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Chemical probes for chromatin reader proteins are valuable tools for investigating epigenetic regulatory
mechanisms and evaluating whether the target of interest holds therapeutic potential. Developing potent
inhibitors for the plant homeodomain (PHD) family of methylation readers remains a difficult task due to
the charged, shallow and extended nature of the histone binding site that precludes effective
engagement of conventional small molecules. Herein, we describe the development of novel proximity-
reactive cyclopeptide inhibitors for PHD3—a trimethyllysine reader domain of histone demethylase
KDMS5A. Guided by the PHD3—-histone co-crystal structure, we designed a sidechain-to-sidechain linking
strategy to improve peptide proteolytic stability whilst maintaining binding affinity. We have developed an
operationally simple solid-phase macrocyclization pathway, capitalizing on the inherent reactivity of the
dimethyllysine ge-amino group to generate scaffolds bearing charged tetraalkylammonium functionalities
that effectively engage the shallow aromatic ‘groove’ of PHD3. Leveraging a surface-exposed lysine
residue on PHD3 adjacent to the ligand binding site, cyclic peptides were rendered covalent through
installation of an arylsulfonyl fluoride warhead. The resulting lysine-reactive cyclic peptides
demonstrated rapid and efficient labeling of the PHD3 domain in HEK293T lysates, showcasing the
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Introduction

Chromatin reader domains recognize chromatin as a function
of the site and the extent of histone modification. Plant
homeodomains (PHD) are a class of chromatin readers that
selectively associate with lysine residues with varying methyla-
tion states.> While electrostatic interactions drive recognition
of unmodified lysine residues, methyllysine-selective reader
domains utilize an aromatic ‘cage’—formed through perpen-
dicular positioning of aromatic amino acids to facilitate cation-
T interactions to engage lysines with high methylation states.*
Misregulation of PHD domains is associated with pathogenesis
of human diseases, including cancer, immunodeficiency and
neurological disorders.>® Chromosomal translocation of
PHD3—the C-terminal H3K4me2/3-specific PHD domain of
histone demethylase KDM5A, with nucleoporin-98 (NUP98), has
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been reported to induce malignancy in acute myeloid leukemia
(Fig. 1A).” Specifically, the resulting oncogenic PHD3-NUP98
fusion aberrantly recruits NUP98 to H3K4me3 marks, prevent-
ing the silencing of critical transcription factors during hema-
topoietic differentiation. Interestingly, an alternatively spliced
isoform lacking the PHD3 reader module failed to induce
leukemia, suggesting that a functional PHD3 domain is neces-
sary for the oncogenic effects of NUP98-PHD3 fusions.”

While the repertoire of chemical probes for various classes of
reader domains has significantly increased in recent years,***
thus far, only a few small molecule ligands have been described
for PHD domains, owing to their extended, solvent-exposed
histone binding site."*"® To date, there have been several
reports on the development of small-molecule antagonists for
the PHD3 finger of KDM5A. In 2012, Wagner and co-workers
identified analogues of amiodarone as PHD3 inhibitors
through a HaloTag screen.”® Unfortunately, subsequent struc-
ture-activity relationship (SAR) studies revealed insufficient
selectivity for the PHD3 finger, underscored by promiscuous
binding to PHD domains of KDM7 and inhibition of KDM5A
catalytic activity.”* Developing selective and potent probes for
PHD fingers remains a formidable challenge, highlighting the
increasing demand for better-quality tool compounds to study
this family of epigenetic reader proteins.

Chem. Sci., 2022, 13, 6599-6609 | 6599


http://crossmark.crossref.org/dialog/?doi=10.1039/d2sc00555g&domain=pdf&date_stamp=2022-06-03
http://orcid.org/0000-0003-2524-2201
http://orcid.org/0000-0002-4066-9417
https://doi.org/10.1039/d2sc00555g
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2sc00555g
https://pubs.rsc.org/en/journals/journal/SC
https://pubs.rsc.org/en/journals/journal/SC?issueid=SC013022

Open Access Article. Published on 12 maj 2022. Downloaded on 9. 12. 2025 14:07:53.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Chemical Science

View Article Online

Edge Article

A Hakdme3
marks
(o]
JmNARD PHD1  JmiC  Znf PHD2 PHD3
\
NUP98-PHD3
NUP9%8  PHD3

C 1625

.
Q1627
)

635

Y| -0

Fig.1 PHD3 domain of histone demethylase KDM5A binds histone H3 tail trimethylated at Lys4 (H3K4me3). (A) Domain architecture of KDM5A
and oncoprotein NUP98—-PHD3. (B and C) Crystal structure of KDM5A-PHD3 (grey) complexed with the H3K4me3 peptide (yellow). PDB 3GL6.7
(D) Solvent-exposed K1620 and K1622 of PHD3 are positioned adjacent to the Q5 residue upon H3K4me3 binding.

The PHD3-H3K4me3 co-crystal structure depicts a charged,
large, and shallow binding surface, posing challenges in target
modulation using conventional small molecule-based ligand
discovery methods (Fig. 1B-D). Peptidomimetics, on the other
hand, offer a unique pharmaceutical space. Structurally, they
are well suited for capturing extensive protein-protein interac-
tions that lack binding pockets and cover a large surface area.
Encouraged by reports of the successful development of
peptide-derived inhibitors for CBX proteins,**° we set to target
the PHD3 domain using peptide-based modalities.

The majority of trimethyllysine-binding PHD domains
contain an aromatic cage comprised of a combination of two to
four aromatic and hydrophobic residues.* Notably, the aromatic
cage of the PHD3 domain contains only two tryptophan side-
chains (Fig. 1C), giving rise to a shallow aromatic ‘groove’ which
engages the trimethyllysine sidechain along the protein
surface.” We viewed this unique feature as an opportunity to
design PHD3-targeting macrocyclic peptides by tethering the
sidechains of Lys4 and Thr6. In addition, we identified two
solvent-exposed lysines—K1620 and K1622, which are adja-
cently positioned to the Q5 sidechain upon ligand binding
(Fig. 1D), revealing potential for the development of covalent
peptidomimetic ligands. Sequence alignment of the PHD3
domain with other H3K4me3 readers suggested that these
lysine residues are not conserved in the majority of other PHD
reader domains (Fig. S1t), presenting an opportunity for the
development of cyclic peptide ligands selective for the PHD3
domain of KDM5A.

Herein, we describe the structure-guided design of covalent
peptide ligands for the PHD3 domain of KDM5A. Based on the
known crystal structure of the PHD3 finger, thorough structure—
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activity relationship studies revealed macrocyclic peptides that
inhibited the PHD3-H3K4me3 interaction with sub-micromolar
potency. Moreover, the identified cyclopeptide PHD3 ligands
were rendered covalent by introduction of a lysine-reactive
covalent warhead. To the best of our knowledge, this work
demonstrates covalent modulation of a PHD reader domain for
the first time, laying the groundwork for future applications of
covalent peptides as occupancy probes for PHD3 domain-
targeting ligand discovery.

Results and discussion
Alanine and truncated peptide scan

The structure-guided design of PHD3 peptide ligands
commenced with identifying the minimal binding sequence,
achieved through systematic mutagenesis and truncation
scanning experiments on the wild type H3K4me3 10mer
peptide. Inhibition constants (K;) of mutant and truncated
peptides were determined using an in vitro competition-based
fluorescence polarization (FP) assay. Briefly, recombinant
His¢-MBP-PHD3 protein was incubated with the 10mer
H3K4me3 tracer containing a C-terminal fluorescent label, fol-
lowed by treatment with varying concentrations of the
competing peptide to provide K; values (see ESIT). Alanine
substitutions demonstrated the importance of N-terminal
amino acid sidechains (R2, T3 and K4), where mutations at
these hot-spot residues significantly reduced activity (Fig. 2A
and C). Interestingly, the Q5A mutation did not compromise
binding affinity. Diminished competition was observed with
H3K4me3 peptides truncated at the Q5 and T6 positions
(Fig. 2B and C), suggesting the presence of critical amide

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 Structure—activity relationship study of the H3K4me3 10mer peptide. (A) Wild-type histone residues were replaced with Ala in the alanine
scan. (B) C-terminal truncation scan. (C) Inhibition constants (K;) of mutant/truncated H3K4me3 peptides measured using competitive FP assays.

Data are represented as average =+ three standard errors.

backbone interactions stabilizing the three-stranded B-sheet
motif formed upon H3 peptide binding (Fig. 1C). Our system-
atic scanning of the native sequence revealed hexapeptide
ARTK(me3)QT (1), which engaged the PHD3 domain with sub-
micromolar binding affinity (K; = 0.13 + 0.025 uM) as a start-
ing point for the rational design of H3 peptide ligands (Fig. 2C).

Structure-activity relationship studies of the histone peptide

Binding interaction between the PHD3 domain and H3K4me3
is established via the formation of an anti-parallel B-sheet
between the H3 backbone and the two-stranded B-sheet of
PHD3, which engages the trimethyllysine moiety with a shallow
aromatic cleft comprised of W1625 and W1635 through cation-
7 interactions (Fig. 1C). The aromatic cage significantly
contributes to trimethyllysine selectivity, indicated by dimin-
ished binding upon mutations of the tryptophan residues.”
Additionally, the N-terminus of the H3K4me3 peptide caps the
a-helix through stabilization of the backbone carbonyls of
E1651 and A1648, and the R2 sidechain is embedded in an
acidic pocket consisting of D1629 and D1633 (Fig. 1B). To
investigate the tolerance for structural modification across the
blueprint H3K4me3 6mer peptide, we conducted a systematic
SAR screen, involving N-terminal functionalization and incor-
poration of proteogenic or non-proteogenic amino acids (Fig. 3).

As expected, N-terminal acetylation of the H3K4me3 peptide
(2, Fig. 3) resulted in a significant reduction in binding, high-
lighting the importance of the protonated free N-terminal
amine which engages the a-helix carbonyls of the PHD3
domain through electrostatic interactions. In contrast, N-
terminal methylation of the H3K4me3 peptide (3, Fig. 3) was
well tolerated. Modification of the Al sidechain (4-6, Fig. 3)
generally lowered binding affinity of the H3 peptide, except for
the 2-aminoisobutyric acid-containing peptide 7 which showed
comparable binding affinity to the wild type peptide. Replace-
ment of the R2 residue with canavanine substantially reduced

© 2022 The Author(s). Published by the Royal Society of Chemistry

binding (8, K; = 2.3 uM) compared to the wild type peptide,
while substitution with homo-arginine led to approximately
three-fold decrease in binding affinity (9, K; = 0.74 pM).
Although structurally similar, the electronegative oxygen atom
dramatically decreases the pK, value of the oxyguanidino group
(pK, = 7.01) compared to the guanidino group of arginine and
homo-arginine (pK, ~ 12.48), suggesting a strong preference for
highly basic guanidinium-containing sidechains that enable
extensive interactions with the surrounding acidic residues.”
Monomethylation of the guanidino group of R2 (10) was well-
tolerated, fully retaining binding affinity of the wild type
peptide. Interestingly, methylation at the N-terminus and the
R2 sidechain improved tryptic stability compared to the wild
type peptide (peptides 3 and 10 respectively, Fig. S2a-ct).
Modification of the T3 residue to cyclopropyl glycine (11) and
2,3-diaminopropionic acid (12) decreased binding affinity,
where the T3V mutation (13) resulted in a slight increase in
binding affinity. Replacement of the K4me3 sidechain with
homo-arginine led to a slight decrease in binding affinity (14, K;
= 0.69 pM). We postulate that the guanidinium group is also
capable of participating in cation-w interactions with the
W1625-W1635 aromatic cleft, albeit to a lesser extent than the
trimethyllysine functionality. Replacement of Q5 with tyrosine
(15) showed comparable activity to the wild type H3K4me3
peptide.

Consistent with the alanine scan, the point mutant SAR
studies revealed R2 and K4me3 sidechains as key interactors
responsible for the binding of H3K4me3 6mer peptides to the
PHD3 domain. Among the modifications evaluated, N-terminal
and R2 sidechain methylation, substitution of the T3 residue to
valine had the least impact on binding affinity. Additionally, we
found that the Q5 position was highly tolerant to substitution,
both with smaller (Ala, Fig. 2A) and larger (Tyr, 15, Fig. 3) resi-
dues, opening prospects for further modification at this site to
incorporate lysine-reactive handles.

Chem. Sci., 2022, 13, 6599-6609 | 6601
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Fig. 3 Structure—activity relationship study of modified H3 6mer peptides. Structures of the incorporated natural/unnatural amino acids are
boxed. The color tones represent the binding affinity to recombinant Hisg-MBP-PHD3, determined by competitive FP assays.

Macrocyclization of the histone hexapeptide

Macrocyclization is a powerful approach to advance peptide
leads through structural rigidification—affording peptide-
mimicking compounds with enhanced cell permeability and
resistance towards proteolysis.'***3° After observing rapid
degradation of the wild type H3K4me3 hexapeptide with
trypsin, we investigated a sidechain-to-sidechain macro-
cyclization strategy to increase proteolytic stability whilst
maintaining the B-sheet backbone interaction with the PHD3
domain (Fig. S2at). Upon close inspection of the PHD3-
H3K4me3 co-crystal structure, it was envisioned that stabiliza-
tion of the H3 strand could be achieved through i, i + 2 tethering
of the K4me3 e-amino group with the proximal T6 sidechain,
bridging across the surface-exposed aromatic ‘groove’ (Fig. 4A).
Leveraging the highly symmetrical trimethylammonium func-
tionality of the K4me3 sidechain as a robust synthetic handle,
our synthetic plan involved quaternization of the e-amino group
of dimethyllysine with alkyl halides bearing sidechain func-
tionalities to generate trimethyllysine-mimicking building
blocks that are amenable for further diversification.

Tethering strategies were evaluated using minimization and
conformational search tools in MacroModel based on the
PHD3-H3K4me3 co-crystal structure (PDB 3GL6). We first
introduced structural modifications to link the e-ammonium
group of the K4me3 sidechain and the B-carbon of the T6
residue. Three tethering strategies were considered to form
lactam (series B), thioether (series C), or triazole-linked (series
D) cyclopeptides with varying chain lengths (Fig. 4B-D).
Substructures were subsequently minimized to yield
a converged energy minimized state. Subsequently,

6602 | Chem. Sci, 2022, 13, 6599-6609

a substructure conformational search was performed to assess
the feasibility of proposed designs. Macrocyclization linkers
were further triaged based on the functional group and alkyl
chain lengths that accommodate the cation-m interaction
between the derivatized K4me3 and two neighboring trypto-
phan residues (W1625 and W1635).

Next, we assessed the feasibility of the proposed strategies
through optimization of alkylation conditions to functionalize
the dimethyllysine sidechain on a solid support. Macro-
cyclization precursors were prepared with Fmoc-SPPS on Rink
amide resin (see ESIT) by first loading Fmoc-Dap(Alloc)-OH (N,-
Fmoc-Ng-Alloc-1-2,3-diaminopropionic acid), Fmoc-Cys(StBu)-
OH and Fmoc-Dap(N;)-OH (N,-Fmoc-Ng-azido-1-2,3-dia-
minopropionic acid)/Fmoc-Dab(N;)-OH (N,-Fmoc-N,-azido--
2,4-diaminobutyric acid) for series B, C and D respectively, fol-
lowed by elongation using standard amide coupling protocols
(Fig. 4). Amide coupling of the Alloc-deprotected dimethyllysine
precursor 16 with 3-bromopropionic acid proceeded smoothly
using standard conditions (PyAOP, DIPEA), conveniently
effecting a spontaneous intramolecular Sy2 reaction to deliver
lactam intermediate B-17 (Fig. 4, series B) in one step. Bis(-
bromomethyl)benzenes are commonly used reagents in
cysteine-cysteine stapling and have been actively employed in
the development of cell permeable peptide-based chemical
tools.*"** Inspired by existing literature methods underpinning
the utility of this bifunctional linker, we envisaged that this
approach could be extended to cysteine-dimethyllysine
stapling, affording H3 cyclopeptides tethered through a thio-
ether functionality (Fig. 4, series C). Thioether macrocycle
intermediate C-18 was smoothly obtained upon subjection of

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig. 4 Synthesis of macrocyclic H3K4me3 6mer peptides. (A) Crystal structure of H3K4me3 peptide bound to PHD3 (PDB 3GL6)” highlighting
residues Lys4 and Thr6 selected for tethering. (B) Series B: macrolactamization through a tandem amide coupling-intramolecular Sy2 reaction
sequence to afford lactam tripeptide intermediate B-17. (C) Series C: cysteine—dimethyllysine stapling strategy which enabled the preparation of
thioether tripeptide intermediate C-18 and sulfone tripeptide intermediate C-20 from linear precursor 19. (D) Series D: macrocyclic triazole-
containing peptide intermediates D-23-26, forged through Cu()-catalyzed alkyne—azide cycloaddition chemistry. (E) Competitive FP assay data
of full-length, cleaved macrocyclic peptides. Structure of linkers are shown.

the dimethyllysine precursor 19 to 1,2-bis(bromomethyl)
benzene and DIPEA for one hour. Notably, further diversifica-
tion of the thioether cyclopeptide intermediate C-18 proved
feasible upon treatment with meta-chloroperoxybenzoic acid to
afford sulfone intermediate C-20, which served as a valuable
structural analogue for subsequent SAR analyses. Quaterniza-
tion of dimethyllysine precursors 21 (m = 1) and 22 (m = 2)
using propargyl bromide also proceeded smoothly and was
followed by intramolecular copper(i)-catalyzed azide-alkyne
cycloaddition to furnish triazole-containing cyclopeptide inter-
mediates D-23 (m = 1) and D-24 (m = 2) (Fig. 4, series D,
condition a). Interestingly, alkylation of dimethyllysine tripep-
tides 21 and 22 with 4-bromo-1-butyne was notably inefficient,
where prolonged reaction times (¢ = 48 h) only led to trace
amounts of the alkylated dimethyllysine product. This was

© 2022 The Author(s). Published by the Royal Society of Chemistry

eventually mitigated by reversing the order of the azide-alkyne
cycloaddition and alkylation sequence, providing an alternative
macrocyclization pathway which proceeded through an entro-
pically favored intramolecular Sy2 reaction (Fig. 4, series D,
condition b) to efficiently access cyclopeptide intermediates D-
25 (m = 1) and D-26 (m = 2). Cyclic tripeptide intermediates
were subsequently elongated and subjected to acidic cleavage
conditions to afford full-length, H3 cyclic peptides (see ESIf).
With the synthesized macrocyclic peptides in hand,
competitive FP assays were performed to evaluate their binding
affinity (Fig. 4E). Macrocyclic lactam B-17c led to a decrease in
binding affinity by 10-fold compared to wild type peptide. To
our delight, we identified two cyclic peptides containing a thio-
ether or triazole linker (C-18¢ and D-23c respectively) that
exhibited comparable activity to the wild type hexapeptide.

Chem. Sci., 2022, 13, 6599-6609 | 6603
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Oxidation of the thioether moiety to the sulfone cyclopeptide C-
20c resulted in a five-fold decrease in binding affinity, which
could be due to the enhanced structural rigidity of the linker,
disfavoring binding. Interestingly, amongst series D, triazole
cyclopeptide D-23c¢ bearing the smallest macrocycle size showed
highest affinity for the PHD3 domain and increasing linker
chain length led to a decrease in binding affinity (D-24c-26¢). In
contrast to the series C thioether C-18c and sulfone C-20c
cyclopeptides, we hypothesized that the observed trend in ring
size for series D is likely attributed to the less flexible, shortest
triazole tether D-23¢ which pre-organizes the peptide into
a favorable, binding-competent conformation. Remarkably,
enhanced tryptic stability was observed for triazole cyclopeptide
D-23c compared to linear wild type peptide 1. Wild type peptide
1 was highly susceptible to tryptic digestion (Fig. S2at), whereas
some degradation of D-23c was only noted after 48 h incubation
(Fig. s2df).

Development of covalent cyclic peptide ligands

Covalent inhibitors offer broad utility in chemical biology
applications, owing to their improvement in potency and pro-
longed duration of action.**¢ In particular, targeting of non-
conserved nucleophilic residues proximal to the binding site
can impart enhanced selectivity to inhibitors for structurally
similar paralogs—a design feature highly desirable for chro-
matin reader domain ligands that bind to H3K4me3 marks.
Despite these potential advantages, to the best of our knowl-
edge, peptide-based covalent inhibitors for chromatin readers
have not been previously described. Based on the close prox-
imity of K1620 and K1622 to the Q5 sidechain (Fig. 1D),
observed tolerance of Q5 towards mutagenesis in our alanine
scan (Fig. 2A) and peptide SAR studies (Fig. 3), we surmised that
replacement of this residue with a lysine-reactive covalent
warhead could be tolerated.

Sulfonyl fluorides and aryl fluorosulfates have emerged as
privileged functionalities in chemical probe development,
owing to their context-specific reactivity influenced by residues
near the binding region of the electrophilic warhead.*”*® In
contrast to cysteine-selective electrophiles such as maleimides,
sulfonyl fluorides and arylfluorosulfates react with nucleophilic
residues including tyrosine, lysine, threonine, and serine
depending on the nature of the binding site.*”***! In recent
years, lysine-targeted sulfonyl fluoride probes have been
employed in innovative broad-spectrum kinase profiling
systems.”* The utility of sulfur(vi) halides as latent, activatable
electrophiles has been elegantly showcased in an ‘Inverse Drug
Discovery’ platform, leveraging arylfluorosulfate-containing
small molecules to screen the cellular proteome and identi-
fying distinct groups of proteins that can facilitate covalent
modification.*® Inspired by previous work on lysine-reactive
chemical probe development using sulfonyl fluoride and aryl-
fluorosulfate chemistries,*~*"***** our synthetic efforts centered
on the investigation of mutant peptides bearing arylsulfonyl
fluoride and arylfluorosulfate covalent warheads. To probe the
nucleophilicity of K1620 and K1622, we prepared a library of
linear peptides where the Q5 residue was substituted with
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a lysine-reactive electrophile (Fig. 5A). Sulfonyl fluoride-
containing peptides were synthesized using Fmoc-SPPS, deri-
vatizing the Q5 position with S-(tBu)-protected Cys or Alloc-
protected Dap amino acid building blocks. Orthogonal depro-
tection of the Alloc and S-(tBu) groups proceeded smoothly
upon treatment with dithiothreitol/DIPEA or Pd(PPhj;),/PhSiH3,
respectively (see ESIt). Incorporation of the benzylsulfonyl
fluoride functionality could be readily achieved on solid
support, through an Sy2 reaction between the deprotected Q5C
hexapeptide and 4-bromobenzylsulfonyl fluoride. Alternatively,
fluorosulfonyl benzoic acids could be introduced onto Dap
sidechains using standard amide coupling conditions to deliver
modified peptides bearing fluorosulfonyl benzamide function-
alities. The synthesis of arylfluorosulfate peptides followed
a slightly modified published procedure,* employing [4-(ace-
tylamino)phenyl]imidodisulfuryl difluoride as a bench-stable
reagent for the selective installation of -SO,F groups on
phenolic substrates. Synthesized covalent peptides were evalu-
ated for their ability to disrupt the PHD3-H3K4me3 complex
using the competitive FP assay, where efficient displacement of
the wild type peptide with covalent peptide analogues was
observed, with inhibition constants ranging from 0.11-0.37 uM
(Fig. S47).

The extent of covalent modification was assessed using
intact protein mass spectrometry. Briefly, covalent peptides
were incubated with recombinant PHD3 protein in buffer
(50 mM HEPES pH 7.5, 50 mM KCl) at 37 °C, and reaction
aliquots were monitored over time by LCMS analysis. We found
that arylsulfonyl fluoride peptides (27-29) exhibited faster
covalent modification (6-8 hours) compared to arylfluorosulfate
peptides (30-32), although the extent of modification reached
a plateau at 30-60%, presumably due to competitive hydrolysis
of the sulfonyl fluoride functionality leading to deactivation of
the covalent warhead (Fig. 5B). Contrastingly, covalent addition
of arylfluorosulfate peptides were considerably slower, where
the most reactive arylfluorosulfate peptide 32 reached ~30%
occupancy after 30 hours incubation time. We reasoned that
steady increase in PHD3-arylfluorosulfate adduct over a longer
timeframe was due to enhanced hydrolytic stability of the
arylfluorosulfate peptides at physiological pH. Amongst the
arylsulfonyl fluoride peptides tested, 29 was the most efficient at
covalent modification of the PHD3 domain, likely attributed to
the increased flexibility of the thioether linker and greater
stability of the benzylsulfonyl fluoride moiety in buffer.

The best-performing benzylsulfonyl fluoride warhead was
merged with the most potent cyclic peptide scaffolds identified
during our SAR studies (Fig. 3 and 4) to generate covalent
cyclopeptides C-33, D-34 and D-35 (Fig. 5D). Synthesis of
macrocyclic peptides C-33, D-34 and D-35 bearing the cysteine-
conjugated benzylsulfonyl fluoride was achieved by Fmoc-SPPS,
relying on orthogonal protecting group strategies to ensure the
efficient installation of both the macrocyclic scaffold and
covalent warhead on solid support (see ESIt). For example, 4-
methoxytrityl and S-(¢Bu) groups were elected to mask C5 and
C6 in the thioether cyclopeptide (C-33) synthesis, allowing for
controlled and selective derivatization of adjacent cysteine

sidechains during the Fmoc-SPPS process. Covalent

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig.5 Designand biochemical evaluation of covalent peptides targeting the PHD3 domain. (A) H3K4me3 6mer peptides bearing covalent lysine-
reactive warheads. (B) PHD3 (10 uM) was treated with peptides 27-32 at 50 uM, and the extent of labelling was monitored over time by intact
protein LCMS. (C) Comparison of cross-linking efficiency between linear (29) and cyclic (C-33 and D-34) peptides. (D) Structures of covalent
cyclic peptides C-33, D-34, and D-35. (E) Comparison of peptide-PHD3 adduct formation between WT and mutant PHD3 after 5 h incubation
time. Triazole probe D-35 was used for this experiment. (F) HCD product ion spectrum of the triazole probe (D-35)-labeled PHD3 domain
following tryptic digestion, corresponding to precursor ion at m/z = 678.879°*. C* indicates carbamidomethylated Cys. The structure of the
probe adduct following digestion is shown and the spectrum indicates K1620 as the site of modification.

cyclopeptides C-33 and D-34 exhibited comparable binding
affinity to the wildtype linear peptide (ESI Fig. S471). Notably,
both covalent cyclopeptides quantitatively labeled the
recombinant PHD3 protein after six hours incubation time,
significantly outperforming the linear benzylsulfonyl fluoride
peptide 29 (Fig. 5C).

© 2022 The Author(s). Published by the Royal Society of Chemistry

Lys1620 is the primary site of covalent modification

To identify the site of modification within the PHD3 domain, we
performed site-directed mutagenesis to replace K1620 and
K1622 with alanine and assessed the effect on covalent conju-
gate formation. Mutant PHD3 domains retained the ability to
bind the histone ligand (Fig. S31). Intact protein MS
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Fig. 6 Chemical structure of cyclic covalent biotinylated probe C-36 and western blotting analysis of HEK293T cell lysate labelling. (A) Chemical
structure of thioether covalent biotinylated probe C-36. (B) SDS-PAGE/western blot analysis of HEK293T cell lysate and recombinant Hisg-MBP-
PHD3 labelling (4.5 h at RT) using biotinylated thioether sulfonyl fluoride probe C-36.

experiments with single point mutants of PHD3—K1620A and
K1622A, revealed K1620 as the major site for covalent modifi-
cation by triazole cyclopeptide D-35, although we also observed
functionalization at the K1622 position (Fig. 5E). The site of
reaction was also assessed by tandem mass spectrometry of
both digested and intact PHD3. Tryptic digests of D-35-labeled
PHD3 produced MS2 spectra with unambiguous site localiza-
tion of the proteolyzed D-35 fragment at K1620 (Fig. 5F and
S5at) as well as at K1622 (Fig. S5bt) and at the N-terminus of the
PHD3 domain construct (data not shown). Electron transfer
with supplemental collision induced dissociation (ETciD)
analysis of intact, covalently modified PHD3 displayed c- and z-
product ions that were diagnostic of both K1620 and K1622
modification (data not shown). No evidence of N-terminal
modification was observed in the intact experiments suggest-
ing that this adduct may be an artifact of digestion. While it is
impossible to conclude which site is preferentially labeled
without the availability of peptide standards, spectral counts
and ion intensities of both the precursor ions (digest sample)
and product ions (intact sample) are consistent with a prefer-
ence for modification at K1620 over K1622. Remarkably, the
PHD3 double mutant K1620A/K1622A was completely resistant
to covalent addition even when treated with five-fold excess of
triazole cyclopeptide D-35, demonstrating the selectivity for the
two surface-exposed lysine residues (Fig. 5E). This finding
indicates that covalent adduct formation of triazole cyclo-
peptide D-35 with WT and K1622A PHD3 was enabled only by
proximity labeling within the protein-peptide complex, as
opposed to non-specific reactivity, which would result in
modification of other nucleophilic residues in the PHD3
domain.

6606 | Chem. Sci, 2022, 13, 6599-6609

Finally, we investigated the ability of thioether sulfonyl
fluoride probe C-33 to covalently modify the PHD3 domain in
the context of HEK293T cell lysates. A biotinylated analogue,
thioether cyclopeptide C-36 was prepared for cell lysate covalent
labelling experiments (Fig. 6A). Importantly, addition of the
biotin functionality did not impair binding of the peptide to the
PHD3 domain as indicated by comparable inhibition constants
of C-33 and C-36 (Fig. S471). To assess the ability of biotinylated
probe C-36 to effect the pulldown, lysates were supplemented
with recombinant His,-MBP-PHD3 protein (20 uM). Spiked
HEK293T lysates were treated with varying concentrations of
biotinylated thioether probe C-36 (¢ = 4.5 h at RT), and biotin-
labeled proteins were analyzed by western blot (HRP-
conjugated NeutrAvidin antibody). Strong labelling of Hise-
MBP-PHD3 was observed, demonstrating the ability of cyclo-
peptide C-36 to covalently interact with the PHD3 domain
within the complex proteome (Fig. 6B). While useful in target-
ing protein-protein interfaces, a common drawback of peptide
modalities includes limited cell permeability. Structural opti-
mizations**® as well as conjugation of cell-penetrating peptide
tags**>* should enable use of these peptide tools in future
cellular experiments.

Conclusions

The last few years have been marked by the resurgence of
covalent peptide-based chemical probes, highlighted by their
widespread applications in the development of novel pharma-
cological tools and viral protease inhibitors.*>**¢ These
modalities complement existing small molecule approaches,
particularly for targets that lack well-defined binding pockets.
We herein describe the first covalent peptide-based probe for

© 2022 The Author(s). Published by the Royal Society of Chemistry
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the PHD3 domain of histone demethylase KDM5A. Systematic
SAR studies of the N-terminal H3K4me3 ligand for the PHD3
domain identified a hexapeptide sequence which engaged the
binding site with sub-micromolar affinity. Aided by computa-
tional modelling, we discovered macrocyclic H3K4me3 peptide
scaffolds with comparable binding affinity and improved
proteolytic stability. The structurally unique, surface-exposed
aromatic ‘groove’ of the PHD3 domain inherently enabled
a macrocyclization strategy which involved sidechain-to-
sidechain linking of Lys4 and Thr6. Notably, the highly
symmetrical tetraalkylammonium moiety of the K4me3 side-
chain was judiciously exploited in the development of macro-
cyclization strategies which avoided synthetic bottlenecks
associated with the introduction of additional stereocenters.
The presence of surface-exposed lysine residues adjacent to the
histone binding site enabled the rational design of covalent
cyclopeptide analogues. Our studies set the first example of
a proximity-reactive cyclic peptide which targets a chromatin
reader domain. These covalent cyclopeptide probes enable
capturing of the PHD3 domain in cell lysates, laying the
groundwork for developing valuable occupancy probes for
future PHD3 ligand discovery programs. Given the paucity of
well-characterized ligands for reader domains of chromatin
methylation, we also anticipate that the compounds described
herein will be instrumental for continued efforts towards tar-
geting this challenging family of epigenetic proteins.

Data availability

Experimenal procedures and characterization data have all
been included into the ESIf file.

Author contributions

MYZ contributed to conceptualization, data curation, formal
analysis, investigation, methodology, and writing - original
draft; HY contributed to investigation, methodology, writing -
original draft; GO contributed to investigation, methodology,
writing - review & editing; MJT contributed to data curation,
formal analysis, investigation, writing - original draft; NP
contributed to investigation and methodology; ALB contributed
to resources and supervision; WFD contributed to methodology,
resources, supervision, writing - review & editing; DGF
contributed to conceptualization, funding acquisition, super-
vision, writing - review & editing.

Conflicts of interest

There are no conflicts to declare.

Acknowledgements

This work is supported by NCI R01CA250459 and Emmerson
Collective grants to D. G. F., NIH grant R35GM122603 to W. F.
D. H. Y. acknowledges the BrightFocus Foundation for post-
doctoral fellowship support. Mass spectrometry was provided
by the Mass Spectrometry Resource at UCSF (A. L. Burlingame,

© 2022 The Author(s). Published by the Royal Society of Chemistry

View Article Online

Chemical Science

Director) supported by the Dr Miriam and Sheldon G. Adelson
Medical Research Foundation (AMRF) and the UCSF Program
for Breakthrough Biomedical Research (PBBR).

Notes and references

1 R. Sanchez and M.-M. Zhou, Trends Biochem. Sci., 2011, 36,
364-372.

2 C. A. Musselman and T. G. Kutateladze, Nucleic Acids Res.,
2011, 39, 9061-9071.

3 L. A. Baker, C. D. Allis and G. G. Wang, Mutat. Res., Fundam.
Mol. Mech. Mutagen., 2008, 647, 3-12.

4 C. A. Musselman and T. G. Kutateladze, Mol. Interventions,
2009, 9, 314-323.

5 A. G. W. Matthews, A. J. Kuo, S. Ramo6n-Maiques, S. Han,
K. S. Champagne, D. Ivanov, M. Gallardo, D. Carney,
P. Cheung, D. N. Ciccone, K. L. Walter, P. J. Utz, Y. Shi,
T. G. Kutateladze, W. Yang, O. Gozani and M. A. Oettinger,
Nature, 2007, 450, 1106-1110.

6 W. Gong, K. Suzuki, M. Russell and K. Riabowol, Int. J.
Biochem. Cell Biol., 2005, 37, 1054-1065.

7 G. G. Wang, J. Song, Z. Wang, H. L. Dormann, F. Casadio,
H. Li, J.-L. Luo, D. ]J. Patel and C. D. Allis, Nature, 2009,
459, 847-851.

8 M. A. Clegg, N. C. O. Tomkinson, R. K. Prinjha and
P. G. Humphreys, ChemMedChem, 2019, 14, 362-385.

9 Q. Wu, D. Heidenreich, S. Zhou, S. Ackloo, A. Kramer,
K. Nakka, E. Lima-Fernandes, G. Deblois, S. Duan,
R. N. Vellanki, F. Li, M. Vedadi, J. Dilworth, M. Lupien,
P. E. Brennan, C. H. Arrowsmith, S. Miiller, O. Fedorov,
P. Filippakopoulos and S. Knapp, Nat. Commun., 2019, 10,
1915.

10 C. H. Arrowsmith and M. Schapira, Nat. Struct. Mol. Biol.,
2019, 26, 863-869.

11 L. L. James, D. Barsyte-Lovejoy, N. Zhong, L. Krichevsky,
V. K. Korboukh, J. M. Herold, C. J. MacNevin, J. L. Norris,
C. A. Sagum, W. Tempel, E. Marcon, H. Guo, C. Gao,
X.-P. Huang, S. Duan, A. Emili, J. F. Greenblatt,
D. B. Kireev, J. Jin, W. P. Janzen, P. ]J. Brown,
M. T. Bedford, C. H. Arrowsmith and S. V Frye, Nat. Chem.
Biol., 2013, 9, 184-191.

12 V. Fagan, C. Johansson, C. Gileadi, O. Monteiro,
J. E. Dunford, R. Nibhani, M. Philpott, J. Malzahn,
G. Wells, R. Faram, A. P. Cribbs, N. Halidi, F. Li, I. Chau,
H. Greschik, S. Velupillai, A. Allali-Hassani, J. Bennett,
T. Christott, C. Giroud, A. M. Lewis, K. V. M. Huber,
N. Athanasou, C. Bountra, M. Jung, R. Schiile, M. Vedadi,
C. Arrowsmith, Y. Xiong, J. Jin, O. Fedorov, G. Farnie,
P. E. Brennan and U. Oppermann, J. Med. Chem., 2019, 62,
9008-9025.

13 D. Dilworth, R. P. Hanley, R. Ferreira de Freitas, A. Allali-
Hassani, M. Zhou, N. Mehta, M. R. Marunde, S. Ackloo,
R. A. Carvalho Machado, A. Khalili Yazdi, D. D. G. Owens,
V. Vu, D. Y. Nie, M. Alqazzaz, E. Marcon, F. Li, I. Chau,
A. Bolotokova, S. Qin, M. Lei, Y. Liu, M. M. Szewczyk,
A. Dong, S. Kazemzadeh, T. Abramyan, I. K. Popova,
N. W. Hall, M. ]J. Meiners, M. A. Cheek, E. Gibson,

Chem. Sci., 2022, 13, 6599-6609 | 6607


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2sc00555g

Open Access Article. Published on 12 maj 2022. Downloaded on 9. 12. 2025 14:07:53.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Chemical Science

D. Kireev, ]J. F. Greenblatt, M.-C. Keogh, J. Min, P. J. Brown,
M. Vedadi, C. H. Arrowsmith, D. Barsyte-Lovejoy,
L. I. James and M. Schapira, Nat. Chem. Biol., 2022, 18, 56-
63.

14 Y. Jiang, G. Chen, X.-M. Li, S. Liu, G. Tian, Y. Li, X. Li, H. Li
and X. D. Li, J. Am. Chem. Soc., 2020, 142, 21450-21459.

15 P. Filippakopoulos and S. Knapp, Nat. Rev. Drug Discovery,
2014, 13, 337-356.

16 T. C. R. Miller, T. J. Rutherford, K. Birchall, J. Chugh,
M. Fiedler and M. Bienz, ACS Chem. Biol., 2014, 9, 2864-
2874.

17 A. Amato, X. Lucas, A. Bortoluzzi, D. Wright and A. Ciulli,
ACS Chem. Biol., 2018, 13, 915-921.

18 I. A. Engelberg, C. A. Foley, L. I. James and S. V. Frye, Curr.
Opin. Chem. Biol., 2021, 63, 132-144.

19 C. Santiago, K. Nguyen and M. Schapira, J. Comput.-Aided
Mol. Des., 2011, 25, 1171-1178.

20 E. K. Wagner, N. Nath, R. Flemming, ]J. B. Feltenberger and
J. M. Denu, Biochemistry, 2012, 51, 8293-8306.

21 B. Bhushan, A. Erdmann, Y. Zhang, R. Belle, C. Johannson,
U. Oppermann, R. J. Hopkinson, C. J. Schofield and
A. Kawamura, Bioorg. Med. Chem., 2018, 26, 2984-2991.

22 J. L. Stuckey, B. M. Dickson, N. Cheng, Y. Liu, J. L. Norris,
S. H. Cholensky, W. Tempel, S. Qin, K. G. Huber,
C. Sagum, K. Black, F. Li, X.-P. Huang, B. L. Roth,
B. M. Baughman, G. Senisterra, S. G. Pattenden,
M. Vedadi, P. J. Brown, M. T. Bedford, J. Min,
C. H. Arrowsmith, L. I. James and S. V. Frye, Nat. Chem.
Biol., 2016, 12, 180-187.

23 K. D. Barnash, K. N. Lamb, ]J. I. Stuckey, J. L. Norris,
S. H. Cholensky, D. B. Kireev, S. V. Frye and L. 1. James,
ACS Chem. Biol., 2016, 11, 2475-2483.

24 C. Simhadri, M. C. Gignac, C. J. Anderson, N. Milosevich,
A. Dheri, N. Prashar, R. T. Flemmer, A. Dey,
T. G. Henderson, S. F. Douglas, J. E. Wulff and F. Hof, ACS
Omega, 2016, 1, 541-551.

25 S. Wang, A. Alpsoy, S. Sood, S. C. Ordonez-Rubiano,
A. Dhiman, Y. Sun, G. Jiao, C. ]J. Krusemark and
E. C. Dykhuizen, ChemBioChem, 2021, 22, 2335-2344.

26 K. M. Kean, S. A. Baril, K. N. Lamb, S. N. Dishman,
J. W. Treacy, K. N. Houk, E. M. Brustad, L. I. James and
M. L. Waters, J. Med. Chem., 2022, 65, 2646-2655.

27 Y. Ishida, J.-H. Park, L. Mao, Y. Yamaguchi and M. Inouye, J.
Biol. Chem., 2013, 288, 7564-7571.

28 C. Bechtler and C. Lamers, RSC Med. Chem., 2021, 12, 1325-
1351.

29 A. Haim, S. Neubacher and T. N. Grossmann, ChemBioChem,
2021, 22, 2672-2679.

30 C.J. White and A. K. Yudin, Nat. Chem., 2011, 3, 509-524.

31 M. Wendt, R. Bellavita, A. Gerber, N. Efrém, T. Ramshorst,
N. M. Pearce, P. R. J. Davey, I Everard,
M. Vazquez-Chantada, E. Chiarparin, P. Grieco, S. Hennig
and T. N. Grossmann, Angew. Chem., Int. Ed., 2021, 60,
13937-13944.

32 X. Li, S. Chen, W.-D. Zhang and H.-G. Hu, Chem. Rev., 2020,
120, 10079-10144.

6608 | Chem. Sci, 2022, 13, 6599-6609

View Article Online

Edge Article

33 F. Sutanto, M. Konstantinidou and A. Domling, RSC Med.
Chem., 2020, 11, 876-884.

34 J. Singh, R. C. Petter, T. A. Baillie and A. Whitty, Nat. Rev.
Drug Discovery, 2011, 10, 307-317.

35 M. Gehringer and S. A. Laufer, J. Med. Chem., 2019, 62, 5673—
5724.

36 T. A. Baillie, Angew. Chem., Int. Ed., 2016, 55, 13408-13421.

37 A.Narayanan and L. H. Jones, Chem. Sci., 2015, 6, 2650-2659.

38 L. H. Jones and J. W. Kelly, RSC Med. Chem., 2020, 11, 10-17.

39 A. Cuesta and J. Taunton, Annu. Rev. Biochem., 2019, 88, 365-
381.

40 P. Martin-Gago and C. A. Olsen, Angew. Chem., Int. Ed., 2019,
58, 957-966.

41 L. H. Jones, ACS Med. Chem. Lett., 2018, 9, 584-586.

42 Q. Zhao, X. Ouyang, X. Wan, K. S. Gajiwala, J. C. Kath,
L. H. Jones, A. L. Burlingame and J. Taunton, J. Am. Chem.
Soc., 2017, 139, 680-685.

43 D. E. Mortenson, G. J. Brighty, L. Plate, G. Bare, W. Chen,
S. Li, H. Wang, B. F. Cravatt, S. Forli, E. T. Powers,
K. B. Sharpless, I. A. Wilson and J. W. Kelly, J. Am. Chem.
Soc., 2018, 140, 200-210.

44 A. Cuesta, X. Wan, A. L. Burlingame and J. Taunton, J. Am.
Chem. Soc., 2020, 142, 3392-3400.

45 L. Gambini, C. Baggio, P. Udompholkul, J. Jossart,
A. F. Salem, J. J. P. Perry and M. Pellecchia, J. Med. Chem.,
2019, 62, 5616-5627.

46 H. Zhou, P. Mukherjee, R. Liu, E. Evrard, D. Wang,
J. M. Humphrey, T. W. Butler, L. R. Hoth, J. B. Sperry,
S. K. Sakata, C. J. Helal and C. W. am Ende, Org. Lett.,
2018, 20, 812-815.

47 W. M. Hewitt, S. S. F. Leung, C. R. Pye, A. R. Ponkey,
M. Bednarek, M. P. Jacobson and R. S. Lokey, J. Am. Chem.
Soc., 2015, 137, 715-721.

48 A. F. B. Rider, F. Reichart, M. Weinmiiller and H. Kessler,
Bioorg. Med. Chem., 2018, 26, 2766-2773.

49 X. Zhang, T. Lei and H. Du, Stem Cell Res. Ther., 2021, 12,
457.

50 Z. Qian, T. Liu, Y.Y. Liu, R. Briesewitz, A. M. Barrios,
S. M. Jhiang and D. Pei, ACS Chem. Biol., 2013, 8, 423-431.

51 L. M. Haugaard-Kedstrom, L. S. Clemmensen, V. Sereikaite,
Z.Jin, E. F. A. Fernandes, B. Wind, F. Abalde-Gil, J. Daberger,
M. Vistrup-Parry, D. Aguilar-Morante, R. Leblanc, A. L. Egea-
Jimenez, M. Albrigtsen, K. E. Jensen, T. M. T. Jensen,
Y. Ivarsson, R. Vincentelli, P. Hamerlik, J. H. Andersen,
P. Zimmermann, W. Lee and K. Stremgaard, J. Med. Chem.,
2021, 64, 1423-1434.

52 P. M. Cromm and C. M. Crews, ACS Cent. Sci., 2017, 3, 830-
838.

53 D.Y. Yoo, A. D. Hauser, S. T. Joy, D. Bar-Sagi and P. S. Arora,
ACS Chem. Biol., 2020, 15, 1604-1612.

54 S. L. Blosser, N. Sawyer, I. Maksimovic, B. Ghosh and
P. S. Arora, ACS Chem. Biol., 2021, 16, 1518-1525.

55 L. Gambini, P. Udompholkul, A. F. Salem, C. Baggio and
M. Pellecchia, ChemMedChem, 2020, 15, 2176-2184.

56 D. R. Owen, C. M. N. Allerton, A. S. Anderson,
L. Aschenbrenner, M. Avery, S. Berritt, B. Boras,
R. D. Cardin, A. Carlo, K. J. Coffman, A. Dantonio, L. Di,

© 2022 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2sc00555g

Open Access Article. Published on 12 maj 2022. Downloaded on 9. 12. 2025 14:07:53.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Edge Article

H. Eng, R. Ferre, K. S. Gajiwala, S. A. Gibson, S. E. Greasley,
B. L. Hurst, E. P. Kadar, A. S. Kalgutkar, J. C. Lee, J. Lee,
W. Liu, S. W. Mason, S. Noell, J. J. Novak, R. S. Obach,
K. Ogilvie, N. C. Patel, M. Pettersson, D. K. Rai,

© 2022 The Author(s). Published by the Royal Society of Chemistry

View Article Online

Chemical Science

M. R. Reese, M. F. Sammons, J. G. Sathish, R. S. P. Singh,
C. M. Steppan, A. E. Stewart, J. B. Tuttle, L. Updyke,
P. R. Verhoest, L. Wei, Q. Yang and Y. Zhu, Science, 2021,
374, 1586-1593.

Chem. Sci., 2022, 13, 6599-6609 | 6609


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2sc00555g

	Covalent labeling of a chromatin reader domain using proximity-reactive cyclic peptidesElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc00555g
	Covalent labeling of a chromatin reader domain using proximity-reactive cyclic peptidesElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc00555g
	Covalent labeling of a chromatin reader domain using proximity-reactive cyclic peptidesElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc00555g
	Covalent labeling of a chromatin reader domain using proximity-reactive cyclic peptidesElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc00555g
	Covalent labeling of a chromatin reader domain using proximity-reactive cyclic peptidesElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc00555g
	Covalent labeling of a chromatin reader domain using proximity-reactive cyclic peptidesElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc00555g
	Covalent labeling of a chromatin reader domain using proximity-reactive cyclic peptidesElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc00555g
	Covalent labeling of a chromatin reader domain using proximity-reactive cyclic peptidesElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc00555g

	Covalent labeling of a chromatin reader domain using proximity-reactive cyclic peptidesElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc00555g
	Covalent labeling of a chromatin reader domain using proximity-reactive cyclic peptidesElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc00555g
	Covalent labeling of a chromatin reader domain using proximity-reactive cyclic peptidesElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc00555g
	Covalent labeling of a chromatin reader domain using proximity-reactive cyclic peptidesElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc00555g
	Covalent labeling of a chromatin reader domain using proximity-reactive cyclic peptidesElectronic supplementary information (ESI) available. See https://doi.org/10.1039/d2sc00555g


