PRC2. HOTAIR is one such lncRNA. D: Nascent G-tract or G-quadruplex RNA have 
high binding affinity for PRC2, and can thus compete with H3K27me3 for PRC2 binding. PRC2 is evicted from the 
chromatin as a result of this competition. 
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least in embryonic stem cells, where additional RNAs also involved in imprinting (Airn, 
Kcnq1ot1 and Meg1) interact with hnRNPK and Polycomb proteins [150]. It should be 
noted that these lncRNAs also participate in gene silencing in a non-polycomb depend-
ent manner, for example by potential transcriptional interference of anti-sense tran-
scripts (notably Airn and Kcnq1ot1) and recruitment of additional silencing proteins in-
cluding histone deacetylase and demethylases (reviewed in [150]).  

In addition to silencing in cis, additional lncRNAs have been discovered that silence dis-
tal regions of host chromatin. HOTAIR was the first lncRNA to be identified that 
worked silenced regions of the cellular genome in trans. At the time of its discovery, 
PRC2 was thought to initiate Polycomb silencing prior to PRC1 recruitment [150]. This 
result was similar to the model proposed for Xist-mediated recruitment of PRC2 in cis 
via binding to a region of Xist (RepA) as well as to the anti-sense transcript via a two-
hairpin structure to PRC2, and therefore PRC2 was thought to bind to similar stem-loop 
structures [151]. However, further studies have since found that PRC2 (and in particular 
EZH2) has an affinity for a wide range of RNA species, with the highest binding affinity 
for RNA containing G tracts folded into G quadruplexes ([G3-5N1-5]4-6; known as G4 
structures) [148,152]. EZH2 also binds with a moderate affinity for G-track motifs, in ad-
dition hairpin structures, albeit with lower affinity than G-track motifs [51]. Interest-
ingly, a recent study addressed the conundrum as to how lncRNAs play a role in pro-
moting PRC2 recruitment and H3K27me3 formation when the complex is known to be 
inhibited by RNA binding. It was found that although binding to ssRNA inhibited PRC2 
activity, binding of dsRNA can relieve this repression [153]. Hence, this study helps re-
solve how HOTAIR potentially promotes polycomb silencing by base paring with nas-
cent RNA transcripts that have homologous sequences and thus overcome the repres-
sion of ssRNA imposed by binding to EZH2.   

As yet, no herpesvirus non-coding RNAs have been identified that directly recruit Poly-
comb group complexes to viral genomes during latency akin to Xist. However, it is pos-
sible that herpesvirus non-coding RNAs do regulate the nature of fHC on viral genomes. 
Herpesvirus long non-coding RNAs expressed in latency include the latency-associated 
transcript (LAT) of HSV, lncRNA 4.9 of HCMV, and the BARTS and EBERS of EBV 
[104]. Some of these are incredibly abundant in the latently infected nucleus; the HSV 
LAT intron is present at more than 10^4 copies per cell and the EBV EBERs at about 
10^5-10^6 [104].  The KSHV PAN RNA, robustly expressed during the transition to lytic 
replication, is present at >10^5 copies/cell [104].  Given the complexities in the nature of 
fHC, different routes to silencing and potential modulation in recruitment and activity 
of PRC2 complexes, it is possible that herpesvirus non-coding RNAs could modulate the 
nature of the PRC1 or PRC2 proteins recruited, type of fHC silencing and genomic loca-
tions of fHC on either the cellular or host genomes. 

There are hints in the literature that herpesvirus lncRNAs modulate the fHC on latent 
viral genomes. For HSV-1, the most abundant transcript present in latently infected neu-
rons is the LAT. The LAT consists of a primary 8.3kb transcript, which is spliced into 
major 1.5 and 2 kb LAT introns. The LAT and smaller RNAs processed within it have 
been implicated in silencing viral expression during acute and latent infection [103,154-
156]. During acute infection of murine ganglia, where both the LAT and lytic transcripts 
are abundantly expressed, the LAT has been found to reduce lytic gene transcription 
[155]. During latency, expression of at least two viral lytic transcripts is increased in a 
LAT mutant virus [156]. In addition, experiments using LAT+/- viruses with a HCMV-
MIEP luciferase cassette inserted into a lytic region of the genome found decreased 
MIEP repression in the LAT-null virus [103]. Whether these changes in gene expression 
relate to differences in fHC silencing however remain controversial, as one study found 
decreased association of H3K27me3 in the absence of the LAT using multiple virus mu-
tants [82], whereas a second study found increased H3K27me3 [84]. However, it should 
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be noted that the second study was carried out with a LAT mutant that has since been 
sequenced and found to have multiple genetic changes that confound the interpretation 
of the data directly relating to the function of the LAT, included regions substituted with 
HSV-2 sequence and an altered amino acid sequence within 13 different ORFs [157]. A 
third study found a trend towards decreased but not a significantly changed level of 
H3K27me3 without the LAT [103]. One problem with assessing the contribution of the 
LAT however is possible additional functions, including potentially impacting neuronal 
survival [158,159], that could alter the pool of latently infected neurons in vivo. However, 
together these data indicate that the LAT could impact the nature of fHC on the latent 
genome, but not be fully required for targeting. In support of this, SUZ12 appears to be 
recruited to similar levels to the lytic viral promoters tested even in the absence of the 
LAT during the establishment of latency [95].  

As of yet, no specific interactions between the HSV LAT and polycomb group complexes 
or associated proteins have been identified. As previously mentioned, the PRC2 complex 
in particular has promiscuous RNA binding activity and lncRNAs expressed by other 
human herpesviruses have been found to interact with the complex. As previously men-
tioned, PRC2 interacts with the highest affinity to G-quadruplexes. Intriguingly G-quad-
ruplexes have been demonstrated on the immediate early promoters/regulatory regions 
of HSV-1, HSV-2, VZV, HMCV, EBV, and KSHV, although the trend was less obvious 
for EBV (Figure 4D) [160-162]. However, how these interactions modulate latency and/or 
reactivation are not clear. The HCMV lncRNA 4.9 may regulate PRC2 function at a lytic 
promoter. During a latent infection of CD14+ monocytes, lncRNA 4.9 has been demon-
strated to interact with PRC2 components EZH2 and SUZ12, and the RNA itself is en-
riched at the MIEP, which is also enriched for H3K27me3 [98]. These combined data sug-
gest that lncRNA 4.9 may play a role in modulating fHC formation on the latent HCMV 
genome, potentially akin to the role of HOTAIR in forming a dsRNA structure and pro-
moting PRC2 enzymatic activity (Figure 4C). However, whether there is any homology 
between regions of lncRNA 4.9 important for silencing and MIEP-derived RNA remains 
to be determined.   

Conversely, herpesvirus lncRNAs could inhibit PRC2 function by binding as a ssRNA, 
and it is feasible that abundantly expressed transcripts like the LAT and RNA 4.7 have 
both positive and negative effects on PRC2 binding. lncRNA expression during reactiva-
tion could also modulate PRC2 recruitment away from DNA and bind as ssRNA to in-
hibit the enzymatic activity. KSHV PAN RNA is robustly expressed following lytic in-
duction. PAN RNA has been proposed to play a role in lytic gene induction as it is 
broadly detectable across the viral genome and its absence is linked to the inhibition of 
reactivation [163]. PAN RNA has been proposed to interact with SUZ12 and EZH2 [163] 
and may potentially divert PRC2 away from chromatin and/or restrict PRC2 function, 
although this remains to be tested. It is particularly interesting that the PAN RNA is not 
associated with chromatin, which does not negate a role for interacting with PRC2, espe-
cially if the PAN RNA displaces PRC2 from chromatin [164]. However, additional stud-
ies have suggested that PAN does not regulate gene expression during reactivation 
[164]. It is unknown whether PAN may still modulate transcription following a physio-
logical reactivation stimulus (this study used valproic acid, an HDACi). Therefore, it 
remains to be resolved whether PAN RNA can modulate Polycomb binding during 
KSHV reactivation and whether this depends on how reactivation is induced.  

 

 

4. Future directions 
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 As discussed here, there are many unknowns regarding the formation of fHC on 
latent herpesvirus genomes, exact nature of the polycomb group proteins present and 
potential mechanisms of de-repression for reactivation. There is much still to be uncov-
ered that will both inform on how polycomb silencing is targeting de novo in distinct cell 
types and mechanism of herpesvirus gene silencing. In addition to understanding the 
mechanisms of fHC formation on viral genomes, the ability to track herpesvirus latency 
and reactivation in distinct cell types provides novel model systems to understand long-
term effects of different fHC structures on chromatin silencing.  

 

4.1 Contribution of cell-type specific PRC complexes 

Much of the data on the mechanisms of Polycomb silencing come from studies carried 
out in pluripotent cells or upon early stages of differentiation. Herpesviruses establish 
latency in distinct cell types for which the exact composition of Polycomb complexes has 
yet to be resolved. A general theme in the literature is that the mechanisms of polycomb 
silencing become more fixed as cells become more differentiated; for example, the switch 
from vPRC1/H2AK119ub1 mediated silencing [57] and the down regulation of EZH2 
and EED as cells become more differentiated, the replacement of JARID2 with a cleaved 
form that is unable to recruit PRC2 to H2AK119ub1 [37]. Whether these changes occur in 
cell types latently infected with human herpesviruses and the impact on incoming ge-
nomes remains to be resolved. The majority of the current literature on PRC2 recruit-
ment centers around EZH2. However, as cells become more differentiated, they switch 
to reduced EZH2 expression and higher levels of EZH1. Even post-differentiation as 
cells undergo maturation, the expression patterns of Polycomb group proteins change. 
An example being neurons that undergo an intense maturation period in the post-natal 
to adult period, during which time EZH2 and EED are down-regulated, and EZH1 levels 
remain unchanged [102]. There is evidence that PRC2-EZH1 is functionally distinct from 
PRC2-EZH2. PRC2-EZH2 displays allosteric activation, whereas EZH1 activity is unre-
sponsive to activation by H3K27me3 [35]. PRC2-EZH1 activity is inhibited by free DNA 
whereas PRC2-EZH2 is unaffected by non-nucleosomal DNA [35]. This may explain 
why PRC2-EZH2 is the major methyltransferase in ES cells as the chromatin structure is 
more open and higher levels of H3K27me3 favor allosteric activation. In contrast the 
more compact chromatin structure in differentiated cells would result in less inhibition 
of EZH1. However, Herpesvirus genomes start out as a non-nucleosomal structure, the 
presence of non-nucleosomal genomes would likely initially inhibit the activity of EZH1, 
although it is possible that association with different PRC2 co-factors may alter the activ-
ity of EZH1. To our knowledge, the contribution of EZH1 and associated proteins to her-
pesvirus latency has yet to be resolved.  

 

4.2 Contribution of different PRC components to de novo silencing and long-term repression 

 Tracking the initial silencing of herpesvirus lytic gene expression and prolonged 
silencing through latency serve as excellent systems to understand the contributing of 
different Polycomb complexes, their associated proteins and enzymatic activity to either 
de novo gene silencing or maintained repression. Key questions that remain unanswered 
include the role for H2AK119ub, H3K27me2 and H3K27me3 in either switching off lytic 
gene expression or their targeting to genes that are already transcriptionally silent. In 
addition to the histone post-translation modifications, what role do the associated his-
tone readers play in gene silencing? Is silencing maintained via H2AK119ub1 to prevent 
transcriptional elongation, via chromatin compaction or does Polycomb binding regulate 
three-dimensional interactions within viral genomes themselves or to regions of host 
chromatin? Answering these questions will provide mechanistic insight into long term 
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persistence of latent herpesvirus genomes and is also required to understand how Poly-
comb silencing could be reversed to permit reactivation following an appropriate stimu-
lus.  

  

4.3 Viral manipulation of the polycomb structure of the virus and heterogeneity in latency 

 Given the high degree of heterogeneity of Polycomb silencing, it is possible that 
herpesviruses actively manipulate the nature of fHC on the viral genome to a form most 
advantages for viral persistence and/or reactivation. Polycomb silencing has varying 
degrees of silencing and levels of compaction depending on the associated proteins. Alt-
hough there is evidence of redundancy between different components of PRC2.1 and 
PRC2.2, whether there is true redundancy in terms of long-term gene silencing, the na-
ture of PRC1 recruited and ability to convert back to euchromatin for reactivation is not 
known. The nature of PRC1 recruited would ultimately impact the epigenetic structure 
of viral genomes. ,Chromatin compaction is carried out by CBX2, 4 and 6 but CBX7 lacks 
this ability [10]. CBX2 is the only known PRC1-asscoiated CBX protein to participate in 
Phase separation [56]. Understanding the nature of the proteins associated with viral 
genomes (as mentioned above) in addition to whether the viruses themselves drive one 
form of silencing over another may inform on what is the most advantageous form of 
silencing most amenable to reactivation. In addition, herpesvirus latency is heterogene-
ous in nature and often only sub-population of viral genomes reactivate at any one time. 
A key question is whether the heterogeneity related to the nature of the viral chromatin 
at the time of reactivation? Although speculative at this point, understand if this is the 
case may help aid the development of novel therapeutics that drive herpesvirus latency 
in to its most silent form that is refractory to reactivation.  

 

4.4 Mechanisms of reversal for reactivation 

Herpesvirus reactivation can be induced experimentally and tracked over time, and 
therefore provide model systems to investigate how Polycomb silencing can be over-
come to result in gene expression. One potential mechanism is via recruitment of histone 
demethylases (to remove K27 methylation) and/or deubiquitinase. A role for K27 deme-
thylases has been found for full HSV  [97,105,165], HCMV [111] and KSHV [89,90]. 
However, the mechanism of recruitment remains unknown. The contribution of Poly-
comb repressive deubiquitinase (PR-DUB) in herpesvirus reactivation has yet to be ex-
plored. Given the link between H2AK119ub1 and inhibition of transcriptional elonga-
tion, exploring the differential requirement for H2AK119ub1 removal versus 
H3K27me2/3 removal will be an interesting avenue to explore.  

There also remains the possibility of Polycomb eviction for reactivation, which may oc-
cur independently of histone demethylase activity. The initial induction of gene expres-
sion during HSV reactivation has been shown to be independent of the activities of the 
K27 histone demethylases [97,165]. However, the mechanism by which gene expression 
is able to initiate under these conditions is not known. One proposed mechanism is via 
phosphorylation of the S28 residue, which occludes binding of PRC2 to H3K27me3 and 
permits gene expression [166]. This combined histone H3K27/S28 methyl/phospho 
switch has been observed on cellular promoters following cell stress [166,167] and in 
neurons following stimulation [168].  A similar mechanism for potentially overcoming 
H3K9me3 has been observed on the HSV genome in reactivation [97,165]. However, as 
yet whether H3S28p is linked to reactivation of any of the human herpesviruses is un-
known. Further mechanism with the potential for quick action following a reactivation 
stimulus is RNA expression. G quadruplex RNAs have been shown to compete for PRC2 
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binding, leading to reduced occupancy and H3K27me3 [149,152] and G quadruplexes 
are prevalent on herpesvirus genomes [162]. A finally, a not mutually exclusive possibil-
ity is via recruitment of pioneer factors, transcription factors that can access polycomb 
repressed chromatin and recruit chromatin remodeling complexes. In the case of EBV, 
pioneer factor BZLF1 is described as the switch between latency and lytic replication, 
recruiting remodeling complexes that can remove H3K27me3 [74].  

As with the diverse processes explored for the establishment of fHC, overcoming 
H3K27me3-mediated repression most likely differs by the cell differentiation state, cell 
type-specific transcript and protein expression, reactivation trigger and other factors 
specific to each herpesvirus. Understanding the full nature of PcG silencing on latent 
herpesvirus will also be required to determine how silencing is reversed for reactivation. 
Ultimately, understanding the mechanisms PcG silencing and how it is reversed for re-
activation may ultimately enable the development of therapeutics that prevent disease 
associated with herpesvirus recrudescence. 

 
Author Contributions: SAD, AKF and ARC wrote the article.  

Funding: This works was support by T32GM008136 (SAD and AKF), and R21AI151340, 
R01NS105630 and The Owens Family Foundation (to ARC).  

References 

 
1. Knipe, D.M.; Cliffe, A. Chromatin control of herpes simplex virus lytic and latent infection. Nat Rev Microbiol 2008, 6, 211-

221, doi:10.1038/nrmicro1794. 
2. Frohlich, J.; Grundhoff, A. Epigenetic control in Kaposi sarcoma-associated herpesvirus infection and associated disease. 

Semin Immunopathol 2020, 42, 143-157, doi:10.1007/s00281-020-00787-z. 
3. Lieberman, P.M. Chromatin Structure of Epstein-Barr Virus Latent Episomes. Curr Top Microbiol Immunol 2015, 390, 71-

102, doi:10.1007/978-3-319-22822-8_5. 
4. Sinclair, J. Chromatin structure regulates human cytomegalovirus gene expression during latency, reactivation and lytic 

infection. Biochim Biophys Acta 2010, 1799, 286-295, doi:10.1016/j.bbagrm.2009.08.001. 
5. Trojer, P.; Reinberg, D. Facultative heterochromatin: is there a distinctive molecular signature? Mol Cell 2007, 28, 1-13, 

doi:10.1016/j.molcel.2007.09.011. 
6. Loubiere, V.; Martinez, A.M.; Cavalli, G. Cell Fate and Developmental Regulation Dynamics by Polycomb Proteins and 3D 

Genome Architecture. Bioessays 2019, 41, e1800222, doi:10.1002/bies.201800222. 
7. Petracovici, A.; Bonasio, R. Distinct PRC2 subunits regulate maintenance and establishment of Polycomb repression dur-

ing differentiation. Mol Cell 2021, 10.1016/j.molcel.2021.03.038, doi:10.1016/j.molcel.2021.03.038. 
8. Kang, S.J.; Chun, T. Structural heterogeneity of the mammalian polycomb repressor complex in immune regulation. Exp 

Mol Med 2020, 52, 1004-1015, doi:10.1038/s12276-020-0462-5. 
9. Piunti, A.; Shilatifard, A. The roles of Polycomb repressive complexes in mammalian development and cancer. Nat Rev 

Mol Cell Biol 2021, 22, 326-345, doi:10.1038/s41580-021-00341-1. 
10. Connelly, K.E.; Dykhuizen, E.C. Compositional and functional diversity of canonical PRC1 complexes in mammals. Bio-

chim Biophys Acta Gene Regul Mech 2017, 1860, 233-245, doi:10.1016/j.bbagrm.2016.12.006. 
11. Oksuz, O.; Narendra, V.; Lee, C.H.; Descostes, N.; LeRoy, G.; Raviram, R.; Blumenberg, L.; Karch, K.; Rocha, P.P.; Garcia, 

B.A., et al. Capturing the Onset of PRC2-Mediated Repressive Domain Formation. Mol Cell 2018, 70, 1149-1162 e1145, 
doi:10.1016/j.molcel.2018.05.023. 

12. Hojfeldt, J.W.; Laugesen, A.; Willumsen, B.M.; Damhofer, H.; Hedehus, L.; Tvardovskiy, A.; Mohammad, F.; Jensen, O.N.; 
Helin, K. Accurate H3K27 methylation can be established de novo by SUZ12-directed PRC2. Nat Struct Mol Biol 2018, 25, 
225-232, doi:10.1038/s41594-018-0036-6. 

13. Gibson, W.; Roizman, B. Compartmentalization of spermine and spermidine in the herpes simplex virion. Proc Natl Acad 
Sci U S A 1971, 68, 2818-2821, doi:10.1073/pnas.68.11.2818. 

14. Laugesen, A.; Hojfeldt, J.W.; Helin, K. Molecular Mechanisms Directing PRC2 Recruitment and H3K27 Methylation. Mol 
Cell 2019, 74, 8-18, doi:10.1016/j.molcel.2019.03.011. 

15. Yu, J.R.; Lee, C.H.; Oksuz, O.; Stafford, J.M.; Reinberg, D. PRC2 is high maintenance. Genes Dev 2019, 33, 903-935, 
doi:10.1101/gad.325050.119. 

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 21 June 2021                   doi:10.20944/preprints202106.0501.v1

https://doi.org/10.20944/preprints202106.0501.v1


 

 

16. Cao, R.; Wang, L.; Wang, H.; Xia, L.; Erdjument-Bromage, H.; Tempst, P.; Jones, R.S.; Zhang, Y. Role of histone H3 lysine 
27 methylation in Polycomb-group silencing. Science 2002, 298, 1039-1043, doi:10.1126/science.1076997. 

17. Wang, L.; Brown, J.L.; Cao, R.; Zhang, Y.; Kassis, J.A.; Jones, R.S. Hierarchical recruitment of polycomb group silencing 
complexes. Mol Cell 2004, 14, 637-646, doi:10.1016/j.molcel.2004.05.009. 

18. Blackledge, N.P.; Farcas, A.M.; Kondo, T.; King, H.W.; McGouran, J.F.; Hanssen, L.L.P.; Ito, S.; Cooper, S.; Kondo, K.; 
Koseki, Y., et al. Variant PRC1 complex-dependent H2A ubiquitylation drives PRC2 recruitment and polycomb domain 
formation. Cell 2014, 157, 1445-1459, doi:10.1016/j.cell.2014.05.004. 

19. Cao, R.; Zhang, Y. SUZ12 is required for both the histone methyltransferase activity and the silencing function of the EED-
EZH2 complex. Mol Cell 2004, 15, 57-67, doi:10.1016/j.molcel.2004.06.020. 

20. Chammas, P.; Mocavini, I.; Di Croce, L. Engaging chromatin: PRC2 structure meets function. Br J Cancer 2020, 122, 315-
328, doi:10.1038/s41416-019-0615-2. 

21. Ferrari, K.J.; Scelfo, A.; Jammula, S.; Cuomo, A.; Barozzi, I.; Stutzer, A.; Fischle, W.; Bonaldi, T.; Pasini, D. Polycomb-de-
pendent H3K27me1 and H3K27me2 regulate active transcription and enhancer fidelity. Mol Cell 2014, 53, 49-62, 
doi:10.1016/j.molcel.2013.10.030. 

22. van Mierlo, G.; Veenstra, G.J.C.; Vermeulen, M.; Marks, H. The Complexity of PRC2 Subcomplexes. Trends Cell Biol 2019, 
29, 660-671, doi:10.1016/j.tcb.2019.05.004. 

23. Kloet, S.L.; Makowski, M.M.; Baymaz, H.I.; van Voorthuijsen, L.; Karemaker, I.D.; Santanach, A.; Jansen, P.; Di Croce, L.; 
Vermeulen, M. The dynamic interactome and genomic targets of Polycomb complexes during stem-cell differentiation. 
Nat Struct Mol Biol 2016, 23, 682-690, doi:10.1038/nsmb.3248. 

24. Beringer, M.; Pisano, P.; Di Carlo, V.; Blanco, E.; Chammas, P.; Vizan, P.; Gutierrez, A.; Aranda, S.; Payer, B.; Wierer, M., et 
al. EPOP Functionally Links Elongin and Polycomb in Pluripotent Stem Cells. Mol Cell 2016, 64, 645-658, doi:10.1016/j.mol-
cel.2016.10.018. 

25. Liefke, R.; Karwacki-Neisius, V.; Shi, Y. EPOP Interacts with Elongin BC and USP7 to Modulate the Chromatin Landscape. 
Mol Cell 2016, 64, 659-672, doi:10.1016/j.molcel.2016.10.019. 

26. Conway, E.; Jerman, E.; Healy, E.; Ito, S.; Holoch, D.; Oliviero, G.; Deevy, O.; Glancy, E.; Fitzpatrick, D.J.; Mucha, M., et al. 
A Family of Vertebrate-Specific Polycombs Encoded by the LCOR/LCORL Genes Balance PRC2 Subtype Activities. Mol 
Cell 2018, 70, 408-421 e408, doi:10.1016/j.molcel.2018.03.005. 

27. Cooper, S.; Grijzenhout, A.; Underwood, E.; Ancelin, K.; Zhang, T.; Nesterova, T.B.; Anil-Kirmizitas, B.; Bassett, A.; Koois-
tra, S.M.; Agger, K., et al. Jarid2 binds mono-ubiquitylated H2A lysine 119 to mediate crosstalk between Polycomb com-
plexes PRC1 and PRC2. Nat Commun 2016, 7, 13661, doi:10.1038/ncomms13661. 

28. Sanulli, S.; Justin, N.; Teissandier, A.; Ancelin, K.; Portoso, M.; Caron, M.; Michaud, A.; Lombard, B.; da Rocha, S.T.; Offer, 
J., et al. Jarid2 Methylation via the PRC2 Complex Regulates H3K27me3 Deposition during Cell Differentiation. Mol Cell 
2015, 57, 769-783, doi:10.1016/j.molcel.2014.12.020. 

29. Son, J.; Shen, S.S.; Margueron, R.; Reinberg, D. Nucleosome-binding activities within JARID2 and EZH1 regulate the func-
tion of PRC2 on chromatin. Genes Dev 2013, 27, 2663-2677, doi:10.1101/gad.225888.113. 

30. Kasinath, V.; Beck, C.; Sauer, P.; Poepsel, S.; Kosmatka, J.; Faini, M.; Toso, D.; Aebersold, R.; Nogales, E. JARID2 and 
AEBP2 regulate PRC2 in the presence of H2AK119ub1 and other histone modifications. Science 2021, 371, doi:10.1126/sci-
ence.abc3393. 

31. Fursova, N.A.; Blackledge, N.P.; Nakayama, M.; Ito, S.; Koseki, Y.; Farcas, A.M.; King, H.W.; Koseki, H.; Klose, R.J. Syn-
ergy between Variant PRC1 Complexes Defines Polycomb-Mediated Gene Repression. Mol Cell 2019, 74, 1020-1036 e1028, 
doi:10.1016/j.molcel.2019.03.024. 

32. Youmans, D.T.; Gooding, A.R.; Dowell, R.D.; Cech, T.R. Competition between PRC2.1 and 2.2 subcomplexes regulates 
PRC2 chromatin occupancy in human stem cells. Mol Cell 2021, 81, 488-501 e489, doi:10.1016/j.molcel.2020.11.044. 

33. Healy, E.; Mucha, M.; Glancy, E.; Fitzpatrick, D.J.; Conway, E.; Neikes, H.K.; Monger, C.; Van Mierlo, G.; Baltissen, M.P.; 
Koseki, Y., et al. PRC2.1 and PRC2.2 Synergize to Coordinate H3K27 Trimethylation. Mol Cell 2019, 76, 437-452 e436, 
doi:10.1016/j.molcel.2019.08.012. 

34. Hojfeldt, J.W.; Hedehus, L.; Laugesen, A.; Tatar, T.; Wiehle, L.; Helin, K. Non-core Subunits of the PRC2 Complex Are 
Collectively Required for Its Target-Site Specificity. Mol Cell 2019, 76, 423-436 e423, doi:10.1016/j.molcel.2019.07.031. 

35. Margueron, R.; Li, G.; Sarma, K.; Blais, A.; Zavadil, J.; Woodcock, C.L.; Dynlacht, B.D.; Reinberg, D. Ezh1 and Ezh2 main-
tain repressive chromatin through different mechanisms. Mol Cell 2008, 32, 503-518, doi:10.1016/j.molcel.2008.11.004. 

36. Stojic, L.; Jasencakova, Z.; Prezioso, C.; Stutzer, A.; Bodega, B.; Pasini, D.; Klingberg, R.; Mozzetta, C.; Margueron, R.; Puri, 
P.L., et al. Chromatin regulated interchange between polycomb repressive complex 2 (PRC2)-Ezh2 and PRC2-Ezh1 com-
plexes controls myogenin activation in skeletal muscle cells. Epigenetics Chromatin 2011, 4, 16, doi:10.1186/1756-8935-4-16. 

37. Al-Raawi, D.; Jones, R.; Wijesinghe, S.; Halsall, J.; Petric, M.; Roberts, S.; Hotchin, N.A.; Kanhere, A. A novel form of 
JARID2 is required for differentiation in lineage-committed cells. EMBO J 2019, 38, doi:10.15252/embj.201798449. 

38. Gao, Z.; Zhang, J.; Bonasio, R.; Strino, F.; Sawai, A.; Parisi, F.; Kluger, Y.; Reinberg, D. PCGF homologs, CBX proteins, and 
RYBP define functionally distinct PRC1 family complexes. Mol Cell 2012, 45, 344-356, doi:10.1016/j.molcel.2012.01.002. 

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 21 June 2021                   doi:10.20944/preprints202106.0501.v1

https://doi.org/10.20944/preprints202106.0501.v1


 

 

39. Fischle, W.; Wang, Y.; Jacobs, S.A.; Kim, Y.; Allis, C.D.; Khorasanizadeh, S. Molecular basis for the discrimination of re-
pressive methyl-lysine marks in histone H3 by Polycomb and HP1 chromodomains. Genes Dev 2003, 17, 1870-1881, 
doi:10.1101/gad.1110503. 

40. Min, J.; Zhang, Y.; Xu, R.M. Structural basis for specific binding of Polycomb chromodomain to histone H3 methylated at 
Lys 27. Genes Dev 2003, 17, 1823-1828, doi:10.1101/gad.269603. 

41. Moussa, H.F.; Bsteh, D.; Yelagandula, R.; Pribitzer, C.; Stecher, K.; Bartalska, K.; Michetti, L.; Wang, J.; Zepeda-Martinez, 
J.A.; Elling, U., et al. Canonical PRC1 controls sequence-independent propagation of Polycomb-mediated gene silencing. 
Nat Commun 2019, 10, 1931, doi:10.1038/s41467-019-09628-6. 

42. Garcia, E.; Marcos-Gutierrez, C.; del Mar Lorente, M.; Moreno, J.C.; Vidal, M. RYBP, a new repressor protein that interacts 
with components of the mammalian Polycomb complex, and with the transcription factor YY1. EMBO J 1999, 18, 3404-
3418, doi:10.1093/emboj/18.12.3404. 

43. Tavares, L.; Dimitrova, E.; Oxley, D.; Webster, J.; Poot, R.; Demmers, J.; Bezstarosti, K.; Taylor, S.; Ura, H.; Koide, H., et al. 
RYBP-PRC1 complexes mediate H2A ubiquitylation at polycomb target sites independently of PRC2 and H3K27me3. Cell 
2012, 148, 664-678, doi:10.1016/j.cell.2011.12.029. 

44. Farcas, A.M.; Blackledge, N.P.; Sudbery, I.; Long, H.K.; McGouran, J.F.; Rose, N.R.; Lee, S.; Sims, D.; Cerase, A.; Sheahan, 
T.W., et al. KDM2B links the Polycomb Repressive Complex 1 (PRC1) to recognition of CpG islands. Elife 2012, 1, e00205, 
doi:10.7554/eLife.00205. 

45. Ren, X.; Kerppola, T.K. REST interacts with Cbx proteins and regulates polycomb repressive complex 1 occupancy at RE1 
elements. Mol Cell Biol 2011, 31, 2100-2110, doi:10.1128/MCB.05088-11. 

46. Pintacuda, G.; Wei, G.; Roustan, C.; Kirmizitas, B.A.; Solcan, N.; Cerase, A.; Castello, A.; Mohammed, S.; Moindrot, B.; 
Nesterova, T.B., et al. hnRNPK Recruits PCGF3/5-PRC1 to the Xist RNA B-Repeat to Establish Polycomb-Mediated Chro-
mosomal Silencing. Mol Cell 2017, 68, 955-969 e910, doi:10.1016/j.molcel.2017.11.013. 

47. Lagarou, A.; Mohd-Sarip, A.; Moshkin, Y.M.; Chalkley, G.E.; Bezstarosti, K.; Demmers, J.A.; Verrijzer, C.P. dKDM2 cou-
ples histone H2A ubiquitylation to histone H3 demethylation during Polycomb group silencing. Genes Dev 2008, 22, 2799-
2810, doi:10.1101/gad.484208. 

48. Blackledge, N.P.; Fursova, N.A.; Kelley, J.R.; Huseyin, M.K.; Feldmann, A.; Klose, R.J. PRC1 Catalytic Activity Is Central to 
Polycomb System Function. Mol Cell 2020, 77, 857-874 e859, doi:10.1016/j.molcel.2019.12.001. 

49. Tamburri, S.; Lavarone, E.; Fernandez-Perez, D.; Conway, E.; Zanotti, M.; Manganaro, D.; Pasini, D. Histone H2AK119 
Mono-Ubiquitination Is Essential for Polycomb-Mediated Transcriptional Repression. Mol Cell 2020, 77, 840-856 e845, 
doi:10.1016/j.molcel.2019.11.021. 

50. Zhou, W.; Zhu, P.; Wang, J.; Pascual, G.; Ohgi, K.A.; Lozach, J.; Glass, C.K.; Rosenfeld, M.G. Histone H2A monoubiquiti-
nation represses transcription by inhibiting RNA polymerase II transcriptional elongation. Mol Cell 2008, 29, 69-80, 
doi:10.1016/j.molcel.2007.11.002. 

51. Stock, J.K.; Giadrossi, S.; Casanova, M.; Brookes, E.; Vidal, M.; Koseki, H.; Brockdorff, N.; Fisher, A.G.; Pombo, A. Ring1-
mediated ubiquitination of H2A restrains poised RNA polymerase II at bivalent genes in mouse ES cells. Nat Cell Biol 
2007, 9, 1428-1435, doi:10.1038/ncb1663. 

52. Di Croce, L.; Helin, K. Transcriptional regulation by Polycomb group proteins. Nat Struct Mol Biol 2013, 20, 1147-1155, 
doi:10.1038/nsmb.2669. 

53. Illingworth, R.S. Chromatin folding and nuclear architecture: PRC1 function in 3D. Curr Opin Genet Dev 2019, 55, 82-90, 
doi:10.1016/j.gde.2019.06.006. 

54. Morey, L.; Aloia, L.; Cozzuto, L.; Benitah, S.A.; Di Croce, L. RYBP and Cbx7 define specific biological functions of poly-
comb complexes in mouse embryonic stem cells. Cell Rep 2013, 3, 60-69, doi:10.1016/j.celrep.2012.11.026. 

55. Klauke, K.; Radulovic, V.; Broekhuis, M.; Weersing, E.; Zwart, E.; Olthof, S.; Ritsema, M.; Bruggeman, S.; Wu, X.; Helin, K., 
et al. Polycomb Cbx family members mediate the balance between haematopoietic stem cell self-renewal and differentia-
tion. Nat Cell Biol 2013, 15, 353-362, doi:10.1038/ncb2701. 

56. Plys, A.J.; Davis, C.P.; Kim, J.; Rizki, G.; Keenen, M.M.; Marr, S.K.; Kingston, R.E. Phase separation of Polycomb-repressive 
complex 1 is governed by a charged disordered region of CBX2. Genes Dev 2019, 33, 799-813, doi:10.1101/gad.326488.119. 

57. Tsuboi, M.; Kishi, Y.; Yokozeki, W.; Koseki, H.; Hirabayashi, Y.; Gotoh, Y. Ubiquitination-Independent Repression of 
PRC1 Targets during Neuronal Fate Restriction in the Developing Mouse Neocortex. Dev Cell 2018, 47, 758-772 e755, 
doi:10.1016/j.devcel.2018.11.018. 

58. Suzich, J.B.; Cliffe, A.R. Strength in diversity: Understanding the pathways to herpes simplex virus reactivation. Virology 
2018, 522, 81-91, doi:10.1016/j.virol.2018.07.011. 

59. Sindre, H.; Tjoonnfjord, G.E.; Rollag, H.; Ranneberg-Nilsen, T.; Veiby, O.P.; Beck, S.; Degre, M.; Hestdal, K. Human cyto-
megalovirus suppression of and latency in early hematopoietic progenitor cells. Blood 1996, 88, 4526-4533. 

60. Hahn, G.; Jores, R.; Mocarski, E.S. Cytomegalovirus remains latent in a common precursor of dendritic and myeloid cells. 
Proc Natl Acad Sci U S A 1998, 95, 3937-3942, doi:10.1073/pnas.95.7.3937. 

61. Elder, E.; Sinclair, J. HCMV latency: what regulates the regulators? Med Microbiol Immunol 2019, 208, 431-438, 
doi:10.1007/s00430-019-00581-1. 

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 21 June 2021                   doi:10.20944/preprints202106.0501.v1

https://doi.org/10.20944/preprints202106.0501.v1


 

 

62. Dupin, N.; Fisher, C.; Kellam, P.; Ariad, S.; Tulliez, M.; Franck, N.; van Marck, E.; Salmon, D.; Gorin, I.; Escande, J.P., et al. 
Distribution of human herpesvirus-8 latently infected cells in Kaposi's sarcoma, multicentric Castleman's disease, and 
primary effusion lymphoma. Proc Natl Acad Sci U S A 1999, 96, 4546-4551, doi:10.1073/pnas.96.8.4546. 

63. Bechtel, J.T.; Liang, Y.; Hvidding, J.; Ganem, D. Host range of Kaposi's sarcoma-associated herpesvirus in cultured cells. J 
Virol 2003, 77, 6474-6481, doi:10.1128/jvi.77.11.6474-6481.2003. 

64. Boshoff, C.; Schulz, T.F.; Kennedy, M.M.; Graham, A.K.; Fisher, C.; Thomas, A.; McGee, J.O.; Weiss, R.A.; O'Leary, J.J. Ka-
posi's sarcoma-associated herpesvirus infects endothelial and spindle cells. Nat Med 1995, 1, 1274-1278, 
doi:10.1038/nm1295-1274. 

65. Thorley-Lawson, D.A.; Hawkins, J.B.; Tracy, S.I.; Shapiro, M. The pathogenesis of Epstein-Barr virus persistent infection. 
Curr Opin Virol 2013, 3, 227-232, doi:10.1016/j.coviro.2013.04.005. 

66. Arbuckle, J.H.; Medveczky, M.M.; Luka, J.; Hadley, S.H.; Luegmayr, A.; Ablashi, D.; Lund, T.C.; Tolar, J.; De Meirleir, K.; 
Montoya, J.G., et al. The latent human herpesvirus-6A genome specifically integrates in telomeres of human chromosomes 
in vivo and in vitro. Proc Natl Acad Sci U S A 2010, 107, 5563-5568, doi:10.1073/pnas.0913586107. 

67. Lentine, A.F.; Bachenheimer, S.L. Intracellular organization of herpes simplex virus type 1 DNA assayed by staphylococ-
cal nuclease sensitivity. Virus Res 1990, 16, 275-292, doi:10.1016/0168-1702(90)90053-e. 

68. Pignatti, P.F.; Cassai, E. Analysis of herpes simplex virus nucleoprotein complexes extracted from infected cells. J Virol 
1980, 36, 816-828, doi:10.1128/JVI.36.3.816-828.1980. 

69. Leinbach, S.S.; Summers, W.C. The structure of herpes simplex virus type 1 DNA as probed by micrococcal nuclease di-
gestion. J Gen Virol 1980, 51, 45-59, doi:10.1099/0022-1317-51-1-45. 

70. Varnum, S.M.; Streblow, D.N.; Monroe, M.E.; Smith, P.; Auberry, K.J.; Pasa-Tolic, L.; Wang, D.; Camp, D.G., 2nd; Rodland, 
K.; Wiley, S., et al. Identification of proteins in human cytomegalovirus (HCMV) particles: the HCMV proteome. J Virol 
2004, 78, 10960-10966, doi:10.1128/JVI.78.20.10960-10966.2004. 

71. Johannsen, E.; Luftig, M.; Chase, M.R.; Weicksel, S.; Cahir-McFarland, E.; Illanes, D.; Sarracino, D.; Kieff, E. Proteins of 
purified Epstein-Barr virus. Proc Natl Acad Sci U S A 2004, 101, 16286-16291, doi:10.1073/pnas.0407320101. 

72. Bechtel, J.T.; Winant, R.C.; Ganem, D. Host and viral proteins in the virion of Kaposi's sarcoma-associated herpesvirus. J 
Virol 2005, 79, 4952-4964, doi:10.1128/JVI.79.8.4952-4964.2005. 

73. Reeves, M.B. Chromatin-mediated regulation of cytomegalovirus gene expression. Virus Res 2011, 157, 134-143, 
doi:10.1016/j.virusres.2010.09.019. 

74. Buschle, A.; Hammerschmidt, W. Epigenetic lifestyle of Epstein-Barr virus. Semin Immunopathol 2020, 42, 131-142, 
doi:10.1007/s00281-020-00792-2. 

75. Liang, Q.; Seo, G.J.; Choi, Y.J.; Kwak, M.J.; Ge, J.; Rodgers, M.A.; Shi, M.; Leslie, B.J.; Hopfner, K.P.; Ha, T., et al. Crosstalk 
between the cGAS DNA sensor and Beclin-1 autophagy protein shapes innate antimicrobial immune responses. Cell Host 
Microbe 2014, 15, 228-238, doi:10.1016/j.chom.2014.01.009. 

76. Yu, C.H.; Davidson, S.; Harapas, C.R.; Hilton, J.B.; Mlodzianoski, M.J.; Laohamonthonkul, P.; Louis, C.; Low, R.R.J.; 
Moecking, J.; De Nardo, D., et al. TDP-43 Triggers Mitochondrial DNA Release via mPTP to Activate cGAS/STING in 
ALS. Cell 2020, 183, 636-649 e618, doi:10.1016/j.cell.2020.09.020. 

77. Michalski, S.; de Oliveira Mann, C.C.; Stafford, C.A.; Witte, G.; Bartho, J.; Lammens, K.; Hornung, V.; Hopfner, K.P. Struc-
tural basis for sequestration and autoinhibition of cGAS by chromatin. Nature 2020, 587, 678-682, doi:10.1038/s41586-020-
2748-0. 

78. Zhao, B.; Xu, P.; Rowlett, C.M.; Jing, T.; Shinde, O.; Lei, Y.; West, A.P.; Liu, W.R.; Li, P. The molecular basis of tight nuclear 
tethering and inactivation of cGAS. Nature 2020, 587, 673-677, doi:10.1038/s41586-020-2749-z. 

79. Pathare, G.R.; Decout, A.; Gluck, S.; Cavadini, S.; Makasheva, K.; Hovius, R.; Kempf, G.; Weiss, J.; Kozicka, Z.; Guey, B., et 
al. Structural mechanism of cGAS inhibition by the nucleosome. Nature 2020, 587, 668-672, doi:10.1038/s41586-020-2750-6. 

80. Kujirai, T.; Zierhut, C.; Takizawa, Y.; Kim, R.; Negishi, L.; Uruma, N.; Hirai, S.; Funabiki, H.; Kurumizaka, H. Structural 
basis for the inhibition of cGAS by nucleosomes. Science 2020, 370, 455-458, doi:10.1126/science.abd0237. 

81. Boyer, J.A.; Spangler, C.J.; Strauss, J.D.; Cesmat, A.P.; Liu, P.; McGinty, R.K.; Zhang, Q. Structural basis of nucleosome-
dependent cGAS inhibition. Science 2020, 370, 450-454, doi:10.1126/science.abd0609. 

82. Cliffe, A.R.; Garber, D.A.; Knipe, D.M. Transcription of the herpes simplex virus latency-associated transcript promotes 
the formation of facultative heterochromatin on lytic promoters. J Virol 2009, 83, 8182-8190, doi:10.1128/JVI.00712-09. 

83. Wang, Q.Y.; Zhou, C.; Johnson, K.E.; Colgrove, R.C.; Coen, D.M.; Knipe, D.M. Herpesviral latency-associated transcript 
gene promotes assembly of heterochromatin on viral lytic-gene promoters in latent infection. Proc Natl Acad Sci U S A 
2005, 102, 16055-16059, doi:10.1073/pnas.0505850102. 

84. Kwiatkowski, D.L.; Thompson, H.W.; Bloom, D.C. The polycomb group protein Bmi1 binds to the herpes simplex virus 1 
latent genome and maintains repressive histone marks during latency. J Virol 2009, 83, 8173-8181, doi:10.1128/JVI.00686-09. 

85. Jha, H.C.; Lu, J.; Verma, S.C.; Banerjee, S.; Mehta, D.; Robertson, E.S. Kaposi's sarcoma-associated herpesvirus genome 
programming during the early stages of primary infection of peripheral blood mononuclear cells. mBio 2014, 5, 
doi:10.1128/mBio.02261-14. 

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 21 June 2021                   doi:10.20944/preprints202106.0501.v1

https://doi.org/10.20944/preprints202106.0501.v1


 

 

86. Sun, R.; Tan, X.; Wang, X.; Wang, X.; Yang, L.; Robertson, E.S.; Lan, K. Epigenetic Landscape of Kaposi's Sarcoma-Associ-
ated Herpesvirus Genome in Classic Kaposi's Sarcoma Tissues. PLoS Pathog 2017, 13, e1006167, doi:10.1371/jour-
nal.ppat.1006167. 

87. Reeves, M.B.; MacAry, P.A.; Lehner, P.J.; Sissons, J.G.; Sinclair, J.H. Latency, chromatin remodeling, and reactivation of 
human cytomegalovirus in the dendritic cells of healthy carriers. Proc Natl Acad Sci U S A 2005, 102, 4140-4145, 
doi:10.1073/pnas.0408994102. 

88. Reeves, M.B.; Sinclair, J.H. Circulating dendritic cells isolated from healthy seropositive donors are sites of human cyto-
megalovirus reactivation in vivo. J Virol 2013, 87, 10660-10667, doi:10.1128/JVI.01539-13. 

89. Gunther, T.; Grundhoff, A. The epigenetic landscape of latent Kaposi sarcoma-associated herpesvirus genomes. PLoS 
Pathog 2010, 6, e1000935, doi:10.1371/journal.ppat.1000935. 

90. Toth, Z.; Maglinte, D.T.; Lee, S.H.; Lee, H.R.; Wong, L.Y.; Brulois, K.F.; Lee, S.; Buckley, J.D.; Laird, P.W.; Marquez, V.E., et 
al. Epigenetic analysis of KSHV latent and lytic genomes. PLoS Pathog 2010, 6, e1001013, doi:10.1371/journal.ppat.1001013. 

91. Ramasubramanyan, S.; Osborn, K.; Flower, K.; Sinclair, A.J. Dynamic chromatin environment of key lytic cycle regulatory 
regions of the Epstein-Barr virus genome. J Virol 2012, 86, 1809-1819, doi:10.1128/JVI.06334-11. 

92. Murata, T.; Kondo, Y.; Sugimoto, A.; Kawashima, D.; Saito, S.; Isomura, H.; Kanda, T.; Tsurumi, T. Epigenetic histone 
modification of Epstein-Barr virus BZLF1 promoter during latency and reactivation in Raji cells. J Virol 2012, 86, 4752-4761, 
doi:10.1128/JVI.06768-11. 

93. Kubat, N.J.; Tran, R.K.; McAnany, P.; Bloom, D.C. Specific histone tail modification and not DNA methylation is a deter-
minant of herpes simplex virus type 1 latent gene expression. J Virol 2004, 78, 1139-1149, doi:10.1128/jvi.78.3.1139-
1149.2004. 

94. Kubat, N.J.; Amelio, A.L.; Giordani, N.V.; Bloom, D.C. The herpes simplex virus type 1 latency-associated transcript (LAT) 
enhancer/rcr is hyperacetylated during latency independently of LAT transcription. J Virol 2004, 78, 12508-12518, 
doi:10.1128/JVI.78.22.12508-12518.2004. 

95. Cliffe, A.R.; Coen, D.M.; Knipe, D.M. Kinetics of facultative heterochromatin and polycomb group protein association 
with the herpes simplex viral genome during establishment of latent infection. mBio 2013, 4, e00590-00512-e00590-00512, 
doi:10.1128/mBio.00590-12. 

96. Marques, S.; Efstathiou, S.; Smith, K.G.; Haury, M.; Simas, J.P. Selective gene expression of latent murine gammaherpesvi-
rus 68 in B lymphocytes. J Virol 2003, 77, 7308-7318, doi:10.1128/jvi.77.13.7308-7318.2003. 

97. Cliffe, A.R.; Arbuckle, J.H.; Vogel, J.L.; Geden, M.J.; Rothbart, S.B.; Cusack, C.L.; Strahl, B.D.; Kristie, T.M.; Deshmukh, M. 
Neuronal Stress Pathway Mediating a Histone Methyl/Phospho Switch Is Required for Herpes Simplex Virus Reactiva-
tion. Cell Host Microbe 2015, 18, 649-658, doi:10.1016/j.chom.2015.11.007. 

98. Rossetto, C.C.; Tarrant-Elorza, M.; Pari, G.S. Cis and trans acting factors involved in human cytomegalovirus experimental 
and natural latent infection of CD14 (+) monocytes and CD34 (+) cells. PLoS Pathog 2013, 9, e1003366, doi:10.1371/jour-
nal.ppat.1003366. 

99. Thellman, N.M.; Botting, C.; Madaj, Z.; Triezenberg, S.J. An Immortalized Human Dorsal Root Ganglion Cell Line Pro-
vides a Novel Context To Study Herpes Simplex Virus 1 Latency and Reactivation. J Virol 2017, 91, e00080-00017-00018, 
doi:10.1128/JVI.00080-17. 

100. Edwards, T.G.; Bloom, D.C. Lund Human Mesencephalic (LUHMES) Neuronal Cell Line Supports Herpes Simplex Virus 
1 Latency In Vitro. J Virol 2019, 93, e02210-02218, doi:10.1128/JVI.02210-18. 

101. Henriquez, B.; Bustos, F.J.; Aguilar, R.; Becerra, A.; Simon, F.; Montecino, M.; van Zundert, B. Ezh1 and Ezh2 differentially 
regulate PSD-95 gene transcription in developing hippocampal neurons. Mol Cell Neurosci 2013, 57, 130-143, 
doi:10.1016/j.mcn.2013.07.012. 

102. von Schimmelmann, M.; Feinberg, P.A.; Sullivan, J.M.; Ku, S.M.; Badimon, A.; Duff, M.K.; Wang, Z.; Lachmann, A.; 
Dewell, S.; Ma'ayan, A., et al. Polycomb repressive complex 2 (PRC2) silences genes responsible for neurodegeneration. 
Nat Neurosci 2016, 19, 1321-1330, doi:10.1038/nn.4360. 

103. Nicoll, M.P.; Hann, W.; Shivkumar, M.; Harman, L.E.; Connor, V.; Coleman, H.M.; Proenca, J.T.; Efstathiou, S. The HSV-1 
Latency-Associated Transcript Functions to Repress Latent Phase Lytic Gene Expression and Suppress Virus Reactivation 
from Latently Infected Neurons. PLoS Pathog 2016, 12, e1005539, doi:10.1371/journal.ppat.1005539. 

104. Hancock, M.H.; Skalsky, R.L. Roles of Non-coding RNAs During Herpesvirus Infection. Curr Top Microbiol Immunol 2018, 
419, 243-280, doi:10.1007/82_2017_31. 

105. Messer, H.G.; Jacobs, D.; Dhummakupt, A.; Bloom, D.C. Inhibition of H3K27me3-specific histone demethylases JMJD3 
and UTX blocks reactivation of herpes simplex virus 1 in trigeminal ganglion neurons. J Virol 2015, 89, 3417-3420, 
doi:10.1128/JVI.03052-14. 

106. Bertke, A.S.; Patel, A.; Krause, P.R. Herpes simplex virus latency-associated transcript sequence downstream of the pro-
moter influences type-specific reactivation and viral neurotropism. J Virol 2007, 81, 6605-6613, doi:10.1128/JVI.02701-06. 

107. Yanez, A.A.; Harrell, T.; Sriranganathan, H.J.; Ives, A.M.; Bertke, A.S. Neurotrophic Factors NGF, GDNF and NTN Selec-
tively Modulate HSV1 and HSV2 Lytic Infection and Reactivation in Primary Adult Sensory and Autonomic Neurons. 
Pathogens 2017, 6, 5-13, doi:10.3390/pathogens6010005. 

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 21 June 2021                   doi:10.20944/preprints202106.0501.v1

https://doi.org/10.20944/preprints202106.0501.v1


 

 

108. Dukhovny, A.; Sloutskin, A.; Markus, A.; Yee, M.B.; Kinchington, P.R.; Goldstein, R.S. Varicella-zoster virus infects human 
embryonic stem cell-derived neurons and neurospheres but not pluripotent embryonic stem cells or early progenitors. J 
Virol 2012, 86, 3211-3218, doi:10.1128/JVI.06810-11. 

109. Laemmle, L.; Goldstein, R.S.; Kinchington, P.R. Modeling Varicella Zoster Virus Persistence and Reactivation - Closer to 
Resolving a Perplexing Persistent State. Front Microbiol 2019, 10, 1634, doi:10.3389/fmicb.2019.01634. 

110. Abraham, C.G.; Kulesza, C.A. Polycomb repressive complex 2 silences human cytomegalovirus transcription in quiescent 
infection models. J Virol 2013, 87, 13193-13205, doi:10.1128/JVI.02420-13. 

111. Gan, X.; Wang, H.; Yu, Y.; Yi, W.; Zhu, S.; Li, E.; Liang, Y. Epigenetically repressing human cytomegalovirus lytic infection 
and reactivation from latency in THP-1 model by targeting H3K9 and H3K27 histone demethylases. PLoS One 2017, 12, 
e0175390, doi:10.1371/journal.pone.0175390. 

112. Lee, S.H.; Albright, E.R.; Lee, J.H.; Jacobs, D.; Kalejta, R.F. Cellular defense against latent colonization foiled by human 
cytomegalovirus UL138 protein. Sci Adv 2015, 1, e1501164, doi:10.1126/sciadv.1501164. 

113. Reeves, M.B.; Lehner, P.J.; Sissons, J.G.P.; Sinclair, J.H. An in vitro model for the regulation of human cytomegalovirus 
latency and reactivation in dendritic cells by chromatin remodelling. J Gen Virol 2005, 86, 2949-2954, 
doi:10.1099/vir.0.81161-0. 

114. Kew, V.G.; Yuan, J.; Meier, J.; Reeves, M.B. Mitogen and stress activated kinases act co-operatively with CREB during the 
induction of human cytomegalovirus immediate-early gene expression from latency. PLoS Pathog 2014, 10, e1004195, 
doi:10.1371/journal.ppat.1004195. 

115. Strenger, V.; Caselli, E.; Lautenschlager, I.; Schwinger, W.; Aberle, S.W.; Loginov, R.; Gentili, V.; Nacheva, E.; DiLuca, D.; 
Urban, C. Detection of HHV-6-specific mRNA and antigens in PBMCs of individuals with chromosomally integrated 
HHV-6 (ciHHV-6). Clin Microbiol Infect 2014, 20, 1027-1032, doi:10.1111/1469-0691.12639. 

116. Saviola, A.J.; Zimmermann, C.; Mariani, M.P.; Signorelli, S.A.; Gerrard, D.L.; Boyd, J.R.; Wight, D.J.; Morissette, G.; Gravel, 
A.; Dubuc, I., et al. Chromatin Profiles of Chromosomally Integrated Human Herpesvirus-6A. Front Microbiol 2019, 10, 
1408, doi:10.3389/fmicb.2019.01408. 

117. Toth, Z.; Brulois, K.; Lee, H.R.; Izumiya, Y.; Tepper, C.; Kung, H.J.; Jung, J.U. Biphasic euchromatin-to-heterochromatin 
transition on the KSHV genome following de novo infection. PLoS Pathog 2013, 9, e1003813, doi:10.1371/jour-
nal.ppat.1003813. 

118. Sturzl, M.; Gaus, D.; Dirks, W.G.; Ganem, D.; Jochmann, R. Kaposi's sarcoma-derived cell line SLK is not of endothelial 
origin, but is a contaminant from a known renal carcinoma cell line. Int J Cancer 2013, 132, 1954-1958, doi:10.1002/ijc.27849. 

119. Toth, Z.; Papp, B.; Brulois, K.; Choi, Y.J.; Gao, S.J.; Jung, J.U. LANA-Mediated Recruitment of Host Polycomb Repressive 
Complexes onto the KSHV Genome during De Novo Infection. PLoS Pathog 2016, 12, e1005878, doi:10.1371/jour-
nal.ppat.1005878. 

120. Gunther, T.; Frohlich, J.; Herrde, C.; Ohno, S.; Burkhardt, L.; Adler, H.; Grundhoff, A. A comparative epigenome analysis 
of gammaherpesviruses suggests cis-acting sequence features as critical mediators of rapid polycomb recruitment. PLoS 
Pathog 2019, 15, e1007838, doi:10.1371/journal.ppat.1007838. 

121. Naik, N.G.; Nguyen, T.H.; Roberts, L.; Fischer, L.T.; Glickman, K.; Golas, G.; Papp, B.; Toth, Z. Epigenetic factor siRNA 
screen during primary KSHV infection identifies novel host restriction factors for the lytic cycle of KSHV. PLoS Pathog 
2020, 16, e1008268, doi:10.1371/journal.ppat.1008268. 

122. Hopcraft, S.E.; Pattenden, S.G.; James, L.I.; Frye, S.; Dittmer, D.P.; Damania, B. Chromatin remodeling controls Kaposi's 
sarcoma-associated herpesvirus reactivation from latency. PLoS Pathog 2018, 14, e1007267, doi:10.1371/jour-
nal.ppat.1007267. 

123. Young, L.S.; Rickinson, A.B. Epstein-Barr virus: 40 years on. Nat Rev Cancer 2004, 4, 757-768, doi:10.1038/nrc1452. 
124. Munz, C. Latency and lytic replication in Epstein-Barr virus-associated oncogenesis. Nat Rev Microbiol 2019, 17, 691-700, 

doi:10.1038/s41579-019-0249-7. 
125. Tempera, I.; Lieberman, P.M. Epigenetic regulation of EBV persistence and oncogenesis. Semin Cancer Biol 2014, 26, 22-29, 

doi:10.1016/j.semcancer.2014.01.003. 
126. Woellmer, A.; Arteaga-Salas, J.M.; Hammerschmidt, W. BZLF1 governs CpG-methylated chromatin of Epstein-Barr Virus 

reversing epigenetic repression. PLoS Pathog 2012, 8, e1002902, doi:10.1371/journal.ppat.1002902. 
127. Vargas-Ayala, R.C.; Jay, A.; Manara, F.; Maroui, M.A.; Hernandez-Vargas, H.; Diederichs, A.; Robitaille, A.; Sirand, C.; 

Ceraolo, M.G.; Romero-Medina, M.C., et al. Interplay between the Epigenetic Enzyme Lysine (K)-Specific Demethylase 2B 
and Epstein-Barr Virus Infection. J Virol 2019, 93, doi:10.1128/JVI.00273-19. 

128. Schaeffner, M.; Mrozek-Gorska, P.; Buschle, A.; Woellmer, A.; Tagawa, T.; Cernilogar, F.M.; Schotta, G.; Krietenstein, N.; 
Lieleg, C.; Korber, P., et al. BZLF1 interacts with chromatin remodelers promoting escape from latent infections with EBV. 
Life Sci Alliance 2019, 2, doi:10.26508/lsa.201800108. 

129. Ichikawa, T.; Okuno, Y.; Sato, Y.; Goshima, F.; Yoshiyama, H.; Kanda, T.; Kimura, H.; Murata, T. Regulation of Epstein-
Barr Virus Life Cycle and Cell Proliferation by Histone H3K27 Methyltransferase EZH2 in Akata Cells. mSphere 2018, 3, 
doi:10.1128/mSphere.00478-18. 

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 21 June 2021                   doi:10.20944/preprints202106.0501.v1

https://doi.org/10.20944/preprints202106.0501.v1


 

 

130. Imai, K.; Kamio, N.; Cueno, M.E.; Saito, Y.; Inoue, H.; Saito, I.; Ochiai, K. Role of the histone H3 lysine 9 methyltransferase 
Suv39 h1 in maintaining Epsteinn-Barr virus latency in B95-8 cells. FEBS J 2014, 281, 2148-2158, doi:10.1111/febs.12768. 

131. Gunther, T.; Schreiner, S.; Dobner, T.; Tessmer, U.; Grundhoff, A. Influence of ND10 components on epigenetic determi-
nants of early KSHV latency establishment. PLoS Pathog 2014, 10, e1004274, doi:10.1371/journal.ppat.1004274. 

132. Mrozek-Gorska, P.; Buschle, A.; Pich, D.; Schwarzmayr, T.; Fechtner, R.; Scialdone, A.; Hammerschmidt, W. Epstein-Barr 
virus reprograms human B lymphocytes immediately in the prelatent phase of infection. Proc Natl Acad Sci U S A 2019, 
116, 16046-16055, doi:10.1073/pnas.1901314116. 

133. Kalla, M.; Schmeinck, A.; Bergbauer, M.; Pich, D.; Hammerschmidt, W. AP-1 homolog BZLF1 of Epstein-Barr virus has 
two essential functions dependent on the epigenetic state of the viral genome. Proc Natl Acad Sci U S A 2010, 107, 850-855, 
doi:10.1073/pnas.0911948107. 

134. Hou, Y.; Liu, W.; Yi, X.; Yang, Y.; Su, D.; Huang, W.; Yu, H.; Teng, X.; Yang, Y.; Feng, W., et al. PHF20L1 as a H3K27me2 
reader coordinates with transcriptional repressors to promote breast tumorigenesis. Sci Adv 2020, 6, eaaz0356, 
doi:10.1126/sciadv.aaz0356. 

135. Poepsel, S.; Kasinath, V.; Nogales, E. Cryo-EM structures of PRC2 simultaneously engaged with two functionally distinct 
nucleosomes. Nat Struct Mol Biol 2018, 25, 154-162, doi:10.1038/s41594-018-0023-y. 

136. Albright, E.R.; Kalejta, R.F. Canonical and Variant Forms of Histone H3 Are Deposited onto the Human Cytomegalovirus 
Genome during Lytic and Latent Infections. J Virol 2016, 90, 10309-10320, doi:10.1128/JVI.01220-16. 

137. Iseki, H.; Nakachi, Y.; Hishida, T.; Yamashita-Sugahara, Y.; Hirasaki, M.; Ueda, A.; Tanimoto, Y.; Iijima, S.; Sugiyama, F.; 
Yagami, K., et al. Combined Overexpression of JARID2, PRDM14, ESRRB, and SALL4A Dramatically Improves Efficiency 
and Kinetics of Reprogramming to Induced Pluripotent Stem Cells. Stem Cells 2016, 34, 322-333, doi:10.1002/stem.2243. 

138. Dahlke, C.; Maul, K.; Christalla, T.; Walz, N.; Schult, P.; Stocking, C.; Grundhoff, A. A microRNA encoded by Kaposi sar-
coma-associated herpesvirus promotes B-cell expansion in vivo. PLoS One 2012, 7, e49435, doi:10.1371/jour-
nal.pone.0049435. 

139. Wood, C.D.; Carvell, T.; Gunnell, A.; Ojeniyi, O.O.; Osborne, C.; West, M.J. Enhancer Control of MicroRNA miR-155 Ex-
pression in Epstein-Barr Virus-Infected B Cells. J Virol 2018, 92, doi:10.1128/JVI.00716-18. 

140. Stielow, B.; Finkernagel, F.; Stiewe, T.; Nist, A.; Suske, G. MGA, L3MBTL2 and E2F6 determine genomic binding of the 
non-canonical Polycomb repressive complex PRC1.6. PLoS Genet 2018, 14, e1007193, doi:10.1371/journal.pgen.1007193. 

141. Yu, M.; Mazor, T.; Huang, H.; Huang, H.T.; Kathrein, K.L.; Woo, A.J.; Chouinard, C.R.; Labadorf, A.; Akie, T.E.; Moran, 
T.B., et al. Direct recruitment of polycomb repressive complex 1 to chromatin by core binding transcription factors. Mol 
Cell 2012, 45, 330-343, doi:10.1016/j.molcel.2011.11.032. 

142. Dietrich, N.; Lerdrup, M.; Landt, E.; Agrawal-Singh, S.; Bak, M.; Tommerup, N.; Rappsilber, J.; Sodersten, E.; Hansen, K. 
REST-mediated recruitment of polycomb repressor complexes in mammalian cells. PLoS Genet 2012, 8, e1002494, 
doi:10.1371/journal.pgen.1002494. 

143. Kim, D.J.; Khoury-Hanold, W.; Jain, P.C.; Klein, J.; Kong, Y.; Pope, S.D.; Ge, W.; Medzhitov, R.; Iwasaki, A. RUNX Binding 
Sites Are Enriched in Herpesvirus Genomes, and RUNX1 Overexpression Leads to Herpes Simplex Virus 1 Suppression. J 
Virol 2020, 94, doi:10.1128/JVI.00943-20. 

144. West, M.J.; Farrell, P.J. Roles of RUNX in B Cell Immortalisation. Adv Exp Med Biol 2017, 962, 283-298, doi:10.1007/978-981-
10-3233-2_18. 

145. Du, T.; Zhou, G.; Khan, S.; Gu, H.; Roizman, B. Disruption of HDAC/CoREST/REST repressor by dnREST reduces genome 
silencing and increases virulence of herpes simplex virus. Proc Natl Acad Sci U S A 2010, 107, 15904-15909, 
doi:10.1073/pnas.1010741107. 

146. Zhou, G.; Du, T.; Roizman, B. HSV carrying WT REST establishes latency but reactivates only if the synthesis of REST is 
suppressed. Proc Natl Acad Sci U S A 2013, 110, E498-506, doi:10.1073/pnas.1222497110. 

147. Long, Y.; Hwang, T.; Gooding, A.R.; Goodrich, K.J.; Rinn, J.L.; Cech, T.R. RNA is essential for PRC2 chromatin occupancy 
and function in human pluripotent stem cells. Nat Genet 2020, 52, 931-938, doi:10.1038/s41588-020-0662-x. 

148. Almeida, M.; Bowness, J.S.; Brockdorff, N. The many faces of Polycomb regulation by RNA. Curr Opin Genet Dev 2020, 61, 
53-61, doi:10.1016/j.gde.2020.02.023. 

149. Davidovich, C.; Cech, T.R. The recruitment of chromatin modifiers by long noncoding RNAs: lessons from PRC2. RNA 
2015, 21, 2007-2022, doi:10.1261/rna.053918.115. 

150. Trotman, J.B.; Braceros, K.C.A.; Cherney, R.E.; Murvin, M.M.; Calabrese, J.M. The control of polycomb repressive com-
plexes by long noncoding RNAs. Wiley Interdiscip Rev RNA 2021, 10.1002/wrna.1657, e1657, doi:10.1002/wrna.1657. 

151. Zhao, J.; Sun, B.K.; Erwin, J.A.; Song, J.J.; Lee, J.T. Polycomb proteins targeted by a short repeat RNA to the mouse X chro-
mosome. Science 2008, 322, 750-756, doi:10.1126/science.1163045. 

152. Beltran, M.; Tavares, M.; Justin, N.; Khandelwal, G.; Ambrose, J.; Foster, B.M.; Worlock, K.B.; Tvardovskiy, A.; Kunzel-
mann, S.; Herrero, J., et al. G-tract RNA removes Polycomb repressive complex 2 from genes. Nat Struct Mol Biol 2019, 26, 
899-909, doi:10.1038/s41594-019-0293-z. 

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 21 June 2021                   doi:10.20944/preprints202106.0501.v1

https://doi.org/10.20944/preprints202106.0501.v1


 

 

153. Balas, M.M.; Hartwick, E.W.; Barrington, C.; Roberts, J.T.; Wu, S.K.; Bettcher, R.; Griffin, A.M.; Kieft, J.S.; Johnson, A.M. 
Establishing RNA-RNA interactions remodels lncRNA structure and promotes PRC2 activity. Sci Adv 2021, 7, 
doi:10.1126/sciadv.abc9191. 

154. Shen, W.; Sa e Silva, M.; Jaber, T.; Vitvitskaia, O.; Li, S.; Henderson, G.; Jones, C. Two small RNAs encoded within the first 
1.5 kilobases of the herpes simplex virus type 1 latency-associated transcript can inhibit productive infection and cooper-
ate to inhibit apoptosis. J Virol 2009, 83, 9131-9139, doi:10.1128/JVI.00871-09. 

155. Garber, D.A.; Schaffer, P.A.; Knipe, D.M. A LAT-associated function reduces productive-cycle gene expression during 
acute infection of murine sensory neurons with herpes simplex virus type 1. J Virol 1997, 71, 5885-5893, 
doi:10.1128/JVI.71.8.5885-5893.1997. 

156. Chen, S.H.; Kramer, M.F.; Schaffer, P.A.; Coen, D.M. A viral function represses accumulation of transcripts from produc-
tive-cycle genes in mouse ganglia latently infected with herpes simplex virus. J Virol 1997, 71, 5878-5884, 
doi:10.1128/JVI.71.8.5878-5884.1997. 

157. Vanni, E.A.H.; Foley, J.W.; Davison, A.J.; Sommer, M.; Liu, D.; Sung, P.; Moffat, J.; Zerboni, L.; Arvin, A.M. The latency-
associated transcript locus of herpes simplex virus 1 is a virulence determinant in human skin. PLoS Pathog 2020, 16, 
e1009166, doi:10.1371/journal.ppat.1009166. 

158. Perng, G.C.; Jones, C.; Ciacci-Zanella, J.; Stone, M.; Henderson, G.; Yukht, A.; Slanina, S.M.; Hofman, F.M.; Ghiasi, H.; Nes-
burn, A.B., et al. Virus-induced neuronal apoptosis blocked by the herpes simplex virus latency-associated transcript. Sci-
ence 2000, 287, 1500-1503, doi:10.1126/science.287.5457.1500. 

159. Thompson, R.L.; Sawtell, N.M. Herpes simplex virus type 1 latency-associated transcript gene promotes neuronal sur-
vival. J Virol 2001, 75, 6660-6675, doi:10.1128/JVI.75.14.6660-6675.2001. 

160. Frasson, I.; Nadai, M.; Richter, S.N. Conserved G-Quadruplexes Regulate the Immediate Early Promoters of Human Al-
phaherpesviruses. Molecules 2019, 24, doi:10.3390/molecules24132375. 

161. Artusi, S.; Nadai, M.; Perrone, R.; Biasolo, M.A.; Palu, G.; Flamand, L.; Calistri, A.; Richter, S.N. The Herpes Simplex Vi-
rus-1 genome contains multiple clusters of repeated G-quadruplex: Implications for the antiviral activity of a G-quadru-
plex ligand. Antiviral Res 2015, 118, 123-131, doi:10.1016/j.antiviral.2015.03.016. 

162. Biswas, B.; Kandpal, M.; Jauhari, U.K.; Vivekanandan, P. Genome-wide analysis of G-quadruplexes in herpesvirus ge-
nomes. BMC Genomics 2016, 17, 949, doi:10.1186/s12864-016-3282-1. 

163. Rossetto, C.C.; Tarrant-Elorza, M.; Verma, S.; Purushothaman, P.; Pari, G.S. Regulation of viral and cellular gene expres-
sion by Kaposi's sarcoma-associated herpesvirus polyadenylated nuclear RNA. J Virol 2013, 87, 5540-5553, 
doi:10.1128/JVI.03111-12. 

164. Withers, J.B.; Li, E.S.; Vallery, T.K.; Yario, T.A.; Steitz, J.A. Two herpesviral noncoding PAN RNAs are functionally homol-
ogous but do not associate with common chromatin loci. PLoS Pathog 2018, 14, e1007389, doi:10.1371/journal.ppat.1007389. 

165. Cuddy, S.R.; Schinlever, A.R.; Dochnal, S.; Seegren, P.V.; Suzich, J.; Kundu, P.; Downs, T.K.; Farah, M.; Desai, B.N.; Bou-
tell, C., et al. Neuronal hyperexcitability is a DLK-dependent trigger of herpes simplex virus reactivation that can be in-
duced by IL-1. Elife 2020, 9, doi:10.7554/eLife.58037. 

166. Gehani, S.S.; Agrawal-Singh, S.; Dietrich, N.; Christophersen, N.S.; Helin, K.; Hansen, K. Polycomb group protein dis-
placement and gene activation through MSK-dependent H3K27me3S28 phosphorylation. Mol Cell 2010, 39, 886-900, 
doi:10.1016/j.molcel.2010.08.020. 

167. Lau, P.N.; Cheung, P. Histone code pathway involving H3 S28 phosphorylation and K27 acetylation activates transcrip-
tion and antagonizes polycomb silencing. Proc Natl Acad Sci U S A 2011, 108, 2801-2806, doi:10.1073/pnas.1012798108. 

168. Palomer, E.; Carretero, J.; Benvegnu, S.; Dotti, C.G.; Martin, M.G. Neuronal activity controls Bdnf expression via Polycomb 
de-repression and CREB/CBP/JMJD3 activation in mature neurons. Nat Commun 2016, 7, 11081, doi:10.1038/ncomms11081. 

 
  

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 21 June 2021                   doi:10.20944/preprints202106.0501.v1

https://doi.org/10.20944/preprints202106.0501.v1


 

 

 

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 21 June 2021                   doi:10.20944/preprints202106.0501.v1

https://doi.org/10.20944/preprints202106.0501.v1

