S International Journal of

7
Molecular Sciences m\D\Py

Review
Revisiting TNF Receptor-Associated Periodic
Syndrome (TRAPS): Current Perspectives

Cornelia Cudrici !, Natalie Deuitch (% and Ivona Aksentijevich %*

1 Translational Vascular Medicine Branch, National Heart, Lung and Blood Institute, National Institutes of Health,

Bethesda, MD 20892, USA; cudricicd@mail nih.gov

Inflammatory Disease Section, National Human Genome Research Institute, National Institutes of Health,
Bethesda, MD 20892, USA; natalie.deuitch@nih.gov

Correspondence: aksentii@mail.nih.gov

check for
Received: 6 April 2020; Accepted: 3 May 2020; Published: 5 May 2020 updates

Abstract: Tumor necrosis factor receptor-associated periodic syndrome (TRAPS) is an autosomal
dominant autoinflammatory syndrome characterized by prolonged and recurrent episodes of fever,
abdominal and/or chest pain, arthralgia, myalgia, and erythematous rash. TRAPS is associated with
heterozygous variants in the TNFRSF1A gene, which encodes the TNFR1 (tumor necrosis factor
receptor 1) receptor. Disease-causing variants are found exclusively in the extracellular domain of
TNFR1 and affect receptor structure and binding to the TNF ligand. The precise mechanism of the
disease is still unclear, but it is thought that intracellular accumulation of misfolded mutant protein
leads to endoplasmic reticulum stress and enhanced inflammatory responses through constitutive
activation of various immune pathways. Other possible mechanisms contributing to the disease
pathogenesis include defective receptor shedding, TNF-induced cell death, production of reactive
oxygen species, and autophagy impairment. Patients’ leucocytes are hyperresponsive to stimulation
and produce elevated levels of proinflammatory cytokines. Systemic autoimmune (AA) amyloidosis
is an important cause of morbidity and mortality in TRAPS. Over the last two decades, new therapies
have changed the progression and outcome of the disease. In this review, we summarize clinical data
from 209 patients with validated pathogenic variants reported in the literature and discuss TRAPS
diagnosis, pathogenesis, and treatment options.

Keywords: tumor necrosis factor receptor-associated periodic syndrome (TRAPS); TNFRI;
AA amyloidosis; autoinflammatory disorders; misfolding disease; TNF inhibitors; IL-1inhibitors

1. Introduction

Tumor necrosis factor receptor-associated periodic syndrome (TRAPS) was described in the seminal
paper that introduced the concept of autoinflammatory diseases—a distinct group of rheumatological
disorders caused by dysregulation of the innate immune system [1]. At that time, the only known
autoinflammatory diseases were recessively inherited Familial Mediterranean Fever (FMF) and a
dominantly inherited TRAPS. Subsequently, more than 30 genes have been linked to Mendelian
autoinflammatory diseases. Patients present with recurrent or chronic systemic inflammation that is
primarily driven by activated myeloid cells and can affect a number of tissues and organs, including
skin, joints/bones, gastrointestinal tract, spleen, liver, and eyes. Most disease-associated genes are
highly expressed in hematopoietic cells, however there are several enzyme deficiencies linked to
systemic autoinflammatory diseases (also known as SAIDs) and these mutant genes are ubiquitously
expressed [2]. The immunological phenotype of SAIDs was initially characterized by an absence of
high-titer autoantibodies and activated T lymphocytes, however more recent studies suggest a role for
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adaptive immune cells in pathogenesis of many SAIDs. Likewise, autoinflammatory signature has
been identified in many autoimmune diseases and primary immunodeficiencies [3,4].

TRAPS was initially described in 1982 in a large Irish family with 16 affected members over
three generations. They presented with recurrent attacks of fever, myalgia, and skin rashes, along
with leukocytosis and elevated sedimentation rate. The disease was named familial Hibernian fever,
however, it was suspected at the time that this could be a variant presentation of FMF [5]. Besides
the inconsistency regarding the mode of inheritance—FMF is a recessive disease—TRAPS patients
have longer lasting recurrent episodes of inflammation and poor response to treatment with colchicine,
which is still a mainstay therapy for FME.

TRAPS is caused by germline heterozygous pathogenic variants in the TNF receptor superfamily
member 1A (TNFRSF1A) gene on chromosome 12, which encodes the TNF (tumor necrosis factor)
Receptor 1 [1]. TRAPS has been reported in multiple ethnic groups from all over the world, which is
consistent with dominant inheritance [6].

The disease is characterized by recurrent fever attacks, sometimes lasting for weeks, accompanied
by severe abdominal pain, myalgia, arthralgia, migratory erythematous rash, and eye inflammation, but
typically the central nervous system (CNS) is spared [7]. During febrile episodes, patients have elevated
acute phase reactants and some can have extremely high levels of serum amyloid A (SAA) predisposing
them to AA amyloidosis. Before TRAPS was characterized at a molecular level, SAA amyloidosis was
a severe consequence of disease and was associated with high morbidity and mortality. Since then,
significant progress has been made in therapeutic options from nonsteroidal anti-inflammatory drugs
(NSAIDs) and corticosteroids to biological agents. In particular, TNF inhibitors and interleukin-1 (IL-1)
inhibitors have been shown to be very effective in controlling the disease activity and in prevention of
SAA amyloidosis.

2. TRAPS Genetics

TNFR1/p55/CD120 (TNF Receptor Superfamily Member 1A) belongs to a superfamily of TNF
receptors that includes 29 proteins in humans, which interact with one or more cytokines of the TNF
family. TNFR1, along with Fas/CD95/TNFRSF6, DR3/TNFRSF25 (death receptor 3), TRAIL receptor
1/TNFRSF10A, TRAIL receptor 2/TNFRSF10, TNF-related apoptosis-inducing ligand receptor 1B,
DR6/TNFRSF1, and EDAR (ectodermal dysplasia receptor), form a subgroup of the TNFR superfamily
that is comprised of a conserved six alpha-helical fold cytoplasmic intracellular domain, termed a
“death domain”, which can induce apoptosis. Besides its role in cell death regulation, ligand binding
to these receptors leads to formation of a membrane complex with a role to activate the NF-«B
inflammatory pathway or caspase-mediated signaling [8].

The TNFRSF1 gene is comprised of 10 coding exons (Figure 1). The TNFR1 protein consists of
a 29 amino acid N-terminal signal peptide, extracellular domain (residues 30-211), transmembrane
(residues 212-232), and a C-terminal cytoplasmic domain (residues 233-455) that includes the death
domain (residues 356—441) [9,10]. TNFR1 is a type Il transmembrane protein, which can be cleaved
from cells by proteolytic processing to form soluble ‘cytokine-like’ molecules [11]. The extracellular
domain of TNFR1 has a number of ligand-binding cysteine-rich residues engaged in the formation of
highly conserved disulfide bonds, three in each cysteine-rich domains (CRD) [12].

Binding of TNF to the extracellular domain leads to receptor homotrimerization and formation of
the protein complex, referred to as complex I. The aggregated death domains provide interface for
interaction with the death domain of TNFR1-associated death domain protein (TRADD). This results
in the recruitment of other proteins, including E3 ubiquitin-protein ligase TNF receptor-associated
factor 2 and 5 (TRAF2/5), cellular inhibitors of apoptosis 1 and 2 (cIAP1/2), and receptor-interacting
serine/threonine-protein kinase 1 (RIPK1). RIPK1 and other components of the complex are rapidly
ubiquitinated by cIAP1/2 with Lys (K) 63 Ub-linkage and subsequently, with linear (Met1) Ub-linkage
by Linear Ubiquitin Chain Assembly Complex (LUBAC) to promote signaling. This complex activates
at least two distinct signaling cascades, NF-kappa-B and cell death patways (Figure 2).
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To date, 170 missense sequence variants in the TNFRSF1A gene have been described in the gnomAD
database. The gene is intolerant to loss-of-function variants (probability of being loss-of-function
intolerant, pLI = 0.99) and there are very few frameshift and splice-site variants reported in large
population databases. The clinical significance of these variants is unknown. While most missense
variants reside in the transmembrane and death domains, TRAPS causal variants are found exclusively
in the extracellular domain, encoded by exons 2-6 (Figure 1). The extracellular domain consists of
4 cysteine-rich domains (CRDs) that have a crucial role in protein self-assembly/homotrimerization
(CRD1) and ligand binding (CRD2 and 3). Several likely pathogenic variants have been identified in
exon 6, which encodes the transmembrane domain, and these variants may affect the receptor cleavage.

To date, 43 missense variants have been validated as pathogenic and 56 as likely pathogenic
variants in the Infevers database [13,14] (Figure 1). Confirmed TRAPS-associated variants are defined
as structural as they disrupt folding of the extracellular domain. Most patients with TRAPS are carriers
for missense variants that affect one of the cysteine residues involved in the formation of disulfide
bonds in CRD1 and CRD2 [7,15]. In addition, multiple disease-associated missense substitutions have
been identified at each of these cysteine residues, confirming their critical function in the folding of
the extracellular domain. The most common pathogenic variant p.Thr79Met (T79M, also known as
T50M) affects formation of a highly conserved hydrogen bond that is also crucial for protein folding [6].
These structural variants are associated with a more severe phenotype and a higher predisposition
to amyloidosis. Initially, it was reported that about 14% of patients with TRAPS developed SAA
amyloidosis, however this number is now much lower with better therapy for TRAPS [7]. There are
also pathogenic missense variants identified at other amino acids in CRDs, but their effect on secondary
structure and protein function is unclear [16]. It should be noted that two numbering systems are
used in the literature to define TRAPS causal variants. In the initial report, authors designated the
pathogenic variants by subtracting the first 29 amino acids that encode the signal peptide, while, by
convention, the numbering should start from the methionine 1 of the official transcript isoform.

Exon 2 Exon 3 Exon 4
Y49D Y49H Y Y 1 P C117R
H51Y C58G 68F D71del C726 c117y
C58R CS8Y CS8F CS8S C72R C72F  C72s  C72Y 2 124M C c125Y
N C59R C59S CS9Y T79M < C8IR 1 C125F C125W C127R C127Y
CSOF C62G C62Y cs1y C81F C81S  C8IW " 1

C84R c8ay c84s F1411

F89L ¢ F89L
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Ex1 Ex2 Ex3 Ex4 Ex5 Ex6 Ex7 Ex8 Ex9 Ex10
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TNFRSF1A Extracellular Domain (aa 30-211) Pathogenic NM_001065.3
2020-04-03 y h

Figure 1. Schematic representation of variants in the TNFRSF1 gene associated with tumor necrosis
factor receptor-associated periodic syndrome (TRAPS). Pathogenic variants are found predominately in
the first two cysteine-rich domains, CRD1 and CRD2. The numbering system for TNFR1 (tumor necrosis
factor receptor 1) begins at amino acid residue methionine 1. The CRD domains are defined based on
the UniProtKB database [9].
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Figure 2. Summary of proposed pathogenic mechanisms in TRAPS. Binding of TNFax to TNFR1 leads
to the assembly of the signaling pathway that ultimately upregulates the gene expression of many
pro-inflammatory cytokines. There are multiple mechanisms that contribute to the pathogenesis of
TRAPS. Heterozygous variants affect the structure of the extracellular domain and impact its ability
to bind to the TNF ligand. Mutant receptors fail to shed from the cell surface to generate soluble
TNFR1 proteins, which function to attenuate signaling through the TNFR1 receptor. Mutated misfolded
proteins accumulate in the cells and cause endoplasmic stress (ER), upregulation in the unfolded protein
response (UPR), and increased production of mitochondrial reactive oxygen species (ROS). The UPR
initiates ER membrane stress sensors, including inositol-requiring protein (IRE1)«, to restore protein
folding and homeostasis in the ER. In the ER stress, activation of IRE1« leads to splicing of transcription
factor X-box binding protein 1 (XBP1) into its active form sXBP1, which acts as a transcription factor
that can upregulate expression of many target genes. Autophagy is responsible for clearance of
intracellular TNFR1. However, in patients with TRAPS, autophagy is defective and mutated proteins
are not efficiently cleared from cells. MicroRNA can regulate gene expression at the transcriptional
and post-transcriptional levels by binding to the complementary mRNA sequence. MicroRNAs can be
detected in serum and various miRNAs can serve as biomarkers of the disease activity.

Distinct from the pathogenic structural variants in TNFR1 are a few known low-penetrance
variants, most notably p.Arg121Glu (R121Q), also known as R92Q) and p.Pro75Leu (P75L, also known
as P46L). The P46L variant is exclusively found in people of African ancestry (minor allele frequency,
MAF = 0.08), while R92Q) is found primarily in Caucasian populations (MAF = 0.02). These variants
have been linked to a number of inflammatory diseases in addition to TRAPS, including periodic fever,
aphthous stomatitis, pharyngitis, adenitis (PFAPA), multiple sclerosis, and Behcet’s disease. However,
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at the functional level, these variants behave similarly to TNFR1 wild-type receptors, while structural
analysis suggested that they may have an impact on protein folding [15,17-19]. Of special interest is the
R92Q) variant that has been reported in up to 34% of patients from the Eurofever/EUROTRAPS registry.
Patients who carry R92Q) are less likely to have a positive family history for periodic fever disorder,
present with later onset milder manifestations [6] and have a higher rate of spontaneous resolution than
patients with structural variants [20,21]. Patients with low-penetrance variants (R121Q, P75L, D41E,
V124M, R133Q) are mostly managed with non-steroidal drugs and do not generally require therapy
with biologic agents [22,23]. Another low-penetrance variant p.Thr90lIle (T61I) was described in 49%
of Japanese patients with SAIDs, however the clinical significance of this variant remains unclear [22].
Recently, there were two reports of somatic variants in patients with adult-onset TRAPS [24-26]. Deep
sequencing revealed a 24 bp in-frame deletion present in hematopoietic cells, nail, hair, and in sperm,
suggesting gonadal mosaicism in one patient [25]. Similar to patients with germline variant, patients
with somatic variants respond well to anti-IL1 therapy.

3. Pathophysiology in TRAPS

Over the last two decades, multiple molecular mechanisms were proposed to explain cellular
pathophysiology involved in TRAPS. One of the initial observations was that patients with TRAPS have
low levels of soluble TNFR1 (sSTNFR1) and increased membrane bound-TNFR1 (mTNFR1) in activated
leukocytes. This led to the “defective shedding hypothesis” that was proposed by McDermott et al. [1].
Defect in metalloproteinase-induced shedding is likely responsible for low levels of soluble TNFR1
(sTNFR1), which serves to antagonize binding of TNF« to its receptors, therefore more inflammatory
cytokine are available to activate the TNFR1 signaling pathway [1] (Figure 2).

A few years later, Huggins et al. demonstrated that not all TRAPS-associated variants lead to
abnormal TNFR1 shedding, and that the shedding defect is cell-specific [27]. Based on this hypothesis,
etanercept, a biologic TNF inhibitor and TNF decoy receptor, was used in the treatment of TRAPS
patients. Etanercept was only partially beneficial in suppressing TRAPS symptoms, suggesting that
the shedding hypothesis may be only one of many mechanisms of the disease.

Given that most of pathogenic variants in TRAPS affect folding of the extracellular domain,
it was hypothesized that mutated TNFR1 receptors preferentially interact and become constitutively
activated, or that these receptors may have an increased affinity for TNF-« cytokine [28], however this
hypothesis was not supported by additional studies [29].

Several studies demonstrated that mutant proteins are found mainly in the form of intracellular
inclusions. Lobito et al. [17] showed that mutant TNFR1 proteins can self-associate to form aggregates
via disulfide links and that they accumulate in the endoplasmic reticulum (ER). This hypothesis was
supported by investigations in a murine model of TRAPS with the p.Thr79Met (T50M) pathogenic
variant. The peripheral blood neutrophils from knock-in mice show reduced cell surface expression of
TNFR1. Mutant receptors do not bind TNF and their capacity to induce spontaneous apoptosis and
NF-«B signaling was reduced [17,30] (Figure 2).

Heterozygous TNFR1-mutant mice were hypersensitive to LPS-induced septic shock, whereas
homozygous TNFR1-mutant mice resembled TNFR-deficient mice and were resistant to septic shock.
Studies in patients’ primary cells, peripheral blood mononuclear cells (PBMCs), were consistent
with observations in knock-in mice. Mutant cells showed enhanced activation of mitogen-activated
protein kinases (MAPKSs) and increased secretion of proinflammatory cytokines upon stimulation
with LPS that was dependent on wild type (WT) TNFR1. Thus, both WT and mutant TNFR1 are
necessary to potentiate inflammation in TRAPS. These findings establish a mechanism of pathogenesis
whereby full expression of the disease phenotype depends on functional cooperation between WT and
mutant proteins.

Reactive oxygen species (ROS) have been implicated in many inflammatory diseases, and increased
levels were observed in monocytes derived from TRAPS patients and in cells derived from mouse
embryonic fibroblasts (MEFs) harboring TRAPS-associated variants (C62Y/C33Y and T79M/T50M).
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ROS can be generated via Nicotinamide Adenine Dinucleotide Phosphate (NADPH) oxidases (NOX1-5)
and mitochondrial respiratory chain complexes and can have different roles. First, they can have an
antimicrobial role in host defense and can also decrease sterile inflammation for the first category.
Additionally, mitochondrially generated ROS (mROS) can support antiviral host defense by increasing
sterile inflammation [31,32]. The exact mechanism for an increase in mitochondrial ROS in TRAPS
mutant cells has not yet been elucidated but is likely related to ER stress signaling activation, secondary
to the accumulation of mutated TNFR1 proteins. Bulua et al. showed elevated baseline mitochondrial
ROS in both mouse MEFs and human primary cells harboring TRAPS-associated variants. TNFR1
mutant cells exhibit altered mitochondrial function and produce pro-inflammatory cytokines in a
mROS-dependent manner (Figure 2). Pharmacological blockade of mROS was efficient in reducing
inflammatory cytokine production in cells from TRAPS patients [32].

Accumulation of misfolded protein can activate autophagy and UPR (unfolded protein response)
via ER stress signaling pathways. UPR is a highly coordinated response that regulates the expression of
multiple genes to reestablish cellular homeostasis or induce apoptosis [33]. Three different UPR signaling
pathways are present in eukaryotic cells that include activation of three different ER transmembrane
proteins: activating transcription factor 6 (ATF6), inositol-requiring transmembrane kinase/endonuclease
1 (IRElx and ), and pancreatic ER kinase (PERK). Under ER stress conditions, IRE1« activates several
transcription factors, including splicing of X-box binding protein 1 (sXBP1), which then regulates genes
involved in ER expansion, protein production, and degradation [34,35] (Figure 2).

In PBMCs from TRAPS patients, high levels of spliced XBP1, elevated PERK, and p-PERK levels
have been reported compared with cells derived from healthy donors; however, evidence of classical
UPR activation was not found. LPS treatment increases sXBP1 levels in TRAPS patients but not in
healthy donors, which was abolished by antioxidant treatment [36]. Because TLR-activated XBP1 was
required for the production of proinflammatory cytokines (IL-6 and IL-1) [37], the authors concluded
that mROS contributes to enhanced LPS response in mutant cells by promoting sXBP1 signaling [36].

Defective autophagy was also reported in TRAPS monocytes and cell lines carrying the structural
TRAPS variants by Bachetti et al. [38]. Treatment with geldanamycin (GA), an activator of autophagy,
was shown to rescue membrane localization of mutant TNFR1, to decrease ER accumulation of mutated
TNFR1, and subsequently, to reduce inflammatory signature in mutant cells. These effects were
reversed by the autophagy inhibitor 3-Methyladenine (3-MA). In contrast, proteasome inhibition by
lactacystin did not have any effect, suggesting that proteasome is not a main cellular mechanism for the
clearance of TNFR1 proteins. Thus, autophagy may play an important role in mechanisms of TRAPS
inflammation, similar to other diseases such as Alzheimer’s or Parkinson disease [38,39].

Innate immune activation via Toll-like receptors (TLRs) was also investigated in TRAPS patients.
Stimulation of patient PBMCs with a low dose of lipopolysaccharide (LPS) and TLR4 activator can
increase the levels of pro-inflammatory cytokine IL-1§3, IL-6, and TNFo. This correlates with clinical
observations in TRAPS patients who have exaggerated responses to trivial infections [19]. PBMCs
from TRAPS patients with the p.Gly87Val (G87V) mutation were hyper-reponsive to TLR2 and TLR4
stimulations with increased production of IL-8 and granulocyte-macrophage colony-stimulating factor
(GM-CSF), indicating that these cytokines are contributing to the TRAPS pathogenesis [40]. In addition,
TLR-9 activation of PBMCs from a patient carrying the p.C62Y (C33Y) mutation triggered production
of many pro-inflammatory cytokines and activated several inflammatory pathways, including NF-«B
(nuclear factor kappa-light-chain-enhancer of activated B cells), JNK (c-Jun N-terminal kinase), and P38
MAPK. Collectively, these data demonstrate hyperactivity of the innate immune reponse in TRAPS
patients [41].

Increased levels of proinflammatory cytokine including IL-13, TNF«, and IL-6 were reported [19,32]
secondary to enhanced NF-kB and MAPK signaling activation. IL-1§3 is an essential cytokine of local
and systemic inflammation that is produced mainly by myeloid cells. The observation that therapy with
IL-1f3 antagonists results in a rapid and sustained reduction in disease severity of many autoinflammatory
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disease including TRAPS indicates that these diseases are predominately mediated by the IL-1 cytokine
family [42].

Gene expression studies by microarray identified constitutive overexpression of genes involved
in IL13 signaling and redox regulation in TRAPS patients” monocytes compared to controls. LPS
stimulation leads to differential regulation of genes involved in post-translational modifications,
protein folding, and ubiquitination, while LPS failed to upregulate interferon type I and II
responses [43]. Another gene expression study compared transcriptome of 20 patients with TRAPS and
20 healthy controls before and after initiation of the treatment with canakinumab (a human anti-IL-13
monoclonal antibody). Prior to treatment, TRAPS patients had higher gene expression of TNFRSF1A,
IL-18, MAPK14, and NFKB1 compared with healthy donors; however, 15 days after canakinumab
treatment, gene expression was completely normalized. This suggests that IL-1f3 plays an essential
role in the TRAPS pathogenesis [44].

MicroRNAs (miRNAs) are small non-coding single-stranded RNA molecules (16 to 27 nucleotides
in length) that can regulate gene silencing at the transcriptional and post-transcriptional levels by
binding to the complementary mRNA sequence. A single miRNA molecule can target multiples
mRNAs and regulate the expression of many protein-coding genes. MicroRNAs can be detected in
serum and various miRNAs have been reported as biomarkers in multiple human diseases [45-47].
Decreased expression levels of six different circulating miRNAs (miR-134, miR-17-5p, miR-498,
miR-451a, miR-572, miR-92a-3p) were found in samples from 15 TRAPS patients compared to controls.
Conversely, four miRNAs (miR-150-3p, miR-92a-3p, miR-22-3p, miR-30d-5p) were upregulated in
patients’ serum samples following anakinra treatment. In addition, two other miRNAs correlated
with TRAPS clinical features: reduced miR-92b levels correlated with an increasing number of TRAPS
exacerbation/year, and high levels of miR-377-5p was correlated with an increase in serum amyloid A
levels [48]. Harrison et al. reported reduced levels of two different miRNAs (miR-146a and miR-155)
in the TRAPS-derived dermal fibroblasts following LPS stimulation compared to control fibroblasts.
Upregulation of autophagy via IRE1 arm was associated with decreased levels of miR-146a and
miR-155, leading to LPS hyperresponsiveness in TRAPS patients [49].

The high levels of adipokines in TRAPS patients were also reported, but their role in the
pathogenesis of disease progression is poorly defined. Adipokines are bioactive molecules mainly
produced or released by adipose tissue that acts as paracrine and endocrine hormones and are important
regulators of several key processes, including appetite, fat distribution, blood pressure, hemostasis
endothelial function, and inflammation [50]. Cantarini et al. [51] evaluated the levels of four adipokines
(leptin, resistin, visfatin, and adiponectin) in serum obtained from 14 TRAPS patients carrying cysteine
variants, 16 TRAPS patients with non-cysteine variants, and 16 healthy controls. They reported
decreased levels of visfatin in patients with cysteine variants compared with the other two groups.
Serum leptin was significantly correlated with the number of TRAPS attacks, and serum adiponectin
levels were increased in TRAPS patients with amyloidosis. No correlation was found between the
levels of the serum adipokines and various treatment regiments (biological or steroid medication) in
these patients. Why the adipokine production is different in TRAPS patients with cysteine pathogenic
variants compared with TRAPS patients with other variants and healthy control is unclear. Visfatin
levels were reported to be downregulated by the TNF-« in vivo [52], while leptin levels can induce
activation of monocyte in macrophages, neutrophils, and natural killer cells [53].

The role of adaptive immunity in the pathogenesis of TRAPS was explored by Pucino et al. [54].
Effect of structural variants (cysteine residues) versus low penetrance (non-structural variants) were
analyzed on different T cell subsets from 20 patients with highly penetrant variants (HP), 15 patients with
low-penetrant (LP) variants, and 32 age- and gender-matched healthy controls. TRAPS-HP patients had
a higher conversion of naive T cells into memory T cells (CD4*CD45RO") with an effector phenotype
(CD4*CD25%), similar to patients with classical autoimmune diseases. The conventional CD4 T cells
(CD4*CD257) from TRAPS-HP patients had a higher proliferation and increased activation of mTOR,
ERK1/2, STAT, and NF-«kB p65 signaling pathways. TRAPS-HP peripheral Tregs (CD4*Fox3™) were
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reduced in number and had a decreased suppressive capacity when compared with Tregs from healthy
controls, features that are observed in many autoimmune disorders [15,17,19,36,54-56]. In summary,
these data show a role for the cells of the adaptive immunity in the pathogenesis of TRAPS.

4. Clinical and Laboratory Features in TRAPS Patients

TRAPS is one of the most common inherited recurrent periodic fever syndromes and has an
estimated prevalence of one per one million individuals worldwide. Most cases are reported in
Caucasian and Asian populations.

The symptoms of TRAPS are heterogeneous and are most likely linked to genotypes, although
variable disease penetrance has been noted. Disease onset typically occurs in early childhood (median
4.3 years). However, adult onset of TRAPS (over 30 years old) has been reported in about 10% of
the patients, mostly with milder variants [56—60]. Patients with somatic variants also present with
later-onset symptoms.

Typically, recurrent febrile episodes occur every 4-6 weeks and last from 5 days to 3 weeks. These
episodes can be precipitated by emotional and physical stress, minor infections, trauma, hormonal
changes, fatigue, vaccinations, but most of the time, the triggering factors remain unknown. Searching
the literature, we identified 16 articles that included detailed clinical descriptions of TRAPS patients
carrying variants that have been validated in Infevers as pathogenic or likely pathogenic. Reports of
the low-penetrance R92Q or P46L variants were not included in this analysis. We further selected
manuscripts that reported more than four TRAPS cases and excluded duplicate reports of the same
patient. We reviewed patients from the following cohorts: 40 patients by Hull et al. [57], 97 patients
from the Eurofever/EUROTRAPS international registry by Lachmann et al. [6], 44 patients from the
Japanese cohort by Ueda et al. [22], 14 patients from the Greek cohort by Nezos et al. [61], 8 patients
from the Chinese cohort by Zhao et al. [62], and 6 patients from the Brazilian cohort by Jesus et al. [63].
In total, 209 patients were analyzed and their 37 clinical features are summarized in Figure 3.
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Figure 3. Summary of most common clinical manifestations in TRAPS. Organ-specific clinical
manifestation of 209 TRAPS patients with variants validated as pathogenic and likely pathogenic in the
Infevers database. * Not all reports contained an explicit description of these symptoms and they may
be present in a larger proportion of patients than reported here [6,22,57,61-63].
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The most common clinical manifestations include fevers (96%), myalgias (69%), arthralgia (69%)
erythematous rash (60%), abdominal pain (70%), acute conjunctivitis (37%), periorbital edema (28%),
arthritis (22%), lymphadenopathy (16%), hepato or splenomegaly (4%), chest pain (33%), and headache
(13%) (Figure 3). Serosal inflammation secondary to TRAPS inflammatory attacks can cause recurrent
episodes of pericarditis, peritonitis, pleurisy, and testicular inflammation [64-66].

Cutaneous manifestations can be present in up to 75% of patients during an attack. They can
consist of migratory erythema, which is centrifugal in distribution, and edematous plaques, in some
cases, urticarial rashes or erysipelas-like rashes (Figure 3). Skin biopsy reveals dermal monocytic and
lymphocytic infiltrates and immunohistochemically, the infiltrate consists of T cells (CD3+, CD4+,
CD8+) and monocytes (CD68+), but are negative for B cells (CD79a— and CD20-), multinucleated
macrophages, granulomatous, or leukocytoclastic vasculitis [67,68].

During times of active disease, symptoms are almost always associated with an increase in acute
phase reactants: C-reactive protein and erythro-sedimentation rate, serum amyloid A, fibrinogen,
haptoglobin and neutrophil leukocytosis, thrombocytosis, and normochromic anemia (secondary to
chronic inflammation). Between attacks, acute phase reactants can be elevated, but at lower levels than
during a flare. Periodic evaluation of kidney function and urinalysis for the occurrence of proteinuria
can be a useful parameter in evaluating clinical activity and response to treatment [69].

AA amyloidosis is the most severe complication of untreated TRAPS patients and is associated
with increased morbidity and mortality. Proteinuria and kidney failure occur in 80-90% of cases with
amyloidosis, while thyroid, myocardium, liver, and spleen deposits are less common. Patients with
pathogenic variants impacting cysteine residues or carrying the p.T79M (T50M) variant are at a higher
risk for developing amyloidosis, possibly secondary to longer duration of the flares, and more severe
inflammation. High levels of serum AA protein were shown be indicative of amyloid deposition.
The prognosis of SAA amyloidosis is linked to the disease activity, and requires effective control of
inflammatory attacks [69].

5. TRAPS Diagnosis

Over the last two decades, the diagnosis of TRAPS has evolved through the genetic testing and
development of new diagnostic criteria for screening and assessment of disease activity. The diagnosis
of TRAPS is generally made through a combination of clinical symptoms and laboratory findings
during flares and is supported by genetic testing.

In 2002, Hull et al. evaluated more than 50 TRAPS patients with specific genetic variants [57] and
suggested that the diagnosis of TRAPS can be made if the following criteria are met: (1) periodical
inflammatory symptoms lasting for over 5 days (fever, rashes, myalgia, abdominal pain, ocular
involvement), (2) improvement of the symptoms after treatment with corticosteroids but not with
colchicine, and (3) a positive family history [57].

In 2011, Piram and colleagues developed an autoinflammatory disease activity index (AIDAI)
using patients’ questionnaires (from 4 TRAPS patients) and scored by physicians [70]. The activity score
was based on the patients’ symptoms, and along with the fever, the most characteristic manifestations
included abdominal pain, localized myositis, skin erythema, and periorbital edema. This study was
validated three years later in 14 TRAPS patients (6 patients with inactive disease, 3 with severe activity,
3 with mild activity, and 2 with low activity). The AIDAI score includes fever, overall well-being
(described by patients), abdominal pain, nausea/vomiting, diarrhea, headache, chest pain, painful
subcutaneous nodules, arthralgia/myalgia, swelling of the joints, eye manifestation, and skin rashes,
with each item dichotomides as yes or no. A score over 9 indicates active disease and a score of less
than 9 identifies patients as having inactive disease.

Using data from the Eurofever/EUROTRAPS international registry that included 158 TRAPS and
TRAPS-like patients with molecular diagnosis, Lachmann et al. reported the main symptoms as being:
fever (88%), limb pain (85%), abdominal pain (74%), and skin rashes (63%). About one third of the
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cases were pediatric patients, and they had a higher incidence of cervical lymphadenopathy during
the attacks (31% versus 9% in adults) [6].

Another set of classification criteria was proposed in 2015 by Federici et al. using clinical data from
86 patients with TRAPS derived from the Eurofever registry. In this study, univariate and multivariate
analyses identified the presence of five clinical variables during flares with a specific score: periorbital
edema (21 points), duration of episodes over 6 days (19 points), migratory rash (18 points), myalgia
(6 points), presence of affected relatives (7 points), absence of vomiting (14 points), and absence of
aphthous stomatitis (15 points). The combined score over 43 points had a sensitivity of 85% and a
specificity of 87% in the evaluated cohort and 80% sensitivity and 91% specificity in an independent
validation cohort of patients. This set of criteria can be used as an indication for genetic testing or as
classification criteria to differentiate patients with TRAPS from other autoinflammatory diseases [71].

In 2019, Gattorno et al. reported a new evidence-based classification criteria for TRAPS that
was developed and validated by a panel of 33 international expert clinicians and geneticists [72].
They independently and blindly assessed clinical, laboratory, and genetic characteristics of 60 patients
until consensus was achieved for the best set of classification criteria. The performance of this final
set of classification criteria was then cross-validated in an independent set of a randomly selected
1018 patients from this web registry. The new criteria for TRAPS included: presence of confirmatory
TNFRSF1A genotype and at least one of the following features: duration of the episode more than 7
days/myalgia/migratory rash/periorbital edema/relatives affected. In the absence of a confirmatory
TNFRSF1A genotype, at least two among the following clinical manifestations of the disease had
to be met: duration of the episode lasting more than 7 days/myalgia/migratory rash/periorbital
edema/relatives affected. These new classification criteria include, for the first time, genotype along
with clinical features and as such, this combination outperforms all previously reported classification
criteria with sensitivity of 95%, specificity of 99%, and accuracy of 99% [72].

For patients where genetic testing is not available, the Eurofever panelists recommend a second
set of criteria, with the presence of several clinical variables, both in positive or negative association,
and a score higher than 5 had a sensitivity of 87%, a specificity of 92%, and accuracy of 96%. Presence
of the following clinical features will contribute points: fever > 7 days (2 points), fever 5-6 days (1
point), migratory rash (1 point), periorbital edema (1 point), myalgia (1 point), and positive family
history (1 point). Absence of the aphthous stomatitis and pharyngotonsillitis will add one point for
each. Validation of the new classification criteria was performed in an independent set of molecularly
confirmed 116 TRAPS patients with good sensitivity and specificity (74% and 100%) [72].

6. TRAPS Treatment

Prior to identification of the genetic etiology of TRAPS, patients were treated with multiple
medications including colchicine, methotrexate, cyclosporine, or thalidomide, with minimal benefits.
High doses of corticosteroids are generally effective in reducing inflammation; however, prolonged
treatment and escalating doses are required to control chronic TRAPS symptoms. Long-term therapy
with corticosteroids was not effective in preventing the development of amyloidosis or in reducing
frequency or intensity of inflammatory attacks [57].

TNEF-o blocking agents were introduced based on the observation that soluble p55 TNFR1 was
found to be decreased in the serum of TRAPS patients. The first TNF-« inhibitor used was etanercept,
a fusion protein combining two molecules of the human TNF-R2 (p75) with an IgG1 Fc fragment.
Etanercept has shown efficacy and safety in several case series [73,74]. In an open-label study of
patients with TRAPS, a significant attenuation of symptoms, and decrease in frequency and duration
of attacks were observed in a dose-dependent manner, but without complete resolution of symptoms.
Etanercept also reduced the levels of acute-phase reactants during asymptomatic periods and decreased
the use of NSAIDs and glucocorticoids [57,75-77]. Treatment with etanercept might be efficacious in
preventing AA-amyloidosis in some patients [76-78]. Based on data from the Eurofever registry, Haar
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and collaborators showed that etanercept was beneficial in more than 80% of TRAPS patients; however,
only 30% of patients achieved a complete response [79].

In contrast, other TNF-« inhibitors: adalimumab (a full humanized anti-TNF monoclonal antibody)
and infliximab (a chimeric mouse-human monoclonal antibody) were reported to cause paradoxical
worsening of disease flare in TRAPS patients. The following mechanisms have been proposed to this
effect: treatment with infliximab prevents caspase-3-induced apoptotic activity in TRAPS PBMCs
and may lead to c-Rel-mediated increase in secretion of proinflammatory cytokines (IL-1f3, IL-6, IL-8,
and IL-12). A difference in binding activity to TNF and in drug kinetics may also explain the differential
effect of TNF inhibitors on mutant primary cells [80-82]. One study looked at a variance in binding
affinities to soluble TNF-« and complement-activating properties among these TNF antagonists,
however, results could not explain difference in their clinical efficacy [81].

Treatment with IL-6 inhibitor tocilizumab (a humanized monoclonal antibody that competitively
inhibits the binding of IL-6 to its receptor) was reported in patients who did not respond to TNF or
IL-1 inhibitors [83,84]. Several case reports were published in patients with various TNFR1 variants:
one patient with R92Q), the second patient with no identified variant, the third patient with C33Y,
and the fourth patient with C96R, were all treated with tocilizumab with complete resolution of their
symptoms [83-86].

Similar to other IL-1 -mediated autoinflammatory diseases, known as inflammasomopathies,
including familial Mediterranean fever (FMF), cryopyrin-associated periodic syndrome (CAPS),
and mevalonate kinase deficiency (MKD), anti-IL agents represent an important therapeutic option for
TRAPS patients [87]. Initially, IL-1 inhibitors were used in TRAPS patients refractory to etanercept
medication [88]. Anakinra, a recombinant non-glycosylated human interleukin-1 receptor antagonist
(IL-1Ra), has been shown to be efficient in controlling clinical manifestations in TRAPS, normalization
of inflammatory markers, and in prevention of disease relapse and complications [89,90]. Several
studies reported a dramatic resolution of TRAPS symptoms after anakinra administration, even when
administered on-demand [91,92].

The second IL-1 inhibitor, canakinumab, a human anti-IL-13 monoclonal antibody, which
is FDA-approved for the treatment of multiple autoinflammatory diseases (including: CAPS,
MKD/Hyperimmunoglobulin D Syndrome and in colchicine-resistant FMF), was approved by the FDA
for TRAPS in 2013. TRAPS patients were successfully treated with canakinumab as demonstrated
by complete remissions of all the clinical symptoms and normalization of their inflammatory
markers [86,93,94]. Gattorno et al. evaluated the efficacy of canakinumab in 20 TRAPS patients
in a phase II clinical trial over a 4 month period, followed by a 5 month withdrawal period and
with reintroduction of canakinumab on disease flare for long-term treatment for another 24 months.
The primary endpoint was clinical remission at day 15 and full or partial serological remission. Most of
the patients (95%) achieved primary endpoint, and after the canakinumab was withdrawn, all the
patients relapsed with a median time to relapse of 91.5 days. After the reintroduction of canakinumab,
all the patients underwent clinical and serological remission, indicating that clinical benefits are
achieved during long-term treatment [95]. A phase III randomized, double-blind placebo-controlled
study was published in 2016: 46 TRAPS patients were followed for a 12 week screening period and
then randomized at the flare onset to a 16 week treatment period with 150 mg every four weeks for
canakinumab or placebo. The primary outcome was the resolution of the index flare by day 15 and no
subsequent flares for up to a week. The proportion of responders at the end of week 16 was 45% (10/22
patients) in the treatment group and 8% (2/24 patients) in the placebo group. During the withdrawal
period, where the canakinumab was administered over a prolonged dosing interval (8 weeks), 53% of
the patients maintained controlled disease [96]. Data from multiple clinical studies confirm the efficacy
and safety of biological medications in controlling TRAPS symptoms and a long-term benefit for these
patients. Adverse reactions are mild, and consist of mild infections, injection site reactions, and in
general, these drugs are well-tolerated by patients. Taken together, biological strategies that block
specific immune mediators such us TNF-o or IL-1 3 are effective in suppressing TRAPS symptoms,
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preventing reactive amyloidosis, and halting the progression to organ damage. Table 1 summarizes
the main studies conducted in TRAPS patients on various biological medications.

Table 1. Summay of studies that have investigated treatment of TRAPS with biological therapies: TNF
inibitors, IL-1 inhibitors and I1-6 inhibitors.

Biological s Follow-up Number of
Medication Used Type of Study Dose of Medication Period Patients Adverse Events Ref.
minor injection
Case report 0.4 mg/kg 2x week 12 months 1 site reactions [73]
Open label study NA 24 weeks 7 NA [74]
Open label study 25 mg 2X week 18 months 3 NA [77]
minor injection site
reactions, upper
Open label study 25 mg 2x week 24 weeks 7 respiratory [76]
Etanercept tract infections
25 mg (adult dose) or
Open label study 0.4 mg/kg (pediatric dose) 6 months 9 NA [57]
2x week
25 mg 2x week for 14
Open—lg bel dose weeks, then 25 mg 3x 10 years 15 Injection site reactions [75]
escalation study
week for 14 weeks
Case report 100 mg daily 3 months 1 Injection site reactions [88]
Open-label dose 100 mg daily On demand 2 Injection site reactions [92]
Anakinra 12-46 Injection site reactions,
Open-label dose 100 mg daily 7 respiratory [91]
months X . .
and urinary infections
Open-label dose 1.5 mg/kg daily 15 days 4 Injection site reactions [95]
Case report 150 mg every 8 weeks 18 months 1 NA [93]
Case report 150 mg every 4 weeks 47 months 1 NA [94]
Case report 4 mg/kg mg every 36 months 1 NA [86]
8 weeks
K 150 mg every 4 weeks Nasopharingitis,
Phasesgic‘l’p‘;‘]; label 2 mglkg 33 months 20 abdominal [95]
Canakinumab y pediatric patients) pain, headache
Phase III, randomized 150 mg every 4 weeks in'elj;f)(r)xps};'cael-ll':i:ttlis(;ns
Double-blind, (2 mg/kg if weight 4 months 22 ) . ! [96]
upper respiratory
placebo-controlled study less 40 kg) R -
tract infection
Nasopharingitis,
Phase III, Randomized, 150 mg eve_ry 8 v_veeks injection site reactions,
. . (2 mg/kg if weight 6 months 4 . [96]
withdrawal period study upper respiratory
less 40 kg) R -
tract infection
Case report 8 mg/kg every 4 weeks 6 months 1 NA [83]
8 mg/kg every 2 weeks y
3 Case report then PRN >6 months 1 NA [84]
Tocilizumab
Case report 8 mg/kg every 4 weeks 6 months 1 Trombocytopenia [85]
Case report 8 mg/kg every 4 weeks 42 months 1 NA [86]
NA, non applicable.

7. Conclusions

TRAPS is one of the more common monogenic autoinflammatory diseases that affects patients
worldwide. Despite significant advances in the characterization of genetic causes of TRAPS,
the molecular pathophysiology of this disease remains to be elucidated. It is essential for clinicians to
recognize the clinical features of TRAPS patients. Childhood-onset long-lasting recurrent fevers with
severe abdominal pain, myalgia/arthralgia, rash, and a positive family history are indicative of TRAPS,
and all patients suspected to have TRAPS should be evaluated by genetic testing for germline variants
in TNFRSF1A. Classification criteria that include genotype outperform classification criteria based on
clinical features by sensitivity and specificity. TRAPS patients with structural variants and high CRPs
should be treated with biological agents (IL-1 or IL-6 blockers, etanercept) and screened regularly
for proteinuria. More studies are necessary to evaluate the long-term effects of these medications
on TRAPS symptoms and its complications. Taken together, biological strategies that block specific
immune mediators such us TNF-« or IL-1f3 are effective in suppressing the disease activity, preventing
reactive amyloidosis, and halting the progression of organ damage.
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