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Abstract: Genomic DNA is compacted into chromatin through packaging with histone and
non-histone proteins. Importantly, DNA accessibility is dynamically regulated to ensure genome
stability. This is exemplified in the response to DNA damage where chromatin relaxation near
genomic lesions serves to promote access of relevant enzymes to specific DNA regions for signaling
and repair. Furthermore, recent data highlight genome maintenance roles of chromatin through the
regulation of endogenous DNA-templated processes including transcription and replication. Here,
we review research that shows the importance of chromatin structure regulation in maintaining
genome integrity by multiple mechanisms including facilitating DNA repair and directly suppressing
endogenous DNA damage.
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1. Introduction

Cellular genome holds the blueprint of life; hence, a fundamental evolutionary goal of organisms
is to preserve the integrity of their genomes. Throughout the lifespan of an organism, their genome
is constantly under threat from exogenous agents, endogenous insults and cellular processes that
have the capability to inflict damage and severely compromise genome integrity. In this regard, cells
have developed evolutionarily conserved defense mechanisms to counteract the detrimental effects of
these events and safeguard the genetic information. An important mechanism is the DNA damage
response (DDR), which is a complex signal transduction pathway that has the ability to sense DNA
damage and transduce this information to influence cellular responses to DNA damage and promote
repair [1,2]. In higher eukaryotes, the DDR has been extensively studied in the context of DNA double
strand breaks (DSBs), where it comprises of two key responses: (i) the rapid activation of cell cycle
checkpoints; and (ii) recruitment of DNA-repair proteins onto the chromatin at the DSB site. In this
regard, the first responder is the MRN (MRE11, RAD50, and NBS1) complex, which functions to
recruit and activate the ATM (Ataxia Telangiectasia mutated) protein kinase [2]. The DDR occurs in
the context of chromatin and its efficiency is heavily dependent upon chromatin structure. ATM kinase
phosphorylates several downstream targets with a major target being histone H2A variant H2A.X
referred to as γH2A.X [3]. Phosphorylated H2A.X reaches up to two megabases around the DSBs and
initiates a cascade of repair factor recruitment [1,2].

Importantly, the complexity and diversity in chromatin organization influences genome stability
at several levels. This includes the suppression of endogenous damage by promoting fine-tuned DNA
templated processes such as DNA replication and transcription in a spatio-temporal manner during
various cell cycle phases. However, chromatin structure also poses a significant obstacle to detection
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and repair of DNA lesions. In this regard, plasticity of chromatin structure plays a central role in
facilitating and regulating cellular response to DNA damage [4,5]. Moreover, chromatin structure
actively shields the DNA template and poses a physical barrier to exogenous insults on the DNA
structure and sequence [6–8] (Figure 1). In this review, we summarize research highlighting the
interplay between chromatin structural organization and genome stability.
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exogenous and endogenous damage while at the same time leads to enhanced DNA damage response 
(DDR). The more compact or “CLOSED” chromatin conformation suppresses both kinds of genomic 
insults, however, it is generally inhibitory to DDR. Apart from DNA repair, the “CLOSED” chromatin 
conformation is also inhibitory to other DNA-templated processes such as transcription and 
replication. Therefore, the dynamic nature of chromatin structure provides a way to not only repair 
DNA lesions but also allows access to cellular machineries to perform DNA-based processes and in 
turn maintain genome stability. NHEJ; non-homologous end joining, HR; homologous 
recombination, NER; nucleotide excision repair, BER; base excision repair, MMR; mismatch repair.  
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namely two molecules each of histones H2A, H2B, H3 and H4. Nucleosomes represent the 
fundamental repeating unit of eukaryotic chromatin and are connected by a short linker DNA 
segment with the help of linker histone H1 and grouped in discrete domains, which interact with 
neighboring nucleosomes and form chromatin fibers. The most basic linear organization of individual 
nucleosomes (DNA wrapped around histones) in a so-called “beads on a string” can be regarded as 
the “primary” structure of chromatin fiber [10]. The number of nucleosomes in each chromatin 
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Figure 1. Chromatin structure dynamics regulate genome stability. Chromatin structural organization
is dynamically controlled by intra- and inter-nucleosomal interactions, histone post-translational
modifications (PTMs) and histone variants, and activity of ATP-dependent chromatin remodelers.
All these factors ensure proper chromatin conformation during various stages of cell cycle and during
various DNA-templated process. A more relaxed or “OPEN” chromatin conformation is prone to
both exogenous and endogenous damage while at the same time leads to enhanced DNA damage
response (DDR). The more compact or “CLOSED” chromatin conformation suppresses both kinds of
genomic insults, however, it is generally inhibitory to DDR. Apart from DNA repair, the “CLOSED”
chromatin conformation is also inhibitory to other DNA-templated processes such as transcription and
replication. Therefore, the dynamic nature of chromatin structure provides a way to not only repair
DNA lesions but also allows access to cellular machineries to perform DNA-based processes and in
turn maintain genome stability. NHEJ; non-homologous end joining, HR; homologous recombination,
NER; nucleotide excision repair, BER; base excision repair, MMR; mismatch repair.

2. Chromatin Structural Landscape

The key determinant of nuclear organization is evolutionarily conserved packaging of genome
into chromatin, a hierarchically organized complex of DNA, histones and non-histone proteins [9].
At the simplest level, DNA is wrapped around nucleosomes consisting of an octamer of core histones,
namely two molecules each of histones H2A, H2B, H3 and H4. Nucleosomes represent the fundamental
repeating unit of eukaryotic chromatin and are connected by a short linker DNA segment with the help
of linker histone H1 and grouped in discrete domains, which interact with neighboring nucleosomes
and form chromatin fibers. The most basic linear organization of individual nucleosomes (DNA
wrapped around histones) in a so-called “beads on a string” can be regarded as the “primary” structure
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of chromatin fiber [10]. The number of nucleosomes in each chromatin domain determines the density
of chromatin fiber and gives rise to “secondary” and “tertiary” higher order chromatin structures [9–11].
The secondary structures arise as a result of inter-nucleosomal interactions while tertiary structures
represent further interactions between secondary structures to form large chromatin domains [10,12].
Furthermore, the stability of secondary and tertiary structures is dependent upon architectural proteins,
such as linker histone H1, methyl-CpG-binding protein 2 (MeCP2), heterochromatin protein 1 (HP1),
high mobility group (HMG) proteins, poly(ADP-ribose) polymerase 1 (PARP1), myeloid and erythroid
nuclear termination stage-specific protein (MENT), Polycomb group proteins and many others. On the
basis of differential compaction and functional status, interphase nuclei in eukaryotic cells have
been shown to contain two distinct forms of chromatin that is euchromatin, a rather relaxed and
transcriptionally active conformation, and a more compacted and transcriptionally inactive form
named heterochromatin [13]. Heterochromatin is further classified as constitutive and facultative
heterochromatin. Constitutive heterochromatin generally enriched in repetitive, gene-poor, and late
replicating DNA sequences and is invariably compact, whereas facultative heterochromatin is more
dynamic in nature as it can reversibly undergo transitions from a compact, transcriptionally silent
state into a more open, and transcriptionally active state [10,14]. The distinction in chromatin structure
can also be described by complex histone post-translational modifications (PTMs) patterns (Table 1)
that specify distinct chromatin states via several different combinations of modifications as well
as the proteins that associate with them. For example, histone H3 di/tri-methylated on lysine 9
(H3K9me2/3) and histone H4 lysine 20 tri-methylation (H4K20me3) marks are abundant in pericentric
constitutive heterochromatin while acetylation of histone H3 lysine 9 and H4 N-terminal lysine residues
is characteristic of a more relaxed chromatin state [15].

3. Genomic Instability in Heterochromatic Repetitive DNA Sequences

A defining genomic characteristic of heterochromatin is that it is highly enriched in repetitive
sequences and concentrated in pericentromeric and telomeric regions in most eukaryotes [16]. These
repetitive sequences include highly repeated tandem “satellite” sequences (centromeric, and micro-
and mini-satellites) and transposable elements (DNA and RNA transposons), generally have relatively
low gene density, and vary in DNA size from five to few hundred basepairs [17]. The structural
and functional regulation of DNA repeats and transposable elements is crucial for maintaining
genome integrity. Repetitive DNA sequences are highly prone to DNA DSBs and may be hotspots for
meiotic crossover and other recombination events, some of which can cause genome instability [18].
Recombination between repetitive DNA sequences frequently results in chromosome rearrangements,
a hallmark of cancer and hereditary disorders [17,19]. In this regard, heterochromatin formation
at repetitive elements is a protective mechanism evolved for suppressing aberrant recombination
events by prohibiting illegitimate recombination between dispersed repetitive DNA elements [17].
Thus, disruption of SU(VAR)3-9H1/2 (Suppressor of variegation 3–9 homolog 1/2)-dependent H3K9
methylation at pericentric heterochromatin severely impairs viability and induces chromosomal
instabilities [20,21]. Importantly, in drosophila it was observed that highly repetitive rDNA is
associated with heterochromatin where loss of SU(VAR)3-9 and accompanying histone PTMs
(H3K9me2/3) leads to nucleolar disruption and a concomitant increase in extrachromosomal circular
DNA due to aberrant recombination events [22]. This suggests that heterochromatin associated with
rDNA repeats may serve to suppress accumulation of challenging DNA structures while potentially
also limiting recombination aberrations to maintain genome stability.

Furthermore, transposable elements owing to their intrinsic property of being excised and
subsequently inserted elsewhere in the genome have the potential to remodel gene structure and
expression by being directly inserted into either the coding sequence or the regulatory elements of
genes [17,23]. Compaction of chromatin over transposable elements therefore, prevents their activation
and spreading and in turn prevents genome instability. The heterochromatic silencing has been
suggested as an evolutionary measure to control and limit the unrestricted movement of transposable
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elements across the genome. In general, the repetitive elements are silenced by three epigenetic
pathways, i.e., methylation of H3K9, DNA methylation, and the PIWI pathway, the latter active mainly
during developmental stages [17]. An inverse correlation has been found between the levels of histone
and DNA methylation as well as capability of high transcriptional and transpositional activity of
different repeat families [24,25]. It is however unclear at the moment if different repeat families have
the same capacity to inflict genome instability in an event of loss of their heterochromatinization.

Table 1. List of histone PTMs implicated in DDR and chromatin structure modulation.

Histone Residue Modification Enzyme Effect on Chromatin
Compaction Proposed Cellular Function

H2A
Ser139 phosphorylation ATM, ATR,

DNA-PKcs not known DNA repair

Lys119 ubiquitylation RING2, BRCA1 compaction spermatogenesis

H3

Lys4 methylation SETD7/9, MLL not known permissive euchromatin (di-Me),
transcriptional activation

Lys9

acetylation GCN5, SRC1,
unidentified decompaction transcriptional activation,

histone deposition

methylation
SU(VAR)3-9H1,
Clr4, EHMT2,

SETDB1
compaction

transcriptional silencing (tri-Me),
transcriptional repression,
genomic imprinting, DNA

methylation (tri-Me),
transcriptional activation

Lys27 methylation EZH2, EHMT2 compaction transcriptional silencing,
X inactivation (tri-Me)

Lys36 methylation SETD2 decompaction transcriptional activation
(elongation)

H4

Lys5 acetylation
HAT1, TIP60,
ATF2, HPA2,

p300 HAT
decompaction histone deposition, transcriptional

activation, DNA repair

Lys8 acetylation
GCN5, PCAF,
TIP60, ATF2,

Elp3, p300 HAT
decompaction transcriptional activation,

DNA repair

Lys12 acetylation
HAT1, TIP60,
HPA2, p300

HAT
decompaction

histone deposition, telomeric
silencing, transcriptional
activation, DNA repair

Lys16 acetylation GCN5, TIP60,
ATF2, Sas2 decompaction transcriptional activation, DNA

repair, euchromatin

Lys20 methylation
SETD8,

SU(VAR)4-20H1,
SU(VAR)4-20H2

compaction

heterochromatin (tri-Me),
transcriptional

activation/silencing, checkpoint
response, 53BP1 loading
following DSBs (di-Me)

ATM; ataxia-telangiectasia mutated, ATR; ataxia telangiectasia and Rad3-related protein, DNA-PKcs;
DNA-dependent protein kinase catalytic subunit, SET7/9; SET domain-containing protein 7, MLL; Mixed-lineage
leukemia protein 1, GCN5; General control of amino acid synthesis protein 5-like 2, SRC1; Steroid receptor
coactivator 1, SU(VAR)3-9H1; Suppressor of Variegation 3-9 Homolog 1, Clr4; Cryptic loci regulator 4, EHMT2;
Euchromatic histone-lysine N-methyltransferase 2, SETDB1; SET domain bifurcated 1, EZH2; Enhancer of
zeste homolog 2, SETD2; SET domain-containing protein 2, HAT1; Histone acetyltransferase 1, TIP60; 60 kDa
Tat-interactive protein, ATF2; Activating transcription factor 2, HPA2; Inactive heparanase-2, p300 HAT; Histone
acetyltransferase p300, PCAF; P300/CBP-associated factor, Elp3; Elongator complex protein 3, Sas2; Something
about silencing protein 2, SETD8; SET domain-containing protein 8, SU(VAR)4-20H1; Suppressor of Variegation
4-20 Homolog 2, SU(VAR)4-20H2; Suppressor of Variegation 4-20 Homolog 2.

Aberrant overexpression of pericentromeric satellite repeats have been observed in lung
cancer while decompaction and transcriptional activation of pericentromeric heterochromatin has
been reported in several genetic disorders [26,27]. Similarly, downregulation of Lysine-specific
demethylase 2A (KDM2A) in prostate cancer leads to aberrations in compaction status and activation
of pericentromeric repeats. KDM2A is a H3K36 specific demethylase and is actively targeted to
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pericentromeric heterochromatin and functions to compact chromatin structure at those repeats.
Loss of KDM2A results in decompaction and transcriptional activation of these heterochromatic
elements leading to chromosome segregation defects and genome instability [28]. BRCA1 (Breast
cancer susceptibility protein 1) tumor suppressor has also been linked to repression of tandem repeat
satellite DNA probably through monoubiquitylation of histone H2A at lysine 119 (H2AK119Ub).
It has been shown that loss of BRCA1 leads to decrease in the condensed regions of genome and loss
of H2AK119Ub at satellite repeats [29]. The derepression of pericentromeric satellite DNA leads to
global loss of heterochromatin integrity and invariably leads to mitotic defects and increased DNA
double-strand breaks [29].

In order to ensure genome stability and to prevent illicit recombination between the vast
amounts of repetitive DNA, heterochromatic structures must be faithfully replicated. In this regard,
several chromatin-remodeling enzymes, such as SMARCA5 (SWI/SNF-related matrix-associated
actin-dependent regulator of chromatin subfamily A member 5) ensure efficient replication of
heterochromatic late replicating domains most likely by facilitating chromatin remodeling to allow the
progression of the replication fork [30]. Furthermore, SMARCAD1 protein, a protein related to the
SWI/SNF family of nucleosome remodelers, has also been shown to promote histone deacetylation after
their deposition by replicative chaperones in order to maintain a repressive and compact chromatin
structure right after heterochromatin replication [31]. Fun30, the yeast homolog of human SMARCAD1,
has been shown to promote silencing by regulating the chromatin structure within transcriptionally
repressed domains [32], however, it is not known whether loss of SMARCAD1 leads to increased
transcription of repressed genome and subsequent genome instability. Additionally, nucleosome
remodeling and deacetylase complex (NuRD) has been shown to promote genome stability presumably
by its involvement in preserving higher order chromatin structures. In this regard, the loss of NuRD
complex components RBBP4, RBBP7 and HDAC1 compromises the establishment and maintenance
of histone modifications and higher-order chromatin architecture. It was suggested that such loss of
heterochromatin structure contributed to genome instability by making chromatin more susceptible
to DNA damage [33]. Alternatively, impaired DNA replication might also contribute to the loss of
genome stability in heterochromatic, late replicating regions of the genome [16].

4. Chromatin Structure and Repair of Endogenous Lesions

Human cells are subjected to a daily load of approximately 70,000 genomic lesions [34], most of
which are of endogenous origin. Major sources of endogenous DNA damage include reactive oxygen
species (ROS)-dependent lesions, aldehydes derived from lipid peroxidation, methylating agents,
DNA hydrolysis, hydrolytic deamination and carbonyl stress [35]. Endogenous damage may also arise
due to genotoxic stress from cellular processes such as transcription and replication that overwhelm
high-fidelity of DNA repair in an otherwise repair-competent background [36,37]. Majority of these
lesions (approximately 75%) are single-strand DNA breaks (SSBs), which can be converted to DNA
double-strand breaks (DSBs) when replication forks come across SSBs. Although less frequent, DSBs
are far more dangerous and difficult to repair as they represent a complete physical break in the DNA
backbone [1,2].

Since chromatin is the physiological template for DNA repair machinery, the structural context of
chromatin environment may facilitate or alternatively make it more challenging for repair factors to
maintain and restore genome integrity [4,38]. Depending on the lesion, cells have acquired specialized
DNA repair pathways that ensure genome stability. In this regards, base mismatches during replication
are corrected by mismatch repair (MMR), while small chemical modifications of DNA bases are repaired
by base excision repair (BER) through excision of the damaged base [34,39]. More complex DNA
adducts, such as pyrimidine dimers and intra-strand crosslinks, are repaired by nucleotide excision
repair (NER), while inter-strand crosslinks (ICLs) are repaired through cooperation of several repair
pathways including NER [40,41]. SSBs are repaired by single-strand break repair (SSBR), whereas DSBs
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are processed either by error prone non-homologous end joining (NHEJ) or error free homologous
recombination (HR) pathways depending upon cellular context including cell cycle phase [42,43].

Notably, the arrangement of the genome into heterochromatin- and euchromatin-like domains
may substantially influence regional variations in genome instability in human somatic cells [44].
This variation in genome instability was found to be particularly predominant in cancer cells where
the major determinant of regional mutation rate is chromatin structural organization, with DNA
base substitutions elevated in heterochromatic regions and late replicating domains while less
frequent in more open, early replicating chromatin [44,45]. Accordingly, higher frequency of somatic
mutations (most likely due to base substitutions) in cancer genomes positively correlates with levels of
heterochromatic histone PTMs such as H3K9me3/2 and H4K20me3 and negatively correlates with
genetic and epigenetic features associated with open chromatin, such as histone H3 and H4 N-terminal
tail acetylation, H3K4/K36me3, GC content of DNA, and highly expressing genes [44]. This indicates
that DNA lesion formation and efficiency of repair can be influenced by chromatin structure landscape.
Several factors are likely involved including differential accessibility of heterochromatic regions to
DNA repair machineries, variation in the ability to signal repair or perhaps increased exposure to
mutagens at the nuclear periphery rather than sequence specific differences in mutation rates [44–47].
Accordingly, it was shown that MMR is more efficient in euchromatic early replicating regions of the
genome, suppressing the accumulation of mutations in these regions [47].

In fact, numerous studies over the years lend support to a central role for chromatin plasticity
in DNA repair, where repair of lesions follows a set of orchestrated events aptly described as the
“access-repair-restore” model [48]. Evidence for this model originally emerged from studies measuring
DNA accessibility in response to UV-induced damage [49]. Herein, the initial response to DNA
damage includes rapid decompaction of surrounding chromatin to allow efficient detection of the
damage as well as enable access for repair proteins [50,51]. In line with this, heterochromatin is
refractory to initial signaling events in DDR and γH2A.X, one of the earliest signs of DNA damage [3],
is mostly limited to the periphery of heterochromatic regions [6,52]. Furthermore, decreasing the
degree of chromatin compaction by inhibiting histone deacetylases (HDACs), which functions by
removing the acetyl groups from nucleosomal histones and thereby keeping the chromatin more
compact, or by reducing the levels of the linker histone H1, enhances DDR signaling and the extent
of γH2A.X spreading from the lesion [7,53]. However, the simple model that open and relaxed
chromatin favors local DDR signaling is probably an oversimplification because euchromatic regions
such as gene promoters that are occupied by transcription machinery also constitute a barrier for
repair machinery and γH2A.X spreading [54]. A rather interesting observation in this regard is that
nucleosome free regions (NFR), if bound by transcription factors, have very high mutation rates by
blocking accessibility of nucleotide excision repair machinery as compared to neighboring NFR not
bound by any protein [55–57]. Furthermore, increased nucleosome occupancy coincides with increased
mutation rates [55], whereas higher transcription rates generally correlate with lower prevalence
of mutations on transcribed genes even if transcribed genes are located in or near heterochromatic
regions [58,59]. This suggests that the structural constraints imposed by tightly packed chromatin on
DNA repair machinery are alleviated by gene expression. Furthermore, consistent with differences in
repair across the genome, when either the NER or MMR pathway is lost, mutations are more evenly
distributed [45,47].

5. Chromatin Structure Regulates Transcription and Replication to Maintain Genome Stability

Since the initial discovery of chromatin structure as a repeating array of nucleosomes, it has
been speculated that it plays much more diverse roles than mere packaging and compaction of
genomic DNA. This is substantiated by observations that presence of nucleosomes blocks transcription
in-vitro [60] as well as deletions of histone N-terminal tails leading to changes in gene expression [61,62].
The structural and physical organization of chromatin is therefore an important functional determinant
of DNA-based processes including transcription, recombination, DNA repair, replication, kinetochore
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and centromere formation etc. In this regard, histones PTMs and assembly of histone variants play a
fundamental role in creating chromatin functional domains by directly modulating chromatin structure,
in turn regulating the DNA processing activities [63]. Any perturbation in establishing histone PTMs
and histone variants-based chromatin environments is reflected into defects in chromatin structural
organization (see Table 1) and may directly affect the smooth working of DNA-based transactions and
manifest as endogenously arising DNA damage that promotes genome stability.

DNA replication is highly coordinated with other DNA-based processes occurring concurrently on
chromatin, such as transcription, to ensure faithful duplication of both genetic and epigenetic features
and to safeguard genomic stability. Given that human cells have to duplicate 6 × 109 nucleotides
in every cell cycle, replicating DNA with high fidelity is a challenging task and prone to errors and
disruptions. Consequently, cells have evolved to instruct the DNA replication program in spatially
and temporally regulated manner [64], which is, in part, determined by the chromatin structural
landscape [65]. In-vitro chromatin replication assays show that presence of nucleosomes enforces DNA
replication origin specificity by preventing non-specific MCM (Minichromosome maintenance) helicase
loading, while helicase activation and replisome progression requires chromatin structure modulation
by chromatin remodeling complexes [66,67]. In line with these observations, recent unpublished
data from our group indicates that histone H4K20 methylation dependent chromatin compaction
determines the origin specificity in late mitosis and early G1 phase of the cell cycle. Loss of control
of chromatin compaction leads to aberrant loading of replication licensing factors and uncontrolled
replication initiation, which results in loss of genome integrity.

The highly regulated spatio-temporal program of DNA replication also ensures a sequential
replication of different regions of genome, some replicated earlier than others during S phase [68].
In this regard, early and late replicating regions or domains correlate, respectively, with open and
closed three-dimensional chromatin compartments, as identified by high-resolution chromosome
conformation capture (Hi-C) [69]. It has been shown that these replication domains are already
established during G1 phase and coincide with the establishment of higher order chromatin structure
after mitosis [70]. The deregulation of replication timing program by changes in chromatin domain
organization may lead to a disruption in the spatio-temporal segregation of early and late replicating
domains [71]. In this regard it will be interesting to fully understand if changes in replication timing
affects the accurate completion of replication in S-phase, which is critical to avoid entering mitosis
with unrepaired DNA that leads directly to loss of genome integrity [72].

Chromatin structure imposes significant obstacles on all aspects of transcription that are facilitated
by RNA polymerase II. However, the plasticity and dynamic nature of chromatin structure provides
suitable environment and landing platforms for regulatory proteins, which in turn regulate gene
expression. Multiple mechanisms ensure strict regulation of chromatin dynamics during transcription
including histone modifications, chromatin remodeling, histone variant incorporation, and histone
turnover. Moreover, chromatin signatures around regulatory DNA sequences promote proper
transcription and prevent transcription related genome instability. Transcription occurs in three
well defined steps, initiation, elongation and termination, all of which requires chromatin structural
modulation [73]. It is believed that chromatin remodeling complexes and histone chaperones work
together to advance transcription through chromatin template and help redeposit histones back onto
transcribed regions [74]. Any disruption in histone redeposition would leave exposed free DNA and
allow transcription factors to bind to cryptic promoters and initiate transcription from internal start
sites [75]. This leads to excessive pervasive transcription and excessive accumulation of DNA–RNA
hybrids in the form of structures called R-loops that eventually block transcription and replication,
potentially resulting in replicative stress and genome stability [76]. The DNA–RNA hybrids invariably
expose single stranded DNA (ssDNA) which is more unstable and susceptible to DNA breaks and
genomic instability by nucleases, activation-induced cytidine deaminase and exogenous genotoxic
stress [77]. It has also been suggested that the ssDNA resulting from R-loop formation is more
susceptible to spontaneous deamination of deoxy-Cytidine to deoxy-Uridine, leading to SSBs, DSBs
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and recombination [76,78,79]. Furthermore, the redeposition and deacetylation of histones after
transcription termination are both required to maintain chromatin in a stable conformation within the
genic regions and help maintain overall genome integrity. However, it is not known if DNA exposure
due to failure of histone deposition after transcription termination may allow for DNA endonuclease
attack and DNA breaks in the genic regions.

Given that DNA replication and transcription machineries share a common template, there is
evidence indicating their collision with each other either co-directionally or head-on leads to genome
instability [80]. Furthermore, highly transcribing genes, especially during S phase have significantly
increased probability of conflicts with the replication fork and this eventually poses a substantial threat
to genome integrity [81,82]. Accordingly, collisions between DNA and RNA polymerases present a high
risk of chromosomal rearrangements including deletions, duplications, inversions, and translocation
events and may lead to development of cancers [82]. Interestingly, these chromosomal rearrangements
are more frequent in transcriptionally active early replicating genomic regions as compared to more
compact heterochromatic regions [83]. The underlying reason may be that about two thirds of the
transcribing genes are located in the early replicating, DNase I sensitive euchromatin [84], and therefore,
more prone to replication-transcription collisions as compared to gene poor and transcriptionally
dormant heterochromatin. However, it is generally believed that euchromatic DSBs are more rapidly
repaired owing to increased signaling and better access to repair machineries as compared to more
compact heterochromatin [85]. Therefore, it is likely that in early replicating regions increased DNA
damage rather than deficient DNA repair might underlie the predominance of rearrangements.

6. Chromatin Structure Regulates DNA Damage Responses

The roles and regulation of chromatin structure in the response to exogenous DNA damage is
better understood than its roles in suppressing endogenously arising DNA damage and genome
instability. Thus, the aforementioned “access-repair-restore” model has gained support as an
explanation for local chromatin changes upon DNA damage, particularly after UV radiation
exposure [48,49]. In addition to local decompaction, localized UV-irradiation has also been shown to
result in a global chromatin relaxation response affected by p53 [50,51,86]. The authors here suggested
that a local lesion site is detected in a transcription-associated manner leading to p53-mediated global
chromatin relaxation response facilitating detection of further lesions within the genome. Studies
using a photoactivatable version of GFP-tagged histone H2B showed that chromatin also undergoes
an ATP-dependent local expansion immediately after DNA damage [87]. This localized expansion
corresponds to a 30–40% reduction in chromatin fiber density in the vicinity of DSBs and occurs
independently of H2A.X and ATM, the two early effectors of DDR. Chromatin relaxation may be
affected through alterations in histone PTMs, mobility of chromatin binding proteins, or through
disruption of whole nucleosomes as described below [88].

Chromatin decompaction and increased fiber flexibility was recently reported to be accompanied
by histone degradation in response to DNA damage [89]. In this regard, the nucleosome remodeler
INO80 is required for a proteasome-mediated 20–40% drop in histone levels. Using a system to
create DSBs at defined sites in the human genome, Berkovich et al. showed that ATM and NBS1 are
required for nucleosome disruption following DNA damage [90]. Nucleosome eviction can extend
over a region of ~3 kb or less on each side of a DSB and efficient histone loss is required for repair.
Nucleolin, a protein with histone chaperone activity, is recruited to the DSBs through interaction
with RAD50 of the MRN complex where it directly binds and removes H2A/H2B dimer leading to
a partial nucleosome disruption in G1 phase of the cell cycle [91]. A complete nascent nucleosome
disruption is seen in the asynchronous population of cycling cells where additional eviction of H3/H4
dimer is dependent on the initial H2A/H2B removal by nucleolin and human isoforms A and B of the
histone chaperone anti-silencing function 1 (ASF1) seem to be required for this function. In contrast to
the restricted disruption of only H2A/H2B dimer in G1-arrested cells associated with NHEJ repair,
complete nucleosome disruption occurs in cycling cells (during S and G2 phases), which is associated
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with DNA end resection by C-terminal binding protein interacting protein (CtIP) endonuclease, a
process that directs DSB repair (DSBR) to the HR pathway [91]. Chromatin remodeling through
nucleosome disruption is important for efficient DSBR as down regulation of nucleolin impedes
recruitment of repair factors resulting in inefficient repair.

In addition to nucleosome disruption, extensive chromatin decompaction as evidenced by decreased
intensity of chromatin labeling, increased H4K5 acetylation and decreased H3K9 dimethylation, observed
at DSB sites as early as 15 min after irradiation [92]. Histone H4 hyperacetylation by the histone
acetyltransferase (HAT) TIP60 and HAT cofactor TRRAP (Transformation/Transcription Domain
Associated Protein) at sites of DSB facilitates accumulation of repair proteins [93]. In addition
to histone acetylation, TIP60 and TRRAP also associate with p400, a SWI/SNF DNA-dependent
ATPase, to destabilize nucleosomes in response to DSBs in an ATM-independent manner [94]. Instead,
p400 recruitment to DSBs is dependent on MDC1 (Mediator of DNA damage checkpoint protein 1)
interaction with γH2A.X and is required for exchange of histone H2A.Z onto nucleosomes at DSB site
(Figure 2A) [95]. H2A.Z exchange leads to a more relaxed chromatin state through enhanced acetylation
by TIP60 and is required for RNF8/RNF168-dependent ubiquitylation of chromatin adjacent to DSBs
that in itself serves as a docking site for repair complexes including BRCA1 that promotes DSBR
through HR [96]. RNF168 also directly interacts with the HR-promoting factor PALB2 (Partner and
localizer of BRCA2) to couple HR to RNF168 mediated H2A ubiquitination in S/G2 phases of the
cell cycle [97]. Additionally, H4 hyperacetylation and chromatin ubiquitylation facilitate loading
of NHEJ-associated 53BP1 (p53-binding protein 1) to chromatin by revealing H4K20me2 residues,
a histone mark that is recognized by the tudor domain of 53BP1 [98]. Similar to the exchange of
H2A.Z, the chromatin remodeler CHD2 (Chromodomain-helicase-DNA-binding protein 2) has also
been shown to trigger rapid chromatin expansion through incorporation of histone H3 variant H3.3
at sites of DNA damage [99]. H3.3 deposition at DSBs by CHD2 is dependent on poly (ADP-ribose)
polymerase 1 (PARP1) and promotes the assembly of NHEJ complexes for efficient repair of DSBs.

Additionally, histone ubiquitylation has also been shown to contribute to chromatin structural
changes within other repair pathways. Upon UV irradiation, histones H3 and H4 are ubiquitylated
by the CUL4-DDB-ROC1 ubiquitin E3 ligase leading to their release from nucleosomes due to altered
stability (Figure 2B) [100]. In this manner, ubiquitylation of histones H3 and H4 serves in making the
UV lesion more accessible to repair proteins in turn facilitating repair as CUL4 depletion results in
impaired cellular response to UV-induced damage. Whereas acetylation and ubiquitylation promote
an open chromatin structure, the role of histone methylation in response to DNA damage is more
complex. Some evidence suggests a decrease in methylation levels favor a more relaxed chromatin state.
SETD8, a histone methyltransferase required for monomethylation of H4 lysine 20 residues is degraded
following exposure to DNA damaging agents such as UV and IR [101,102]. Monomethylation of H4K20
is required for di- and tri-methylation of this residue by the SU(VAR)4-20H1 and SU(VAR)4-20H2
enzymes [103,104], respectively and thus reduced H4K20me1 levels could probably help modulate
chromatin structure following DNA damage through reduced levels of H4K20me3. Further work on
defining the role of histone methylation in modulating chromatin structure in the context of repair
processes is needed.

In addition to DNA damage induced histone PTMs, the chromatin landscape also changes through
mobilization of bound proteins to make the DNA strands more accessible to repair factors. For instance,
HP1-β, a member of the HP1 family, seen bound to H3K9me is mobilized in response to DNA breaks.
The interaction between HP1-β and H3K9me is transiently disrupted upon phosphorylation by casein
kinase 2 (CK2), an enzyme implicated in DNA damage sensing and repair [105]. Thus, disruption of
nucleosomes on a whole as well as alterations in histone stability, histone PTMs, and proteins that
associate with specific histone PTMs contribute to modulating the chromatin structure in response to
DNA damage in a manner that facilitates repair enzyme access.
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Figure 2. Chromatin structure is modified in response to DNA damage: (A) Acetylation: Following
irradiation, p400 facilitates exchange of the histone variant H2A.Z in place of histone H2A to destabilize
nucleosomes surrounding the DSB in turn exposing the histone H4 tail that can now be acetylated by
the TIP60 histone acetyltransferase. H4 hyperacetylation further relaxes the chromatin structure and
enables access to downstream repair factors. RNF8/RNF168-dependent histone ubiquitylation provides
docking site for the HR-promoting BRCA1 complex. Alternatively, histone H4 lysine 20 dimethylation
(affected by SU(VAR)4-20H1 that uses H4K20me1, catalyzed by SETD8, as substrate) is recognized by
the NHEJ factor, 53BP1; (B) Ubiquitylation: Following UV-induced damage, NER lesion recognition
elements are recruited to sites of damage where they function to facilitate ubiquitylation of histones H3
and H4 by the CUL4-DDB-ROC1 ubiquitin E3 ligase, leading to their eviction from the nucleosome.
This release of histones H3 and H4 from nucleosomes at damage site leads to increased accessibility for
downstream NER factors.
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7. DNA Repair in the Context of Heterochromatin

The influence of chromatin compaction on the induction of DNA breaks after ionizing radiation
has been studied both in-vivo and in-vitro. The organization of genomic DNA into a chromatin
fiber both at the very basic nucleosomal level and also the higher-order chromatin structures provide
significant protection against break induction [8,106,107]. Furthermore, decompacted chromatin
is more susceptible to DNA damage caused by chemical agents, such as cisplatin [8]. Studies in
Drosophila suggest that compaction of chromatin into a more heterochromatin-like state is favorable
for survival upon HU-induced damage [108]. Chromatin compaction seen in heterochromatin protects
DNA from damage but is also thought to be refractory to repair if a lesion does occur, as seen by its
ability to block the expansion of H2A.X phosphorylation [109]. Studies in both yeast and mammalian
cells have revealed that γ-H2A.X foci at DSBs form at lower levels in heterochromatin as compared to
euchromatin [6,7]. Mutations in stonewall (stwl), a heterochromatin-associated protein, are associated
with decreased levels of tri-methylated H3K27 and H3K9 (two hallmarks of silent chromatin) and
the euchromatin-like state in this context might be more vulnerable to damage. This protective effect
of chromatin compaction may well be due the presence of large number of non-histone chromatin
proteins that physically shield the genomic DNA [110].

Within euchromatin, a complex of the heterochromatin-associated proteins KAP1
(KRAB-associated protein 1) and HP1 together with the H3K9 methyltransferase SUV39H1 is
loaded onto DSBs rapidly following damage where it facilitates H3K9 tri-methylation [111]. This in
turn promotes loading of additional KAP1/HP1/SU(VAR)3-9H1 complexes through HP1 binding
to H3K9me3 thereby spreading the binding to tens of kilobases from the lesion site. DNA damage
induced Tyr44 phosphorylation of TIP60 promotes its binding to the H3K9me3 domains leading to
ATM and histone H4 acetylation [112]. ATM acetylation enhances its activation and leads to KAP1
phosphorylation (pKAP1) and release of the complex from chromatin removing the repressive mark.
It could be that H3K9 tri-methylation represents a transient shift to repressive chromatin that is
required for TIP60 recruitment and ATM activation in more open regions of the chromatin. However,
DSBs within heterochromatin undergo localized phosphorylation of KAP1 leading to retention of
the protein into foci at sites of damage, a process that is dependent on the ATM effector protein,
53BP1 [85]. MRE11-NBS1 accumulation at late-repairing DSBs is augmented by 53BP1 in order
to accrue active ATM for enhanced localized pKAP1. KAP1 phosphorylation directly perturbs its
interaction with the nucleosome remodeler, CHD3 (Chromodomain-helicase-DNA-binding protein 3)
thereby dispersing CHD3 from heterochromatin and enabling relaxation for efficient repair [113].
Thus, ionizing radiation induced foci (IRIF) spatially concentrate ATM activity in regions otherwise
inhibitory to repair to promote localized alterations for efficient DSBR. Hence, the initiation of the
DDR signaling cascade seems to vary depending on whether the lesion occurs within euchromatin or
heterochromatic regions of the genome (Figure 3). DDR within more compacted regions may likely be
delayed in an effort to concentrate effector proteins to the damage site [85]. Contrary to this notion,
Janssen et al. observed similar kinetics for DSBR in euchromatin and heterochromatin using an in vivo
system in Drosophila [114]. They used live cell imaging to study repair kinetics at a single DSB site in
both heterochromatic and euchromatic loci and suggested that cells can employ either NHEJ or HR
for repair of heterochromatic DSBs that are resolved with similar kinetics as those that occur within
euchromatic regions of the genome. This observation could however be due to the different types of
DSB ends studied previously compared to those studied here. Additionally, the Drosophila chromatin
landscape and genome volume varies widely from that of mammalian cells and could also explain the
conflicting results. In the future, application of a similar single break system in mammalian cells could
help better address the kinetics and regulation of repair response in euchromatin vs. heterochromatin.
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Figure 3. DNA damage response in euchromatin vs. heterochromatin. DNA DSBs within euchromatic
regions of the genome result in global activation of the ATM kinase that in turn affects KAP1
phosphorylation in a diffused manner. KAP1 phosphorylation and release from chromatin promotes
repair through enhanced access to damage site. However, when damage occurs within heterochromatic
regions, ATM activity is retained at the site of DSB in a 53BP1-dependent manner. In this manner,
53BP1 functions to retain several factors onto the damage site and also facilitate localized KAP1
phosphorylation and dissociation of CHD3 in turn leading to chromatin relaxation.

8. Chromatin Structure Influences Repair Pathway Choice

The choice between either a homology-directed repair (HR) pathway or non-homologous end
joining (NHEJ) for DSBR is dependent on several factors including cell cycle status wherein HR is
active in the S/G2 phases; and NHEJ is the single DSBR pathway active in all cell cycle phases [115].
Additionally, functionally opposed chromatin alterations have also been linked to pathway choice
during DSBR, where presumably gene rich transcriptionally active euchromatic regions favor error free
HR over more error prone NHEJ pathway. Chromatin compaction restricts mobility and thus, could be
inhibitory to homology search during HR and is thought to in turn promote repair of DSBs through
NHEJ where the broken ends could be simply re-ligated [116]. Indeed, chromatin decompaction
resulting from INO80-mediated histone degradation and generalized reduction in nucleosome
occupancy leads to enhanced recombination rates following DNA damage through increased chromatin
mobility [89]. In this regard, SETD2 methyltransferase mediated H3K36 trimethylation, a histone
mark associated with active transcription has been shown to be required for the recruitment of
CtIP (CtBP-interacting protein) in turn promoting DNA end resection and HR [117]. Low levels of
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H3K36me3 are thus associated with reduced HR repair and significantly increased deletions arising
as a result of end-joining events. In addition to this, histone acetylation that mediates chromatin
decompaction can also promote HR [118]. For instance, while the TRRAP/TIP60/p400 complex
mediated exchange of H2A.Z onto nucleosomes restricts DNA resection and is required for loading
of the Ku proteins favoring NHEJ [95], a separate study showed that p400 facilitates homologous
recombination (HR) at DSBs through RAD51 recruitment [119]. In addition to this, other studies also
support a role for the TRRAP/TIP60/p400 complex in promoting HR [93,120]. Further, depletion
of TRRAP impaired DNA repair by HR due to reduced DNA damage induced H4 hyperacetylation
that could be counteracted by chromatin relaxation using hypotonic conditions [93]. Similarly, TIP60
deficiency also reduced BRCA1 recruitment at DSB with a corresponding increase in 53BP1 [120]. This
HR-promoting role for the complex is indeed through its histone acetylation function as inhibition of
the histone deacetylase (HDAC) enzyme reduced HR. In part, the NHEJ inhibitory role of TIP60 H4
acetylation could be through blocking of 53BP1 binding to the H4K20me2 mark. Additional studies
also argue that chromatin relaxation facilitates HR and not NHEJ. For instance, ATM induced local
chromatin decompaction is thought to be required for mobility of DSB containing chromatin domains,
mainly in search of homology partners to affect HR [121]. However, this expansion is regulated in a
manner dependent on cell cycle status and chromatin context as excessive mobility could also lead to
chromosomal translocations through erroneous recombination events.

One of the factors that affect regulated chromatin expansion and mobility is the nuclear oncogene
SET that is recruited to DSBs to limit uncontrolled DNA end resection and HR [122]. SET interacts
with KAP1 and promotes the retention of KAP1 and HP1 on chromatin in turn compacting the
chromatin and restricting repair through HR. Additionally, two components of repressive chromatin
structure, macro-histone variant macroH2A1 and the H3K9 methyltransferase PRDM2 have been
shown to direct repair of DSBs into the BRCA1-dependent HR pathway [51]. An ATM-dependent
accumulation of macroH2A1 and PRDM2 (PR domain-containing protein 2) at lesion sites promotes
H3K9 dimethylation in the flanking regions to modulate shift from accessible to compacted chromatin
in turn promoting CtIP-dependent end resection. Differential local concentrations of HP1 could
also play a critical role in DSBR pathway choice, wherein HP1 has been shown to stimulate HR by
promoting DNA-end resection [123]. In G2/M, chromatin abundant for HP1 could be repaired through
BRCA1-dependent HR, while HP1-depleted cells show increased 53BP1 association and are dependent
on NHEJ for repair. Interestingly, while HP1-α and HP1-β stimulate HR by promoting DNA-end
resection, the HP1-γ subtype, which is mostly enriched in euchromatin, has an inhibitory role [124].
Additional evidence to support HR dominance in DSBR within compacted chromatin comes from the
finding that the heterochromatin associated factor KAP1 also favors repair of DSBs by HR [125]. KAP1
depletion or ATM-mediated KAP1 inactivation through phosphorylation leads to chromatin relaxation
that allows repair of resected DSBs by NHEJ.

Thus, chromatin relaxation can promote both HR and NHEJ, which could be cell cycle or genome
location specific. However, a contributing aspect could also be limited availability of techniques to
accurately measure NHEJ frequency within the context of chromatin. It is challenging to assess repair
through the NHEJ pathway as the resulting ligated DNA strands if repaired precisely are not detectable
in most assays, hence, several cycles of cleavage and repair may be missed leading to an erroneous
estimate of NHEJ vs. HR events [126]. To study the balance between HR and NHEJ in the context of
relaxed or compact chromatin status, it is important to apply complementary methods to measure
both types of repair at the same time using a defined chromosomal site.

9. Chromatin Decompaction Activates and Determines DDR Intensity

Further to providing access to lesion sites, changes in chromatin structure also play a role in DDR
through initiating a DNA damage-signaling cascade. In this regard, it has been suggested that it is
in fact a change in the chromatin structure resulting from IR-induced DNA strand breaks that serves
as an initiating signal to activate ATM [127]. Moreover, ATM can be activated even in the absence of
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detectable DNA breaks by chromatin decompaction through hypotonic swelling or by treatment with
the HDAC inhibitor trichostatin A (TSA). However, when ATM is activated in this manner, localized
ATM substrates at the site of breaks (for example, H2A.X) fail to be phosphorylated, whereas substrates
present elsewhere in the nucleus (for example, p53) can still be phosphorylated. This could be to help
the cell respond appropriately to local damage vs. global genomic stress.

Reduction in the expression levels of linker histone H1 is associated with a more “open” chromatin
structure in embryonic stem (ES) cells [128] and this has been shown to render them hyperresistant to
DNA damage in part due to enhanced DDR at the lesion site [53]. Additionally, these cells also exhibit
hypersensitive checkpoints as a result of increased ATR (Ataxia telangiectasia and Rad3-related protein)
signaling at each DNA break. This enhanced DDR intensity resulting from a more relaxed chromatin
structure was mirrored in cells treated with TSA arguing to the fact that chromatin decompaction
not only initiates DDR signaling but also boosts intensity of the response. This relationship between
chromatin and the DDR could be crucial in deciphering the heterogeneity of cellular responses to DNA
damage in vivo. For instance, CD133+ glioma cancer stem cells show a more robust DDR activation
that in turn promotes radioresistance in the tumor-forming population [129]. Since, increased overall
chromatin accessibility is an innate property of stem cells that is lost on differentiation [130], an exciting
avenue for future research could be to therapeutically exploit chromatin compaction in order to
radiosensitize cancer stem cells.

Compaction Can Activate DDR

Whereas, chromatin decompaction can initiate DDR signaling, Burgess et al. suggested that forced
chromatin compaction also induced DDR signaling albeit only the upstream ATM- and ATR-dependent
factors were activated in a break-independent manner [131]. However, the studies were carried out in
defined chromatin domains using a protein-chromatin tethering system with ~10 kb tandem arrays of
tightly bound Lac operator (lacO) DNA [132]. The ATM activation observed could be influenced by
the replication stress generated by such an array. Indeed, hypoxia-induced replication stress has also
been shown to activate ATM in the absence of DNA damage through H3K9 tri-methylation, a histone
modification associated with heterochromatin [133]. However, prolonged chromatin compaction is
refractory to downstream signaling and impairs survival after DNA damage [131]. Indeed, work in
our lab has also shown that the presence of chromatin in itself is inhibitory to ATM activation as seen
through reduced CHK2, KAP1 and ATM S198 phosphorylation (unpublished data). Dynamic changes
in chromatin compaction status may thus be required to first signal for repair and then allow access to
the repair machinery.

10. Perspectives and Open Questions

The plasticity of chromatin structure enables access to cellular machineries to perform DNA-based
processes as well as protects the underlying sequence information contained in the genome. For
instance, deregulation of the replication-timing program by changes in chromatin domain organization
may lead to a disruption in segregation of the early and late replicating domains. However, it is not
known if changes in replication timing program lead to loss of genome integrity. Therefore, it would
be very interesting to study the effect of chromatin structural organization in this context.

The increased DNA DSBs and erroneous recombination events arise in repetitive DNA sequences
primarily due to their transcriptional and transpositional activities, giving rise to genome instability.
Therefore, heterochromatinization of repetitive elements appears as an evolutionarily conserved
mechanism to prevent unnecessary transcription and transposition of these elements in the genome
and in turn safeguard genome stability. In this manner, chromatin structural organization functions
to repress genomic instability arising from unstable elements within the genome by imposing
structural restraints to prevent their activation. However, the transcriptionally dynamic nature of
repetitive elements begs the question if all repeats are the same in terms of their capacity to cause
genome instability.
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The complexity and diversity in chromatin organization as evident by the presence of “secondary”
and “tertiary” chromatin structures may also pose a significant obstacle to repair of DNA lesions.
Importantly, endogenous damage leads to higher number of mutations in more compact chromatin
structure mainly due to restricted accessibility and DDR signaling. Thus, the dynamic nature of
chromatin compaction is crucial to genome integrity through structurally restricting unstable repetitive
elements on the one hand while allowing access to repair factors upon damage on the other hand.
In this regard, a thorough mechanistic understanding of factors and modifications involved in altering
chromatin structure in response to both endogenous and exogenous damage is still lacking.

Studies so far argue that chromatin structure also influences the repair choice for DSBR and thus it
would be interesting to test whether cancers deficient in one of the repair pathways could be targeted
using a synthetic lethality approach, whereby the choice between HR or NHEJ is forced through
chromatin structure alteration. Finally, it is generally thought that more open chromatin structure
promotes repair efficiency, however, transcriptionally active open chromatin regions are also prone to
chromosomal rearrangements as compared to more compact, transcriptionally inactive heterochromatic
regions. Moreover, altering chromatin structure would also deregulate other DNA-templated processes
such as transcription and replication, which could lead to genomic catastrophe. Hence, further studies
are vital to obtain a deeper understanding of chromatin-based regulation of DNA processes in order to
ascertain the role of chromatin structural organization in maintaining genome stability.
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