
Citation: Martella, N.; Pensabene, D.;

Varone, M.; Colardo, M.; Petraroia,

M.; Sergio, W.; La Rosa, P.; Moreno,

S.; Segatto, M. Bromodomain and

Extra-Terminal Proteins in Brain

Physiology and Pathology: BET-ing

on Epigenetic Regulation.

Biomedicines 2023, 11, 750.

https://doi.org/10.3390/

biomedicines11030750

Academic Editors: Rosanna Di Paola,

Marika Cordaro and Roberta Fusco

Received: 8 February 2023

Revised: 24 February 2023

Accepted: 25 February 2023

Published: 1 March 2023

Copyright: © 2023 by the authors.

Licensee MDPI, Basel, Switzerland.

This article is an open access article

distributed under the terms and

conditions of the Creative Commons

Attribution (CC BY) license (https://

creativecommons.org/licenses/by/

4.0/).

biomedicines

Review

Bromodomain and Extra-Terminal Proteins in Brain Physiology
and Pathology: BET-ing on Epigenetic Regulation
Noemi Martella 1,† , Daniele Pensabene 1,2,3,† , Michela Varone 1, Mayra Colardo 1 , Michele Petraroia 1,
William Sergio 1, Piergiorgio La Rosa 4 , Sandra Moreno 2,3 and Marco Segatto 1,*

1 Department of Biosciences and Territory, University of Molise, Contrada Fonte Lappone, 86090 Pesche, Italy
2 Department of Science, University Roma Tre, Viale Marconi 446, 00146 Rome, Italy
3 Laboratory of Neurodevelopment, Neurogenetics and Neuromolecular Biology, IRCCS Santa Lucia

Foundation, 64 via del Fosso di Fiorano, 00179 Rome, Italy
4 Division of Neuroscience, Department of Psychology, Sapienza University of Rome, via dei Marsi 78,

00185 Rome, Italy
* Correspondence: marco.segatto@unimol.it
† These authors contributed equally to this work.

Abstract: BET proteins function as histone code readers of acetylated lysins that determine the
positive regulation in transcription of genes involved in cell cycle progression, differentiation, inflam-
mation, and many other pathways. In recent years, thanks to the development of BET inhibitors,
interest in this protein family has risen for its relevance in brain development and function. For
example, experimental evidence has shown that BET modulation affects neuronal activity and the
expression of genes involved in learning and memory. In addition, BET inhibition strongly suppresses
molecular pathways related to neuroinflammation. These observations suggest that BET modulation
may play a critical role in the onset and during the development of diverse neurodegenerative and
neuropsychiatric disorders, such as Alzheimer’s disease, fragile X syndrome, and Rett syndrome.
In this review article, we summarize the most recent evidence regarding the involvement of BET
proteins in brain physiology and pathology, as well as their pharmacological potential as targets for
therapeutic purposes.

Keywords: CNS; BRD2; BRD3; BRD4; neurodevelopment; memory; behavior; neurodegeneration;
neuroinflammation; neuropsychiatric disorders

1. Introduction

In 1992, the identification of bromodomain (BrD) as a highly conserved protein motif in
human, Drosophila, and yeast proteins constituted a considerable step towards the advance-
ment of knowledge on the molecular mechanisms that modulate gene expression [1]. To
date, 46 BrD-containing proteins, encoded by the human genome, have been identified [2,3].
BrD is present in epigenetic readers capable of recognizing histone acetylation on lysine
(Kac) residues. Among the post-translational modifications of histones, Kac extensively
affects chromatin structure and function as it slackens nucleosome packaging within chro-
matin, increasing DNA accessibility [4]. The interaction of BrDs with Kac determines the
recruitment of epigenetic protein complexes which alter gene expression by modulating the
accessibility of chromatin to transcription factors (TFs) [5–7]. Therefore, it is not surprising
that alterations in several BrD-containing proteins have been functionally described in
disease processes, including cancer, inflammation, and viral replication [8–10]. Among
the different BrD-containing epigenetic modulators, the family of proteins containing the
bromodomain and the extra-terminal domain (BET) has aroused interest in biomedical
research, representing new and interesting therapeutic targets. In the last decade, the un-
derstanding of the molecular pathways involving BET proteins has been greatly accelerated
by the discovery of selective inhibitors interfering with the interaction between their BrDs
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and the acetylated histones [11,12]. The involvement of this class of epigenetic readers
has been primarily characterized in different types of cancer and inflammatory contexts,
due to their role in the transcriptional modulation of oncogenes and immune response
mediators [13,14]. However, recent studies highlighted that BET proteins may also play
key roles in central nervous system (CNS) homeostasis, regulating the expression of several
genes including neurotransmitter receptors, ion channels, and neurotrophic factors [15–19].
Consistently, BET proteins exhibit a high affinity for histone modifications associated with
learning and memory processes [20–22]. Furthermore, pharmacological inhibition of BET
proteins regulates the expression of multiple genes associated with neuroplasticity and
cognition [15,16,18,23]. In this article, we critically review the up-to-date body of knowl-
edge concerning the epigenetic modulation by BET proteins in the physiological processes
regulating CNS homeostasis. We also address the relationship linking BET proteins’ altered
activity and brain disorders and their pharmacological modulation as a prospective tool,
opening novel therapeutic avenues.

2. Structure and Functions of BET Proteins

Histone acetylation is the most relevant post-translational modification [24], as it in-
duces the recruitment of TFs and chromatin remodeling factors that favor the transcriptional
process. These factors are recruited by bromodomain-containing proteins (BRDs), where
the BrD acts as an epigenetic reader domain that specifically recognizes Kac residues [25].
The human proteome has 46 BRDs, for a total of 61 BrDs identified. Each BrD is a motif
of about 110 amino acids and the first atomic structure was defined by the laboratory
of Ming-Ming Zhou [26]. The characteristic and conserved structure of BrD comprises
four α-left-handed helices, named αZ, αA, αB, and αC, connected by two different loops
defined as ZA loop and BC loop, respectively [3]. Within the domain, two highly conserved
residues have been identified among the BRDs. These are a Tyr residue in the ZA loop
which stabilizes folding and an Asn residue located in the BC loop which favors docking
of Kac [25]. These residues establish water-mediated and hydrogen bonds with the acetyl
group of Kac. Therefore, the structural topology of BrD is defined in a small hydrophobic
pocket made up of the four α-helices and the ZA and BC loops, which host the side chain
of Kac. Human BRDs have been classified into nine large families based on sequence,
structural, and functional homologies [3,5]. BET proteins belong to the fifth group of the
BRD family. In recent years, BET proteins have attracted increasing interest since, as
transcriptional coactivators, they clearly contribute to the onset and progression of numer-
ous pathological conditions like cancer, diabetes, inflammation diseases, renal diseases,
neurodegenerative disorders, and many other diseases [27,28]. Furthermore, attention
towards BETs has increased with the discovery of small inhibiting molecules, termed as
BET inhibitors (BETis).

The BET protein group consists of four members: BrD-containing protein 2 (BRD2),
BRD3, and BRD4, which are ubiquitous in the human organism, and the testis-specific
bromodomain-containing protein (BRDT) [29,30]. Structurally, BETs have two BrDs ar-
ranged in tandem, named BrD1 and BrD2, and an extra-terminal domain (ETD). BrD1
consists of the following amino acid residues: Gln85, ASP144, Lys141, and Ile146. On the
other hand, BrD2 is composed of Lys374, Val435, Pro430, and His433 [12,31,32]. The BrDs
of BET proteins have moderate affinity for mono-acetylated lysine residues, while their
residual affinity is high for regions of 1–5 amino acids with multiple acetylation sites [33,34].
BET proteins promote the transcription by facilitating the opening of chromatin and by re-
cruiting coactivators and TFs on gene promoters and enhancers. Furthermore, they promote
transcriptional elongation by activating the RNA polymerase II (RNApol-II) complex [35].
The best-studied BET member is BRD4. Its role as transcriptional regulator is mediated
through association with protein complexes such as positive transcriptional elongation
factor b (P-TEFb) [36–38], a heterodimer consisting of the cyclin-dependent kinase Cdk9
and regulatory subunits such as Cyclin T1, T2, or K [39]. Two BRD4 regions are directly
involved in P-TEFb binding: the C-terminal domain (CTD), which interacts with Cyclin T1
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and with Cdk9, and BrD2, which recognizes an acetylated region of Cyclin T1 [37,40,41].
Before being recruited by BRD4, P-TEFb is retained in an inactive state by the 7SK/HEXIM
ribonucleoprotein complex [37,42]. Specifically, besides recruiting P-TEFb, BRD4 mediates
the phosphorylation of the active motif of Cdk9 [43], which in turn suppresses the inhibitory
function of the regulatory factors DSIF and NELF [39,44]. Subsequently BRD4, in associ-
ation with P-TEFb, displaces the 7SK/HEXIM complex and, acting as an atypical kinase,
phosphorylates the Ser2 in the C-terminal region of RNApol-II [39,45,46]. Furthermore,
BRD4 modulates the activity of the RNApol-II transcriptional coactivator known as the
“mediator complex” [47]. It is worth noting that the functional interaction between BET and
RNApol-II is not limited to BRD4. In fact, BRD2 and BRD3 also favor the elongation activity
of the enzyme as they can interact with the hyperacetylated chromatin [48]. BRD4 ETD, on
the other hand, acts by recruiting transcriptional activators such as histone acetyltransferase
(HAT) P300, histone arginine demetylase JMJD6, and histone methyltransferase NSD3.
Furthermore, BRD4 is also able to bind other acetylated proteins such as TFs [49]. A kinase
activity can also be attributed to BRD4. Indeed, its ETD can bind SWI-SNF and CHD2
which are responsible for ATP-dependent chromatin remodeling [6,50]. Therefore, the
binding of BET proteins to Kac at promoter regions favors the recruitment of RNApol-II,
activating the transcription of target genes [2] (Figure 1).

BETs can also modulate transcription through interaction with regulatory regions
distant from the promoter. In fact, BRD4 can bind to some particularly large enhancer
sequences, known as superenhancer regions, modulating the transcription of downstream
genes [51]. A plethora of studies demonstrated the role of BET proteins in the devel-
opment and progression of different pathologies, ranging from cancer and metabolic
disorders to CNS diseases. Indeed, recent studies show that BETs are inhomogeneously
expressed in the CNS, being particularly abundant in brain regions involved in reward
mechanisms [52]. These proteins play an important role in neurogenesis [53], in neural tube
closure defects [54], and in orchestrating the transcriptional regulation underlying learning
and memory processes [15,22,55]. Consistent with their pivotal role in the homeostatic
maintenance of brain functions, deregulations in their expression/activity are involved in
neurodegenerative conditions [23,56] and in neuroinflammation [57,58].

The first pan-BET inhibitors discovered were 3-methyltriazolothienodiazepines and
methyltriazolobenzodiazepines [11]. Structural studies have shown that members of
this class of small molecules bind to the acetyl-lysine binding pocket of BET BrDs. In
particular, the triazolo ring functions as an acetyl-lysine mimetic moiety, mimicking the
hydrogen bond determined by the acetyl-lysine carbonyl to a conserved asparagine and
a water-mediated hydrogen bond to a conserved tyrosine. A specific feature of BET BrDs
is the WPF shelf, which is often targeted by aromatic or hydrophobic moieties of BETis,
thereby conferring great potency and selectivity to BET domains [59]. JQ1 is the prototype
pan-BET inhibitor. Importantly, this compound is still being used successfully for proof-
of-concept studies in preclinical research. Following the discovery of JQ1, fragments
containing a dimethyl isoxazole core led to the synthesis of new and different classes of pan-
BET inhibitors such as iBET151, the sub-nanomolar inhibitor HJB97, and other molecules
that have successfully entered clinical trials [60,61]. To date, more than 600 crystal structures
of BET BrDs have been registered in the Protein Data Bank (PDB, https://www.rcsb.org/,
accessed on 10 January 2023). The different roles of BET proteins in maintaining cellular
homeostasis led to speculation that BETis, to be successful in clinical practice, should be
selective for a specific BrD. Interestingly, recent studies have shown that selective targeting
of BD1 or BD2 is possible and could be an effective strategy to achieve therapeutic potential
by limiting off-target effects. For example, RVX-208 has been shown to interact with
solvent-exposed residues that are conserved in BD2 but different in BD1. These variations
in specific amino acid residues were essential for the development of novel BD2-selective
inhibitors such as ABBV-744. On the other hand, the BD1 selectivity of BETis was achieved
by optimizing the interaction with the unique aspartate/lysine residues located in the

https://www.rcsb.org/


Biomedicines 2023, 11, 750 4 of 30

BC loop [60,62]. For more information on BETis, please see the review by Schwalm and
Knapp (2022) [60].
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Figure 1. Transcriptional regulatory mechanisms mediated by BET proteins. (1) Binding of BET pro-
teins to acetylated histones results in interaction with the p-TEFb elongation complex (CDK9/CycT1),
promoting phosphorylation of the C-terminal domain of RNA polymerase II and transcription of
target genes. (2) BET protein-mediated recruitment of transcriptional activators, such as histone
demethylase JMJD6, CBP/p300 HAT, methyltransferase NSD3, and the nucleosome remodeling
complexes SWI/SNF and CHD2, leads to changes in chromatin structure. Furthermore, BET proteins
are also able to bind other acetylated proteins such as TFs, modulating transcription. This figure is
created with BioRender.

Targeting BET proteins by small inhibitors (BETis) is intriguing for many researchers.
Among the BETis developed until now, JQ1, OTX015, and I-BET858 are non-covalent and
selective inhibitors able to cross the blood–brain barrier (BBB) and produce molecular and
behavioral responses in rodents [15,19,63].

Expression of BET Proteins in the Brain

Though ubiquitously expressed in mammalian tissues, BRD2, BRD3, and BRD4 ex-
pression patterns in the CNS are not overlapping and vary depending on the area and
neuronal subtype. Single-cell analysis showed that Brd3 mRNA is expressed at high levels
in most neuronal subtypes, while the amount of Brd2 is the lowest. Brd4 transcripts are
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especially abundant in striatal neurons expressing dopamine receptor 1 (D1R) and 2 (D2R)
when compared to Brd2 and Brd3 [64,65]. In neurons, BRD4 activates gene transcription,
suggesting that this epigenetic reader is an indispensable molecular link between neuronal
activation and transcriptional responses [15]. Though incomplete, some evidence has shed
new light into the molecular pathways linking BRD4 and neuronal activity (Figure 2).
Indeed, neurotransmitter and neurotrophic factors induce signaling cascades leading to the
activation of PKA and Casein Kinase 2 (CK2). These kinases, in turn, phosphorylate BRD4,
favoring its binding to acetylated histones [15,45,66].
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Figure 2. Proposed model for BRD4 activation in neurons. Gs protein-coupled receptors and TrkB
activation recruit cAMP/PKA axis and casein kinase 2 (CK2), respectively, promoting BRD4 phos-
phorylation and subsequent Kac recognition on chromatin. This event results in the transcriptional
activation of genes involved in learning and memory, neuroplasticity, as well as upregulation of
genes mediated by D1R. Protein phosphatase 2A inhibits BRD4 recruitment to chromatin through
dephosphorylation [15,66–68]. This figure is created with BioRender.

Another study documented elevated abundance of Brd4 mRNA in rat striatal neu-
rons, where BRD4 is involved in dopamine-induced and cAMP/PKA-dependent basal
transcription. Indeed, cAMP/PKA signaling elicits BRD4 recruitment to genes induced
by dopamine stimulation, whereas pharmacological or genetic inactivation of BRD4 sig-
nificantly downregulates the transcription of a subset of genes mediated by D1R [66].
Consistent with the role of BRD4 in dopaminergic signaling, Brd4 transcript levels are much
higher than Brd2 and Brd3 in nucleus accumbens (NAc), a region enriched in D1R- and
D2R-expressing neurons implicated in reward mechanisms [67]. This finding is further
supported by the reportedly high concentration of BET proteins in the amygdala and
midbrain, also involved in reward behavior in both rodents and non-human primates [52].
Other remarkable differences in the expression of specific BETs have been detected in some
neuronal subtypes. For instance, Brd2 expression is prevalent in cerebellar neurons, while
the highest Brd4 levels were found in claustral neurons of the frontal cortex and in some
hippocampal neurons [65].
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It is worth noting that the expression pattern of BET proteins in glial cells is more
elusive and deserves further investigation. The few data available to date highlight BRD2,
BRD3, and BRD4 expression in mouse astrocytes. However, lipopolysaccharide (LPS)-
induced activation of astrocytes only enhances BRD2 levels, suggesting that other BET
proteins may not be involved in astrogliosis elicited by inflammatory stimuli [69]. Similar
to astrocytes, oligodendrocytes are also poorly characterized in terms of BET expression
profile, even though a prominent expression of BRD2 over BRD3 and BRD4 was observed
in this cell lineage [70]. The above-described peculiar pattern of expression of BET proteins
may contribute to accomplish specific functions in a brain region- and cell type-dependent
fashion. Despite this notion, future studies aimed at further characterizing the BET expres-
sion profile in the brain regions will certainly provide deeper insights into their functional
implications in CNS pathophysiology.

3. BET Proteins in Brain Physiology
3.1. Neuronal Differentiation and Neurodevelopment

The process of neural differentiation during development is essential for the formation
and proper functioning of the CNS. Neural stem cells (NSCs) give rise to cell populations
progressively acquiring specific morphological and functional properties [71]. Among
such features, elongation of axonal and dendritic processes guarantees synaptogenesis,
axon guidance, and proper neuronal function [72]. Various transcription factors (TFs) and
epigenetic modulators play key roles in neural cell commitment and differentiation [73,74].
In recent years, increasing evidence emphasized the central role of BETs in epigenetic
regulation of neurodevelopment, being involved in multiple mechanisms underlying such
processes. Li and colleagues demonstrated that inhibition of BET proteins by JQ1 promotes
differentiation of mouse cortical neural progenitor cells (NPCs) towards a neuronal, rather
than a glial, phenotype. In particular, genes related to cell cycle progression and glial
differentiation were decreased, whereas pro-neurogenic gene expression was sustained.
Consistently, BRD2, BRD3, and BRD4 levels decreased, indicating that their suppression is
directly associated with neuronal differentiation [75].

To identify the regulatory mechanisms operating during embryonic neurogenesis,
Westphal et al. (2020) observed that inhibiting BET proteins by JQ1 and I-BET151 inter-
feres with dopaminergic and noradrenergic neurogenesis in zebrafish. Specifically, both
molecules caused dramatic reduction in the expression of th gene, a marker for dopaminer-
gic and noradrenergic differentiation, in the embryonic clusters of the telencephalon and
pretectum. Furthermore, JQ1 strongly decreased the expression of sox2, a stem cell marker
expressed in NPCs of the ventricular zone and of the retinal proliferation zone, suggesting
a decrease in cell stemness following the pharmacological inhibition of BET proteins [76].

Among BET family members, BRD2 seems a crucial regulator strongly implicated in
neurodevelopment, in relation to its wide expression in the developing forebrain, midbrain,
hindbrain, and spinal cord [77]. Brd2-deficient mice showed early embryonic lethality,
as well as generalized developmental and growth delays with impaired neurulation and
consequent hindbrain exencephaly [53]. Embryos carrying a deletion in the Brd2 gene
showed defects in neural tube closure at the cranial level and craniofacial malformations
with irregular thickenings in the neuroepithelial layers of the rostral hindbrain [77]. These
data indicate that BRD2 is required for proper neural tube closure, suggesting an essential
role of this factor in regional specification of the developing hindbrain. RT-PCR and
microarray analysis in Brd2−/− embryos revealed reduced expression of genes encoding
for the transcriptional factors neurogenic differentiation factors 1 and 4 (NeuroD1 and
NeuroD4), suggesting a pivotal role of BRD2 in neuronal maturation [53]. Furthermore,
BRD2 promotes cell cycle exit of neuroepithelial cells, and this event may depend, at
least in part, on the E2F1-driven pathway. In fact, alterations in the process of neuronal
differentiation and cell cycle progression have been found in Brd2-deficient neuroepithelial
cells. Tuj1 (βIII-tubulin) expression and the number of Tuj1-positive neurons were severely
reduced, demonstrating that neuronal differentiation was impaired. Surprisingly, these
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abnormalities were reversed through the suppression of E2F1, a gene encoding for a TF
that binds BRD2 and controls cell cycle progression. These results suggested that BRD2 is
required for cell cycle exit and for neuronal differentiation via the E2F1 pathway during
the developing mouse CNS [77].

Although several lines of evidence reported the involvement of BRD2 in the cell
cycle progression of NPCs, its expression has also been detected in differentiating neurons,
including interneurons, motoneurons, and sensory neurons during neurodevelopment [78].
Despite its putative role in neuronal maturation, when overexpressed, BRD2 impairs
differentiation, while increasing cyclin D1 and A2 levels [79]. Experimental findings
identified the growth factor pleiotrophin (Ptn) as an important interactor of BRD2 in
neuronal differentiation. Specifically, Ptn antagonizes BRD2 and its cell cycle stimulation,
promoting neuronal differentiation in the neural tube of chick embryos and P19 cells.
The researchers demonstrated that Ptn action is exerted through destabilization of BRD2
association to the chromatin. Consistently, Ptn knockdown reduced neuronal differentiation,
and Ptn co-expression neutralized the effects of BRD2, favoring neuronal differentiation
over cell proliferation [80].

Given the involvement of BET proteins in a plethora of processes that promote, main-
tain, and modulate neurodevelopment, it is not surprising that BRD4 has also been assigned
to key functions in embryonic development. Recently, a novel role for BRD4 in the differen-
tiation of mouse neural crest cells has been revealed. Indeed, embryos with neural crest-
specific deletion of Brd4 showed skeletal dysplasia, craniofacial defects, and cleft palate, as
well as complex cardiac anomalies and consequent perinatal lethality [81]. Furthermore,
Brd4 knockout in mice leads to embryonic death in the early post-implantation stages [82].

During postnatal development, in the cerebellum, granule cell progenitors (GCPs)
undergo symmetric division and exit the cell cycle, resulting in rapid cell expansion and
differentiation [83]. Recently, Penas and coworkers illustrated that, after cell cycle exit,
GCPs exhibit downregulation of BRD4 activity due to casein kinase 1δ (CK1δ)-dependent
phosphorylation. Treatment with I-BET151 reduced the proliferation of GCPs in vitro;
similarly, mice stimulated with the BET inhibitor JQ1 showed a reduction in cerebellar
proliferation of GCPs. Consistently, Brd4 knockout in the developing cerebellum resulted
in aberrant cytoarchitecture, with the formation of the cerebellar layers that persisted into
postnatal development; the reduced size of the cerebellum correlated with behavioral
deficits in mice, which displayed symptoms of cerebellar ataxia. Taken together, these
data demonstrate that BRD4 is an essential regulator of GCP proliferation and cerebellar
development in vivo [84].

3.2. Cognitive Functions and Behavior

Healthy brain functioning requires fine control of gene expression in neural cells.
Epigenetic regulatory mechanisms and chromatin remodeling are also crucial for cognitive
functions such as learning and memory, which involve specific gene expression profiles
that are necessary to ensure neural connectivity and plasticity [85,86].

BET proteins display high affinity for histone marks (H4K5/K8/K12ac) that are as-
sociated with learning and memory [65]. Additionally, BET inhibitors regulate the rapid
activation of immediate early genes (IEGs) (e.g., Bdnf, Nr4a1/2, Gria1, Fos, Arc, Egr1, and
Junb) whose expression is usually detected in cognitive processes [15,18,87]. BRD4 has been
involved in the potentiated neuroplasticity and memory following histone deacetylase
(HDAC) inhibition [87]. For example, HDAC3, the most highly expressed class I HDAC
in the brain [88], is a negative regulator of different types of memory. HDCA3 inhibition
resulted in enhanced novel object recognition (NOR), contextual fear conditioning, audi-
tory memory encoding, and instrumental learning [89–92]. Pharmacological blockade of
HDAC3 by RGFP966 increased subthreshold NOR memory in male C57BL/6 mice, while
effects were reversed by cotreatment with the BET inhibitor JQ1. Particularly, during NOR
training, no significant differences in exploration time were observed among experimental
groups (control, RGRP966-treated, and RGFFP966/JQ1-cotreated mice). However, during
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the NOR test, time spent exploring a novel object was significantly increased by RGFP966,
which was blocked by JQ1. Similarly, JQ1 administration counteracted the reward-related
learning enhanced by RGFP966 [87]. In another study, mice treated with JQ1 showed no
preference between a familiar object and a novel one in the NOR test. Strikingly, when mice
were immediately tested after JQ1 administration, control and JQ1-treated mice performed
equally well, indicating that JQ1 does not impact on learning or short-term memory, but
instead impairs long-term memory. Furthermore, mice injected with a single dose of JQ1
after NOR training showed no preference for a novel object, suggesting that JQ1 can block
long-term memory formation when administered during the process of memory consoli-
dation. Korb and colleagues (2015) also tested a Pavlovian fear-conditioning protocol to
assess the extent of memory deficits, demonstrating that mice treated with JQ1 were less
able to discriminate between the training context and a new given context. This suggests
that context discrimination dependent on the hippocampus may also involve BET protein
activity [15]. The estimation of RNA levels of several memory-associated genes in the
cortex and hippocampus isolated from fear-conditioned mice showed that JQ1 inhibited
the induction of Fsl2, Crem, and Bdnf genes in at least one brain region. Consequently,
the behavioral alterations caused by JQ1 during fear conditioning are likely related to the
transcriptional modulation of key memory genes in vivo. Kim and colleagues (2021) also
assessed the involvement of each BET family member in long-term memory formation
in vivo. The expression of BRD2, BRD3, and BRD4 was selectively suppressed through
gene silencing by stereotactic injection of adeno-associated viruses into the hippocampus.
Two weeks later, mice were subjected to contextual fear conditioning. The effect of each
knockdown on long-term memory was different: notably, the most severe impairments
were observed upon BRD2 silencing, followed by knockdown of BRD4 and then BRD3 [93].
These results highlight that each BET family protein differentially contributes to long-term
memory by regulating activity-dependent gene expression.

BET inhibition impairs the extinction of auditory fear memory but does not alter the
acquisition of contextual fear conditioning, lithium chloride-conditioned place aversion, or
Barner maze or Y-maze test. Fear extinction is commonly used to treat anxiety disorders
such as post-traumatic stress disorder (PTSD) and specific phobias. During fear extinction,
excess fear is suppressed by re-exposure to the fear-triggering stimulus in the absence of
any aversive event [94–96].

Several studies showed that fear-related behavior is epigenetically regulated, even via
histone acetylation [97,98]. For instance, fear extinction or conditioning could elicit histone
H3 and H4 acetylation in the medial prefrontal cortex and hippocampus [99]. Consistent
with the increased histone acetylation, Huang and colleagues (2021) observed that auditory
fear conditioning in adult mice promoted a biphasic BRD4 activation in the anterior cin-
gulate cortex (ACC) and hippocampus [100]. In this context, changes in IEG expression
were thought to be indicative of specific activation of brain regions associated with fear
responses. BRD4 levels in the ACC and hippocampus were also sustained two weeks
after auditory fear conditioning, suggesting that neuronal structures in these regions may
undergo continuous specific modifications which contribute to the extinction of remote
fear memory. JQ1 administration ahead of fear conditioning failed to influence recent
fear extinction, but it was able to impair remote fear extinction. Furthermore, Insulin-like
growth factor 2 (IGF-2) was upregulated in the ACC following extinction of the remote fear
memory, and JQ1 decreased the extinction level blocking IGF-2 upregulation [18]. Moreover,
when JQ1 was administered 12 and 13 days after fear conditioning to suppress the second
phase of BRD4 activation, fear extinction on the 14th day was impaired, suggesting that
BRD4 activation after auditory fear conditioning in the ACC and hippocampus is related to
remote fear extinction. JQ1 was sufficient to impair extinction of remote fear memory but to
a lesser degree than Brd4 conditional knockout in mice. Brd4 KO mice exhibited an increase
in fear response during both the extinction training and extinction test compared to control
mice. However, JQ1-treated mice presented more fear-related behaviors (e.g., freezing)
during the extinction test phase compared to the control group. The seeming discrepancy
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of these results may be explained by total abolishment of BRD4 activity in the knockout
mouse vs. its only partial suppression following JQ1 treatment [100].

Effects on long-term memory and exploratory motor activity were reported in mice
treated with JQ1 and the inhibitor I-BET858 [101]. However, other studies showed that
different behaviors, such as locomotor activity, were not influenced by JQ1 [15–18,23,102],
indicating that BET blockade does not cause widespread behavioral changes or alterations
in motor function.

The effects of BET inhibition on behavior are complex and occasionally contradictory
among studies. Despite some studies suggesting that BET inhibition disrupts memory
and induces autism-like behavioral deficits, others reported memory improvement in
wild-type animals and the occurrence of beneficial effects in mouse models of neurological
disorders [66]. To deeply understand the nuances of BET function, it will be necessary to
elucidate the mechanisms of BET regulation in different brain regions and in response to
various neuronal signaling pathways.

In most reports, effects on learning and memory were assessed by intraperitoneal
administration of BET inhibitors [15,16,23,67,102]. Even though JQ1 and derivatives em-
ployed in these studies are able to cross the BBB, it is unclear whether BET inhibitors
readily reach all the brain regions involved in cognition and behavior at adequate con-
centrations [65]. Additionally, experimental evidence collected so far is based on the use
of general BET inhibitors unable to either act on specific BET proteins or discriminate
between bromodomains within the same BET molecule. Further research using genetic
manipulation or more selective BET inhibitors may be required to accurately unveil the
role exerted by BET proteins in specific aspects of cognition.

4. Involvement of BET Proteins in Neuropathological Conditions
4.1. Neurodevelopmental Disorders

Given the complex and delicate regulation ensuring a proper CNS morphogenesis
and differentiation, diverse genetic and environmental factors can determine the onset of
neurodevelopmental disorders, hallmarked by alterations in cognitive and motor func-
tions. Xiang and colleagues (2020) recently identified BRD4 as a critical factor in Rett
syndrome (RTT), an X-linked neurodevelopmental disorder caused, in most cases, by loss
of function in methyl-CpG binding protein 2 (MeCP2). An abnormal increase in BRD4
chromatin binding was found in MeCP2-mutated human cortical interneurons, and JQ1
treatment attenuated transcriptional hyperactivation by decreasing BRD4 engagement to
chromatin. Furthermore, human median ganglionic eminence organoids (hMGEs) with
MeCP2 mutation displayed altered synchronization of calcium spikes, which was restored
after JQ1 treatment. Similarly, different neuronal TFs such as MEF2C and NEUROD2 were
upregulated but were recovered upon JQ1 treatment in MeCP2-mutated neurons derived
from human cortical organoids (hCOs). Surprisingly, pharmacological inhibition of BET
proteins by JQ1 in the MeCP2/Y mouse model resulted in remarkably extended lifespan
(about 81% vs. untreated MeCP2/Y mice). Furthermore, while MeCP2/Y mice showed
pathological progression typical of RTT, treatment with JQ1 significantly reduced symp-
toms in MeCP2/Y mice [103]. Taken together, these data suggest that BRD4 overactivation
may impair neuronal development, as it may result in dysregulation of genes related to
neuronal differentiation and activity, and that epigenetic regulation exerted by BRD4 is
essential for optimal neuronal function.

Similarly, in a mouse model of fragile X syndrome (FXS), BRD4 blockade alleviated the
transcriptional dysfunction and the behavioral phenotypes associated with the disease [102].
FXS is a monogenic neurodevelopmental disorder resulting from the loss of function of
fragile X mental retardation protein (FMRP), codified by Fmr1 gene, which represses the
translation of target transcripts and is particularly implicated in the regulation of synaptic
function and plasticity [104–106]. In mice, BRD4 expression decreases during neuronal
maturation but remains expressed in the adult stage [15]. Conversely, although BRD4
expression is reduced in Fmr1 knockout (KO) neurons during development, a higher
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expression is already present in the early stages of development compared to WT. In
addition, WT neurons display lower levels of BRD4 phosphorylation than Fmr1 KO neurons.
Consistently, elevated BRD4 expression was also found in Fmr1 KO young adult brains.
Pharmacological inhibition by JQ1 resulted in a decreased expression of genes upregulated
in Fmr1 KO neurons and in a significant rescue of synaptic spine number. Moreover, it was
found that Fmr1 KO mice were more prone to compulsive- and repetitive-like behaviors
when compared to control WT mice, whereas JQ1 treatment restored this phenotype. As to
social behaviors, KO Fmr1 mice showed abnormal social interaction, which was reversed by
JQ1 treatment, without affecting overall movement and exploratory activity. Different from
Frm1 KO mice, no significant behavioral changes were reported in WT mice treated with
JQ1. These findings suggest that JQ1 administration may rescue physiologically relevant
aspects of neuronal function in mice with an FXS phenotype, characterized by overactive
transcription and neuronal hyperexcitability. In contrast, JQ1 has a deleterious effect in
WT mice, blocking memory formation. The effects of JQ1 in FXS were further evaluated
by testing the co-administration of CX-4945. The concurrent CK2 inhibition by CX-4945
efficiently attenuated the abnormalities in social interaction, indicating that targeting BRD4
or its phosphorylation status is a promising approach to reverse some of the cognitive
deficits observed in FXS [102].

This fact corroborates the finding that pharmacological suppression of BET proteins
during mice adolescence leads to selective repression of neuronal gene expression and
development of autism-like syndrome, supporting the model in which proper amounts of
BRD4 are required for optimal neuronal function [19,102,107].

In line with these data, BET protein expression was found to be altered in cortices
isolated from WT mice at postnatal day (P) 20, compared to Fmr1 KO mice. Specifically,
Fmr1 KO mice showed increased BRD4 levels and reduced BRD2/3 levels compared with
WT. ChIP-seq analysis for each BET family member in cortical tissues isolated at P60
demonstrated that the binding of BRD2 and BRD3 to chromatin cis-regulatory regions
was significantly reduced in Fmr1 KO mice, whereas BRD4 recruitment was unchanged,
except for the enhancer regions. These results suggest that alterations in the recruitment of
different BET proteins to their respective regulatory regions could contribute to the tran-
scriptional abnormality observed in FXS. Next, the role of CBP/p300 HAT was examined,
as its acetylating activity provides the substrates for the binding of BET proteins to chro-
matin. Unexpectedly, pharmacological inhibition of CBP/p300 HAT by C646 enhanced the
recruitment of BRD2 to cis-regulatory regions, whereas no change was observed for BRD3.
On the other hand, BRD4 was the only member of the BET family that showed decreased
recruitment to chromatin following C646 treatment. Specifically, increased BRD2 binding
was noted in regions where BRD4 binding was decreased, suggesting a compensatory
mechanism. In addition to the enzymatic activity, CBP/p300 is an important coactivator
implicated in the protein–protein interactions of various transcriptional regulators. There-
fore, the authors investigated whether BET proteins require the coactivator function of
CBP/p300 for their recruitment. CBP knockdown resulted in decreased binding of BET
proteins to promoters and enhancers, suggesting that BET recruitment to regulatory regions
depends, at least in part, on CBP coactivation [93]. Collectively, these data suggest that BET
family members do not simply act in functional redundancy, but efficiently coordinate with
each other, and that impaired BET coordination is implicated in the altered transcription
and subsequent pathological conditions manifested in FXS.

Increasing evidence also highlights the putative involvement of BET proteins in Cor-
nelia de Lange syndrome (CdLS), a rare developmental multisystemic disorder character-
ized by cognitive impairment and altered physical and behavioral features. CdLS is part
of the “cohesinopathies” family of developmental disorders, associated with mutations
in proteins functionally related to the regulation of chromatin folding. Indeed, approxi-
mately 70% of CdLS cases present with mutations in the cohesin-loading factor NIPBL,
which promotes cohesins association to DNA [108]. It is worth noting that CdLS-like
phenotypes were recently associated with mutations in BRD4 [109–111] and, intriguingly,
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BRD4 was shown to interact with NIPBL [109,112], cooperating in the transcriptional reg-
ulation of several genes involved in development [109,110]. Heterozygous mice for Brd4
(Brd4+/−) and Nipbl (Nipbl+/−) genes showed similar phenotypes: animals that survived
the perinatal period exhibited significantly smaller size, craniofacial abnormalities, and
brain alterations [82,113]. Olley and collaborators observed that a de novo mutation in the
second BrD of BRD4 impairs its recognition of acetylated histones on chromatin, though
not affecting its interaction with NIPBL [109]. Subsequently, it was demonstrated that the
recognition and interaction pattern for NIPBL is the ETD of BRD4, and proteins stabilize
each other on chromatin by modulating the expression of several developmental genes in
both mice and humans. Consistently, the expression of a truncated version of BRD4 lacking
ETD led to the dissociation of NIPBL from chromatin, suggesting that NIPBL activity might
partially depend on cooperation with BRD4 [112]. In agreement, BRD4 depletion caused
a reduction in chromatin occupancy by NIPBL, resulting in loss of normal genome folding
in murine embryonic stem cells (mESCs). The binding is restored by exogenously delivering
the full-length BRD4, but not BRD4 with ETD deletion, confirming that the ETD of BRD4
is the recognition pattern required for NIPBL interaction. Interestingly, point mutations
in the ETD of BRD4 that prevented binding to NIPBL impeded in vitro differentiation of
neural crest cells into smooth muscle cells [81].

A plethora of studies have demonstrated the indisputable physiological role of BET
proteins as crucial epigenetic regulators in neurodevelopment and in neuronal functions.
Indeed, it is not surprising that an altered function of BET proteins is directly or indirectly
implicated in neurodevelopmental disorders. Therefore, targeting BET proteins could
provide new and effective treatments for different pathological conditions characterized by
impairments in their function.

4.2. Neuroinflammation

Neuroinflammation is a significant driver in the pathogenesis and progression of sev-
eral neurological conditions [65,114–117]. A growing body of evidence highlights a pivotal
role of epigenetic signaling in the modulation of inflammation. During the last decade,
the involvement of BET proteins in this process has been characterized by means of chem-
ical inhibitors or genetic approaches. The first link between BET and inflammation was
established in the in vivo study by Nicodeme and colleagues, showing that BET block-
ade suppressed the synthesis of pro-inflammatory mediators in activated macrophages
and protected mice from lethal shock induced by LPS administration [12]. Other studies
confirmed these findings, suggesting that BETs are essential in orchestrating the inflam-
matory response [12,118–121]. Such modulation operated by BET proteins depends on
their interaction with NF-kB, a crucial transcription factor in inflammation. In detail, the
p65/c-Rel subunit of NF-kB is acetylated at the Lys310 level by p300/CBP, thus allowing the
recruitment of BRD4 near NF-kB target genes [122]. Accordingly, BET inhibition attenuates
the expression of the main inflammatory genes and, in turn, induces an anti-inflammatory
response in a variety of tissues and organs, including the brain (Figure 3).

In the nervous tissue, microglia are key players in the regulation of innate immune
response and neuroinflammation [125,126]. Specifically, recent data demonstrate that
enhanced degradation of BET proteins achieved by PROteolysis-TArgeting Chimera (PRO-
TAC) technology blunted the LPS-induced pro-inflammatory response in the murine mi-
croglial cell line SIM-A9. In detail, treatment with dBET1 induced a significant degradation
of BRD2 and BRD4, which was associated with a considerable reduction in iNOS and
COX-2 levels. Furthermore, BET degradation attenuated the expression of different pro-
inflammatory genes, such as Nos2, Ptgs2, Il-1β, Tnfα, Ccl2, Il-6, and Mmp9. The effect of
BET inhibition on the transcription of inflammatory genes was confirmed by evaluating the
protein expression of these pro-inflammatory modulators upon JQ1 treatment [127]. Other
data demonstrated that JQ1 stimulation of LPS-treated human microglial clone 3 (HMC3)
cells not only exerts anti-inflammatory effects, but also anti-migratory activities [57].
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Figure 3. BRD4 interacts with NF-kB to regulate the expression of inflammation-associated
genes. Activation of pattern recognition receptors (PPR) by inflammatory stimuli determines
IKK α/β/γ complex recruitment resulting in IkB phosphorylation and later degradation through
ubiquitin/proteasome-dependent mechanisms. IkB downregulation leads to NF-kB subunit p65/c-
Rel phosphorylation by MAPK members (p38, ERK and JNK), promoting its nuclear localization.
Nuclear NF-kB binds to target gene promoters recruiting acetyltransferase CBP/p300 complex.
p65/c-Rel subunit is later acetylated at Lys310, leading to BRD4 recognition of acetylated NF-kB
and upregulation of genes involved in neuroinflammation. BET inhibitors exert anti-inflammatory
effects by preventing BRD4 binding to acetylated NF-kB and inhibition of MAPK activation through
indirect BRD4-dependent mechanisms in both astrocytes and microglia [123,124]. This figure is
created with BioRender.

Migration of activated microglial cells towards damaged sites is strongly associated
with the inflammatory response [128,129] and this is ensured by the expression of migration-
related genes such as Mmp3, Mmp13, Csf2, Ido1, Tnfsf10, and Vcam1. qRT-PCR analysis
showed a reduced expression of migration-related genes in HMC3 cells treated with JQ1.
Pharmacological BET inhibition also determined BRD4 displacement from the promoter of
Irf1 gene, coding for a TF involved in microglia activation [57]. Consistently, JQ1 adminis-
tration counteracted LPS-mediated inflammatory response in BV2 microglial cells. In this
context, BET blockage interfered with NF-kB activation by impeding the nuclear transloca-
tion of the p65 subunit. Precisely, JQ1 treatment blocked the activating phosphorylation of
IKKα/β, a kinase complex essential for the induction of NF-kB cascade, whose activation
was particularly pronounced upon LPS stimulation [123]. In addition, JQ1 also inhibited
the MAPK axis, another signaling cascade responsible for NF-kB-mediated transcriptional
activity (Figure 3). Therefore, these results revealed that BET proteins regulate microglia
activity at multiple levels, affecting the activation of diverse pathways involved in the
production of pro-inflammatory mediators and cell migration.
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Besides microglia, astrocytes also contribute to the inflammatory response in the CNS.
Treatment with LPS promoted a significant increase in Brd2 mRNA levels on primary
murine astrocytes [69]. BET inhibition suppressed mRNA levels of pro-inflammatory
cytokines [130]. Further confirmation of the involvement of BET proteins in astrocyte-
and microglia-mediated neuroinflammation was provided from studies conducted on
GFP-IL-1β transgenic mice. Intraperitoneal administration of LPS induced microgliosis
and astrogliosis, whereas BET inhibition by JQ1 markedly reduced astrocyte and microglial
activation, as assessed by the expression levels of CD68 and GFAP, as well as the levels
of pro-inflammatory cytokines IL-1β, IL-6, and TNF-α. Furthermore, in vivo studies
demonstrated that, similar to the results obtained on BV2 microglial cell cultures, the
activation of the MAPK/NF-kB signaling cascade mediated by LPS in brain tissue is
significantly attenuated by JQ1 [123].

Recent studies employed models of permanent and transient cerebral ischemia to evalu-
ate the effects of BET inhibition on the inflammatory response mediated by NF-kB [131–134].
In rats, transient cerebral ischemia obtained by middle cerebral artery occlusion (MCAO)
resulted in a significant increase in BRD4 expression in the MCAO group compared to the
control group, which was prevented by JQ1 treatment. JQ1 administration also hindered
the infarct volume, reduced the number of apoptotic cells, and decreased the expression of
pro-inflammatory factors (IL-1β, IL-6, IL-17, and TNF-α) in the ischemic brain. Notably,
BET blockade suppressed neuroinflammation by reducing p65 levels and by increasing
the cytosolic expression of the NF-kB inhibitor IkB [131]. Other reports corroborate these
findings, demonstrating that NF-kB suppression by BET blockade markedly hampered the
expression of pro-inflammatory mediators, leading to the reduction in pyroptosis and in-
flammasome activation. From a functional point of view, the molecular changes promoted
by BET inhibition were associated with a partial recovery of neurological deficits [132]. Neu-
roprotection mediated by BET inhibition was also confirmed in mouse models of permanent
cerebral ischemia. For instance, BRD4 blockade by using dBET1, a proteolysis-targeting
chimera, attenuated the infarct volume in permanent focal cerebral ischemia, and this was
related to a decrease in pro-inflammatory mediators such as TNF-α, CXCL1, CXCL10, CCL2,
and matrix metalloproteinase-9 (MMP-9). dBET1 administration significantly prevented
BBB abnormalities, as well as neutrophil infiltration into the ischemic area. Interestingly,
dBET1 significantly ameliorated the neurological symptomatology [134]. Reduction in
inflammation and preserved BBB integrity following BET inhibition was also reported
in the C57BL/6J mouse model subjected to transient MCAO. Indeed, dBET1 reduced
pro-inflammatory cytokines, neutrophil infiltration, MMP-9 protein levels, and infarct
volume. The protective effects of dBET1 against ischemic damage are attributable not only
to its anti-inflammatory function, but also to its anti-oxidant function. In fact, evaluation
of oxidative stress in MCAO mice revealed an increase in the oxidative damage marker
4-hydroxy-2-nonenal (4-HNE), a concurrent buildup in the protein levels of GP91phox
(NOX2) subunit of the pro-oxidant NADPH oxidase complex, and a decrease in anti-oxidant
enzymes such as superoxide dismutase 2 (SOD2) and glutathione peroxidase 1 (GPX1). On
the contrary, dBET1 significantly attenuated the levels of 4-HNE and NOX2 and simultane-
ously increased SOD2 and GPX1 expression [133]. These effects could be attributable to the
ability of BET proteins to modulate Nrf2-dependent transcription of anti-oxidant genes.
Several studies highlighted that BET proteins negatively affected Nrf2 signaling, which
was prevented by the administration of BET inhibitors [135]. Furthermore, under specific
physiopathological conditions, BRD2 and BRD4 directly bind to the promoter of Nox2, Nox4,
p47phox, and p67phox genes. Coherently, JQ1 treatment promoted the displacement of BET
proteins from the chromatin, reducing the transcription of NADPH oxidase subunits and
the subsequent induction of oxidative stress [136]. Taken together, this evidence suggests
that BET modulation could affect redox balance by influencing Nrf2 and NADPH oxidase
activity in ischemic conditions.

An additional function attributable to BET proteins in stroke-associated neuroinflam-
mation has emerged from a recent study focusing the attention on the formation of fibrotic
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scars. It has been shown that TGF-β1 stimulation increased BRD4 expression in a cell
culture model of fibrosis and simultaneously promoted fibroblast proliferation and migra-
tion. In contrast, JQ1 blocked these effects. The results obtained from in vitro studies were
further supported by in vivo models. Specifically, rats underwent transient MCAO devel-
oped fibrosis in the infarcted area, which was attenuated when BRD4 was knocked down
by adenovirus. Concurrently, ischemic damage, infarct volume, and cognitive alterations
appeared to be reduced [137].

Recent evidence underlines that BET inhibition may also have a role in the neuroin-
flammatory conditions associated with sepsis-induced encephalopathy (SAE). Indeed,
JQ1 treatment blocked NF-kB signaling and decreased inflammosome activation in the
hippocampus of an experimental mouse model of SAE, leading to the suppression of
the canonical pyroptosis pathway and the release of pro-inflammatory factors. Further-
more, BET inhibition selectively suppressed hippocampal microglia activation in SAE mice,
determining an overall protection against BBB breakdown and neuronal damage [138].

Thus, it is becoming increasingly clear that BET proteins play an essential role in
the modulation of complex neuroinflammatory pathways and that they are functionally
connected to numerous CNS pathologies characterized by oxinflammation.

4.3. Neurodegenerative Diseases

Neurodegenerative diseases such as AD, Parkinson’s disease (PD), Huntington disease
(HD), amyotrophic lateral sclerosis (ALS), or frontotemporal dementia (FTD) are charac-
terized by a progressive decline in neuronal homeostasis which eventually leads to cell
death. Although the etiological mechanisms at the root of these pathologies are different,
they share similar degenerative aspects affecting neuronal and non-neuronal cells: notably,
changes in gene expression, protein aggregation, redox disbalance, and neuroinflammation
are common hallmarks of these conditions [139,140]. As mentioned in the previous sections,
regulation of gene transcription can be achieved through epigenetic changes concerning
histone tail modifications such as acetylation and methylation [141]. Targeting these mod-
ifications has shown promising results in the treatment for neurodegenerative diseases,
especially concerning histone writers and erasers such as HAT and HDAC, respectively,
and readers of histone acetylome such as the BET proteins (Table 1).

For instance, emerging evidence suggests that BET inhibitors could be valuable targets
to treat AD and other neurodegenerative diseases [65,142]. Experimental findings demon-
strated the beneficial effects of BET blockade in both wild type and AD mouse models;
JQ1 treatment showed an improvement in spatial and associative memory, as well as in
long-term potentiation (LTP). RNA-seq analysis revealed that these functional data were
associated with the upregulation of genes involved in ion channels’ activity and DNA
repair system [23]. Another in vivo study conducted on male adult Wistar rats mimicking
AD pathology supported previous studies. JQ1 treatment significantly ameliorated spa-
tial memory acquisition and retrieval, enhanced the phosphorylation of CREB, a critical
transcription factor for memory consolidation, and increased the expression of the synaptic
markers postsynaptic density 95 protein (PSD95) and synaptophysin. Concurrently, the
proinflammatory mediator TNF-α was significantly reduced upon BET blockade. Inter-
estingly, it has been observed that the administration of fluorocitrate (FC), an inhibitor of
astrocyte metabolism, prevented the JQ1-induced phenotypic amelioration by inducing the
downregulation of p-CREB, PSD95, and synaptophysin. Co-administration of FC also led
to a buildup of TNF-α. Even though the molecular link between FC and TNF-α elevation
needs to be clarified, FC may suppress the neuroprotective activity of astrocytes, thus
accelerating neuronal dysfunction and exacerbating cognitive alteration, regardless of the
presence of JQ1 [143]. In addition, previous studies highlighted that proinflammatory
microglia could trigger the polarization of astrocytes into a neurotoxic phenotype [144].
Since the authors suggested that microglia could represent the source responsible for TNF-α
upregulation [143], it is possible to speculate that the interplay between microglia and
astrocytes may cause the nullifying effects of FC on memory improvement mediated by



Biomedicines 2023, 11, 750 15 of 30

JQ1. The beneficial effect of BET inhibition against the neuroinflammatory condition in
AD has been further supported by Magistri and colleagues; they found that JQ1 exhibited
decreased mRNA expression of pro-inflammatory cytokines and chemokines such as Il-1b,
Il-6, Nos2, Tnfa, and Ccl2 in the 3xTg mouse model of AD. However, different from other
published evidence, they failed in detecting cognitive improvement; this discrepancy can
be explained by divergences in the experimental setup, such as age of the animals, dosage
used for treatments, animal model training, and behavioral assessment [17]. The relevance
of BET proteins to neuroinflammation in AD was sustained by another study showing
that BET blockade reduced phagocytic activity of the microglial cell line BV2; the effect
was dependent on the downregulation of phagocytosis-related genes which were involved
in the pathogenetic mechanisms of AD [145]. The pharmacological potential of BET in-
hibition in AD has also been investigated in co-treatment with HDAC inhibitors. Male
rats were treated with JQ1 and/or MS-275 to inhibit BET or HDAC proteins, respectively.
Monotherapies, as well as combined therapies, were effective in counteracting cognitive
impairments, CREB suppression, and elevation of TNF-α induced by Aβ administration.
Notably, combined therapy did not show any synergic effect [56]. Although most of the
literature points out a neuroprotective role of BET inhibition in AD, a very recent report
demonstrated that inhibition or degradation of BET protein BRD4, obtained by treatment
with JQ1 and ARV-825, respectively, enhanced Tau hyperphosphorylation and Aβ levels as
a result of beta-site amyloid precursor protein cleaving enzyme 1 (BACE1) activation in
H4-APP751 human neuroblastoma and 3D-AD human neural cell culture. Indeed, both
compounds were capable of augmenting p-Tau levels and the cleavage of the soluble amy-
loid precursor protein (sAPP) into Aβ through BACE1 pathways. However, BACE1 mRNA
did not display any increase after drug treatment, suggesting a possible post-translational
mechanism of activation [146]. Collectively, the available data suggest a possible role of
BET proteins in the pathogenic mechanisms of AD. However, further research is needed to
better clarify their contribution and the effective employment of BET inhibitors as a putative
pharmacological approach.

Recently, apabetalone (RVX-208), a small molecule BET inhibitor, has been assessed
for secondary prevention of cardiovascular disease (CVD) events in a randomized, placebo-
controlled clinical trial (BETonMACE) with 2425 patients with diabetes and acute coronary
syndrome [147]. Besides the favorable trend in the incidence of major cardiovascular events
(MACE), Cummings and colleagues also explored the effects of apabetalone on cognitive
function in this population with risk factors for AD. In this sub-study, cognitive functions
of BETonMACE participants of 70 or more years of age were collected using the Montreal
Cognitive Assessment (MoCA) score. Apabetalone treatment was associated with improved
cognition as measured by MoCA scores, highlighting a novel therapeutic approach based
on BET inhibitors for patients with concurrent CVD and cognitive impairment [148].

Severe cognitive impairment can also represent a long-term complication of dia-
betes, characterized by reduced mental flexibility, intelligence, and speed of information
processing [154]. Using streptozotocin-induced diabetic rats, Liang and colleagues per-
formed a Morris water maze test, demonstrating that cognitive function in diabetic rats is
deeply impaired but abrogated by JQ1 treatment [155].

Besides the role of BET proteins in AD, emerging studies imply the activity of these
proteins in other neurodegenerative disorders. As a matter of fact, the inhibition of BET
proteins in PD recently received attention for its potential effect in mitigating the side
effects associated with drug treatments. Currently, Levodopa (L-DOPA), the precursor of
dopamine, is the most efficient therapeutic approach for PD in clinical practice; unfortu-
nately, its long-term use favors the appearance of drug-related adverse events, such as
L-DOPA-induced dyskinesia (LID) [156]. Figge and colleagues examined the inhibition of
BET proteins using a 6-hydroxydopamine (6-OHDA) rodent model of LID. In this context,
BET protein expression was shown to be dysregulated, as well as the occupancy at pro-
moter and enhancer regions of genes involved in dyskinesia development. Accordingly,
treatment with JQ1 prevented LID and blocked the transcription of the immediate-early
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genes involved in the onset of dyskinesia [149]. Given that CK2 has been proven to be
pivotal in BRD4 genomic localization [45] and since CK2 dysregulation has been previously
associated with the onset of LID [157,158], it is possible to hypothesize that blocking BRD4
prevents its CK2-dependent delocalization, resulting in LID decline. In support of this
evidence, another study better dissected the role of JQ1 in LID in a 6-OHDA rat model,
showing that JQ1 alleviated LID by inhibiting neuroinflammation without affecting motor
amelioration. In fact, treatment with L-DOPA promoted the expression of pro-inflammatory
cytokines such as TNF-α, iNOS, Il-1β, Il-6, and glial activation marker CD68 and GFAP,
which were in turn downregulated after JQ1 treatment. Hence, BET protein inhibition
strongly blocked canonical NF-kB activation in the striatum, mitigating neuroinflammation
and LID-associated symptoms [150]. Despite these findings, the scientific literature is still
limited, and further studies are needed to better comprehend the involvement of BET
inhibition in the physiopathology of PD.

Table 1. Effects of BET inhibition in neurodegenerative disorders. ↑ indicates an increase; ↓ indicates
a decrease. AD (Alzheimer’s disease); PD (Parkinson’s disease); HD (Huntington’s disease); ALS
(Amyotrophic Lateral Sclerosis); FTD (FrontoTemporal Dementia).

Disease Experimental
Model

BET
Inhibition Pathways/Processes Functional Effects References

AD

APP/
PS1-21 mouse

− JQ1
− LTP
− DNA repair
− Ions homeostasis

− ↑ Spatial and
associative memories
− ↑ DNA repair
− ↑ Ion channel activity

[23]

3xTg mouse − JQ1 − Neuroinflammation
− ↓ Neuroinflammation (TNF-α,
IL-1β, IL-6, Nos2, Ccl2);
− No effects on cognition

[17]

Wistar rats − JQ1 − Synaptic plasticity
− Neuroinflammation

− ↑ CREB signaling
− ↑ Synaptic proteins
− ↑ Spatial memory
− ↓ Neuroinflammation

[143]

Wistar rats − JQ1 − CREB signaling
− TNF-α signaling

− ↑ Spatial and
aversive memories
− ↓ Neuroinflammation

[56]

− H4-APP751 cells
− 3D-AD cells

− JQ1
− ARV-825

− Tauopathy
− APP metabolism

− ↑ p-Tau aggregates
− ↑ APP processing (↑ BACE1,
↑ Aβ formation)

[146]

BV2 murine
microglial cells

− JQ1
− shBRD2
− shBRD3
− shBRD4

− Expression of
phagocytosis-
related genes

− ↓microglial
phagocytic activity [145]

Clinical study
(NCT02586155)

Apabetalone
(RVX-208)

− Cognitive
performances − ↑ Cognitive function [148]
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Table 1. Cont.

Disease Experimental
Model

BET
Inhibition Pathways/Processes Functional Effects References

PD

6-OHDA rat model − JQ1 − Gene expression
− ↓ LID-associated
immediate-early genes
− ↓ LID-associated symptoms

[149]

6-OHDA rat model − JQ1 − Neuroinflammation

− Inhibition of
neuroinflammation (↓ TNF-α,
↓ iNOS, ↓ IL-1β, ↓ IL-6,
↓ CD68, ↓ GFAP)

[150]

HD − R6/2 mouse − JQ1 − Gene transcription
−mHTT aggregation

− ↑ Insoluble mHTT
− ↑Weight loss
− ↑ Behavioral impairments

[151]

ALS/
FTD

Cells derived from
ALS patients

− JQ1
− I-BET762
− I-BET151

− C9ORF72 expression − ↑ C9ORF72 expression [152]

− SH-SY5Y G4C2
cell line
− C9BAC mouse

− PFI-1
− JQ1
− OTX-015

− C9ORF72
transcription
− RNA foci
− DPR inclusions

− ↑ V1-V3
C9ORF72 transcription;
− Increased RNA foci;
− ↓ Toxic DPR inclusions;
− ↓ Hippocampal-dependent
cognitive deficits

[153]

HD is another neurodegeneration that could be influenced by the activity of BET
proteins. HD is a genetic disorder caused by a mutation in Htt gene encoding for a mul-
tifunctional protein. The transcriptional dysregulation occurs at the early stage of the
pathology, determining progressive neurodegeneration (firstly in the striatum and subse-
quently in the cortex) [159,160]. Concerning epigenetic changes, it has been postulated that
Htt mutation severely affects HAT enzymatic activity; for this reason, it is believed that
alterations in HAT functionality may represent a crucial phenomenon in transcriptional
deregulation observed in HD [161]. In 2003, a research article elucidated the effects of
HDAC on HD phenotype, reporting a positive impact in an R6/2 HD murine model treated
with suberoylanilide hydroxamic acid (SAHA), a well-known HDAC inhibitor. In fact, mice
showed a consistent improvement in a rotarod test, indicating a significant amelioration
in motor activity when compared to the control group, without exhibiting a decrease in
poliQ aggregation [162]. Similar experiments were conducted on an HD-N171-82Q trans-
genic mice model; the HDAC inhibitor phenylbutyrate decreased striatum degeneration
and prolonged the survival rate. Contrary to the beneficial effects obtained with HDAC
inhibitors, discouraging results were achieved by using BET inhibitors. Notably, it has
been demonstrated that JQ1 improved motor skills and promoted the expression of genes
involved in energy metabolism and protein translation in non-transgenic mice (NT). On the
contrary, no significant effects were observed on R6/2 mice in a rotarod test. In addition,
BET suppression was detrimental for pole test performance and aggravated HD-associated
weight loss. Molecular analysis of R6/2 brain tissues displayed that JQ1 exacerbated HTT
accumulation and increased the expression of genes related to the immune response and
apoptosis, leading to a concurrent downregulation of genes associated with ion channel
activity and functioning [151]. Studies on the effect of BET inhibition in HD models are still
very limited; it would certainly be advantageous to validate the effects on different animal
models or at different pharmacological dosages.
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Pharmacologically active molecules targeting the epigenome have been extensively
studied in the context of ALS. About 10% of ALS cases are characterized by mutations
in genes encoding for SOD1, transactive response DNA-binding protein 43 (TARDBP),
and C9ORF72. Pathogenic mutations in TARDBP and C9ORF72 are also involved in the
onset of FTD; despite being very different clinically, patients with ALS and FTD share
histopathological redundancy (classified as C9ALS/FTD) [163–166]. There are three sub-
stantial pathogenic mechanisms concerning this condition: (a) repeat-associated non-ATG
(RAN) of C9ORF72 mRNA leads to the accumulation of toxic dipeptide repeats (DPR)
proteins, which generate neuronal inclusions [167]; (b) bidirectional C9ORF72 mutated
gene transcription forms RNA foci, whose toxic or neuroprotective effects still remain to be
elucidated [168,169]; (c) C9ORF72 loss of function or transcriptional impairment based on
epigenetic modification (e.g., lysine 9 and 27 trimethylation of H3; DNA methylation on
C9ORF72 promoter; hexanucleotide repeat sequence) [170–173]. Novel pharmacological
strategies are aimed at upregulating C9ORF72 expression, since it has been recently proved
that low expression levels impair autophagy, affecting the clearance of toxic DPRs [167,174].
Zeier and colleagues provided solid evidence that BET inhibitors increased C9ORF72 ex-
pression in C9/ALS motor neurons [152]. Supporting data were recently obtained by
Quezada and collaborators, showing that the BET inhibitor PFI-1 induced V1-V3 tran-
scripts of the mutant C9ORF72 gene and facilitated the formation of nuclear RNA foci with
a consistent reduction in DPR inclusions in cell models of C9ALS/FTD. In addition, BET
blockade suppressed the hippocampal-dependent cognitive deficits in a C9BAC mouse
model of C9ALS/FTD [153]. Hence, BET inhibitors could be considered as a valuable
therapeutic approach for ALS and FTD, even though further studies are essential to better
identify the effective dosage, as well as the long-term efficacy in the pathology progression.
Alongside a deeper molecular characterization of the phenotypical deficits on cell models,
other tests should be run on animal models to assess cognitive improvement with further
behavioral evaluation before approaching clinical trials.

4.4. Neuropsychiatric Disorders

Several psychiatric disorders are associated with alterations in histone modifications [175–180].
Chronic drug consumption is known to alter histone acetylation in brain regions associated
with reward behaviors. Hence, epigenetic pharmacotherapies have emerged as a promising
treatment approach for substance use disorder (SUD) due to their ability to reverse the mal-
adaptive behavioral responses to drugs of abuse. Particularly, pharmacological inhibition
of BET proteins has been shown to normalize the behavioral symptoms in a wide range
of disease models, including SUD [65,181] (Table 2). In preclinical SUD studies, JQ1 was
able to ameliorate the behavioral responses to different types of substances of abuse such
cocaine, heroin, amphetamine, and nicotine in mice and rats [63,67,182].

Chronic cocaine administration results in a general increase in histone acetylation in
brain areas related to reward, such as the NAc [183]. Additionally, manipulation of HAT
and HDAC dramatically influences behavioral and molecular responses to psychostim-
ulants in rodents [176–178,183–190]. Since histone acetylation influences drug-induced
neuroadaptations and behaviors, the involvement of epigenetic readers, such as BET pro-
teins, has been recently assessed in animal models of SUD. BRD4 protein levels, but not the
expression of BRD2 and BRD3, was significantly increased in the NAc of mice and rats fol-
lowing repeated cocaine injections and self-administration. Through the conditioned place
preference (CPP), a procedure utilized to study the role of context associations in reward-
related behaviors, systemic and intra-accumbal administration of JQ1 was found to reduce
cocaine CPP, without affecting locomotor activity or other types of learning [16]. Studying
the underlying mechanisms, it has been revealed that repeated cocaine administration
increases BRD4 binding to the gria2 and bdnf promoter regions in the NAc, indicating that
CK2-mediated phosphorylation of BRD4 is essential for cocaine addiction and relapse. Con-
versely, the inhibition of CK2-induced phosphorylation markedly represses cocaine effects.
These findings indicate that BRD4 phosphorylation is required in long-term neuroplasticity
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and relapse associated with cocaine consumption [67]. Retrieval, reconsolidation of drug
memories, and cocaine-induced reinstatement of drug-seeking behaviors find their molec-
ular basis in the enhanced AMPA-mediated glutamate transmission in the NAc [67,191].
Several drugs targeting the glutamatergic circuitry in the NAc have been investigated in
preclinical and/or clinical studies to alleviate drug relapse. For example, it was found that
JQ1 hampered the GluA2 and BDNF expression induced by cocaine exposure. Coherently,
the CK2 inhibitor CX-4945 was capable of altering cocaine conditioning, extinction, and
reinstatement, demonstrating that CK2 inhibition may counteract the adaptive processes
involved in cocaine-seeking behaviors.

More recently, the role of BET proteins in conditioned behaviors to other drugs of
abuse, such as nicotine, amphetamine, morphine, and oxycodone, was investigated. These
studies revealed that JQ1 administration attenuated nicotine and amphetamine CPP but
did not alter morphine or oxycodone CPP. Importantly, several BET target genes that are
known to regulate amphetamine- and nicotine-seeking behaviors were reduced upon the
administration of JQ1 or other BET inhibitors.

Table 2. Effects of BET inhibition in neuropsychiatric disorders. ↑ indicates an increase; ↓ indicates a
decrease. SUD (Substance Use Disorder); PTSD (Post-Traumatic Stress Disorder); SZ (Schizophrenia).

Disease Experimental
Model

BET
Inhibition Pathways/Processes Functional Effects References

SUD

− C57BL/6 mice
− Sprague
Dawley rats

− JQ1 − Cocaine-
induced neuroplasticity

− ↑ Behavioral response
to drug addiction [16]

Long Evans rats − JQ1 − Opioid-induced
− chromatin conformation

− ↓ Heroin
self-administration
− ↓ Cue-induced
drug-seeking behavior

[182]

PTSD

C57BL/6 mice − JQ1
− Neuroplasticity
associated with remote
fear memory

− ↑ Behavioral impairment
− ↓ IGF-2 upregulation [18]

C57BL/6 mice − JQ1 − Auditory
fear-conditioned memory

− ↓ BRD4
fear-induced activation
− ↓ Remote fear
memory extinction

[100]

SZ

− Neurons from
SZ patients
−WT mice

− JQ1 − H2A.Z and H4
acetylation mechanisms

− ↑ H2A.Z and
H4 acetylation
− ↑ SZ-associated
transcriptional signature

[192]

Wistar Han rats − JQ1 − Sensorimotor gating
− Recognition memory

− ↑ Prefrontal
cortex development [193]

Genes such as Arc, Bdnf, Gria1, and Gria2, whose expression was reduced by BET
inhibitors, were elevated in reward-related brain regions by amphetamine and/or nicotine
exposure [194–196]. Although JQ1 does not alter morphine and oxycodone CPP, another
study showed that histone acetylation modifications, which are recognized by BET reader
proteins, are elevated in the post-mortem brains of chronic opioid abusers, and injections of
JQ1 in the dorsal striatum were capable of reducing heroin self-administration in rats [182].
In animal models of SUD, experimental evidence was generally collected by using pan-BET
inhibitors such as JQ1, which bind to both BET BrDs (BrD1 and BrD2). Because pan-BET
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inhibitors may be associated with relevant adverse events, a clinically tested BrD2-specific
BET inhibitor, RVX-208, was used in a subsequent study by Sartor’s research group. Similar
to JQ1, this inhibitor dose-dependently reduced cocaine CPP in male and female mice.
In other behavioral experiments, RVX-208 did not affect distance traveled, anxiety-like
behavior, or NOR memory. Moreover, treatment with RVX-208 decreased the transcriptional
levels of several cocaine-induced genes in the NAc in a sex-dependent manner. RVX-208
showed effects on gene expression in stimulated primary neurons compared to JQ1 but did
not elicit a distinct transcriptional response in non-stimulated neurons. These researchers
suggested, therefore, that targeting specific BET domains may represent a safer therapeutic
approach to attenuate neurobehavioral adaptations mediated by cocaine [197].

Even though no studies analyzed the functional involvement of BET proteins in
alcohol-induced behaviors, transcriptional levels of BRD3 and BRD4 were found to be
decreased in the dorsal medial prefrontal cortex of alcohol-addicted rats [198]. These results
highlight BET proteins as novel regulators of drug-induced neuroadaptation and suggest
that BET modulation can be exploited in the development of therapeutic strategies for the
treatment of SUD-related behaviors [65].

Several works displayed a possible connection between BET activity and other psy-
chiatric disorders. Single-nucleotide polymorphisms associated with schizophrenia, for
example, link BRD4 to an increased susceptibility to this disorder [199].

In a recent work, Farrelly and colleagues investigated histone acetylation in schizophre-
nia, identifying BRD4 as a possible target for treatment. In this study, the authors used
fibroblasts derived from schizophrenia patients and healthy subjects, reprogramming them
into human induced pluripotent stem cells, and then differentiated into neurons in vitro.
By a proteomics approach, increased acetylation of the histone variant H2A.Z and of H4
were observed in neurons of patients with schizophrenia. These data were also confirmed
in the postmortem human brain. Biochemical analysis, including X-ray crystallography,
revealed that BRD4 is a H2A.Z acetylation reader. Notably, BRD4 pharmacological inhibi-
tion hampered the interaction between H2A.Z acetylation and BRD4, thus improving the
transcriptional signature associated with schizophrenia in patient-derived neurons [192].

Another report evaluated the involvement of BET proteins in a model of schizophrenia
induced by prenatal administration of methylazoximethanol (MAM). In particular, the
authors demonstrated that the alterations associated with schizophrenia induced by MAM
treatment were found only in males; on the contrary, JQ1 administration in the adolescent
period affected behavioral responses and altered molecular and proteomic scenarios in
the prefrontal cortex of both sexes. These results led to the hypothesis that JQ1 treatment
during adolescence could affect the prefrontal cortex development [193].

The effects of BRD4 inhibition have also been investigated on depression/anxiety-like
behaviors and spatial and fear memory in a model of PTSD using contextual and cue fear
tests, the sucrose preference test, open-field test, elevated plus maze test, and Y-maze test
in mice [200]. Inescapable foot shocks (IFSs) with a sound reminder in 6 days induced
BRD4 expression in the prefrontal cortex, hippocampus, and amygdala, causing alterations
of IEG. Furthermore, IFS induced depression, anxiety-like behaviors, and impairments in
memory and spatial learning. JQ1 treatment counteracted freezing time in contextual and
cue fear tests, nullified the behavioral impairments, and recovered IEG expression levels.
Taken together, these reports indicate that BET inhibitors exhibit encouraging effects in
several in vivo models of psychiatric disorders.

5. Conclusions

Regulation in gene expression is based on a wide interplay of different signal trans-
duction pathways, leading to positive or negative transcriptional control. Many of these
pathways modulate the activation and binding of TFs to DNA response elements. On the
other hand, other pathways act on chromatin accessibility through epigenetic modification
on histones exerted by writers and erasers (such as HAT and HDAC) [18]. Among the
histone code readers, BET proteins play crucial roles in the regulation of gene expression,
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as they recognize Kac and favor the recruitment of the transcriptional machinery, thus
regulating several cell processes in different tissues [25], including the brain. Recent evi-
dence demonstrated that BET family members guarantee the expression of genes encoding
neurotrophic factors, neurotransmitter receptors, ion channels, and many other proteins
involved in synaptic plasticity [15,16,18,23]. Accordingly, different studies showed that
BET proteins are expressed in all brain cells and their relative abundance depends on the
cellular subtype [65], highlighting that variable expression patterns could be associated
with specific cell functions and response to external stimuli. Despite this information,
the expression of BET proteins in diverse brain regions is still elusive, and their role was
exclusively dissected in selected neuronal subtypes [66]; further molecular and functional
characterization is needed to obtain deeper insight into the role played by BET proteins in
brain homeostasis.

Since BET proteins are emerging as crucial epigenetic players in CNS physiology,
it is not surprising that alterations in their activity may be associated with several neu-
ropathological conditions. From this perspective, the use of BET inhibitors in preclinical
research facilitated the dissection of physiopathological mechanisms in cell culture and
animal disease models, providing the rationale to target BET proteins as a novel therapeutic
strategy. Concerning neurodegenerative conditions, only few data are available about the
prospective impact of BET inhibition in HD and PD, whereas most research has focused
on AD. Even though few in vitro studies pointed out a detrimental role of BET inhibition
in AD pathology [146], a growing body of evidence underlines that BET blockade could
counteract cognitive dysfunction and neuroinflammation in different cellular and animal
models [23,143,145]. The discrepancy among these studies may be explained considering
the specific experimental models, as well as drug dosage and treatment protocols. BET
proteins also affect brain development; it has been observed that BET protein activity is
essential to assure proper neurodevelopment [19]. Conversely, BET inhibition significantly
ameliorates neuronal defects in experimental models of neurodevelopmental diseases,
such as RTT and FXS. Notably, these disorders are characterized by abnormal epigenetic
landscapes, which lead to hyperactive transcription [102,103]. Thus, BET modulation is not
beneficial or detrimental for neurodevelopment per se, as its impact is strictly dependent
on the physiopathological context. It is interesting to emphasize the dose-dependent effects
of BET inhibitors tested in the aforementioned conditions. For instance, in the mouse
model of FXS, low-dose treatment with JQ1 alleviated disease-associated phenotypes [102];
however, a high dose of JQ1 could impair the processes ensuring memory formation [15].
Similarly, only low doses of JQ1 were found to improve the RTT phenotype in vivo [103].
Further studies are needed to further investigate the therapeutic opportunities based on
BET targeting in the pathophysiological processes that influence neurodevelopment.

Furthermore, BET proteins have also been associated with cognitive dysfunction and
neuropsychiatric diseases, such as SUD, FTD, and schizophrenia [16,153,192].

Collectively, these findings help to shed light on BET proteins’ activity and their possi-
ble inhibition when approaching disease treatment. However, several issues need to be
addressed. As already reported, more efforts should be made in terms of fundamental
research to deeply dissect the role of each BET protein in brain cells; a better comprehen-
sion of the molecular, cellular, and functional processes is indeed essential to properly
comprehend the contribution of BET proteins in CNS physiopathology and the possible
employment of BET inhibition as effective therapeutic strategy. In this context, it will also be
important to assess the pharmacological efficacy of the selective manipulation of a specific
BrD. Indeed, BrD1- or BrD2-selective BET inhibitors have been recently developed and
showed encouraging therapeutic effects with less adverse events [201].

The addition of missing pieces in the intricate puzzle depicting the involvement of BET
proteins in the brain will certainly be useful to evaluate promising therapeutic opportunities
for CNS disorders.



Biomedicines 2023, 11, 750 22 of 30

Author Contributions: Conceptualization, M.S.; methodology, D.P., M.S. and N.M.; software, D.P.,
M.V. and N.M.; formal analysis, M.S.; investigation, D.P., M.C., M.P., M.S., M.V., N.M. and W.S.;
resources, M.S.; data curation, D.P., M.S. and N.M.; writing—original draft preparation, D.P., M.C.,
M.P., M.V., N.M. and W.S.; writing—review and editing, M.S., P.L.R. and S.M.; visualization, D.P.,
M.S. and N.M; supervision, M.S.; project administration, M.S. All authors have read and agreed to
the published version of the manuscript.

Funding: This research was funded by Jerome Lejeune Foundation call for Grants session 2021a,
#2043 to M.S. The work was also partially supported by Lazio Innova—Bandi per Gruppi di Ricerca
2020- AMETISTA to S.M. (Prot. GeCoWEB n. A0375-2020- 36668; CUP: F85F21003700009) and the
Grant of Excellence, MIUR (ARTICOLO 1, COMMI 314–337 LEGGE 232/2016) to the Department of
Science of Roma Tre University.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Not applicable.

Acknowledgments: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Haynes, S.R.; Dollard, C.; Winston, F.; Beck, S.; Trowsdale, J.; Dawid, I.B. The Bromodomain: A Conserved Sequence Found in

Human, Drosophila and Yeast Proteins. Nucleic Acids Res. 1992, 20, 2603. [CrossRef]
2. Filippakopoulos, P.; Knapp, S. The Bromodomain Interaction Module. FEBS Lett. 2012, 586, 2692–2704. [CrossRef] [PubMed]
3. Filippakopoulos, P.; Picaud, S.; Mangos, M.; Keates, T.; Lambert, J.-P.; Barsyte-Lovejoy, D.; Felletar, I.; Volkmer, R.; Müller, S.;

Pawson, T.; et al. Histone Recognition and Large-Scale Structural Analysis of the Human Bromodomain Family. Cell 2012, 149,
214–231. [CrossRef] [PubMed]

4. Galvani, A.; Thiriet, C. Nucleosome Dancing at the Tempo of Histone Tail Acetylation. Genes 2015, 6, 607–621. [CrossRef] [PubMed]
5. Zeng, L.; Zhou, M.-M. Bromodomain: An Acetyl-Lysine Binding Domain. FEBS Lett. 2002, 513, 124–128. [CrossRef] [PubMed]
6. Rahman, S.; Sowa, M.E.; Ottinger, M.; Smith, J.A.; Shi, Y.; Harper, J.W.; Howley, P.M. The Brd4 Extraterminal Domain Confers

Transcription Activation Independent of PTEFb by Recruiting Multiple Proteins, Including NSD3. Mol. Cell. Biol. 2011, 31,
2641–2652. [CrossRef] [PubMed]

7. Liu, W.; Ma, Q.; Wong, K.; Li, W.; Ohgi, K.; Zhang, J.; Aggarwal, A.K.; Rosenfeld, M.G. Brd4 and JMJD6-Associated Anti-Pause
Enhancers in Regulation of Transcriptional Pause Release. Cell 2013, 155, 1581–1595. [CrossRef] [PubMed]

8. Barbieri, I.; Cannizzaro, E.; Dawson, M.A. Bromodomains as Therapeutic Targets in Cancer. Brief. Funct. Genom. 2013, 12,
219–230. [CrossRef]

9. Boehm, D.; Conrad, R.J.; Ott, M. Bromodomain Proteins in HIV Infection. Viruses 2013, 5, 1571–1586. [CrossRef]
10. Prinjha, R.K.; Witherington, J.; Lee, K. Place Your BETs: The Therapeutic Potential of Bromodomains. Trends Pharmacol. Sci. 2012,

33, 146–153. [CrossRef]
11. Filippakopoulos, P.; Qi, J.; Picaud, S.; Shen, Y.; Smith, W.B.; Fedorov, O.; Morse, E.M.; Keates, T.; Hickman, T.T.; Felletar, I.; et al.

Selective Inhibition of BET Bromodomains. Nature 2010, 468, 1067–1073. [CrossRef] [PubMed]
12. Nicodeme, E.; Jeffrey, K.L.; Schaefer, U.; Beinke, S.; Dewell, S.; Chung, C.; Chandwani, R.; Marazzi, I.; Wilson, P.; Coste, H.; et al.

Suppression of Inflammation by a Synthetic Histone Mimic. Nature 2010, 468, 1119–1123. [CrossRef] [PubMed]
13. Segatto, M.; Fittipaldi, R.; Pin, F.; Sartori, R.; Dae Ko, K.; Zare, H.; Fenizia, C.; Zanchettin, G.; Pierobon, E.S.; Hatakeyama, S.; et al.

Epigenetic Targeting of Bromodomain Protein BRD4 Counteracts Cancer Cachexia and Prolongs Survival. Nat. Commun. 2017, 8,
1707. [CrossRef] [PubMed]

14. Andrieu, G.P.; Shafran, J.S.; Deeney, J.T.; Bharadwaj, K.R.; Rangarajan, A.; Denis, G. v BET Proteins in Abnormal Metabolism,
Inflammation, and the Breast Cancer Microenvironment. J. Leukoc. Biol. 2018, 104, 265–274. [CrossRef]

15. Korb, E.; Herre, M.; Zucker-Scharff, I.; Darnell, R.B.; Allis, C.D. BET Protein Brd4 Activates Transcription in Neurons and BET
Inhibitor Jq1 Blocks Memory in Mice. Nat. Neurosci. 2015, 18, 1464–1473. [CrossRef]

16. Sartor, G.C.; Powell, S.K.; Brothers, S.P.; Wahlestedt, C. Epigenetic Readers of Lysine Acetylation Regulate Cocaine-Induced
Plasticity. J. Neurosci. 2015, 35, 15062–15072. [CrossRef]

17. Magistri, M.; Velmeshev, D.; Makhmutova, M.; Patel, P.; Sartor, G.C.; Volmar, C.-H.; Wahlestedt, C.; Faghihi, M.A. The BET-
Bromodomain Inhibitor JQ1 Reduces Inflammation and Tau Phosphorylation at Ser396 in the Brain of the 3xTg Model of
Alzheimer’s Disease. Curr. Alzheimer Res. 2016, 13, 985–995. [CrossRef]

18. Duan, Q.; Huang, F.L.; Li, S.J.; Chen, K.Z.; Gong, L.; Qi, J.; Yang, Z.H.; Yang, T.L.; Li, F.; Li, C.Q. BET Proteins Inhibitor JQ-1
Impaired the Extinction of Remote Auditory Fear Memory: An Effect Mediated by Insulin like Growth Factor 2. Neuropharmacology
2020, 177, 108255. [CrossRef]

http://doi.org/10.1093/nar/20.10.2603
http://doi.org/10.1016/j.febslet.2012.04.045
http://www.ncbi.nlm.nih.gov/pubmed/22710155
http://doi.org/10.1016/j.cell.2012.02.013
http://www.ncbi.nlm.nih.gov/pubmed/22464331
http://doi.org/10.3390/genes6030607
http://www.ncbi.nlm.nih.gov/pubmed/26184324
http://doi.org/10.1016/S0014-5793(01)03309-9
http://www.ncbi.nlm.nih.gov/pubmed/11911891
http://doi.org/10.1128/MCB.01341-10
http://www.ncbi.nlm.nih.gov/pubmed/21555454
http://doi.org/10.1016/j.cell.2013.10.056
http://www.ncbi.nlm.nih.gov/pubmed/24360279
http://doi.org/10.1093/bfgp/elt007
http://doi.org/10.3390/v5061571
http://doi.org/10.1016/j.tips.2011.12.002
http://doi.org/10.1038/nature09504
http://www.ncbi.nlm.nih.gov/pubmed/20871596
http://doi.org/10.1038/nature09589
http://www.ncbi.nlm.nih.gov/pubmed/21068722
http://doi.org/10.1038/s41467-017-01645-7
http://www.ncbi.nlm.nih.gov/pubmed/29167426
http://doi.org/10.1002/JLB.5RI0917-380RR
http://doi.org/10.1038/nn.4095
http://doi.org/10.1523/JNEUROSCI.0826-15.2015
http://doi.org/10.2174/1567205013666160427101832
http://doi.org/10.1016/j.neuropharm.2020.108255


Biomedicines 2023, 11, 750 23 of 30

19. Sullivan, J.M.; Badimon, A.; Schaefer, U.; Ayata, P.; Gray, J.; Chung, C.; von Schimmelmann, M.; Zhang, F.; Garton, N.; Smithers,
N.; et al. Autism-like Syndrome Is Induced by Pharmacological Suppression of BET Proteins in Young Mice. J. Exp. Med. 2015,
212, 1771–1781. [CrossRef]

20. Umehara, T.; Nakamura, Y.; Wakamori, M.; Ozato, K.; Yokoyama, S.; Padmanabhan, B. Structural Implications for K5/K12-Di-
Acetylated Histone H4 Recognition by the Second Bromodomain of BRD2. FEBS Lett. 2010, 584, 3901–3908. [CrossRef]

21. Umehara, T.; Nakamura, Y.; Jang, M.K.; Nakano, K.; Tanaka, A.; Ozato, K.; Padmanabhan, B.; Yokoyama, S. Structural Basis for
Acetylated Histone H4 Recognition by the Human BRD2 Bromodomain. J. Biol. Chem. 2010, 285, 7610–7618. [CrossRef] [PubMed]

22. LeRoy, G.; Chepelev, I.; DiMaggio, P.A.; Blanco, M.A.; Zee, B.M.; Zhao, K.; Garcia, B.A. Proteogenomic Characterization and
Mapping of Nucleosomes Decoded by Brd and HP1 Proteins. Genome Biol. 2012, 13, R68. [CrossRef] [PubMed]

23. Benito, E.; Ramachandran, B.; Schroeder, H.; Schmidt, G.; Urbanke, H.; Burkhardt, S.; Capece, V.; Dean, C.; Fischer, A. The
BET/BRD Inhibitor JQ1 Improves Brain Plasticity in WT and APP Mice. Transl. Psychiatry 2017, 7, e1239. [CrossRef] [PubMed]

24. Choudhary, C.; Kumar, C.; Gnad, F.; Nielsen, M.L.; Rehman, M.; Walther, T.C.; Olsen, J.V.; Mann, M. Lysine Acetylation Targets
Protein Complexes and Co-Regulates Major Cellular Functions. Science 2009, 325, 834–840. [CrossRef] [PubMed]

25. Sanchez, R.; Meslamani, J.; Zhou, M.M. The Bromodomain: From Epigenome Reader to Druggable Target. Biochim. Biophys. Acta
BBA—Gene Regul. Mech. 2014, 1839, 676–685. [CrossRef] [PubMed]

26. Dhalluin, C.; Carlson, J.E.; Zeng, L.; He, C.; Aggarwal, A.K.; Zhou, M.-M.; Zhou, M.-M. Structure and Ligand of a Histone
Acetyltransferase Bromodomain. Nature 1999, 399, 491–496. [CrossRef] [PubMed]

27. Pérez-Salvia, M.; Esteller, M. Bromodomain Inhibitors and Cancer Therapy: From Structures to Applications. Epigenetics 2017, 12,
323–339. [CrossRef]

28. Zaware, N.; Zhou, M.-M. Chemical Modulators for Epigenome Reader Domains as Emerging Epigenetic Therapies for Cancer
and Inflammation. Curr. Opin. Chem. Biol. 2017, 39, 116–125. [CrossRef]

29. Jones, M.H.; Numata, M.; Shimane, M. Identification and Characterization of BRDT: A Testis-Specific Gene Related to the
Bromodomain Genes RING3 and Drosophila Fsh. Genomics 1997, 45, 529–534. [CrossRef]

30. Taniguchi, Y. The Bromodomain and Extra-Terminal Domain (BET) Family: Functional Anatomy of BET Paralogous Proteins.
Int. J. Mol. Sci. 2016, 17, 1849. [CrossRef]

31. Mujtaba, S.; Zeng, L.; Zhou, M.-M. Structure and Acetyl-Lysine Recognition of the Bromodomain. Oncogene 2007, 26, 5521–5527.
[CrossRef] [PubMed]

32. Lloyd, J.T.; Glass, K.C. Biological Function and Histone Recognition of Family IV Bromodomain-Containing Proteins. J. Cell.
Physiol. 2018, 233, 1877–1886. [CrossRef] [PubMed]

33. Dey, A.; Chitsaz, F.; Abbasi, A.; Misteli, T.; Ozato, K. The Double Bromodomain Protein Brd4 Binds to Acetylated Chromatin
during Interphase and Mitosis. Proc. Natl. Acad. Sci. USA 2003, 100, 8758–8763. [CrossRef] [PubMed]

34. Morinière, J.; Rousseaux, S.; Steuerwald, U.; Soler-López, M.; Curtet, S.; Vitte, A.-L.; Govin, J.; Gaucher, J.; Sadoul, K.;
Hart, D.J.; et al. Cooperative Binding of Two Acetylation Marks on a Histone Tail by a Single Bromodomain. Nature 2009,
461, 664–668. [CrossRef]

35. Zhang, Q.; Zeng, L.; Shen, C.; Ju, Y.; Konuma, T.; Zhao, C.; Vakoc, C.R.; Zhou, M.-M. Structural Mechanism of Transcriptional
Regulator NSD3 Recognition by the ET Domain of BRD4. Structure 2016, 24, 1201–1208. [CrossRef]

36. Jiang, Y.W.; Veschambre, P.; Erdjument-Bromage, H.; Tempst, P.; Conaway, J.W.; Conaway, R.C.; Kornberg, R.D. Mammalian
Mediator of Transcriptional Regulation and Its Possible Role as an End-Point of Signal Transduction Pathways. Proc. Natl. Acad.
Sci. USA 1998, 95, 8538–8543. [CrossRef]

37. Jang, M.K.; Mochizuki, K.; Zhou, M.; Jeong, H.S.; Brady, J.N.; Ozato, K. The Bromodomain Protein Brd4 Is a Positive Regulatory
Component of P-TEFb and Stimulates RNA Polymerase II-Dependent Transcription. Mol. Cell 2005, 19, 523–534. [CrossRef]

38. Barrero, M.J. Epigenetic Strategies to Boost Cancer Immunotherapies. Int. J. Mol. Sci. 2017, 18, 1108. [CrossRef]
39. Zhou, Q.; Li, T.; Price, D.H. RNA Polymerase II Elongation Control. Annu. Rev. Biochem. 2012, 81, 119–143. [CrossRef]
40. Bisgrove, D.A.; Mahmoudi, T.; Henklein, P.; Verdin, E. Conserved P-TEFb-Interacting Domain of BRD4 Inhibits HIV Transcription.

Proc. Natl. Acad. Sci. USA 2007, 104, 13690–13695. [CrossRef]
41. Schröder, S.; Cho, S.; Zeng, L.; Zhang, Q.; Kaehlcke, K.; Mak, L.; Lau, J.; Bisgrove, D.; Schnölzer, M.; Verdin, E.; et al. Two-Pronged

Binding with Bromodomain-Containing Protein 4 Liberates Positive Transcription Elongation Factor b from Inactive Ribonucleo-
protein Complexes. J. Biol. Chem. 2012, 287, 1090–1099. [CrossRef] [PubMed]

42. Yang, Z.; Yik, J.H.N.; Chen, R.; He, N.; Jang, M.K.; Ozato, K.; Zhou, Q. Recruitment of P-TEFb for Stimulation of Transcriptional
Elongation by the Bromodomain Protein Brd4. Mol. Cell 2005, 19, 535–545. [CrossRef] [PubMed]

43. Kanno, T.; Kanno, Y.; LeRoy, G.; Campos, E.; Sun, H.-W.; Brooks, S.R.; Vahedi, G.; Heightman, T.D.; Garcia, B.A.; Reinberg, D.;
et al. BRD4 Assists Elongation of Both Coding and Enhancer RNAs by Interacting with Acetylated Histones. Nat. Struct. Mol. Biol.
2014, 21, 1047–1057. [CrossRef] [PubMed]

44. Adelman, K.; Lis, J.T. Promoter-Proximal Pausing of RNA Polymerase II: Emerging Roles in Metazoans. Nat. Rev. Genet. 2012, 13,
720–731. [CrossRef] [PubMed]

45. Wu, S.-Y.; Lee, A.-Y.; Lai, H.-T.; Zhang, H.; Chiang, C.-M. Phospho Switch Triggers Brd4 Chromatin Binding and Activator
Recruitment for Gene-Specific Targeting. Mol. Cell 2013, 49, 843–857. [CrossRef] [PubMed]

http://doi.org/10.1084/jem.20151271
http://doi.org/10.1016/j.febslet.2010.08.013
http://doi.org/10.1074/jbc.M109.062422
http://www.ncbi.nlm.nih.gov/pubmed/20048151
http://doi.org/10.1186/gb-2012-13-8-r68
http://www.ncbi.nlm.nih.gov/pubmed/22897906
http://doi.org/10.1038/tp.2017.202
http://www.ncbi.nlm.nih.gov/pubmed/28949335
http://doi.org/10.1126/science.1175371
http://www.ncbi.nlm.nih.gov/pubmed/19608861
http://doi.org/10.1016/j.bbagrm.2014.03.011
http://www.ncbi.nlm.nih.gov/pubmed/24686119
http://doi.org/10.1038/20974
http://www.ncbi.nlm.nih.gov/pubmed/10365964
http://doi.org/10.1080/15592294.2016.1265710
http://doi.org/10.1016/j.cbpa.2017.06.012
http://doi.org/10.1006/geno.1997.5000
http://doi.org/10.3390/ijms17111849
http://doi.org/10.1038/sj.onc.1210618
http://www.ncbi.nlm.nih.gov/pubmed/17694091
http://doi.org/10.1002/jcp.26010
http://www.ncbi.nlm.nih.gov/pubmed/28500727
http://doi.org/10.1073/pnas.1433065100
http://www.ncbi.nlm.nih.gov/pubmed/12840145
http://doi.org/10.1038/nature08397
http://doi.org/10.1016/j.str.2016.04.019
http://doi.org/10.1073/pnas.95.15.8538
http://doi.org/10.1016/j.molcel.2005.06.027
http://doi.org/10.3390/ijms18061108
http://doi.org/10.1146/annurev-biochem-052610-095910
http://doi.org/10.1073/pnas.0705053104
http://doi.org/10.1074/jbc.M111.282855
http://www.ncbi.nlm.nih.gov/pubmed/22084242
http://doi.org/10.1016/j.molcel.2005.06.029
http://www.ncbi.nlm.nih.gov/pubmed/16109377
http://doi.org/10.1038/nsmb.2912
http://www.ncbi.nlm.nih.gov/pubmed/25383670
http://doi.org/10.1038/nrg3293
http://www.ncbi.nlm.nih.gov/pubmed/22986266
http://doi.org/10.1016/j.molcel.2012.12.006
http://www.ncbi.nlm.nih.gov/pubmed/23317504


Biomedicines 2023, 11, 750 24 of 30

46. Winter, G.E.; Mayer, A.; Buckley, D.L.; Erb, M.A.; Roderick, J.E.; Vittori, S.; Reyes, J.M.; di Iulio, J.; Souza, A.; Ott, C.J.; et al. BET
Bromodomain Proteins Function as Master Transcription Elongation Factors Independent of CDK9 Recruitment. Mol. Cell 2017,
67, 5–18.e19. [CrossRef]

47. Bhagwat, A.S.; Roe, J.-S.; Mok, B.Y.L.; Hohmann, A.F.; Shi, J.; Vakoc, C.R. BET Bromodomain Inhibition Releases the Mediator
Complex from Select Cis-Regulatory Elements. Cell Rep. 2016, 15, 519–530. [CrossRef]

48. LeRoy, G.; Rickards, B.; Flint, S.J. The Double Bromodomain Proteins Brd2 and Brd3 Couple Histone Acetylation to Transcription.
Mol. Cell 2008, 30, 51–60. [CrossRef]

49. Alpatov, R.; Lesch, B.J.; Nakamoto-Kinoshita, M.; Blanco, A.; Chen, S.; Stützer, A.; Armache, K.J.; Simon, M.D.; Xu, C.; Ali, M.;
et al. A Chromatin-Dependent Role of the Fragile X Mental Retardation Protein FMRP in the DNA Damage Response. Cell 2014,
157, 869–881. [CrossRef]

50. Shi, J.; Whyte, W.A.; Zepeda-Mendoza, C.J.; Milazzo, J.P.; Shen, C.; Roe, J.S.; Minder, J.L.; Mercan, F.; Wang, E.; Eckersley-Maslin,
M.A.; et al. Role of SWI/SNF in Acute Leukemia Maintenance and Enhancer-Mediated Myc Regulation. Genes Dev. 2013, 27,
2648–2662. [CrossRef]

51. Wu, T.; Kamikawa, Y.F.; Donohoe, M.E. Brd4′s Bromodomains Mediate Histone H3 Acetylation and Chromatin Remodeling in
Pluripotent Cells through P300 and Brg1. Cell Rep. 2018, 25, 1756–1771. [CrossRef]

52. Bai, P.; Wey, H.-Y.; Patnaik, D.; Lu, X.; Lan, Y.; Rokka, J.; Stephanie, F.; Haggarty, S.J.; Wang, C. Positron Emission Tomography
Probes Targeting Bromodomain and Extra-Terminal (BET) Domains to Enable in Vivo Neuroepigenetic Imaging. Chem. Commun.
2019, 55, 12932–12935. [CrossRef]

53. Gyuris, A.; Donovan, D.J.; Seymour, K.A.; Lovasco, L.A.; Smilowitz, N.R.; Halperin, A.L.P.; Klysik, J.E.; Freiman, R.N. The
Chromatin-Targeting Protein Brd2 Is Required for Neural Tube Closure and Embryogenesis. Biochim. Biophys. Acta Gene
Regul. Mech. 2009, 1789, 413–421. [CrossRef] [PubMed]

54. Padmanabhan, B.; Mathur, S.; Manjula, R.; Tripathi, S. Bromodomain and Extra-Terminal (BET) Family Proteins: New Therapeutic
Targets in Major Diseases. J. Biosci. 2016, 41, 295–311. [CrossRef] [PubMed]

55. Guan, J.-S.; Haggarty, S.J.; Giacometti, E.; Dannenberg, J.-H.; Joseph, N.; Gao, J.; Nieland, T.J.F.; Zhou, Y.; Wang, X.; Mazitschek, R.;
et al. HDAC2 Negatively Regulates Memory Formation and Synaptic Plasticity. Nature 2009, 459, 55–60. [CrossRef] [PubMed]

56. Badrikoohi, M.; Esmaeli, A.; Babaei, P. Simultaneous Administration of Bromodomain and Histone Deacetylase I Inhibitors
Alleviates Cognition Deficit in Alzheimer’s Model of Rats. Brain Res. Bull. 2022, 179, 49–56. [CrossRef]

57. Baek, M.; Yoo, E.; Choi, H.I.; An, G.Y.; Chai, J.C.; Lee, Y.S.; Jung, K.H.; Chai, Y.G. The BET Inhibitor Attenuates the Inflammatory
Response and Cell Migration in Human Microglial HMC3 Cell Line. Sci. Rep. 2021, 11, 8828. [CrossRef] [PubMed]

58. Liu, L.; Yang, C.; Candelario-Jalil, E. Role of BET Proteins in Inflammation and CNS Diseases. Front. Mol. Biosci. 2021,
8, 748449. [CrossRef]

59. Picaud, S.; Leonards, K.; Lambert, J.-P.; Dovey, O.; Wells, C.; Fedorov, O.; Monteiro, O.; Fujisawa, T.; Wang, C.-Y.; Lingard, H.; et al.
Promiscuous Targeting of Bromodomains by Bromosporine Identifies BET Proteins as Master Regulators of Primary Transcription
Response in Leukemia. Sci. Adv. 2023, 2, e1600760. [CrossRef]

60. Schwalm, M.P.; Knapp, S. BET Bromodomain Inhibitors. Curr. Opin. Chem. Biol. 2022, 68, 102148. [CrossRef]
61. Alqahtani, A.; Choucair, K.; Ashraf, M.; Hammouda, D.M.; Alloghbi, A.; Khan, T.; Senzer, N.; Nemunaitis, J. Bromodomain

and Extra-Terminal Motif Inhibitors: A Review of Preclinical and Clinical Advances in Cancer Therapy. Future Sci. OA 2019,
5, FSO372. [CrossRef]

62. Watson, R.J.; Bamborough, P.; Barnett, H.; Chung, C.; Davis, R.; Gordon, L.; Grandi, P.; Petretich, M.; Phillipou, A.; Prinjha, R.K.;
et al. GSK789: A Selective Inhibitor of the First Bromodomains (BD1) of the Bromo and Extra Terminal Domain (BET) Proteins.
J. Med. Chem. 2020, 63, 9045–9069. [CrossRef]

63. Babigian, C.J.; Wiedner, H.J.; Wahlestedt, C.; Sartor, G.C. JQ1 Attenuates Psychostimulant- but Not Opioid-Induced Conditioned
Place Preference. Behav. Brain Res. 2022, 418, 113644. [CrossRef]

64. Saunders, A.; Macosko, E.Z.; Wysoker, A.; Goldman, M.; Krienen, F.M.; de Rivera, H.; Bien, E.; Baum, M.; Bortolin, L.; Wang, S.;
et al. Molecular Diversity and Specializations among the Cells of the Adult Mouse Brain. Cell 2018, 174, 1015–1030.e16.
[CrossRef] [PubMed]

65. Singh, M.B.; Sartor, G.C. BET Bromodomains as Novel Epigenetic Targets for Brain Health and Disease. Neuropharmacology 2020,
181, 108306. [CrossRef]

66. Jones-Tabah, J.; Martin, R.D.; Chen, J.J.; Tanny, J.C.; Clarke, P.B.S.; Hébert, T.E. A Role for BET Proteins in Regulating
Basal, Dopamine-Induced and CAMP/PKA-Dependent Transcription in Rat Striatal Neurons. Cell. Signal. 2022, 91, 110226.
[CrossRef] [PubMed]

67. Guo, W.; Long, H.; Bu, Q.; Zhao, Y.; Wang, H.; Tian, J.; Cen, X. Role of BRD4 Phosphorylation in the Nucleus Accumbens in
Relapse to Cocaine-Seeking Behavior in Mice. Addict. Biol. 2020, 25, e12808. [CrossRef]

68. Wu, S.; Wang, L.; Zhang, L.; Xu, X.; Zhao, J. Molecular Dynamics Simulations Data of Six Compounds F3J-BRD4/CBP, EX1-
BRD4/CBP, and E2T-BRD4/CBP. Data Brief 2021, 36, 107009. [CrossRef] [PubMed]

69. Choi, C.S.; Hong, S.H.; Sim, S.; Cho, K.S.; Kim, J.-W.; Yang, S.M.; Jeon, S.J.; You, J.S.; Shin, C.Y. The Epigenetic Reader BRD2 as
a Specific Modulator of PAI-1 Expression in Lipopolysaccharide-Stimulated Mouse Primary Astrocytes. Neurochem. Res. 2015, 40,
2211–2219. [CrossRef]

http://doi.org/10.1016/j.molcel.2017.06.004
http://doi.org/10.1016/j.celrep.2016.03.054
http://doi.org/10.1016/j.molcel.2008.01.018
http://doi.org/10.1016/j.cell.2014.03.040
http://doi.org/10.1101/gad.232710.113
http://doi.org/10.1016/j.celrep.2018.10.003
http://doi.org/10.1039/C9CC06734E
http://doi.org/10.1016/j.bbagrm.2009.03.005
http://www.ncbi.nlm.nih.gov/pubmed/19362612
http://doi.org/10.1007/s12038-016-9600-6
http://www.ncbi.nlm.nih.gov/pubmed/27240990
http://doi.org/10.1038/nature07925
http://www.ncbi.nlm.nih.gov/pubmed/19424149
http://doi.org/10.1016/j.brainresbull.2021.12.004
http://doi.org/10.1038/s41598-021-87828-1
http://www.ncbi.nlm.nih.gov/pubmed/33893325
http://doi.org/10.3389/fmolb.2021.748449
http://doi.org/10.1126/sciadv.1600760
http://doi.org/10.1016/j.cbpa.2022.102148
http://doi.org/10.4155/fsoa-2018-0115
http://doi.org/10.1021/acs.jmedchem.0c00614
http://doi.org/10.1016/j.bbr.2021.113644
http://doi.org/10.1016/j.cell.2018.07.028
http://www.ncbi.nlm.nih.gov/pubmed/30096299
http://doi.org/10.1016/j.neuropharm.2020.108306
http://doi.org/10.1016/j.cellsig.2021.110226
http://www.ncbi.nlm.nih.gov/pubmed/34974082
http://doi.org/10.1111/adb.12808
http://doi.org/10.1016/j.dib.2021.107009
http://www.ncbi.nlm.nih.gov/pubmed/33898668
http://doi.org/10.1007/s11064-015-1710-2


Biomedicines 2023, 11, 750 25 of 30

70. Chiang, C.M. Nonequivalent Response to Bromodomain-Targeting BET Inhibitors in Oligodendrocyte Cell Fate Decision.
Chem. Biol. 2014, 21, 804–806. [CrossRef]

71. Cowan, W.M.; Cowan, W.M.; Jessell, T.M.; Zipursky, S.L. Molecular and Cellular Approaches to Neural Development; Oxford University
Press: New York, NY, USA, 1998; ISBN 9780199865833.

72. Reese, D.; Drapeau, P. Neurite Growth Patterns Leading to Functional Synapses in an Identified Embryonic Neuron. J. Neurosci.
1998, 18, 5652–5662. [CrossRef] [PubMed]

73. Hirabayashi, Y.; Gotoh, Y. Epigenetic Control of Neural Precursor Cell Fate during Development. Nat. Rev. Neurosci. 2010, 11,
377–388. [CrossRef] [PubMed]

74. Juliandi, B.; Abematsu, M.; Nakashima, K. Epigenetic Regulation in Neural Stem Cell Differentiation. Dev. Growth Differ. 2010, 52,
493–504. [CrossRef]

75. Li, J.; Ma, J.; Meng, G.; Lin, H.; Wu, S.; Wang, J.; Luo, J.; Xu, X.; Tough, D.; Lindon, M.; et al. BET Bromodomain Inhibition
Promotes Neurogenesis While Inhibiting Gliogenesis in Neural Progenitor Cells. Stem Cell Res. 2016, 17, 212–221. [CrossRef]

76. Westphal, M.; Sant, P.; Hauser, A.T.; Jung, M.; Driever, W. Chemical Genetics Screen Identifies Epigenetic Mechanisms Involved
in Dopaminergic and Noradrenergic Neurogenesis in Zebrafish. Front. Genet. 2020, 11, 80. [CrossRef] [PubMed]

77. Tsume, M.; Kimura-Yoshida, C.; Mochida, K.; Shibukawa, Y.; Amazaki, S.; Wada, Y.; Hiramatsu, R.; Shimokawa, K.; Matsuo, I.
Brd2 Is Required for Cell Cycle Exit and Neuronal Differentiation through the E2F1 Pathway in Mouse Neuroepithelial Cells.
Biochem. Biophys. Res. Commun. 2012, 425, 762–768. [CrossRef]

78. Crowley, T.E.; Brunori, M.; Rhee, K.; Wang, X.; Wolgemuth, D.J. Change in Nuclear-Cytoplasmic Localization of
a Double-Bromodomain Protein during Proliferation and Differentiation of Mouse Spinal Cord and Dorsal Root Ganglia.
Dev. Brain Res. 2004, 149, 93–101. [CrossRef]

79. Garcia-Gutierrez, P.; Mundi, M.; Garcia-Dominguez, M. Association of Bromodomain BET Proteins with Chromatin Requires
Dimerization through the Conserved Motif B. J. Cell Sci. 2012, 125, 3671–3680. [CrossRef]

80. Garcia-Gutierrez, P.; Juarez-Vicente, F.; Wolgemuth, D.J.; Garcia-Dominguez, M. Pleiotrophin Antagonizes Brd2 during Neuronal
Differentiation. J. Cell Sci. 2014, 127, 2554–2564. [CrossRef]

81. Linares-Saldana, R.; Kim, W.; Bolar, N.A.; Zhang, H.; Koch-Bojalad, B.A.; Yoon, S.; Shah, P.P.; Karnay, A.; Park, D.S.; Luppino, J.M.;
et al. BRD4 Orchestrates Genome Folding to Promote Neural Crest Differentiation. Nat. Genet. 2021, 53, 1480–1492. [CrossRef]

82. Houzelstein, D.; Bullock, S.L.; Lynch, D.E.; Grigorieva, E.F.; Wilson, V.A.; Beddington, R.S.P. Growth and Early Postimplantation
Defects in Mice Deficient for the Bromodomain-Containing Protein Brd4. Mol. Cell. Biol. 2002, 22, 3794–3802. [CrossRef] [PubMed]

83. Espinosa, J.S.; Luo, L. Timing Neurogenesis and Differentiation: Insights from Quantitative Clonal Analyses of Cerebellar Granule
Cells. J. Neurosci. 2008, 28, 2301–2312. [CrossRef] [PubMed]

84. Penas, C.; Maloof, M.E.; Stathias, V.; Long, J.; Tan, S.K.; Mier, J.; Fang, Y.; Valdes, C.; Rodriguez-Blanco, J.; Chiang, C.M.; et al.
Time Series Modeling of Cell Cycle Exit Identifies Brd4 Dependent Regulation of Cerebellar Neurogenesis. Nat. Commun. 2019,
10, 3028. [CrossRef] [PubMed]

85. van Zundert, B.; Montecino, M. Epigenetic Changes and Chromatin Reorganization in Brain Function: Lessons from Fear Memory
Ensemble and Alzheimer’s Disease. Int. J. Mol. Sci. 2022, 23, 12081. [CrossRef] [PubMed]

86. Ali, H.A.; Li, Y.; Bilal, A.H.M.; Qin, T.; Yuan, Z.; Zhao, W. A Comprehensive Review of BET Protein Biochemistry, Physiology, and
Pathological Roles. Front. Pharmacol. 2022, 13, 818891. [CrossRef] [PubMed]

87. Sartor, G.C.; Malvezzi, A.M.; Kumar, A.; Andrade, N.S.; Wiedner, H.J.; Vilca, S.J.; Janczura, K.J.; Bagheri, A.; Al-Ali, H.;
Powell, S.K.; et al. Enhancement of BDNF Expression and Memory by HDAC Inhibition Requires BET Bromodomain Reader
Proteins. J. Neurosci. 2019, 39, 612–626. [CrossRef]

88. Volmar, C.H.; Wahlestedt, C. Histone Deacetylases (HDACs) and Brain Function. Neuroepigenetics 2015, 1, 20–27. [CrossRef]
89. Pulya, S.; Mahale, A.; Bobde, Y.; Routholla, G.; Patel, T.; Swati; Biswas, S.; Sharma, V.; Kulkarni, O.P.; Ghosh, B. PT3: A Novel

Benzamide Class Histone Deacetylase 3 Inhibitor Improves Learning and Memory in Novel Object Recognition Mouse Model.
ACS Chem. Neurosci. 2021, 12, 883–892. [CrossRef]

90. Kwapis, J.L.; Alaghband, Y.; López, A.J.; White, A.O.; Campbell, R.R.; Dang, R.T.; Rhee, D.; Tran, A.V.; Carl, A.E.; Matheos, D.P.;
et al. Context and Auditory Fear Are Differentially Regulated by HDAC3 Activity in the Lateral and Basal Subnuclei of the
Amygdala. Neuropsychopharmacology 2017, 42, 1284–1294. [CrossRef]

91. Bieszczad, K.M.; Bechay, K.; Rusche, J.R.; Jacques, V.; Kudugunti, S.; Miao, W.; Weinberger, N.M.; McGaugh, J.L.; Wood, M.A.
Histone Deacetylase Inhibition via RGFP966 Releases the Brakes on Sensory Cortical Plasticity and the Specificity of Memory
Formation. J. Neurosci. 2015, 35, 13124–13132. [CrossRef]

92. Malvaez, M.; Greenfield, V.Y.; Matheos, D.P.; Angelillis, N.A.; Murphy, M.D.; Kennedy, P.J.; Wood, M.A.; Wassum, K.M. Habits
Are Negatively Regulated by Histone Deacetylase 3 in the Dorsal Striatum. Biol. Psychiatry 2018, 84, 383–392. [CrossRef]

93. Kim, S.-K.; Liu, X.; Park, J.; Um, D.; Kilaru, G.; Chiang, C.-M.; Kang, M.; Huber, K.M.; Kang, K.; Kim, T.-K. Functional Coordination
of BET Family Proteins Underlies Altered Transcription Associated with Memory Impairment in Fragile X Syndrome. Sci. Adv.
2021, 7, eabf7346. [CrossRef]

94. Briscione, M.A.; Jovanovic, T.; Norrholm, S.D. Conditioned Fear Associated Phenotypes as Robust, Translational Indices of
Trauma-, Stressor-, and Anxiety-Related Behaviors. Front. Psychiatry 2014, 5, 88. [CrossRef]

95. Johnson, L.R.; McGuire, J.; Lazarus, R.; Palmer, A.A. Pavlovian Fear Memory Circuits and Phenotype Models of PTSD.
Neuropharmacology 2012, 62, 638–646. [CrossRef]

http://doi.org/10.1016/j.chembiol.2014.07.003
http://doi.org/10.1523/JNEUROSCI.18-15-05652.1998
http://www.ncbi.nlm.nih.gov/pubmed/9671656
http://doi.org/10.1038/nrn2810
http://www.ncbi.nlm.nih.gov/pubmed/20485363
http://doi.org/10.1111/j.1440-169X.2010.01175.x
http://doi.org/10.1016/j.scr.2016.07.006
http://doi.org/10.3389/fgene.2020.00080
http://www.ncbi.nlm.nih.gov/pubmed/32158467
http://doi.org/10.1016/j.bbrc.2012.07.149
http://doi.org/10.1016/j.devbrainres.2003.12.011
http://doi.org/10.1242/jcs.105841
http://doi.org/10.1242/jcs.147462
http://doi.org/10.1038/s41588-021-00934-8
http://doi.org/10.1128/MCB.22.11.3794-3802.2002
http://www.ncbi.nlm.nih.gov/pubmed/11997514
http://doi.org/10.1523/JNEUROSCI.5157-07.2008
http://www.ncbi.nlm.nih.gov/pubmed/18322077
http://doi.org/10.1038/s41467-019-10799-5
http://www.ncbi.nlm.nih.gov/pubmed/31292434
http://doi.org/10.3390/ijms232012081
http://www.ncbi.nlm.nih.gov/pubmed/36292933
http://doi.org/10.3389/fphar.2022.818891
http://www.ncbi.nlm.nih.gov/pubmed/35401196
http://doi.org/10.1523/JNEUROSCI.1604-18.2018
http://doi.org/10.1016/j.nepig.2014.10.002
http://doi.org/10.1021/acschemneuro.0c00721
http://doi.org/10.1038/npp.2016.274
http://doi.org/10.1523/JNEUROSCI.0914-15.2015
http://doi.org/10.1016/j.biopsych.2018.01.025
http://doi.org/10.1126/sciadv.abf7346
http://doi.org/10.3389/fpsyt.2014.00088
http://doi.org/10.1016/j.neuropharm.2011.07.004


Biomedicines 2023, 11, 750 26 of 30

96. Mahan, A.L.; Ressler, K.J. Fear Conditioning, Synaptic Plasticity and the Amygdala: Implications for Posttraumatic Stress Disorder.
Trends Neurosci. 2012, 35, 24–35. [CrossRef]

97. Hemstedt, T.J.; Lattal, K.M.; Wood, M.A. Reconsolidation and Extinction: Using Epigenetic Signatures to Challenge Conventional
Wisdom. Neurobiol. Learn. Mem. 2017, 142, 55–65. [CrossRef]

98. Whittle, N.; Singewald, N. HDAC Inhibitors as Cognitive Enhancers in Fear, Anxiety and Trauma Therapy: Where Do We Stand?
Biochem. Soc. Trans. 2014, 42, 569–581. [CrossRef]

99. Bousiges, O.; Neidl, R.; Majchrzak, M.; Muller, M.-A.; Barbelivien, A.; Pereira de Vasconcelos, A.; Schneider, A.; Loeffler, J.-P.;
Cassel, J.-C.; Boutillier, A.-L. Detection of Histone Acetylation Levels in the Dorsal Hippocampus Reveals Early Tagging on
Specific Residues of H2B and H4 Histones in Response to Learning. PLoS ONE 2013, 8, e57816. [CrossRef]

100. Huang, F.L.; Li, F.; Zhang, W.J.; Li, S.J.; Yang, Z.H.; Yang, T.L.; Qi, J.; Duan, Q.; Li, C.Q. Brd4 Participates in Epigenetic Regulation
of the Extinction of Remote Auditory Fear Memory. Neurobiol. Learn. Mem. 2021, 179, 107383. [CrossRef]

101. Stathis, A.; Bertoni, F. BET Proteins as Targets for Anticancer Treatment. Cancer Discov. 2018, 8, 24–36. [CrossRef]
102. Korb, E.; Herre, M.; Zucker-Scharff, I.; Gresack, J.; Allis, C.D.; Darnell, R.B. Excess Translation of Epigenetic Regulators Contributes

to Fragile X Syndrome and Is Alleviated by Brd4 Inhibition. Cell 2017, 170, 1209–1223.e20. [CrossRef] [PubMed]
103. Xiang, Y.; Tanaka, Y.; Patterson, B.; Hwang, S.M.; Hysolli, E.; Cakir, B.; Kim, K.Y.; Wang, W.; Kang, Y.J.; Clement, E.M.;

et al. Dysregulation of BRD4 Function Underlies the Functional Abnormalities of MeCP2 Mutant Neurons. Mol. Cell 2020,
79, 84–98.e9. [CrossRef]

104. Bassell, G.J.; Warren, S.T. Fragile X Syndrome: Loss of Local MRNA Regulation Alters Synaptic Development and Function.
Neuron 2008, 60, 201–214. [CrossRef]

105. Bear, M.F.; Huber, K.M.; Warren, S.T. The MGluR Theory of Fragile X Mental Retardation. Trends Neurosci. 2004, 27, 370–377.
[CrossRef] [PubMed]

106. Niere, F.; Wilkerson, J.R.; Huber, K.M. Evidence for a Fragile X Mental Retardation Protein-Mediated Translational
Switch in Metabotropic Glutamate Receptor-Triggered Arc Translation and Long-Term Depression. J. Neurosci. 2012, 32,
5924–5936. [CrossRef]

107. Spencer, C.M.; Alekseyenko, O.; Serysheva, E.; Yuva-Paylor, L.A.; Paylor, R. Altered Anxiety-Related and Social Behaviors in the
Fmr1 Knockout Mouse Model of Fragile X Syndrome. Genes Brain Behav. 2005, 4, 420–430. [CrossRef] [PubMed]

108. Tonkin, E.T.; Wang, T.-J.; Lisgo, S.; Bamshad, M.J.; Strachan, T. NIPBL, Encoding a Homolog of Fungal Scc2-Type Sister Chromatid
Cohesion Proteins and Fly Nipped-B, Is Mutated in Cornelia de Lange Syndrome. Nat. Genet. 2004, 36, 636–641. [CrossRef]

109. Olley, G.; Ansari, M.; Bengani, H.; Grimes, G.R.; Rhodes, J.; von Kriegsheim, A.; Blatnik, A.; Stewart, F.J.; Wakeling, E.;
Carroll, N.; et al. BRD4 Interacts with NIPBL and BRD4 Is Mutated in a Cornelia de Lange-like Syndrome. Nat. Genet. 2018, 50,
329–332. [CrossRef]

110. Alesi, V.; Dentici, M.L.; Loddo, S.; Genovese, S.; Orlando, V.; Calacci, C.; Pompili, D.; Dallapiccola, B.; Digilio, M.C.; Novelli, A.
Confirmation of BRD4 Haploinsufficiency Role in Cornelia de Lange–like Phenotype and Delineation of a 19p13.12p13.11 Gene
Contiguous Syndrome. Ann. Hum. Genet. 2019, 83, 100–109. [CrossRef]

111. Rentas, S.; Rathi, K.S.; Kaur, M.; Raman, P.; Krantz, I.D.; Sarmady, M.; Tayoun, A.A. Diagnosing Cornelia de Lange Syndrome and
Related Neurodevelopmental Disorders Using RNA Sequencing. Genet. Med. 2020, 22, 927–936. [CrossRef]

112. Luna-Peláez, N.; March-Díaz, R.; Ceballos-Chávez, M.; Guerrero-Martínez, J.A.; Grazioli, P.; García-Gutiérrez, P.; Vaccari, T.;
Massa, V.; Reyes, J.C.; García-Domínguez, M. The Cornelia de Lange Syndrome-Associated Factor NIPBL Interacts with BRD4 ET
Domain for Transcription Control of a Common Set of Genes. Cell Death Dis. 2019, 10, 548. [CrossRef] [PubMed]

113. Kawauchi, S.; Calof, A.L.; Santos, R.; Lopez-Burks, M.E.; Young, C.M.; Hoang, M.P.; Chua, A.; Lao, T.; Lechner, M.S.; Daniel, J.A.;
et al. Multiple Organ System Defects and Transcriptional Dysregulation in the Nipbl+/−Mouse, a Model of Cornelia de Lange
Syndrome. PLoS Genet. 2009, 5, e1000650. [CrossRef]

114. Sofroniew, M. v Astrocyte Barriers to Neurotoxic Inflammation. Nat. Rev. Neurosci. 2015, 16, 249–263. [CrossRef] [PubMed]
115. Sweeney, M.D.; Zhao, Z.; Montagne, A.; Nelson, A.R.; Zlokovic, B. v Blood-Brain Barrier: From Physiology to Disease and Back.

Physiol. Rev. 2019, 99, 21–78. [CrossRef] [PubMed]
116. Mishra, A.; Bandopadhyay, R.; Singh, P.K.; Mishra, P.S.; Sharma, N.; Khurana, N. Neuroinflammation in Neurological Disorders:

Pharmacotherapeutic Targets from Bench to Bedside. Metab. Brain Dis. 2021, 36, 1591–1626. [CrossRef] [PubMed]
117. Psenicka, M.W.; Smith, B.C.; Tinkey, R.A.; Williams, J.L. Connecting Neuroinflammation and Neurodegeneration in Multiple

Sclerosis: Are Oligodendrocyte Precursor Cells a Nexus of Disease? Front. Cell. Neurosci. 2021, 15, 654284. [CrossRef] [PubMed]
118. Belkina, A.C.; Nikolajczyk, B.S.; Denis, G. v BET Protein Function Is Required for Inflammation: Brd2 Genetic Disruption and

BET Inhibitor JQ1 Impair Mouse Macrophage Inflammatory Responses. J. Immunol. 2013, 190, 3670–3678. [CrossRef]
119. Shi, J.; Vakoc, C.R. The Mechanisms behind the Therapeutic Activity of BET Bromodomain Inhibition. Mol. Cell 2014, 54,

728–736. [CrossRef]
120. Xu, Y.; Vakoc, C.R. Brd4 Is on the Move during Inflammation. Trends Cell Biol. 2014, 24, 615–616. [CrossRef] [PubMed]
121. Bao, Y.; Wu, X.; Chen, J.; Hu, X.; Zeng, F.; Cheng, J.; Jin, H.; Lin, X.; Chen, L.-F. Brd4 Modulates the Innate Immune Re-

sponse through Mnk2-EIF4E Pathway-Dependent Translational Control of IκBα. Proc. Natl. Acad. Sci. USA 2017, 114,
E3993–E4001. [CrossRef]

122. Huang, B.; Yang, X.-D.; Zhou, M.-M.; Ozato, K.; Chen, L.-F. Brd4 Coactivates Transcriptional Activation of NF-KappaB via Specific
Binding to Acetylated RelA. Mol. Cell Biol. 2009, 29, 1375–1387. [CrossRef]

http://doi.org/10.1016/j.tins.2011.06.007
http://doi.org/10.1016/j.nlm.2017.01.007
http://doi.org/10.1042/BST20130233
http://doi.org/10.1371/journal.pone.0057816
http://doi.org/10.1016/j.nlm.2021.107383
http://doi.org/10.1158/2159-8290.CD-17-0605
http://doi.org/10.1016/j.cell.2017.07.033
http://www.ncbi.nlm.nih.gov/pubmed/28823556
http://doi.org/10.1016/j.molcel.2020.05.016
http://doi.org/10.1016/j.neuron.2008.10.004
http://doi.org/10.1016/j.tins.2004.04.009
http://www.ncbi.nlm.nih.gov/pubmed/15219735
http://doi.org/10.1523/JNEUROSCI.4650-11.2012
http://doi.org/10.1111/j.1601-183X.2005.00123.x
http://www.ncbi.nlm.nih.gov/pubmed/16176388
http://doi.org/10.1038/ng1363
http://doi.org/10.1038/s41588-018-0042-y
http://doi.org/10.1111/ahg.12289
http://doi.org/10.1038/s41436-019-0741-5
http://doi.org/10.1038/s41419-019-1792-x
http://www.ncbi.nlm.nih.gov/pubmed/31320616
http://doi.org/10.1371/journal.pgen.1000650
http://doi.org/10.1038/nrn3898
http://www.ncbi.nlm.nih.gov/pubmed/25891508
http://doi.org/10.1152/physrev.00050.2017
http://www.ncbi.nlm.nih.gov/pubmed/30280653
http://doi.org/10.1007/s11011-021-00806-4
http://www.ncbi.nlm.nih.gov/pubmed/34387831
http://doi.org/10.3389/fncel.2021.654284
http://www.ncbi.nlm.nih.gov/pubmed/34234647
http://doi.org/10.4049/jimmunol.1202838
http://doi.org/10.1016/j.molcel.2014.05.016
http://doi.org/10.1016/j.tcb.2014.09.005
http://www.ncbi.nlm.nih.gov/pubmed/25288306
http://doi.org/10.1073/pnas.1700109114
http://doi.org/10.1128/MCB.01365-08


Biomedicines 2023, 11, 750 27 of 30

123. Wang, H.; Huang, W.; Liang, M.; Shi, Y.; Zhang, C.; Li, Q.; Liu, M.; Shou, Y.; Yin, H.; Zhu, X.; et al. (+)-JQ1 Attenuated LPS-Induced
Microglial Inflammation via MAPK/NFκB Signaling. Cell Biosci. 2018, 8, 60. [CrossRef]

124. Hajmirza, A.; Emadali, A.; Gauthier, A.; Casasnovas, O.; Gressin, R.; Callanan, M.B. BET Family Protein BRD4: An Emerging
Actor in NFκB Signaling in Inflammation and Cancer. Biomedicines 2018, 6, 16. [CrossRef]

125. Hertz, L.; Chen, Y. Editorial: All 3 Types of Glial Cells Are Important for Memory Formation. Front. Integr. Neurosci. 2016,
10, 31. [CrossRef]

126. Aguilera, G.; Colín-González, A.L.; Rangel-López, E.; Chavarría, A.; Santamaría, A. Redox Signaling, Neuroinflammation, and
Neurodegeneration. Antioxid. Redox Signal. 2017, 28, 1626–1651. [CrossRef]

127. DeMars, K.M.; Yang, C.; Castro-Rivera, C.I.; Candelario-Jalil, E. Selective Degradation of BET Proteins with DBET1,
a Proteolysis-Targeting Chimera, Potently Reduces pro-Inflammatory Responses in Lipopolysaccharide-Activated Microglia.
Biochem. Biophys. Res. Commun. 2018, 497, 410–415. [CrossRef]

128. Dou, Y.; Wu, H.; Li, H.; Qin, S.; Wang, Y.; Li, J.; Lou, H.; Chen, Z.; Li, X.; Luo, Q.; et al. Microglial Migration Mediated by
ATP-Induced ATP Release from Lysosomes. Cell Res. 2012, 22, 1022–1033. [CrossRef]

129. Smolders, S.M.T.; Kessels, S.; Vangansewinkel, T.; Rigo, J.M.; Legendre, P.; Brône, B. Microglia: Brain Cells on the Move.
Prog. Neurobiol. 2019, 178, 101612. [CrossRef]

130. van de Craen, B.; Declerck, P.J.; Gils, A. The Biochemistry, Physiology and Pathological Roles of PAI-1 and the Requirements for
PAI-1 Inhibition in Vivo. Thromb. Res. 2012, 130, 576–585. [CrossRef]

131. Liu, M.; Lou, H.; Huang, M.; Ma, G.; Li, X. BET Protein BRD4 as a New Therapeutic Target in Cerebral Ischemic Stroke. Int. J.
Clin. Exp. Pathol. 2017, 10, 258–265.

132. Zhou, Y.; Gu, Y.; Liu, J. BRD4 Suppression Alleviates Cerebral Ischemia-Induced Brain Injury by Blocking Glial Activation via the
Inhibition of Inflammatory Response and Pyroptosis. Biochem. Biophys. Res. Commun. 2019, 519, 481–488. [CrossRef]

133. Liu, L.; Yang, C.; Lavayen, B.P.; Tishko, R.J.; Larochelle, J.; Candelario-Jalil, E. Targeted BRD4 Protein Degradation by DBET1
Ameliorates Acute Ischemic Brain Injury and Improves Functional Outcomes Associated with Reduced Neuroinflammation and
Oxidative Stress and Preservation of Blood–Brain Barrier Integrity. J. Neuroinflammation 2022, 19, 168. [CrossRef]

134. DeMars, K.M.; Yang, C.; Candelario-Jalil, E. Neuroprotective Effects of Targeting BET Proteins for Degradation with DBET1 in
Aged Mice Subjected to Ischemic Stroke. Neurochem. Int. 2019, 127, 94–102. [CrossRef]

135. Chatterjee, N.; Bohmann, D. BET-Ting on Nrf2: How Nrf2 Signaling Can Influence the Therapeutic Activities of BET Protein
Inhibitors. Bioessays 2018, 40, e1800007. [CrossRef]

136. Segatto, M.; Szokoll, R.; Fittipaldi, R.; Bottino, C.; Nevi, L.; Mamchaoui, K.; Filippakopoulos, P.; Caretti, G. BETs Inhibition Attenu-
ates Oxidative Stress and Preserves Muscle Integrity in Duchenne Muscular Dystrophy. Nat. Commun. 2020, 11, 6108. [CrossRef]

137. Li, X.; Zhu, H.; Wen, J.; Huang, J.; Chen, Y.; Tian, M.; Ren, J.; Zhou, L.; Yang, Q. Inhibition of BRD4 Decreases Fibrous Scarring
after Ischemic Stroke in Rats by Inhibiting the Phosphorylation of Smad2/3. Brain Res. 2022, 1797, 148126. [CrossRef]

138. Zhong, X.; Chen, Z.; Wang, Y.; Mao, M.; Deng, Y.; Shi, M.; Xu, Y.; Chen, L.; Cao, W. JQ1 Attenuates Neuroinflammation by
Inhibiting the Inflammasome-Dependent Canonical Pyroptosis Pathway in SAE. Brain Res. Bull. 2022, 189, 174–183. [CrossRef]

139. Kurtishi, A.; Rosen, B.; Patil, K.S.; Alves, G.W.; Møller, S.G. Cellular Proteostasis in Neurodegeneration. Mol. Neurobiol. 2019, 56,
3676–3689. [CrossRef]

140. Katsnelson, A.; de Strooper, B.; Zoghbi, H.Y. Neurodegeneration: From Cellular Concepts to Clinical Applications. Sci. Transl.
Med. 2016, 8, 364ps18. [CrossRef] [PubMed]

141. Zhang, Y.; Sun, Z.; Jia, J.; Du, T.; Zhang, N.; Tang, Y.; Fang, Y.; Fang, D. Overview of histone modification. In Histone Mutations and
Cancer; Fang, D., Han, J., Eds.; Springer: Singapore, 2021; Volume 1283, pp. 1–16. ISBN 978-981-15-8104-5.

142. Berson, A.; Nativio, R.; Berger, S.L.; Bonini, N.M. Epigenetic Regulation in Neurodegenerative Diseases. Trends Neurosci. 2018, 41,
587–598. [CrossRef]

143. Nikkar, R.; Esmaeili-bandboni, A.; Badrikoohi, M.; Babaei, P. Effects of Inhibiting Astrocytes and BET/BRD4 Chromatin Reader
on Spatial Memory and Synaptic Proteins in Rats with Alzheimer’s Disease. Metab. Brain Dis. 2022, 37, 1119–1131. [CrossRef]

144. Taylor, X.; Cisternas, P.; Jury, N.; Martinez, P.; Huang, X.; You, Y.; Redding-Ochoa, J.; Vidal, R.; Zhang, J.; Troncoso, J.; et al.
Activated Endothelial Cells Induce a Distinct Type of Astrocytic Reactivity. Commun. Biol. 2022, 5, 282. [CrossRef]
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