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Abstract
The NOD-like receptor family, pyrin domain-containing 3 (NLRP3) inflammasome is the best
recognized and most widely implicated regulator of caspase-1 activation. It is a key regulator of
innate immune response and is involved in many pathophysiological processes. Recent evidences
for its inappropriate activation in autoinflammatory, autoimmune, as well as in neurodegenerative
diseases attract a growing interest toward the development of small molecules NLRP3 inhibitors.
Based on the knowledge of biochemical and structural aspects of NLRP3 activation, one successful
strategy in the identification of NLRP3 inhibitors relies on the development of covalent irreversible
inhibitors. Covalent inhibitors are reactive electrophilic molecules able to alkylate nucleophiles in
the target protein. These inhibitors could ensure good efficacy and prolonged duration of action
both in vitro and in vivo. In spite of these advantages, effects on other signaling pathways, prone to
alkylation, may occur. In this review, we will illustrate the chemistry and the biological action of
the most studied covalent NLRP3 inhibitors developed so far. A description of what we know about
their mechanism of action will address the reader toward a critical understanding of NLRP3
inhibition by electrophilic compounds.
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1. Introduction
The nucleotide-binding oligomerization domain (NOD)-like receptor family, pyrin domaincontaining 3 (NLRP3 or NALP3) is a cytosolic pattern recognition receptor (PRR) that senses
exogenous and endogenous danger signals. Other PRR capable of forming an inflammasome
complex are known, among them the most studied are the NLRP1 (NLR family, pyrin domaincontaining 1), the NLRC4 (NLR family, CARD domain-containing 4) and the AIM2 (absent in
melanoma 2) inflammasomes [1]. The NLRP3 protein is made up of three domains: a leucine-rich
repeat domain (LRR), a nucleotide binding oligomerisation domain containing a CARD (caspase
activation and recruitment domain) (NACHT), and a pyrin domain (PYD). Upon activation, NLRP3
oligomerises and triggers the helical fibrillar assembly of the adapter apoptosis-associated specklike protein containing a CARD (ASC) via PYD–PYD interactions. ASC fibrils assemble into large
structures, called ASC specks, and recruit pro-caspase-1, leading to its autoproteolytic activation.
The activated caspase-1 is able to cleave pro-interleukin(IL)-1β and pro-IL-18 to generate the
inflammatory cytokines IL-1β and IL-18 [1,2]. Moreover, activated caspase-1 is also able to cleave
gasdermin-D (GSDMD) to its active form (GSDMD-N), depending on cell type, thus triggering
programmed cell death, called pyroptosis [3].
The assembled NLRP3 inflammasome plays a key role in the innate immune system. While acute
inflammatory conditions are a physiological response to host infection and cellular damage, chronic
inflammation is detrimental and can cause secondary damage to cells and host tissues. NLRP3
inflammasome component overexpression and/or NLRP3 inflammasome over-activation have been
reported as occurring in many pathological conditions. NLRP3 inflammasome complexes have been
identified in several human peripheral and brain tissues, in both in vivo and ex vivo work. A review
that explores inflammasome expression, distribution and activation in a variety of human
inflammasomopathies (i.e. autoinflammatory disease caused by inflammasome activity disruption)
has been recently published [4].
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Gain-of-function mutations in the nlrp3 gene have been associated with autoinflammatory diseases,
including cryopyrinopathies (Cryopyrin-associated periodic syndromes; CAPS), which are a case in
point [5-8]. CAPS are caused by an autosomal dominant mutation in NLRP3 [9]. The term CAPS
encompasses three diseases: familial cold autoinflammatory syndrome (FCAS), Muckle–Wells
syndrome (MWS) and neonatal-onset multisystem inflammatory disease (NOMID), the latter of
which is also known as chronic infantile neurologic cutaneous articular (CINCA) syndrome [1012]. These auto-inflammatory diseases generally display neonatal onset and cause a large spectrum
of symptoms, ranging from periodic fevers and altered joint/skeletal development to neurological
disorders [13].
Observations that uric acid crystals activate the NLRP3 inflammasome led to gout being the first
chronic NLRP3-driven inflammatory disorder investigated. While that study was performed by
Tschopp’s group back in 2006 [14], other pathologies have since been associated with NLRP3 overactivation. Increased NLRP3 response, followed by IL-1β release (and in some cases pyroptotic cell
death), has been reported in chronic inflammatory and autoimmune diseases, such as inflammatory
bowel disease (IBD), ulcerative cholitis (UC) and Crohn’s disease (CD) [15-17], non-alcoholic
steatohepatitis (NASH) [18], psoriasis [19], autoimmune encephalomyelitis and multiple sclerosis
[20].
The pro-inflammatory role played by the NLRP3 inflammasome has also been demonstrated in
various rheumatic diseases, including systemic lupus erythematosus (SLE), rheumatoid arthritis
(RA), systemic-onset juvenile idiopathic arthritis (s-JIA), adult-onset Still’s disease (AOSD) and
crystal arthropathies, such as pseudogout [21-23].
The overexpression of NLRP3 and the activation of the NLRP3-mediated inflammatory response
has been observed in recent years in several neurodegenerative diseases [24,25], such as
amiotrophic lateral sclerosis (ALS) [26], Alzheimer’s disease [27-29] and Parkinson’s disease [3031].
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Metabolic and vascular diseases, such as Type 2 diabetes (T2D) and atherosclerosis, have also been
linked to NLRP3 overactivation [32-36]. The therapeutic value of NLRP3 inhibition - the
dampening of inflammatory responses in animal models of myocardial infarction using a variety of
experimental NLRP3 inhibitors - has been demonstrated in several studies [37].
It is worth noting that the beneficial outcomes of blocking IL-1β effects in cardiovascular diseases
have recently been demonstrated in the Canakinumab Anti-inflammatory Thrombosis Outcomes
Study (CANTOS), which is a clinical trial that has enrolled 10,061 patients with inflammatory
atherosclerosis and a prior history of heart attacks [38]. A seminal paper by Latz’s group has very
recently linked western diet-promoted NLRP3 inflammasome activation to the epigenomic
reprogramming of myeloid progenitor cells. This finding opens up new possibilities as to the
complex role played by the NLRP3 inflammasome in a number of metabolic and immune-mediated
diseases [39-42].
Finally, the NLRP3 inflammasome, together with other inflammasomes, influences the
pathogenesis of cancer by modulating innate and adaptive immune responses, cell death,
proliferation and/or the gut microbiota. Excessive inflammation, driven by the inflammasome or the
IL-1β signalling pathways, promotes breast cancer, fibrosarcoma, gastric carcinoma and lung
metastasis in a context-dependent manner [43,44]. These observations have been further
corroborated by CANTOS trial findings, which also observed 67 % reduction in lung cancer
incidence and 77 % reduction in death from lung cancer in canakinumab-treated patients [45]. The
relevance of inflammasomes in multiple forms of cancer might hold promise for the development of
a new class of antitumor and anti-metastatic agents that can act on new molecular targets.
Pharmacological agents that function as IL-1β blocking drugs have already been developed.
Anakinra, canakinumab, and rilonacept are clinically available biological IL-1β blockers acting
through different mechanisms of action. Although these drugs are quite effective, they have several
drawbacks: (i) they only target IL-1β response and have no influence on IL-18-mediated effects or
pyroptotic cell death-driven inflammation; (ii) they are peptides, meaning that their
7

pharmacokinetics do not allow for oral administration or blood-brain barrier penetration, thus
limiting their use to the treatment of peripheral diseases; (iii) they might increase the risk of
opportunistic infections; (iv) they are expensive. The development of small molecule NLRP3
inhibitors would therefore be preferable and provide us with the possibility of developing drugs that
can inhibit all NLRP3-mediated responses, be administered orally, and that are cheaper than
biological IL-1β blockers. In light of the above, it is not surprising that interest in the NLRP3
inflammasome as a drug target is growing rapidly and medicinal chemists have begun to study the
possibility of inhibiting the NLRP3 inflammasome as a new treatment strategy. While specifically
designed NLRP3 inhibitors have yet to reach the drug market, a number of small molecule
inhibitors of the NLRP3 inflammasome have been developed [46,47].
This review will focus on the medicinal chemistry of covalent NLRP3 inhibitors.

2.

An overview of NLRP3 inflammasome activation and signalling

The NLRP3 inflammasome molecular mode of activation remains to be fully defined, however,
recent studies have greatly enhanced our understanding of the mechanism. The mechanisms
underlying NLRP3 inflammasome activation and signalling are reviewed elsewhere in this issue,
and will therefore only be briefly summarized herein (Figure 1) with the scope of illustrating the
point of intervention of various NLRP3 blockers that are the object of this review.
NLRP3 inflammasome works as a highly sensitive, but non-specific, surveillance mechanism that
responds to any type of perturbation that breaches plasma membrane integrity and the associated K+
gradient across the membrane [48-51]. As the NLRP3 inflammasome is an important regulation
checkpoint for innate immune defence, its activation usually requires two different signals in order
to prevent superfluous inflammation, which can be deleterious for the host. These signals are
generally referred to as the priming signal (signal 1) and the activation signal (signal 2). However,
while two signals are necessary in dendritic cells and macrophages, only one signal is sufficient for
NLRP3 activation in monocytes, which, in fact, need to be highly reactive. An alternative
8

inflammasome activation can occur in monocytes and can lead to the release of inflammatory IL-1β
without triggering pyroptosis [48].
During the priming step transcriptional regulation of gene expression is promoted leading to the
increase of NLRP3 and pro-IL-1β levels in the cell. Instead, transcriptional regulation is not
required for ASC, procaspase-1 and pro-IL-18, which are available in sufficient amount in cell
cytoplasm in basal conditions [52]. The crucial up-regulator for NLRP3 and pro-IL-1β is the
transcription factor NF-κB (nuclear factor kappa-light-chain-enhancer of activated B cells), which is
activated upstream via the stimulation of numerous cytokine receptors, such as Toll-like receptors
(TLRs), IL-1 receptor 1 (IL-1R1), NOD-like receptors (NLRs), tumor necrosis factor receptor 1 and
2 (TNFR1, TNFR2). Signalling from cytokines receptors proceeds through either myeloid
differentiation primary response 88 (MyD88) or TIR (Toll/IL-1 receptor) domain-containing
adapter-inducing interferon-β (TRIF), followed by certain IL-1R-associated kinase (IRAK) family
members. IRAK1 and IRAK4 seem to be specifically responsible for activation of inhibitor of NFkB kinase (IKK) and downstream NF-κB phosphorylation. This signal is essential for NF-κB
migration into the nucleus and transcriptional activation to occur.
Once expressed, free cytosolic NLRP3 is maintained in an inactive status thanks to the
ubiquitination of its LRR domain, therefore, deubiquitinylation is required prior to its activation.
Inhibition of deubiquitinating (DUB) activity of BRCC3 (JAMM domain-containing Zn2+
metalloprotease DUBs) inhibits the subsequent activation of NLRP3 [53]. Recent studies have
reported that host-derived factors may prime the inflammasome during sterile inflammatory
diseases, such as atherosclerosis, metabolic diseases and neuroinflammatory disorders [54].
The activation step is elicited by several stimuli, ranging from exogenous dangers (i.e. bacterial
pathogens and pore-forming toxins) to endogenous molecules, such as crystals, aberrant proteins (e.g.
amyloid-β peptide or α-synuclein aggregates), and ATP, the latter acting via interaction with the P2X7
receptor. Considering the diversity among these activation signals, several studies have been
conducted to identify common downstream effector(s) for NLRP3 activation. The main mechanisms
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for NLRP3 activation include: potassium efflux, ROS production, lysosomal damage, and altered
calcium signalling [52]. The role of volume-regulated anion channels (VRAC)-mediated chloride
efflux in NLRP3 activation has recently been demonstrated in an investigation that worked with
fenamate derivatives in both immortalized bone-marrow derived macrophages (iBMDMs) and THP1 cells [55]. As a matter of fact, a reduction of intracellular K+ concentration is sufficient to activate
the NLRP3 inflammasome [50]. Potassium efflux has been proposed as a common trigger for NLRP3
activation in response to different stimuli. Recent studies report the involvement of NEK7, a Ser/Thr
kinase involved in mitotic cell division, in the sensing of low intracellular K+ [56]. NLRP3 associates
with the catalytic domain of NEK7 in a K+-efflux dependent manner, to form a high-molecular-mass
NLRP3-NEK7 complex, which triggers ASC oligomerization [57]. NEK7 might also have a role in
mutant NLRP3 found in CAPS where some mutations can promote binding between NEK7 and
NLRP3 [58]. Other activating stimuli, such as bacterial pore-forming toxins, nigericin, ATP,
particulate matter, ROS, lysosomal damage, among others, cause K+ efflux, mitochondrial
perturbation and/or the opening of large membrane pores [51].
After exposure to a danger signal, presumably recognized via LRR domain, NLRP3 monomers induce
self-oligomerisation through the PYD-PYD interactions of ASC. Activated NLRP3-ASC specks
recruits and oligomerises procaspase-1, which, activated by proximity-induced auto-cleavage,
triggers proteolytic maturation of pro-IL-1β and pro-IL-18 [48,59,60].
Other routes for the activation of the NLRP3 inflammasome, namely non-canonical and alternative
inflammasome activation have been recently proposed [61]. Non-canonical NLRP3 inflammasome
activation is strictly correlated with gram-negative infection or in vitro lipopolysaccharide (LPS)stimulation. LPS is a ligand of the TLR4 receptor, which triggers NF-κB-mediated NLRP3 and proIL-1β expression. Studies on TLR4-deficient mice, showed only partial abrogation of NLRP3
activation in the absence of TLR4-mediated priming activity. This finding suggested that a different
kind of activation could be mediated by LPS [62]. Gram-negative bacteria secrete LPS-loaded
outer-membrane vesicles (OMVs), delivering LPS into the host cytosol [63,64]. Caspase-11 can be
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activated by direct binding of the hexa-acylated lipid A moiety of LPS, secreted by certain gramnegative bacteria (E. coli, S. flexneri, S. typhimurium) via its CARD domain. Humans lack the
caspase-11, but caspase-4 and caspase-5 are capable to bind intracellular LPS [65,66], thereby
promoting non-canonical NLRP3 activation.
The mechanisms of alternative NLRP3 inflammasome activation remain unclear, but evidence has
pointed to a K+-independent direct activation of NLRP3 under LPS stimulation. This signalling
pathway involves TLR4 in LPS-recognition, TRIF, RIPK-1 (receptor-interacting serine/threonineprotein kinase 1), FADD (Fas-associated protein with death domain), while caspase-8 is the final
effector that directly activates NLRP3 through a still-unknown mechanism. Moreover, the
alternative activation does not require GSDMD as pyroptotic effector [67,68].
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Figure 1. A simplified view of the NLRP3 inflammasome signaling pathways. Blue arrows indicate
main activation signals. The points of intervention of NLRP3 inhibitors that are described in this
review are indicated in red. In the case of multi-target inhibition the most relevant mechanism is
indicated with bold inhibitor name; accessory mechanisms of action are indicated in plain text.
DAMP (danger-associated molecular patterns), PAMP (pathogen-associated molecular patterns)
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3.

The NLRP3 inflammasome as a drug target: structural biology and conformational
changes.

Whatever stimulus triggers NLRP3 inflammasome activation, conformational changes are required
in the switch from the inactive resting conformation to the active structure that, in its turn, can trigger
the downstream cascade. An event that promotes an activating change in NLRP3 conformation is
potassium efflux. Bioluminescence Resonance Energy Transfer (BRET) studies have confirmed the
importance of this step in changing NLRP3 into a shape that is ready for signalling [49,69]. These
studies have also provided precious insight into the resting position of NLRP3. NLRP3 forms
preassembled complexes, as is confirmed by the close proximity of NLRP3-PYD to NLRP3-LRR
before stimulation. These studies highlight the essential nature of the NACHT domain in the
formation of resting complexes.
ATPase activity within the NACHT domain is also mandatory for NLRP3 inflammasome activation.
NLRP3 actually needs to cleave ATP into ADP in its ATPase pocket in order to achieve the active
conformation [70]. NLRP3 ATPase activity is required for oligomerisation, interaction with ASC and
IL-1β release in WT-NLRP3, as well as in CAPS-mutated NLRP3. This suggests that blocking
ATPase activity might be a feasible strategy with which to target cryopyrinopathies [7, 71].
All NLRP, including NLRP3, belong to the STAND (signal transduction ATPases with numerous
domains) subfamily of AAA+ (ATPases associated with diverse cellular activities). Conserved motifs
of the STAND family include an ATPase-specific P-loop, a Mg2+ coordinating loop, as well as
Walker A and Walker B motifs [71]. While no crystal structures are available for any of the NACHT
domains of the NLRP family, their similarity with APAF-1 (apoptotic protease activating factor-1)
and NLRC4 (NLR family CARD domain-containing protein 4), whose structures have recently been
solved, allows structural comparisons to be performed [72,73]. Sequence analyses show high
conservations in the Walker A, Walker B, Sensor 1, and Sensor 2 motifs (Figure 2). The conserved
Walker A motif is characterized by GxxGxGK(S/T), where the lysine residue (K) is crucial for direct
interaction with the γ-phosphate of ATP. Walker B presents a conserved acidic residue (Asp or Glu)
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in the hhhhDE motif, characterized by two consequent acidic residues, which coordinates Mg2+ and
a molecule of water in a process that is necessary for hydrolysis. Sensor 1, characterized by three
hydrophobic amino acids followed by two Ser/Thr residues that are followed by Arg, contributes to
the perfect interaction between Walker A and Walker B and the correct positioning of the nucleotide.
Sensor 2 is marked by the presence of a conserved Lys or Arg residue, which is responsible for
nucleotide coordination, hydrolysis and conformational changes between subunits. It is worth
highlighting two regions when comparing APAF-1 and NLRP3: a hydrophobic cluster in the Nterminal of NACHT, and a GxP motif in the C-terminal where the proline is likely to play a crucial
role in nucleotide stabilisation [71]. Of the numerous interesting van der Waals interactions, Ser325
in APAF-1 and Trp416 in NLRP3 are particularly important as these residues are part of a Cys-rich
motif VCWxVCT that is adjacent to the nucleotide binding site, which is crucial for nucleotide
recognition [74]. In silico studies have demonstrated that the surroundings of the nucleotide binding
sites in NLRP3 consist of Gly229, Ile230, Gly231, Lys232, Thr233 and Ile234, that are oriented
around α- and β-phosphates of ADP. All of these considerations and similarities with Ser/Thr kinase
pockets might assist in the development of drugs that disrupt binding with ATP. Two types of ATPase
inhibitors can be designed: they are generally defined as type 1 (that occupy ATP-binding sites in the
active conformation) or type 2 inhibitors (allosteric modulators of sites adjacent to the ATP pocket).
Other domains of NLRP3 and its interacting proteins (such as ASC) need to change conformations
to start inflammasome signalling. PYD-PYD interactions might also cause relevant conformational
changes [75], as might ASC-ASC interactions [76]. The PYD domain might play a role as the
formation of a disulphide bridge between Cys8 and Cys108 has been observed in the active
conformation of NLRP3 [77]. The structural mechanisms involved in NLRP3 inflammasome
formation have recently been reviewed and are still a matter of investigation [78,79].
Finally, post-translational phosphorylation plays a complex role in the regulation of NLRP3
assembly. Protein-kinase A (PKA) is able to phosphorylate Ser295 in the NACHT domain in already
assembled inflammasome, thus inducing inflammasome disassembly [80]. Several recognized
14

CAPS-related mutations are detected in the NACHT domain that are capable of switching off the
regulatory phosphorylation of Ser295 [7]. Phosphorylation at Ser5 in the PYD domain is also capable
to hamper inflammasome activation by abrogating PYD-PYD interaction [81].

Figure 2. Human NLRP3 sequence (www.uniprot.org/uniprot/Q96P20). Walker A (227-234),
Walker B (296-302), Sensor 1 (346-351), and Sensor 2 (365-368) in the NACHT domain (red) are
reported in bold capital letters.

4.

Blocking the NLRP3 inflammasome with covalent inhibitors

Experimental work on the identification of molecules that are able to act as NLRP3 inhibitors has
been performed since NLRP3 inflammasome’s discovery in 2002 by Tschopp’s group [82]. It is
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interesting to note that, even before it was discovered, scientists at Pfizer had already identified that
the approved drug glyburide and other sulfonylurea derivatives (Figure 3) were able to block IL-1β
release in human monocytes following LPS/ATP stimulation [83]. Glyburide and sulfonylurea
derivatives that share the ability to block IL-1β release, collectively named CRIDs (cytokine release
inhibitory drugs), have been the object of extensive research [84,85], which has led to the selection
of MCC950, also known as CRID3 or CP-456,773 (Figure 3), as a potent NLRP3 blocker [86].

Figure 3. Structure of Cytokine release inhibitory drugs (CRIDs)

Two papers, published in 2010, demonstrated that the synthetic small molecule BAY 11-7082,
parthenolide, a natural sesquiterpene lactone isolated from Tanacetum parthenium, and bromoxone,
a natural product isolated from a species of acorn worms [87] (Figure 4), were able to prevent
NLRP3-dependent pyroptosis and to inhibit the release of IL-1β from phorbol 12-myristate 13acetate (PMA)-differentiated THP-1 cells after LPS/ATP stimulation [88,89]. In 2014, He et al.
published a paper showing that 3,4-methylenedioxy-β-nitrostyrene (MNS; Figure 4), a synthetic
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kinase inhibitor, was able to block NLRP3 assembly via the direct targeting of NLRP3 ATPase
activity [90].
As reported above, most of the early discoveries identified structurally unrelated compounds as
direct/indirect NLRP3 inhibitors. With the notable exception of CRIDs, they are all electrophilic
derivatives that bear a Michael acceptor moiety in their structure (Figure 4).

Figure 4. Structures of electrophilic NLRP3 inhibitors BAY-11708, parthenolide, bromoxone, and
MNS. The Michael acceptor moiety is written in red.

Michael acceptors are able to react with the biological nucleophilic residues, such as cysteine,
serine, lysine and histidine, found in proteins and thus form covalent bonds. These observations
allow us to hypothesise that the NLRP3 inflammasome might be a sensible target for the design of
targeted covalent inhibitors.
The design of covalent inhibitors has recently gained renewed interest following the approval of
kinase inhibitors, including afatinib, ibrutinib and many other marketed drugs [91-93].
The binding kinetics of covalent inhibitors are different to those of traditional non-covalent drugs
(Figure 5). While non-covalent inhibitor efficacy and potency correlates with their affinity for the
target (ki), the efficacy and potency of covalent inhibitors mainly depends on their residence time
(tr), namely the time the drug remains bound to its target. Covalent inhibitors are generally
classified into two broad categories, according to whether their adducts with the protein targets are
17

functionally reversible on a biological time scale. Covalent reversible inhibitors covalently bind to
their target protein and subsequently dissociate from it at a rate that is faster than the turnover rate
of the protein. On the other hand, covalent irreversible inhibitors form adducts to their protein
targets that either do not dissociate from the protein during its lifetime or do so with a kinetic halflife that is significantly longer than the resynthesis rate of the protein. Covalent irreversible
inhibitors often contain hard electrophilic moieties, such as epoxides, aziridines and α-haloketones,
in their molecular structure, but most commonly employ Michael acceptors as the electrophilic
warhead responsible for the binding to the desired target.

Figure 5. The different binding modes of an inhibitor (I) to a protein target (T). A) One-step
reversible inhibition; B) induced-fit or covalent reversible inhibition; C) covalent irreversible
inhibition.

Covalent inhibitors offer several advantages over non-covalent inhibitors: (i) high biochemical
efficiency, which often translates into lower doses and reduced possibility of off-target effects; (ii)
non-equilibrium binding, thus overcoming competition from endogenous ligands; (iii) reduced
resistance, due to possibly conserved covalent binding to mutated sites; (iv) the uncoupling of
18

pharmacokinetics/pharmacodynamics and a prolonged duration of action that can result in lessfrequent dosing; (v) the ability to address shallow binding sites. Of course, there are also some
potential risks involved in developing covalent inhibitors: (i) potential idiosyncratic reactions; (ii)
excessive reactivity can lead to drug-induced toxicity; (iii) there are few advantages for proteins that
are rapidly turned over; (iv) non-suitability for the target requiring transient inhibition.
The full NLRP3 protein is made of 1036 aa (118.2 kDa) and contains 45 cysteine residues (Figure
2) [94]. NLRP3’s 3D structure has not yet been elucidated. However, its close homology with
APAF1 and NLRC4 has allowed a homology model of its ATP-binding site to be generated [95].
Apart from the roles of Cys8 and Cys108 in the PYD domain, which appear to be involved in
disulphide bond formation upon NLRP3 activation [77], little is known about the role of other 43
Cys residues. Interestingly some cysteines are located in close proximity to the putative ATPbinding pocket [71]. Collectively, these observations have prompted medicinal chemists and
biologists to work on covalent NLRP3inhibitors, which may be able to bind to nucleophilic cysteine
residues and exert either the reversible or irreversible inhibition of NLRP3 conformational changes
and subsequent activation. The structural properties of the electrophilic warheads help to regulate
reactivity and the strength and stability of the covalent bond formed, thereby regulating the
residence time of the inhibitor and the reversibility or irreversibility of the action.
In this review, we describe the chemistry and biological action of NLRP3 inhibitors, that either
have been demonstrated to covalently/irreversibly bind to NLRP3 or whose covalent behaviour has
not yet been demonstrated, but can be inferred from chemical structure, reactivity and biological
activity.

5.

(E)-3-(4-Methylphenylsulfonyl)-2-propenenitrile (BAY 11-7082)

BAY 11-7082 (Figures 4, 6a), is a vinyl sulfone that was first synthesised in 1968 [96]. Initially,
BAY 11-7082 was thought to inhibit the signal-induced nuclear translocation of NF-κB by
inhibiting IKK activity and the phosphorylation of IκB in response to the signal [97,98]. It was later
19

shown to display its anti-inflammatory action through interactions with multiple targets [99,100],
including a series of protein tyrosine phosphatases (PTPs) that act upstream of IKK and are
involved in the phosphorylation of the IκB (inhibitor of kappa B) kinase to its active form. BAY 117082’s mechanism of action relies on its ability to covalently and irreversibly bind to the conserved
nucleophilic Cys215 present in the active sites of various PTPs, as has been demonstrated for
PTPB1 [101]. In 2010, Juliana et al. demonstrated that BAY 11-7082 was able to directly target the
NLRP3 inflammasome and inhibit the production of the pro-inflammatory cytokines, IL-1β and IL18, in a NF-κB-independent manner in macrophages [88]. The authors compared the effects of
BAY 11-7082 to those of parthenolide, to those of a series of structurally related vinylsulfones
(BAY 11-7085, IMPSPN, CPSMB, ESMB, PV-sulfone), and to those of one sulfonylpropanenitrile
(MBSPN) and one sulfide (PV-sulfide) that are derivatives deprived of Michael acceptor ability
(Figure 6a).
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Figure 6. a) Structures of BAY 11-7082 and related derivatives used for the identification of the
pharmacophore. b) Postulated BAY 11-7082 mechanism of reaction with nucleophile (X)containing proteins. The Michael acceptor domain is highlighted in red.

This study demonstrated that, while parthenolide is a non-selective inhibitor, BAY 11-7082 was
able to inhibit NLRP3 inflammasome, while displaying no (or only partial) inhibition of the NLRP1
and NLRC4 inflammasomes. Experiments conducted in NG5 cells, a stable Nlrp3-/- bone marrow
macrophage cell line that constitutively expresses NLRP3 under the control of a murine stem cell
virus promoter, established that BAY 11-7082 was able to inhibit ATP-, nigericin- and sodium
monourate (MSU)-induced caspase-1 activation. In NG5 cells, BAY 11-7082 also inhibited ASC21

pyroptosome (a large ASC oligomer) formation after ATP challenge. Unlike parthenolide, BAY 117082 did not show the ability to directly block caspase-1 activity in THP-1 cell lysates. The direct
inhibition of NLRP3 ATPase activity was demonstrated using autoradiography experiments that
were performed by incubating purified NLRP3 with [α-32P]ATP and monitoring its hydrolysis to
[α-32P]ADP. In this experiment, BAY 11-7082 was able to decrease the NLRP3-dependent
hydrolysis of ATP in a dose-dependent manner (5-20 µM). As expected, the activity of BAY 117082 was abolished by the pre-incubation of NG5 cells with thiol-containing nucleophiles, such as
glutathione (GSH) and L-Cys, before treatment with the activation stimulus. This observation is
consistent with the postulated alkylation of at least one relevant (functional or regulatory) cysteine
residue in the target protein. Finally, BAY 11-7082 was able to dose-dependently (1-20 µM) inhibit
ATP-induced lactate dehydrogenase (LDH) release, which is used as a marker of NLRP3-dependent
pyroptotic cell death. Structure-activity relationships (SAR) demonstrated that the presence of the
conjugated vinyl group is essential for the activity of BAY 11-7082 and related vinylsulfones, as
proven by the absence of activity shown by poor electrophiles, such as MBSPN and PV-sulfide
(Figure 6a).
The authors suggested that the postulated nucleophilic attack should occur at the more highly
reactive position 2 (α to the nitrile moiety). However, an attack at the position 3 cannot be
completely ruled out (Figure 6b). The essential pharmacophore was identified as being the vinyl
sulfonyl substructure. The reactivity of BAY 11-7082 in pseudo-physiological conditions was
measured in comparison to that of parthenolide, MNS, dimethylfumarate and ethyl 2-((2chlorophenyl)(hydroxy)methylacrylate (INF4E), an electrophilic acrylate derivative; the second
order rate constant was determined using the cysteamine chemoassay. BAY 11-7082 was the most
reactive compound in these experiments (its kinetics was too fast to be accurately determined),
followed by parthenolide (k2 = 47.9 ± 2.9 M−1 s−1), dimethylfumarate (k2 = 39.01 ± 0.56 M−1 s−1),
MNS (k2 = 2.50 ± 0.12 M−1 s−1), and INF4E (k2 = 0.866 ± 0.006 M−1 s−1) [102,103]. BAY 11-7082
was found to inhibit both LPS/ATP- and LPS/nigericin-triggered IL-1β release from bone-marrow
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derived macrophages (BMDMs) in a dose dependent manner, completely abolishing the latter at
100 µM [102].
BAY 11-7082 has recently been tested at 3 mg/kg (i.p. administration) in an in vivo mice model of
diabesity (inflammation, obesity and insulin resistance) that was generated using a high fat, high
fructose diet [104]. The test compound was able to attenuate the diet-induced increase in NLRP3
expression in the liver and kidneys thanks to its ability to partially inhibit NF-κB signalling. BAY
11-7082 was also able to reduce inflammatory mediators, such as IL-1β, IL-18, and TNF, on both
the systemic (plasma) and local (liver and kidneys) levels. BAY 11-7082 normalized the dietinduced alteration of metabolic parameters and improved the signalling of insulin by restoring the
IRS-1 (insulin receptor substrate 1)/Akt (serine/threonine kinase)/GSK-3β (glycogen synthase
kinase 3 beta) pathway, which is dampened by NLRP3 activation. Finally, its chronic
administration limited the diet-induced inflammatory damage to the kidneys and liver on both the
morphological and functional levels.

6.

3,4-methylenedioxy-β-nitrostyrene (MNS)

MNS (Figures 4, 7a) is a synthetic nitrostyrene derivative, which was originally identified as a Src
(proto-oncogene tyrosine-protein kinase) and Syk (Spleen tyrosine kinase) inhibitor that acted at
low micromolar concentrations (1-3 µM). MNS was characterized for its antiaggregant properties in
human platelets and for its ability to irreversibly inhibit p97-containing protein activity [105-107].
In 2014, the screening of 160 kinase inhibitors for their ability to block IL-1β release from LPSprimed/ATP-stimulated BMDMs identified MNS as a NLRP3 inhibitor [90]. MNS was able to
dose-dependently (0.5 – 10 µM) reduce IL-1β release in this system. IL-1β production was totally
blocked at 10 µM, while no effect on TNF release was observed. The same results were obtained
when the NLRP3 assembly was activated with P2X7 sparing stimuli, such as nigericin and silica.
MNS did not have any observable effect on NLRP3, ASC or caspase-1 protein levels, which
highlights its lack of action on the NF-κB signalling pathway. In accordance with these results,
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MNS proved that it could significantly inhibit LPS/ATP- and LPS/nigericn-induced pyroptotic cell
death in BMDMs at 5 µM, while it was inactive when cell death was mediated by the activation of
NLRC4 or AIM2 inflammasomes, thus displaying its specificity of action against NLRP3. Its
activity was largely independent of Syk kinase inhibition, as demonstrated by its ability to work
with Syk-/- macrophages, and was not mediated by interference with K+ intracellular levels or by
direct interaction with caspase-1. Mechanism of action studies suggested that MNS acts directly at
NLRP3. MNS dose-dependently inhibited the ATPase activity in recombinant NLRP3 and
prevented ASC speck formation in cells. As in the case of BAY 11-7082, a SAR study was
conducted using a series of synthetic MNS analogues (Figure 7a). The electrophilic properties of
the nitrovinyl moiety were identified as being essential to the biological inhibition of NLRP3 by
this study. In the original work, its ability to react with thiols was inferred by it having a reduced
effect in the presence of L-Cys. In a later work, using the cysteamine chemoassay it was observed
to have marked electrophilic character, with a k2 = 2.50 ± 0.12 M−1 s−1 [102]. Moreover, a
biotinylated MNS analogue (Biotin-HMNS, Figure 7a), which shared the same ability to inhibit
NLRP3, established the direct irreversible binding of MNS to the NOD and LRR domains of
NLRP3. Collectively, these studies indicate that the covalent irreversible binding of MNS with
cysteine residue(s) (Figure 7b) in the LRR or NACHT domain, which dampens the NLRP3 ATPase
activity necessary for protein conformational changes, could be at the basis of its mechanism of
action.
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Figure 7. a) MNS and derivatives used for pharmacophore identification and in cell
immunoblotting studies. b) putative mechanism of nucleophile trapping by MNS.

7.

Ethyl 2-(2-Chlorobenzyl)acrylate (INF39) and other acrylic acid derivatives (INF
compounds)

It was observed that compounds containing α,β-unsaturated carbonyl or cyano groups, such as
parthenolide, bromoxone, and BAY 11-7082 (Figure 4), were able to directly inhibit the NLRP3
inflammasome, which drove scientists to study the use of electrophilic warheads in the de novo
design of covalent NLRP3 inhibitors [103]. Cocco et al. have designed a library of differently
modulated electrophilic α,β-unsaturated derivatives (Figure 8) and screened their activity in PMAdifferentiated THP-1 cells to determine their ability to inhibit NLRP3-dependent pyroptotic cell
death [103]. Since electrophilic compounds can also trigger undesired cytotoxicity, the cytotoxic
properties of the synthesised compounds were checked in human renal epithelial (HK-2) cells. The
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authors identified eleven compounds that were able to prevent > 60 % of LPS/ATP-triggered
pyroptosis at 10 µM in human macrophages; as expected compounds 13 and 43 (Figure 8a),
deprived of the Michael acceptor moiety, were inactive. In particular, INF4E (compound 9 in the
cited study) was able to hamper pyroptosis by 75 % at 10 µM and was endowed with an acceptable
TC50 of 67 µM. The acrylate derivatives were found to be generally less cytotoxic than the
corresponding acrylonitriles in this work. Further studies, performed using INF4E, confirmed its
ability to act as a Michael acceptor and react with GSH to generate a covalent irreversible bond, as
demonstrated by NMR studies [103]. As is expected for a covalent irreversible drug, the
antipyroptotic effect of INF4E (and of related compounds) was dependent on the pre-incubation
time, and reached a plateau after 60 min of cell exposure to the compound prior to the NLRP3activating stimulus. Dose-dependent reductions of both ATP- and nigericin-induced pyroptosis
were obtained, at this pre-incubation time, with EC50 values of 0.12 µM and 0.16 µM, respectively.
A positive correlation was demonstrated to exist between reactivity with cysteamine, measured as a
second order rate-constant (k2), and antipyroptotic activity within this series of compounds. INF4E
inhibited ATPase activity in recombinant human NLRP3 (rhNLRP3) and showed only partial direct
and irreversible caspase-1 inhibition (ki = 9.6 ± 3.3 μM; kinact = 3.2 ± 1.1 s-1) [102,103]. INF4E was
tested in an ex vivo model of cardiac ischemia/reperfusion injury in which the formation of a
NLRP3 complex was observed [108]. In this model, INF4E attenuated the formation of the NLRP3
complex in a time-dependent manner, and displayed a significant reduction in infarct size and LDH
release together with an improvement in post-ischemic left ventricular pressure. Moreover, the
hearts of the INF4E-pretreated animals displayed a marked improvement in pro-survival RISK
(Reperfusion Injury Salvage Kinase) pathway together with an improvement in mitochondrial
function.
The tuning of the reactivity of this series of compounds was performed in an attempt to decrease
their cytotoxicity. A series of electrophilic compounds, generated via the chemical modulation of
hit compound, INF4E, was designed and synthesised [102]. Their reactivity was efficiently
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modulated and a set of less reactive non-cytotoxic compounds was obtained. The synthesised
compounds were screened for their antipyroptotic activity and cytotoxicity in THP-1 cells, as well
as for their ability to inhibit the ATPase activity of isolated rhNLRP3. This screening process
suggested that INF39 (compound 11 in the cited study) was a good NLRP3 inhibitor that was
devoid of cytotoxic properties and could irreversibly bind to NLRP3. A BRET assay, performed in
HEK293 cells that expressed NLRP3 fused to luciferase and yellow fluorescent protein (YFP),
revealed that INF39 affects the conformational changes of the target protein that are necessary for
NLRP3 activation, independently of K+ efflux. Furthermore, INF39 was able to reduce IL-1β
release in both LPS/ATP- and LPS/nigericin-stimulated BMDMs and to partially inhibit NF-κB
signaling with no direct effect on caspase-1.
Owing to its reduced reactivity, INF39 was stable in human serum and no detectable binding to
human serum albumin (HSA) was observed, unlike its parent INF4E. In vitro and ex vivo ADME
experiments were performed to assess INF39 stability in gastric and intestinal fluids, as well as its
ability to be absorbed through the intestinal epithelium. INF39 was stable in the simulated gastric
and intestinal fluids, however, it was rapidly metabolized in cells and converted into its active acid
metabolite (compound 12, Figure 8). Consequently, INF39 was selected for in vivo studies in a rat
model of experimental colitis (resembling human Crohn’s disease) and the oral route was chosen
for in vivo experiments. The administration of INF39 in DNBS-treated rats reduced both local and
systemic inflammatory markers, such as IL-1β, TNF and tissue myeloperoxidase (MPO), as well as
spleen weight. The dose-dependent prevention of colon damage was observed upon morphological
and anatomical examination. Overall, INF39 (50 mg/kg) exerted a protective effect that is similar to
that shown by the reference drug dexamethasone (1 mg/kg), with no significant lowering of body
weight, which is one of the side-effects correlated to chronic administration of steroidal antiinflammatory drugs.

27

Figure 8. De novo design of NLRP3 inhibitors that are based on the acrylic acid scaffold. a) Library
of designed electrophilic warheads. Structures of compounds selected from each series are reported.
b) Mechanism of reaction of INF4E with glutathione (GSH).
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The optimisation of NLRP3-directed electrophilic compounds was also attempted and acrylamide
derivatives, which are less reactive than the corresponding acrylates, were used [95, 103]. In this
work [95], a series of acrylamides were designed, their reactivity was fine-tuned and selectivity
toward NLRP3 was conferred (Figure 8a, 9). Indeed, the acrylamides were found to be less reactive
than the corresponding acrylates and no detectable binding to HSA was observed. Compounds 10
(Figure 9) and INF58 (compound 14 in the cited study) were able to prevent NLRP3-dependent
pyroptosis with IC50 values (1 h preincubation) of 12.7 and 23.2 µM, respectively, despite being
less reactive than INF4E. Both compounds were able to inhibit the ATPase activity of rhNLRP3
and decrease IL-1β release in iBMDMs, primary BMDMs and primary peritoneal mouse
macrophages with no effect on TNF release. Interestingly, a molecular hybrid, which was formed
by joining the acrylamide function to the glyburide substructure, was found to be inactive in this
study (compound 15, Figure 9). Moreover, these acrylamide derivatives also significantly inhibited
IL-1β release in macrophages that bear typical mutations (R258W, A350V, L351P), as detected in
the CAPS pathology. A homology model of the NLRP3 NACHT domain, which contains the ATPbinding region, was obtained using the resolved structure of NLRC4 (PDB ID: 4KXF), and a
putative binding mode for INF58 was proposed (Figure 9) [95]. According to this hypothesis,
Cys419 is thought to be the nucleophilic residue that is nearest to the molecule bound in the ATPbinding pocket, thus allowing it to approach and covalently bind to the terminal position of the
double bond in the acrylamide pharmacophore.
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Figure 9. a) Structures of acrylamide derivatives 10, 15 and INF58. b) Putative interactions for
INF58 in the ATP binding pocket.

8.

5-Acetyl-6-amino-2,2-diphenyl-4-(trichloromethyl)-2,3-dihydro-1,3,2-oxazaborinin-1-

ium-2-uide (NBC6) and related cyclic diaryl boron derivatives
The observation that the Ca2+ homeostasis inhibitor, 2-aminoethoxy diphenylborinate (2APB;
Figure 10), was also able to inhibit the NLRP3 inflammasome [69,109] drove Baldwin et al. to
develop new boron-based selective NLRP3 inhibitors [110]. After validating the effect of 2APB in
LPS-primed peritoneal macrophages, which had been stimulated with different NLRP3-activating
agents (nigericin, ATP, MSU, calcium pyrophosphate dehydrate, sphingosine and aluminium
hydroxide), a carefully chosen series of diphenyl-substituted compounds (Figure 10), which are
structurally similar to 2APB, was tested in order to discover the molecular determinants for the
inhibition of NLRP3 inflammasome by 2APB.
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Figure 10. Representative compounds used for 2APB pharmacophore identification.

The authors successfully identified that a boron atom linked to an oxygen atom was the minimal
pharmacophore necessary for the inhibition of NLRP3-dependent IL-1β release in cells. The
synthesis of a series of boron-containing compounds identified two potent hit compounds, BC7 and
BC23 (Figure 11), which both bear a diphenyl substituted oxazaborine ring. These compounds
displayed IL-1β inhibition with IC50 values of 1.2 and 2.3 µM, respectively in LPS/ATP-stimulated
BMDMs. Three series of differently substituted oxazaborines, dioxaborines, and diazaborines
(Figure 11a) were further synthesised and screened, which led to the identification of oxazaborine
derivative NBC6 as the most promising compound of those investigated. NBC6 inhibited NLRP3dependent IL-1β release (IC50 = 0.574 µM in LPS/nigericin-treated THP-1) with an action that was
not dependent on either intracellular [Ca2+] or direct caspase-1 inhibition. SAR were also
determined for the borine-derived scaffold, leading to the finding that the electron-withdrawing and
lipophilic trichloromethyl substituent at position 4 of the ring played a fundamental role.
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Importantly, X-ray studies displayed the electrophilic character of the boron atom present in the
oxazaborine derivatives [110,111]. The electrophilic character of these compounds is further
supported by the hydrolysis of BC23 observed in DMSO/D2O solution at 37 °C; in this condition
BC23 displays a half-time of approximately 24 h (Figure 11b) [111]. It is worth noting that NBC6
was able to block both canonical and non-canonical NLRP3 activation, was selective with respect to
NLRC4 and absent in melanoma 2 (AIM2) inflammasomes and was devoid of cytotoxic properties
in HEK293 and HepG2 cells. In terms of mechanism, NBC6 was able to prevent ASC-speck
formation, which is a marker of inflammasome assembly, and irreversibly block NLRP3-dependent
IL-1β release form iBMDMs, which is similar to behaviour shown by the nitrostyrene derivative,
MNS, that was used as the reference compound in the study. NBC6 also inhibited IL-1β release
from neutrophils at 10 µM.
NBC13 (Figure 11a), an analogue of NBC6 that shares the same in vitro potency (95 % IL-1β
release inhibition at 10 µM in LPS/nigericin-stimulated THP-1), has been selected for in vivo
studies in a model of LPS-driven peritonitis. NBC13, administered by oral gavage at a dose of 50
mg/kg, was able to decrease IL-1β levels in peritoneal lavage fluid and those of both IL-1β and IL1α in plasma, similarly to the reference compound MCC950. These data suggest that cyclic
diarylboron derivatives show promise in their future development as potential drugs for irreversible
NLRP3 inhibition [112].

32

Figure 11. a) Development of oxazaborines, dioxaborines, and diazaborines from hit compounds
BC7 and BC23; b) nucleophilic attack of water to the boron atom of BC23.
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9.

(Z)-4-((4-Oxo-2-thioxo-3-(3-(trifluoromethyl)benzyl)thiazolidin-5-ylidene)methyl)benzoic
acid (CY-09)

In 2017, Jiang et al. reported on the discovery of a class of thiazolidinone derivatives that act as
potent NLRP3 inhibitors [113]. The first member of this class, namely C172 (Figure 12a), was
identified via a screening of a library of cystic fibrosis transmembrane conductance regulator
(CFTR) channel inhibitors. The screening, conducted in LPS/nigericin-stimulated BMDMs,
revealed that C172 was able to dose-dependently (0.5 – 20 µM) reduce caspase-1-mediated IL-1β
release with no detectable effect on LPS-priming. Its ability to inhibit CFTR was not responsible for
its NLRP3 inhibition, as demonstrated in work with cftr-/- BMDMs. The authors later tested a series
of previously synthesised C172 derivatives [114]. A compound named CY-09 (Figure 12) emerged
from this screening as a potent NLRP3 inhibitor with negligible activity on CFTR [113].
CY-09 exhibited a dose-dependent (1–10 μM) inhibitory effect on MSU-, nigericin- and ATPinduced caspase-1 activation, and IL-1β secretion in LPS-primed BMDMs. Moreover, CY-09
inhibited non-canonical NLRP3 activation as driven by the administration of intracellular LPS. All
these effects were independent of LPS-induced priming and NF-κB activation, as demonstrated by a
lack of activity on TNF secretion and on the expression of pro-IL-1β and NLRP3. In keeping with
these results, CY-09 was also able to prevent the NLRP3-dependent pyroptosis of BMDMs that
were treated with LPS/nigericin by approximately 80 % at 10 µM. CY-09 was found to be as potent
as BAY 11-7082, parthenolide and sulforaphane, while being less effective than MCC950 in
inhibiting IL-1β release from LPS/nigericin-stimulated BMDMs. Its NLRP3 selectivity over
NLRC4 and AIM2 inflammasomes was also demonstrated.
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Figure 12. a) Structure of hit compound C172, lead compound CY-09 and its biotinylated
analogue. b) Possible point of attack by protein nucleophiles on CY-09.

The mechanism of action of CY-09 was also investigated. Treating PMA-differentiated THP-1 cells
with a biotinylated analogue (Biotin-CY-09; Figure 12a) demonstrated that CY-09 binds directly to
the NACHT domain of NLRP3 with an equilibrium dissociation constant (kD) of 0.500 µM, as
measured in thermophoresis experiments. The binding of CY-09 appears to occur at the Walker A
motif level and results in the dose-dependent inhibition of NLRP3 ATPase activity, with a maximal
85 % inhibition at 1 µM. This inhibition is highly specific for NLRP3 ATPase with regards to
NLRC4, NLRP1, NOD2 and retinoic acid-inducible gene I (RIG-I), as proven by work with
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purified proteins. In summary, the authors proved that CY-09 was able to bind to NLRP3, inhibiting
its ATPase activity and consequently dampening NLRP3 oligomerisation, NLRP3-ASC recruitment
and inflammasome assembly. No effects on potassium efflux, chloride efflux, mitochondrial
damage or mitochondrial ROS production were detected.
CY-09 reduced nigericin-triggered caspase-1 activation and IL-1β secretion both in human
macrophages and in peripheral blood mononuclear cells (PBMCs) in a dose-dependent manner (110 µM). The treatment of synovial fluid cells (SFCs), which had been obtained from patients
diagnosed with acute and chronic gout, with CY-09 (5 and 10 µM) led to a remarkable reduction in
activated caspase-1 and IL-1β levels, while having no effect on TNF.
A preliminary in vitro pharmacokinetic profile showed that CY-09 has a half-life of 145 min in
human and liver microsomes, while it demonstrated no relevant inhibition of CYP1A2, CYP2C9,
CYP2C19, CYP2D6 or CYP3A4. Furthermore, no effects on the human ether-a-go-go (hERG)
channel were observed up to 10 µM. After a single oral dose (10 mg/kg) of CY-09, a maximal
concentration (Cmax) of 3.25 ng/mL was detected in the plasma of C57BL/6j mice after 30 min
(tmax). Bioavailability was 72 %, half-life (t½) 5.1 h, and the mean residence time MRT(0-∞) was 2.4
h.
In vivo studies showed that CY-09 displays promising activity in mice bearing the Nlrp3 (A350V
neoR) mutation, which is associated to human MWS-syndrome. In this model, the oral
administration of 40 mg/kg CY-09 significantly prolonged the survival time of mutant mice,
suggesting that the lethal inflammation caused by the NLRP3 gain of function mutation was
suppressed.
CY-09 was tested in high-fat diet- (HFD) fed mice, which are a model of Type 2 Diabetes (T2D). In
this model, the intraperitoneal administration of CY-09 (2.5 mg/kg QD) for six weeks produced
beneficial effects for body weight, insulin sensitivity and blood glucose levels in HFD-WT mice, as
compared to HFD-Nlrp3-/- mice, thus underlining the NLRP3-dependent action in vivo.
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Metaflammation [115] and hyperglicaemia also decreased in HFD-treated mice. Furthermore, CY09 had no adverse effects in untreated mice that had been fed a standard diet.
Interestingly, the authors did not check for the reversibility of NLRP3 inhibition, in either the
isolated protein or in cells, in this work. However, our experience working with covalent inhibitors
leads us to believe that, given the electrophilic moiety present in CY-09, the methylene group at the
5 position of the thiazolidinone ring would most likely behave as an electrophile (Figure 12b) and
irreversibly/reversibly trap the nucleophilic residues present in the proximity of Walker A motif of
the NACHT domain in NLRP3. This behaviour can be also inferred from CY-09’s prolonged action
in the MWS-mutant mice model, which lasted for a few days (5-23 days) after drug withdrawal.
However, the reversibility of this binding in a cellular environment is still to be confirmed. The vast
amount of in vivo data justifies the development of CY-09 into an effective small molecule NLRP3
inhibitor.

10.

Dimethyl fumarate (DiMF) and monomethyl fumarate (MMF)

The first therapeutic use of dimethylfumarate dates back to 1959 when W. Schweckendiek treated
himself with a mixture of fumaric acid esters (FAEs) in an attempt to relive the symptoms of
psoriasis [116]. The treatment was somewhat successful and, although the FAEs mechanism of
action was not clear, several clinical trials demonstrated the effectiveness and safety of oral
treatment with FAEs [117,118]. In 1994, Fumaderm®, a drug product that consists of dimethyl
fumarate, calcium-, magnesium- and zinc-salts of monoethyl fumarate was approved in Germany as
an oral treatment for psoriasis vulgaris. Later clinical research demonstrated that dimethyl fumarate
(DiMF; Figure 13a), also labelled as BG-12 in clinical studies, showed beneficial therapeutic effects
in patients affected with relapsing-remitting multiple sclerosis (RRMS) [119-121]. Finally,
Tecfidera®, a drug product containing DiMF, was approved for the treatment of RRMS in 2013.
Although vast amounts of in vivo data are available, the DiMF mechanism of action is still not fully
understood.
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It is important to note that, after oral administration, DiMF is readily hydrolysed, either
spontaneously or by esterases, to its metabolite monomethylfumarate (MMF; Figure 13a). No
detectable amount of DiMF is present in the portal vein or in plasma, while MMF and the GSHconjugated derivative (S)-(1,2-dimethoxycarbonylethyl)gluthathione (GS-DMS) are readily formed
and can be detected both ex vivo and in vivo [122,123]. Both DiMF and MMF are reactive Michael
acceptor molecules and can react with biological nucleophiles (Figure 13b), such as the Cys
residues of proteins and GSH, but DiMF shows the greater reactivity due to its neutral nature at pH
7.4, while MMF is monoanionic at the same pH [102, 124].

Figure 13. a) Molecular structure of dimethylfumarate (DiMF) and its metabolite
monomethylfumarate (MMF); b) Reaction pathways of DiMF and MMF with biological thiols.
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In 2015, Miglio et al. tested the ability of DiMF and its monomethyl metabolite MMF to inhibit
NLRP3-mediated pyroptosis in differentiated THP-1 cells that had been stimulated with LPS/ATP.
Both of these compounds were able to irreversibly inhibit pyroptotic cell death and their effects
were time- and dose-dependent. Interestingly, both the potency and the efficacy of tested FAEs
were related to their reactivity and cell permeability, with DiMF (pIC50 = 6.6) being more potent
than MMF [125].
DiMF and MMF inhibited IL-1β release and caspase-1 activation in LPS/ATP-treated human
macrophages and had no significant direct effect on caspase-1 activity or pro-IL-1β expression.
This effect was concentration-dependent, in the 0.01 – 10 µM range, with a determined pIC50 of 5.8
for DiMF and 6.8 for parthenolide, which was used as the reference comparator in this study. MMF,
the most abundant in vivo metabolite of DiMF, failed to reach 50 % inhibition, even at 10 µM
concentration, in both pyroptosis and IL-1β release experiments. Finally, DiMF did not inhibit
NLRP3 ATPase activity in rhNLRP3 [102]. In vitro inhibition of NLRP3 activation, triggered with
different stimuli (LPS/ATP, LPS/cholesterol and LPS/alum), was recently confirmed for both DiMF
and MMF in THP-1 cells, together with their ability to dose-dependently inhibit the formation of
intracellular ASC-specks [126]. Until now, no data about the specificity of DiMF or MMF toward
NLRP3 inflammasome have been reported.
Recent evidence suggests that MMF may also act via a complex and multitarget mechanism,
involving agonism of the hydroxycarboxylic acid 2 (HCA2) receptor and the activation of the
Nuclear Factor (erythroid-Derived 2)-Like-2 (Nrf2) pathway via the alkylation of Kelch-like ECHassociated protein 1 (Keap1), which is a physiological effect triggered by several electrophilic
molecules [127]. The crosstalk between Nrf2-triggered pathways and NLRP3 signalling is rather
complex; as a matter of fact, anti-inflammatory and immunomodulatory effects for DiMF were
evidenced in both WT and Nrf2-/- autoimmune encephalomyelitis (EAE) mouse models [128].
These effects are likely to be mediated by NLRP3 inhibition. Moreover, a recent paper [129]
demonstrated that Nrf2-induced gene expression is not involved in inflammasome regulation, while
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DiMF acts directly on NLRP3 to dampen inflammasome-dependent inflammation in vivo. These
two pathways are inversely correlated in cells, where NLRP3 activation downregulates Nrf2
expression. The characterization of electrophilic NLRP3 inhibitors is complicated by the fact that
most of the electrophilic compounds are able to interact with Keap1, thereby activating the Nrf2mediated responses. When working in cells, these two effects can be discriminated by using
different experiment times: the NLRP3-mediated pyroptotic cell death is rapidly (< 1 h) triggered
by common NLRP3 activating stimuli and inhibited by electrophilic NLRP3 inhibitors, while Nrf2mediated gene expression usually requires longer times (> 3 h) to be detected [103].

11.

N-(3’,4’-dimethoxycinnamoyl)-anthranilic acid (Tranilast)

Tranilast (TR; Figure 14a) is an approved drug that is clinically used for the therapy of asthma and
other inflammatory diseases in South Korea and Japan. TR is generally well tolerated in patients.
However, much like DiMF, its mechanism of action is still poorly understood [130]. Huang et al.
have recently discovered that TR was able to prevent NLRP3-activation in LPS/nigericin-treated
BMDMs by inhibiting inflammasome assembly [131]. TR binds to the NACHT domain of NLRP3
both in cells and in the isolated protein, as demonstrated in pull down experiments conducted with a
biotinylated analogue (undisclosed structure). TR proved to be selective for NLRP3 as it was unable
to bind to NLRP1, NLRC4, NOD1 and NOD2 in HEK293 cells that overexpress these proteins.
This direct effect on inflammasome assembly results in the inhibition of caspase-1 activation and
IL-1β secretion both in BMDMs and in human macrophages. These effects were dose-dependent
(25 – 100 µM) with a maximal inhibition of approximately 90 % at 100 µM. Interestingly, TR was
able to block the NLRP3-dependent IL-1β release triggered by a variety of NLRP3-activating
stimuli, such as ATP, MSU, Alum and cytosolic LPS (cLPS). No effects on either NLRP3 and proIL-1β expression, or on IL-6 and TNF production were observed when TR was administered 3 h
after the LPS stimulation of BMDMs. However, a decrease in pro-IL-1β expression and IL-6
production was found when TR was administered 30 min before LPS challenge, thus suggesting
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that possible interference with NF-κB pathway is present. Effects on NLRP3 expression and TNF
production were negligible in the same model. Experiments using cLPS demonstrated that, while
TR was able to block non-canonical NLRP3 activation, it was not able to prevent cLPS-induced
gasderminD cleavage and subsequent pyroptotic cell death in BMDMs. Finally, the activation of
NLRC4 and AIM2 inflammasomes was not blocked, which demonstrates that NLRP3 may be a
preferential target for TR. The presence of a direct effect on intracellular K+ concentration or on
mitochondrial damage and ROS production was also excluded.

Figure 14. a) Molecular structure of tranilast (TR) electrophilic functionality is written in red; b)
possible pathway for covalent interaction with protein target.

Co-immunoprecipitation studies clarified that TR acts by directly binding to NLRP3 and thus
prevents NLRP3-NLRP3 and NLRP3-ASC interactions. This mode of action allows the blockade of
NLRP3-oligomerisation and the subsequent NLRP3 assembly. Interestingly, TR does not inhibit the
ATPase activity of NLRP3, indicating that the binding site is likely to be far away from the ATP41

binding pocket in the NACHT domain of NLRP3. From a mechanistic point of view, it is
predictable that TR is able to target a shallow binding site on NLRP3, as this is a typical advantage
that can be obtained using covalent inhibitors [91]. A mechanism involving the covalent binding of
electrophilic TR with a nucleophile exposed on the surface of the NLRP3 protein (Figure 14b), can
therefore be hypothesised rather than a mechanism involving highly specific binding into a deep
pocket of the target (typical of non-covalent small molecule inhibitors). This kind of binding could
be the basis of the observed block of protein-protein interactions.
Ex vivo experiments that worked with patient-derived SFCs also demonstrated that TR (50 and 100
µM) is effective in reducing NLRP3-mediated IL-1β release with no detectable effect on TNF
secretion. Overall, TR exerts a protective effect in different models of NLRP3-driven acute
inflammation.
TR (200 mg/kg; i.p.) efficiently suppressed IL-1β release and neutrophil recruitment when tested in
a mouse model of peritonitis that had been evoked by MSU. In this model, its effect was 5 fold
lower than the effect obtained after the administration of MCC950 (40 mg/kg; i.p.). After oral
administration (200 mg/kg in CMC), TR was effective in a model of MSU-induced gouty arthritis
and significantly reduced MSU-induced joint swelling and IL-1β levels in the joint tissue
supernatant. At 100 mg/kg (oral administration), TR was also able to prevent body weight loss and
prolong survival time in mice bearing the MWS-associated mutation Nlrp3 (A350VneoR). TR was
tested in mice that were fed with a HFD that simulates the metainflammatory condition typical of
T2D in order to ascertain its effectiveness in chronic NLRP3-driven inflammation. TR was
administered orally at 25 and 50 mg/kg to HFD-fed mice. TR decreased weight gain, in a dosedependent manner, had no effect on food intake, prevented the elevation of fasting glucose
concentration and ameliorated insulin sensitivity. Moreover, histological analyses revealed a
marked decrease in liver steatosis in HFD mice treated with TR. It is worth noting that TR had no
effect in control mice that were fed with a standard diet. An examination of inflammatory
parameters associated with the NLRP3-induced metabolic disorders revealed reduced caspase-1
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activation, and reduced production of IL-1β and TNF in the adipose tissue and liver of TR-treated
mice. However, these in vivo effects were not significantly different in the two TR doses used in
this study. Interestingly, the same results were obtained when the treatment with TR was initiated
14 weeks after the start of the HFD regimen. These experiments indicate that TR can be effective in
reducing T2D-associated metabolic disorders via the inhibition of NLRP3 inflammasome
signalling.
An analysis of results obtained while working with TR indicate that this drug can also act upstream
of inflammasome signalling, as proven by its ability to prevent IL-6 release and pro-IL-1β
expression, when administered to macrophages before LPS challenge. The in vivo effects of TR
may be the result of multiple site targeting, rather than simple NLRP3 inflammasome inhibition.

12.

(E)-(2-cyclohexylimino)-6-methyl-6,7-dihydro-5H-benzo[1,3]oxathiol-4-one (BOT-4one)

Early work on benzoxathiol-one derivatives identified this class of compounds as potential antipsoriatic agents in the 1970s [132]. BOT-4-one (Figure 15a) is a benzoxathiole derivative
developed from a series of anti-proliferative compounds that were originally reported on by
Venkateswararao et al. in 2012 [133]. This compound was later investigated for its
immunomodulatory activity in a dermatitis model [134]. BOT-4-one is an alkylating agent that
provides the complete inhibition of IKKβ activity at a 30 µM concentration. This action is reflected
in the downmodulation of the NF-κB signalling pathway. In silico studies have shown that it is
predicted to alkylate Cys179 in the activation loop of IKKβ kinase [134].
BOT-4-one has recently been reassessed as a potential NLRP3 inhibitor thanks to the discovery of
NLRP3 inflammasome’s sensitivity to electrophiles [135]. The authors found that BOT-4-one is
able to dampen both canonical and non-canonical NLRP3 inflammasome activation. BOT-4-one
dose-dependently (0.75 – 3 µM) inhibited LPS/ATP-, LPS/nigericin-, and LPS/silica-induced
caspase-1 activation, IL-1β release and pyroptosis (inhibition was less efficient when pyroptosis
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was triggered by silica) in both BMDMs and THP-1 cells. The almost complete inhibition of these
effects was reached at a 3 µM concentration.

Figure 16. a) Molecular structure of BOT-4-one; b) predicted reactivity with Cys179 in IKKβ
kinase (bold arrow) and alternative positions available for nucleophilic attack (plain arrows)

In BMDMs, BOT-4-one was observed to be somewhat more efficient than MNS and BAY 11-7082.
BOT-4-one acts specifically against NLRP3, does not inhibit AIM2 and only partial inhibits
NLRC4. The authors hypothesized that the effect on NLRC4 could be mediated by NLRP3inhibition, as NLRP3 might be recruited as a coactivator to potentiate NLRC4 activation [136].
However, direct action on NLRC4, by BOT-4-one, cannot be ruled out and the possibility
necessitates further study. In order to define the site of action of BOT-4-one, the authors verified its
possible effects on pro-IL-1β, NLRP3 and ASC expression together with its effects on α-tubulin
acetylation and mitochondrial destabilization. None of these parameters were affected by BOT-444

one treatment in macrophages. This compound was, however, able to attenuate the ATPase activity
of recombinant NLRP3 (approx. 80 % reduction at 3 µM) and suppress ASC-speck formation in
BMDMs, both in a dose-dependent manner. These effects were attributed to BOT-4-one’s ability to
alkylate relevant nucleophilic residues in NLRP3, as demonstrated by its lack of action in the
presence of an excess of L-cysteine. In an interesting finding, the authors highlighted the capacity
of alkylating agent, such as BOT-4-one, MNS and BAY 11-7082, to up-regulate the ubiquitination
of NLRP3. This effect and ATPase inhibition are independent of PKA activity, which is not
affected by BOT-4-one or other known NLRP3 alkylating agents (MNS and BAY 11-7082). It is
not clear whether this action is mediated through the inhibition of BRCC3 deubiquitinase (as found
with compound G5 [53]), or through the promotion of NLRP3 ubiquitination. It is important to note
that the alkylation of IKKβ was predicted to happen via the nucleophilic addition of Cys179 to the
carbonyl group of BOT-4-one. However, in the case of NLRP3, a Michael addition to either
positions 2 or 7a of BOT-4-one cannot be ruled out (Figure 15b). The anti-inflammatory action of
BOT-4-one was validated in vivo in the described model of MSU-induced acute peritonitis in mice
[14]. BOT-4-one (10 mg/kg, i.p.) significantly decreased IL-1β in the lavage fluid and reduced
neutrophil infiltration in the inflammation site. Overall, BOT-4-one is another interesting covalent
inhibitor in the arsenal of NLRP3-blocking molecules.

13.

(E)-3-(6-bromopyridin-2-yl)-2-cyano-N-[(1S)-1-phenylethyl]prop-2-enamide (WP1066)

WP1066 (Figure 16a) is an acrylamide derivative that was originally synthesised and patented as an
antiproliferative agent at the University of Texas [137].
WP1066 is an inhibitor of activated Janus kinases (JAKs) and acts by blocking the phosphorylation
of the signal transducer and activator of transcription 3 (STAT3). This mechanism of action leads to
growth inhibition and apoptosis induction in a variety of cancer cell lines, including those of acute
myelogenous leukemia, malignant glioma and melanoma [138-140]. Honda et al. screened a library
of 365 compounds with differentiated THP-1 cells that were treated with LPS/imiquimod, to induce
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pro-IL-1β expression and NLRP3 priming and activation, with the aim of discovering small
molecules that can regulate the release of mature IL-1β from cells. In this experiment, WP1066 was
found to decrease IL-1β secretion (1-10 µM) and provided almost complete suppression in the 2 –
10 µM range. This compound was also validated using classical NLRP3 activators, such as
nigericin, MSU and hypotonic medium. The same results were obtained working with peritoneal
exudate cells (PECs). In this model, the activation of caspase-1 and the release of IL-1β were
inhibited as well. Interestingly, authors reported that imiquimod, similarly to nigericin, was able not
only to activate NLRP3, but also to induce differentiated THP-1 cell death, which was monitored
using the LDH assay and propidium iodide (PI) staining.

Figure 16. a) Molecular structure of WP1066 and its analogue AG490; b) predicted reactivity with
nucleophilic residues: the reversibility of the reaction depends on the acidity of the α-hydrogen
(highlighted in cyan).
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In this system, WP1066 completely abolished cell death at 10 µM, while only a weak effect was
obtained when working with the caspase-1 inhibitor Ac-YVAD-CMK. In PECs, WP1066 exerted
the same anti-pyroptotic action as seen in THP-1. Notably, the caspase-1 inhibitor was inefficient in
preventing imiquimod-induced cell death in this case. These results suggest that either imiquimod
triggers a type of cell death that is different to pyroptosis, or that WP1066 exerts its action by
targeting multiple signalling pathways rather than the NLRP3/caspase-1 pathway alone. The authors
decided to study the influence of STAT3 signalling on inflammasome activation by monitoring the
phosphorylation of STAT3 at Tyr705 (P-Y705) and Ser727 (P-S727) in order to identify possible
alternative target(s) for WP1066. Interestingly, the authors noted that neither imiquimod nor the
other NLRP3 activators used were able to promote (or further activate) the phosphorylation of
Y705. WP1066 slightly attenuated the formation of STAT3 P-Y705 in PMA-differentiated and
LPS-stimulated THP-1 cells. The known JAK/STAT inhibitors, ruxolitinib and AG490 (a close
analogue of WP1066, figure 16a), failed to suppress, or only slightly affected IL-1β release or the
pyroptotic process. Collectively, these results indicate that STAT3 signalling is not involved in the
release of IL-1β, and that the NLRP3 and STAT3 signalling pathways are not likely to interfere
with each other in THP-1 cells. Rather intriguingly, WP1066 (10 µM) was cytotoxic in
undifferentiated THP-1 cells and in A172 and T98G, two glyoma cell lines; this cytotoxicity was
not dependent on STAT3 inhibition.
Mechanistically speaking, WP1066 is an alkylating agent, which can react with biological
nucleophiles. Its structure contains a double electrophilic moiety, namely an acrylamide, and an
acrylonitrile. The adduct obtained following Michael reaction with nucleophiles may be stable,
leading to covalent irreversible inhibition, or can revert to the starting compounds, leading to
covalent reversible inhibition [141]. The reversibility of the reaction largely depends on the acidity
of the hydrogen α to the nitrile and the amide functionality (Figure 16b), and on the cellular
microenvironment. Since WP1066 was able to induce JAK2 protein degradation [138], it is likely
that WP1066 acts as an irreversible alkylating agent on JAK2 and this activity may be translated to
47

NLRP3 when it is the target. Some aspects of the mechanism of NLRP3 inhibition by WP1066, as
well as its in vivo efficacy, still require further investigation.

14.

Caffeic acid phenylethyl ester (CAPE)

Lee et al. have selected caffeic acid phenylethyl ester (CAPE; Figure 17) from a library of
compounds of natural origin as part of their search for new molecules for the treatment of gouty
arthritis. CAPE was tested in BMDMs and THP-1 cells that had been primed with LPS and
stimulated with MSU crystals [142]. In this model, CAPE (0.5 – 10 µM) was able to inhibit ASC
speck formation, caspase-1 activation and IL-1β secretion in a dose-dependent manner, albeit with
slightly lower efficacy in human macrophages than in BMDMs. CAPE also inhibited the release of
IL-1β in BMDMs after a challenge with classical stimuli, such as ATP and nigericin.

Figure 17. Molecular structures of caffeic acid phenylethyl ester (CAPE) and its biotinylated
analogues that were used for mechanism of action studies.
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These results were further validated in an in vivo mouse model of acute inflammation. CAPE (30
mg/kg) was administered orally after air pouches were generated on the backs of the mice. One
hour later, the NLRP3 inflammasome was activated by MSU injection (3 mg/mL/mouse) into the
air pouch. In this experimental model, CAPE decreased caspase-1 activity, IL-1β, and IL-18
secretion in the air pouch exudates, inhibiting myeloperoxidase (MPO) activity and neutrophil
infiltration into the site of inflammation. Similar results were observed in a gouty arthritis model
obtained by MSU injection into the hind foot of mice. In this model, CAPE (30 mg/kg per os) was
able to decrease caspase-1 activation, IL-1β, IL-18, MPO activity, neutrophil infiltration and foot
pad thickness, while no TNF inhibition was detected. The authors conducted mechanism of action
studies in 293T cells that overexpressed the inflammasome components NLRP3, ASC and caspase1, both alone and in combination, by measuring the ability of assembled inflammasome to activate
the response of luciferase reporter gene (iGLuc). With this assay, the authors excluded the
possibility of direct action on caspase-1, and identified ASC as a preferential target for CAPE. The
production of three biotinylated analogues of CAPE, namely BT-CA (active), BT-DHC (active),
and BT-DMC (inactive) (Figure 17) allowed the BT-CA-ASC and BT-DHC-ASC complexes to be
isolated. Surface Plasmon Resonance (SPR) studies further confirmed CAPE’s direct binding to
ASC. Its ability to bind ASC means that CAPE was also able to inhibit the activation of AIM2
inflammasome, which also requires ASC for its assembly.
This study shows that ASC is a possible target for CAPE. SPR experiments with different
concentrations of CAPE, followed by washout, also demonstrated that in vitro binding between the
isolated ASC protein and CAPE appears to be reversible. This was further supported by pull down
experiments in cell lysates conducted with BT-DHC, which is the biotinylated analogue of CAPE
that is deprived of the Michael acceptor moiety. BT-DHC was still able to interact with ASC under
these conditions. From these results, we might conclude that the free catechol ring is fundamental
for the interaction between CAPE and the ASC component of the inflammasome. However, while
this study demonstrates the reversible binding of CAPE to ASC, we feel that CAPE may still
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irreversibly interact with either NLRP3 or other proteins that are involved in the NF-κB signalling
pathway [143].

15.

Other electrophilic NLRP3 inhibitors

We have described, in the previous sections, the mode of action of the most frequently studied
compounds and classes of compounds that act (or are likely to act) as irreversible NLRP3 inhibitors.
While other compounds that can inhibit NLRP3 signalling have been described, they suffer from a
lack of deep investigation into their modes of action, or they act by irreversibly inhibiting multiple
targets beyond the NLRP3 inflammasome. In the following pages, we will briefly discuss some
compounds that fall into the scope of this review and that are cited as NLRP3 inhibitors in recent
literature.
Some natural derivatives have been found to irreversibly inhibit NLRP3 signalling, and include
parthenolide (Figure 4) [88], costunolide, helenalin [144], jolkinolide [145] and arglabin [146]
(Figure 18). These natural derivatives all possess a γ-methylene lactone moiety that is known to
react with a variety of nucleophiles, such as the nitrogen atom in alanine, the ring nitrogen in
histidine, and the sulphur atom in cysteine and GSH [145]. Their high reactivity means that γmethylene lactone derivatives can trap cellular nucleophiles that are involved in a number of
different signalling pathways. Consequently, it is not surprising that they exert anti-inflammatory
effects through the inhibition of multiple targets along the NF-κB/NLRP3/caspase-1 axis [147-149].
None of these can be regarded as selective NLRP3 inhibitor. However, the anti-inflammatory and
antiatherogenic activity of arglabin in APOE.Ki mice, susceptible to develop atherosclerosis under
HFD regimen, looks particularly promising [146].
The flavonoid derivative Oroxylin A (Figure 18) has recently proven that it can inhibit dextran
sulfate sodium (DSS)-induced colitis in mice via both the inhibition of the NF-κB-mediated
expression of NLRP3 and via direct action exerted on the NLRP3 assembly [150].
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Figure 18. Molecular structures of representative natural derivatives that act as multi-target antiinflammatory agents and NLRP3 inhibitors.

Chalcones have been widely studied because of their ability to react, in a Michael fashion, with
cysteines in proteins and form covalent protein-chalcone adducts, thereby irreversibly blocking
protein function [151,152]. Isoliquiritigenin (ILG), a flavonoid with a chalcone substructure that
can be isolated from Glycyrrhiza uralensis (Figure 19), has shown interesting NLRP3 signalling
inhibition. ILG was initially characterized as an inhibitor of TLR4 activation/NF-κB activity, and of
mitogen-activated protein kinase (MAPK) activity. However, its ability to inhibit NLRP3
activation, independently from TLR4 antagonism, has recently been demonstrated [153]. In
BMDMs, ILG inhibited NLRP3 inflammasome-induced IL-1β production and caspase-1 activation
to a higher extent than parthenolide and glyburide. Ex vivo and in vivo analyses revealed that ILG
reduced HFD-induced IL-1β and caspase-1 production from white adipose tissue, and lowered
weight gain, hypercholesterolemia, hepatic steatosis, adipose tissue inflammation and insulin
resistance. Some of these effects are shared by glycyrrhizin (GL), a saponine derivative that
contains an electrophilic function that is isolated from plants of the Glycyrrhiza genus (Figure 19).
However, GL action is not specific against NLRP3, as GL can also inhibit AIM2 inflammasome,
albeit at higher doses.
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Figure 19. Molecular structures of isoliquiritigenin (ILG) and glycyrrhizin (GL).

Another natural compound that can inhibit the NLRP3 inflammasome is sulforaphane (R-1isothiocyanato-4-methylsulfinylbutane) [154,155], an isothiocyanate derivative that is isolated from
cruciferous vegetables (Figure 20a). Sulforaphane has long been known for its anti-inflammatory
and cytoprotective effects [156]. Its anti-inflammatory effects have been ascribed to its ability to
activate transcription factor Nrf2. Keap1 has recently been isolated and identified to be an
inhibitory regulator of Nrf2 that binds to the N-terminal Neh2 domain of Nrf2. The cysteine-rich
Keap1 protein (27 Cys residues) activates Nrf2 following its reaction with electrophiles to form
covalent adducts, which stabilizes Nrf2 and results in enhanced nuclear Nrf2 levels. As a matter of
fact, sulforaphane stabilizes and activates the Nrf2 transcription factor by reacting with the cysteine
residues of its repressor, Keap1 [157]. Thiols react with sulforaphane via addition to the
isothiocyanate carbon to yield S-thionoacyl adducts (Figure 20b) as demonstrated for the Keap1
protein. The formed adduct is stable in physiological conditions and can only be cleaved in the
presence of other nucleophiles, via a transacylation reaction or by protease-mediated hydrolysis
[158]. Additional evidence suggests that sulforaphane may react directly with other cellular targets,
such as TLR4 and tubulin, in a thiol-dependent manner, via the formation of covalent bonds [159161].
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Recent studies have demonstrated that sulforaphane is able to prevent the activation of multiple
inflammasomes, namely NLRP3, NLRP1, NLRC4 [154,155]. The ability of sulforaphane to
attenuate the activation of AIM2 inflammasome is still controversial. Its action is not dependent on
either Nrf2 activation or ROS scavenging, and may occur through a direct covalent interaction with
the inflammasome proteins, thus preventing conformational changes that are essential for
inflammasome activation and assembly. Interestingly, sulforaphane proved itself to be active in an
in vivo model of MSU-induced peritonitis as it was able to reduce IL-1β maturation following the
i.p administration of 25 mg/kg twice in four hours [154,155].

Figure 20. a) Molecular structure of sulforaphane. b) Reaction of sulforaphane with thiol
containing proteins and trans-thioacylation.

Bromoxone, together with some of its synthetic analogues (Figure 21a) [89], are other non-specific
inflammasome inhibitors. They are able to decrease the activation of NLRP3, NLRP1, and AIM2
inflammasomes in a NF-κB-independent manner. However, bromoxone also decreases pro-IL-1β
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expression by interfering with the NF-κB pathway upstream of IKKβ-kinase. In the same work,
Gong et al. identified 5Z-7-oxozeaneol (Figure 21b) as an NLRP3 inhibitor and found that it shares
similar properties to bromoxone.

Figure 21. a) Molecular structure of bromoxone and its analogues that have been identified as
NLRP3 inhibitors; b) Molecular structure of 5Z-7-oxozeaneol.

Several negative regulators, which either act directly or via the post-translational modification of
the proteins that make up the NLRP3 inflammasomes, have been identified. As mentioned above,
deubiquitinase BRCC3 plays an essential role as one of the negative regulators of the NLRP3
inflammasome.
In 2013, Py et al. discovered that G5 (4H-thiopyran-4-one, tetrahydro-3,5-bis[(4nitrophenyl)methylene]-1,1-dioxide; Figure 22), which is a non-selective isopeptidase inhibitor that
was originally developed as an anticancer agent [162], was able to inhibit NLRP3 activation via the
inhibition of BRCC3 activity [53]. G5 possess a cross-conjugated α,β-unsaturated dienone structure
54

bearing two sterically accessible electrophilic β-carbons, meaning that it can therefore act as a
Michael acceptor for the targeting of nucleophiles, such as the catalytic cysteine of several
isopeptidases. Its electrophilic properties mean that G5 is not selective for BCCR3 as it is also able
to inhibit ubiquitin carboxy-terminal hydrolases UCHL1, UCHL5 and the ubiquitin-specific
protease USP2 and USP18 as well [163].
GW 4064 (Figure 22) is a small molecule that is known as an agonist of the nuclear farnesoid X
receptor (FXR), through which bile acids modulate glucose metabolism. Activation of the FXR
receptor has recently been demonstrated to negatively modulate NLRP3 inflammasome activation,
and TGR5 (a G-protein-coupled bile acid receptor). The connection between bile acids and
inflammasome regulation is yet not completely understood [164,165] and the mechanism of NLRP3
inhibition by GW4064 has not been well defined either. Liu et al. have reported on the inhibitory
effect of GW4064 on LPS-induced ileum injury in mice, and suggested that a mechanism involving
TLR4/MyD88 downregulation may be involved [166]. However, Xie et al. have demonstrated that
GW 4064 can inhibit NLRP3 inflammasome activation in a FXR-independent manner, by
decreasing the ubiquitination and oligomerisation of ASC without altering NLRP3 ubiquitination or
preventing NLRP3-ASC interactions [164]. The administration of GW 4064 inhibited IL-1β and IL18 release in BMDMs, in a dose-dependent manner, without interacting with the priming step of
NLRP3. Nevertheless, when GW 4064 was administrated before LPS, it also inhibited NF-κB
activation.
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Figure 22. Molecular structures of G5 and GW4064.

Another interesting NLRP3 inhibitor is OLT1177 (3-methylsulfonylpropionitrile), which is also
known as dapansutrile (Figure 23a). Marchetti et al. have recently demonstrated that this small
molecule potently inhibits NLRP3 activation, as well as IL-1β and IL-18 release from human
macrophages and neutrophils. OLT1177 directly inhibits NLRP3 ATPase activity and prevents
NLRP3-ASC and NLRP3-caspase-1 interactions from occurring [167]. OLT1177 is currently under
development as a drug by Olatec Therapeutics [168]. OLT1177 was proven to be safe in healthy
volunteers and is now undergoing phase 2b clinical trials for possible development into a new drug
for the treatment of osteoarthritis of the knee [169].
Nitrile derivatives have already been successfully exploited as covalent drugs. An example can be
found in saxagliptin, a marketed DPP-IV inhibitor that acts through the covalent binding of catalytic
Ser630 in the protease binding pocket [170]. As OLT1177 is a nitrile derivative, it can react with
biological nucleophiles, such as thiols, alcohols and amines in a Pinner-type reaction to form
thioimidates, imidates and amidines, respectively [171,172]. Depending on the type of product
generated, the covalent bond formed can be relatively unstable, leading to it either regenerating the
parent compound, or being converted into other adducts via reaction with nearby nucleophiles
(Figure 23b-d). The rate of hydrolysis/conversion depends on the biological microenvironment and
the accessibility of the formed bond by water. Studies into the reactivity of the nitrile group in
OLT1177 are currently not available and, consequently, a final classification of OLT1177 as a
covalent/non-covalent or reversible/irreversible inhibitor is not possible. However, it is the opinion
of this review’s authors that its potent NLRP3 inhibition may arise from covalent inhibition at the
protein level.
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Figure 23. a) Molecular structure of OLT1177; b-d) putative reaction pathways of OLT1177 with
(b) sulphur-, (c) oxygen-, (d) and nitrogen-based nucleophiles.
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An electrophilic natural ent-kaurane diterpenoid derivative, oridonin (Figure 24) which is isolated
from Rabdosia rubescens, was demonstrated to inhibit NLRP3 signalling while this review was
being prepared [173]. Oridonin was previously described as a 5'-adenosine monophosphateactivated protein kinase (AMPK) inhibitor that can interfere with glucose metabolism and induce
autophagy in colorectal cancer cells [174]. The action of oridonin on NLRP3 is mediated by
covalent binding to Cys279 in the NACHT domain of NLRP3. This binding prevents the NLRP3NEK7 interaction from occurring and thereby inhibits NLRP3 activation and assembly. Oridonin is
active at 20 mg/kg in mouse models of peritonitis and gouty arthritis, it also counteracts the
inflammatory effect triggered with a HFD regimen when administered to mice at 3 mg/kg for six
weeks restoring insulin sensitivity and decreasing intracellular lipid accumulation in liver [173].

Figure 24. Molecular structure of oridonin.

In table 1 we report a summary of in vitro data of selected molecules in order to help the reader
having an overview about covalent NLRP3 inhibitors described in this review. Of note, in
completing table 1 some data have been extrapolated from figures and graphs, therefore, little
approximation might be present.
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16.

Concluding remarks

The discovery of new agents that can block NLRP3 inflammasome signalling holds great promise for
the development of a new class of anti-inflammatory and immunomodulatory drugs. This will thus
pave the way for new pharmacological options for the treatment of numerous pathological conditions
with unmet needs. The research of effective and selective NLRP3 inflammasome inhibitors is still a
highly challenging task for biologists, pharmacologists and medicinal chemists. A great deal of
progress has recently been made in the elucidation of NLRP3 activation and signalling mechanisms.
However, there is still a lack of detail as to its molecular 3D structure, which thus complicates the
discovery of drugs that can act directly on the protein target.
Early observations suggested that the use of electrophilic compounds may be a good starting point
from which to develop NLRP3 blocking agents [103]. Electrophilic compounds are able to
covalently bind to cysteine-rich NLRP3, and thereby irreversibly or reversibly block target protein
activity, depending on the electrophilic warhead employed. As described in this review, this
strategy has proven to be generally successful, and numerous electrophilic NLRP3 inhibitors have
been reported. However, the use of covalent inhibitors entails some precautions, because, even if
their reactivity is appropriately tuned, they can give non-specific reactions with other nucleophiles
in proteins. Most of the off-target interactions that occur with electrophilic NLRP3 inhibitors have
been identified within the NF-κB and Keap1/Nrf2 pathways. From a therapeutic point of view this
is not necessarily a disadvantage, as NF-kB inhibition can act synergically with NLRP3 inhibition
and lead to enhanced anti-inflammatory activity in vivo.
The discovery of new small molecules that act as covalent NLRP3 inhibitors must therefore take
into account the possibility that interactions may occur with other targets. A recently proposed tool
kit, which is made up of well-characterized molecules endowed with nanomolar potency against
different points of the inflammasome pathway, can be of help in the discovery and biological
validation of new small molecule acting as specific NLRP3 inhibitors [175]. Moreover, ligands
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blocking NLRP3 through different mechanisms could help in investigating new hypothesis and look
for the ideal inhibitory strategy. Non-covalent inhibitors (e.g. MCC950), covalent/non covalent
inhibitors able to block NLRP3 ATPase activity (e.g. INF39, CY-09, OLT1177), and covalent
inhibitors devoid of this last property (e.g. oridonin) might represent useful tools toward the choice
of the best NLRP3 inhibition strategy in different contexts.
There are no univocal winning strategies for the development of new covalent NLRP3 inhibitors. A
possibility may be the development of targeted covalent inhibitors that are specific for NLRP3.
However, this drug-design strategy is currently hampered by the limited structural knowledge that we
have of the target.
Another intriguing approach could be the inhibition of NLRP3 ATPase activity, as all the small
molecules that inhibit it have shown an in-cell ability to prevent IL-1β release. When developing such
a class of agents, allosteric inhibitors, rather than agents that compete with ATP for its binding pocket,
would appear to be preferable if selective NLRP3 inhibitors are to be obtained.
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Table 1. Summary of biological effects relevant to NLRP3 inflammasome inhibition for selected NLRP3 inhibitors described in this article.
NLRP3
ATPase
inhibition
% (µM)
60 %
(10 µM)

Pyroptosis
Inhibition
% (µM)

Other target(s)a

Cytotoxicity
TC50 ± SE
(µM)

Ref

60 %
(10 µM)b

PTPs; IKKβ;

1.5 ± 0.3c

2 –100 %
(0.5–10 µM)b
60-80 %
(10-100 µM)b
65 %
(20 µM)b
99 %
(10 µM)e

35–75 %
(1–10 µM)
29-52 %
(50-100 µM)
50 %
(74 µM)
NT

85 %
(5 µM)b
34 % d
(10 µM)
10-64 % d
(1-100 µM)
NT

Syk and Src
kinases
NF-kB

3.2 ± 0.8c

[88]
[97-100]
[102] [167]
[90]
[102]
[102]

40–85 %
(1–10 µM)b
20–65 %
(0.1–10 µM)d
75 %
(100 µM)d

40–85 %
(0.1–1 µM)
inactive

-

Not reported

Keap-1/NRF2;
HCA2 ?
NF-κB pathway

95.5 ± 1.2c

inactive

80 %
(10 µM)g
65 %
(10 µM)d
inactive

Partial inhibition of
NLRC4

35-99 %
(0.75–3 µM)b

50–80 %
(1.5–3 µM)

35-99 %
(0.75–3 µM)b

NT

80–100 %
(1–10 µM)h
30-100 %
(0.5–10 µM)b
70–95 %
(1-10 µM)b

NT
NT

99 %
(10 µM)e
NT

NT

inactive

100 %
(5–50 µM)b by
Western blot

NT

100 %
NLRP1mediated
pyroptosis
(100 µM)

Compound
(rev/irrev)

Main mechanism of
action

Selectivity vs other
inflammasomes

IL-1β
inhibition
% (µM)

BAY
(irrev)

Inhibition of NLRP3
ATPase

Partial inhibition of
NLRC4

>80 %
(10-100 µM)b

MNS
(irrev)
INF39
(irrev)
INF58
(irrev)
NBC6
(irrev)

Inhibition of NLRP3
ATPase
Inhibition of NLRP3
ATPase
Inhibition of NLRP3
ATPase
Inhibition of NLRP3
assembly

selective

CY-09
(rev ?)
DiMF
(irrev)
Tranilast
(irrev ?)

Inhibition of NLRP3
ATPase
Unknown; multiple
targets ?
Inhibition of NLRP3NLRP3 and NLRP3ASC interactions
Inhibition of NLRP3
ATPase

BOT-4-one
(irrev)
WP1066
(irrev ?)
CAPE
(irrev ?)
ILG
(irrev ?)

Unknown; Alkylation
of NLRP3 ?
Block of NLRP3ASC interaction
Unknown

SFN
(irrev ?)

unknown

NT
NT
Selective
up to 10 µM. AIM2
also targeted at
higher conc.
selective
NT
selective

Partial inhibition of
AIM2
selective

NLRP1, NLRC4
AIM2 ?

-

Non toxic up
to 100 µMc
Non toxic up
to 100 µMc
Non toxic up
to 100 µMf

Not reported

[95]
[110] [111]

[113]
[173]
[102]
[125] [126]
[130] [131]

IKKβ; NF-κB Akt
signaling; NLRP3
ubiquitinylation
JAK-STAT3

Non toxic up
to 3 µMc

[134] [135]

<10 µMc

[140]

NF-kB

Non toxic up
to 10 µMi
Non toxic up
to 10 µMi

[142]

Non toxic up
to 100 µMi

[154] [155]

TLR4/MD-2;
NF-κB; MAPK;
JNK1/2
Keap1/NRF2;
TLR4

[153]
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Br
(irrev)
Parth
(irrev)
OLT1177
(rev ?)

Oridonin
(irrev)

Multiple targets

AIM2, NLRP1

NF-κB / NLRP3 /
caspase-1 axis

Non selective
NLRP1, NLRC4,
AIM2
selective

Inhibition of NLRP3
ATPase; block of
NLRP3-ASC,
NLRP3-caspase 1
interactions, block of
NLRP3 assembly
Block of NLRP3NEK7, NLRP3-ASC
interactions, NLRP3
assembly

selective

50 %
(0.17 µM)d
20-100 %
(0.01-10 µM)d

NT
23 %
(10 µM)

85 %
(2.5 µM)d
80 %
(1–20 µM)b

NF-kB

60 %
(0.0001-10
µM)m

60 %
(1 µM)

25–40 %
(0.001–10 µM)m

Src; Fyn; HcK;
STAT3; NF-kB (in
vivo)

Non toxic in
healthy
volunteers
up to 1 g/kg

[167]

100 %
(2µM)b

inactive

70-95 %
(0.5–2µM)g

NF-κB;
MAPK

Not reported

[173]

NF-κB (IKKβ,
p65); Caspase-1

Non toxic at
2.5 µMc
20.1 ± 5.5l

[89]
[88] [103]
[125]

a

Direct effects reported in literature are written in plain text, when experimental data cannot discriminate between direct or downstream effects, italic is used; bin
LPS/ATP-stimulated BMDMs; cin THP-1 cells; din PMA-treated and LPS/ATP-stimulated THP-1; ein PMA-treated and LPS/nigericin-stimulated THP-1; fin
HEK293 and HepG2 cells; gin LPS/nigericin-stimulated BMDMs; hin PMA-treated and LPS/imiquimod-stimulated THP-1; iin BMDMs; lin HK-2 cells; min
LPS/ATP-stimulated murine macrophages J774A.1
Abbreviations: irrev= irreversible; rev = reversible; NT = not tested; SFN = sulforaphane; ILG = isoliquiritigenin; parth = partrhenolide; BAY = BAY 11-7082;
Br = bromoxone; DiMF = dimethylfumarate; PTPs = protein tyrosine phosphatases; IKK = inhibitor of nuclear factor kappa-B kinase; HCA2 = hydroxyl
carboxylic acid receptor 2; NF-κB = Nuclear factor kappaB; MAPK = Mitogen-activated protein kinase; TLR4 = Toll-like receptor4; Keap1/NRF2 = Kelch-like
ECH-associated protein 1/ Nuclear factor (erythroid-derived 2)-like 2; STAT3 = signal transducer and activator of transcription protein3; Src = Proto-oncogene
tyrosine-protein kinase Src; Fyn = Proto-oncogene tyrosine-protein kinase Fyn; HcK = Tyrosine-protein kinase HCK ; JNK1/2 = c-Jun N-terminal kinase 1/2;
JAK = Janus kinase; IKKβ = inhibitor of nuclear factor kappa-B kinase subunit beta; Akt = AKT serine/threonine kinase.

62

References
References
[1]

H. Guo, J.B Callaway, J.P-Y. Ting. Inflammasomes: mechanism of action, role in disease,

and therapeutics. Nat. Med. 21 (2015) 677-687.
[2]

C.A. Dinarello, A. Simon, J.W.M. van der Meer. Treating inflammation by blocking

interleukin-1 in a broad spectrum of diseases. Nat. Rev. Drug Dis. 11 (2012) 633-652.

[3]

W. He, H. Wan, L. Hu, P. Chen, X. Wang, Z. Huang, Z.-H. Yang, C.-Q. Zhong, J. Han.

Gasdermin D is an executor of pyroptosis and required for interleukin-1β secretion. Cell Res. 25
(2015) 1285-1298.
[4]

J. Amin, D. Boche, S. Rakic. What do we know about the inflammasome in humans? Brain

Pathol. 27 (2017) 192–204.
[5]

M.D. Cordero, E. Alcocer-Gomez, B. Ryffel. Gain of function mutation and inflammasome

driven diseases in human and mouse models. Journal of Autoimmunity 91 (2018) 13-22.
[6]

L. Campbell, I. Raheem, C.J. Malemud, A.D. Askari, The Relationship between NALP3 and

Autoinflammatory Syndromes. Int. J. Mol. Sci. 17 (2016) 725–744.
[7]

L. Mortimer, F. Moreau, J.A. MacDonald, K. Chadee. NLRP3 inflammasome inhibition is

disrupted in a group of autoinflammatory disease CAPS mutations. Nat. Immunol 17 (2016) 11761186.
[8]

L. Broderick, D. De Nardo, B.S. Franklin, H.M. Hoffman, E. Latz. The inflammasomes and

autoinflammatory syndromes. Annu. Rev. Pathol. 10 (2015) 395-424.
[9]

J. Feldmann, A.M. Prieur P. Quartier, P. Berquin, S. Certain, E. Cortis, D. Teillac-Hamel,

A. Fischer, G. de Saint Basile. Chronic infantile neurological cutaneous and articular syndrome is
caused by mutations in CIAS1, a gene highly expressed in polymorphonuclear cells and
chondrocytes. Am. J. Hum. Genet. 71 (2002) 198–203.

63

[10]

H.M. Hoffman, J.L. Mueller, D.H. Broide, A.A. Wanderer, R.D. Kolodner. Mutation of a

new gene encoding a putative pyrin-like protein causes familial cold autoinflammatory syndrome
and Muckle–Wells syndrome. Nat. Genet. 29 (2009) 301–305.)
[11]

I. Aksentijevich, M. Nowak, M. Mallah, J.J. Chae, W.T. Watford, S.R. Hofmann, L. Stein,

R. Russo, D. Goldsmith, P. Dent, H.F. Rosenberg, F. Austin, E.F. Remmers, J.E. Balow Jr, S.
Rosenzweig, H. Komarow, N.G. Shoham, G. Wood, J. Jones, N. Mangra, H. Carrero, B.S. Adams,
T.L. Moore, K. Schikler, H. Hoffman, D.J. Lovell, R. Lipnick, K. Barron, J.J. O’Shea, D.L.
Kastner, R. Goldbach-Mansky. De novo CIAS1 mutations, cytokine activation, and evidence for
genetic heterogeneity in patients with neonatal-onset multisystem inflammatory disease (NOMID):
a new member of the expanding family of pyrin- associated autoinflammatory diseases. Arthritis
Rheum. 46 (2002) 3340–3348.
[12]

H. Park, A.B. Bourla, D.L. Kastner, R.A. Colbert, R.M. Siegel. Lighting the fires within: the

cell biology of autoinflammatory diseases. Nat. Rev. Immunol. 12 (2012) 570–580.
[13]

S. Ozen,Y. Bilginer. A clinical guide to autoinflammatory diseases: familial Mediterranean

fever and next-of-kin. Nat. Rev. Rheumatol. 10 (2014) 135–147.
[14]

F. Martinon, V. Petrilli, A. Mayor, A. Tardivel, J. Tschopp. Gout-associated uric acid

crystals activate the NALP3 inflammasome. Nature 440 (2006) 237–241.
[15]

T-D. Kanneganti, Inflammatory Bowel Disease and the NLRP3 Inflammasome. N. Engl. J.

Med. 377 (2017) 694-696).
[16]

L-D. Lazaridis, A. Pistiki, E.J. Giamarellos-Bourboulis, M. Georgitsi, G. Damoraki, D.

Polymeros, G.D. Dimitriadis, K. Triantafyllou. Activation of NLRP3 Inflammasome in
Inflammatory Bowel Disease: Differences Between Crohn’s Disease and Ulcerative Colitis. Dig.
Dis. Sci. 62 (2017) 2348–2356.)
[17]

C. Pellegrini, L. Antonioli, G. Lopez-Castejon, C. Blandizzi, M. Fornai. Canonical and Non-

Canonical Activation of NLRP3 inflammasome at the Crossroad between immune Tolerance and
intestinal inflammation. Front. Immunol. 8 (2017) 36.
64

[18]

A.R. Mridha, A. Wree, A.A.B. Robertson, M.M. Yeh, C.D. Johnson, D.M. Van Rooyen, F.

Haczeyni, N.C.-H. Teoh, C. Savard, G.N. Ioannou, S.L. Masters, K. Schroder, M.A. Cooper, A.E.
Feldstein, G.C. Farrell. NLRP3 inflammasome blockade reduces liver inflammation and fibrosis in
experimental NASH in mice. J. Hepatol. 66 (2017) 1037-1046.
[19]

M. Carlstrom, A.-K. Ekman, S. Petersson, P. Soderkvist, C. Enerback. Genetic support for

the role of the NLRP3 inflammasome in psoriasis susceptibility. Exp. Dermatol. 21 (2012) 932–
937.
[20]

W. Barclay, M.L. Shinohara. Inflammasome activation in multiple sclerosis and

experimental autoimmune encephalomyelitis (EAE), Brain Pathol. 27 (2017) 213–219.
[21]

S.S. McCoy, J. Stannard, J.M. Kahlenberg. Targeting the inflammasome in rheumatic

diseases, Transl. Res. 167 (2016) 125–137.
[22]

Y. Zhang, Y. Zheng, H. Li. NLRP3 Inflammasome Plays an Important Role in the

Pathogenesis of Collagen-Induced Arthritis. Mediators Inflamm. (2016) Article ID 9656270.
[23]

R.J. Mathews, J.I. Robinson, M. Battellino, C. Wong, J.C. Taylor, S. Eyre, S.M.

Churchman, A.G. Wilson, J.D. Isaacs, K. Hyrich, A. Barton, D. Plant, S. Savic, G.P. Cook, P.
Sarzi-Puttini, P. Emery, J.H. Barrett, A.W. Morgan, M.F. McDermott. Evidence of NLRP3inflammasome activation in rheumatoid arthritis (RA); genetic variants within the NLRP3inflammasome complex in relation to susceptibility to RA and response to anti-TNF treatment.
Ann. Rheum. Dis. 73 (2014) 1202–1210.
[24]

M.T. Heneka, M.P. Kummer, E. Latz. Innate immune activation in neurodegenerative

disease. Nat. Rev. Immunol. 14 (2014) 463-477.
[25] L.C. Freeman, J.P.Y. Ting. The pathogenic role of the inflammasome in neurodegenerative
diseases. J. Neurochem. 136(suppl1) (2016) 29-38.
[26]

B. Debye, L. Schmülling, L. Zhou, G. Rune, C. Beyer, S. Johann. Neurodegeneration and

NLRP3 inflammasome expression in the anterior thalamus of SOD1(G93A) ALS mice. Brain
Pathol. 28 (2018) 14–27.
65

[27]

M.T. Heneka. Inflammasome activation and innate immunity in Alzheimer’s disease, Brain

Pathol. 27 (2017) 220–222.
[28]

C.S. White, C.B. Lawrence, D. Brough, J. Rivers-Auty. Inflammasomes as therapeutic

targets for Alzheimer’s disease. Brain Pathol. 27 (2017) 223–234.
[29]

M. Saresella, F. La Rosa, F. Piancone, M. Zoppis, I. Marventano, E. Calabrese, V. Rainone,

R. Nemni, R. Mancuso, M. Clerici. The NLRP3 and NLRP1 inflammasomes are activated in
Alzheimer’s disease. Mol. Neurogen. 11 (2016) 23
[30]

E. Lee, I. Hwang, S. Park, S. Hong, B. Hwang, Y. Cho, J. Son, J.W. Yu. MPTP-driven

NLRP3 inflammasome activation in microglia plays a central role in dopaminergic
neurodegeneration. Cell Death Diff. May 2018, DOI: 10.1038/s41418-018-0124-5.
[31]

Y. Zhou, M. Lu, R-H Du, C. Qiao, C.Y. Jiang, K.Z. Zhang, J.H. Ding, G. Hu. MicroRNA-7

targets Nod-like receptor protein 3 inflammasome to modulate neuroinflammation in the
pathogenesis of Parkinson’s disease. Mol. Neurodegen. 11 (2016) 28.
[32]

A.F. McGettrick, L.A. O’Neill. NLRP3 and IL-1beta in macrophages as critical regulators

of metabolic diseases. Diabetes Obes. Metab. 15 (2013) 19–25.
[33]

S.L. Masters, A. Dunne, S.L. Subramanian, R.L. Hull, G.M. Tannahill, F.A. Sharp, C.

Becker, L. Franchi, E. Yoshihara, Z. Chen, N. Mullooly, L.A. Mielke, J. Harris, R.C. Coll, K.H.G.
Mills, K.H. Mok, P. Newsholme, G. Nunez, J. Yodoi, S.E. Kahn, E.C. Lavelle, L.A.J. O’Neill.
Activation of the NLRP3 inflammasome by islet amyloid polypeptide provides a mechanism for
enhanced IL-1β in type 2 diabetes. Nat. Immunol. 11 (2010) 897–904.
[34]

H-M. Lee, J-J. Kim, H.J. Kim, M. Shong, B.J. Ku, E-K. Jo. Upregulated NLRP3

inflammasome activation in patients with type 2 diabetes. Diabetes 62 (2013) 194–204.
[35]

P. Duewell, H. Kono, K.J. Rayner, C.M. Sirois, G. Vladimer, F.G. Bauernfeind, G.S. Abela,

L. Franchi, G. Nuñez, M. Schnurr, T. Espevik, E. Lien, K.A Fitzgerald, K.L. Rock, K.J. Moore, S.D
Wright, V. Hornung, E. Latz. NLRP3 inflamasomes are required for atherogenesis and activated by
cholesterol crystals that form early in disease. Nature 464 (2010) 1357–1361.
66

[36]

A. Grebe, F. Hoss, E. Latz. NLRP3 Inflammasome and the IL-1 Pathway in Atherosclerosis.

Circ. Res. 122 (2018) 1722-1740.
[37]

S. Toldo, A. Abbate. The NLRP3 inflammasome in acute myocardial infarction. Nat. Rev.

Cardiol. 15 (2018) 203-214.
[38]

P.M. Ridker, B.M. Everett, T. Thuren, J.G. MacFadyen, W.H. Chang, C. Ballantyne, F.

Fonseca, J. Nicolau, W. Koenig, S.D. Anker, J.J.P. Kastelein, J.H. Cornel, P. Pais, D. Pella, J.
Genest, R. Cifkova, A. Lorenzatti, T. Forster, Z. Kobalava, L. Vida‑Simiti, M. Flather, H.
Shimokawa, H. Ogawa, M. Dellborg, P.R.F. Rossi, R.P.T. Troquay, P. Libby, R.J. Glynn.
Antiinflammatory Therapy with Canakinumab for Atherosclerotic Disease. N. Engl. J. Med. 377
(2017) 1119-1131.
[39]

A. Christ, P. Günther, M.A.R. Lauterbach, P. Duewell, D. Biswas, K. Pelka, C.J. Scholz, M.

Oosting, K. Haendler, K. Baßler, K. Klee, J. Schulte-Schrepping, T. Ulas, S.J.C.F.M. Moorlag, V.
Kumar, M. Hi Park, L.A.B. Joosten, L.A. Groh, N.P. Riksen, T. Espevik, A. Schlitzer, Y. Li, M.L.
Fitzgerald, M.G. Netea, J.L. Schultze, E. Latz. Western Diet Triggers NLRP3-Dependent Innate
Immune Reprogramming. Cell 172 (2018) 162–175.
[40]

T. Proschnicki, E. Latz. Inflammasomes on the Crossroads of Innate Immune Recognition

and Metabolic Control. Cell Metab. 26 (2017) 71-93.
[41]

J. Rheinheimer, B.M. de Souza, N.S. Cardoso, A.C. Bauer, D. Crispim. Current role of the

NLRP3 inflammasome on obesity and insulin resistance: A systematic review. Metabolism. 74
(2017) 1-9.
[42]

M. Haneklaus, L.A. O'Neill. NLRP3 at the interface of metabolism and inflammation.

Immunol. Rev. 265 (2015) 53-62.
[43]

M. Kantono, B. Guo. Inflammasomes and Cancer: The Dynamic Role of the Inflammasome

in Tumor Development. Front. Immunol. 8 (2017) 1132.
[44]

R. Karki, S.M. Man, T-D. Kanneganti. Inflammasomes and Cancer. Cancer Immunol. Res. 5

(2017) 94-99.
67

[45]

P.M Ridker, J.G MacFadyen, T. Thuren, B.M Everett, P. Libby, R.J Glynn. Eﬀect of

interleukin-1β inhibition with canakinumab on incident lung cancer in patients with atherosclerosis:
exploratory results from a randomised, double-blind, placebo-controlled trial. Lancet 390 (2017)
1833-1842.
[46]

A.G. Baldwin, D. Brough; S. Freeman. Inhibiting the inflammasome: a chemical

perspective. J. Med. Chem. 59 (2016), 1691−1710.
[47]

B-Z. Shao, Z-Q. Xu, B-Z. Han, D-F. Suand, C. Liu. NLRP3inflammasome and its

inhibitors:a review. Front. Pharmacol. 6 (2015) article id. 262.
[48]

M.M. Gaidt, V. Hornung. The NLRP3 Inflammasome Renders Cell Death Pro-

inflammatory. J. Mol. Biol. 30 (2018) 133-141.
[49]

F. Martín-Sanchez, C. Diamond, M. Zeitler, A.J. Gomez, A. Baroja-Mazo, J. Bagnall, D.

Spiller, M. White, M.J.D. Daniels, A. Mortellaro, M. Penalver, P. Paszek, J.P. Steringer, W. Nickel,
D. Brough, P. Pelegrín. Inflammasome-dependent IL-1β release depends upon membrane
permeabilisation. Cell Death Differ. 23 (2016) 1219−1231.
[50]

J. Rivers-Auty, D. Brough. Potassium efflux fires the canon: Potassium efflux as a common

trigger for canonical and noncanonical NLRP3 pathways. Eur. J. Immunol. 45 (2015) 2758–2761.
[51]

R. Muñoz-Planillo, P. Kuffa, G. Martínez-Colón, B.L. Smith, T.M. Rajendiran, G. Núñez.

K⁺ efflux is the common trigger of NLRP3 inflammasome activation by bacterial toxins and
particulate matter. Immunity 38 (2013), 1142-1153.
[52]

F.S. Sutterwala, S. Haasken, S.L. Cassel. Mechanism of NLRP3 inflammasome activation.

Ann. N. Y. Acad. Sci. 1319 (2014) 82-95.
[53]

B.F. Py, M.S. Kim, H. Vakifahmetoglu-Norberg, J. Yuan. Deubiquitination of NLRP3 by

BRCC3 critically regulates inflammasome activity. Mol. Cell 49 (2013) 331-338.

68

[54]

M.N. Patel, R.G. Carroll, S. Galván-Peña, E.L. Mills, R. Olden, M. Triantafilou, A.I. Wolf,

C.E. Bryant, K. Triantafilou, S.L. Masters, S. L. Inflammasome Priming in Sterile Inflammatory
Disease. Trends Mol. Med. 23 (2017) 165-180.
[55]

M.J.D. Daniels, J. Rivers-Auty, T. Schilling, N.G. Spencer, W. Watremez, V. Fasolino, S.J.

Booth, C.S. White, A.G. Baldwin, S. Freeman, R. Wong, C. Latta, S. Yu, J. Jackson, N. Fischer, V.
Koziel, T. Pillot, J. Bagnall, S.M. Allan, P. Paszek, J. Galea, M.K. Harte, C. Eder, C.B. Lawrence,
D. Brough. Fenamate NSAIDs inhibit the NLRP3 inflammasome and protect against Alzheimer’s
disease in rodent models. Nat. Commun. 7 (2016) Article number 12504.
[56] Y. He, M.Y. Zeng, D. Yang, B. Motro, G. Núñez. NEK7 is an essential mediator of NLRP3
activation downstream of potassium efflux. Nature 530 (2016) 354-357.
[57] F. Van Hauwermeiren, M. Lamkanfi. The NEK-sus of the NLRP3 inflammasome. Nat.
Immunol.17 (2016) 223-224.
[58] H. Shi, Y. Wang, X. Li, X. Zhan, M. Tang, M. Fina, L. Su, D. Pratt, C.H. Bu, S. Hildebrand, S.
Lyon, L. Scott, J. Quan, Q. Sun, J. Russell, S. Arnett, P. Jurek, D. Chen, V.V. Kravchenko, J.C.
Mathison, E.M. Moresco, N.L. Monson, R.J. Ulevitch, B. Beutler. NLRP3 activation and mitosis are
mutually exclusive events coordinated by NEK7, a new inflammasome component. Nat. Immunol.
17 (2016) 250-258.
[59]

E.K. Jo, J.K. Kim, D.M. Shin, C. Sasakawa. Molecular mechanisms regulating NLRP3

inflammasome activation. Cell Mol. Immunol. 13 (2016) 148-159.
[60]

T. Prochnicki, M.S. Mangan, E. .Latz. Recent insights into the molecular mechanisms of the

NLRP3 inflammasome activation. F1000Res 5 (2016).
[61]

Y. He, H. Hara, G. Nunez. Mechanism and Regulation of NLRP3 Inflammasome

Activation. Trends Biochem. Sci. 41 (2016) 1012-1021.
[62]

C.E. Diamond, H.J. Khameneh, D. Brough, A. Mortellaro. Novel perspectives on non-

canonical inflammasome activation. Immunotargets Ther.4 (2015) 131-141.

69

[63]

S.K. Vanaja, A.J. Russo, B. Behl, I. Banerjee, M. Yankova, S.D. Deshmukh, V.A.K.

Rathinam. Bacterial Outer Membrane Vesicles Mediate Cytosolic Localization of LPS and
Caspase-11 Activation. Cell 165 (2016) 1106-1119.
[64]

A.J. Russo, B. Behl, I. Banerjee, V.A.K. Rathinam. Emerging Insights into Noncanonical

Inflammasome Recognition of Microbes. J. Mol. Biol. 430 (2018) 207-216.
[65]

J. Shi, Y. Zhao, Y. Wang, W Gao, J. Ding, P. Li, L. Hu, F. Shao. Inflammatory caspases are

innate immune receptors for intracellular LPS. Nature 514 (2014) 187-192.
[66]

S. Rühl, P. Broz. Caspase-11 activates a canonical NLRP3 inflammasome by promoting

K(+) efflux. Eur. J. Immunol. 45 (2015) 2927-2936.
[67]

M.M. Gaidt, T.S. Ebert, D. Chauhan, T. Schmidt, J.L. Schmid-Burgk, F. Rapino, A.A.B.

Robertson, M.A. Cooper, T. Graf, V. Hornung. Human Monocytes Engage an Alternative
Inflammasome Pathway. Immunity 44 (2016) 833–846.
[68]

M.M. Gaidt, V. Baldwin. Alternative inflammasome activation enables IL-1β release from

living cells. Curr. Opin. Immunol.44 (2017) 7-13.
[69]

V. Compan, A. Baroja-Mazo, G. Lopez-Castejon, A.I. Gomez, C.M. Martinez, D. Angosto,

M.T. Montero, A. Herranz, E. Bazan, D. Reimers, V. Mulero, P. Pelegrin. Cell Volume Regulation
Modulates NLRP3 Inflammasome Activation. Immunity 37 (2012) 487-500.
[70]

J.A. Duncan, D.T. Bergstralh, Y. Wang, S.B. Willingham, Z. Ye, A.G. Zimmermann, Y-

P.Y. Ting. Cryopyrin/NALP3 binds ATP/dATP, is an ATPase, and requires ATP binding to
mediate inflammatory signaling. PNAS 104 (2007) 8041-8046.
[71]

J.A. MacDonald, C.P. Wijekoon, K-C. Liao, D.A. Muruve. Biochemical and structural

aspects of the ATP-binding domain in inflammasome-forming human NLRP proteins. IUBMB Life
65 (2013) 851-862.
[72]

T.F. Reubold, S. Wohlgemuth, S. Eschenburg. Crystal structure of full-length Apaf-1: How

the death signal is relayed in the mitochondrial pathway of apoptosis. Structure 19 (2011) 1074-1083.

70

[73]

Z. Hu, C. Yan, P. Liu, Z. Huang, R. Ma, C. Zhang, R. Wang, Y. Zhang, F. Martinon, D. Miao,

H. Deng, J. Wang, J. Chang, J. Chai. Crystal Structure of NLRC4 Reveals Its Autoinhibition
Mechanism. Science 341 (2013) 172-175.
[74]

M. Proell, S.J. Riedl, J.H. Fritz, A.M. Rojas, R. Schwarzenbacher. The Nod-like receptor

(NLR) family: a tale of similarities and differences. PLoS One 3 (2008) e2119.
[75]

H.H. Park. PYRIN domains and their interactions in the apoptosis and inflammation signaling

pathway. Apoptosis 17 (2012) 1247-1257.
[76]

L. Sborgi, F. Ravotti, V.P. Dandey, M.S. Dick, A. Mazur, S. Reckel, M. Chami, S. Scherer,

M. Huber, A. Bockmann, E.H. Egelman, H. Stahlberg, P. Broz, B.H. Meier, S. Hiller. Structure and
assembly of the mouse ASC inflammasome by combined NMR spectroscopy and cryo-electron
microscopy. PNAS 112 (2015) 13237-13242.
[77]

J.Y. Bae, H.H. Park. Crystal Structure of NALP3 Protein Pyrin Domain (PYD) and Its

Implications in Inflammasome Assembly. J. Biol. Chem. 286 (2011) 39528-39536.
[78]

B.C. Lechtenberg, P.D. Mace, S.J. Riedl. Structural Mechanisms in NLR inflammasome

signaling. Curr. Opin. Struct. Biol. 29 (2014) 17-25.)
[79]

A. Lu, H. Wu. Structural mechanisms of inflammasome assembly. FEBS J. 282 (2015) 435-

444.
[80]

K.V. Swanson, J. P-Y. Ting. Reining in uncontrolled inflammasome with PKA. Nat.

Immunol. 17 (2016) 1137–1138.
[81]

A. Stutz, C-K. Kolbe, R. Stahl, G.L. Horvath, B.S. Franklin, O. van Ray, R. Brinkschulte, M.

Geyer, F. Meissner, E. Latz. NLRP3 inflammasome assembly is regulated by phosphorylation of the
pyrin domain. J. Exp. Med. 214 (2017) 1725-1736.
[82]

F. Martinon, K. Burns, J. Tschopp. The inflammasome: a molecular platform triggering

activation of inflammatory caspases and processing of proIL-beta. Mol. Cell 10 (2002) 417-426.

71

[83]

D.G. Perregaux, P. McNiff, R. Laliberte, N. Hawryluk, H. Peurano, E. Stam, J. Eggler, R.

Griffiths, M.A. Dombroski, C.A. Gabel. Identification and characterization of a novel class of
interleukin-1 post-translational processing inhibitors. J. Pharmacol. Exp. Ther. 299 (2001) 187-197.
[84]

M. Lamkanfi, J.L. Mueller, A.C. Vitari, S. Misaghi, A. Fedorova, K. Deshayes, W.P. Lee,

H.M. Hoffman, V.M. Dixit. Glyburide inhibits the Cryopyrin/Nalp3 inflammasome. J. Cell Biol.
187 (2009) 61-70.
[85]

C. Marchetti, J. Chojnacki, S. Toldo, E. Mezzaroma, N. Tranchida, S.W. Rose, M. Federici,

B.W. Van Tassell, S. Zhang, Antonio Abbate. A novel pharmacologic inhibitor of the NLRP3
inflammasome limits myocardial injury following ischemia-reperfusion in the mouse. J Cardiovasc.
Pharmacol. 63(4) (2014) 316–322.
[86]

R.C. Coll, A.A.B. Robertson, J.J. Chae, S.C. Higgins, R. Munoz-Planillo, M.C. Inserra, I.

Vetter, L.S. Dungan, B.G. Monks, A. Stutz, D.E. Croker, M.S. Butler, M. Haneklaus, C.E. Sutton,
G. Nunez, E. Latz, D.L. Kastner, K.H.G. Mills, S.L. Masters, K. Schroder, M.A. Cooper. L.A.J.
O'Neill. A small-molecule inhibitor of the NLRP3 inflammasome for the treatment of inflammatory
diseases. Nat. Med. 21 (2015) 248-255.
[87]

T. Higa, R.K. Okuda, R.M. Severns, P.J.Scheuer, C-H. He, X. Changfu, J. Clardy.

Unprecedented constituents of a new species of acorn worm. Tetrahedron 43 (1987) 1063-1070.
[88]

C. Juliana, T. Fernandes-Alnemri, J. Wu, P. Datta, L. Solorzano, J.W. Yu, R. Meng, A.A.

Quong, E. Latz, C.P. Scott, E.S. Alnemri. Anti-inflammatory compounds parthenolide and Bay 117082 are direct inhibitors of the inflammasome. J. Biol. Chem.285 (2010) 9792-802.
[89]

Y.N. Gong, X. Wang, J. Wang, Z. Yang, S. Li, J. Yang, L. Liu, X. Lei, F. Shao. Chemical

probing reveals insights into the signaling mechanism of inflammasome activation. Cell Res. 20
(2010) 1289-1305.

72

[90]

Y. He, S. Varandarajan, R. Munoz-Planillo, A. Burberry, Y. Nakamura, G. Nunez. 3,4-

Methylenedioxy-β-nitrostyrene inhibits NLRP3 activation by blocking assembly of the
inflammasome. J. Biol. Chem. 289 (2014) 1142−1150.
[91]

R.A. Bauer. Covalent inhibitors in drug discovery: from accidental discoveries to avoided

liabilities and designed therapies. Drug Dis. Today 20 (2015) 1061-1073.
[92]

T.A. Baille, Targeted Covalent Inhibitors for Drug Design. Angew. Chem. Int. Ed. 55

(2016) 13408-13421.
[93]

S. De Cesco, J. Kurian, C. Dufresne, A.K. Mittermaier, N. Moitessier. Covalent inhibitors

design and discovery. Eur. J. Med. Chem. 138 (2017) 96-114.
[94]

www.uniprot.org/uniprot/Q96P20.

[95]

M. Cocco, G. Miglio, M. Giorgis, D. Garella, E. Marini, A. Costale, L. Regazzoni, G.

Vistoli, M. Orioli, R. Massulaha-Ahmed, I. Detraz-Durieux, M. Groslambert, B.F. Py, M.
Bertinaria. M. Design, synthesis, and evaluation of acrylamide derivatives as direct NLRP3
inflammasome inhibitors. ChemMedChem 11 (2016) 1790−1803.
[96]

C.M. da Silva Correa, W.A.J. Waters. Reactions of the free toluene-p-sulphonyl radical. Part

I. Diagnostic reactions of free radicals. J. Chem. Soc. C (1968), 1874-1879.
[97]

J.W. Pierce, R. Schoenleber, G. Jesmok, J. Best, S.A. Moore, T. Collins, M.E. Gerritsen.

Novel inhibitors of cytokine-induced IkappaBalpha phosphorylation and endothelial cell adhesion
molecule expression show anti-inflammatory effects in vivo. J. Biol. Chem. 272 (1997) 21096–
21103.
[98]

R. Miyamoto, T. Ito, S. Nomura, R. Amakawa, H. Amuro, Y. Katashiba, M. Ogata, N.

Murakami, K. Shimamoto, C. Yamazaki, M. Ogata, K. Hoshino, T. Kaisho, S. Fukuhara. Inhibitor
of IkappaB kinase activity, BAY 11-7082, interferes with interferon regulatory factor 7 nuclear
translocation and type I interferon production by plasmacytoid dendritic cells. Arthritis Res. Ther.
12 (2010) R87.
73

[99]

S. Strickson, D.G. Campbell, C.H. Emmerich, A. Knebel, L. Plater, M.S. Ritorto, N. Shpiro,

P. Cohen. The anti-inflammatory drug BAY 11-7082 suppresses the MyD88-dependent signalling
network by targeting the ubiquitin system. Biochem. J. 451 (2013) 427–437.
[100] J. Lee, M.H. Rhee, E. Kim, J.Y. Cho. BAY 11-7082 is a Broad-Spectrum Inhibitor with
Anti-Inflammatory Activity against Multiple Targets. Mediators Inflamm. (2012), Article ID
416036.
[101] N. Krishnan, G. Bencze, P. Cohen, N.K. Tonks. The anti-inflammatory compound BAY 117082 is a potent inhibitor of Protein Tyrosine Phosphatases. FEBS J. 280 (2013) 2830–2841.
[102] M. Cocco, C. Pellegrini, H. Martinez-Banaclocha, M. Giorgis, E. Marini, A. Costale, G.
Miglio, M. Fornai, L. Antonioli, G. Lopez-Castejon, A. Tapia-Abellan, D. Angosto, I. HafnerBratkovič, C. Blandizzi, P. Pelegrin, M. Bertinaria. Development of an Acrylate Derivative
Targeting the NLRP3 Inflammasome for the Treatment of Inflammatory Bowel Disease. J. Med.
Chem. 60 (2017) 3656-3671.
[103] M. Cocco, D. Garella, A. Di Stilo, E. Borretto, L. Stevanato, M. Giorgis, E. Marini, R.
Fantozzi, G. Miglio, M. Bertinaria. Electrophilic Warhead-based Design of Compounds Preventing
NLRP3 Inflammasome-dependent Pyroptosis. J. Med. Chem. 57 (2014) 10366-10382.
[104] F. Chiazza, A. Couturier-Maillard, E. Benetti, R. Mastrocola, D. Nigro, J.C. Cutrin, L.
Serpe, M. Aragno, R. Fantozzi, B. Ryffel, C. Thiemermann, M. Collino. Targeting the NLRP3
Inflammasome to Reduce Diet-Induced Metabolic Abnormalities in Mice. Mol. Med. 21 (2015)
1025-1037.
[105] W.Y. Wang, Y-C. Wu, C.C. Wu. Prevention of Platelet Glycoprotein IIb/IIIa Activation by
3,4-Methylenedioxy-β-Nitrostyrene, A Novel Tyrosine Kinase Inhibitor. Mol. Pharmacol. 70
(2006) 1380–1389.
[106] W-Y. Wang, P.W. Hsieh, Y.C. Wu, C.C. Wu. Synthesis and pharmacological evaluation of
novel beta-nitrostyrene derivatives as tyrosine kinase inhibitors with potent antiplatelet activity.
Biochem. Pharmacol. 74 (2007) 601-611.
74

[107] T-F. Chou, R.J. Deshaies. Quantitative Cell-based Protein Degradation Assays to Identify
and Classify Drugs That Target the Ubiquitin-Proteasome System. J. Biol. Chem. 286 (2011)
16546–16554.
[108] R. Mastrocola, C. Penna, F. Tullio, S. Femminò, D. Nigro, F. Chiazza, L. Serpe, D. Collotta,
G. Alloatti, M. Cocco, M. Bertinaria, P. Pagliaro, M. Aragno, M. Collino. Pharmacological
Inhibition of NLRP3 Inflammasome Attenuates Myocardial Ischemia/Reperfusion Injury by
Activation of RISK and Mitochondrial Pathways. Ox. Med. Cell Longev. 2016, Article ID
5271251)
[109] M.A. Katsnelson, LG. Rucker, H.M. Russo.G.R. Dubyak. K+ Efflux Agonists Induce
NLRP3 Inflammasome Activation Independently of Ca2+ Signaling. J. Immunol. 194 (2015) 39373952.
[110] A.G. Baldwin, J. Rivers-Auty, M.J.D. Daniels, C.S. White, C.H. Schwalbe, T. Schilling, H.
Hammadi, P. Jaiyong, N.G. Spencer, H. England, N.M. Luheshi, M. Kadirvel, C.B. Lawrence, N.J.
Rothwell, M.K. Harte, R.A. Bryce, S.M. Allan, C. Eder, S. Freeman, D. Brough. Boron-Based
Inhibitors of the NLRP3 Inflammasome. Cell Chem. Biol. 24 (2017) 1321-1335.
[111] A.G. Baldwin, V.S. Tapia, T. Swanton, C.S. White, J.A. Beswick, D. Brough, S. Freeman.
Design, Synthesis and Evaluation of Oxazaborine Inhibitors of the NLRP3 Inflammasome.
ChemMedChem 13 (2018) 312-320.
[112] D. Brough, S. McRea. Allan, S. Freeman, A.G. Baldwin. Cyclic Diarylboron derivatives as
NLRP3 inflammasome inhibitors. Int. PCT Pub. No. WO2017/017469.
[113] H. Jiang, H. He, Y. Chen, W. Huang, J. Cheng, J. Ye, A. Wang, J. Tao, C. Wang, Q. Liu, T.
Jin, W. Jiang, X. Deng, R. Zhou. Identification of a selective and direct NLRP3 inhibitor to treat
inflammatory disorders. J. Exp. Med. 214 (2017) 3219-3238.
[114] N.D. Sonawane, A.S. Verkman. Thiazolidinone CFTR inhibitors with improved water
solubility identified by structure-activity analysis. Bioorg. Med. Chem. 16 (2008) 8187–8195.

75

[115] G. S. Hotamisligil. Inflammation, metaflammation and immunometabolic disorders. Nature
542 (2017) 177-185.
[116] W. Schweckendiek, Behandlung der Psoriasis vulgaris, Med. Monatsschr. 13 (1959) 103–
104.
[117] U. Mrowietz, E. Christophers, P. Altmeyer, Treatment of psoriasis with fumaric acid esters:
results of a prospective multicentre study. German Multicentre Study. Br. J. Dermatol. 138 (1998)
456–460.
[118] J.J. Hoefnagel, H.B. Thio, R.Willemze, J.N. Bouwes Bavinck. Long-term safety aspects of
systemic therapy with fumaric acid esters in severe psoriasis. Br. J. Dermatol. 149 (2003) 363–369.
[119] L. Kappos, R. Gold, D.H. Miller, D.G. Macmanus, E. Havrdova, V. Limmroth, C.H.
Polman, KSchmierer, T.A. Yoursy, M.Yang, M. Eraksov, E. Meluzinova, I. Rektor, K.T. Dawson,
A.W. Sandrock, G.N. O’Neill. Efficacy and safety of oral fumarate in patients with relapsing–
remitting multiple sclerosis: a multicentre, randomised, double-blind, placebo-controlled phase IIb
study, Lancet 372 (2008) 1463–1472.
[120] R. Gold, L. Kappos, D.L. Arnold, A. Bar-Or, G. Giovannoni, K. Selmaj, C. Tornatore, M.T.
Sweetser, M. Yang, S.I. Sheikh, K.T. Dawson. Placebo controlled phase 3 study of oral BG-12 for
relapsing multiple sclerosis, N. Engl. J. Med. 367 (2012) 1098–1107.
[121] R.J. Fox, D.H. Miller, J.T. Phillips, M. Hutchinson, E. Havrdova, M. Kita, M. Yang, K.
Raghupathi, M. Novas, M.T. Sweetser, V. Viglietta, K.T. Dawson. Placebo controlled phase 3
study of oral BG-12 or glatiramer in multiple sclerosis, N. Engl. J. Med. 367 (2012) 1087–1097.
[122] S. Dibbert, B. Clement, T. Skak-Nielsen, U. Mrowietz, M. Rostami-Yazdi, Detection of
fumarate-glutathione adducts in the portal vein blood of rats: evidence for rapid dimethylfumarate
metabolism. Arch. Dermatol. Res. 305 (2013) 447–451.
[123] U. Mrowietz, P.J. Morrison, I. Suhrkamp, M. Kumanova, B. Clement. The
Pharmacokinetics of Fumaric Acid Esters Reveal Their In Vivo Effects. Trends Pharmacol. Sci. 39
(2018) 1-12.
76

[124] T.J. Schmidt, M. Aka, U. Mrowietz. Reactivity of dimethyl fumarate and methylhydrogen
fumarate towards glutathione and N-acetyl-L-cysteine—Preparation of S-substituted thiosuccinic
acid esters. Bioorg. Med. Chem. 15 (2007) 333-342.
[125] G. Miglio, E. Veglia, R. Fantozzi. Fumaric acid esters prevent the NLRP3 inflammasomemediated and ATP-triggered pyroptosis of differentiated THP-1 cells. Int. Immunopharmacol. 28
(2015) 215–219.
[126] X. Liu, W. Zhou, X. Zhang, P. Lu, Q. Du, L. Tao, Y. Ding, Y. Wang, R. Hu. Dimethyl
fumarate ameliorates dextran sulfate sodium-induced murine experimental colitis by activating Nrf2
and suppressing NLRP3 inflammasome activation. Biochem. Pharmacol 112 (2016) 37–49.
[127] A.T. Dinkova-Kostova, R.V. Kostov, P. Canning. Keap1, the cysteine-based mammalian
intracellular sensor for electrophiles and oxidants. Arch. Biochem. Biophys. 617 (2017) 84-93.
[128] U. Schulze-Topphoffa, M. Varrin-Doyera, K. Pekareka, C.M. Spencera, A. Shettya, S.A.
Sagana, B.A.C. Creea, R.A. Sobelc, B.T. Wipked, L. Steinmane, R.H. Scannevind, S.S. Zamvila.
Dimethyl fumarate treatment induces adaptive and innate immune modulation independent of Nrf2.
PNAS 113(17) (2016) 4777-4782.
[129] M. Garstkiewicz, G.E. Strittmatter, S. Grossi, J. Sand, G. Fenini, S. Werner, L.E. French HD. Beer. Opposing effects of Nrf2 and Nrf2-activating compounds on the NLRP3 inflammasome
independent of Nrf2-mediated gene expression. Eur. J. Immunol. 47 (2017) 806–817.
[130] S. Darakhshan, A.B. Pour. Tranilast: a review of its therapeutic applications. Pharmacol Res
91 (2015) 15–28.
[131] Y. Huang, H. Jiang, Y. Chen, X. Wang, Y. Yang, J. Tao, X. Deng, G. Liang, H. Zhang, W.
Jiang, R. Zhou. Tranilast directly targets NLRP3 to treat inflammasome-driven diseases. EMBO Mol.
Med. 10 (2018) e8689.
[132] A. Wildfeuer, 6-Hydroxy-1,3-Benzoxathiol-2-One, an Antipsoriatic with Antibacterial and
Antimycotic Properties. Arzneimittelforschung 20 (1970) 824–831.

77

[133] E. Venkateswararao, H. Le Tuan Anh, V.K. Sharma, K-C. Lee, N. Sharma, Y. Kim, S-H.
Jung. Study on anti-proliferative effect of benzoxathiole derivatives through inactivation of NF-κB
in human cancer cells. Bioorg. Med. Chem. Lett. 22 (2012) 4523-4527.
[134] H.G. Lee, N-C. Cho, A.J. Jeong, Y-C. Li, S-J. Rhie, J.S. Choi, K-H. Lee, Y. Kim, Y-N.
Kim, M-H. Kim, A.N. Pae, S-K. Ye, B-H. Kim. Immunomodulatory Activities of the Benzoxathiole
Derivative BOT-4-One Ameliorate Pathogenic Skin Inflammation in Mice. J. Invest. Dermatol. 136
(2016) 107-116.
[135] D-W. Shim, W-Y. Shin, S-H. Yu, B-H. Kim, S-K. Ye, S. Koppula, H-S. Won, T-B. Kang,
K-Ho Lee.BOT-4-one attenuates NLRP3 inflammasome activation: NLRP3 alkylation leading to
the regulation of its ATPase activity and ubiquitination. Sci. Rep. 7 (2017) 15020.
[136] Y. Qu, S. Misaghi, K.Newton, A. Maltzman, A. Izrael‑Tomasevic, D. Arnott, V.M. Dixit.
NLRP3 recruitment by NLRC4 during Salmonella infection. J. Exp. Med. 213 (2016) 877–885.
[137] W. Priebe, N. Donato, M. Talpaz, S. Szymanshi, I. Fokt, A. Levitki. Compounds for the
treatment of cell proliferative diseases. Int. PCT Pub. No. WO2005/058829.
[138] A. Ferrajoli, S. Fader, Q. Van, P. Koch, D. Harris, Z. Liu, I. Hazan-Halevy, Y. Wang, H.M.
Kantarjian, W. Priebe, Z. Estrov. WP1066 disrupts Janus kinase-2 and induces caspase-dependent
apoptosis in acute myelogenous leukemia cells. Cancer Res. 67 (2007) 11291–11299.
[139] L-Y. Kong, M.K. Abou-Ghazal, J. Wei, A. Chakraborty, W. Sun, W. Qiao, G.N. Fuller, I.
Fokt, E.A. Grimm, R.J. Schmittling, G.E. Archer Jr., J.H. Sampson, W. Priebe, A.B. Heimberger. A
novel inhibitor of signal transducers and activators of transcription 3 activation is efficacious
against established central nervous system melanoma and inhibits regulatory T cells. Clin. Cancer
Res. 14 (2008) 5759–5768.
[140] S. Honda, D. Sadatomi, Y. Yamamura, K. Nakashioya, S. Tanimura, K. Takeda. WP1066
suppresses macrophage cell death induced by inflammasome agonists independently of its
inhibitory effect on STAT3. Cancer Sci. 108 (2017) 520–527.

78

[141] M.H. Johansson. Reversible Michael additions: covalent inhibitors and prodrugs. Mini-Rev.
Med. Chem. 12 (2012) 1330-1344.
[142] H.E. Lee, G. Yang, N.D. Kim, S. Jeong, Y. Jung, J.Y. Choi, H.H. Park, J,Y. Lee. Targeting
ASC in NLRP3 inflammasome by caffeic acid phenethyl ester: a novel strategy to treat acute gout.
Sci. Rep. 6 (2016) 38622.
[143] S.Y. Kim, J.E. Koo, Y.J. Seo, N. Tyagi, E. Jeong, J. Choi, K-M. Lim, Z-Y. Park, J.Y. Lee.
Suppression of Toll-like receptor 4 activation by caffeic acid phenethyl ester is mediated by
interference of LPS binding to MD2. Br. J. Pharmacol. 168 (2013) 1933-1945.
[144] J.R. Woods, H. Mo, A.A. Bieberich, T. Alavanjac, D.A. Colby. Amino-derivatives of the
sesquiterpene lactone class of natural products as prodrugs. Med. Chem. Commun. 4 (2013) 27-33.
[145] A. Sakakura, Y. Takayanagi, H. Shimogawa, H. Kigoshi. Jolkinolide D pharmacophore:
synthesis and reaction with biomolecules. Tetrahedron 60 (2004) 7067-7075.
[146] A. Abderrazak; D. Couchie, D.F. Darweesh Mahmood, R. Elhage, C. Vindis, M. Laffargue,
V. Matéo, B. Büchele, M. Rubio Ayala, M. El Gaafary; T. Syrovets, M-N. Slimane, B. Friguet, T.
Fulop, T. Simmet, K. El Hadri, M. Rouis. Anti-Inflammatory and Antiatherogenic Effects of the
NLRP3 Inflammasome Inhibitor Arglabin in ApoE2.Ki Mice Fed a High-Fat Diet. Circ. 131 (2015)
1061-1070.
[147] J.C. Widen, A.M. Kempema, J.W. Baur, H.M. Skopec, J.T. Edwards, T.J. Brown, D.A.
Brown, F.A. Meece, D.A. Harki. Helenalin Analogues Targeting NF-kB p65: Thiol Reactivity and
Cellular Potency Studies of Varied Electrophiles. ChemMedChem 13 (2018) 303 – 311.
[148] F.J. Barrios. Chemistry of Sesquiterpene lactones; in Sesquiterepene lactones Advances in
their chemistry and biological aspects. V.P. Sülsen and V.S. Martino Eds. Springer International
Publishing (2018) pag. 93-114.
[149] M.R. Alonso, C.A. Anesini, R.F. Martino. Anti-inflammatory activity; in Sesquiterpene
lactones Advances in their chemistry and biological aspects. V.P. Sülsen and V.S. Martino Eds.
Springer International Publishing (2018) pag. 325-343.
79

[150] W. Zhou, X. Liu, X. Zhang, J. Tang, Z. Li, Q. Wang, R. Hu. Oroxylin A inhibits colitis by
inactivating NLRP3 inflammasome. Oncotarget 8 (2017) 58903-58917.
[151] S. Amslinger. The Tunable Functionality of ,β-Unsaturated Carbonyl Compounds Enables
Their Differential Application in Biological Systems. ChemMedChem 5 (2010) 531-536.
[152] H. Rücker, N. Al-Rifai, A. Rascle, E. Gottfried, L. Brodziak-Jarosz, C. Gerhäuser, T.P.
Dickd, S. Amslinger. Enhancing the anti-inflammatory activity of chalcones by tuning the Michael
acceptor site. Org. Biomol. Chem. 13 (2015) 3040-3047.
[153] H. Honda, Y. Nagai, T. Matsunaga, N. Okamoto, Y. Watanabe, K. Tsuneyama, H. Hayashi,
I. Fujii, M. Ikutani, Y. Hirai, A. Muraguchi, K. Takatsu. Isoliquiritigenin is a potent inhibitor of
NLRP3 inflammasome activation and diet-induced adipose tissue inflammation. J. Leuk. Biol. 96
(2014) 1087-1100.
[154] A.J. Greaney, N.K. Maier, S.H. Leppla, M. Moayeri. Sulforaphane inhibits multiple
inflammasomes through an Nrf2-independent mechanism. J. Leukoc. Biol. 99 (2016) 189–199.
[155] J. Lee, H. Ahn, E.-J. Hong, B.-S. An, E.-B. Jeung, G.-S. Lee. Sulforaphane attenuates
activation of NLRP3 and NLRC4 inflammasomes but not AIM2 inflammasome. Cell. Immunol.
306–307 (2016) 53–60.
[156] A.T. Dinkova-Kostova, R.V. Kostov. Glucosinolates and isothiocyanates in health and
disease. Trends Mol. Med. 18 (2012) 337-347.
[157] A.T. Dinkova-Kostova, W.D. Holtzclaw, R.N. Cole, K. Itoh, N. Wakabayashi, Y. Katoh, M.
Yamamoto, P. Talalay. Direct evidence that sulfhydryl groups of Keap1 are the sensors regulating
induction of phase 2 enzymes that protect against carcinogens and oxidants. PNAS 99 (2002)
11908–11913.
[158] F. Hong, M.L. Freeman, D.C. Liebler. Identification of Sensor Cysteines in Human Keap1
Modified by the Cancer Chemopreventive Agent Sulforaphane. Chem. Res. Toxicol. 18 (2005)
1917-1926.

80

[159] H. Youn, Y. Kim, Z.Y. Park, S. Kim, N.Y. Choi, S.M. Joung, J.A. Seo, K.M. Lim, M.K.
Kwak, D.H. Hwang, J.Y. Lee. Sulforaphane suppresses oligomerization of TLR4 in a thioldependent manner. J. Immunol. 184 (2010) 411–419.
[160] L. Mi, Z. Xiao, B.L. Hood, S. Dakshanamurthy, X. Wang, S. Govind, T.P. Conrads, T.D.
Veenstra, F.L. Chung. Covalent binding to tubulin by isothiocyanates: a mechanism of cell growth
arrest and apoptosis. J. Biol. Chem. 283 (2008) 22136–22146.
[161] Biological targets of isothiocyanates. K.K. Brown, M.B. Hampton. Biochim. Biophys. Acta
1810 (2011) 888–894.

[162] E. Aleo, C.J. Henderson, A. Fontanini, B. Solazzo, C. Brancolini. Identification of new
compounds that trigger apoptosome-independent caspase activation and apoptosis. Cancer Res. 66
(2006) 9235−9244.
[163] U. Cersosimo, A. Sgorbissa, C. Foti, S. Drioli, R. Angelica, A. Tomasella, R. Picco, M.S.
Semrau, P. Storici, F. Benedetti, F. Berti, C. Brancolini. Synthesis, Characterization, and
Optimization for in Vivo Delivery of a Nonselective Isopeptidase Inhibitor as New Antineoplastic
Agent. J. Med. Chem. 58 (2015) 1691−1704.
[164] S. Xie, C. Guo, Z. Chi, B. Huang, Y. Wu, D. Wang, D. Xia. A rapid administration of
GW4064 inhibits the NLRP3 inflammasome activation independent of farnesoid X receptor
agonism. FEBS Lett. 591 (2017) 2836–2847.
[165] H.Hao, L. Cao, C. Jiang, Y. Che, S. Zhang, S. Takahashi, G. Wang, F.J. Gonzalez.
Farnesoid X Receptor Regulation of the NLRP3 Inflammasome Underlies Cholestasis-Associated
Sepsis. Cell Metab.25 (2017) 856-867.
[166] H.M. Liu, J.F. Liao, T.Y. Lee. Farnesoid X receptor agonist GW4064 ameliorates
lipopolysaccharide-induced ileocolitis through TLR4/MyD88 pathway related mitochondrial
dysfunction in mice. Biochem Biophys Res Commun 490 (2017) 841-848.
81

[167] C. Marchetti, B. Swartzwelter, F. Gamboni, C.P. Neff, K. Richter, T. Azam, S. Carta, I.
Tengesdal, T. Nemkov, A. D’Alessandro, C. Henry, G.S. Jones, S.A. Goodrich, J.P. St. Laurent,
T.M. Jones, C.L. Scribner, R.B. Barrow, R.D. Altman, D.B. Skouras, M. Gattorno, V. Grau, S.
Janciauskiene, A. Rubartelli, L.A.B. Joosten, C.A. Dinarello. OLT1177, a β-sulfonyl nitrile
compound, safe in humans, inhibits the NLRP3 inflammasome and reverses the metabolic cost of
inflammation. PNAS 115 (2018) E1530-E1539.
[168] D.M. Bresse, G.S. Jones, J. St. Laurent. Pharmaceutical composition for treating
inflammation and pain. US 20130324603.
[169] www.clinicaltrials.gov. Trials n. NCT02134964, NCT01768975, NCT02104050.
[170] Y.B. Kim, L.M. Kopcho, M.S. Kirby, L.G. Hamann, C.A. Weigelt, W.J. Metzler, J.
Marcinkeviciene. Mechanism of Gly-Pro-pNA cleavage catalyzed by dipeptidyl peptidase-IV and
its inhibition by saxagliptin (BMS-477118). Arch. Biochem. Biophys. 445 (2006) 9–18.
[171] R. Roger, D.G. Neilson. The chemistry of Imidates. Chem. Rev. 61 (1961) 179–211. Chem.
Rev 61 (1961) 179–211.
[172] A. Berteotti, F. Vacondio, A. Lodola, M. Bassi, C. Silva, M. Mor, A. Cavalli. Predicting the
Reactivity of Nitrile-Carrying Compounds with Cysteine: A Combined Computational and
Experimental Study. ACS Med. Chem. Lett. 5 (2014) 501−505.
[173] H. He, H. Jiang, Y. Chen, J. Ye, A. Wang, C. Wang, Q. Liu, G. Liang, X. Deng, W. Jiang,
R. Zhou. Oridonin is a covalent NLRP3 inhibitor with strong anti-inflammasome activity. Nat.
Commun. 9 (2018) 2550.
[174] Z. Yao, F. Xie, M. Li, Z. Liang, W. Xu, J. Yang, C. Liu, H. Li, H. Zhou, L-H. Qu. Oridonin
induces autophagy via inhibition of glucose metabolism in p53-mutated colorectal cancer cells. Cell
Death Dis. 8 (2017) e2633.
[175] E. Redondo-Castro, D. Faust, S. Fox, A.G. Baldwin, S. Osborne, M.J. Haley, E. Karran, H.
Nuthall, P.J. Atkinson, L.A. Dawson, C. Routledge, S.M. Allan, S. Freeman, J. Brownlees, D.
82

Brough. Development of a characterized tool kit for the interrogation of NLRP3 inflammasomedependent responses. Sci. Rep. 8 (2018) 5667.

83

