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Abstract

Classical histone deacetylases (HDACs) are enzymes that can hydrolytically cleave acetyl-Lys in
histones and other properties and serve as established drug targets in some forms of cancer. Class

I HDACs 1-3 typically exist in a range of multiprotein complexes inside cells and show distinct
biological functions in modulating gene expression. In recent years it has become possible to
purify and analyze the structure and enzymatic properties of several of these HDAC complexes
including CoREST, MiDAC, NuRD, Sin3, SMRT, MIER, and RERE. Here we summarize what

is experimentally established and or computationally predicted about the structure of these
complexes and also describe their particular catalytic activities and site-specificities with modified
nucleosome substrates.

Reversible Lys acetylation on histones and other proteins has emerged as a major post-
translational modification (PTM) in epigenetics, gene regulation, and control of cell growth
[1,2]. The enzymes that attach the acetyl group to proteins, Lys acetyltransferases (KATS),
include the important small families: p300/CBP, PCAF/GCNS5, and the MYST group [3].
The Lys deacetylases (KDACS) erase the acetyl-Lys PTMs and include 18 known enzymes
in humans [3]. Eleven of these KDACs are Zn-dependent metallohydrolases, and have
been called the histone deacetylases, HDAC1-HDAC11 [3]. These enzymes are sometimes
known as classical HDACs and were molecularly identified in 1996 [4]. The other seven
KDAC:s are known as the sirtuins and include Sirt1-Sirt7 were discovered several years later
[4]. Sirtuins utilize an unusual chemical mechanism in which an NAD co-substrate, often
involved in redox transformations, undergoes an attack by the acetamide carbonyl oxygen
of acetyl-Lys [3]. The net result of the sirtuin reactions is the formation of O-acetyl-ADP-
ribose and the unacetylated Lys residue [3].

Of the 11 classical HDACs, these have been subdivided into several classes [3,5]. The Class
| HDACs are comprised of HDAC1, HDAC2, HDAC3, and HDAC8. HDAC1-HDACS3 are
almost exclusively found in multiprotein complexes and are localized principally to the

cell nucleus [3]. Class Il HDACs are subdivided by apparent catalytic activity. HDAC6
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is a well-established enzyme, and principally cytoplasmic, while the catalytic activities of
HDAC4, HDACS5, HDAC7, and HDACS are uncertain [3]. HDAC4, HDACS5, HDAC7, and
HDACO appear to be lacking key catalytic residues and their in vitro deacetylase activities
are difficult to detect, although they in some cases they can process unnatural highly reactive
trifluoroacetyl-Lys substrates [6]. HDAC10 is annotated as a polyamine deacetylase located
in the cytosol [7] and HDAC11 seems to preferentially be involved in fatty deacylation of
Lys residues [8]. Over the last several years, a number of small molecule metabolites have
been shown to form amide linkages with Lys residues, giving rise to p-hydroxybutyrylation
and lactylation. Removal of these unusual acylations by HDAC enzymes is just beginning to
be characterized [9-11].

HDAC1, HDAC2, and HDACS3 share a number of similarities in structure and function.
HDAC1 and HDAC?2 show approximately 80% sequence identity and are believed to be
interchangeable in a number of macromolecular complexes [3]. HDAC3 is somewhat more
distantly related to HDAC1 and HDAC2 and is found in a distinct multi-protein complex
as discussed below. Isolated HDAC1-3 proteins are considered to be unstable, and appear
unable to deacetylate chromatin unless part of their cognate complexes.

In general, HDAC1-3 complexes contain corepressor proteins that help recruit DNA binding
transcription factors and target them to specific chromatin loci. In some cases, the complexes
can bind chromatin with high affinity in the absence of transcription factors. Several of the
corepressor proteins possess a tandem domain pair known as ELM2-SANT which directly
engages the HDAC catalytic subunit and is critical for complex stability. There are at least
seven distinct core HDAC complexes that have been identified including CoREST, NuRD,
Sin3, MiDAC, RERE, MIER, and SMRT (Figures 1 and 2) and a humber of these will be
discussed in more detail below [12-17].

HDAC enzymes have attracted because HDAC dysregulation has been linked to cancer

and other diseases. There are now six clinically used HDAC inhibitors for the treatment

of malignancies [1]. They are principally used for the treatment of cutaneous T cell
lymphoma. Two well-known subtypes of cutaneous T cell lymphoma are mycosis fungoides
and Sezary syndrome. These diseases involve mutant, neoplastic T cells that appear to attack
the skin, causing a combination of skin rash and skin tumors. Overall, cutaneous T cell
lymphoma is relatively rare with about 1000 cases diagnosed annually in the United States
(https://rarediseases.org/rare-diseases/cutaneous-t-cell-lymphomas/). Beyond cutaneous T
cell lymphoma, HDAC inhibitors have been approved to a limited extent for the related
malignancy peripheral T cell lymphoma as well as refractory multiple myeloma and acute
myeloid leukemia. The clinically employed HDAC inhibitors are primarily hydroxamic
acids, that act through coordination of the active site Zn [1]. The macrocycle peptide based
agent romidepsin lacks a hydroxamic acid but possesses a disulfide that can be reduced in
vivo, liberating an extended alkyl thiol that mimics a Lys and also engages the catalytic Zn

[1].

A number of studies have investigated the substrate specificity of HDAC enzymes, primarily
as isolated enzymes in the absence of their binding partners and with substrates consisting
of acetyl-Lys peptide libraries [94,95]. In this setting, HDAC enzymes appear to show little
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sequence selectivity. HDAC selectivity has also been studied in cellular experiments using
genetic knockouts or different HDAC inhibitors with mass spec based acetylomics as a
readout [18]. Some selectivity has been observed in this setting, although the directness of
deacetylation events in a cell-based assay is uncertain. Recently, HDAC complexes have
been analyzed with nucleosome substrates and revealing some interesting complex-specific
deacetylase site-selectivity [11,19,20]. Below we discuss several HDAC complexes and
summarize some of their structural, enzymatic, and biological properties.

CoREST Complex

The REST Corepressor (COREST) complex is unique among Class | HDAC complexes
because it contains both the deacetylase HDAC1 and the histone demethylase LSD1 (Figure
1). The dual histone erasers are held together by the COREST1 scaffold protein. The
complex fine-tunes gene repression by removing PTMs associated with active transcription
near the promoters and enhancers of genes involved in development. The developmental role
of the complex makes its activity important in various cell types and implicates it in cancer
and many other diseases [21-27].

The CoREST complex gets recruited to specific genomic loci with the help of transcription
factors, such as REST, to remove mono- or di-methylation from histone H3 Lys 4 (H3K4me;
hereon, I-/letter code is used to denote histone residues and 3-letter codes are used to denote
residues on other proteins), and various acylations of the histone H3 and H2B tails. To study
the COREST complex’s physiological functions, targets, and spatiotemporal regulation,
various chemical biology strategies have been employed, including small molecule, peptide,
semi-protein synthesis, protein engineering, and gene editing-based tools (Table 1).

Relative to most of the HDAC complexes, the COREST complex can deacetylate
nucleosome substrates rather swiftly and with little site specificity (V/[E] ~0.03-0.1 min~1
for H3 tail acetylations and ~0.02 min~1 for H2B tail acetylations), except for H3K 14ac
(V/[E] < 0.005 min~1) [11,19,20]. Curiously, H3K14ac is not a disfavored substrate in
assays with isolated histone H3 protein substrates. To understand whether H3K14ac is
unusually inaccessible in nucleosome substrates hydroxamic acid analogues of acetyl-lysine
analogs were incorporated at either H3K9 or H3K14 using sortase-mediated semisynthesis
followed by nucleosome reconstitution. Such hydroxamic acids can tightly coordinate the
active site Zn in HDACSs and in principle provide insight into steric accessibility based

on the position in the tail. However, inhibition assays of COREST activity with these
hydroxamic acid nucleosomes revealed that the hydroxamic acid-14 (Ki ~ 60 nM) and
hydroxamic acid-9 (Ki ~ 40 nM) nucleosomes showed similar potencies [20]. These results
suggest that these two tail positions are similarly accessible to the HDAC1 catalytic site.

It is conceivable that the nucleosome-bound CoREST complex adopts a unique structure
with dynamics less catalytically favorable for H3K14 deacetylation as compared with other
H3 acetylations. Interestingly, mutation of the preceding residue G13 into R (G13R) restores
the CoREST deacetylase activity toward H3K14ac nucleosome substrates (V/[E] ~0.08
min~1 vs. H3K9ac V/[E] ~0.12 min~1) [19]. This activity enhancement by the polar residue
substitution hints at the requirement of exquisitely precise electrostatic potential nearby the
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substrate entrance for rapid deacetylation. It is also interesting that H3K14ac slows down the
demethylase activity of the CoREST complex, making the complex particularly sensitive to
H3K14ac.

While the structure of HDAC1 ‘ready for deacetylation’ in the nucleosome-CoREST
complex has not yet been solved, recent biophysical and structural characterization of
nucleosome-CoREST complexes have been reported [28,38]. These structures reflect that
LSD1 is ‘ready for demethylation’ both with and without HDAC1, hereon termed ternary
and binary CoREST complexes, respectively. These structures highlight the variable modes
by which the COREST complex recognizes nucleosomes, and provide more clues about the
CoREST complex’s unique sensitivity toward H3K14ac.

The nucleosome-bound ternary COREST complex was captured through a covalent linkage
between the flavin of LSD1 and H3 containing a propargylamine mimic of H3K4me [28].
This illustrates how the CoREST complex recognizes the nucleosome for demethylation
while remaining poised for deacetylation. The outer portion of the LSD1 amine oxidase
domain (LSD1a0p), known to serve as a docking platform for long non-coding RNA

[29], makes direct contact with the dyad nucleosomal DNA to optimally orient LSD1a0p
near the histone H3 tail for demethylation. In this structure HDACL sits at the far end of

the tower domain of LSD1, adjacent to the SANT2 domain of CoORESTL. Cross-linking
mass spectrometry (XL-MS) studies show that the SANT2 domain makes close contact
with Lys220 of HDACL, at the second potassium ion binding site of HDAC1. /n silico,

it has been demonstrated that the second potassium ion-bound moiety is allosterically

linked with the catalytic center of HDAC1 (about ~20 A away) [30]. It is plausible that

the ‘ready for deacetylation’ structure of the nucleosome-bound CoREST complex adopts
unique structural dynamics through the HDAC1-SANT2 domain interaction that influence
the orientation of the acetyl-Lys14 residue during binding, due to the absence of a polar
moiety in the sidechain of the preceding residue (K9/18/27 are preceded by R, and K23 by
T). Using Alphafold and Rosetta molecular modeling tools [31-34], we speculate that G13R
substitution can cause subtle orientational changes of Phe205 and Tyr303 in HDACL, critical
residues for substrate entry and HDAC1 activity [35-37].

The key interaction between HDAC1 and the SANT2 domain of CoREST1 also hints

at HDACL1’s potential role as a demethylase activity regulator. In the binary COREST
complex, the SANT2 domain interacts with the nucleosome core to position LSD1a0p in
a catalytically productive conformation [38]. Substantial rate differences in demethylation
of nucleosome substrates (binary COREST complex, V/E > 0.025 min~1; ternary COREST
complex V/E ~0.001 min~1), could indicate that HDAC1 occludes the SANT2 domain-
nucleosome core interaction through direct competition. It should be noted, however, that
the nucleosome substrates rapidly demethylated by the binary COREST complex contain
a thialysine mimic of H3K4me, the lower pKa of which could contribute to more rapid
demethylation as compared with the natural H3K4me used to study ternary CoREST
complex. In addition, different constructs of LSD1 and CoREST were used to biochemically
and biophysically characterize the COREST complexes: N-terminally truncated LSD1
(aal71-852) and CoREST1 (aa286-440) in the binary CoREST complex [38], and N-
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terminally truncated COREST1 (aa86-485) with full-length LSD1 and HDACL in the ternary
complex [28].

Several synthetic compounds including 4SC-202, rodin, and corin have been reported to be
selective for the COREST complex relative to other class | HDAC complexes (Table 1). Of
these, corin is the best characterized and is based on dual targeting of the LSD1 active site
with a cyclopropylamine and the HDAC catalytic site with a benzamide Zn binding group.
Corin shows enhanced residence time with the COREST complex relative to monofunctional
HDAC benzamide inhibitors and displays promise as an antineoplastic agent for melanoma,
diffuse pontine glioma, and colorectal cancer. Corin also appears to enhance tumor immune
surveillance [25,39-41].

MiDAC Complex

The mitotic deacetylase complex (MiDAC) modulates developmental gene expression,
orchestrates chromosome alignment during mitosis, and is critical for embryogenesis,
neural differentiation, and cancer cell survival [16,42]. Pull-down assays have shown

that the MiDAC complex contains three core components: HDAC1, DNA/nucleosome
binding DNTTIP1, and the scaffold protein/HDAC1-modulator MIDEAS (Figure 1).
Recent structural studies have highlighted the interesting architecture of MiDAC, in which
heterotrimers of MIDEAS, HDAC1, and DNTTIP1 form an X-shaped tetrameric complex
through the dimerization domain of DNTTIP1 and the inositol phosphate-bridged SANT
domain of MIDEAS. By anchoring its flexible DNA-binding domain of DNTTIP1 onto
linker DNA, the MiDAC complex can position its four HDAC1 molecules >45 A apart from
each other, ready for deacylation of nucleosomal histone tails nearby.

In vitrobiochemical characterization of the MiDAC complex using designer nucleosome
substrates revealed rapid enzymatic activity [11,19] that may promote precise chromatin
remodeling during a narrow time window of cell cycle progression. The MiDAC complex
displays the most rapid catalytic activity toward nucleosome substrates among the class |
HDAC complexes deacetylating the histone H3 tail (H3K9ac/K14ac/K18ac/K23ac/K27ac)
with V/[E] values 2- to 10-fold greater than other complexes at matched acetylation sites.
The complex displays preferential deacetylation activity toward acetylations nearer the N-
terminus of both H3 (V/[E] ~1.2 min~1 toward H3K9ac vs. V/[E] ~0.048 min~1 toward
H3K23ac) and H2B tails (V/[E] ~ 2.4 min~! toward H2BK11ac vs. V/[E] ~ 0.0022 min~!
toward H2BK20ac). MiDAC further distinguishes itself by its ability to remove lactyl- and
B-hydroxybutryl- modifications of H2BK11 [11,19].

There are a few plausible explanations for MiDAC’s remarkable catalytic activity, relatively
agnostic substrate specificity (H3 vs. and H2B; acetyl vs. lactyl and p-hydroxybutryl), and
distinct site selectivity (N-terminal preference): 1) the flexible DNA/nucleosome-binding
linker of DNTTIP1 provides the MiDAC complex conformational freedom to recognize
histone tails that are positioned close to (H3) and far from (H2B) the dyad, (both tails are
protruding from two DNA gyres); 2) thoroughly solvent-exposed, intact HDAC1 molecules
maximize active site accessibility; 3) overall bulk of the tetrameric complex restrains
HDACSs from easily binding histone tail sequences nearer to the nucleosome core; 4) unique
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MIDEAS SANT-domain-inositol phosphate-HDAC1 interaction is further rigidified by its
dimer that alters structure and dynamics of the catalytic site nearby.

SMRT/NCOR Complex

NuRD

The silencing mediator of retinoic acid and thyroid hormone receptor (SMRT) complex

and its paralog nuclear receptor corepressor (NCOR) complex are the only known class

I HDAC complexes containing HDAC3. SMRT regulates gene expression involved in
development, metabolism, inflammation, and circadian rhythms [43]. The SMRT/NCOR
complex contains four core components: HDAC3, HDAC3-modulating and scaffolding
protein SMRT/NCOR, transcription factor-binding protein GPS2, and oligomerization
mediator TBL1X. Interestingly, TBL1X has been shown to associate with transcription
activators and SCF ubiquitin ligase complex and E2 ubiquitin ligase Ubc5H, hinting at

its role as a coregulator exchange factor to facilitate transcription activation by dissociating/
degrading SMRT-HDAC3 molecules [44].

A high-resolution crystal structure of HDAC3 in complex with the deacetylase activating
domain (DAD) of SMRT served as the first structural representation of a class | HDAC
complex [91]. It provided atomic level detail on how the binding of inositol phosphate and
the HDAC-scaffolding protein mediate activation of the class | HDAC complex through
multiple electrostatic interactions. /n sifico studies have demonstrated that the formation of
the ternary complex (SMRT DAD-HDAC3-inositol phosphate) greatly stabilizes the HDAC3
catalytic site, orienting Y298 residue inward to assist deacetylation [45].

Coupled with its ability to deacetylate nucleosome at a moderate rate, favoring H3K9ac
and H3K27ac over K14, K18 and K23 (V/[E] ~ 0.0171 min for the H3K 14ac/K18ac/K23ac
vs. V/[E] ~ 0.04 min~1 for H3K9ac/K27ac) [19], the SMRT complex’s ability to form a
large complex (1.5 ~ 2 MDa in cell) [44] through the tight interaction between SMRT

and HDACS3 are considered to be essential for SMRT complex-mediated gene repression in
various cell types [46,47].

A multimeric structure reflecting the proposed stoichiometry of four TBL1 to two each of
GPS2-SMRT-HDAC3 was simulated [44] to probe how the SMRT complex might recognize
substrates (Figure 2). In the model, two HDAC3 molecules are tightly packed closely,
bridged by two DAD. This compaction could limit accessibility of the nucleosome substrates
to both HDACS3 active sites, which could explain the moderate /n vitro deacetylation rate.
The enhanced binding energetics of this compact interface could help maintain the integrity
of such a large complex. Recent time-resolved FRET studies illustrate robust stability of the
SMRT complex, and profound changes in conformation and dynamics of the HDAC3 active
site when bound to inositol phosphates [48]. This observation is consistent with the model
in which sandwiched DADs bridging two HDACS3s are further stabilized by the binding of
inositol phosphate molecules.

The nucleosome remodeling and deacetylase complex (NURD) is involved in cell
differentiation, lineage maintenance and the DNA damage response [49]. NURD
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distinguishes itself among HDAC complexes through contribution to some gene activation
events, though this may be primarily a function of its chromatin remodeling module.

The NuRD HDAC module is a dimer of MTA1/2/3 and HDAC1/2, with up to 4 associated
RBBP4/7 histone binding proteins (Figure 1) [50,51]. Asymmetrically bound MBD2/3 spans
the length of the HDAC dimer and binds the largely disordered GATAD2A/B through

a coiled-coil interaction, which links the module to a nucleosome binding CHD3/4/5
chromatin remodeler and CDK2AP1 [52]. Absent CHD, the NuRD HDAC module with
MBD alone, MBD and GATAD2, or with PWWP2A constitute discreet nuclear deacetylase
complexes [53-55]. Through RBBP, the NURD HDAC module interacts with a variety of
primarily DNA-binding nuclear proteins that may recruit it to chromatin (Table 1) [56].

The in vitro deacylase activity of the NURD HDAC module, relative to other HDAC
complexes, is robust for histone proteins, but modest for nucleosomes. The complex
deacetylates most sites on the H3 and H2B tails but shows little selectivity (~2-fold)
between sites [19]. Deacylation of histones in chromatin requires disentangling tails from
the DNA backbone, which could be facilitated by DNA binding domains. Cryo-EM and
XL-MS place the DNA-binding domain of MBD near the HDAC active site, where it

could help feed histone tails to HDAC (Figure 3). This raises the question of whether
isoform-specific differences in the affinity of MBDs for methylated, hydroxymethylated and
unmethylated DNA could regulate HDAC activity [96]. Deacylation of accessible histone
tails may be further regulated by competition with the histone tail binding domains of RBBP
and the BAH domain of MTA. Of these, the BAH domain appears positioned to crowd the
HDAC active site, which could either cooperatively position tails for catalysis, or exclude
them from the HDAC active site [50]. An argument against cooperation can be made by
comparison to RERE, which has a BAH domain also predicted to crowd the HDAC active
site and exhibits slow deacylation of histone proteins and slower deacylation of nucleosomes
(Figure 3).

The Mesoderm induction early response proteins, MIER1/2/3, are HDAC-binding, ELM2-
SANT motif proteins predicted to be largely unstructured [79]. All three are predominantly
nuclear, although MIER2 displays cell type-specific cytoplasmic accumulation (~30%). Of
the three proteins MIER1 is substantially more associated with both HDAC1 and 2 ex vivo
[12].

While no structure of the MIER-HDAC complex has been reported, mutagenic approaches
confirm that the ELM2 motif is anchored by a conserved tryptophan. The complex does

not appear to dimerize by coimmunoprecipitation, likely because the ELM2 domain lacks a
12-residue helix (helix 2) that drives MTA dimerization [50]. Those SANT residues required
for IP4 binding are retained in MIER, however, the complex does not appear to depend on
IP4/6 for histone deacetylation in vitro [12]. We display a structural model in Figure 2.

The MIER complex displays particularly rapid histone deacetylation kinetics /n vitro,
though little activity toward nucleosomes [11]. /n7 vitro evaluation of substrate selectivity
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suggests that H3 is preferred over H2B. Modeling the binary complex suggests a broad
range of conformations within the disordered N- and C-termini of MIER [32,33]. The
disordered termini are reliably predicted to have helical content (E48-E68, P82-S107, Y359-
P376, P455-E473, P489-H501), and a region between the final helices may interact with the
C-terminus of H2B [57]. Nonetheless, a clear mechanism of molecular recognition capable
of explaining the dramatic deacetylation of H3K9ac protein (V/[E] ~ 28 min~1) remains
elusive.

Summary and Outlook

Here we have summarized some of the structural and enzymatic features of a set of class

I HDAC complexes that illustrate how important the particular subunits of each complex
are in conferring their unique substrate efficiencies with chromatin and non-chromatin
acetylated lysines. In the case of MiDAC, the high catalytic efficiencies with H3 and H2B
N-terminal tails in nucleosomes stand out among the HDAC complexes. We propose that
other complexes such as NURD which shows very low rates with nucleosomal substrates
likely depend on transcription factor recruitment to achieve targeted deacetylation. The
data thus far suggests greater site-selectivity for tail deacetylation in chromatin versus free
histone substrates. This emphasizes the more intricate molecular recognition that occurs
when HDAC complexes encounter nucleosomes. Initial strides have been made toward
selective inhibition of individual HDAC complexes with small molecules such as corin

for the COREST complex. We believe that such selective HDAC complex targeting offers
promise for novel epigenetic therapies. Key challenges that remain in our understanding of
HDAC complexes include elucidating the structural basis for site-specificity in chromatin,
how these complexes are turned on and off in a cellular context, and what their functions
are in physiological and disease processes. We believe that new chemical approaches will
help tackle these challenges and pave the way to a richer portrait of HDAC complex roles in
biology.
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Figure 1. Reported structures of class| HDAC complexes.
(A) LSD1-CoREST1-HDAC (gold-green-yellow) complex with IP6 (red/orange/dark grey/

white), potassium (purple) and zinc (blue). Alphafold-generated HDAC1-RCOR1eim2sant
and LSD1-RCOR2jinker-sant2 Structures were fitted into the EM density map (EMD-10629)
and were further refined with Rosetta Relax. (B) MiDEAS-DNTTIP1-HDAC (green-pink-
grey) complex with IP6 (red/orange/dark grey/white), potassium (purple) and zinc (blue).
(C) NuRD deacetylase module with two each of MTAL (green), HDAC1 (grey), and RBBP4
(indigo), as well as one MBD2 (gold), and IP6 (red/orange/dark grey/white), potassium
(purple) and zinc (blue) (PDBID: 7A0A). (D) SIN3-HDAC1-SAP30L (gold-grey-green/
purple) complex with IP6 (red/orange/dark grey/white), potassium (purple) and zinc (blue)
(derived from PDBDEV_00000043).
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Figure 2. Simulated class| HDAC complexes.
(A) Two NCOR1-GPS2 (green) fusion complexed with two HDAC3 (grey), four equivalents

of TBL1(pink) tetramerization domain, IP6 (red/orange/dark grey/white), potassium (purple)
and zinc (blue). (B) MIER-HDAC1 (green-grey) complex with IP6 (red/orange/dark grey/
white), potassium (purple) and zinc (blue). (C) RERE-HDACL1 (green-grey) complex with
IP6 (red/orange/dark grey/white), potassium (purple) and zinc (blue). (A-C) Complexes
simulated with AlphaFold multimer; pLDDT quintiles depicted by green gradient with
darker color corresponding to higher pLDDT. Top-scoring models were selected and
potassium, zinc, and inositol hexaphosphate were added based on an existing model
(PDBID: 5ICN), then subjected to Rosetta relax for further refinement. Lowest energy
structures were selected for depiction. All structures rendered with ChimeraX.
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Figure 3. Substrate recognition mechanisms of HDAC complexes.

(A) RERE-HDAC1 (green-grey) complex with 1P6 (red/orange/dark grey/white), potassium

(purple) and zinc (blue). Inset: the methyllysine-binding aromatic cage (lime) of the

BAH domain is depicted in complex with a theoretical methyllysine/acetyllysine substrate.

Complex simulated with AlphaFold multimer (v 2.1.1); pLDDT quintiles depicted by

green gradient with darker color corresponding to higher pLDDT. Top-scoring models

were selected and potassium, zinc, and inositol hexaphosphate were added based on an

existing model (PDBID: 5ICN), then subjected to Rosetta relax for further refinement.

The lowest energy structure was selected for depiction. (B) Partial NURD deacetylase

module shown here with 1 each of MTA1-HDAC1-MBD2-RBBP4 (green-grey-gold-indigo;
PDBID: 7A0A) complex with IP6 (red/orange/dark grey/white), potassium (purple) and
zinc (blue), aligned MBD2-DNA complex (turquoise; PDBID: 7TMWM). Inset: nucleic acid
binding by the MBD domain could serve to position the HDAC active site near histone

tails or other chromatin-bound proteins. (C-D) Histone H3 tail (gold and blue) docking to
RCOR1¢m2sant-HDAC1 (green-grey) complex illustrating conformational states dependent

on the amino acid preceding the substrate lysine. Histone H3 peptide (S10-K18) was

re-constructed from the existing peptide inhibitor-bound HDACL crystal structure (PDB
5ICN) using ChimeraX and Rosetta. Then, the reconstructed peptide was docked into the
RCOR1¢ima2sant-HDAC1 complex structure generated by Alphafold multimer using Rosetta

Flexpepdock [34]. Top 10 structures were superimposed for visual inspection (C). The

lowest energy complex structure was further refined using Rosetta relax [31]. Sidechains

Curr Opin Chem Biol. Author manuscript; available in PMC 2024 January 12.
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of Phe205 and Tyr303 in the active site from all 50 relaxed structures were superimposed
(D) to inspect conformational heterogeneity caused by G13R. (C) H3 tail sequences with
either G13 preceding K14ac (blue) or R13 preceding K14ac (yellow) are shown. The
conformational space surveyed by the arginine side chain contributes to a difference in

the conformation of both HDAC and the C-terminal portion of the docked peptide. (D)
Differences in active site residue positions and conformational heterogeneity dependent on
the amino acid preceding the substrate lysine. Substitution of H3G13 for R results in a shift
in the F205, a gatekeeper of the HDAC active site, and a change in dynamics of Y303, a
hydrogen bond donor in catalysis. (A-D) All structures rendered with ChimeraX.
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