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Cancer is one of the primary causes of mortality worldwide.
Despite nowadays are numerous therapeutic treatments to
fight tumor progression, it is still challenging to completely
overcome it. It is known that Histone Deacetylases (HDACs),
epigenetic enzymes that remove acetyl groups from lysines on
histone’s tails, are overexpressed in various types of cancer, and
their inhibition represents a valid therapeutic strategy. To date,
some HDAC inhibitors have achieved FDA approval. Never-
theless, several other potential drug candidates have been
developed. This review aims primarily to be comprehensive of

the studies done so far regarding HDAC inhibitors bearing
heterocyclic rings since their therapeutic potential is well
known and has gained increasing interest in recent years.
Hence, inserting heterocyclic moieties in the HDAC-inhibiting
scaffold can be a valuable strategy to provide potent and/or
selective compounds. Here, in addition to summarizing the
properties of novel heterocyclic HDAC inhibiting compounds,
we also provide ideas for developing new, more potent, and
selective compounds for treating cancer.

1. Introduction

The Post-translational modifications (PTMs) have now become
increasingly important due to their dynamic role in defining an
opened (euchromatin) or closed (heterochromatin) state of the
chromatin,[1] thereby regulating its structure and functions.[2]

These modifications can occur on histone or non-histone
proteins, and among them, acetylation, and therefore deacety-
lation, are the most common and studied ones, playing a
pivotal role in gene expression and regulation.[3] Consequently,
the acetylation status of histones is of pivotal importance in
investigating the potential role of (de)acetylating enzymes on
the onset of various pathologies.

HDACs are a class of enzymes that catalyze the removal of
the acetyl group from lysine residues in the histone tails,
leading to chromatin remodeling.[3] In particular, the removal of
the acetyl group causes chromatin condensation due to the
interaction between the positive charge of the Nitrogen of the
deacetylated histone amine and the negatively charged DNA
strand.[4] This interaction hampers the access to transcription
factors and ultimately leads to transcription repression. There-
fore, HDACs are important enzymes that regulate gene
expression.[5] Among HDAC substrates, there are not only
lysines on histone tails but also non-histone proteins, such as
transcription factors, cytoskeletal proteins, molecular chaper-
ones, and nuclear import factors, covering a broad range of
biological processes.[6]

HDAC family can be divided into four different classes: class
I (HDAC 1, 2, 3, 8), class IIa (HDAC 4, 5, 7, 9) and IIb (HDAC 6,
10), class III and class IV (HDAC 11). The deacetylase members
of class III are the non-canonical HDACs called Sirtuins, which
consist of 7 isoforms and catalyze the deacetylation reaction in

a different way. Indeed, the canonical HDACs operate with a
Zn2+-dependent mechanism to remove acetyl groups;[7] contra-
riwise, the Sirtuin family requires NAD+ as a cofactor for their
activity.[8]

HDACs are key enzymatic components of the transcription-
silencing machinery, and their activity is crucial for cell
proliferation, differentiation, and homeostasis.[3] For this reason,
their dysregulation can lead to the insurgence of various
diseases, including cancer, where HDACs altered expression is
implicated in promoting migration, angiogenesis, proliferation,
and resistance to chemotherapy, as well as preventing differ-
entiation and apoptosis.[5b,9] It was also shown that HDACs play
diverse roles in plenty of diseases, such as neurodegenerative
diseases,[10] cardiovascular diseases,[11] inflammation, and innate
immune response,[12] where the balance between these
enzymes and their acetylating counterpart (histone acetylases,
HATs) is impaired.[13] Therefore, HDACs currently represent
potential therapeutics to be targeted in order to ameliorate
patients’ outcome.

Over the years, increasing interest has been shown towards
the discovery of HDAC inhibitors,[14] and to date, several of
them have entered clinical trials, and five compounds have
been approved by the FDA. All inhibitors share the same
pharmacophore structure, validated through the years via
crystal structure analysis[15] and accepted as the lead to be
followed to inhibit HDACs. The pharmacophore model is shown
in Figure 1 and comprises a Zn2+ binding group (ZBG), which
inserts in the catalytic cleft of the enzyme exerting its
mechanism of action, a hydrophobic linker that places in the
hydrophobic tunnel connecting the active site to the external
part, a connecting unit (CU) that typically is represented by a
carbonyl group or by a heterocyclic ring, and an aromatic or
heteroaromatic cap group, the so-called surface recognition
domain, which can either interact with the external part of the
enzyme or be exposed to the solvent.[16][a] A. Raucci,+ C. Castiello, A. Mai, C. Zwergel, S. Valente
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HDAC inhibitors can be classified according to their zinc-
binding group into hydroxamic acids, 2-aminoanilides, aliphatic
acids, electrophilic ketones, and more. The first two classes are
the most common in both clinical and preclinical studies and
show a high affinity for the zinc ion, thereby resulting in higher
potency.[17] Nonetheless, they are non-selective over the differ-
ent HDAC’s isoforms as they share the catalytic site’s sequence
and structure. Hence, numerous efforts were made in order to
investigate whether changes in the cap or in the linker could
provide a better selectivity, as there are structural differences in
the loop regions of the linker and in the external area around
the entrance of the active site.[16a,18] Moreover, several inves-
tigations were made on the ZBG through computational studies
in order to gain insights into the active site and develop non-
hydroxamate zinc-binding groups bearing compounds with
improved isoform selectivity while still maintaining their bind-
ing affinity.[16b,19]

In this review, we summarize some of the structural changes
described in the scientific literature applied to the HDAC
inhibiting moiety. In more detail, we analyzed numerous
inhibitors bearing heteroaromatic rings occurring both in the
cap and in the linker region, possessing one of the most
promising ZBGs, either a hydroxamate or an anilide.

2. HDAC Inhibitors in Clinical Trials

To date, five HDAC inhibitors have been approved by the FDA
for different therapies: Vorinostat (1), Romidepsin (2), Panobino-
stat (3), Belinostat (4), and the last approved Givinostat (5).
Tucidinostat (6) has been approved by the China Food and
Drug Administration (CFDA) and the Japanese Pharmaceuticals
and Medical Devices Agency (PMDA) (Figure 2).

Vorinostat (1) (Zolinza®), also known as SAHA, was the first
HDAC inhibitor with hydroxamate-based ZBG approved by the
FDA in 2006 for the treatment of patients with cutaneous T-cell
lymphoma (CTCL) that were refractory or intolerant to other
treatments.[20] Vorinostat is a pan-HDAC inhibitor that inhibits
all Zn2+-dependent HDACs with nanomolar activity, impairing
tumor cell growth in a wide range of tumor cells and inducing
cellular differentiation;[21] this non-selectivity is probably due to
its very simple structure with a linear aliphatic linker and an
aromatic ring cap (Figure 3). Moreover, it belongs to class IV of
the Biopharmaceutical Classification System, being low water
soluble and low cell-permeable, and it is highly metabolized by
glucuronidation and oxidative cleavage, thereby having a low
oral bioavailability. For this reason, in the beginning, it was
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administered intravenously, while later on, an oral formulation
was developed that is currently used.[14,22]

Subsequent to Vorinostat, various hydroxamate-based
HDAC inhibitors have been developed and are promising
candidates to enter clinical trials, following the aliphatic and
non-rigid linker lead. Among them, there are inhibitors bearing
heterocyclic moieties in the cap region, as shown in Figure 4.

Ricolinostat (7), investigated for its activity in multiple
myeloma (MM), where it ameliorated the patients’ survival,
deferring the progress of the disease, has a bulky cap moiety
containing a diphenylamine pyrimidine connected to the
aliphatic linker with an amide group.[23] Citarinostat (8), in phase
1b clinical trial for the treatment of MM, bears the same
structure as Ricolinostat with the addition of a chlorine atom,
which enhances the solubility and the bioavailability of the

compound.[24] The pharmacophoric moiety of Vorinostat (1)was
also crucial in the development of dual targeting molecular
hybrids.[25] CUDC-101 (9) is an HDAC/EGFR-HER2 dual-targeting
hybrid containing a 3-ethynylphenylamino-7-methoxyquinazo-
line structure resembling the scaffold of the drug Erlotinib.[26]

Tinostamustine (10) is another example of a Vorinostat-based
dual inhibitor, representing the combination of Vorinostat and
the well-known alkylating agent Bendamustine,[27] approved for
the treatment of leukemia and non-Hodgings lymphomas. It
has the classical alkylating agent moiety with the bischloroethyl
amine, connected to the methylene chain with a methyl
benzimidazole. All these molecules represent a good example
of how using heterocyclic and more constrained moieties can
be a potential approach for designing novel, efficient molecules
for treating cancer.

Romidepsin (2) (Istodax®), a natural cyclic depsipeptide,
was the second HDAC inhibitor approved by the FDA for the
treatment of CTCL and peripheral T-cell lymphoma (PTCL). It is
specific for the nuclear HDAC1-3 at nanomolar levels, and it is
activated in vivo by the reduction of the dithiol to its active
form.[28]

In 2015, the FDA approved Panobinostat (3) (Farydak®), an
orally active pan-HDAC inhibitor for the treatment of Relapsed
and Refractory Multiple Myeloma (RRMM).[29] Panobinostat is
the only HDAC inhibitor approved for RRMM so far, and it is
used in combination with other agents in multiple clinical
studies.[20] It is a cinnamic hydroxamate-based inhibitor bearing
a 2-methyl-3-ethylamine indole in the cap region, demonstrated
to be a very efficient compound in several cancer cell lines.[30]

The structurally related Belinostat (4) (Beleodaq®) was ap-
proved for the treatment of PTCL.[31] Other cinnamyl hydrox-
amate derivatives structurally similar to Panobinostat are in
clinical trials (Figure 5): Resminostat (11),[32] a low micromolar
class I, IIb, and IV selective inhibitor, has been used in clinical

Figure 2. The five approved HDAC inhibitors and Tucidinostat. The different colors refer to the pharmacophore model shown above in Figure 1: cap is blue,
CU is red, linker is pink, and ZBG is green.

Figure 3. Representation of Vorinostat binding mode in HDACs active site.
The hydroxamate group coordinates the Zn2+ ion (green) at the end of the
cavity.[16c] Carbon atoms are colored in grey, oxygen in red, and nitrogen in
blue.
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trials for hepatocellular carcinoma and Hodgkin’s lymphoma;[33]

Pracinostat also known as SB939 (12), used for patients with
solid tumors and hematologic malignancies[34] has favorable
pharmacokinetic properties and leads to a strong hyperacetyla-
tion induction in tumor models, as a result of its notable HDAC
inhibitory effect.[34a] Dacinostat (13) is a submicromolar pan
HDAC inhibitor against multiple myeloma.[35] In 11 and 12, the
polymethylene spacer of Vorinostat is replaced with a cinna-
moyl group in the linker region, and the cap bears bulkier
moieties.

After Vorinostat, which has a rather simple structure, more
hydroxamate-based inhibitors, now clinical candidates contain-
ing more complicated and rigid heterocyclic moieties, were
developed to explore the binding pockets of the various HDAC
isoforms with the goal of gaining more selectivity. Some of
these compounds are shown in Figure 6.

Of note, Givinostat (5) (Duvyzat®) was recently approved by
the FDA, unlike the other approved HDACi for the non-
cancerous disease Duchenne muscular dystrophy (DMD).[37] 5 is
a pan HDACi that bears a hydroxamate as a ZGB linked by a
carbamate moiety to a diethylamino naphthyl ring. The drug

led to decreased inflammatory infiltration and reduced fibrotic
scars in a mouse model of Duchenne muscular dystrophy.[38]

Considering the good results of a phase 2 trial, givinostat
increased the fraction of muscle tissue and reduced the portion
of fibrosis and necrosis.[39] The drug was approved by the FDA
after a phase III trial in 179 DMD patients, during which a
marked deceleration of the spread of the disease was observed.

Tucidinostat (6) (Epidaza®), approved by the CFDA and the
Japanese PDMA for the treatment of PTCL,[40] is an orally
bioavailable drug containing a pyridine acrilamide moiety in
the cap region while presenting an aminobenzamide group as
Zn2+-coordinator. It has a submicromolar inhibiting activity,
weaker in comparison with the hydroxamate binding group,
probably due to a tighter and slower binding of the amino-
benzamide group within the HDAC’s active pocket respect to
the fast interaction displayed by the hydroxamate group.[41]

Indeed, the ortho-aminoanilides show a slow-on/slow-off kinetic
with a tight-binding mechanism. This class of HDAC inhibitors is
selective for the isoforms 1–3 while being poorly active against
HDAC6 and !8.[22] Entinostat (MS-275) (Figure 7, 20) was the
first molecule of this class to reach clinical trials. It is a class I-

Figure 4. Vorinostat-based HDAC inhibitors with heterocyclic cap.

Figure 5. Cinnamic hydroxamate-based HDAC inhibitors in clinical trials.
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selective inhibitor with an inhibitory activity in the low micro-
molar (IC50=2 μM) range in clinical studies for patients with
advanced and refractory solid tumors or lymphoma.[42] It has
been demonstrated to hamper tumor cell proliferation in
different xenograft models; nevertheless, it has a low therapeu-
tic index, probably due to off-target effects or poor pharmaco-
kinetic properties.[22,42] This class also includes Mocetinostat
(21)[43] and Domatinostat (22),[44] both showing good antiproli-
ferative activities in a wide range of tumors.[14]

3. HDAC inhibitors with Heterocyclic Scaffold

Nowadays, heterocyclic compounds have gained increasing
interest in medicinal chemistry for their therapeutic potential.
Indeed, various heterocyclic moieties are included in well-
known drugs, such as antimicrobial or antitumor agents.
Moreover, the presence of a heteroatom in the scaffold can
influence the pharmacodynamic and pharmacokinetic proper-
ties of the drug, giving more opportunities to medicinal
chemists to investigate the interaction and, therefore, the
specificity of the molecule. Substituting carbon rings with
bioisosteric heterocyclic ones can lead to more active and less
toxic molecules, amplifying the possibilities for finding new

Figure 6. Clinical candidates HDAC inhibitors: 14 and 15 with a phenylhydroxamic acid; 16, 17, 18, and 19 containing a pyrimidinyl hydroxamic acid.[14,36]

Figure 7. 2-aminoanilides HDAC inhibitors in clinical studies.
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therapeutic agents with increased bioavailability and reduced
side effects.[45]

To date, many HDAC inhibitors with heterocyclic moieties
have been synthesized in order to explore the enzyme’s regions
and gain more selectivity and potency. Here, we focus on the
changes in the cap and linker regions, differentiating the newly
developed molecules by their ZBG.

3.1. Hydroxamic Acid–based HDAC Inhibitors

The hydroxamic acid is the most common ZBG used in HDAC
inhibitors. It has a strong binding affinity for the zinc ion,
resulting in a potent inhibitory activity with IC50 values in the
low nanomolar range.[20,46] HDAC inhibitors bearing this ZBG can
strongly chelate the metal in the catalytic cleft, forming a
pentacoordinate stable adduct that hampers the deacetylating
activity of the enzyme. The crystallographic analysis showed
that the usual coordination for HDAC inhibitors occurs in a
bidentate manner,[15,47] with the zinc ion forming metal bonds
with the carbonyl group (C=O) and the oxyanion (N!O!) of the
hydroxamate. However, a monodentate coordination was also
observed for inhibitors bearing phenyl linker units,[48] where
only the N!O! group coordinates the zinc ion, which in turn
forms a hydrogen bond with a catalytic molecule of water
(Figure 8).

This monodentate coordination may result from the steric
hindrance of phenyl hydroxamate inhibitors with bulky caps or
linkers, which cannot go deep inside the catalytic cleft. None-
theless, this does not influence the inhibitory affinity of the
inhibitor to the enzyme but may be selective for HDAC6
isoform, as stated by Porter et al..[48b] Despite its strong
inhibitory potency, the hydroxamic acid has some negative
aspects that prompt medicinal chemists to investigate other
safer and more selective ZBGs, as reported later in this review.
Indeed, it can lead to undesirable effects, such as binding to
other enzymes that depend on the zinc ion for their catalytic
activity (e.g., metalloproteinases, carbonic anhydrase, etc.)[50],
therefore being poorly selective, or its extensive metabolism
into glucuronate products, may result in scarce pharmacokinetic
properties and in vivo efficacy.[51]

For these reasons, linker and cap region changes are
necessary to improve hydroxamic acids’ safety and selectivity.
Recently, QSAR-based studies revealed the importance of
hydrophobic and bulky groups for HDAC inhibitory activity.[51–52]

In this paragraph, we summarize the latest developments in the
search for better HDAC inhibitors bearing a hydroxamate
binding group and investigate the potential of these com-
pounds bearing a heterocycle in the linker or cap region.

Several research groups investigated the role of quinazoline
moieties in the cap region to improve the binding affinity with
the amino acids in the outside area of the enzyme. Quinazolines
have been studied for years for their therapeutic potential by
medicinal chemists,[53] as they possess a plethora of pharmaco-
logical applications such as antimicrobial, anti-fungal, anti-
malarial, anti-inflammatory, anti-diabetic, or anti-cancer ones.[54]

Zhang and coworkers[55] synthesized a series of novel com-
pounds starting from the Vorinostat structure via the replace-
ment of the benzamide cap with a differently substituted 4-
aminoquinazolinyl moiety exploring the SAR and the inhibitory
activity of these compounds (Table 1). They also changed the
length of the linker at five methylene units, but there was no
significant difference in the activity, as also reported by other
research groups.[56] Hence, here we only discuss the 6-
methylene units linker compounds. As shown in Table 1,
electron-donating groups such as methyl (23a) or amino (23b)
result in a decreased inhibitory activity (IC50=20 nM and 22 nM,
respectively) in comparison with electron-withdrawing halogen
groups (compound 23c, IC50=8 nM, and compound 23d, IC50=

3 nM). Moreover, the 6-position substituent provides the most
potent inhibitory activity related to substituents in position 7
(compounds 23e and 23f).[55]

The most potent compound, 23d, was selected for docking
studies in order to elucidate the favorable interactions of the
quinazoline moiety with the external aminoacidic residues
surrounding the enzyme active pocket. Indeed, adding this
heterocycle might influence the binding affinity through its
various Wan der Waals interactions. Moreover, compound 23d
was selective for HDAC1 and !6 over HDAC8 (IC50 against
HDAC8 1.97 μM), displaying good pharmacokinetic properties
and a tumor growth inhibition capacity in vivo.[55] Following this
lead, Hieu and colleagues,[57] synthesized N-hydroxybenzamide
compounds incorporating a variously substituted quinazoline

Figure 8. Representation of the (A) bidentate and (B) monodentate HDAC inhibitors zinc coordination. In green the ZBG, in pink the linker region, hydrogen
bonds in dashed lines, and metal coordination in solid lines.[48b,49]
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moiety. Among them, of note is compound 24d (Table 2),
bearing a chloro substituent at the sixth position of quinazoline,
with low micromolar IC50 values (0.12 μM), assessed using HeLa
cell nuclear extract assay, confirming the results by Zhang et al.
about the favorable Cl-substituent in the 6-position.

From the IC50 values shown in Table 2, the compounds are
more potent than the positive control Vorinostat. The inhibitory
activity correlated well with the cytotoxicity against three
cancer cell lines (SW620, PC3, and NCI!H23) except for
compound 24b bearing a 6,7-dimethoxy substituent, probably
due to its poor solubility. Furthermore, 24d was docked in the
active site of HDAC2 to gain insights about its binding mode. It
chelates the zinc ion in a bidentate fashion with a strong
binding affinity, as its benzene ring in the linker can have a π-π
stacking interaction with Phe155 or Phe210 residues.[57a] There-
fore, adding a phenyl linker can improve the binding affinity
and, consequently, the inhibitory activity of the compounds.
The quinoxalinones class represents an important heterocycle
in the chemical and pharmaceutical field due to its broad
spectrum of biological properties such as anti-viral,[58] anti-
diabetic,[59] anti-bacterial,[60] anti-fungal,[61] anti-malarial, and
anti-tumor ones.[62] Considering this, Hieu et al.[63] investigated
the role of quinazolinones in the cap region by synthesizing
compounds bearing the quinazolin-4(3H)-one heterocycle with
a 6- or 7-carbon methylene spacer (25a–f, 26a–e; Table 3).

As shown in Table 3, compounds 25a–f have a lower IC50

average than compounds 26a–e, confirming that the favorable
length of the linker is with six methylene units, except for
compound 26e, with an IC50=0.09 μM, being the most potent.
The different substitutions do not particularly influence the
inhibitory potency of the compounds; however, some substitu-
ents seem to be preferred, such as the chlorine in the 6-position
(25c, IC50=0.22 μM and 26c, IC50=0.29 μM) or the methoxy

group in the 7-position (25e, IC50=0.28 μM and 26c, IC50=

0.09 μM). Moreover, adding a further methyl group in the 2-
position of compound 25a (IC50=0.56 μM) resulted in com-
pound 25f with a better inhibitory activity (IC50=0.16 μM). The
most potent compounds were also docked in the active site of
HDAC1, and various Van der Waals interactions and hydrogen
bonds were outlined, deducing that the quinazolin-4(3H)-one
moiety in the cap region can be a valuable alternative for novel
HDAC inhibitors. According to this statement, the same research
team[57a] explored the linker region maintaining the same
quinazolin-4(3H)-one moiety in the cap and synthesized novel
N-hydroxybenzamides and N-hydroxypropenamides derivatives
(Table 4).

From the IC50 values, we can obtain some important
information regarding the SARs. First, the 6- or 7-position and
the nature of the substituent influence the HDAC inhibitory
potency. For example, the methyl group is preferred in the 6-
position rather than in the seventh in both series of compounds
(27a and 28a being more potent than compounds 27d and
28b), except from the quinazolin-4(3H)-one bearing a 2-methyl
substituent, in which the effect is inverted (27f more potent
than 27g). On the contrary, the fluoro substituent leads to
better IC50 when in the 7-position (27e, IC50=0.86 μM, against
27b with IC50=1.50 μM). Of the N-hydroxybenzamides, 27h,
bearing a 6,7-dimethoxy substitution, resulted in the best
inhibitory activity (IC50 value of 0.37 μM). However, the most
active compounds were in the series of N-hydroxypropena-
mides 28a–c, with 28a being the most potent (IC50=0.09 μM).
Every compound was also tested against three different cancer
cell lines (SW620, PC3, and NCI-H23) to evaluate their cytotox-

Table 1. Structures and inhibition data of the quinazoline-containing
hydroxamate derivatives.[55]

Inhibition activity
IC50 (μM)

Compound R HDAC (HeLa extract)

23a 0.020

23b 0.022

23c 0.008

23d 0.003

23e 0.020

23f 0.024

Table 2. Structures and inhibition data of novel N-hydroxybenzamide with
quinazoline cap (24a–d).[57a]

Inhibition activity
IC50 (μM)

Compound R HDAC
(HeLa extract)

24a 0.020

24b 0.022

24c 0.008

24d 0.003

Vorinostat 0.020
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icity, and it was found that their inhibitory potency translated
well into cytotoxicity. Additionally, the binding mode of the
most promising compounds was assessed. The differences
among the series of compounds were due to their different
linker. Indeed, while the N-hydroxybenzamides form the
classical interactions as previously seen with the other synthe-
sized compounds[57b,63] with hydrogen bonds in the outside area
of the enzyme and the π-π stacking interaction with Phe155 or
Phe210, the N-hydroxypropenamides form additional hydrogen

bonds and π-π stacking with both the Phenylalanine residues,
conferring increased inhibitory potency.[57a]

Chen et al.[64] also explored the cap region and performed
various docking analyses that resulted in the synthesis and
biological evaluation of a series of compounds bearing the
quinazoline moiety, which was shown to be the most prone to
occupying and suiting the cap area. The most potent com-
pound (29, Figure 9) has a 3-carbon spacer unit, which was
shown to be the optimal length for the inhibitory activity and a
methoxyl group in the 4-position of the aromatic ring. This
combination of substituents resulted in the best inhibition over
HDAC6 (IC50=0.017 μM), being selective over the other
isoforms.[64]

Prompted by these results, the same research team[65]

investigated the SAR of compound 29 in order to identify a
potent dual inhibitor of HDAC1 and HDAC6 and synthesized a
series of compounds (30a–g) depicted in Table 5.

As the lead compound 29 had an antiproliferative activity
against HCT116 cells, the inhibitory potency of the newly
synthesized compounds was assessed with MTT tests in the
same cell line. First of all, Chen and colleagues explored the
substituent R1, which was a methyl group in the lead
compound. They replaced it with larger linear or branched
substituents (compounds 30a and 30b), which resulted in less
potency than the lead compound 29. Therefore, maintaining
the methyl group at the R1 position, they explored the
substitutions in the aromatic ring, with the linker either in the
para (R2) or in the meta (R3) position of the aromatic ring.
Compound 30c, with the inverted substitutions respect com-
pound 29, exhibited a loss of potency compared to 29.
Moreover, compounds 30d and its para-counterpart 30e,
bearing the amide hydrocarbon chain as R2 or R3 substituent
respectively, exhibited less potency than 29, leading to the
conclusion that, even if the amide chain is preferred in the R3

position (30d more potent than 30e) and to the ether group
(30d more potent than 30c), the methoxy group at R2 is still
needed. Accordingly, compounds 30f and 30g, with the
methoxyl substituent at R2 and the amide chain at R3, exhibited
better antiproliferative activity than the other compounds, with
30f being the most potent, as a spacer with 3-carbon length, it
is more favorable than a longer chain. In addition, compounds
30f and 30g were assessed for their activity over HDAC
isoforms, and both were selective over isoform 1 (IC50=

0.031 μM and 0.037 μM, respectively) and 6 (IC50=0.016 μM and
0.035 μM respectively), being promising dual inhibitors.[65]

Several dual HDAC inhibitors containing the quinazoline moiety
were developed and are very well summarized in two recent
reviews,[66] highlighting the importance of hybrid molecules

Table 3. Inhibition data of novel quinazolin-4(3H)-one derivatives (25a–f;
26a–e).[63]

Inhibition activity IC50 (μM)

Compound R HDAC
(HeLa extract)

25a 0.56

25b 0.55

25c 0.22

25d 0.30

25e 0.28

25f 0.16

26a 0.91

26b 0.78

26c 0.29

26d 0.50

26e 0.09

26c 0.29

Figure 9. The most potent compound synthesized by Chen et al.[64]
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that can exert multiple anticancer properties without resulting
in drug resistance.[66b]

In the search for novel HDAC inhibitors with different cap
groups, Balasubramanian and coworkers[67] explored various
amide substituents on the quinolone scaffold, maintaining the
linear linker with five methylene spacers (Table 6). The
quinolone moiety has been extensively studied for its therapeu-
tic potential as an antibiotic, and recently, a quinolone
derivative named Voreloxin has entered a phase II clinical trial
for cancer treatment.[68] Therefore, it is worth investigating this
moiety for further developing new HDAC inhibitors. Moreover,
this lipophilic portion can occupy and make interactions in the
cap region, leading to more potent inhibitory activity. Con-
sequently, Balasubramanian et al. developed a set of com-
pounds varying the amide substituent in the 3-position of the

quinolone ring (R) and, in a second round, adding a methoxyl
group in the 6-position (R1).[67]

As shown in Table 6, the IC50 values are very diverse and
give us some insights into the SAR of this cap group. With a
phenyl or a para-methoxyphenyl as substituents, the IC50 values
do not differ from each other, but with the addition of a further
methylene, which results in a benzyl group, the inhibitory
potency is strongly decreased (compounds 31a and 31b in
comparison with 31c and 31d, respectively). Moreover, the
presence of a thiazole ring seemed to recover the inhibitory
activity (31e, IC50=42 nM), which was further improved with
the addition of a methyl group on the thiazole ring, with IC50

value in the low nanomolar (31f, IC50=0.1 nM). In addition,
compound 31h, bearing a 1-methyl-3-phenyl-pyrazolyl sub-
stituent, showed comparable inhibitory results (IC50=95 nM).
All the compounds were also tested for their antiproliferative

Table 4. Structure and inhibition data of N-hydroxybenzamides and N-hydroxypropenamides derivatives (27a–h; 28a–c).[57a]

Inhibition activity IC50 (μM)

Compound R HDAC (HeLa extract)

27a 0.49

27b 1.50

27c 0.61

27d 0.91

27e 0.86

27f 0.62

27g 0.71

27h 0.37

28a 0.09

28b 0.15

28c 0.17
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activities against three cell lines (NCIH460, HCT116, and U251),
and compounds 31a–e exhibited good anticancer activities,
which were increased in compounds 31f–h. The addition of a
methoxyl group in the 6-position of the quinolone ring did not
lead to significant changes in the HDAC inhibitory potency of
compounds 31 i and 31 j (IC50=32 nM and IC50=75 nM) but
slightly decreased or increased the inhibition capacity for
compounds 31k and 31 l, respectively (IC50=10 nM and IC50=

28 nM). Again, the antiproliferative activity was retained.[67]

Prompted by the efficacy given by the introduction of a
quinolone moiety as a cap group in HDACi, Relitti et al.
developed a library of quinolone-based HDAC6 selective
inhibitors,[69] which are based on Viridicatin, a natural alkaloid
found in Penicillium genus which has gained much interest in
the pharmaceutical field (Figure 10).[70] All the developed
compounds were assayed against HDAC1 and HDAC6 isoforms.
The chemical modification introduced in the lead compound
32a, together with a computational analysis based on molec-
ular docking calculations, allowed to draw up the SAR analysis
for the corresponding developed HDACi (32a–d, 33a–i; 34a).

In this 32 series, the alkylation of the hydroxy group based
in the C3 position led to an improvement of the potency. 32b
and 32c displayed more potent HDAC6 inhibition properties

than the corresponding compound 32a (Table 7). Relitti et al.
also investigated the effects of switching the ZBG from the N1
to the C3 position by developing the 33 series. These
compounds displayed good inhibiting properties against
HDAC6 being almost 100 times more selective over HDAC1
(33f). When a basic lateral chain was introduced, such as a 4-
pyridyl (33d) or N,N-diethylaminomethylbenzyl moiety (33e), in
order to reach polar contacts in HDAC6 binding site together
with an improvement of the water solubility, a strong increase
in HDAC6 inhibition was observed. 33e exhibited the best
HDAC6 inhibiting properties of the whole developed series
(IC50=7 nM) via the introduction of a flexible and protonatable
moiety (N,N-diethylaminomethylbenzyl group) that established
a salt bridge and a polar contact with D567 residue in HDAC6.
The insertion of a bulky alkylated group generated less potent
compounds against HDAC6 (33b and 33c). Differently from the
32 series (32d), the introduction in the 33 series of a pyridin-3-
yl group in the C4 position (33f–i) instead of the phenyl ring
(33a–e) led to higher potency than the corresponding N1-ZBG
substituted compound (32d) together with a higher selectivity
ratio observed towards HDAC6 instead of HDAC1. Considering
the good inhibitory activities showed by compounds 33a–i, C4
position replacement with an aliphatic cycle led to compound
34a, which displayed both a high HDAC6 inhibitory activity
(IC50=33 nM) and a good selectivity over HDAC1. The best
HDAC6 inhibiting compounds highlighted from the previously
discussed enzymatic assays (33e and 33 i) were performed in
cell-based MTT assays against a colon cancer cell line (HCT-116)
and a histiocytic lymphoma cell line (U937). 33 i and 33e
displayed the best cytotoxic activities in HCT-116 cancer cell

Table 5. Structure of novel quinazoline-based compounds (30a–g).[65]

Compound R R1 R2

30a !CH2CH3 !OCH3

30b !CH2CH(CH3)2 !OCH3

30c !CH3 !OCH3

30d !CH3 !H

30e !CH3 !H

30f !CH3 !OCH3

30g !CH3 !OCH3

Figure 10. Viridicatin chemical structure.
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lines, with 33e being the most cytotoxic compound after 48 h
of induction at the tested concentration.

Pyridine-based HDACi represented an active moiety in
preclinical settings.[71] Based on this evidence, Zwergel and
colleagues developed a novel 2-acylamino-5-(3-oxoprop-1-en-1-
yl)pyridine hydroxamates (35a–f) and 2-aminoanilide series
(96a–f) and the corresponding nicotinic derivative series (36a–f
and 97a–f, respectively) to be tested in enzymatic and
antiproliferative assays.[72] The 2-aminoanilide derivatives (96a–f
and 97a–f) will be opportunely discussed in paragraph 3.2.

In Table 8, the biochemical data about HDAC1, !3, !4, !6,
and !8 inhibition activity of 35a–f and 36a–f are reported. All
the synthesized compounds possessed high HDAC6 inhibition

activity. The 31a–f series inhibited HDAC6 from the submicro-
molar (35a) to the nanomolar (35e) range. Compound 35e
exhibited an HDAC6 selectivity, which is 1000 times higher over
HDAC4 and more than 38-fold selectivity over the other HDAC
isoforms tested. The nicotinic derivative series (36a–f) displayed
higher potency than the pyridylacrylic series (35a–f), where the
compounds exhibited an inhibition potency against HDAC6
from dual-digit to single-digit nanomolar range. In particular,
compound 36d displayed the best IC50 value (IC50=0.5 nM)
against HDAC6 and the best selectivity rate for HDAC6 over the
other HDAC isoforms recruited. Further SAR analysis underlines
that bulky or branched substituents at the phenylacetyl chain
(35b–d and 36b–d) conferred higher inhibition potency and
selectivity for HDAC6 when compared with derivatives 35a and
36a, which displayed a no-substituted phenylacetyl chain. In
granulocytic cytodifferentiation assays conducted in human
U937 leukemia cell lines, compounds 32b and 33c exhibited
high cytodifferentiating properties.

Based on the previously discussed findings obtained in
2021, Di Bello et al. designed and developed a regioisomer
series of the latter compounds[72] by synthesizing novel 5-
acylamino-2- pyridylacrylic hydroxamates and novel 5-acylami-
no-2- picolinic hydroxamates (37a–f and 38a–f) containing the
same acyl-substituent of the reference compounds[72] but
inserted in different pyridine ring positions.[73] The research
group also developed the corresponding derivatives bearing 2-
aminoanilide in parallel, such as ZBG (98a–f, 99a–f), which will
be discussed later in paragraph 3.2.

Each compound was tested for its inhibitory activity against
HDAC1, !3, !4, !6, and !8, and some of them were also
tested against HDAC10. As shown in Table 9, the compounds
exhibited, in most cases, good IC50 values, preferring some
HDAC isoforms over others and showing a selectivity profile
that depends on the substituent in the cap group. For the series
of 5-acylamino-2-pyridylacrylic-hydroxamates (37), both the
substitution at the Cα of the benzyl substituent of 37a, with an
ethyl (37b), isopropyl (37c) or benzyl (37d), and the introduc-
tion of bulkier substituents, such as 1- (37e) or 2-naphthyl
(37f), decreased the inhibitory potency of the resulted com-
pounds against HDAC1, in comparison with 37a. Regarding
HDAC3 inhibition, some of the compounds (37b,c,e) exhibited
increased potency in comparison with 37a, while 37f did not
show as low IC50 values as the other compounds. HDAC6 was
inhibited by the compounds with IC50 values in the low
micromolar range, except for 37f, with a slightly higher
inhibitory potency, while for HDAC4, only compound 37e
(IC50=2.73 μM) resulted in a good inhibition. Regarding HDAC8,
the ethyl (37b) and the 1-naphthyl (37e) increased the
inhibitory activity; instead, the benzyl (37d) and 2-naphthyl
(37f) decreased it. Moreover, 37e was the best among the
compounds tested against HDAC10 (IC50=0.071 μM). Collecting
all these data, the introduction of a benzyl in the Cα (37d) led
to a discrete selectivity for HDAC3/6, while the 2-naphthyl
substituent (37f) resulted in a general decrease of potency. For
the series of the picolinic hydroxamates (38), we notice a
general decrease in potency against all the HDAC isoforms
tested. Nonetheless, the introduction of a bulkier substituent in

Table 6. Structure and inhibition data of novel quinolone-based HDAC
inhibitors (31a–l).[67]

Inhibition activity
IC50 (μM)

Compound R R1 Mouse liver HDACs

31a !H 0.032

31b !H 0.039

31c !H 0.120

31d !H 0.410

31e !H 0.042

31f !H 0.0001

31g !H 0.0015

31h !H 0.095

31 i !OCH3 0.032

31 j !OCH3 0.075

31k !OCH3 0.010

31 l !OCH3 0.028

Vorinostat 0.110
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the Cα of the benzyl substituent increased the inhibitory activity
against HDAC1 and !3, in comparison with 38a, except for
38e, which resulted in a good IC50 value (IC50=0.058 μM), and
therefore selective, for HDAC6. Indeed, the 1-naphthyl substitu-
ent (38e), and not the 2-naphthyl (38f), increased both the
potency and selectivity versus HDAC6. Generally, picolinic
hydroxamates showed a better potency for HDAC6, with 38d
being the most potent (IC50=0.016 μM). Furthermore, com-
pounds were evaluated for their ability to impair cell prolifer-
ation using three cancer cell lines (HCT116, K562, and A549),
and compounds 37d and 37e resulted in the best IC50 values in
the range of nanomolar, while the series of picolinic hydrox-
amates was less potent. Therefore, 37d and 37e were selected
to assess their target engagement, and both induced hyper-

acetylation of α-tubulin and histone H3, confirming their HDAC
inhibitory activity. In addition, their role in cell cycle regulation
and apoptosis induction was demonstrated, being able to
modulate the expression of pro- and anti-apoptotic factors in
U937 cells.[73] Considering all these promising data, it might be
interesting to investigate the pyridine scaffold further for novel
potent and selective HDAC inhibitors.

Oanh et al.[74] investigated the cap region, developing two
series of novel compounds obtained by substituting the
aromatic ring of Vorinostat with a variously decorated benzo-
thiazole ring (Table 10).

As shown in Table 10, the series of 40 mimics the linker of
Vorinostat having the same number of methylene spacer units,
while the series of 39 is shorter. All the compounds were tested

Table 7. Structure and inhibition data of the quinolone-based HDAC inhibitors 32a–d; 33a–i and 34a.[69]

Inhibition activity
IC50 (μM)

Compound R X HDAC1 HDAC6

32a !H CH 11.0 0.301

32b !CH3 CH 4.5 0.062

32c CH 5.5 0.085

32d H N 50.0 0.296

33a H CH 6.6 0.147

33b !CH3 CH 50.0 0.519

33c CH 50.0 0.176

33d CH 1.2 0.084

33e CH 0.322 0.007

33f !CH3 N 5.01 0.046

33g N 2.5 0.026

33h N 1.7 0.045

33 i N 0.319 0.012

34a – – 3.0 0.033

Wiley VCH Donnerstag, 12.09.2024
2418 / 356395 [S. 29/69] 1

ChemMedChem 2024, 19, e202400194 (13 of 53) © 2024 The Authors. ChemMedChem published by Wiley-VCH GmbH

ChemMedChem
Review
doi.org/10.1002/cmdc.202400194

 18607187, 2024, 18, D
ow

nloaded from
 https://chem

istry-europe.onlinelibrary.w
iley.com

/doi/10.1002/cm
dc.202400194 by C

ochraneItalia, W
iley O

nline Library on [21/09/2024]. See the Term
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline Library for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons License



for their antiproliferative activity against five cancer cell lines,
including SW620, MCF-7, PC3, AsPC-1, and NCI-H460 (here are
shown only the results regarding the activity against SW620,
colon cancer cell line). Generally, the series of 40 resulted in
better anticancer activity compared to the 39 series, suggesting
that the number of methylene spacers is vital for the activity of
the compounds. In particular, compounds 40b–d exhibited a
good inhibitory activity derived from increased histones H3 and
H4 acetylation, while compounds 40e and 40f did not affect
the acetylation status. Therefore, we can deduce that it is not
important if the compound is an electron-donating group

(!OCH3, compound 40d) or electron-withdrawing group
(!NO2, compound 40c), but the size of the substituents
(!OC2H5 or !SO2CH3, compounds 40e and 40f respectively)
influences the compounds’ inhibitory potency. Moreover,
compounds 40b and 40d were selected for docking studies in
the active site of HDAC8, for which they have high affinity, but
further experiments have to be done.[74]

Through fragment-based virtual screening, which has
become increasingly important in recent years as a valuable
technique for identifying potential drug candidates,[75] Liu
et al.[76] designed and synthesized novel indazole and

Table 8. Structures and inhibition data against HDAC1, !3, !6,–8 of 2-acylamino-5-(3-oxoprop-1-en-1-yl)pyridine hydroxamate (35a–f) and the related
nicotinic derivative series (36a–f).[72]

Inhibition activity
IC50 (μM)

Compound R HDAC1 HDAC2 HDAC3 HDAC6 HDAC8

35a 7.08 6.30 155 0.164 2.94

35b 1.56 1.23 31.7 0.012 1.15

35c 2.26 2.19 39.4 0.016 1.45

35d 2.02 0.781 27.3 0.022 1.41

35e 0.271 0.351 7.05 0.007 0.352

35f 0.425 0.581 10.7 0.013 0.552

36a 2.42 2.71 26.0 0.017 0.386

36b 1.12 0.917 28.8 0.006 0.277

36c 1.0 0.665 46.6 0.006 0.357

36d 0.117 0.056 17.2 0.0005 0.643

36e 1.03 0.765 14.4 0.007 0.40

36f 0.784 0.301 6.0 0.019 1.0

Vorinostat – 0.31 0.13 8.8 0.06 0.31

NA=not active.
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pyrazolo[3,4-b]pyridine derivatives from Vorinostat structure
(Table 11) as HDAC inhibitors with potential further interactions
in the cap region.

Each compound in Table 11 was tested against HDAC1, !2,
and !8, and exhibited IC50 values in the nanomolar range,
generally better than Vorinostat used as positive control. For
the series of 41, the addition of substituents on the aromatic
ring in the 6-position of the indazole/pyrazolo[3,4-b]pyridine
scaffold (41b–l), gave compounds more potent in comparison
with compound 41a without substituents (e.g., 41d HDAC1
IC50=2.7 nM, HDAC2 IC50=5.2 nM, HDAC8 IC50=4 nM). How-

ever, the nature of the substituent on the aromatic ring
influenced the inhibitory potency: electron-withdrawing sub-
stituents, such as fluoro (41c, HDAC1 IC50=1.8 nM, HDAC2
IC50=4.4 nM, HDAC8 IC50=2.4 nM)or chloro (41d, HDAC1 IC50=

2.7 nM, HDAC2 IC50=5.2 nM, HDAC8 IC50=4 nM) or, had better
IC50 values than compound 41b (HDAC IC50=4.6 nM, HDAC2
IC50=5.4 nM, HDAC8 IC50=4.2 nM) with a methoxy electron-
donating substituent in the same position. Comparing the
ortho, meta, and para positions of the different substituents, we
do not notice particular differences in the potency but slight
changes in the selectivity. Moreover, the bulkier the substituent

Table 9. Structures and inhibition data against HDAC1, !3, !4, !6, !8, !10 isoforms of pyridylacrylic- (37a–f) and picolinic-hydroxamate (38a–f) novel
compounds.[73]

Inhibition activity
IC50 (μM)

Compound R HDAC1 HDAC3 HDAC4 HDAC6 HDAC8 HDAC10

37a 0.068 0.078 19.3 0.013 0.183 –

37b 0.077 0.036 17.1 0.011 0.104 –

37c 0.081 0.028 16.0 0.010 0.168 –

37d 1.42 0.080 11.7 0.011 0.612 1.80

37e 0.098 0.039 2.73 0.015 0.047 0.071

37f 0.376 0.168 17.6 0.112 1.01 –

38a 3.43 2.06 82.4 0.174 1.09 –

38b 1.49 0.777 77.9 0.051 0.964 –

38c 1.01 0.681 63.2 0.041 0.882 –

38d 0.783 0.153 39.2 0.016 1.09 –

38e 2.85 1.39 30.7 0.058 1.81 –

38f 0.394 0.207 15.8 0.123 0.976 –

Vorinostat 0.077 0.064 76.0 0.010 0.306 0.198
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in the meta position, the less is the inhibitory activity of the
compound (41f bearing an ethoxy substituent showed higher
IC50 values than 41e). In order to further explore the SAR, the
research team replaced the aromatic ring with a pyridine, which
led to 41 j with less potency compared to 41a (HDAC1 IC50=

23 nM, HDAC2 IC50=25.9 nM, HDAC8 IC50=24.5 nM). Therefore,
the aromatic ring was preferred as a substituent in the 6-
position of the 1H-indazole moiety. In addition, the length of
the linker was evaluated, and two compounds with fewer
methylene units, 41k and 41 l, with three and five methylene
units, respectively, were synthesized. As shown in Table 11,
both compounds were less potent than 41e, therefore deduc-
ing that the 6-methylene spacer is preferred. Regarding the
series of 42, obtained by bioisoter strategy from the indazole
scaffold, compound 42b showed better IC50 values (HDAC1
IC50=6 nM, HDAC2 IC50=9 nM, HDAC8 IC50=7.2 nM) than 42a,
but was less potent than the bioisoster 41 i. Subsequently, the
antiproliferative activity of the synthesized compounds was
assessed against three cancer cell lines, HCT-116, MCF-7, and
HeLa, and compounds 41h, 41 i, and 42b were the most
promising. These compounds were, therefore, selected for
further evaluations using the HCT-116 cell line, such as target
engagement through the analysis of the tubulin’s acetylation
status via western blot or the cell cycle analysis. In both
experiments, the indazole compounds 41h and 41 i showed a
better profile, in terms of increase in tubulin’s acetylation status,
than compound 42d, confirming the antiproliferative results.
Moreover, 41h and 41 i induced HCT-116 cell cycle arrest in the
G2/M phase, while 42b did not affect it. From molecular
docking analysis, the three of the compounds placed in the
active site of HDAC2 in a similar conformation of the control

Vorinostat, making several hydrophobic interactions between
the indazole/ pyrazolo[3,4-b]pyridine cap moieties and the
aminoacids in the outside area of the enzyme.[76] Consequently,
it is worth further investigating this scaffold to obtain more
information on the SAR and thereby develop potent and
selective HDAC inhibitors.

Recently, intending to target hepatocellular carcinoma
(HCC), which is a high cause of mortality and whose therapies
are not efficacious for tumor remission,[77] Lai and coworkers[78]

developed a series of novel 1,2,3,4-tetrahydrobenzofuro[2,3-
c]pyridine derivatives. They started from the structure of the
known inhibitor Abexinostat in a phase III clinical trial for the
treatment of renal carcinoma and lymphoma and applied a
multicomponent synthetic approach to incorporate its benzo-
furan scaffold, which could represent a valuable alternative for
novel effective HDAC inhibitors.

As seen in Table 12, the compounds were tested for their
inhibitory activity against HDAC1 (IC50) and for their antiprolifer-
ative activity against three human HCC cells (Bel-7402, HepG2,
and Huh-7) and a healthy liver cell line (AML12) to assess their
cytotoxicity. Among compounds 43a–d, the unsaturated
hydroxamate 43d resulted in the best inhibitory activity with
an IC50 value of 8.9 nM and significantly hampered Bel-7402 cell
proliferation (IC50=2.38 μM) without affecting the other cell
lines. Furthermore, the length of the linker chain was important,
and the 6-methylene spacer was preferred (compare 43a with
43b). The addition of an aromatic ring increased the potency
(compound 43c, IC50=0.175 μM), which was further enhanced
by introducing an unsaturated bond (compound 43d). As the
antiproliferative activity of these compounds was not significant
against the HCC cell lines, they further synthesized compounds
43e–g, which have an amide as a connecting unit and variously
substituted aromatic linkers. As expected, the inhibitory
potency increased in comparison with 43d. For compounds
43h–i, instead, the introduction of an unsaturated bond
decreased the inhibitory potency and lowered the antiprolifer-
ative activity. Compound 43f resulted to be the best among all
synthesized compounds, inhibiting cell proliferation in all the
cell lines tested more than Vorinostat and Abexinostat. More-
over, it showed lower toxicity (IC50=3.69 μM) against AML12
cells than Abexinostat, and resulted selective for isoforms !1,
!2, !3, and !6, having a better profile than Abexinostat. In
addition, 43f could inhibit colony formation and migration of
three of the HCC cells, it induced apoptosis and autophagy in
Bel-7402 and HepG2 cells, and it increased the acetylation
status of α-tubulin and histone H3 both in vitro (Bel-7402 and
HepG2) and in vivo (Bel-7402-derived xenografts), where
showed a therapeutic effect without significant toxicity. Of note
is the binding mode of 43f in the active site of HDAC1. The
docking studies revealed a T-conformation of 43f (in its S-
absolute configuration), which could make many interactions
with residues in the linker and cap region, such as π-π stacking
with Phe205 and Phe150 or the Hydrogen bond with Asp99,
the most important. This particular binding mode might be of
interest for further studies on potent HDAC inhibitors.[78]

Coumarins, classified as 2H-1-benzopyran-2-one or 2H-chro-
men-2-one, represent a significant bicyclic heterocycle within

Table 10. Structure and inhibition data in SW620 cancer cell line of novel
benzothiazole-based HDAC inhibitors (39a–f; 40a–f).[74]

Inhibition activity
IC50 (μM)

Compound R HDAC
(SW620 extract)

39a !H 7.85

39b !CH3 4.69

39c !NO2 >30

39d !OCH3 9.07

39e !OC2H5 9.26

39f !SO2CH3 >30

40a !H 4.01

40b !CH3 0.56

40c !NO2 0.29

40d !OCH3 0.96

40e !OC2H5 10.43

40f !SO2CH3 5.42
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the flavonoid group of plant metabolites. They constitute a
diverse group of natural and synthetic compounds, showcasing
a broad spectrum of beneficial properties. These compounds
have been demonstrated to be potential anticancer,[79] anti-

HIV,[80] anti-Alzheimer[81] and antimicrobial[82] agents. Notably,
coumarin and its derivatives exhibit rare instances of neph-
rotoxicity, hepatotoxicity, cardiotoxicity, dermal toxicity, and
other adverse effects.[83] In recent years, the development of

Table 11. Structure and inhibition data against HDAC1, !2, !8 of novel indazole- and pyrazolo[3,4-b]pyridine-based HDAC inhibitors (41a–l; 42a,b).[76]

Inhibition activity
IC50 (μM)

Compound R n HDAC1 HDAC2 HDAC8

41a 6 0.0096 0.0131 0.0126

41b 6 0.0046 0.0054 0.0042

41c 6 0.0018 0.0044 0.0024

41d 6 0.0027 0.0052 0.004

41e 6 0.0019 0.0039 0.003

41f
41 i 6 0.0021 0.0042 0.0034

41g
41f 6 0.0037 0.004 0.0038

41h
41g 6 0.0031 0.0036 0.0033

41 i
41h 6 0.0027 0.0042 0.0036

41 j 6 0.023 0.025 0.024

41k 3 0.076 0.168 0.054

41 l 5 0.0026 0.0063 0.0045

42a 6 0.0024 0.0053 0.0033

42b 6 0.006 0.009 0.0072

Vorinostat 0.013 0.070 0.044

Wiley VCH Donnerstag, 12.09.2024
2418 / 356395 [S. 33/69] 1

ChemMedChem 2024, 19, e202400194 (17 of 53) © 2024 The Authors. ChemMedChem published by Wiley-VCH GmbH

ChemMedChem
Review
doi.org/10.1002/cmdc.202400194

 18607187, 2024, 18, D
ow

nloaded from
 https://chem

istry-europe.onlinelibrary.w
iley.com

/doi/10.1002/cm
dc.202400194 by C

ochraneItalia, W
iley O

nline Library on [21/09/2024]. See the Term
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline Library for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons License



coumarin-based anticancer agents has gained considerable
attention in the pharmaceutical field.[84] For these reasons, Yang
et al.[85] hybridized the coumarin moiety with the classical
pharmacophore of the HDAC inhibitors, in order to increase its
therapeutic potential and find novel and effective anticancer
agents. Novel compounds bearing a coumarin cap group were
synthesized and tested against HDAC1 to assess their inhibitory
activity. First, they synthesized the series of 44, with a
substituent in the 7-position of the coumarin ring and a linear
linker in position 3 connected to the ring through a
heteroatom, such as nitrogen or oxygen. Then, to explore the
SAR, they moved the linker to the 7-position of the coumarin
ring and put a hydrogen or a methyl group in the 3-position,
obtaining two compounds (45a,b, Table 13).

For the series of 44, increasing the length of the methylene
units in the linker increased the inhibitory potency, resulting in

compound 44c with an IC50 in the low nanomolar range (IC50=

2.4 nM). Moreover, the introduction of a methoxyl group in the
7-position did not significantly change the activity (compare
44a, IC50=9.1 nM, with 44b, IC50=6.4 nM). The replacement of
the connecting secondary amine with an oxygen, led to the
ether 44d with comparable IC50 value (1.8 nM). Compounds
45a,b, having the linker in the 7-position of the coumarin ring,
exhibited less potency than compound 44c, suggesting that
having the linker in that position might influence HDAC
inhibitory activity. The most potent compounds 44c,d were
tested against HeLa and A549 cancer cell lines and resulted in
better antiproliferative activity than Vorinostat, inducing cell
cycle arrest and enhancing their apoptosis. In addition, 44c,d
inhibited the other HDAC isoforms similarly to Vorinostat,
thereby being pan-HDAC inhibitors, displayed the same inter-
actions and binding mode in the active site of HDAC1 and

Table 12. Structures, inhibition data against HDAC1, and antiproliferative activity in human HCC cell lines (Bel-7402, HepG2, Huh-7) and regular liver cell line
(AML12) of 43a–i compounds.[78]

Inhibition activity IC50 (μM) Antiproliferative activity IC50 (μM)

Compound R HDAC1 Bel-7402 HepG2 Huh-7 AML12

43a 0.058 >5 >5 >5 >5

43b 0.030 >5 >5 >5 >%

43c 0.175 >5 >5 >5 >5

43d 0.0089 2.38 >5 >5 >5

43e 0.0023 0.81 0.52 1.79 3.27

43f 0.0031 0.03 0.12 0.24 3.69

43g 0.0021 0.56 0.14 0.38 3.40

43h 0.061 >5 >5 >5 >5

43 i 0.15 1.27 1.47 2.49 >5

Vorinostat 0.013 1.80 1.14 1.65 >5

Abexinostat 0.007 0.37 0.21 1.01 1.82
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increased the acetylation status of histone H3 and H4,
confirming their target engagement.[85] Therefore, coumarin-
based HDAC inhibitors might be promising anticancer agents to
be further investigated.

A few years before, Ling and colleagues[86] synthesized novel
hybrid compounds containing the HDAC pharmacophore and
the β-carboline scaffold in order to study the synergistic effect
of the natural alkaloid in inhibiting HDACs, and therefore
becoming an effective anticancer agent. β-carboline has various
anticancer properties: it can inhibit cancer cell growth, induce
apoptosis,[87] and, due to its planar tricyclic pyrido-[3,4-b]indole

ring, can intercalate into the DNA strands hampering the
replication.[88] Therefore, Ling et al. prepared two series of
compounds merging the hydroxamate ZBG for the HDAC
inhibitory activity with a β-carboline moiety as the cap group
through a linear linker and a carboxyl or uramido connecting
unit (Table 14).

The compounds were tested for their inhibitory activity
using nuclear extract of HeLa cells, rich in HDAC1 and !2, and
the related IC50 values are shown in Table 14. For the series of
46 with an amide as a connecting unit, 3 or 4-methylene
spacers resulted in the best inhibitory activity for each

Table 13. Novel coumarin-based HDAC inhibitors (44a–d; 45a,b) and related inhibition data against HDAC1.[85]

Inhibition activity
IC50 (μM)

Compound X n R HDAC1

44a !NH 5 !H 0.0091

44b !NH 5 !OCH3 0.0064

44c !NH 7 !OCH3 0.0024

44d !O 7 !OCH3 0.0018

45a !O 7 !H 0.0087

45b !O 7 !CH3 0.0069

Vorinostat 0.0211

Table 14. Structure and inhibition data of novel β-carboline/hydroxamate hybrid compounds (46a–h; 47a–d).[86]

Inhibition activity IC50 (μM)

Compound R n HDAC
(HeLa extract)

46a !H 3 1.56

46b !H 4 1.43

46c !H 5 1.81

46d !CH3 3 1.21

46e !CH3 4 1.26

46f !CH3 5 1.43

46g p-MeOPh 3 0.67

46h p-MeOPh 4 0.81

47a !H 3 0.27

47b !H 4 0.35

47c !CH3 3 0.51

47d !CH3 4 0.86

Vorinostat 0.56
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compound with a different substituent in the 1-position of the
pyrido-[3,4-b]indole ring (R=-H, -CH3, p-MeOPh). Moreover, the
substitution of the hydrogen with a methyl group did not
particularly influence the potency (e.g., compared 46b, IC50=

1.43 μM, with 46e, IC50=1.26 μM), while the substitution with
the para-methoxyphenyl group resulted in compounds with
better IC50 values (46g and 46h, IC50 values of 0.67 and
0.81 μM, respectively). The compounds were also tested against
three human colorectal cancer cell lines (HCT116, LOVO,
SW620), and their antiproliferative activity correlated well with
their inhibitory activity, with compounds 46g and 46h being
the most potent and effective in the cells. Afterwards, as the
para-methoxyphenyl group resulted important for both po-
tency and antiproliferative activity of compounds, Ling and
coworkers synthesized the series of 47, with an ureido group as
connecting unit, maintaining the paramethoxyphenyl in 1-
position of the pyrido-[3,4-b]indole ring. Accordingly, com-
pounds of series 47 showed better IC50 values than series 46,
suggesting that this substituent might be important for the
activity. They also investigated the substitution of the N9
replacing the hydrogen with a methyl group, which did not
particularly influence the inhibitory potency, showing a slight
decrease (compare 47b, IC50=0.35 μM, with 47d, IC50=

0.86 μM). Again, 3- or 4-methylene units were optimal for the
inhibitory activity, following the same trend as the previous
series. Regarding the antitumor activity, all the compounds
inhibited cancer cell proliferation, with compound 47a being
the most potent. It is important to notice that the inhibitory
activity of 47a resulted only two-fold better than Vorinostat
(IC50=0.56 μM), while its antiproliferative activity was greater,
suggesting that the β-carboline moiety might play an important
role in the anticancer activity. Compound 47a was selected for
further evaluation, and it was demonstrated that it induces
DNA damage through increased phosphorylated H2AX and p53
at Ser15, both markers of DNA damage. Moreover, 47a induced
apoptosis in HCT116 cells and inhibited cancer cell growth in
vivo.[86] Prompted by these results, the same research group[89]

further investigated the β-carboline scaffold and synthesized
novel β-carboline/hydroxamate hybrid compounds with a
benzylic linker and an amine as connecting unit (48a–e,
Table 15).

Compounds were tested for their inhibitory activity against
HDAC1 and showed IC50 values in the nanomolar range. In
particular, we notice that the substitution in C1 of the pyrido-
[3,4-b]indole ring with aryl electron-donating groups, such as p-
tolyl (48a, IC50=2.8 nM) or trimethoxyphenyl (48e, IC50=

4.7 nM), increased the potency in comparison with electron-
withdrawing groups such as nitro (48b, IC50=65 nM). Moreover,
the potency was retained with an aromatic linker, suggesting
that this is the optimal distance between the cap group and the
hydroxamate portion, as it happened with the substitution of
the amide into an amine as a connecting unit. The antiprolifer-
ative activity was evaluated against five cancer cell lines
(HepG2, SMMC-7721, Huh7, HCT116, and Mcf-7), and it proved
a correlation with HDAC inhibition. The most potent compound,
48a, enhanced the acetylation level of both α-tubulin and
histone H3, confirming its target engagement for HDAC1 and

induced G2/M phase cell cycle arrest in HepG2 cells. In addition,
48a significantly inhibited HepG2 cell migration and invasion,
resulting in a promising drug candidate for the treatment of
hepatocellular carcinoma (HCC).[89]

Nam et al.[90] replaced the phenyl ring of Vorinostat with
isatin derivative rings, such as isatin-3-oximes and isatin-3-
methoximes, in order to find novel HDAC inhibitors that can
make further interactions with the aminoacidic residues in the
outside area of the enzyme catalytic site. The newly synthesized
compounds are shown in Table 16.

Compounds were tested for their inhibitory activity by
evaluating the histone acetylation status. For both the isatin-3-
oxime hydroxamic acids (49), obtained as Z thermodynamically
stable isomers, and the isatin-3-methoxime hydroxamic acids
(50), obtained as E-isomers, the nitro group in 5-position led to
histones deacetylation, suggesting that compounds 49c and
50c did not inhibit HDAC enzyme. Moreover, compounds were

Table 15. Structure and inhibition data against HDAC1 of novel β-carbo-
line/hydroxamate hybrid compounds with aromatic linker (48a–e).[89]

Inhibition activity
IC50 (μM)

Compound R HDAC1

48a p-MePh 0.0028

48b p-NO2Ph 0.065

48c m-MeOPh 0.0071

48d p-MeOPh 0.0093

48e 3,4,5-(MeO)3Ph 0.0047

Vorinostat 0.142

Table 16. Structures and antiproliferative activity of novel isatin-hydroxa-
mic acid derivatives (49a–d; 50a–d).[90]

Antiproliferative activity IC50 (μM)

Compound R SW620

49a !H 0.64

49b 5-Cl 0.65

49c 5-NO2 3.39

49d 7-Cl 1.05

50a !H 0.73

50b 5-Cl 0.49

50c 5-NO2 1.35

50d -7-Cl 0.26

Vorinostat 3.70
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evaluated for their antiproliferative activity against SW620 cells.
The compounds’ anticancer activity was consistent with their
target engagement; indeed, compounds with a nitro group
showed the least potency. Of note, 5-Cl substitution was
preferred to the 7-Cl for the series of 49 (compare 49b, IC50=

0.65 μM, with 49d, IC50=1.05 μM), while it was the opposite for
the series of 50 (compare 50b, IC50=0.49 μM, with 50d, IC50=

0.26 μM). In addition, compounds 49a and 50a, without
substituents in the isatin ring, were docked into the active site
of HDAC8, and it was found that they bound with more stable
energy than Vorinostat, making several interactions between
the isatin ring and hydrophobic residues in the cap and at the
entrance of the linker region.[90]

Similarly, Anh and colleagues[91] synthesized novel indirubin-
based hydroxamates, hybridizing the HDAC-inhibiting moiety
with the indirubin scaffold. They investigated both the sub-
stitution in the indirubin ring and the nature of the linker,
obtaining indirubin-3’-oxime N-hydroxybenzamides (51), indir-
ubin-3’-oxime N-hydropropenamides (52), and indirubin-3’-
oxime N-hydroxyheptanamides (53, Table 17).

The compounds were tested for their inhibitory activity
using nuclear extract of HeLa cells, and they all showed better
potency than Vorinostat. These IC50 values give us important
information regarding the SAR: for the series of 51, the 7-Cl

substitution is preferred to the 5-Cl (51e with an IC50 value
lower than 51d, 0.071 and 0.174 μM respectively), while for the
series of 52, the effect is the opposite (52d more potent than
52e, IC50 values of 0.318 and 0.604 μM respectively). Moreover,
substitution with electron-donating groups, such as methyl or
methoxy, increased the inhibitory potency in both series,
suggesting that these substituents are preferred to the
electron-withdrawing groups. The series of 53, instead, did not
show particular changes in the activity with the various
substitutions, except for a slight decrease in potency for
compounds 53b and 53c bearing electron-donating substitu-
ents. The indirubin-based N-hydroxyheptanamides generally
showed better potency, suggesting that the linear linker is
preferred in this kind of scaffold. In addition, compounds were
tested against SW620 cells to assess their capacity to inhibit
cancer cell proliferation, and all the compounds were more
potent than Vorinostat, with IC50 values in the low micromolar
range.[91] Considering these results, hybridization of the HDAC-
inhibiting scaffold with heterocyclic compounds might be a
promising strategy to target solid tumors that are resistant to
other therapies.

Regarding the influence of the various cap groups in the
HDACi development, the spiroindoline role was investigated by
Brindisi et al. Spiro-fused moieties showed promising properties

Table 17. Structure and inhibition data of indirubin-based hydroxamate derivatives (51a–e; 52a–e; 53a–e).[91]

Inhibition activity IC50 (μM)

Compound R HDAC
(HeLa extract)

51a !H 0.195

51b 5!CH3 0.005

51c 5!OCH3 0.025

51d 5!Cl 0.174

51e 7!Cl 0.071

52a !H 0.095

52b 5!CH3 0.020

52c 5!OCH3 0.005

52d 5!Cl 0.318

52e 7!Cl 0.604

53a !H 0.022

53b 5!CH3 0.018

53c 5!OCH3 0.021

53d 5!Cl 0.003

53e 7!Cl 0.007

Vorinostat 1.12
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to be used in drug development. Recent literature reported that
their achiral properties and their conformational restriction,
together with related minor off-target effects, may contribute
to improving the pharmacodynamic and pharmacokinetic
properties of the corresponding compounds.[92] Considering the
docking studies conducted by the research group, a series of
HDAC6i bearing a spiroindoline as a cap group was developed
(54a–g).[93] All the compounds were assayed in vitro against
HDAC1 and HDAC6 isoforms showing micromolar inhibiting
values towards HDAC1 and from micromolar to double-digit
nanomolar IC50 values against HDAC6 (Table 18). 54a and 54b,
which differ from each other in the tert-butyl carbamate moiety
at N-piperidine, showed both high HDAC6 inhibition properties
due to the similar chemical interactions established with the
latter enzyme. The replacement of the carbamate of 54b with a
methyl group (54c) generated a derivative markedly less potent
against HDAC6. The insertion of an in vivo positively charged
group (N-Me) is not well tolerated in HDAC6 inhibiting terms
for the presence of positive enzymatic residues in the enzyme
active pocket. The same trend was observed with compound
54f which showed a decreased affinity and a reduced selectivity
for HDAC6 due also to the replacement, in the linker, of the
benzyl group with a thienyl ring. 54g, which retained the
thienyl group but presented the same carbamate as 54b,
confirmed the previous trend displaying better HDAC6 inhibit-
ing properties than 54f (IC50 [HDAC6]=0.719 μM and 1.78 μM,
respectively). 54b and 54e, which also displayed good
physiochemical properties (data not discussed), were assayed in
acute promyelocytic leukemia (NB4) and glioblastoma (U87)

cancer cell lines. Both compounds were highly cytotoxic due to
the arrest of the cell cycle progression in the G1-phase.

Considering the previously discussed study, the latter
research group extended their investigations about the spiroin-
doline cap group role in the development of HDAC6 selective
inhibitors. Specifically, taking into consideration the good
antitumoral properties shown by compound 54b,[93] Sharaswati
et al. studied the influence of the p-benzyl hydroxamate linker
shift from the indoline nitrogen to the piperidine one in order
to obtain derivatives 55a–j[94] exhibiting better biological
properties than the latter developed compounds 54a–g.
Considering the good inhibiting properties shown by the
prototype 55a (IC50 [HDAC6]=0.265 μM) and the available
crystal structure of the latter with the zfHDAC6 enzyme,
Swaraswati and colleagues investigated the interaction occur-
ring with the enzyme active pocket to develop a series of
derivatives with improved interactions. The first series of
developed derivatives (55b–g) present bulkier cap groups. In
the enzymatic assays performed against HDAC1, HDAC6, and
HDAC8 isoforms, 55a–g showed IC50 values against HDAC6 in
the low micromolar range (Table 19). The research group also
investigated the influence, in HDAC6 inhibitory terms, given by
different groups placed between the cap group and the ZBG.
The corresponding synthesized compounds 55h–j, which
presented an amide, an urea, and a carbamate group between
the cap group and the ZBG, respectively, showed good
inhibiting properties against HDAC6, whereas 55 j displayed the
best inhibitory behavior among all the synthesized compounds
(IC50 [HDAC6]=0.049 μM) together with a 140-fold selectivity
for HDAC6 over HDAC1. Complementary docking studies

Table 18. Structure and inhibition data of HDACi bearing a spiroindoline as cap group (54a–g).[93]

Inhibition activity
IC50 (μM)

Compound X Ar HDAC1 HDAC6

54a CH2 6.79 0.041

54b 4.00 0.042

54c N-CH3 11.71 0.204

54d 7.29 0.063

54e 4.47 0.060

54f N-CH3 11.44 1.780

54g 10.87 0.719
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confirmed that the bulkier cap group of the synthesized
compounds allowed to gain a better fit into the HDAC6 active
pocket than the HDAC1 one, confirming the spiroindoline
moiety as an effective group in HDAC6 selective inhibitors. The
selected compounds 55b,55h, and 55 j were next tested to
evaluate their antiproliferative properties against U937 and NB4
cancer cell lines. The latter compounds showed good cytotoxic
properties together with promising effects in various oral and
esophageal cancer cell lines (KYSE520, OE33, Ca9-22, TR- 146,
and U266B) (data not shown).

In the search for highly selective HDAC inhibitors, De Vreese
et al.[95] focused on the HDAC6 isoform, as it is involved in the
development of neurodegenerative[96] and immunological
diseases,[97] besides from cancer, becoming a target of growing
importance. The research group synthesized a series of novel
sulfur analogs of Tubastatin A, a well-studied HDAC6 inhibitor,
called Tubathians, and investigated their activity towards
HDAC6 through several modifications and substitutions in the
tetrahydrothiopyranoindole cap group.

As shown in Table 20, De Vreese and colleagues synthesized
both the para- and the meta-substituted benzohydroxamic
acids in order to have a clear insight into which structural
variation would be more effective over HDAC6 isoform. From
the results obtained after a preliminary in vitro study, the meta-
substituted compounds showed a moderate inhibition percent-
age against HDAC6 (56a–f, 34–74% inhibition at 10 μM), with
compound 56e, bearing a phenyl substituent being the most
potent (74% inhibition). While the para-substituted tubathians
(57a–i) resulted in a high inhibition percentage, around 99%,
and were selected for further modifications. Therefore, the
research team explored the oxidation status of the sulfur atom
and obtained sulfides, sulfoxides, and sulfons, which differ in
their inhibitory activity due to the number of oxygen atoms
present able to create additional interactions with the surround-
ing residues in the cap region, as demonstrated by the in silico
docking studies. In fact, comparing compounds 57b (sulfide),
57d (sulfoxide), and 57h (sulfon), the latter showed a slightly
better inhibitory potency (IC50=3.7 nM) than the others. More-
over, they showed the importance of the thioring size for the

Table 19. Structure and inhibition data of HDACi bearing a spiroindoline as cap group (55a–j).[94]

Inhibition activity
IC50 (μM) or inhibition % at 1 μM

Compound R1 R2 X Ar HDAC1 HDAC6

55a H !CH3 !CH2! 22.4 0.264

55b H !CH2! 6.5 0.561

55c H !CH2! 10.1 0.155

55d C6H5 !CH3 !CH2! 8.5% 50.0%

55e C6H5 !CH2! 2.9% 29.7%

55f C6H5 !CH2! 4.7 0.465

55g H !CH3 !CH2! 6.6% 51.3%

55h H 10.2 0.227

55 i H 3.6 0.110

55 j H 6.8 0.049
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potency. Comparing the thiolanes 57g and 57h with the
corresponding thianes 57e and 57f, the 6-atom ring is favored
in terms of potency (IC50=1.9 and 3.7 nM, against 8.2 and
16 nM, respectively). Moreover, the series of 57 was tested
against the other HDAC isoforms in order to depict a selectivity
profile for these compounds, which resulted in selective over
HDAC6, with IC50 values in the low nanomolar, but in some
extent displayed some moderate affinity for class IIa HDAC, too.
De Vreese and coworkers carried out not only western blot
analysis to confirm the compounds’ target engagement but
also investigated ADME properties. The para-substituted com-
pounds showed an effective target engagement leading to
hyperacetylation of α-tubulin, and, in particular, the sulfones
57g and 57h displayed a promising ADME profile, which
suggests a further scaffold optimization for future inhibitors
development.

The same research group[98] identified and selected the 1,5-
benzothiazepine unit as a starting scaffold for the development
of novel and potent inhibitors, as it is a well-known pharmaco-
phore contained in several approved drugs, such as diltiazem or
clotiapine. Therefore, they synthesized novel hydroxamic acids
containing the 1,5-benzothiazepine ring merged with a
cyclohexane or cycloheptane, obtaining new octahydrodibenzo-

and octahydro-6H-benzocycloheptathiazepine-based HDAC6 in-
hibitors, respectively.

In Table 21 are represented the synthesized novel com-
pounds and the corresponding inhibitory activities. As we can
notice, in the series of octahydrodibenzothiazepines (58), the
sulfones (58f–g) and the sulfoxide 58e have lower IC50 values
than the non-oxidized compounds 58a–c, resulting in a better
HDAC6 inhibition. This higher potency can be explained by an
additional hydrogen-bond interaction between one of the
oxygens in the sulfone group and a serine residue at position
564, as outlined by a molecular dynamic simulation. Moreover,
the non-substitution (58a, 58 f) is preferred over the trifluor-
omethyl (58b,58g) and chlorinated compounds (58c, 58h),
with higher HDAC6 inhibitory activity. In addition, the seven-
membered ring (58h) showed a better potency than its six-
membered counterpart (59a) did (IC50=33 nM and 36 nM,
respectively), while its diastereoisomer 59c showed a weaker
potency (IC50=92 nM). The most active compounds (58a, 58 f,
58g, 58e, 58d) were tested against the other HDAC isoforms
and resulted in selective over HDAC6 with a lesser extent over
HDAC8 and 11 in the submicromolar level. Moreover, these
compounds not only induced a significant increase in α-tubulin
acetylation without affecting acetylation of histone H3, confirm-
ing their target engagement and selectivity over HDAC6, but

Table 20. Structure of novel tubathian compounds and in vitro enzyme inhibition data (IC50 values) toward HDAC6 (56a–f; 57a–i).[95]

% Inhibitiona,b Inhibition activity
IC50 (μM)

Compound X n R HDAC6 HDAC6

56a S 1 !H 34 –

56b S 1 !F 53 –

56c SO2 1 !H 65 –

56d SO2 1 !F 65 –

56e SO2 1 !Ph 74 –

56f SO2 0 !F 40 –

57a S 1 !H – 0.015

57b S 1 !F – 0.022

57c SO 1 !H 99 0.014

57d SO 1 !F 100 0.0094

57e SO2 0 !H 99 0.0082

57f SO2 0 !F 100 0.016

57g SO2 1 !H – 0.0019

57h SO2 1 !F – 0.0037

57 i SO2 1 !Br 100 0.0034

Tubastatin A NCH3 1 !H – 0.015

a% inhibition of control values with regard to HDAC6 inhibitory activity. bTest concentration: 10 μM.
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also resulted negative in the Ames mutagenicity test, confirm-
ing their potential for further optimization studies.

Ressing and colleagues[99] worked on the development of
HDAC6 inhibitors, too. They synthesized novel hydroxamic acids
bearing a bifurcated cap group containing a bioisosteric
tetrazole ring, replacing the commonly used amide as CU.

The synthesized compounds were tested for their inhibitory
activity in enzymatic assays against HDAC1 and 6, and the
selectivity index (SI) was calculated as follows: IC50

HDAC1" #
HDAC6" #. As

shown in Table 22, N-acylated compounds (60a–d) displayed a
slightly better inhibitory potency and selectivity than com-
pounds 60e,f. Moreover, the benzyl derivatives 60b and 60e
resulted in lower IC50 values than the cyclohexyl derivatives 60e
and 60a (IC50=0.10 and 0.03 μM versus IC50=0.12 and
0.07 μM), maintaining a similar selectivity index. Of note,
comparing 60a with 60b and 60d, a further substituent on the
2-position of the benzamide group increased the potency and
the selectivity, especially for compound 60d, which resulted in
the most effective one. Consequently, it was selected for
additional screenings. The crystal structure of HDAC6 in
complex with compound 60f showed that its bifurcated
capping group occupied both different pockets (called loop L1
and L2) of the enzyme in the cap region, with the tetrazole ring
forming hydrogen bonds with external residues. These steric
complementarity features could explain the selectivity over the
HDAC6 isoform.

Furthermore, compound 60d was demonstrated to be
selective over HDAC class I and IIa and induced acetylation of
α-tubulin without affecting the acetylation of H3. In particular,
60d exhibited synergistic antiproliferative activity in a leukemia
cell line (HL60), increasing apoptosis induction in combination
with Bortezomib, a clinically used proteasome inhibitor, as

described in the literature.[100] Therefore, compound 60d is a
valuable hit compound that needs to be further optimized in
order to increase the cytotoxic properties of HDAC6 inhibitors
used in combination with other agents.[101]

Guan and colleagues[102] inserted a thiadiazole moiety in the
cap region and synthesized several compounds as potential
HDAC inhibitors. At the 5-position of the 1,3,4-thiadiazole
moiety, the research group inserted various substituents, such
as phenyl, benzyl, phenethyl, and (E)-styryl, which resulted in a
progressive general decrease of inhibitory potency (compare
for example compound 61e with 61f–h) except for compound
61d (IC50=0.16 μM). Moreover, compounds having a linker of 5
or 6 methylene units were preferred, with IC50 values in the
nanomolar range (compounds 61e–g and 61 i–k, Table 23).[102]

The most potent compound 61e was also tested in MTT
assays for its antiproliferative activity against two cancer cell
lines (MDA-MB-231 and K562) and effectively inhibited cell
proliferation. In addition, its binding mode was evaluated in the
HDAC1 binding site, and it was shown to form the canonical
hydrogen bonds in the active site and two further hydrogen
interactions between the nitrogen atom of the thiadiazole ring
with the Phe197.[102]

Vergani et al.[103] used various pentaheterocyclic rings in the
cap region, such as 1,2,4-triazole, tetrazole (both 1,5- and 2,5-
disubstituted), 1,3,4-oxadiazole, 1,2,4-oxadiazole, and 1,3,4-
thiadiazole, which replaced the connecting unit amide while
maintaining the potency and selectivity. Using a ligand-based
approach, they synthesized N-hydroxybenzamide compounds
with the aromatic linker and explored the substitutions on the
heterocyclic ring, obtaining important SAR information regard-
ing the selectivity for HDAC6 isoform.

Table 21. Structure and inhibition data of novel octahydrodibenzo- and octahydro-6H-benzocycloheptathiazepine-based HDAC6 inhibitors (58a–h;
59a,b).[98]

Inhibition activity
IC50 (μM)

Compound X n R HDAC6

58a S 1 !H 0.036

58b S 1 !CF3 0.200

58c S 1 !Cl 0.650

58d S 2 !H 0.033

58e SO 1 !H 0.0063

58f SO2 1 !H 0.0083

58g SO2 1 !CF3 0.011

58h SO2 1 !Cl 0.068

59a S 1 !Cl 0.160

59b S 2 !H 0.092
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Compounds 62a–c and 62g–i (Table 24), bearing different
heterocycles, showed a good inhibitory potency in the nano-
molar range with also good selectivity over HDAC3. Conse-
quently, we can deduce that the isosteric replacements of the
heteroatoms in the pentacycle are well tolerated for potency
and selectivity. Moreover, comparing the tetrazole compounds
62c and 62d, the latter, with a benzyl group instead of a
phenyl, decreases potency (IC50 values of 3 nM and 52 nM,
respectively). The distance between the aromatic linker and the
heterocycle is also important: the direct connection of the
heterocycle to the aromatic ring results in a significant loss of
potency (compare 62e to 62b). The methylation at position 4
of the 1,2,4-triazole ring resulted in compound 62f, which, in
comparison to the free !NH compound 62a, slightly lost its
inhibitory potency (IC50=17 nM instead of 5 nM of 62a) while
increasing its HDAC6 selectivity. Further investigations on the
bioisosteric replacement of the connecting methylene unit
between the aromatic linker and the heterocycle gave com-
pounds 63a,b with a sulfur-connecting atom, which exhibited
still high potency (IC50 values of 6 nM for both compounds) but
a reduced selectivity, which was more evident for the 1,2,4-
oxadiazole 63a (Table 25).

Vergani and colleagues also investigated in more detail the
substitution pattern of the 1,3,4-triazole, adding substituents on
the N1 and N2 of the cycle, as the substitution on N4 did not
influence the potency and selectivity, as previously seen

comparing compounds 62f and 62a. The resulting compounds
64a–c (Table 26) retained the selectivity for HDAC6 but
displayed a strong decrease in inhibitory potency. Therefore,
substitutions on the nitrogen atoms of the 1,3,4-triazole ring
are not favored, and it might be due to the loss of additional
interactions they would have made without substituents.

Furthermore, the research group studied the SAR for the
aryl substituent on the tetrazole ring and synthesized the series
of 65. Substitution in both meta and para position with an
electron-withdrawing group, such as SF5, reduced the potency
and the selectivity (compare compounds 65a–b with 62c).
Contrariwise, the amide substituent in the para position of the
phenyl ring retained the selectivity while improving the
inhibitory potency (compound 65c, IC50=1 nM), which was also
maintained in compound 65d with an aminomethylphenyl
(IC50=2 nM). Replacing the phenyl ring with either a pyridyl
(compound 65e) or pyrimidinyl (compound 65f) moiety
strongly increased the selectivity of the compounds, maybe due
to possible further interactions of the additional nitrogen atom
in the external area of the enzyme catalytic site. The
substitution of the aromatic ring with a larger moiety, such as
quinoline (compound 65h) and isoquinoline (compound 65 i),
slightly reduced the potency (IC50=20 nM for both) but
increased the selectivity only for 65h (Table 27).

Conclusively, Vergani et al. provided some insightful SAR
information regarding HDAC6 selective inhibition: the introduc-

Table 22. Structure and IC50 values (μM) of novel tetrazole-capped HDAC6 inhibitors (60a–f).[99]

Inhibition activity
IC50 (μM)

Inhibition activity
IC50 (μM)

SI

Compound R1 R2 R3 HDAC1 HDAC6 IC50
HDAC1
HDAC6

60a !H 2.37 0.07 34

60b !H 3.03 0.06 50

60c !H 1.24 0.03 41

60d !H 5.18 0.03 173

60e !Ph !H 4.06 0.12 34

60f !Ph !H 3.37 0.10 34

Nexturastat A 0.50 0.02 24

Tubastatin A 2.49 0.014 178
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tion of the previously discussed substituted rings in the cap
group allowed additional interactions within the HDAC6 active
pocket thus obtaining derivatives with a better inhibiting
spectrum in potency and selectivity terms. Moreover, they
tested the compounds against the other HDAC isoforms, and
most of them were selective over HDAC6. The selectivity in vivo
was investigated by measuring the tubulin acetylation status in
mice injected intraperitoneally with two of the synthesized
compounds (not shown here), which resulted in high selectivity
for HDAC6 with an increased degree in tubulin acetylation.[103]

These data offer a good starting point for further evaluations on
HDAC inhibitors with pentaheterocycles as capping groups.

Several research groups investigated the role of oxadiazole
isomers into HDACi scaffold. The ability of oxadiazole and its
isomers to interact with biological targets through hydrogen
bonds allowed them to gain significant interest in chemical and
pharmaceutical research. Oxadiazole has four isomers, and
among them, the 1,3,4-oxadiazole isomer is widely known and
used in several chemical and pharmaceutical applications[104]

thanks to its antimicrobial, anti-inflammatory, antibacterial,

antifungal, and antitumor properties.[105] In the literature, its use
in HDACi development is extensively reported.

Indeed, this heterocycle was used as a connecting unit in a
research work by Valente et al.,[106] where the authors synthe-
sized 1,3,4-oxadiazole-containing derivatives as HDAC inhibitors
(67a–c and 68a,b, Table 28). The work of the latter research
group was based on acylamino- cinnamyl hydroxamates and 2-
aminoanilides (66), developed by Valente and coworkers, which
displayed higher pro-apoptotic and/or cytodifferentiating ef-
fects than Vorinostat and Entinostat in human leukemia U937
cells.[107] More specifically, the amide group of 66 was replaced
with a C5-substituted 1,3,4-oxadiazole to analyze the conse-
quence of variations at CU (Figure 11). The corresponding 2-
aminoanilides derivatives (80a–d, 81a,b) will be discussed in
paragraph 3.2.

Among the synthesized compounds, the selected ones
shown in Table 28, when tested against HDAC1 and !6,
resulted in a potent inhibitory activity in the low micromolar
range. Moreover, the 1-naphthyl substituent at the 5-position of
the oxadiazole, connected with a methylene unit, showed the
best results from preliminary studies. The introduction of a
further methylene unit between the 2-position of the oxadia-
zole and the aril linker improved the inhibitory activity
(compare 67a with 67c and 68a with 68b). In addition, the
removal of the cinnamic double bond and its replacement with
the benzoic moiety decreased the selectivity over HDAC6
(compare 67c, IC50 HDAC6=0.03 μM, with 68b, IC50 HDAC6=

1.2 μM). 67c and 68b were also evaluated for their antiprolifer-
ative capacity, and both of them induced cell cycle arrest,
apoptosis as well as cytodifferentiation in a dose-dependent
manner in human leukemia U937 cells. In addition, they showed
a better anticancer activity than Vorinostat in SW620 cells and
in five AML cell lines (U937, HL60, HEL, KG1, and MOLM13).[106]

Cai et al. investigated the role of 1,2,4-oxadiazole isomers in
HDACi structure.[108] This research group has focused on
developing HDACi derivatives by replacing the carbamate
moiety of Entinostat with a C3-substituted 1,2,4-oxadiazole, as a
heterocyclic isostere to analyze the consequence of variations
at CU. The latter research group synthesized the anilide analogs

Table 23. Structures and inhibition data of novel 1,3,4-thiadiazole hydroxa-
mic acid derivatives (61a–l).[102]

Inhibition activity IC50 (μM)

Compound R n HDAC
(HeLa extract)

61a 3 >5

61b 3 1.87

61c 3 2.71

61d 3 0.16

61e 5 0.089

61f 5 0.22

61g 5 0.33

61h 5 >5

61 i 6 0.27

61 j 6 0.26

61k 6 0.32

61 l 6 3.21

Vorinostat 0.15

Figure 11. Design of hydroxamate and 2-aminoanilide HDACi bearing 1,3,4-
oxadiazole.
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83a–j, which are discussed later in paragraph 3.2, too. Addition-
ally, they also developed compounds 69a–d by replacing the
ZBG of entinostat with the hydroxamate group (Table 29).

The compounds were tested for their inhibitory activity against
HDAC1, !2, and !8, and all of them exhibited low IC50 values
except for HDAC8, resulting in being more potent than Vorinostat.
Therefore, in this case, the electronic nature of the substituents
did not influence the activity of the compounds, whereas the
unsubstituted one (69a) was the most potent. 69a was docked
into the active site of HDAC8, pointing out various further
interactions with the oxadiazole moiety, which might have
enhanced its inhibitory activity. In addition, when tested against

different cancer cell lines (U937, A549, NCI!H661 MDA-MB-231,
HCT116), these compounds exhibited good anticancer activity
only against U937 cells without being effective on solid tumor cell
lines.[108] The same research group[109] further investigated the SAR
of these compounds and synthesized 1,2,4-oxadiazole analogs
containing a linear linker (70a–g, Table 30).

In this case, the nature of the substituent R was relevant for
the inhibitory potency of these compounds. Indeed, the nitro
group, especially in the para position (70c preferred over 70b),
was favored, and heterocycles such as thiophene and pyridine
rings (compounds 70f and 70g, respectively) led to lower IC50

values in comparison with 70a. Moreover, the compounds

Table 24. Structures, inhibition data against HDAC6, and selectivity data of aromatic heterocycle derivatives (62a–i).[103]

Inhibition activity IC50 (μM)

Compound Ar n R HDAC6 HDAC6 selectivity (HDAC3/HDAC6)

62a 1 0.005 21

62b 1 0.004 32

62c 1 0.003 72

62d 1 0.052 26

62e 0 0.660 3

62f 1 0.017 129

62g 1 0.006 50

62h 1 0.016 105

62 i 1 0.009 83

Table 25. Structures, inhibition data against HDAC6, and selectivity data of aromatic heterocycle derivatives (63a,b).[103]

Inhibition activity IC50 (μM)

Compound Ar X R HDAC6 HDAC6 selectivity (HDAC3/HDAC6)

63a S 0.006 17

63b S 0.006 62
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showed a better inhibitory activity for HDAC1 and !2,
confirming the selectivity profile of Vorinostat derivatives with a
linear linker. Again, they exhibited a better anticancer activity
towards U937 cells without affecting lung carcinoma cells (A549
and NCI!H661) in a significant way.[109]

A different oxadiazole isomer, the 1,2,5-oxadiazole, was
included in the development of HDAC-based dual hybrid

inhibitors. Fang et al. designed a series of HDAC-indoleamine
2,3-dioxygenase 1 (IDO1) dual inhibitors by merging Mocetino-
stat and INCB024360 (IDO1 inhibitor, Figure 12) structures using
aryl and heterocyclic moieties as linker groups.[110] The research
group focused on developing derivatives bearing hydroxamate
(71a–h) and 2-aminoanilide (82a–d) as ZBG, and the latter will
be discussed later in paragraph 3.2.

Considering the impact of the carbon chain length (71a–c)
on HDAC1 inhibiting properties, 71b and 71c, bearing a five
and a six-carbon chain, respectively, exhibited a relevant
inhibition activity against HDAC1, with compound 71b being
the most potent compound of the whole synthesized series
71a–h (IC50=9.2 nM). Compounds 71d and 71e, bearing a
double bond between the phenyl group and the hydroxamate,
exhibited strong HDAC1 inhibiting properties, showing an IC50

value in the double-digit nanomolar range (46.2 nM and
70.5 nM, respectively). The insertion of the 1,2,3-triazole ring in
compounds 71f–h led to good inhibiting HDAC1 properties
when the carbon chain length was four (71g) or five (71h)
membered instead of three carbons (71 f). The latter evidence
explains how increasing the carbon chain length influences the
inhibiting properties of 71f–h, with compound 71h being the
strongest of these series (IC50=23.5 nM). The antiproliferative
assays were conducted in LLC (Lewis lung cancer), CT-26
(mouse colon cancer), A549 (human lung cancer), HCT-116
(human colon cancer) and HT-29 (human colon cancer) cell lines
and a great part of 71a–h compounds (Table 31)exhibited
good antitumor suppressing activities, specifically against HCT-
116 cell line where compound 71c and 71e exhibited a
cytotoxic activity similar to the Vorinostat one, showing IC50

values in the submicromolar range (IC50=4.70 μM and IC50=

5.89 μM, respectively).

Table 26. Structures, inhibition data against HDAC6, and selectivity data of 1,3,4-triazole derivatives (64a–c).[103]

Inhibition activity IC50 (μM)

Compound X R R1 R2 HDAC6 HDAC6 selectivity (HDAC3/HDAC6)

64a CH2 – 0.333 16

64b CH2 – 0.368 24

64c S – 0.162 12

Table 27. Structures, inhibition data against HDAC6, and selectivity data of
tetrazole derivatives (65a–i).[103]

Inhibition activity
IC50 (μM)

Compound R HDAC6 HDAC6 selectivity
(HDAC3/HDAC6)

65a 0.026 35

65b 0.025 50

65c 0.001 75

65d 0.002 30

65e 0.009 189

65f 0.007 126

65g 0.025 157

65h 0.020 7

65 i 0.020 132

Figure 12. INCB024360 chemical structure.
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Shen et al.,[111] consequently to the identification of a lead
compound in a previous study,[112] introduced an isoxazole ring
in the linker region and obtained isoxazole-3-hydroxamates
derivatives with different cap groups, which are essential for
driving the selectivity toward HDAC6 isoform, as recently stated
by Zhang and colleagues.[113] Therefore, they synthesized
various compounds in order to achieve selectivity as well as
potency (72a–f).

As seen in Table 32, bulkier substituents increased the
inhibitory potency (72c and 72d more potent than 72a and
72b) but decreased the selectivity towards HDAC6. Moreover,
the replacement of the amide as a connecting unit with an

ether (72e) or an alkyl chain (72f) was detrimental for both
HDAC1 and !6 inhibition, suggesting that the amide group is
necessary for both potency and selectivity. The selected
compound 72b was docked into HDAC6 active site, and it was
found to form a bidentate coordination with the Zn2+ ion,
differently as it is reported for hydroxamates with an aryl linker
in HDAC6 catalytic cleft. Indeed, the isoxazole moiety slightly
shifts the distances between the atoms, creating a more stable
conformation that consequently binds in a bidentate fashion.
Furthermore, 72b did not affect cell cycle arrest, apoptosis, and
differentiation of human and murine melanoma cells but

Table 28. 1,3,4-oxadiazole derivatives as HDAC inhibitors (67a–c; 68a,b) and relative inhibition data against HDAC1 and HDAC6.[106]

Inhibition activity
IC50 (μM)

Compound R n HDAC1 HDAC4 HDAC6

67a 0 0.8 >20 0.06

67b 0 0.6 15.2 0.03

67c 1 0.2 >20 0.03

68a 0 9.9 >20 4.1

68b 1 0.2 7.8 1.2

Table 29. Structure and inhibition data against HDAC1, !2, !8 of novel 1,2,4-oxadiazole hydroxamate derivatives (69a–d).[108]

Inhibition activity
IC50 (μM)

Compound R HDAC1 HDAC2 HDAC8

69a 5.73 >10 0.20

69b 2.67 9.23 0.38

69c 8.32 >10 0.86

69d 3.53 7.69 0.23

Vorinostat 0.15 0.28 1.68
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enhanced the acetylation status of α-tubulin, confirming its
target engagement.[111]

Zhang and coworkers[114] introduced the 1,2,3,4-tetrahydroi-
soquinoline moiety in the linker region to develop HDAC
inhibitors with a more conformationally restricted structure
(Table 33). They obtained four series of compounds: the first
three (73–75) differ in the substitution both in the cap region
and in the nitrogen of the tetrahydroisoquinoline ring, and the
fourth series (76) derives from the condensation of the Cbz
group in a basic medium, obtaining a hydantoin-like tricycle.

The compounds were tested against the HDAC8 isoform,
and we can notice from the first two series of compounds (73,
74) that, in most of the cases, the Boc substituent is preferred
over the non-substituted form (compare 73a, 73b, and 73d
with 74a, 74b, and 74d, respectively). While this is not evident
for compounds bearing the naphthyl substituent, with 64c
without the Boc substitution having a lower IC50 value (1.06 μM)
than 73c (4.25 μM). This is probably due to the interactions the
naphthalene ring forms with HDAC8 without being restricted in
its rotation by the large Boc group (74c). 75a, the correspond-
ent Cbz analog of 73d and 74d, was more potent (IC50=

0.58 μM) than both compounds and the most active compound
in 73 series (73b, IC50=1.0 μM). This good inhibitory activity
was confirmed by docking studies, which pointed out the
multiple interactions, such as π-π stacking or hydrophobic
interactions, between both the tetrahydroisoquinoline ring and
the substituent in the cap group. The series of 76, instead,

Table 30. Structure and HDAC1, !2, !8 inhibition (IC50, μM) of novel 1,2,4-
oxadiazole hydroxamate derivatives (70a–g).[109]

Inhibition activity IC50 (μM)

Compound R HDAC1 HDAC2 HDAC8

70a 0.38 1.17 2.05

70b 0.35 1.56 2.38

70c 0.07 0.23 2.56

70d 2.18 >10 >10

70e 1.15 6.26 8.76

70f 0.12 0.51 1.92

70g 0.08 0.39 1.83

Vorinostat 0.15 0.28 1.68

Table 31. Structures, inhibition data against HDAC1, antiproliferative activity in LLC, CT-26, A549, HCT116, and HT-29 of HDAC/IDO1 dual inhibitors bearing
1,2,5-oxadiazole (71a–h).[110]

Inhibition activity
IC50 (μM)

Antiproliferative activity
IC50 (μM)

Compound R HDAC1 LLC CT-26 A549 HCT-116 HT-29

71a 0.308 >100 >100 >100 85.37 >100

71b 0.009 90.11 95.46 40.66 17.46 28.74

71c 0.048 56.58 97.45 36-03 4.70 14.88

71d 0.070 53.30 38.94 41.66 12.44 23.31

71e 0.046 21.64 12.79 25.56 5.89 14.15

71f 0.894 >100 >100 >100 37.53 >100

71g 0.066 >100 >100 >100 >100 >100

71h 0.023 35.95 90.18 45.48 29.44 23.88

Vorinostat 0.014 9.68 5.97 2.63 3.07 1.78
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exhibited almost no inhibition, probably due to the very rigid
structure of the condensed tricycle. Furthermore, the most
active compounds were evaluated for their anticancer proper-
ties against three cell lines (HCT116, SKOV3, and HL60).
Compounds 73b and 74c exhibited better antiproliferative
activity than Vorinostat, while 75a showed a low IC50 value,
probably due to the ester hydrolysis.[114]

In order to optimize the chemical properties of a previously
identified compound[115] (R306465, Figure 13), which exhibited
potent antitumor activity but poor solubility, Angibaud et al.[116]

explored the SAR around novel hydroxamic acids containing a
2-piperazinyl-pyrimidyl linker by synthesizing a series of novel
derivatives (77a–g, Table 34).

Looking at Table 34, neither the substitutions on the phenyl
ring nor the stereochemistry of the carbon directly linked to the
nitrogen of the piperazine influence the inhibitory activity,
measured using nuclear extract of HeLa cells rich in HDACs,
since all the synthesized compounds have IC50 values in the
range of low nanomolar. Moreover, the substitution of the

hydroxyl group, obtaining compound 77g, did not exhibit
changes in the inhibitory activity, suggesting that the hydroxyl
moiety might not interact with the hydrophobic residues in the
linker region of HDACs. Of note, the compounds were more
soluble than the lead compound previously identified, and their
antiproliferative activity against A2780 cells correlated with
their inhibitory potency, being in the low micromolar range.[116]

Rossi and coworkers[117] conducted a similar study applying
a systematic approach to investigating the potential inhibitory
activity of novel compounds bearing alkyl-piperazine and
piperidine moieties as linkers (Table 35).

From previous results, the propyl chain connecting the ZBG
and either the piperazine or the piperidine moieties resulted in
the optimal length. Therefore, they synthesized 4-propylpiper-
idinyl (78a–f) or 4-propylpiperazinyl (79a–d) hydroxamate
derivatives with different connecting units and different sub-
stituents in the cap region. It was demonstrated that the series
of 79, with the piperazine linker, inhibited the enzyme poorly.
Hence, IC50 values were determined only for the series of 78
with the piperidine linker, showing that the urea analogs
(78e,f) were the most potent in comparison with the amide
ones (78c,d) and sulfonamide (78a,b) ones. Again, 78e,f
displayed the best anticancer activity in antiproliferative assays
against HCT-116 cells.[117] These data are a valuable starting
point to further investigate the SAR of these compounds, for
example inserting various substituents on the phenyl group,
which might influence the inhibitory activity.

Table 32. Structures and inhibition data against HDAC1 and HDAC6 of isoxazole-3-hydroxamate derivatives (72a–f).[111]

Inhibition activity IC50 (μM)

Compound R X HDAC1 HDAC6

72a >30 0.19

72b 31.5 0.075

72c 3.03 0.010

72d 2.04 0.024

72e >30 0.20

72f >30 1.98

Figure 13. R306465 chemical structure.
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3.2. Benzamide–based HDAC Inhibitors

Benzamide-based inhibitors represent a vast class of molecules
among the HDAC inhibitor family. These molecules contain an
N-(2-aminophenyl) benzamide moiety that has a central role in
the HDAC mechanism of inhibition. This moiety provides an
enhanced selectivity towards HDAC1-3 inhibition compared to
the lack of HDAC selectivity presented by hydroxamic acid
derivatives. In particular, HDACi-bearing benzamide moieties
are known for their lack of inhibition activity towards HDAC6
and HDAC8 isoforms.[118] Analyzing their binding mode is
helpful to understand the selectivity of benzamide inhibitors
further. The evidence of a molecular docking study done with
Entinostat and histone deacetylase-like protein (HDLP) reported
that the former can bind HDLP differently from the one shown
by Vorinostat and TSA.[119] The results revealed that Entinostat
binds the enzyme at the entrance of his active pocket. The

middle benzene is involved in bonds with Phe141 and Phe198
phenyl rings; the 2’-amino group is engaged in a hydrogen
bond with the hydroxy group of Tyr91 or Glu92, and the
pyridine nitrogen interacts with a hydrogen bond to the ionized
amino group of the side chain of Lys267. The Entinostat middle
benzene creates a sandwich structure with Phe141 and Phe198
aromatic rings (Figure 14) that blocks the entrance of the
acetylated histone lysine in the HDAC catalytic site.

This allows us to understand that benzamide HDAC
inhibitors are localized in the narrowest area of HDAC1 and !2
active pockets during their inhibition mechanism. Crystallo-
graphic analysis conducted on eutectic structures of HDAC2-
inhibitor reports that the o-amino group, along with the
carbonyl oxygen, is involved in Zn2+ chelation, allowing HDAC
inhibition.[120] Thanks to the bonds with the specific residues of
HDAC1 and HDAC2, it is possible to explain the benzamide
inhibitor selectivity towards class I HDAC.[120–121] Considering the

Table 33. Structures and inhibition data against HDAC8 of novel 1,2,3,4-tetrahydroisoquinoline-3-hydroxamate derivatives (73a–d; 74a–d; 75a; 76a,b).[114]

Inhibition activity IC50 (μM)

Compound R1 HDAC8

73a 1.29

73b 1.00

73c 4.25

73d 2.67

74a 8.21

74b 5.57

74c 1.06

74d 4.07

75a 0.58

76a >50

76b >50
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N-(2-aminophenyl)benzamide efficacy in HDAC1 and !2 inhib-
ition, it is clear the involvement in clinical trials of the
benzamide derivatives discussed previously (Chidamide, Moce-
tinostat, Entinostat). Despite their selectivity, which can reduce
adverse effects, bearing a free and exposed amino group can
potentially be toxic in vivo, limiting their usage and, therefore,
their clinical applications.[50a,122]

Modifying the 2-amino anilide moiety by the insertion of
aryl rings has proven effectiveness in obtaining derivatives that
are selective inhibitors against HDAC1/2, with no observed
inhibition of HDAC3. Studies conducted by Merck have led to
the discovery that conferring HDAC1/HDAC2 selectivity over
HDAC3 is achievable by adding a 5-phenyl or 5-thienyl
substituent to the o-aminoanilide zinc-binding group (ZBG) of
HDAC inhibitors.[71b,c] As evident in the X-ray structure of
BRD4884-HDAC2[123] (Figure 15), the aryl group interacts with
the enzyme’s internal cavity, explaining the high selectivity of
5-aryl aminoanilide-containing HDACi. In contrast, the corre-
sponding internal cavity of HDAC3 contains a bulkier tyrosine
residue, which obstructs access to HDAC inhibitors containing
5-aryl benzamide ZBG.

From this evidence, over the years, many research groups
have dedicated their activities to optimizing the N-(2-amino-
phenyl) benzamide scaffold by developing many promising
derivatives. Considering the known HDAC pharmacophore, to
obtain more specific and potent derivatives, in the last decades,
researchers have tried to achieve this aim by developing
derivatives with a heterocyclic or bicycle heterocyclic structure
as a linker, CAP, or CU group. Heterocyclic moieties have gained
much importance in medicinal chemistry thanks to their high
biocompatibility and their comprehensive therapeutic
values.[124] Heterocyclic compounds, such as 5-membered and 6-
membered rings, or fused ring systems, play a crucial role in
optimizing new drug molecules with better potency and lowest
toxicity.[125] Furthermore, rings containing an N, O, or S atom
have emerged as a focal point in synthetic chemistry for
developing new medicinal compounds due to their immense
therapeutic potential. Hence, introducing them into the HDACi
scaffold may represent a successful approach to obtaining more
potent inhibitors.

Besides the hydroxamate-based HDACi discussed in para-
graph 3.1, Valente et al. have also focused on developing 1,3,4-
oxadiazole containing 2-aminoanilides. The new series of 2-
aminoanilides 70a–d and 71a,b have been tested as HDACi to
assess their capability to induce cell cycle arrest, apoptosis, and/
or cytodifferentiation in human leukemia U937 cells.[106]

In the enzymatic assays, compounds 80a–d and 81a,b have
been tested by determining their IC50 values against human
HDAC1, HDAC4, and HDAC6 (Table 36) using Vorinostat as
reference drug. The cinnamic derivative bearing 1-naphthyl ring
(80a) displayed higher inhibitory potency than the other
derivatives towards HDAC1 inhibition (IC50=1.0 μM). However,
the most promising results against HDAC1 are shown by the
benzoic derivatives (81a,b). 81a displayed the same HDAC1
inhibitory potency as Vorinostat (IC50=0.3 μM) while 81b
displayed higher HDAC1 inhibitory potency than Vorinostat
(IC50=0.2 μM). For all the derivatives (80a–d and 81a,b) no

Table 34. Structures and inhibition data of novel 2-piperazinyl-5-pyrimid-
yl-hydroxamic acids (77a–g).[116]

Inhibition activity IC50 (nM)

Compound R R1 HDAC
(HeLa extract)

77aa !CH2OH !H 1.0

77bb !CH2OH !H 1.8

77c !CH2OH 4-OCH3 0.95

77da !CH2OH 4-F 1.5

77eb !CH2OH 4-F 1.2

77f !CH2OH 4-Cl 1.2

77g !CH3 -H 1.7

a (+) enantiomer; b (!) enantiomer.

Table 35. Structures and inhibition data of novel 4-propylpiperidinyl and
4-propylpiperazinyl hydroxamate derivatives (78a–f; 79a–d).[117]

Inhibition
activity
IC50 (μM)

Compound Y R HDAC
(HeLa extract)

78a 0.54

78b 0.84

78c 1.39

78d 0.26

78e 0.10

78f 0.09

79a 19a

79b 50a

79c 30a

79d 52a

a % of inhibition using an enzymatic assay measuring total HDAC activity
in HeLa cell extracts at a concentration of 50 μM.
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Figure 14. Representation of Entinostat’s binding mode in the active site of HDAC enzyme (PDB: 1 C3S, crystal structure of an HDAC homolog, HDLP, with
Vorinostat).[119]

Figure 15. (a) Representation of BRD4884 binding mode in HDAC2 active site (PDB: 5IWG). The 2’-amino benzamide moiety coordinates the Zn2+ ion (green)
while the biphenyl chain fits perfectly in the specific HDAC2 internal cavity (interactions with aminoacids not shown);[123] (b) BRD4884 chemical structure.

Table 36. Structures and inhibition data against HDAC1, !4, !6 of 1,3,4-oxadiazoles (80a–d; 81a,b).[106]

Inhibition activity
IC50 (μM)

Compound R n HDAC1 HDAC4 HDAC6

80a 0 1.0 >20 >20

80b 0 2.4 >20 >20

80c 0 1.5 >20 >20

80d 1 4.1 >20 >20

81a – 0 0.3 >20 16.1

81b – 1 0.2 >20 8.9

Vorinostat 0.3 8.8 0.06
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inhibitory activity was shown against HDAC4, while the benzoic
derivatives (81a,b) showed little inhibitory effects against
HDAC6. In western blot experiments, 80d, 81a, and 81b
displayed the most promising effects on histone H3 acetylation,
and unexpectedly, the high level of α-tubulin acetylation did
not correlate with the low HDAC6 inhibition potency. 81b
exhibited higher cyclin-dependent kinase inhibitor (p21) in-
duction than Vorinostat and displayed the most promising
results in U937 cells as a pro-apoptotic and/or cytodifferentiat-
ing agent exhibiting the same potency as Entinostat in
cytodifferentiation. 81b displayed single-digit micromolar anti-
proliferative activity against SW620 colon adenocarcinoma
(IC50=6.7 mM) and against five AML cell lines (IC50 [U937]=
1.8 μM, IC50 [HL60]=2.8 μM, IC50 [HEL]=2.0 μM, IC50 [KG1]=
1.8 μM, IC50 [MOLM13]=1.6 μM) being more potent than
Vorinostat in leukemias. 81b has been tested in combined
administration with doxorubicin, being more effective than the
Vorinostat-combination in inhibiting U937 cell proliferation.
These results allow to correlate specific HDAC1 inhibition with
induction of apoptosis, cell differentiation, and cell growth
arrest.

As discussed in the previous paragraph 3.1, Fang et al.
developed a series of HDAC-indoleamine 2,3-dioxygenase 1
(IDO1) dual inhibitors by merging Mocetinostat and
INCB024360. Among the synthesized compounds are 82a–d,
bearing the 2-aminoanilide as ZBG. As reported in Table 37, in
the enzymatic assays, the meta orientation 82a is less favored
than the para one 82b, which showed the highest inhibitory
activity against HDAC1 (IC50=0.0665 μM), being the most
promising derivative of the synthesized series. When the phenyl
group of the latter compound was substituted with a thiophene
(compound 82c) or a pyridine (compound 82d) the HDAC1
inhibiting activity decreased (IC50=1.4 μM and IC50 =0.604 μM
respectively). The antiproliferative assays were conducted in

LLC (Lewis lung cancer), CT-26 (mouse colon cancer), A549
(human lung cancer), HCT-116 (human colon cancer), and HT-29
(human colon cancer) cell lines and compounds 82a–d
exhibited antitumor suppressing activities, specifically against
HCT-116 cell line where compound 82b showed a Vorinostat
comparable antitumor activity (IC50=5.12 μM) establishing itself
as the most promising benzamide derivative in antiproliferative
assays. In an additional HCT-116 cell growth assay, 82b-
associated apoptosis was confirmed as a mechanism of cell
inhibition growth. From the promising results obtained with
82b, the research group further investigated its inhibitory
potency against HDAC2, !3, !4, !6, and !8 isoforms. The IC50-
values against HDAC2, !3, and !6 were found to be within the
submicromolar range (IC50=0.179 μM, 0.045 μM, and 0.070 μM,
respectively), classifying 82b as a pan-HDAC inhibitor. Further-
more, 82b was evaluated in an in vivo LLC xenograft tumor
model showing good antitumor potency.

As discussed before, Cai et al. investigated the role of 1,2,4-
oxadiazole isomers in HDACi structure by synthesizing com-
pounds 83a–j.[108] As indicated in Table 38, all the synthesized
compounds were assayed for their inhibitory potency against
HDAC 1, !2, and !8 isoforms using Vorinostat and Entinostat
as reference compounds. All the synthesized aminobenzamide
derivatives 83a–j exhibited submicromolar inhibitory activities
against HDAC1 and !2, while no relevant HDAC8 inhibitory
activity was exerted. Among them, compounds 83b and 83e
showed HDAC1 selectivity (IC50 =0.07 μM and IC50 =0.06 μM,
respectively) being, respectively, 2.5-fold or 4.5-fold more
selective of HDAC1 than HDAC2 (IC50=0.150 μM and IC50=

0.320 μM, respectively). In antiproliferative assays conducted
against human acute monocytic myeloid leukemia cell line
(U937), human lung cancer cell lines (A549 and NCI!H661),
human breast cell line (MDA-MB- 231), and human colon cancer
cell lines (HCT116) growth inhibitory cell activity related to the

Table 37. Structures, inhibition data against HDAC1, antiproliferative activity in LLC, CT-26, A549, HCT116, and HT-29 of HDAC/IDO1 dual inhibitors bearing
1,2,5-oxadiazole (72a–d).[110]

Inhibition activity
IC50 (μM)

Antiproliferative activity
IC50 (μM)

Compound R HDAC1 LLC CT-26 A549 HCT-116 HT-29

82a 0.632 31.38 25.51 27.76 16.18 46.42

82b 0.066 17.62 59.84 16.73 5.12 11.71

82c 1.42 18.34 38.82 14.52 7.12 20.26

82d 0.604 15.13 23.3 20.65 6.36 12.24

Vorinostat 0.014 9.68 5.97 2.63 3.07 1.78
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83a–j diverse substitution of C3-1,2,4-oxadiazole was observed.
Table 38 will report only the most significant antiproliferative
data against A549, U93,7, and NCI!H661 cell lines. The
introduction of an electron-withdrawing substituent at the
benzene, such as p-nitrobenzene (83e), p-fluorobenzene (83g),
o/p-chlorobenzene (83b and 83h, respectively), or led to the
most significant cell growth inhibition in benzamide series, in
particular 83b, 83e and 83h exhibited more potent cytotoxic
effects than Vorinostat and Entinostat, used as reference
compounds, against U937 cancer cell lines. When 1,2,4-
oxadiazole 3-position was substituted with benzene isoster (83 i
and 83 j), a decreased antiproliferative potency was observed,
suggesting that (substituted)-benzene was preferred. However,
all compounds showed low growth inhibitory activity against
A549 and NCI!H661 lung cancer cell models. Indeed, com-
pounds 83b, 83e, and 83h showed higher inhibitory activities
than Vorinostat and Entinostat against human acute monocytic
myeloid leukemia cell lines U937.

Among the oxa-aza heterocycles, the oxazoline introduction
in HDACi was investigated. Marson and colleagues reported
their library of mocetinostat derivatives where substituted
unsaturated chiral oxazoline was introduced as a cap group to
obtain a better solubility compared to the low solubility given
by the pyrimidine of mocetinostat.[126] As shown in Table 39,
among all the 2-(arylmethylamino)-4-aryl-substituted dihy-
drooxazole series (84a–o), HDAC3 inhibition in low micromolar

range was observed (IC50=0.024!0.040 μM). However, enan-
tiomers (R) and (S) 84d showed an absolute configuration-
related HDAC1 inhibition, with the (4R)-enantiomer being 6-fold
more potent than (S), while HDAC2 and HDAC3 inhibition was
similar. An analogous example was displayed by the enantio-
meric pair of 2- (arylmethylamino)-5-aryl dihydrooxazoles 84k,
with the (5R)-enantiomer being 5-fold more potent than (5S) in
HDAC1 inhibition. While (R)-84k displayed HDAC1 inhibition in
the nanomolar range (IC50=0.076 μM) (S), 84k showed HDAC2
preferential inhibition (IC50 =0.094 μM). About the diastereoiso-
meric 4,5-diphenyl-4,5-dihydrooxazoles 84m and 84n, potent
HDAC3 inhibition was demonstrated by 84n, being the most
potent derivative (IC50 =0.006 μM) displaying a 13- and 18-fold
selectivity over HDAC1 and HDAC2, respectively. A comparison
between 84n and 84d highlighted the effects given by the
additional phenyl group of 84n, which showed an increase of
5-fold in the inhibition of HDAC3. The latter results are probably
related to an extended lipophilic region of HDAC3 that can
accommodate the cis-84n 1,2-diphenyl unit. Additional enzy-
matic assays conducted on 84n against HDAC4, !5, !6, !7,
and !9 displayed IC50 >100 μM, confirming its class I HDAC
selectivity. SAR analysis highlighted that the introduction of the
benzyl substituent (84c, 84 j) conferred better inhibition of
HDAC1 (IC50=0.70 μM and 0.20 μM, respectively) and HDAC2
(IC50=0.2 μM and 0.13 μM, respectively) than the one given by
the corresponding phenyl substituted derivatives (84a, 84d).

Table 38. Structures, inhibition data against HDAC1, !2, !8 and antiproliferative activity in A549, NCI!H661, U937 of 1,2,4-oxadiazoles (83a–j).[108]

Inhibition activity
IC50 (μM)

Antiproliferative activity
IC50 (μM)

Compound R HDAC1 HDAC2 HDAC8 A549 NCI!H661 U937

83a 0.28 0.53 >10 10.83 11.79 1.63

83b 0.07 0.32 >10 7.92 3.33 0.38

83c 0.21 0.56 >10 9.81 7.39 0.97

83d 2.75 5.93 >10 >100 23.49 2.58

83e 0.06 0.15 >10 6.39 4.73 0.52

83f 0.18 0.29 >10 7.95 5.77 1.09

83g 0.11 0.28 >10 10.69 4.36 1.25

83h 0.09 0.43 >10 13.52 8.00 0.43

83 i 3.85 4.39 >10 >100 35.83 5.96

83 j 5.26 8.37 >10 >100 >100 10.97

Vorinostat 0.15 0.28 1.68 1.65 0.13 2.83

Entinostat 0.39 0.65 >10 5.41 2.19 0.55
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Table 39. Structures and inhibition data against HDAC1, !2, !3, !6, and !8 of 2-aminoanilide containing oxazolines (84a–o).[126]

Inhibition activity
IC50 (μM)

% of inhibition

Compound R HDAC1 HDAC2 HDAC3 HDAC8 HDAC6a

84a 1.2 0.36 0.066 9.5 54%

84b 13%b 0.61 0.056 112 62%

84c 0.70 0.25 0.071 88.0 60%

(S)–84d 0.53 0.18 0.040 14.7 66%

(R)–84d 0.082 0.18 0.033 80.7 69%

84e 20%b 0.34 0.034 82.1 67%

84f 0.29 0.23 0.018 83.3 13%

84g 0.24 0.24 0.024 52.2 70%

84h 0.19 0.15 0.034 33.9 68%

84 i 0.26 0.43 0.031 111 62%

84 j 0.20 0.13 0.041 63.0 72%

(R)–84k 0.076 0.192 0.011 173 74%

(S)–84k 0.39 0.094 0.035 72%

84 l 21%b 0.40 0.055 61%

84m 28%b 0.28 0.12 67%

84n 0.080 0.11 0.006 71%

(S)-84o 0.078 0.16 0.021 67%
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However, no advantage was achieved regarding HDAC3
inhibition. The previous trends were also observed with the 4-
(1H- imidazolylmethyl)-4,5-dihydrooxazole enantiomers (R)- and
(S)-84o. All compounds showed low inhibition of HDAC6. In
biochemical assays, increased histone H3 K9 acetylation in U937
and PC-3 cancer cell lines induced by 84g, (S)-84k, (R)-84k
compounds were observed.

Literature evidence suggests that structural optimization of
well-known benzamide-based HDACi by replacement of bicyclic
heteroaryl rings as CAP group gave promising effects in
inhibiting HDACs.[127]

From this evidence, Nepali and colleagues focused on
optimizing Entinostat and Chidamide by developing a deriva-
tive series in which their carbamate and acrylamide groups
were replaced by purine/purine isostere as cap group.[128]

The synthesized compounds (85a–k) were assayed in vitro
to assess their cytotoxic effects against triple-negative breast
cancer cells (MDA-MB-231), known for their high expression of
HDAC2 and HDAC3,[129] and human hepatocellular carcinomas
(HCCs), characterized by an HDAC1-3 overexpression.[130] The
results from these tests led the research group to conduct a
structure-activity relationship (SAR) study, indicating superior
antiproliferative properties for the derivatives bearing a 2-amino
substituted purine (85g, 85k) over a 2-chlorine substituted
purine (85a, 85e). Significant cytotoxicity was observed when a
3-chloro-4-fluoro-aniline was introduced in the 6-position of the
purine core (compare 85a to 85b). The introduction of 4-
methyl-1H-pyrazol-3-yl ring induced higher cell growth inhib-
ition (compare 85a and 85d). When the purine core was
replaced with his isostere (7H-pyrrolo[2,3-d]pyrimidine), lower
cytotoxic effects were observed (85e, 85 f, 85 j), confirming
purine core as the strongest moiety as cap group in the
developed series. The most promising results were shown when
3-chloro-6-fluoro aniline (6-position) was incorporated in
purine-based benzamide with an amine group in 2-position
(compound 85h). 85h displayed the strongest cytotoxic effects
against MDA-MB-231 and HCCs cell lines with IC50 of 1.48 μM
and 2.44 μM; respectively. Replacement with 3,5-dimethoxy
aniline (85 i) led to decreased antiproliferative effects. In the
enzymatic assays (Table 40), the synthesized compounds
showed a selective inhibiting behavior against HDAC1 and

HDAC2 isoforms. Compounds 85c, 85d, 85g, 85h, 85 i, and 85 j
showed higher HDAC1 inhibition potency than Entinostat, used
as reference compound. The best inhibition rate was exhibited
by 3,5-dimethoxyaniline substituted compound 85 i, which
displayed HDAC1 and HDAC2 inhibition in the nanomolar range
(IC50=0.0239 μM and 0.179 μM, respectively) even if a reduction
in inhibiting MDA-MB-231 growth were shown in an antiproli-
ferative activity assay. Compound 85h exhibited an Entinostat-
comparable inhibition potency against HDAC1 and HDAC2
(IC50=0.108 μM and 0.585 μM, respectively), being 5-fold more
selective towards HDAC1, probably thanks to the interaction
established by its cap group as confirmed by docking study.[131]

Compound 85h was also evaluated against three leukemic cell
lines, displaying IC50 values in the low micromolar range and
more cytotoxic effectiveness when compared to Vorinostat,
used as reference compound. Based on this evidence, in vivo
assays were conducted in a human MDA-MB-231 breast cancer
xenograft model wherein compound 85h displayed promising
antitumor efficacies.

Considering the promising results obtained from 2-amino-
anilide HDACi bearing purine ring, Mao et al. designed and
developed a derivative series in which purine moiety was
included as cap group in an Entinostat-like structure.[132] Among
the synthesized compounds (86a–j, 87a–e), different substitu-
tions and lengths of spacer between the linker and cap group
were utilized for a SAR investigation. Total HDAC inhibitory
assays were conducted, and compounds 86 i, 86 j, and 87d
exhibited similar Entinostat and Vorinostat inhibitory activities
(Table 41). In particular, 86 j showed the lowest IC50 value
(0.0275 μM), then being the most potent. When butylamine
substitution was inserted at C6-purine position (86b, 86d, 86 f,
87d) higher HDAC inhibition potency than the C6-homologous
derivatives was displayed (IC50=2.04, IC50=1.01, IC50=1.28 and
IC50=0.95 μM, respectively). Considering the aniline ring, better
inhibition potency against HDAC was exhibited when no
substituents were included (compare 86g–j to 86a–f); for
example, 86 j showed 74- and 46-fold higher potency than the
corresponding aniline substituted derivatives (86b, 86d, 86 f).
This SAR evidence underlines how anilide must not be
substituted to obtain more potent derivatives in HDAC-
inhibiting terms. Furthermore, elongation of the spacer by

Table 39. continued

Inhibition activity
IC50 (μM)

% of inhibition

Compound R HDAC1 HDAC2 HDAC3 HDAC8 HDAC6a

(R)-84o 0.13 0.29 0.018 61%

Mocetinostat 0.098 0.022 0.045 68%

aPercentage inhibition at 20mM;bPercentage inhibition at 0.2 μM.
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butanamide introduction (87a–e) caused lower HDAC inhibiting
potencies than the corresponding methylene-spacing deriva-
tives (86a–j). Considering the notable HDAC inhibiting proper-
ties of 86g–j, Mao and colleagues further evaluated their HDAC
isoform specificity by doing enzymatic assays against HDAC1,
!3, !8, !6, !4. The tested compounds exhibited HDAC1
selective inhibiting potency, wherein 86 j showed the best IC50

value (0.055 μM), being 12-fold more potent than Entinostat
against HDAC1. In general, 86g–j also exhibited HDAC3/8
inhibiting activity in the micromolar range (IC50$1 μM, data not
shown), but low or absent activities against HDAC6/8 were
shown (IC50 >10 μM and >100 μM, respectively; detailed data
not shown). The latter evidence allows to consider 86g–j as

specific class I HDAC inhibitors. Compounds 86g–j and 87a–e
were also evaluated in antiproliferative assays against HCT-116
(colon carcinoma), MDA-MB-231 (breast cancer), HepG2 (hep-
atocellular carcinoma), A549 (human pulmonary epithelial cells),
SGC7901 (human gastric cancer) and K562 (leukemia). Here, we
will focus on breast cancer cell lines antiproliferative data
(Table 41). 4-fold to 40-fold higher cytotoxic activity than
Entinostat and Vorinostat was exhibited by compounds 86g–j
against the MDA-MB-231 cancer cell line with IC50 values in the
low micromolar range, wherein compound 86 j displayed the
most promising antiproliferative activity among the developed
series. Compounds 86g–j exhibited low cytotoxic effects, thus
confirming the previous evaluation obtained from the HDACs

Table 40. Structures, inhibition data against HDAC1 and !2, and antiproliferative activity in MDA-MB-231 of 2-aminoanilide bearing purine/purine isosteres
(85a–k).[131]

Inhibition activity
IC50 (μM)

Antiproliferative activity
IC50 (μM)

Compound X Y,Z,R HDAC1 HDAC2 MDA-MB-231

85a !Cl Y=Cl
Z=N
R=H

NA NA >8

85b
Y=Cl
Z=N
R=H

0.685 3.78 3.24

85c
Y=Cl
Z=N
R=H

0.182 1.45 >8

85d
Y=Cl
Z=N
R=H

0.165 0.739 4.64

85e !Cl Y=Cl
Z=C
R=H

0.862 6.51 7.65

85f
Y=Cl
Z=C
R=H

NA NA >8

85g !Cl Y=NH2

Z=N
R=H

0.271 0.761 3.08

85h
Y=NH2

Z=N
R=H

0.108 0.585 1.48

85 i
Y=NH2

Z=N
R=H

0.024 0.179 3.17

85 j
Y=NH2

Z=C
R=H

0.093 1.46 5.32

85k !Cl Y=NH2

Z=C
R=F

1.23 1.15 3.78

Entinostat – 0.544 0.613 2.60
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inhibitory assays. These data confirmed the previously discussed
data about the higher HDAC inhibition that purine introduction
in benzamide inhibitors confers.

As mentioned in the previous paragraph 3.1, quinazoline
ring has been used to develop heterocycle-bearing HDAC
inhibitors. Vaisburg et al. further investigated quinazoline-based
HDAC inhibitors by creating a series of N-(2-amino-phenyl)-4-
(heteroarylmethyl)-benzamides (88a–h, 89a–c). Initially, this
research group devised a series of 4-quinazolinone derivatives
to explore the potential of this ring as a cap group (compounds
88a and 88b).[133] Subsequently, they synthesized a derivative
series incorporating 2,4-quinazolindione (compounds 88c–h).
All compounds exhibited recombinant HDAC1 inhibition activity
within the (sub)micromolar range (IC50 0.1–1.0 μM), demonstrat-
ing substantial in vitro antiproliferative activities in HCT116
cancer cell lines (Table 42). Moreover, these compounds
induced the expression of the cyclin-dependent kinase inhibitor
p21WAF1/Cip1 and caused apoptosis in the HCT116 human colon
cancer cell line (data not shown).

The research efforts of Vaisburg and collaborators also
extended to developing thienopyrimidine-based HDAC inhib-
itors (compounds 88a–c). These compounds displayed similar
in vitro inhibitory potencies compared to their quinazolinone
analogs (compounds 88a, 88c, and 88e). However, the most
promising profile emerged with compound 89b, which ex-
hibited HDAC1 inhibiting potency in the dual-digit nanomolar

range (IC50=0.06 μM) and demonstrated significant antitumoral
activity in in vivo A549, DU145, and HCT116 human tumor
xenograft models showing tumor growth inhibition of 55%,
67%, and 61%, respectively.

Among the diverse substitutions investigated as cap groups,
the integration of thioquinazolinone onto the 2-aminoanilide
HDACi moiety was explored. Converso’s research group
reported the cell cycle checkpoint kinase 1 (Chk1) inhibiting
properties of thioquinazolinones.[134] Given the scientific evi-
dence surrounding the cancer-related effects linked to compro-
mised Chk1 function, Cheng et al. developed promising deriva-
tives of 2-aminoanilide, incorporating the thioquinazolinone
pharmacophore as a cap group (90a–i, 91a–f).[135] Here, we
discuss the cytotoxic activity of derivatives bearing the
thioquinazolinone group that was assayed for their antiprolifer-
ative activity across five human cancer cell lines: malignant
melanoma (A375), cervical cancer (HeLa), lung cancer (A549),
colorectal cancer (HCT116), and hepatocellular carcinoma
(SMMC7721). Compound 90a exhibited cytotoxic effects ex-
clusively against SMMC7721 cell lines. Variations in the R1 alkyl
chain‘s length, as in the compounds 90a, 90d–f and 9 i,h,
resulted in different cytotoxicity, with the shorter carbon chain
in compound 90b displaying the highest antiproliferative
activity. 90c, containing a 2-chlorophenyl group, demonstrated
higher cytotoxicity than its 4-chlorophenyl analog (90d).
Regarding the R substitution, it was observed that the 7-

Table 41. Structures, inhibition data against total HDACs and HDAC1, and antiproliferative activity in MDA-MB-231 of 2-aminoanilides bearing purines (86a–
j; 87a–e).[132]

Inhibition activity
IC50 (μM)

Compound R R1 Total HDACs HDAC1 MDA-MB-231

86a !NH(CH2)2CH3 !Br 9.26 – –

86b !NH(CH2)3CH3 !Br 2.04 – –

86c !NH(CH2)2CH3 !CH3 3.13 – –

86d !NH(CH2)3CH3 !CH3 1.01 – –

86e !NH(CH2)2CH3 !F 4.41 – –

86f !NH(CH2)3CH3 !F 1.28 – –

86g !NHCH3 !H 1.48 0.077 0.24

86h !NHCH2CH3 !H 1.64 0.093 0.06

86 i !NH(CH2)2CH3 !H 0.574 0.309 0.05

86 j !NH(CH2)3CH3 !H 0.027 0.055 0.50

87a !NHCH3 !H 5.02 – 15.46

87b !NHCH2CH3 !H 2.31 – 17.48

87c !NH(CH2)2CH3 !H 1.26 – 28.39

87d !NH(CH2)3CH3 !H 0.95 – 5.64

87e !NH(CH2CH3)2 !H 3.91 – 11.06

Entinostat – – 0.524 0.686 4.63

Vorinostat – – 0.104 0.060 1.54
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methoxy substitution (90b) led to higher antiproliferative
activity than the corresponding electron-withdrawing substitu-
ents 7-fluoro (90e), 7-chloro (90h), and 7-bromo (90 i). Within
the 91a–f series carrying a phenylacrylamide group, all
compounds except for compound 91b exhibited no cytotoxic
effects. Here, we present the IC50 values (Table 43) of com-
pounds 90c, 90 i, 90b, and 91b, which demonstrated promising
antiproliferative effects in the single to double-digit micromolar
range against A375, A549, and SMMC7721 cell lines. Antiproli-
ferative activity data (% of growth inhibition) of the previously
discussed compounds against A375, A549, and SMMC7721 are
reported in Table 43. Given the notably high cytotoxicity
exhibited by these compounds (90b, 90c, 90 i, and 91b),
further evaluations were conducted to assess their activity
against the HDAC1, HDAC2, and HDAC6 isoforms. Compound
90b, containing a methyl group in N2-thioquinazolone,
displayed excellent inhibitory activity against HDAC1 and
HDAC2 (IC50 =0.01 μM and IC50=0.16 μM respectively), exhibit-
ing a 4000-fold selectivity towards HDAC1 compared to HDAC6.
Similarly, compound 91b demonstrated 400-fold and 222-fold
inhibition potency against HDAC1 and HDAC2, respectively,
compared to HDAC6, while compounds 90c and 90 i showed
inhibition potencies similar to Entinostat against HDAC1 and
HDAC2 (IC50 [HDAC1]=0.38 μM and 0.29 μM, IC50 [HDAC2]=
0.61 μM and 0.53 μM respectively).

Furthermore, compounds 90b, 90c, 90 i, and 91b exhibited
suppression of cell migration and reduced colony formation in
SMMC7721 cell lines. Additionally, these compounds promoted
cell apoptosis more effectively than Entinostat in the same cell
lines. Among the developed derivatives, compound 90b
garnered significant attention due to its potent in vivo anti-
tumor efficacy and low toxicity demonstrated in A549 xenograft
mice models.

The research group led by Zhang investigated the quinazo-
linyl ring as a substitution for benzamide in HDACi. They
designed and developed a derivative series of HDACi, where
quinazoline was incorporated as a cap group. Specifically, the
research team modified the Entinostat structure by replacing its
pyridinyl carbamate moiety with a substituted 4-
aminoquinazoline.[136] The developed series (92a–n) underwent
enzymatic assays against the HDAC1 isoform. The resulting data
were evaluated via an in-depth SAR analysis. As reported in
Table 44, the C2-quinazoline substituted derivatives (92a–d)
displayed lower HDAC1 inhibiting potency compared to the
reference compound Entinostat. For instance, compounds 92a,
92c, and 92d were inactive with IC50 values over 500 μM, while
compound 92b was 5-fold less potent than Entinostat (IC50

=3.26 μM and 0.668 μM, respectively). The absence of quinazo-
line substitutions (92e) resulted in more potent HDAC1
inhibitory activity (IC50=0.212 μM) than Entinostat. Upon learn-

Table 42. Structures, inhibition against HDAC1 and antiproliferative activity in HCT116 of N-(2-amino-phenyl)-4-(heteroarylmethyl)-benzamides (88a–h;
89a–c).[133]

Inhibition activity
IC50 (μM)

Antiproliferative activity
IC50 (μM)

Compound R R1 HDAC1 HCT116

88a !H – 0.1 0.4

88b !CH3 – 0.08 0.6

88c – !H 0.06 0.8

88d – !CH3 0.1 0.7

88e – !CH2CH3 0.2 0.4

88f – 0.3 1

88g – 0.4 1

88h – 0.1 0.8

89a – – 0.2 0.7

89b – !H 0.06 0.4

89c – !CH2CH3 0.3 0.8
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ing that the C2 position of quinazoline should remain
unsubstituted and considering the promising data from 92e,
Zhang et al. developed a series where C6 and C7 substitutions
were explored (92f–n). Table 44 demonstrates that the HDAC1
inhibitory potency was directly correlated with the position and
size of the substituents within the synthesized series. Introduc-
ing halogens (92h, 92 i, 92 l) resulted in slightly lower inhibitory
potency compared to the most potent compound 92e, with
compound 92 l displaying an IC50 value (0.396 μM) closer to the
best compound in the developed series (92e). A similar trend of
significantly reduced inhibitory potency was observed when
bulkier substituents (92m, 92n) were used. The research group
also investigated the 2-amino-4-fluorophenyl group or 2-amino-
4-pyridyl group as ZBG (compounds 92f, 92g, 92 j, and 92k)
but lower potency than the corresponding derivatives with 2-
aminophenyl substitution at the same positions was observed
(compounds 92e and 92 i). Based on the HDAC1 inhibition
data, Zhang et al. selected 92e and 92f for evaluation in an
antiproliferative assay against a panel of human cancer cells
(Hut78, K562, Jurkat E6-1, Hep3B, A549, and HCT-116) and
human fetal lung fibroblast normal cell lines (MRC-5). 92e
exhibited cytotoxic effects against the tested cancer cell lines,
particularly against Hut78, K562, Hep3B, and HCT116 cells, with
lower micromolar IC50 values than Entinostat. Interestingly, both
92e and 92f showed weak cytotoxic effects against MRC5 cell
lines (IC50>100 μM), demonstrating selectivity towards cancer

cells’ cytotoxicity over normal human cells. Based on enzymatic
and antiproliferative assay data, 92e was further evaluated for
HDAC isoform selectivity by conducting in vitro assays against
HDAC1, !2, !8, and !6 isoforms. The tested compound 92e
exhibited good selectivity against HDAC1 over HDAC2 (IC50

[HDAC2]=2.50 μM), while inactivity against both HDAC8 (IC50

>10 μM) and HDAC6 (IC50 >10 μM) was shown. Subsequent
docking evaluations confirmed the strong binding of 92e to
HDAC1. Consequently, this compound underwent further test-
ing in an A549 non-small cell lung cancer mouse xenograft
model study, displaying significant inhibition of tumor growth.

The exploration of CAP substitution with heterocyclic
groups in HDACi structure resulted in an increased inhibition
potency against HDAC1 and HDAC2. In line with this, Gerokin-
stantis et al. aimed to synthesize a series of novel N-(2-amino-
phenyl)-benzamide inhibitors incorporating amino acids like
pyroglutamic (93a–e) or proline (94a–f), as well as various
heterocyclic carboxylic acids as cap groups (95a–c), to inves-
tigate their roles in antiproliferative and antifibrotic terms.[137] In
enzymatic assays, all compounds were analyzed against human
HDAC1, HDAC2, and HDAC6 isoforms (see Table 45). Compound
93a possesses an HDAC1 IC50 value of 0.430 μ and no HDAC2
inhibiting activity, highlighting the 4-((4-
(aminomethyl)phenoxy) methyl)benzoyl group as detrimental
for HDAC1 selectivity. Compounds with an additional
methylene spacer, such as 93b and 93c, were analyzed as

Table 43. Structures, inhibition data against HDAC1, !2, and !6 and antiproliferative activity in A375, A549, and SMMC7721 of 2-aminoanilide bearing
thioquinazolinone (90a–i; 91a–f).[135]

Inhibition activity
IC50 (μM)

% antiproliferative activity
at 2mM

Compound R R1 HDAC1 HDAC2 HDAC6 A375 A549 SMMC7721

90a 5-CH3 CH3 – – – 35.6% 34.7% 59.2%

90b 7-OCH3 CH3 0.01 0.16 >40 52.2% 38.0% 68.8%

90c 7-OCH3 Ph-2Cl 0.38 0.61 >40 41.8% 52.5% 50.4%

90d 7-OCH3 Ph-4Cl – – – 21.7% 20.9% 21.3%

90e 7-F CH3 – – – 30.0% 21.3% 52.5%

90f 7-F CH2CH3 – – – 8.4% 54.4% 0.8%

90g 7-F (CH2)3CH3 – – – 18.0% 41.1% 9.1%

90h 7-Cl CH3 – – – 44.5% 21.8% 38.9%

90 i 7-Br CH3 0.29 0.53 >40 34.5% 37.5% 35.6%

91a 7-OCH3 CH3 – – – 2.5% 54.3% 3.6%

91b 7-OCH3 CH2CH3 0.1 0.18 >40 55.0% 18.6% 56.8%

91c 7-F CH3 – – – 1.6% 2.9% 12.3%

91d 7-Cl CH3 – – – 2.4% 15.5% 7.8%

91e 7-Cl (CH2)2CH3 – – – 20.5% 34.3% 6.6%

91f 7-Br CH3 – – – 4.0% 1.9% 13.2%

Entinostat – – 0.35 0.67 4.12 – – –
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enantiomeric pair possessing an N-benzyl-pyroglutamic acid as
the cap group. They inhibited HDAC1 and HDAC2 with IC50

values (0.1 μM and 0.116 μM for HDAC1; 0.092 μM and 0.143 μM
for HDAC2, respectively). Interestingly, the stereochemistry of
the cap group had no effect on their performance. Compound
93d, exhibiting a fluorine atom at the para position of the
benzyl group, exhibited reduced inhibitory potency (IC50=

0.216 μM for HDAC1; IC50=0.348 μM for HDAC2). However,
compound 93e, with a bromine atom at the same position,
showed more potent inhibition (IC50=0.051 μM for HDAC1;
IC50=0.082 μM for HDAC2). Among the benzamide derivatives
featuring N-benzyl-pyroglutamic acid as the cap group, they
demonstrated inhibiting selectivity for class I HDACs without
inhibiting HDAC6 isoform (IC50 >100 μM). Furthermore, com-
pounds 93b and 93c exhibited antiproliferative activity against
A549 human epithelial lung cancer cells with promising
inhibitory values (IC50=6.8 μM and 3.9 μM, respectively). This
research group also developed a series of benzamide deriva-
tives with proline as the cap group while retaining the 4-((4-
(aminomethyl)-phenoxy)methyl)benzoyl group as linker. Com-
pound 94a, featuring a free proline as the cap group, exhibited
stronger inhibition (IC50=0.055 μM against HDAC1; IC50=

0.072 μM against HDAC2) than the corresponding (R) enantiom-

er 94b, which showed an IC50 of 0.259 μM against HDAC1. The
enantiomeric pair, compounds 94c and 94d showed similar
inhibition potencies (IC50=0.113 μM and 0.093 μM for HDAC1;
IC50=0.192 μM and 0.083 μM for HDAC2, respectively), affirming
the prior findings indicating no effect due to the stereo-
chemistry of the N-protected cap group. Compounds 94e and
94f replacing the N-benzyl group with benzyloxycarbonyl or
benzoyl group, respectively, led to a reduction in inhibitor
potency against HDAC1 (IC50=0.215 μM and 0.202 μM, respec-
tively), while no HDAC2 inhibitory activity was detected. Similar
to the previous series, proline-based benzamide inhibitors
displayed inhibitory activity against class I HDACs without
affecting HDAC6. As previously mentioned, these compounds
exhibited antiproliferative effects against A549 human epithelial
lung cancer cell lines, with compounds 94c and 94d showing
higher antiproliferative activity (IC50=3.7 μM and 4.7 μM, re-
spectively). Additionally, heterocyclic carboxylic acids were
investigated as cap groups in benzamide-based HDAC inhib-
itors. Compounds 95a, 95b, and 95c, featuring furan-2-
carboxylic acid, 2-picolinic acid, and indole-2-carboxylic acid,
exhibited HDAC1 inhibiting potency in the high nanomolar
range (IC50=0.111 μM, IC50=0.200 μM and IC50=0.182 μM,
respectively). However, they displayed minor effects in terms of

Table 44. Structures and inhibition data against HDAC1 of quinazolinyl substituted 2-aminoanilides (92a–n).[136]

Inhibition activity
IC50 (μM)

Compound R R1 R2 X HDAC1

92a H H C >500

92b H H C 3.26

92c H H C >500

92d H H C >500

92e H !H H C 0.212

92f H !H – N 3.44

92g H !H F C 7.32

92h 5-Cl !H H C 0.441

92 i 6-F !H H C 1.14

92 j 6-F !H – N –

92k 6-F !H F C –

92 l 6-Cl !H H C 0.396

92m 6,7-OCH3 !H H C –

92n 6,7-O(CH2)2OCH3 !H H C 3.23

Entinostat – – – – 0.668
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antiproliferative activity, confirming that the proline and
pyroglutamic acid-based HDACi are preferred cap groups in the
reported benzamide derivative series. Notably, compounds 93c
and 94c showed a reduction in EGFR gene expression,
indicating a correlation between HDAC1 inhibition and relative
EGFR protein expression. In additional enzymatic assays,
compounds 93b, 93c, and 94a–c, were tested against human

HDAC3, HDAC4, and HDAC8 isoforms. These compounds did
not show inhibitory effects against HDAC4 and HDAC8.
However, the latter compounds displayed HDAC3 inhibitory
activity in the micromolar range (data not shown), with
compound 94a being the strongest inhibitor of HDAC3 (IC50

=0.061 μM).

Table 45. Structures and inhibition data against HDAC1, !2, !6 of N-(2-aminophenyl)-benzamide inhibitors bearing pyroglutamic aminoacid (93a–e),
proline aminoacid (94a–f) and various heterocyclic carboxylic acids (95a–c).[137]

Inhibition activity
IC50 (μM)

Compound R Stereochemistry HDAC1 HDAC2 HDAC6

93a (S) 0.430 ND >10

93b (S) 0.100 0.116 >100

93c (R) 0.092 0.143 >100

93d (S) 0.216 0.348 >100

93e (S) 0.051 0.082 >100

94a !H
2HCl

(S) 0.055 0.072 >100

94b !H
2HCl

(R) 0.259 ND >10

94c (S) 0.113 0.192 >100

94d (R) 0.093 0.083 >100

94e (S) 0.216 ND >10

94f (S) 0.202 ND >10

95a – 0.111 ND >10

95b – 0.200 ND >10

95c – 0.182 ND >10

ND=not detected.
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As discussed before, the pyridine group was involved in
developing 2-aminoanilide HDACi. Zwergel and colleagues
developed, in parallel to the hydroxamates 35a–f and 36a–f
(Table 8), a novel 2-acylamino-5-(3-oxoprop-1-en-1-yl)pyridine
2-aminoanilide series (96a–f) and a corresponding nicotinic
derivative series (97a–f) to be tested in enzymatic and
antiproliferative assays.[72] As displayed in Table 46, all the
synthesized compounds were assayed against HDAC1,
!3,!4,!6, and !8 isoforms to evaluate their inhibitory
capability. Both the pyridylacrylic and nicotinic derivative series
exhibited inhibitory activity against HDAC1 and HDAC3 iso-

forms in the single-digit to micromolar range, highlighting a
selectivity towards HDAC3 over HDAC1. Specifically, compound
96e, featuring 1-naphthylacetamide C2 substitution, and com-
pound 87d, bearing a 3-methyl-2-phenylbutanamide moiety at
C2, demonstrated the highest inhibitory potency against
HDAC3 (IC50=0.187 μM and 0.113 μM, respectively). In granulo-
cytic differentiation assays conducted in human U937 leukemia
cell lines, compounds 96b, 96e, and 97c exhibited potent
cytodifferentiating effects, although less effective than Entino-
stat. However, these compounds underwent further evaluation
in antiproliferative assays against human chronic myelogenous

Table 46. Structures and inhibition data against HDAC1, !3, !6,–8 of 2-acylamino-5-(3-oxoprop-1-en-1-yl)pyridine 2-aminoanilide (96a–f) and the related
nicotinic derivative series (97a–f).[72]

Inhibition activity
IC50 (μM)

Compound R HDAC1 HDAC2 HDAC3 HDAC6 HDAC8

96a 5.89 0.206 NA NA 135

96b 3.43 0.426 NA 98.3 86.8

96c 5.77 0.681 NA 115.8 98.5

96d 3.18 0.406 NA NA 181

96e 0.366 0.187 NA NA 140

96f 2.57 0.694 NA 309 NA

97a 1.41 0.202 NA NA NA

97b 1.13 0.176 NA NA 103

97c 1.27 0.185 NA NA 136

97d 0.379 0.113 NA NA NA

97e 1.42 0.389 NA NA 78

97f 2.36 0.752 NA NA 96

Vorinostat – 0.31 0.13 8.8 0.06 0.31

NA=not active.
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leukemia K562, colorectal carcinoma HCT116, and lung adeno-
carcinoma A549 cell lines, demonstrating IC50 values ranging
from single-digit to micromolar levels.

Considering the previous work,[72] Di Bello et al. designed
and developed the corresponding regioisomer series (98a–f,
99a–f).[73] The molecules were evaluated against HDAC1, !3,
!4, !6, and !8, and the related IC50 values are reported in
Table 47. Within the pyridylacrylic series, an increase in alkyl
substituents at Cα (98a–c) led to a slight decrease in inhibitory
activity against HDAC1, !3, and !8 as the substituents grew.
The introduction of a benzyl group (98d) and a 2-naphthylace-

tyl moiety (98 f) resulted in a loss of potency against HDAC1,
!3, and a complete loss of activity against HDAC8. Conversely,
the 1-naphthylacetyl derivative (99e) displayed high potency
against HDAC1 (IC50=0.063 μM), gaining a 4-fold selectivity
over HDAC3. All the IC50 values are reported in Table 47.

The picolinic derivatives exhibited inhibitory potency
against HDAC1 and HDAC3 in the submicromolar range.
Replacement of the phenylacetyl group of 98a by 1- and 2-
naphthylacetyl moieties (97e and 97f, respectively) resulted in
observed activity against HDAC1. Surprisingly, compounds 93d
and 93f showed inhibitory activities against HDAC10 (IC50=

Table 47. Structures and inhibition data against HDAC1, !3, !6, !8 of 5-acylamino-2-pyridylacrylic 2-aminoanilides (98a–f) and 5-acylamino-2- picolinic 2-
aminoanilides (99a–f).[73]

Inhibition activity
IC50 (μM)

Compound R HDAC1 HDAC3 HDAC4 HDAC6 HDAC8 HDAC10

98a 0.108 0.224 NA NA 31.4 –

98b 0.143 0.268 NA NA 35.6 –

98c 0.151 0.319 NA NA 43.1 –

98d 0.496 0.603 NA NA NA –

98e 0.063 0.264 NA NA NA –

98f 0.203 0.414 NA NA 77.1 –

99a 0.201 0.248 NA NA 77.1 –

99b 0.321 0.433 NA NA 66.2 –

99c 0.330 0.488 NA NA 75.2 –

99d 0.353 0.515 NA NA NA 0.320

99e 0.129 0.289 NA NA 98.4 –

99f 0.189 0.440 NA NA NA 0.446

Vorinostat - 0.077 0.064 76.0 0.010 0.306 0.198

NA=not active.
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0.320 μM and 0.446 μM, respectively). None of the synthesized
compounds were active against HDAC6. Moreover, compounds
98c–f and 99a, 99d, and 99f underwent testing in antiprolifer-
ative assays to assess their potential to impair cell differ-
entiation in human chronic myelogenous leukemia K562, color-
ectal carcinoma HCT116, and lung adenocarcinoma A549 cells.
All the tested compounds demonstrated single-digit to sub-
micromolar potency against the three cancer cell lines. Notably,
compounds 99a, 99d, and 99f exhibited IC50 values ranging
from 0.32-0.56 μM against HCT116 and K562 cells and 1.28-
1.51 μM against A549 cells, showing 3.3-fold greater potency
than Entinostat, used as a reference compound.

As previously discussed, the coumarin moiety gained much
importance in pharmaceutical applications. Abdizadeh and
colleagues reported a study in which new coumarin-based
benzamides derivatives have been designed and synthesized in
order to replace the benzyl carbamate moiety of Entinostat or
the (E)-3-(pyridin-3-yl)acrylamide moiety of Chidamide as cap
group.[138] The total HDAC inhibitory activity of compounds
100a–u was assessed in human colon cancer (HCT116) and
ovarian cancer (A2780) cell lines, with Entinostat used as the
reference compound (Table 48). The SAR data highlighted a
strong relationship between the HDAC inhibitory activity of the
synthesized compounds and the length and position of the
alkoxy group used as a substitution for the coumarin moiety.
The introduction of C7-methoxy or C7-ethoxy (100c,d) resulted
in higher cytotoxicity against the tested cell lines compared to
the related 8-alkoxy derivatives (100t and 100u). Notably,
compound 100 i, bearing a p-tolyloxy moiety, exhibited the
most potent inhibitory activity against HCT116 and A2780 cell
lines (IC50=0.25 μM and IC50=2.06 μM, respectively), thus being
more potent than Entinostat. Additionally, compounds 100p
and 100s demonstrated significant HDAC inhibitory activity in
the tested cell lines (IC50=0.42 μM and IC50 =0.80 μM, respec-
tively, in HCT116; IC50=5.41 μM and IC50=4.90 μM, respectively,
in A2780). Considering 100a as the simplest derivative bearing
no substitution along the coumarin ring and displaying modest
activity against HDAC in HCT116 and A2780 (IC50=11.41 μM
and IC50=54.92 μM, respectively), further substitution in differ-
ent positions of the coumarin ring led to higher inhibition
activity. For instance, compound 100b, with a C6-bromo
substituent on the coumarin ring, along with compounds
100c–e, 100t, and 100u containing various alkoxyl or benzyl
groups at C8 or C7 positions, exhibited higher HDAC inhibitory
potency than the reference compound 100a. These findings
suggested that bulky R groups contributed to increased HDAC
inhibitory activity, potentially related to the lipophilicity of the
cap groups, enabling better penetration into the tested cell
lines. The introduction of an O-benzyl substituent (100f)
displayed significant potency (IC50=2.49 μM in HCT116 and
IC50=12.82 μM in A2780). Furthermore, the potency of O-benzyl
substituted derivatives increased upon introducing electron-
donating or electron-withdrawing groups onto the benzene
ring. Compounds 100g–i, bearing o-, m-, or p-methyl groups on
the O-benzyl moiety, exhibited high inhibitory potency. Among
the halogen-substituted series (100k–p), the highest potency
was observed with a bromo substituent (100p). Generally, ortho

substitution led to lower HDAC inhibitory potency compared to
the corresponding meta/para-substituted derivatives (100g vs.
100h; 100k vs 100 l and 100m; 100n vs 100o). The
introduction of the O-benzyl moiety at the 7-position of
coumarin resulted in higher HDAC inhibition potency in
HCT116 and A2780 cell lines compared to the corresponding O-
alkoxy groups, in line with the previously discussed SAR data.
Here, we review enzymatic assay data of selected benzyloxy
coumarin derivatives (100e, 100 j, 100p, and 100s), which
showed strong HDAC inhibitory activity in cellular total HDAC
inhibition assay conducted on the HCT116 colon cancer cell
lines and A2780 cancer cell lines. Compound 100s exhibited
higher IC50 values against HDAC1 (IC50=0.47 μM) showing a
very similar effect to Entinostat (IC50=0.41 μM) while also
compounds 100e, 100 j and 100s exhibited significant inhib-
itory activity (IC50=0.87 μM, IC50=0.50 μM and IC50=0.71 μM;
respectively). The research team utilized molecular docking
studies to investigate the binding role of the coumarin structure
within the active site. Compounds 100e, 100 j, 100p, and 100s
exhibited successful docking to HDAC1, binding in a similar
manner to Entinostat. This suggests that the coumarin structure
could be regarded as a valuable moiety for inclusion in HDACi
structures.

4. Conclusions and Future Perspectives

To date, several compounds as potential HDAC inhibitors have
been developed and can be classified by their zinc-binding
group in major classes, which have different characteristics and,
therefore, different potencies and selectivity over the various
HDAC isoforms. As stated above in this review, changes in the
cap and the linker regions cannot only influence the selectivity
towards HDAC isoforms but also improve the inhibitory potency
of the resulting compounds Therefore, various studies regard-
ing the investigation of the cap and the linker areas have been
pursued in order to achieve selective compounds, which can
thus overcome both cancer resistance to drugs and tumor
recurrence, which are still serious problems nowadays. The
replacement of the known moieties of HDAC pharmacophore
with heterocycles, or the hybridization with heterocyclic
moieties known as anticancer agents, can be valuable options
to fulfill this aim. Changes to HDACi are, however, not only
carried out to improve potency and/or selectivity, but also
intellectual properties such as patents might play a role.
However, we focused in the present work on a summary of the
very ample academic scientific literature. Indeed, many hetero-
cyclic rings, such as quinolines, quinolones, and coumarins,
have been largely studied for their therapeutic potential and, in
combination with HDAC inhibitory moiety, might be more
effective in counteracting cancer progression. As seen above,
numerous compounds have been synthesized and tested
showing promising inhibitory activity, as well as antiproliferative
results. For instance, novel HDAC inhibitors bearing nitrogen
atoms containing heterocycles, such as tetrahydroisoquinoline,
pyridine, indazole, or tetrazole, showed promising inhibitory
activity in the range of low nanomolar, and some of them
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Table 48. Structures and inhibition data against cells extract HDACs (HCT116 and A2780) and against HDAC1 of new coumarin-based benzamides
derivatives (100a–u).[138]

Inhibition activity
IC50 (μM)

Compound R1 R2 R3 HDAC
(HCT116
extract)

HDAC
(A2780 extract)

HDAC1

100a !H !H !H 11.41 54.92 –

100b !H !H !Br 6.64 27.52 –

100c !H !CH3O !H 3.08 21.62 –

100d !H !CH3CH2O !H 2.31 17.04 –

100e !H !CH3CH2CH2O !H 1.09 14.81 0.87

100f !H !H 2.49 12.82 –

100g !H !H 1.40 20.84 –

100h !H !H 1.31 10.10 –

100 i !H !H 0.25 2.06 –

100 j !H !H 1.00 6.52 0.71

100k !H !H 9.32 17.33 –

100 l !H !H 3.73 15.77 –

100m !H !H 2.46 9.72 –

100n !H !H 4.76 10.09 –

100o !H !H 1.77 6.04 –

100p !H !H 0.42 5.41 0.50

100q !H !H 6.14 29.33 –

100r !H !H 4.26 23.86 –

100s !H !H 0.80 4.90 0.47

100t !CH3O !H !H 5.17 40.09 –

100u !CH3CH2O !H !H 2.04 32.86 –

Entinostat – – – 1.96 3.15 0.41
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resulted in highly isoform-selective HDACi. Moreover, the
presence of heteroatoms within the molecule often helps in
creating additional interactions in the outer area of the enzyme
and in the linker region as well, as demonstrated in several
studies reported in this review.[57a,139] However, it remains
challenging for medicinal chemists to turn these further
interactions into more isoform-selective compounds, which
remain difficult to achieve. Nonetheless, in the present review,
we highlighted some studies that reached this goal, developing
new highly selective molecules, particularly over HDAC6. These
compounds might give rise to new possibilities for treating the
multiple diseases in which HDAC6 is involved, besides cancer.
Furthermore, incorporating a known heterocyclic moiety, such
as β-carboline or quinazoline moieties, which have been studied
for their safety and pharmacokinetic profile, could accelerate
the developing process, and give medicinal chemists some
hints for molecular optimization. In conclusion, this review
provides a comprehensive summary of the main heterocycles
containing HDAC inhibitors over the last fifteen years, analyzing
the heterocycles’ roles in modulating HDAC inhibition potency.
Moreover, it can be a valuable summary for medicinal chemists
who want to explore the chemical space around heterocycles
towards more potent and selective HDAC-inhibiting com-
pounds for the application in various HDAC-driven diseases
with a favorable safety profile.
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