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Chromatin is the macromolecular nucleoprotein complex that governs the organization of genetic material in the
nucleus of eukaryotic cells. In chromatin, DNA is packed with histone proteins into nucleosomes. Core histones
are prototypes of hyper-modified proteins, being decorated by a large number of site-specific reversible and
irreversible post-translational modifications (PTMs), which contribute to the maintenance and modulation of
chromatin plasticity, gene activation, and a variety of other biological processes and disease states. The observa-
tions of the variety, frequency and co-occurrence of histone modifications in distinct patterns at specific genomic
loci have led to the idea that hPTMs can create a molecular barcode, read by effector proteins that translate it into
a specific transcriptional state, or process, on the underlying DNA. However, despite the fact that this histone-
code hypothesis was proposed more than 10 years ago, the molecular details of its working mechanisms are
only partially characterized. In particular, two questions deserve specific investigation: how the different modi-
fications associate and synergize into patterns and how these PTM configurations are read and translated by
multi-protein complexes into a specific functional outcome on the genome. Mass spectrometry (MS) has
emerged as a versatile tool to investigate chromatin biology, useful for both identifying and validating hPTMs,
and to dissect the molecular determinants of histone modification readout systems. We review here the MS tech-
niques and the proteomics methods that have been developed to address these fundamental questions in epige-
netics research, emphasizing approaches based on the proteomic dissection of distinct native chromatin regions,
with a critical evaluation of their present challenges and future potential. This article is part of a Special Issue

entitled: Molecular mechanisms of histone modification function.

© 2014 Elsevier B.V. Open access under CC BY-NC-ND license,

1. Introduction

In the eukaryotic nucleus, the DNA strand exists in a highly com-
pacted form achieved through winding around histone proteins, there-
by forming a highly structured macromolecular complex, known as
chromatin. The basic unit of chromatin is the nucleosome, which con-
sists of 147 bp of DNA wrapped around an octamer made of two copies
of each canonical histone protein (H3, H2A, H2B and H4) [1,2]. Histones
are highly conserved from yeast to mammals, not only in their primary
sequence, but also in their modification status. Histones are prototypes
of hyper-modified proteins, and are subject to many distinct types of
post-translational modifications (PTMs) [3], accumulating mainly at
the unstructured N-terminus, which protrudes from the nucleosome
[4].

* This article is part of a Special Issue entitled: Molecular mechanisms of histone
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The co-occurrence of various PTMs decorating core histones at specific
genomic loci led to the proposal of a “histone code” [5]. According to this
hypothesis, modifications on histones act sequentially or in combination
to control the functional state of the underlying DNA [6-9]. In this
sense, chromatin serves as a way not only to pack DNA but also to control
when that DNA is used, through the regulation of its compaction and
accessibility to factors that mediate various DNA-based processes.

To decipher the mechanism of action of the hPTM language, it is
essential to understand how a single modification, or a combination
thereof, is translated into a specific functional state. The biological
functions associated with hPTMs are often exerted indirectly (trans-)
through the recruitment or repulsion of specific proteins or multi-
protein complexes that mediate the signal transduction of these
marks through the execution of various DNA-based processes, such as
gene expression, DNA replication or repair and cell cycle regulation
[10-16]. In a few cases, however, this mechanism is direct (cis-), as it
is for histone hyperacetylation that affects higher-order chromatin fold-
ing and hence its accessibility to nuclear factors both in vitro [17] and
in vivo [18].

Since the first proposition of the histone code model, various
methods have been designed to both dissect all existing hPTMs and
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Table 1

Strategies for isolation of specific chromatin regions/loci for subsequent proteomics characterization.
“Swapped-ChIP” approaches Bait Organism References
PICh (Proteomics of Isolated Chromatin) DNA probe complementary to telomeric-repeats H. sapiens [87,88]

D. melanogaster

Minichromosome affinity purification Immobilized-Lac repressor S. cerevisiae [89]
ChAP-MS (chromatin affinity purification with mass spectrometry) LexA-PrA or TAL-PrA S. cerevisiae [90,91]
“Conventional ChIP” approaches Bait Organism References
mChIP (modified chromatin immunopurification) Tagged-histone variant or DNA-binding protein or chromatin-binding protein S. cerevisiae [98,99]
ChroP (chromatin proteomics) hPTMs (through antibody) H. sapiens [100]

ChIP-MS (chromatin interacting protein-mass spectrometry)

Biotinylated-protein

D. melanogaster  [101]

identify the factors that recognize and bind them — the so-called
“readers”. Mass spectrometry (MS) and MS-based proteomics, especially
in its quantitative format, have emerged as powerful approaches to gain
a system-level view of the histone code. At the level of individual his-
tones, MS can provide an unbiased and comprehensive map of protein
modifications, allowing the detection of new modifications, revealing in-
terplays among them, and providing an accurate measure of their quan-
titative changes in transitions between distinct functional states [19-23].
Many proteomics strategies have also been developed to characterize the
composite architecture of chromatin [24-27], demonstrating that MS is a
fundamental technological platform for research in epigenetics.

A deep comprehension of the histone modification functional read-
out requires an understanding of the distinct proteins that interact
with specific hPTM patterns. These proteins act in concert with other
players, such as other proteins, RNAs and methylated DNA, to enforce
a defined configuration on chromatin.

Comprehensive approaches are needed to capture the complexity of
the numerous physical and functional interactions. Among the various
strategies available, those that combine chromatin immunoprecipita-
tion (ChIP) with mass spectrometry seem particularly well-suited for
this purpose, since they facilitate the parallel analysis of histone marks
and their binding proteins at functionally distinct chromatin regions.

In this review, we will outline the major achievements of MS for the
investigation of the histone code. We will then describe different func-
tional proteomics strategies available for screening the histone readers.
When finally focusing on the ChroP approach developed in our group,
we will overview briefly the technical requirements to set-up the
method and outline its strengths and limitations. Lastly, we will provide
perspectives on developments required to provide the community with
a system-level comprehension of the complex interplays between
hPTM patterns, their readers and writers, chromatin architecture and
the functional readout.

2. Overview of MS-proteomics approaches to read the histone code
2.1. Mass spectrometry for the annotation of the hPTM code

2.1.1. MS for PTM identification

Histone modifications have been traditionally studied by means of
specifically-raised antibodies [28]. Although advantageous for their
sensitivity, antibody-based assays require an a priori knowledge of the
modification of interest. In addition, antibodies can suffer from cross-
reactivity with similar modifications embedded within an identical
amino acid context (e.g. K9 and K27 of histone H3) [29,30]. Moreover,
epitope occlusion effects occur when the detection of a modification
is inhibited by the presence of a mark on a neighboring site, as in the
case of H3K9me/S10pho [31]. These events can be frequent in histones,
due to their heavily modified nature.

In this respect, mass spectrometry (MS) can be very useful. In fact in
MS a post-translational modification is detected essentially as a “delta-
mass” (Am) between the theoretical and experimentally-measured

masses of a peptide. As such, any possible modification can be identified
based on the accurate measurement of the Am value, with virtually
no limitations concerning the position, number and combinations of
marks present on a polypeptide. Thus, MS distinguishes unambiguously
between near-isobaric modifications and detects their combinatorial
patterns, even on very long polypeptides and up to intact histones [32,
33,19,34,35,21,36,37]. In addition, the detection of Am implies that the
technique is an unbiased and efficient means to discover novel marks.
The last ten years have witnessed the publication of an increasing
number of papers describing the successful use of MS for the annotation
of up to 200 distinct modification types [38]. In those that are already
known, new sites have been annotated [39,40], such as for: lysine acet-
ylation, ubiquitylation and SUMOylation; different degrees of lysine and
arginine methylation; serine, tyrosine and threonine phosphorylation;
arginine citrullination; ADP ribosylation and carbonylation. In addition,
MS-based approached have helped to identify novel modifications such
as lysine propionylation [41] and crotonylation [40]; serine or threonine
0-GIcNAcylation (beta-N-acetylglucosamine) [42-44]. The observation
that some of these new marks have been discovered very recently
suggests that the code is far from being exhaustively uncovered.

2.1.2. MS for quantitation of hPTMs

MS also functions efficiently in profiling hPTMs across multiple
functional states, using different strategies: chemical labeling, in vivo
metabolic labeling with isotope-encoded amino acids (SILAC) and
SILAC-derived strategies, recently reviewed in [20,23,22,45]. SILAC
was used to profile hPTM dynamics during the cell cycle [46], compare
the marks decorating newly-synthesized versus “old” histones during
protein synthesis [47] and characterize the time-dependent establish-
ment of hPTMs after histone deposition on chromatin [48]. An adapta-
tion of SILAC using a “heavy-labeled spike-in” approach was designed
for the comparative analysis of hPTMs across several breast tumor
samples [49]. Finally, heavy methyl SILAC (hmSILAC, [50]) was success-
fully employed to study histone methylation turnover [51-53]. A
combination of both standard- and heavy methyl-SILAC was used to
profile the dynamics of H3K79 methylation in the cell cycle [54] and
the rates of transition between the different H3K27 and K36 methyla-
tion states [55].

2.1.3. MS to assess hPTM combinatorics

Mass spectrometry is particularly well suited to investigate the
combinatorial association of different marks within the same molecules
or even across different histones along nucleosome stretches. In a few
specific cases, the co-existence or exclusion of distinct marks can be
addressed by shotgun proteomics, upon the use of proteases with differ-
ent specificities than trypsin. The endoproteinase Arg-C for example
cleaves at the amide bond C-terminal to arginine residues and generates
peptides containing multiple modified residues, such as the peptide aa
(9-17) of histone H3 that allows the simultaneous detection of modifi-
cations on K9 and K14. Similarly, K27 and K36 methylations lie on
the peptide aa (27-40) of H3, as well as the four acetylations on
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the H4 N-terminal tail aa (4-17). However, connectivity over longer
distances between cis- and trans- hPTMs remains elusive through
bottom-up approaches because tryptic or Arg-C-derived peptides
are typically too short. For example, although methylated K4 and K36
are both marks of active chromatin, it is not possible to gain hints on
their coexistence on the same H3 molecules because of their distance
along the N-terminus. The synergies between marks in the histone
tails and those laying the globular domains are even less accessible to
investigation by conventional bottom-up MS. In order to address this
aspect, Jaffe and co-workers have described an interesting solution to
assess hPTM combinations by bottom up MS: they carried out an immu-
noprecipitation of HPLC-purified soluble H3, using antibodies against
distinct modifications (e.g. H3K9me3 and H3K4me3) and then analyzed
PTMs by conventional MS analysis upon Arg-C-like digestion of the
immunopurified H3. Upon proving the specificity and selectivity of the
antibody, this method allowed the authors to infer the co-association
of marks within the same molecule, even using a peptide-centric ap-
proach [56]. However, to date, this approach has not been followed by
applications, mainly because of the success of middle- and top-down
MS-based methods. These methods have been used to investigate the
combinatorial aspect of the code through the analysis of large peptide
fragments [57,58], up to intact histone molecules [59-61]. Kelleher
and collaborators have introduced tandem mass spectrometry directly
on intact histones, by means of top-down analysis. Top-down MS relies
on a variety of fragmentation techniques, which largely depend on the
intrinsic properties of the protein ions, such as size, charge and confor-
mation in gas phase. Electron capture (ECD) or Electron transfer (ETD)
dissociations are the most frequently adopted techniques for the frag-
mentation of intact proteins because they are particularly efficient
with high charge state (z > 3) peptides. Through a number of studies,
top-down MS has achieved information about all hPTM combinations
and stoichiometries on the four core histones [62-67]. However, a
major limitation of ECD is the high number of ions generated in a single
fragmentation event, which requires several tandem-spectra to reach a
reasonable signal-to-noise ratio, thus reducing the sensitivity and
compatibility with the liquid chromatography time-scale. Middle-
down approach has emerged as a compromise between bottom-up
and top-down approaches. It enables the analysis of longer peptides
(e.g. the complete N-terminal tail of both H3 and H4) by using proteases
with few digestion sites on histones. Middle-down has been used to
successfully characterize the modification patterns and relative stoichi-
ometries of histones H3 and H4 in HelLa cells [57,58,34], and, more
recently, in mouse embryonic stem (ES) cells [68]. Overall, however,
both top-down and middle-down approaches present the challenge of
deconvoluting highly complex tandem mass spectra. Specialized soft-
ware is required to assign multiple co-occurring PTMs to specific sites
with high confidence and to summarize their complex combinatorial
patterns [69-71]. This issue has limited their dissemination beyond
the circle of groups with expertise in this branch of MS and interests
in epigenetics.

An interesting future perspective might be provided by the re-
cent application of the Orbitrap mass analyzer within the Exactive
instrument to measure protein assemblies up to one megadalton
in size [72]. This implementation opens up the possibility of carrying
out top-down proteomics on the intact histone core octamer, with
the possibility of inferring both inter- and intra-molecular PTM as-
sociations among the different core histones. In fact this platform
was also shown suitable for resolving and quantifies complex glyco-
sylation patterns.

The overall limitation of MS-based analysis of histones is the use
of bulk chromatin preparations as starting sample due to the substantial
amount of material required for the MS-detection of sub-stoichiometric
modifications. Consequently, the studies described have provided
insights only into global modification changes associated with cellular
functional transitions, like developmental switches, cell-cycle stages,
depletion of gene products, and chemical inhibitions of specific

histone-modifying enzymes, but they have fallen short in assessing
distinct hPTM patterns at functionally distinct genomic loci. In this
sense, analytical solutions to carry out hPTM analyses of physically
more restricted chromatin regions are highly desirable.

2.2. Screening of hPTM readers

2.2.1. Identification of readers by affinity pull-down SILAC screening

MS-based interactomics has been successfully employed in a num-
ber of biochemical assays aimed at screening for histone code readers.
These types of experiments permit an unbiased, proteome-wide screen-
ing of binders of distinct modifications on histones, providing a useful
alternative to educated approaches in which readers are extrapolated
on the basis of protein domains known to mediate specific hPTM-
protein interactions [73-76].

The general experimental design, common to all different proteomic-
affinity interaction strategies, can be synthesized as follows: an in-
teraction profiling is carried out based on a pull-down experiment
where nucleosolic extracts are incubated with selected components of
chromatin — bearing single modifications or combinations thereof. This
is followed by LC-MS/MS-based identification of the proteins retained
on the solid support (typically beads), which are classified as potential
binders when they are measured as enriched relative to the unmodified
version of the same bait (the mock control). Since one feature of protein-
protein interactions mediated by PTMs is the relatively low affinity,
the identification of hPTM readers by conventional proteomics may
be challenged by the difficulty in enriching and discriminating
specific interactors from co-purified “hitch-hiker” proteins. In this
sense, coupling affinity-based enrichment with quantitative proteo-
mics methods, such as SILAC, has significantly enhanced the efficiency
of these screenings.

Allis and co-workers first conceived the scheme of this assay, how-
ever using conventional single gel-band MS-analysis to identify WDR5
and BPTF, which appeared as enriched protein bands in a Coomassie
SDS-PAGE, upon a pull-down using a histone H3 peptide bearing tri-
methylation on lysine 4 (H3K4me3) [77,78]. Through a collaborative
effort, Vermeulen et al. used the same affinity pull-down assay using
peptides mimicking modified H3-tails, but combined it with SILAC to
annotate the complete repertoire of H3K4me3-interacting proteins by
shotgun proteomics [79] (Fig. 1A, left). This study not only confirmed
previous results but also identified novel readers of H3K4me3. For
instance, the entire TFIID complex is recruited at this modification
through the binding of TAF3 via its plant homeodomain (PHD) finger.
This approach was then extended by carrying out a comparative study
on a panel of peptides bearing tri-methylation at distinct lysines of
H3 (K4, K9, K27 and K36) and of H4 (K20), leading to the acquisition
of the histone lysine tri-methyl-interactome [80]. The combina-
tion of SILAC-interactomics with ChIP-Seq profiling and BAC-GFP
transgeneOmics helped to reconstruct the complex architecture of
these interactions and to gain mechanistic insights into the regulation
of gene expression mediated by these modifications.

Along the same lines, Kapoor and co-workers developed the CLASPI
approach, where the SILAC pull-down is implemented through the use
of photo-cross-linking peptide probes that mimic methylated histone
tails. This approach has the advantage of converting weak protein-
PTM interactions into covalent ones, which allows one to capture also
additional binders that had escaped non-covalent screenings [81].

Following these initial studies, two main implementations of the
pull-down assay have been characterized by the use of more sophisti-
cated baits, with the rationale that some interactions between histone
marks and their respective readers may be influenced by the native
environment. Low affinity readers could indeed bind more specifically
and efficiently to hPTMs embedded within the whole histone molecule,
up to the intact nucleosomes, compared to modifications present on lin-
ear peptides. In fact, it has already been observed that certain histone
modifying enzymes (HME) do not recognize peptides as substrates
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Fig. 1. Strategies for enriching hPTM- and chromatin-binding proteins. A) Pull-down based approaches to characterize readers of hPTMs using different baits: immobilized histone
modification peptides (left), recombinant nucleosomes bearing a combination of hPTMs and methylated DNA (middle) or recombinant modified chromatin (right). B) “Swapped-
ChIP” strategies allow isolating specific DNA domain or native locus, using either a complementary DNA probe (upper) or TAL effector protein matching to a specific chromosome section
(i.e. the promoter region of GAL1) (lower), respectively. Conventional chromatin immunoprecipitation strategies enable to isolate chromatin sections using antibodies against histone
variants (left), hPTMs (middle), or biotinylated proteins (right) as bait. Green and orange hexagons correspond to methylated and acetylated histone protein, respectively. Red hexagon

corresponds, instead, to methylated DNA.

while they do so on intact histone or nucleosomes [82]. Recombinant
mono-nucleosome templates, reconstituted in vitro starting from DNA
stretches and recombinant histones, uniformly modified at specific
residues, have been employed to assess the combined contribution of
both DNA and histone methylations in recruiting specific readers onto
chromatin (Fig. 1A, middle). This approach, named SNAP (SILAC nucle-
osome affinity purification), revealed that UHRF1 and ORC bind the
H3K9me3-modified nucleosomes when the CpG methylation is present.
In contrast, the H3K36 demethylase KDM2A is enriched in H3K9me3-
nucleosomes but its recruitment is inhibited by DNA methylation, thus
highlighting the real combinatorial effect of DNA and PTM modifications
in recruiting proteins [83]. Similarly, nucleosome arrays, where a
recombinant chromatin template uniformly tri-methylated on H3K4
and H3K9, or mono-ubiquitylated on H2BK120, were used in SILAC-
based affinity purification experiments (Fig. 1A, right) [84,85]. The
observation of a limited overlap between the interactomes obtained
using as baits either chromatin or histone peptides bearing the same
modification corroborates the initial intuition that the context in which
an hPTM is embedded can have a significant impact on the recruitment
of certain readers and suggests that in vitro approaches to investigate
the histone readout may have intrinsic biases.

With respect to educated approaches, affinity-interactomics strate-
gies are comprehensive, having the advantage of unraveling not only
direct but also secondary interactions, as for the recruitment of multi-
protein complexes, illustrated in the case of TFIID bound to H3K4me3
peptides [79]. Furthermore, the use of recombinant, in vitro re-
constituted systems offers the opportunity of manipulating precisely
the type, composition and combination of modifications, which, in
turn, enables the validation of experimentally well-defined synergisms
or antagonisms among epigenetic marks. For instance, the synergy of
H3K4me3 with H3K9/K14 acetylation in recruiting TFIID and BPTF has
been demonstrated, while H3S10 phosphorylation was shown to desta-
bilize CDYL but not HP1 binding to H3K9me3 [80]. On the other hand,
major limitations reside in the fairly artificial conditions of the

screening. For example, the modifications of these recombinant tem-
plates are stoichiometric and thus these methods do not reproduce
their physiological abundances, which instead are in several cases
sub-stoichiometric compared to the unmodified counterpart, as ob-
served in a number of MS-studies where the relative abundance of
PTMs was estimated through intensity-based quantitation of unmodi-
fied and modified peaks [49,86,65]. This can impact the actual binding
affinity of the readers. Hence, although useful and informative in the
discovery phase, up to now these in vitro approaches have not been
exploited to their maximum potential, by taking into account both the
real modification abundance and arrangements and all other chromatin
determinants existing at specific regions, to generate a picture that
would reflect more faithfully the native code-to-reader interplays.

2.2.2. Methods based on the isolation of native chromatin

With respect to in vitro affinity screening, approaches based on the
proteomics dissection of affinity-enriched native chromatin have the ad-
vantage of enabling the parallel investigation of both hPTMs and readers
natively co-occurring at defined regions (See Table 1). The first example
of a strategy based on biochemical isolation of a physically and function-
ally discrete chromatin region for the subsequent characterization of its
protein composition by MS is the PICh (Proteomics of Isolated
Chromatin) approach — an elegant method where the purification of
cross-linked human and Drosophila melanogaster telomeres is achieved
using DNA probes complementary to these regions [87,88]. One limita-
tion of PICh is that its application is restricted to regions rich in repetitive
DNA sequences. However, the PICh approach is a milestone because it
demonstrated for the first time that chromatin affinity-purification can
be successfully combined with MS-proteomics, and thus paved the way
for the design of other strategies based on the same “swapped-ChIP”
rationale. In contrast to conventional ChIP, where proteins or PTMs are
used as baits to isolate DNA before qPCR profiling or sequencing, the
logic of “swapped-ChIP” is to use DNA as the baits, or “handles”, for
sequence-specific isolation of distinct chromatin regions, specific to a
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genomic region (Fig. 1B). The composition of isolated proteins is then
dissected by high-resolution mass spectrometry.

A number of assays have been established in Saccharomyces
cerevisiae, a model system that can be genetically engineered to gener-
ate solutions for isolation of chromatin pieces. Tsukiyama and co-
workers generated from the yeast genome a TRP1-ARS1-LacO mini-
chromosome that contains the TRP1 gene, an efficient early-firing origin
of replication gene and the lac operator sequence (LacO) [89]. Using an
immobilized lac repressor, they affinity-purified the mini-chromosome
from whole cell extracts for subsequent MS-analysis of both the hPTMs
and proteins associated with the origin of replication at specific stages of
the cell cycle. This approach uncovered that the dynamic regulation of
histones H3 and H4 amino-terminal acetylation around ARS1 facilitates
firing of endogenous origins at chromosomal locations, thus correlating
a set of hPTMs with DNA replication.

With a similar strategy, the group of Tackett presented ChAP-MS
as the approach that truly combines ChIP and MS to investigate both
proteins and histone post-translational modifications associated to a
single genomic locus [90]. The GAL1 locus from budding yeast in tran-
scriptionally silent and active conditions was purified through the use
of a single genomic LeX-A DNA binding site. The DNA affinity handle
was inserted just upstream of the GAL1 start codon via homologous
recombination in a strain constitutively expressing a LexA-ProteinA
(LexA-PrA) fusion protein. Thus, the strain contains an ectopically
expressed affinity-tagged LexA protein with an incorporated DNA affin-
ity handle for site-specific chromatin isolation. The yeast strain was cul-
tured in either glucose or galactose to achieve repression or activation of
the GAL1 gene, respectively. In addition, the authors combined the
LexA-PrA purification with quantitative proteomics based on iDIRT
(isotopic differentiation of interactions as random or targeted) labeling
to discern specific interactors from background proteins. However, the
authors did not carry out the MS-based analysis of PTMs of histones
from the enriched chromatin, hence the comprehensive view of locus-
specific hPTM patterns remained unaddressed and it represents an
attractive aspect to investigate in the future. A limit of ChAP-MS is
that it operationally relies on genetic engineering of the budding yeast
genome, possible in this model system but less straightforward in
higher eukaryotes. However, the method is conceptually very attractive
and suitable for interesting applications. One of them is the TAL-ChAP-
MS approach, an implementation that allows enrichment of native
genomic loci without genetic engineering [91]. Taking advantage of
the transcription activator-like (TAL) ProteinA as an affinity handle, a
small section of chromatin upstream of the GAL1 locus was isolated
and subsequently MS-analyzed to identify histone marks and proteins
mediating transcriptional activation of the gene. Label-free quantitative
proteomics was used instead of an isotope-labeling approach for protein
quantitation. The possibility to ‘re-program’ the DNA-binding specificity
of the TAL protein to obtain a unique affinity purification reagent for
each chromosome region of interest holds great promises in enabling
the widespread investigation of chromatin composition and epigenetic
states of various yeast genetic loci. However, its application for in-
depth analyses of hPTMs and to other model organisms has not yet
been described.

Alternatives to the “swapped-ChIP” strategy include methods that
use conventional chromatin immunoprecipitation (ChIP) (Fig. 1B) to
isolate distinct genomic regions for subsequent proteomic analysis. In
its usual set-up, and through the analysis of the isolated DNA using
PCR, DNA microarray (ChIP-on-chip) or deep sequencing (ChIP-Seq),
ChIP allows the acquisition of genome-wide profiles of various
chromatin-components with a resolution of a few nucleosomes
[92-97]. The strengths of ChIP-Seq are: the dissemination of the method
among many laboratories; its robustness, achieved through several
years of optimization of reagents (antibodies), protocols (cross-linking,
immuno-affinity step), data analysis and the creation of data reposito-
ries for the sharing and comparison of results. The major drawback is
that individual marks are analyzed in each experiment, which limits

the assessment of multiple PTM types and the co-occupancy of inter-
actors on single nucleosomes.

In the proteomics equivalent of ChIP, the immunoprecipitation is
followed by MS-analysis to identify qualitatively and quantitatively
the hPTMs, histone variants and chromatin-binding proteins that are
isolated together with the modification or protein used as “bait”. ChIP-
MS methods have the advantage of being directly derived from
standardized protocols of cross-linked chromatin immunoprecipitation,
which should facilitate their adoption among scientists. However, the
adaptation of conventional ChIP to proteomics has remained at a con-
cept stage for long and only recently been achieved, upon a few techno-
logical achievements. First, it has become possible to analyze proteins
obtained from formaldehyde cross-linked samples. Second, the higher
sensitivity and increased dynamic range of recent mass spectrometers
have facilitated detection of low abundance, sub-stoichiometric post-
translational modifications from small quantities of starting histones.
In this respect, it is worth mentioning that, despite these improvements
in instrumentation and the considerable scale-down of ChIP experi-
ments, the starting material required for in-depth proteomics analyses
of affinity-isolated chromatin is still 1-2 orders of magnitude more
than what is required for traditional ChIP-Seq.

The first method that merged ChIP with MS was described by Figey
and co-workers in 2007, and named mChIP (modified chromatin
immunopurification). This approach consists in the isolation of chroma-
tin by affinity-enrichment of DNA-bound proteins; it was applied to the
analysis of the interactome of nucleosomes containing the S. cerevisiae
histone variants Hta2p and Htz1p [98]. The same authors followed up
the technique with the first large-scale mChlIP characterization of the
chromatin interactome in budding yeast using 100 DNA- or chromatin-
binders as baits. MS was used to identify the novel chromatin proteins
associated with these baits, generating of a vast network of novel associ-
ations grounded on chromatin [99]. The limitations of the mChIP ap-
proach are twofold: first, it lacks quantitative methods to discern
specific interactors from the classical chromatin background. Second,
the histone code readout was not dissected, because the study was not
focused on the analysis of hPTM patterns on the enriched chromatin.

Recently, our group has implemented the ChroP approach where a
standard ChIP, using as baits two marks associated with functionally
distinct chromatin regions (H3K9me3 and H3K4me3), was combined
with MS-SILAC based quantitative proteomics. This approach allowed
the comprehensive investigation of the histone modification and vari-
ants as well as the co-interacting chromatin proteins that co-associate
at specific regions to enforce definite functional states (the so-called
“chromatome”) [100]. Being based on the enrichment of intact mono-
nucleosomes at quasi-purity, ChroP enables observations of inter-
molecular synergisms between modifications decorating different core
histones within the same nucleosome. In addition, it allows for the
first time assessments of the region-specific compartmentalization of
histone variants and linker histone subtypes. Since the investigation of
such proteins has been held back by the lack of good quality antibodies,
ChroP is uniquely efficient in investigating their genomic distribution
and specific role. The ChroP protocol is essentially the same used in
ChIP-Seq, thus the two assays are highly complementary. We envisage
that a single scale-up ChIP experiment can be carried out and a minor
fraction of the sample is used for deep sequencing, while the remaining
is subjected to MS analysis. ChroP and ChIP-Seq are two sides of the
same coin: the former dissects the physical associations among distinct
determinants of chromatin and the latter indicates the genome-wide
localization of such composite architectures.

However, the current version of ChroP suffers from some restraints,
outlined in Section 4, which will be overcome through future technical
and functional implementations of the method (see 4.1 and 4.2). For
instance, the current examples of ChroP's application in the literature
imply the use of trypsin and Arg-C to digest enriched histones prior to
MS. In this way, long-distance synergies have to be inferred from the
data, rather than being documented by direct observed co-occurrence
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of PTMs within one polypeptide (e.g. co-occurrence of PTMs at K4/K9/
K29/K36). Thus, distinguishing cis- and trans-occurrences and inter/
intra-co-occurrence of PTMs on histone molecules is not possible, in
the present setup. In perspective, the combination of ChroP with the
use of top-down and middle-down MS strategies will enable one to
assess long-distance PTM synergisms (see 4.2). In addition, the use of
ChIP-grade antibodies against hPTMs in ChroP is at the same time ad-
vantageous, as it makes the method an exact complement to ChIP-Seq,
and limiting, since most antibodies are polyclonal thus heterogeneous
in their efficiency/specificity, which could affect ChroP robustness.
Consequently we have experienced that ChroP needs case-by-case
optimization, depending on the antibody specificity and modification
abundance in the cell type under investigation (see paragraph 3.2 for
more details).

In this light, there is promise in those strategies that take advantage
of in vivo tagging of endogenous proteins/modifications to generate a
standardized affinity-purification method. The ChIP-MS (chromatin
interacting protein-mass spectrometry) method, described by Kuroda
and co-workers, uses as bait an in vivo biotinylated version of
D. melanogaster MSL3 and MSL2 proteins, upon the insertion of a bacte-
rial HBT tag into their genes [101]. Since MSL2 and 3 are subunits of
the fruit fly Dosage Compensation Complex (DCC), the MS analysis of
the isolated cross-linked chromatin leads to the proteomic dissection
of MSL-bound chromatin. Through this strategy two novel candidate
subunits of the complex were identified (CG1832 and CG4747 proteins)
and validated by functional assays. The authors used a TAP-tagged
version of MSL3 to carry out the analysis of MSL-associated hPTMs.
They found that H4K16 acetylation is a hallmark of DCC-bound chroma-
tin and that methylated H3K36 and H3K79 are also strongly enriched, in
line with previous literature [102,103,92,104,105]. This work on DCC
reveals potential novel determinants of the transcriptional state of
the male X chromosome genes and offers insights onto novel hPTM-
reader associations, such as the one between H3K36me3 and CG4747.
However, possible limitations include the lack of a comprehensive
quantitative analysis of hPTMs across the distinct core histones of the
DCC-bound nucleosome, and the use of genetically engineered MSL2
and MSL3 genes for tag-based affinity chromatin purification. Even if
this is straightforward in fruit fly, the strategy may be more laborious
in mammals.

3. ChroP for region-specific dissection of chromatin
proteomic composition

3.1. Essentials of N-ChroP and X-ChroP protocols and representative results

ChroP articulates into two distinct protocols, depending on the ques-
tion addressed by MS and the corresponding type of chromatin used as
input. In N-ChroP, unfixed, native chromatin digested with MNase is
employed to purify mono-nucleosomes from bulk chromatin and to
evaluate the co-enriched hPTM patterns. Instead, X-ChroP consists in
the affinity-isolation of cross-linked sonicated chromatin fragments car-
ried out in conjunction with a peptide competition assay and SILAC-
based quantitative proteomics to discern genuine binders from unspe-
cific background proteins [106-108,79]. Technical details of X-ChroP
and N-ChroP protocols are provided [100,109]; hence, in this section
we will offer a more conceptual overview of the crucial steps in the
procedures, illustrating their similarities and differences and describing
the visualization of typical results.

N- and X-ChroP are comparable in their basic experimental design
(Fig. 2A), aside from the use of native versus formaldehyde cross-
linked chromatin and of unlabeled versus SILAC-labeled samples,
respectively. Briefly, a ChIP-grade antibody against a specific histone
modification is incubated with the fragmented chromatin. Proteins as-
sociated to isolated chromatin regions are recovered and processed
prior to mass spectrometry. This step consists in protein separation by
SDS-PAGE; in-gel digestion of proteins using site-specific proteases;

extraction and de-salting of peptides that are finally separated by
reversed-phase liquid chromatography and analyzed by tandem mass
spectrometry (RP-LC-MS/MS). While the processing of MS raw data
from N- and X-ChroP for both hPTM and protein identification
is based on the use of a specific search engine (Mascot [110] and
Andromeda [111], respectively), the relative quantification of his-
tone modifications and of putative interactors is carried out in differ-
ent ways. In particular, in N-ChroP, all identified hPTMs are validated
by manual inspection of the corresponding MS/MS spectra. Label free
quantification is achieved first by calculating the relative abundance
(RA) of each modification using the signal intensity of the unmodi-
fied and modified species for the corresponding peptide and, secondly,
by estimating the relative enrichment (RE) of each modification in the
immunoprecipitated octamer relative to input. Once the enrichment
of the modification used as bait is verified, the co-association or deple-
tion of all other modifications is assessed, both at the intra-molecular
level and at the inter-molecular level on co-purified core histones with-
in the isolated nucleosome. This creates the so-called “region-specific
modificome”, where positive and negative cross-talks between hPTMs
are annotated and visualized through a heatmap display (Fig. 2B). In
X-ChroP assays instead, specific co-isolated proteins are identified
through a combination of SILAC and competition assays using an excess
of the soluble histone peptide, bearing the modification, which is used
as bait. The soluble peptide added in excess in one of the two SILAC-
ChIP channels saturates the binding capacity of the antibody and thus
“competes out” the large proportion of nucleosomes containing the
bait and, accordingly, all specific interactors that are discerned from
background based on their specific SILAC H/L ratio (Fig. 2C).

3.2. Fine tuning of the procedure, with critical steps and tricks

The ChroP protocol was conceived directly from the standard chro-
matin immunoprecipitation protocol [112], with minor adaptations to
MS. Yet, a number of critical aspects have been addressed during the
set-up of the method; this section illustrates them, alongside with the
solutions implemented and critical assessment on their benefits.

In ChroP, the length of the native nucleosome array obtained by
either enzymatic (MNase) or mechanical (sonication) fragmentation
of chromatin is very important and must be established depending
on the different aims of the analysis. We chose to use as input for
N-ChroP a fraction almost completely enriched in mono-nucleosomes,
because we were particularly interested in dissecting the physical asso-
ciation of hPTMs across different core-histones within the distinct intact
mono-nucleosomes. To ascertain that isolated nucleosomes are intact,
the appropriate stoichiometry of the four different core-histones in the
immunopurified material was carefully evaluated in the Coomassie-
stained gel. A lack of the proper stoichiometry is indicative of partial
disruption of the nucleosome, with impossibility of investigating inter-
molecular cross-talks.

Comparing the PTM patterns obtained using nucleosome stretches
of different lengths to be used as input for N-ChroP is an interesting
development of the technique that enables assessment of the frequency
of distinct PTM combinations along chromatin. For such analysis, homo-
geneous nucleosome stretches of precise length must be used, which
can be purified through CsCl ultracentrifugation [113] or sucrose gradi-
ent centrifugation [114,115] of MNase-digested chromatin. Reinberg
and co-workers have recently developed this idea, using a chromatin
preparation containing 94% mono-nucleosomes, purified through
sucrose gradient centrifugation, as input for the immunoprecipitation
step, to assess if the two copies of histones are symmetrically or
asymmetrically modified in vivo [116]. They could demonstrate that
nucleosomes in ES, MEF and HelLa cells can exist in both symmetrically
and asymmetrically modified forms for H3K27 di-/tri-methylation
and H4K20 mono-methylation. Moreover, they propose that the ac-
tivity of the Polycomb repressive complex-2 (PRC2) is inhibited only
when the nucleosomes contain symmetrically active marks, such as
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Fig. 2. ChroP approach for identifying and quantifying hPTMs or binding proteins co-associated with functionally distinct chromatin regions. A) Schematic overview of the ChroP workflow.
Chromatin from labeled or unlabeled cells is fragmented using sonication (upper panel) or MNase (bottom panel). Purification of specific functional chromatin domains is obtained by
incubating the chromatin with antibodies against either a specific hPTM or a non-histonic nuclear protein; in the X-ChroP approach one of the two chromatin samples is incubated
with the same antibody saturated with an excess of soluble peptide. Immunopurified proteins are separated by SDS-PAGE and in-gel digested and analyzed by LC-MS/MS. Finally,
MS raw data are analyzed, defining the SILAC ratio of the co-immunopurified proteins (upper panel) or comparing the relative abundance of hPTMs in immunoprecipitated material
relative to input (bottom panel). B) The enrichment/depletion of co-associating hPTMs identified on histones H3, H4 and H2 is shown through a heatmap representation, where each
row corresponds to a different modifications (n.d.: not detected modifications), while column corresponds to distinct chromatin regions. C) Proteins co-enriched within the same regions
can be discerned from background based on their SILAC-ratio: background proteins (gray) cluster around protein ratio 1, while specific binders are in the top-right quadrant of the scatter

plot (yellow).

H3K4me3 or H3K36me3. Thus, chromatin fragments of uniform length
allow a more accurate quantification of the relative stoichiometry of
modifications, both at the intra- and inter-molecular level, elucidating
the real co-association or depletion between the different hPTMs. In
X-ChroP we chose 300-500 bp chromatin stretches as input for ChIP,
reasoning that multi-protein complexes recruited at modified chroma-
tin typically include distinct proteins containing binding modules,
which interact either with modifications present at distinct sites along
the same histone molecule, or on different core histones, or even on
molecules in neighboring nucleosomes. In any case, when nucleosomes
of different lengths are under investigation, an increase or decrease in
enzymatic or mechanical fragmentation is used to obtain chromatin
enriched in mono- or poly-nucleosomes, respectively. While MNase
digestion of native chromatin can be tuned more finely to achieve
more homogeneous and reproducible nucleosome stretches, the precise
control of formaldehyde-fixed chromatin sonication is challenging.
Testing different cross-linking conditions or agents will in the future
permit enzymatic digestions of fixed-chromatin, thus combining the
advantages of cross-linking stabilization of low affinity and transient
interactions (required when the bait is a DNA- or histone-binding pro-
tein) with the higher reproducibility of enzymatic digestion.

Another crucial step is the definition of the optimal ratio between
the amounts of input chromatin and of antibody, which changes case
by case, depending on the relative abundance of the hPTM/protein
used as bait and on the antibody efficiency. Optimization is typically
achieved experimentally, by comparing the abundance of the bait in

input and its residual in the flow-through (FT) upon ChIP. If the bait is
sufficiently depleted in FT (at least 50-60% depletion) one can trust
that a significant proportion of the region of interest is enriched, thus
excluding a bias due to the analysis of a not representative sub-fraction.

Finally, the optimal molar excess of the soluble peptide with respect
to the antibody must be carefully titrated case by case. Also in this
case the optimization is reached experimentally, by performing a com-
petition ChIP assay with increasing concentrations of the excess
peptide followed by an evaluation of the amount of bait in the
immunoprecipitated samples and in the FT. We found that the ideal
excess of soluble peptide typically reduces about 20 times the
amount of bait retained on the beads. This number is, on the one hand,
sufficiently large to benefit from the SILAC discriminating power, and
on the other hand, not too extreme to induce the complete eviction of
specific binders from the antibody, which would cause missing H/L ratios
for quantification and statistical analysis.

4. Present limitations and future implementations of ChIP-based
proteomics analyses of the histone PTM readout

Approaches based on chromatin-IP followed by the MS-investigation
of region-specific chromatin determinants have so far been described
in proof-of-principle studies, where the validation of already known
markers/determinants of well-characterized chromatin regions has
corroborated the robustness of the strategies. We envisage that a number
of implementations will be beneficial to gain a more comprehensive
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systems view of the histone modification readout. Refinement of the
methods can affect both technical aspects and functional applications.
We will offer some examples of possible developments, being aware
that other ideas can stem from the creativity of individuals or the urge
to answer specific biological questions.

4.1. Technical/biochemical implementations

A needed extension in order to make the ChroP a closer complement
of ChIP-Seq for all protein determinants of chromatin, involves the use
of either DNA-binding proteins or secondary chromatin interactors
which recognize either hPTMs or DNA-bound factors, as baits. This
implementation should be straightforward for all the factors for which
a conventional ChIP has already been established, upon case-by-case
optimization and tailoring the protocols for chromatin cross-linking to
further stabilize secondary interactions and thus increase immunopre-
cipitation efficiency.

Applying ChroP/ChIP-MS strategies to in vivo tagging systems of en-
dogenous proteins is highly appealing, due to the possibility of using a
universal tag for immuno-affinity capture, which would facilitate the
standardization of the protocol into a “universal chromatin proteomics”
approach. An example of a tagging strategy is the BAC-recombineering
method, where endogenous proteins were expressed as GFP fusions
in HeLa S3 and used for pull-down in conjunction with quantitative
proteomics for a standardized multiplexed analysis of the mitotic
interactome [117,118]. Similarly, a biotin tag can be inserted upon
in vivo protein biotinylation, introducing an exogenous biotin ligase
gene (BirA/biotinylation tag system) [119-121]. Recently the BICON
(Biotinylation-assisted Isolation of CO-modified Nucleosomes) method
has been described, which uses exactly this strategy: the histone-
modifying enzyme MSK1 was biotinylated and streptavidin was used
to purify co-modified nucleosomes [122]. In this study the analysis
for co-associating modifications was assessed only by western blot
approach, thereby lacking the precision gained by MS. Alternatively,
in vivo biotinylation can also be achieved using the endogenous biotin
ligase enzyme to biotinylate the target gene, as in ChIP-MS strategy
[101].

The use of universal tags paves the way to another crucial imple-
mentation: namely the elution of immuno-enriched chromatin from
the beads by competing with excess of the soluble tag. This is the first
step towards the transition from in-gel to gel-free methods for pre-MS
sample preparation, which will eventually permit the acquisition of
whole region-specific chromatomes in one single LC-MS/MS run.
Thanks to the new Orbitrap-based mass spectrometers, such as the
Q-Exactive, which have high MS/MS identification rates, combined
with ultra high-pressure liquid chromatography (UHPLC) for peptide
separation prior to ESI[123-125], it is now possible to comprehensively
analyze sub-proteomes without the need of pre-MS protein separation
and with relatively short LC gradients. The possibility of eluting isolated
pieces of chromatin in solution without the interference of the immuno-
globulin chains will make it possible to multiplex chromatomics analy-
sis upon preparative ChiP.

Recently, a genome-engineering tool based on the RNA-guided
Cas9 nuclease [126] from the clustered regularly interspaced short
palindromic repeats (CRISPR) system was used successfully to in-
duce precise cleavages at defined endogenous genomic loci also in
human and mouse cells [127,128]. The CRISPR/Cas system facilitates
genetic engineering in comparison to other genome-editing tech-
nologies, like zinc fingers (ZNs) and transcription activator like
effectors (TALEs), enabling a spectrum of different modifications of
the genome [129]. Furthermore, multiple guide sequences can be
encoded into a single CRISPR array, thus leading the simultaneous
editing of several sites within the mammalian genome, expanding
the range of applicability of RNA-guided nuclease technology. In this
respect, the CRISPR/Cas system may represent in the future another

useful tool to isolate specific genomic regions for subsequent proteo-
mics investigation.

4.2. Functional implementations

Time-dependent studies are a very attractive functional applica-
tion of ChroP. ChIP is carried out serially, at different time-points of
a biological process that encompasses dynamic changes in chromatin
composition and state. For instance, it would be extremely interesting
to investigate the dynamics of hPTMs, variants and interactors clustering
at specific chromatin regions during the differentiation of embryonic
stem cells, or upon a perturbation that induces global transcriptional ac-
tivation, such as an inflammatory stimulus that elicits transcriptional ac-
tivation of a large set of genes in immuno-competent cells [130-133]. In
such studies, triple SILAC can be elegantly used in different experimental
set-ups to profile chromatin composition at multiple time-points, as
was elegantly demonstrated for the analysis of the phosphoproteome
dynamics upon EGF stimulus [134]. Alternatively, recent achievements
in label-free quantification (LFQ) can be beneficial for the quantitative
profiling of proteins and modifications across multiple samples [135,
65,33]. While static ChIP-MS analysis provides fixed snap-shots on
locus-specific chromatin composition, time-dependent studies will
boost the understanding of chromatin plasticity during transitions
between different gene expression states, offering novel insights into
the timing and sequential translation of the code into the corresponding
functional readouts.

In this perspective, we count on the fact that in the future it will be
possible to combine ChroP with targeted quantitative proteomics ap-
proaches [136-144] as an alternative to shotgun analysis. The rationale
is that after a discovery phase, where conventional ChroP/ChIP-MS
serves to annotate the molecular signature of discrete genomic regions,
targeted proteomics will help to monitor a well-defined set of novel in-
teresting determinants in a multiplexed experimental design, without
the need for SILAC labeling. Using prototypic peptides for each determi-
nant, it will be possible to estimate their locus-specific enrichment
or depletion in time-depended analysis upon various perturbations
(e.g. differentiation stimuli, depletion of histone modifying enzymes,
structural components). Another advantage in using targeted proteo-
mics is the possibility to define the correct stoichiometry between the
protein subunits of a specific complex associated with different chroma-
tin regions. Analogous to the relationship between ChIP-Seq and ChIP-
PCR, where the former provides a global picture of the distribution of
a certain factor and the latter a view on enrichment at a specific gene,
ChroP-targeted proteomics will extend the functionality of ChroP by
enabling a very focused view of the changes in the composite architec-
ture of chromatin.

Finally, an interesting development originates from the limitation of
bottom up MS in assessing long-distance cross-talks among histone mod-
ifications, as a consequence of the fact that trypsin and Arg-C produce
short peptides containing a limited number of co-occurring marks. An ob-
vious follow-up is to analyze the nucleosomes isolated by preparative
ChIP through a combination of bottom-up, middle- and top-down MS,
to achieve a bird-eye view of the long-distance connectivity among his-
tone marks at specific chromatin regions [145]. Although appealing, this
application is not straightforward and requires a number of technical
modifications to the protocol. First, so far, middle- and top-down methods
have been employed only on bulk histone preparation due to the signifi-
cantly larger amount of starting material required. It remains to be veri-
fied whether a reasonable scale-up of ChroP can meet with an
equivalent increase in top-down sensitivity to make this experiment fea-
sible [61]. In addition, since middle- and top-down approaches analyze ei-
ther intact molecules or long (25-50aa) peptides produced by using
proteases that are typically not active in gel (e.g. Asp-N and Glu-C),
there is a need to set-up alternative elutions that solubilize chromatin
and make them compatible with gel-free protein separation, such as the
GELFTEE (gel-eluted liquid fraction entrapment electrophoresis) system
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[146,147]. Hence, the combination of ChIP-MS approaches with middle-
and top-down is highly challenging and yet worth the effort, since it
appears as the sole strategy capable of revealing all hPTM cross-talks asso-
ciated with functionally-distinct chromatin regions and thus relating such
patterns of histone post-translational modification with functional states.

4.3. Implemented methods for bioinformatics analysis of the chromatome

Although mass spectrometry technology has accelerated research in
chromatin biology during the past decade, significant computational
challenges still remain before we can obtain a system view of hPTM
readout. Specifically, new methods are required for the quantitative
exploration and visualization of hPTM combinations.

A number of bioinformatics tools have been developed that can
interpret spectra from modified peptide sequences produced by
bottom-up approaches, including sequences derived from histones.
However, obtaining information on the combinatorics of hPTMs would
be helped by MS-based proteomics approaches that produce informa-
tion on much longer peptides or intact proteins, such as middle-down
and top-down approaches described previously in this review. Although
data analysis has benefited from the introduction of instruments with
high mass measurement accuracy, algorithms available to deconvolute
the highly complex mass spectra produced by these approaches are
still lacking [148]. These spectra are complicated by the larger analyte
size, the greater numbers of fragment ions and the presence of different
structural isomers of the same modified proteins. Currently, there are
two popular tools available for the analysis of middle- and top-down
data: ProSightPTM [149], the first software developed for analysis of
intact proteins, searches the Uniprot database which contains known
modifications and variations in protein sequences. An extended version
of Mascot called BIG Mascot [150] has also been developed, which in-
creases the precursor ion mass limit from 16 kDa to 110 kDa. In these
middle-down and top-down approaches it is clear that, although these
methods can provide quantitative information on the stoichiometries
of whole or larger sets of hPTM combinations, gaining accurate informa-
tion on the nature and localization of hPTMs is currently only available
through bottom-up approaches. While middle- and top-down methods
and instrumentation continues to develop, is therefore clear that algo-
rithms are needed that combine robustly identified and localized
hPTMs with the stoichiometric information gained from comprehensive
approaches.

5. Conclusive remarks: novel frontiers for a systems view of the
hPTM readout

One cannot disregard that the information obtained from genomics
and proteomics data on chromatin are highly complementary. A further
challenge therefore lies in the development of additional bioinformatics
methods that integrate these data and offer new formats of visualization
that, ideally, retain information on the chromatin organization. This
information has been lacking in the one-dimensional chromosome
walks of current genome browsers, commonly associated with geno-
mics methods such as ChIP-Seq [151]. With respect to visualization,
some developments have already taken place in this direction, such as
the Hilbert space-filling curve representation used by Kharchenko
et al. [152]. In their work, the authors elegantly map a set of nine pre-
dicted chromatin states, based on a set of selected hPTM combinations,
to folded views of fly chromosomes, thereby revealing domains that are
biologically significant but would not be easily discerned from a linear
view, such as those corresponding to transcriptional elongation in
heterochromatic regions. One could envisage the benefits of defining
specific combinations of hPTMs, obtained by MS-based proteomics
approaches, in a nucleosome- and locus-specific manner, and then
mapping this information to a spatially-organized region of the genome.

As these approaches would also include information on the writers
and readers of hPTMs, and conceivably permit the dimension of time-

dependent analyses, the integration of genomics and proteomics
information would enable one to capture important insights into the
complex physical-functional interplays that occur between the com-
binations of hPTMs present, the factors that bind these regions, the
architecture of the recruiting chromatin and the functional readout of
histone modifications.
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