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Abstract

Our studies in children with rheumatic diseases have led to the identification of two of the oldest
cytokines, type | Interferon (IFN) and Interleukin 1 (I1L-1), as important pathogenic players in
Systemic Lupus Erythematosus (SLE) and Systemic onset Juvenile Arthritis (SoJIA) respectively.
These findings were obtained by studying the transcriptional profiles of patient blood cells and by
assessing the biological and transcriptional effect(s) of active patient sera on healthy blood cells. We
also identified a signature which can be used to promptly diagnose SoJIA from other febrile
conditions. Finally, our pilot clinical trials using IL-1 blockers have shown remarkable clinical
benefits in SoJIA patients refractory to other medications.

INTRODUCTION

The immune system evolved to protect us from microbes (1,2). The antigen (Ag)-nonspecific
innate immunity and Ag-specific adaptive immunity synergize to eradicate the invading
pathogen through cells, such as neutrophils, dendritic cells (DCs) and lymphocytes, and
through their effector proteins, including antimicrobial peptides, complement, and antibodies
(3). Through their unique capacity to present antigen and activate naive T lymphocytes and
their ability to secrete potent cytokines which impact both innate and adaptive immunity cells,
DCs are the conductors of the immune system orchestra (4,5). Under steady state conditions,
DCs are not activated, so called immature, and are mostly prone to tolerance induction (6).
Upon microbial invasion, inflammation leads to DC activation and maturation, which is
thought to induce immunity. Under these inflammatory conditions a novel pool of DCs is
generated through the maturation of monocytes. The intrinsic complexity of the immune
system renders it prone to dysfunction, leading to cancer, autoimmunity, chronic inflammation,
chronic infections and allergy (5,7).

Rheumatology has been a central medical specialty leading to the development of clinical
immunology. Most rheumatic diseases are diagnosed based on a combination of clinical and
laboratory findings, as they characteristically lack specific diagnostic tests. Even though most
of these diseases are chronic and involve remissions and relapses, reliable biomarkers of disease
activity and predictors of flares are missing. Furthermore, many of these diseases continue to
be treated in a non-specific manner with drugs that suppress broad inflammatory cascades.

Rheumatic diseases might be triggered by yet to be identified environmental factors in patients
with a susceptible genetic background. Many years of genetic studies in humans and animal
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models have yielded a wealth of candidate genes whose mutations might contribute to disease
development. None of these candidate genes however has led to the identification of novel
therapeutic targets. Animal models supported, for example, a fundamental role for IL-1b in the
pathogenesis of RA, as IL1b-deficient mice fail to develop chronic, erosive arthritis in response
to arthritogenic stimuli (8) and IL-1Ra-deficient mice develop autoimmunity and arthritis
spontaneously (9). However, clinical trials using IL-1 blockers in patients with this disease did
not yield the expected beneficial results (10).

An important breakthrough in rheumatology occurred in the late 80s when Feldman and Maini
proposed that a single cytokine, tumor necrosis factor (TNF), was of major importance in the
pathogenesis of RA (11). Their prediction, which was based on experiments made with human
synovial tissue explants, has been confirmed in multiple clinical trials using different
modalities of TNF-alpha blockers (12,13). This therapy has in fact changed the face of
rheumatic diseases characterized by erosive joint disease including RA, psoriatic arthritis and
the spondyloarthropaties. The beneficial effect of blocking a single cytokine in several diseases
with common as well as unique clinical manifestations took the rheumatology community by
surprise. We will next review how simple human studies have helped us extend this paradigm
to other cytokines and to an even wider array of rheumatic diseases.

One of the most efficient tools that we have used in our studies is blood gene expression
profiling. The use of this technology to discover diagnostic and prognostic biomarker
signatures was first developed in the field of cancer (14,15). These landmark studies, which
focused on the analysis of tumor tissue, paved the way for a wider use of this technology in
clinical research. We proposed to study the blood of patients with immune-mediated diseases
(16) because the blood is the pipeline of the immune system. Indeed, every cell that circulates
in the blood is associated to the immune system, including cells of the innate immune system
(i.e. neutrophils and NK/NKT cells), the adaptive immune system (T and B cells), and cells at
the interface of the two systems (monocytes and dendritic cells). Even red blood cells and
platelets express molecules (i.e. complement receptors, co-stimulatory molecules etc) that
contribute to the regulation of immune reactions. Thus, alterations in blood gene expression
profiles reflect altered blood cell composition and/or signaling pathways (i.e. those induced by
pathogen recognition, inflammatory cytokines etc.) that might originate in the tissues at sites
of inflammation.

Two diseases have attracted our attention in the past ten years because they represented the
most difficult and common challenges for the pediatric rheumatologist: Systemic Lupus
Erythematosus (SLE) and Systemic onset Juvenile Arthritis (SoJIA) (Figure 1). The study of
children offers several advantages over the study of adults, such as the possibility of analyzing
samples at the time of disease diagnosis, before initiating treatments with drugs that for the
most part have protean effects on the immune system. Children also tend to lack co-morbid
conditions and display more aggressive disease, resulting in overall greater sample
homogeneity.

SLE and SOJIA, two unmet medical needs

Systemic Lupus Erythematosus (SLE) is the prototype systemic autoimmune disease. Thus,
SLE patients present with the widest array of clinical manifestations affecting multiple organs,
including the skin, kidneys, blood vessels, CNS etc. Although SLE typically affects young
adults, especially females, up to 20% of all cases of lupus start in childhood. Children with
SLE have more active disease at presentation and over time than adult SLE patients do,
especially when renal disease is considered. Compared with adults with SLE, children require
more intensive drug therapy and accrue more damage over time, often due to both disease
severity and side effects of medications (17).

Immunol Rev. Author manuscript; available in PMC 2009 September 28.
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Diagnosing SLE in children requires the same 4/11 criteria established by the American
College of Rheumatology to diagnose SLE in adults. Measuring disease activity at any age
represents a challenge to the rheumatologist. At least 6 composite measures of SLE global
disease activity are available (18-23). These instruments provide metrics to document and
quantify disease activity. Current activity indexes not always coincide however with clinical
impressions. Some of the included measures, for example, are not easy to obtain. Conversely,
given the heterogeneous nature of the clinical disease, not all SLE manifestations are computed
in these instruments, making the overall assessment of the patient condition difficult. Hence,
there is an important need to develop efficient and objective systems to assess global SLE
disease activity.

Juvenile idiopathic arthritis (JIA) is the most common rheumatic disease in childhood and an
important cause of short and long-term disability. The term JIA includes a heterogeneous group
of diseases, each of which may have a variety of causes and elicit a variety of host responses.
All are characterized, however, by the development of idiopathic peripheral arthritis thought
to be secondary to an immuno-inflammatory pathogenesis, possibly triggered by contact with
external antigen(s). JIA is classified according to three major types of disease presentation:
oligoarthritis, polyarthritis and systemic onset (SoJIA). Each of these groups is defined by a
constellation of clinical signs and symptoms during the first six months of illness. Systemic
Onset Juvenile Idiopathic Arthritis (SoJIA) represents up to 20% of all the cases of JIA (24).
This disease is unique in terms of clinical manifestations, prognosis and lack of response to
available therapies. High, spiking fever, a salmon-color rash that follows the fever spikes,
anemia, leukocytosis and elevated ESR are the main initial features of the disease, sometimes
lasting several months before the diagnosis can be established once arthritis appears. SoJIA
patients usually lack autoantibodies and autoreactive T cells. As the symptoms are non specific
and can mimic infections, malignancies, etc, patients undergo a series of very costly diagnostic
tests and prolonged hospitalizations. The systemic manifestations may last from weeks to
months and eventually tend to subside to be followed by the development of chronic arthritis.
About 50% of patients will present oligoarticular involvement and will eventually recover. The
other half will evolve into a polyarticular pattern, the prognosis of which correlates with the
number of joints involved 6 months into the disease course. According to some studies, 48%
of children with SoJIA will have active arthritis 10 years after the diagnosis is made (25,26).
These patients display an increased risk of developing hemophagocytic syndrome, also known
as macrophage activation syndrome (MAS) (25). This disorder, which can occur as well in the
context of infectious and neoplastic diseases, is associated with serious morbidity and/or death.
Its etiology, especially in the context of SoJIA, is unknown.

Progresses in these diseases need to occur at multiple levels including: 1) understanding
pathogenesis, 2) development of specific diagnostic tests, 3) identification of robust biomarkers
of disease activity, 4) development of targeted therapies.

SLE AND TYPE | INTERFERON-MEDIATED DISEASES

Loss of tolerance to nuclear antigens and development of immune complexes that deposit in
tissues and cause widespread inflammation are considered the hallmarks of lupus. Altered T/
B cell interactions have been proposed to represent the pathogenic mechanism leading to
disease (27). Indeed, we found that the peripheral B cell compartment is altered in SLE as
reflected by an overall decrease in circulating naive and conventional memory cells, an
upregulation of germinal center markers like CD38, and an expansion of CD27- memory cells
and plasma cell precursors (28,29). B cell repertoire studies have shown that pediatric SLE
patients fail to remove self-reactive and polyreactive antibody-expressing B cells from the
naive blood repertoire (30). Studies on tonsils from adult SLE patients have also shown a
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defective tolerance checkpoint at the transition between follicular mantle and germinal center
B cells (31).

Given that dendritic cells (DCs) are efficient stimulators of B and T lymphocytes as well as
key controllers of immunity (4) and tolerance (6,32), we hypothesized that SLE might actually
be driven by unabated DC activation.

SLE Monocytes Display Functions of Dendritic Cells

IFN-alpha is

Monocytes represent circulating precursors of macrophages and DCs. Monocytes have limited
antigen presenting capacity, as they cannot initiate primary immune responses, i.e. they cannot
induce the proliferation of allogeneic naive T cells in mixed lymphocyte reactions (MLR).
However, blood monocytes from some SLE patients are able to induce potent MLR and thus
behave like DCs (33). To further understand the mechanism responsible for this unusual
property of lupus monocytes, Patrick Blanco exposed healthy monocytes to SLE serum and
observed the rapid generation of cells with DC morphology and function, suggesting that SLE
blood represents a DC-inducing environment (33) (Figure 2 A and B). This led us to
hypothesize that unabated DC maturation could lead to the activation/expansion of autoreactive
T cells which have escaped central tolerance in the thymus. Autoreactive T cells, which are
silenced under steady state conditions by immature DCs, now expand and start attacking their
targets (reviewed in (34)) (Figure 3).

responsible for monocyte activation in SLE

Several cytokines have been shown to allow the differentiation of precursor cells into DCs
(7). In particular, IFN-a together with GM-CSF drives monocytes to become DCs (35-37).
Accordingly, we found that the DC inducing property of SLE serum is dependent on type I
IFN, as it can be blocked with a neutralizing anti-IFN a antibody (Figure 2C). Furthermore,
the ability of the serum to induce DCs correlates with disease activity according to the SLEDAI
(33). Thirteen different IFN-o subtypes together with IFN-beta, IFN-kappa, IFN-epsilon, and
IFN-omega (reviewed in(38) compose the type I IFN family.™ Type I IFNs can be produced
by numerous cell types. Plasmacytoid dendritic cells (pDCs), however, are equipped to quickly
secrete large amounts of type I IFN (39,40) and likely contribute type I IFN in SLE patients.
Though pDC numbers are reduced in SLE blood (33,41), these cells massively infiltrate
inflamed lupus skin (42,43). The decrease in SLE blood pDCs might thus result from their
accelerated migration to inflammation sites, as demonstrated in allergen challenged nasal
mucosa (44).

Studies in the 60's revealed that type | IFNs display immunoregulatory properties. Through
their effect on B cells, type | IFNs directly enhance primary antibody responses to soluble
proteins and induce the production of all subclasses of 1gG in mice (45). In studies performed
by Gaetan Jego, we found that pDCs triggered with virus induce CD40-activated B cells to
differentiate into plasma cells through two pDC cytokines that act sequentially. First, type |
IFN generates non-lg-secreting plasma blasts, second, IL-6 induces the differentiation of these
plasmablasts into Ig-secreting plasma cells (46) (Figure 4). The plasmablasts generated upon
exposure to IFN-o. in vitro are phenotypically identical to those that we had previously reported
in the blood of pediatric lupus patients (28) as well as those found by others upon vaccination
of healthy individuals (47). While the presence of these cells in the blood of vaccinated subjects
is short-lived, they can be detected in SLE blood for extended periods of time (Arce, Pascual
et al., submitted). Thus, type | IFN may contribute to increase autoantibody secretion and
immune complex formation in SLE by directly activating B cells and inducing their
differentiation into plasma cells. Murine studies indicate that type | IFN also acts directly on
T cells, preventing activated T cell death during inflammatory responses (48). Exposure of
CD8+ T cells to type I IFN appears critical for the generation of effector and memory cells in
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response to viral infection (49). Recent studies by Patrick Blanco showed that DCs generated
with SLE patient sera promote the differentiation of CD8+ effector T lymphocytes. These CD8
+ T cells can kill target cells and generate nucleosomes and SLE autoantigens in a granzyme-
dependent manner (50). Nucleosomes may be uptaken by DCs and presented to T and B cells.
Indeed, administration of DC loaded with apoptotic cells consistently triggers autoimmune
responses in mice, although clinical autoimmunity only develops in genetically susceptible
recipients (51,52).

We discussed above how the effects of type | IFN on the innate and adaptive immune system
could explain many SLE features. Furthermore, the use of recombinant IFN-a to treat patients
with cancer and chronic viral infections led to a wealth of clinical observations supporting the
potential role of this cytokine in the development of autoimmunity. Thus, treatment with type
I IFN induces autoantibody formation in 4%-19% of patients and a variety of SLE symptoms
have been reported in 0.15%-0.7% of them (reviewed in (53)). Another important lead came
from the group of Lars Ronnblom who showed that the numbers of natural IFN-producing cells
(pDCs) were decreased in lupus blood and that DNA and/or nucleic acid-containing immune
complexes, which are normally present in SLE serum, could induce these cells to secrete type
I IFN (54,55). Despite all this evidence, a certain skepticism in supporting a central role for
this cytokine in the pathogenesis of human SLE drew from the following facts: i) not every
SLE patient displays detectable serum IFN-a levels (56,57), ii) most murine SLE-models do
not seem to display type-1 IFN dysregulation, and iii) genetic linkage and association studies
failed to yield candidate lupus susceptibility genes within the IFN-pathway. We will describe
next how addressing these concerns strengthened our original hypothesis.

SLE Leukocyte Gene Expression Profiling confirms the excess of type-l ifn

As type | IFN induces a remarkable cellular transcriptional program (58), we surmised that
leukocyte gene expression profiling could be a sensitive test to detect in vivo IFN exposure.
In spite of a previous report that failed to show any significant elevation of IFN-inducible genes
in the blood of 24 adult SLE patients (59), we found that leukocytes from most (29/30) active
pediatric SLE patients displayed a remarkable IFN signature (Figure 5). We were comforted
in the value of this observation by the fact that treating SLE patients with high dose IV steroids,
which are used to treat disease flares, abrogated this signature (16) (Figure 6). This effect,
which might result from pDC depletion (60), further supports the role of pDCs and type | IFN
in disease pathogenesis. At the time we described the almost universal expression of a type-I
IFN signature in pediatric SLE patients, a similar sighature was also reported in ~50% of adults
with the disease (61,62). The higher prevalence of the signature in children might be due to
sample selection, as more patients with newly diagnosed, untreated disease were included in
the pediatric study. They may also reflect the degree of disease severity and/or a genetic
background responsible for the earlier appearance of disease manifestations.

One of the puzzles raised by these initial studies was the absence of type | IFN gene transcripts
in spite of a plethora of IFN-inducible transcripts in SLE blood. A likely explanation is that
the number of pDCs, the cells that transcribe the bulk of type-I IFN genes, is decreased in SLE
blood as these cells migrate to tissues. Indeed, IFN-inducible genes and/or proteins can be
detected in lupus kidney and skin biopsies (42,63) . These organs, which are the target of
inflammation in lupus, are indeed infiltrated with pDCs (64).

Microarray analyses on blood leukocytes have also shed light on the pathogenesis of drug-
induced lupus. When treated with anti-TNF agents, patients with rheumatoid arthritis (RA) and
Crohn's disease may develop anti-dsDNA antibodies and reversible SLE (13,65). Accordingly,
we observed that the PBMCs of these patients display an overt IFN signature. Furthermore,
our in vitro studies revealed that pDCs exposed to viruses show increased IFN secretion by
pDCs when TNF antagonists are added to the cultures (66).

Immunol Rev. Author manuscript; available in PMC 2009 September 28.
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Numerous mouse models have been developed to attempt to understand the pathogenesis of
SLE. They can be divided into three groups: (1) spontaneous, (2) congenic, and (3) engineered.

The best known spontaneous lupus-like models arise on New Zealand Black (NZB), New
Zealand White (NZW), MRL, BXSB and SWR backgrounds. Hybrids of some of these
background strains, like the NZB/W F1, NZM2410 and the SWR/NZB F1 develop anti-nuclear
antibodies, glomerulonephritis and other features of human disease. The Ipr (Fas) or gld (FasL)
mutations on the MRL background also give rise to mice displaying many of the characteristics
of human lupus (reviewed in (67). It is important to remember, however, that the massive
degree of lymphoproliferation that occurs in these mice is not typical of human lupus.
Additionally, although MRL-Ipr/lpr mice develop a spontaneous arthritis, it shares more
features with rheumatoid arthritis than with the arthropathy seen in human SLE, as it includes
bone erosions and rheumatoid nodule-like lesions (68,69) that are rarely seen in human SLE
patients. Conversely, humans carrying mutations in the Fas/FasL genes do not develop SLE.
Recently, the yaa mutation, that accelerates disease on the BXSB background, has been shown
to be due to a translocation of the TLR7 gene into the y chromosome, explaining the
predominantly male predisposition to disease in this particular model (70,71), which is at
striking difference with the 9:1 ratio of SLE in humans.

To better dissect the genetic basis of SLE, congenic mice bearing individual predisposing loci
on lupus-resistant strains have been generated. Some of the best studied congenic models bear
the NZM2410-derived Slel, Sle2 and Sle3/5 intervals on the B6 background (72-75). These
studies have revealed important epistatic interactions among different loci. Slel, for example,
which is a genetic interval responsible for breaking tolerance to chromatin, does not lead to
disease manifestations unless in epistasis with other intervals encoding B cell hyperactivity
(Sle2), antigenSle3/5 (APC hyperactivity), Yaa (TLR7 duplication) or Ipr (Fas mutation).

Many lupus-like syndromes arise in mice deficient in single genes. They fall into two main
categories: i) clearance of apoptotic cells and ii) lymphocyte activation and survival (reviewed
in (67). Genes within the first (C1q, C2, C4 and Dnase ) and second groups (CD45, CTLA-4,
PD1 and FcgRIIb) are also candidate in the human according to linkage and/or association
studies (reviewed in (76).

Although none of the above described models predicted that type-1 Interferon might play a
central role in disease pathogenesis, mice harboring the Y-linked autoimmune accelerator
(YYaa) locus have provided clues to support this hypothesis. These mice were recently found
to display a duplication in the TLR 7 gene (70,77). TLR 7 signaling, which can be triggered
by immune complexes containing RNA and by RNA-associated autoantigens, induces type-I
IFN production by pDCs and activation and pro-inflammatory cytokine production by B cells
(78). Transgenic lines overexpressing TLR7 develop spontaneous autoimmunity beyond a 2-
fold increase in expression of this gene. Whereas a modest increase in TLR7 gene dosage
promoted autoreactive lymphocytes with RNA specificities and myeloid cell proliferation, a
substantial increase in TLR7 expression caused fatal acute inflammatory pathology and
profound dendritic cell dysregulation (79).

With Alexis Mathian and Sophie Koutouzov, we tested the role of type I IFN in vivo by
delivering IFN-a to young (6-8 weeks old) preautoimmune NZB/W F(1) mice. This resulted
in the rapid development of severe SLE. Anti-dsDNA Abs appeared as early as 10 days after
initiation of IFN-a treatment. Proteinuria and glomerulonephritis-induced death occurred in
all treated mice at 9 and 18 weeks respectively, a time when untreated mice did not show any
sign of disease (80). Conversely, two independent groups have shown that the cross of both
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NZB and B6 Ipr/lpr mice with a type-I IFN receptor KO strain significantly decreases
morbidity and prolongs the survival of these animals (81,82). Thus, these mouse experiments
confirm the results of human studies.

Targeted genetics: how understanding biology helps discovering candidate genes

The genetic basis of human SLE has been the subject of extensive studies for more than 20
years. Indeed, genome-wide linkage studies have identified several genetic loci associated to
SLE in multiplex families. Intriguingly, genetic alteration(s) leading to excessive IFN
production and/or downstream signaling amplification had never been described as part of
these studies. With the idea that this pathway lies at the center of lupus pathology, a focused
analysis of 13 genes related to the type | IFN pathway was recently performed. This study
revealed two novel strong associations with SLE: three polymorphisms within the flanking/
intronic regions of the IFN regulatory factor 5 (IRF 5) gene and two within the coding region
of the tyrosine kinase 2 (TYK2) gene (83).The transcription factor IRF5 is involved downstream
of the TLR-MyD88 signaling pathway in the induction of pro-inflammatory cytokines (84).
IRF5 is expressed in pDCs and B cells and seems to be a critical mediator of TLR7 signaling
because i) it is activated by TLR7/8 ligation and ii) its ectopic expression enables type | IFN
production in response to TLR7 ligands (85). Immune complexes and nucleic acids that activate
pDCs and B cells through TLR-dependent and independent mechanisms can induce type-1 IFN
production and B cell activation (86-92) (88,93). Mutations in IRF5 could amplify such
responses. The association of SLE with IRF-5 polymorphisms giving rise to unique IRF-5
isoforms has been confirmed across different cohorts and ethnic backgrounds (94). Thus, these
studies establish a causal role for type | IFN pathway genes in human SLE and represent a
successful example of biology leading genetic studies. Further supporting the relevance of the
type I IFN pathway in SLE development, a haplotype within the STAT-4 gene has been recently
reported as strongly associated with susceptibility to SLE (95). STAT-4 encodes a transcription
factor that transmits signals induced by several key cytokines, including type I IFN.

Using a combination of candidate gene-based to genome-wide low and high density SNP
genotyping microarrays, a series of recent genetic association studies have identified 6 novel
SLE susceptibility candidate loci (96-99). ITGAM, which encodes the a-chain of appo-integrin
(also known as Mac-1, CR3 and CD11b/CD18), displays the highest association. a2
regulates leukocyte adhesion and emigration from the bloodstream via interactions with a wide
range of ligands, including ICAM-1 and ICAM-2, C3bi, fibrinogen, GPlba and othrs (100).
ap P2 levels were reported 20 years ago to be increased on neutrophils in SLE patients with
active disease and postulated to possibly contribute to endothelial injury (101). Interesting, our
initial gene expression profiling studies of blood mononuclear cells revealed a striking
“neutrophil signature” in SLE patient samples (16). This signature, which derives from a
fraction of low density neutrophils encompassing different stages of maturation, seems to
correlate with the presence of end-organ disease, i.e. nephritis (Vega, Pascual et al.,
unpublished observations). Furthermore, increased urinary secretion of neutrophil-derived
peptides, i.e. lipocalin, correlates with nephritis severity in children with SLE (102). Thus,
more pieces of the lupus puzzle are finally fitting together.

A unified view of SLE pathogenesis—SLE flares are often associated to environmental
triggers like viral infections. Thus, infection could trigger the unabated production of type |
IFN in SLE patients. Our studies indicate that increased bioavailability of type I IFN is
fundamental to SLE pathogenesis. It induces and maintains the generation of mature DCs,
tilting the fate of autoreactive T lymphocytes which have escaped central tolerance from
deletion to activation. These mature DCs activate cytotoxic CD8+ T cells to generate
nucleosomes which can be captured and presented by IFN-DCs (50). Together with IL-6, type
I IFN promotes the differentiation of mature B cells into plasma cells (103). Thus, the effects
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of type I IFN on DCs, B and T cells could explain the breakdown of tolerance to nuclear
antigens, autoantibody secretion and IC formation characteristic of SLE. Chromatin-containing
IC activate i) B cells through the co-engagement of BCR and TLRs and ii) pDCs to secrete
more type | IFN through the co-engagement of FcyR and TLRs. How human nucleic acids
within IC trigger type | IFN production by pDCs is starting to be understood. HMGB1, a nuclear
DNA-binding protein released from necraotic cells, is an essential component of DNA-
containing immune complexes that activate plasmacytoid dendritic cells and B cells in response
to DNA and contribute to autoimmune pathogenesis. Furthermore, binding of HMGBL to class
A CpG oligodeoxynucleotides also increases cytokine production through the activation of
TLR9 and RAGE. This results in an amplification of this pathogenic loop (104). A similar
mechanism has been described for the antimicrobial peptide LL37 (also known as CAMP).
This peptide, a product of keratinocytes and neutrophils, is the key factor that mediates pDC
activation in psoriasis. LL37 converts inert self-DNA into a potent trigger of interferon
production by binding the DNA to form aggregated and condensed structures that are delivered
to and retained within early endocytic compartments in pDCs to trigger Toll-like receptor 9
(105).

As shown in different murine models of SLE, however, excessive IFN production only induces
disease in certain genetic backgrounds (106). Polymorphisms in genes related to the IFN
pathway may predispose to SLE by increasing the ability of PDCs to release type-1 IFN and
pro-inflammatory cytokines upon activation and enhancing B cell responses to these cytokines.
We surmise that SLE patients display other genetic defects leading to alterations in autoreactive
B cell checkpoints that may be independent from IFN and DCs. Such genetic alterations have
been recently described in mice (107) and might allow the survival of autoreactive clones into
the peripheral compartment, as it has been described in children with SLE (30). Finally,
alterations in innate immunity cell-specific genes, i.e. ITGAM, may explain the predisposition
to develop complications such as lupus nephritis. Whether there is a synergistic connection
between neutrophil function and the IFN pathway remains to be elucidated (Figure 7).

Alterations of the type | IFN system in SLE have been described almost 30 years ago (56) but
were forgotten. The study of SLE patients, however, has recently brought back to the spot light
the role of this old cytokine family in the pathogenesis of the disease. Biological studies on
blood monocytes and interferon producing cells together with blood gene expression profiling
revived these earlier findings. Eventually, blocking IFN may bring relief to patients with this
often devastating disease.

Type 1 IFN in other autoimmune diseases—Treatment of cancer and hepatitis patients
with IFN-a may lead to thyroiditis, diabetes and other autoimmune manifestations. In
dermatomyositis, an autoimmune disease targeting the skin and proximal muscle groups,
muscle biopsies reveal infiltration with pDCs as well as IFN-a inducible gene and protein
expression (108,109). Furthermore, levels of IFN-inducible gene transcription in the blood
seem to correlate with disease activity (110,111). Sjogren's syndrome (SS), an autoimmune
disease affecting mainly salivary and lacrymal glands, also seems to be associated to alterations
intype I IFN production. Indeed, pDCs infiltrate SS salivary glands (112), IFN-inducible genes
are overexpressed in minor salivary glands and ocular epithelial cells from patients, and ICs
from the serum of patients activate pDCs to secrete type | IFN (113).

Although psoriasis patients are efficiently treated with TNF antagonists, several observations
suggest the potential involvement of type | IFN in the pathogenesis of the disease. The induction
of psoriasis after injection of recombinant type | IFN (114), the presence of an activated type
I IFN signaling pathway in keratinocytes (115), and the development of psoriasiform
inflammation in IRF-2-deficient mice (116) all point to the involvement of type | IFN. A
functional role of type | IFN in the initiation of psoriasis has been recently demonstrated.

Immunol Rev. Author manuscript; available in PMC 2009 September 28.



1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Pascual et al.

Page 9

Although IFN-a is not elevated in fully established psoriatic plaques, it is produced at early
stages. Indeed, pDCs infiltrate the skin of psoriatic patients and become activated to produce
IFN-a early during disease formation. In a xenograft model of human psoriasis, blocking type
I IFN signaling or inhibiting the ability of pDCs to produce type | IFN prevented the T cell-
dependent disease development (117). Thus, the initial stages of psoriasis development might
be IFNa -dependent whereas the late stages are TNF-dependent. TNF may also play a role in
late-stage end organ damage in SLE patients. Indeed, treatment with TNF blockers led to
clinical improvement of arthritis and decreased proteinuria in an open label study including 6
SLE patients. As expected, autoantibodies to dSDNA and cardiolipin increased in the majority
of them (118).

INTERLEUKIN 1-MEDIATED DISEASES

In 2002 we decided to study SoJIA because it was one of the most prevalent unmet medical
needs in the pediatric rheumatology clinic. Thus, while children with other forms of juvenile
arthritis tend to respond dramatically to anti-TNF therapy, the majority of SoJIA patients do
not. As reviewed above, some of these patients display long term systemic and articular
manifestations that leave them with profound sequelae.

From the early 1990s several pro-inflammatory cytokines, especially 1L-6 and TNF, were
postulated to play a role in SoJIA based on the detection of elevated levels in the serum or
synovial fluid (SF) of these patients (119). Interleukin-6 (IL-6) levels are elevated in SoJIA
serum and to correlate with disease activity, including the severity of joint involvement, platelet
counts, CRP and fever spikes. Synovial fluid levels of 1L-6 are markedly elevated in SoJIA
and significantly higher than in patients with other types of JIA or adult rheumatoid arthritis.
TNF levels are increased in all subtypes of JIA. In patients with active SoJIA, circulating levels
of TNFa, sSTNFR1 and sTNFR2 are significantly higher than in controls. The levels of STNFR1
and sTNFR2, but not those of TNF, are associated with the persistence and severity of systemic
symptoms. There are controversial reports regarding serum levels of IL-1 in SoJIA patients.
IL-1b, however, may be difficult to detect in the serum as this cytokine binds to large proteins
such as b-2-macroglobulin, complement, and the soluble type Il IL-1 receptor (120).

We have used two different but complementary approaches based on microarray technology
to help our understanding of the pathogenesis of SoJIA: 1) analysis of transcriptional patterns
of freshly isolated blood mononuclear cells from active patients; 2) analysis of transcriptional
changes induced upon culturing healthy blood mononuclear cells with serum from active
patients. Transcriptional analysis of SoJIA PBMCs revealed significant alterations in the
expression of >800 trancripts. The majority of these changes, however, were also found in
children with systemic inflammation caused by bacterial and viral infections and did not point
towards a specific cytokine pathway. The clue came from culture experiments, which revealed
that SoJIA serum up-regulates IL-1 transcription in healthy cells after 6 hr incubation (Figure
8). As expected, IL-1 protein secretion was also induced in a disease-activity dependent manner
(121). The serum effects included genes known to be induced by IL-1b (i.e. pentraxin 3), or
potentially involved in IL-1b secretion (i.e. KCNJ15 or ATP-sensitive inward rectifier
potassium channel 15). These transcripts turn out to also be upregulated in the PBMCs from
the majority of patients. Furthermore, we found that mononuclear cells from active SoJIA
patients secrete an excess of IL-1b protein upon activation. In the same cultures, IL-6 and TNF
production is not significantly different from controls, suggesting a specific dysregulation of
the IL-1 pathway in patients with SoJIA. Thus, simple experiments performed with active
patient sera helped focus our attention on a specific cytokine pathway. This information would
have otherwise been diluted among the many transcriptional changes that take place in the
blood of patients in vivo (122-124).
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Most clinical and laboratory manifestations of SoJIA can be explained based on increased IL-1
production, but the origin of this dysregulation remains unknown. An unusual microorganism
could target an otherwise normal innate immune system resulting in 1L-1 overproduction.
There is no epidemiological evidence however for clustering of SoJIA patients, which would
be expected if this were to be the case. Alternatively, as described for inflammasome-mediated
diseases, a common infectious or inflammatory trigger could lead to an excessive production
of IL-1 in patients with underlying mutations in genes controlling IL-1 production. In favor of
this hypothesis, non-specific activation of SoJIA PBMCs in vitro results in excessive IL-1 b
secretion (121). Since IL-1b can upregulate its own transcription, 1L-1b itself could also be
responsible for the serum effects described above.

The IL-1 family and the inflammasome

Up to 11 members of the IL-1 family have been identified to date (125). Of those, only five
have been thoroughly studied: IL-1a, IL-1b, IL-18, IL-1Ra and the most recently reported
IL-33. The remaining six (IL-1F5; IL-1F6; IL-1F7; IL-1F8; IL-1F9; IL-1F10) have been shown
to be expressed in various cell types or tissues, but their functions remain to be determined.

IL-1a and IL-1b are proinflammatory cytokines. Both are synthesized as precursor molecules
(pro-1L1aand pro-1L1b) by many different cell types. Pro-1L1a is biologically active and needs
to be cleaved by calpain to generate the smaller mature protein. By contrast, pro-IL1b is
biologically inactive and requires enzymatic cleavage by caspase-1 in order to become active.
IL-1a is primarily bound to the membrane whereas IL-1b is secreted and thus represents the
predominant extracellular form of IL-1 (reviewed in (126)). IL-1Ra is an endogenous receptor
antagonist. It exists as 3 intracellular isoforms and a secreted isoform (sIL-1Ra). IL-1Ra is
predominantly produced by activated monocytes and macrophages. slL-1Ra binds both type |
and type Il IL-1 receptors, thereby preventing binding and signal transduction by IL-1a and
IL-1b (126).

The production and biological activity of IL-1 are regulated at multiple levels, including
transcription, translation, cleavage and cellular release. IL-1a and IL-1b transcription is
induced by a wide array of stimuli including bacterial and viral products, cytokines that include
IL-1b itself, etc. The activation of caspase 1 is mediated by a multiprotein complex known as
the “inflammasome”. Two main types of inflammasome have been described to date-the
NALP1 inflammasome, composed of NALP1, the adaptor protein ASC, and caspases 1 and 5,
and the NALP2/3 inflammasome that contains NALP2 or NALP3 (also known as CIAS1 or
cryopyrin) as well as the caspase recruitment domain (CARD)-containing protein Cardinal,
ASC and Caspase-1 (127). Until recently, the mechanism(s) of activation of this complex
remained unknown. CIAS ™~ mice have revealed however that the NALP3 inflammasome can
be directly activated by bacteria (L. monocytogenes and S. aureus), the purine analogs R848
and R837, bacterial MRNA, double-stranded/viral RNA and uric acid crystals (128-131).
Inflammasome activation leads to the conversion of pro-caspase-1 into caspase-1 and
subsequent cleavage of pro-1L-1b into mature IL-1b (reviewed in (126)). Release of mature
IL-1b depends on a second signal provided by the nucleotide P2X7 receptor, which can be
activated by the human cathelicidin-derived peptide LL37 or by ATP, leading to an efflux of
potassium from the cell (132). Potassium efflux is responsible for phosphatidylcholine-specific
phospholipase C induction, which in turn allows the rise in intracellular free calcium
concentration required for activation of phospholipase A(2). This activation is ultimately
responsible for lysosome exocytosis and IL-1 beta secretion (132). Recently, a model in which
K* efflux is the common and specific trigger of NALP1 and NALP3 activation induced by all
reported ligands through the involvement of K* channel(s) has been proposed (133).
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IL-1b mediated diseases—IL-1b is a major mediator of inflammation that plays a
fundamental role in tissue injury repair as well as in the defense against microbial pathogens.
In these situations, local (i.e. endothelial) and/or systemic (i.e. bone marrow) responses to this
cytokine are responsible for beneficial effects, including among others cellular infiltration and
neutrophil mobilization respectively. An excess of this cytokine, however, may have
deleterious effects on a variety of cells and tissues. Injection of recombinant IL-1b in humans
and in experimental animal models induces fever, anorexia and pain hypersensitivity through
direct effects on the CNS. This cytokine also has important effects on endothelial cells that
may lead to vasculitis and promote thrombosis. It plays a role in destructive joint and bone
disease, and is toxic for insulin-producing f cells in the pancreas (120). Given these protean
local and systemic effects, it would not be surprising that IL-1b also mediates pathological
inflammatory cascades in a variety of human diseases. These could include febrile diseases of
non-infectious origin, vasculitis, arthritis and diabetes. Conventional approaches such as
cytokine measurement in the serum of patients, have failed however to establish such
connection.

Blocking IL-1is an effective therapy for SoJIA patients—When we saw that culturing
healthy PBMCs with SoJIA serum induced IL-1 secretion, we felt compelled to try to block
this cytokine in our patients. Interestingly, a recombinant soluble IL-1 receptor antagonist
(Anakinra®) was already in the market to treat RA and JIA patients. Clinical trials in adult RA
had yielded disappointing results (10,134). A formal trial on SoJIA, especially on patients with
systemic manifestations, had never been conducted before. With the hypothesis that blocking
IL-1 would control the disease manifestations, we enrolled our first two patients in a pilot trial
using (Anakinra®). Both patients had had SoJIA for years. The disease was refractory to a
combination of steroids, methotrexate and anti-TNF agents. To our delight and that of our
patients, two days after initiation of daily subcutaneous injections of Anakinra® the two
patients were afebrile and felt subjectively a great improvement in their articular symptoms.
The subjective improvement was reflected already within the first 2 weeks of treatment in a
progressive substantial decrease in objective active joint count as well as laboratory parameters.
In view of the spectacular results, we started 7 additional patients on Anakinra. Upon follow-
up, 7 out of 9 patients entered in sustained full remission, one in partial sustained remission
and the remaining patient had a transient partial response (121). These results were reproduced
in a separate cohort of 9 patients. Overall, upon 3 year follow up more than 2/3 of the patients
treated with Anakinra® were considered in remission (Punaro et al., manuscript in preparation).

Thus, blocking IL-1b results in remarkable clinical and hematological responses in SoJIA
patients (121). Furthermore, IL-6 levels return to normal in patients after initiation of therapy,
supporting that increased IL-6 production is a secondary event downstream of IL-1b (Allantaz,
unpublished observations). Rapid responses to IL-1b blockade have also been described in
patients with refractory adult-onset (Still's) disease (135). All of these findings point toward
IL-1b as a mediator of SoJIA and therefore link this disease to the family of autoinflammatory
disorders.

Tackling the next challenge: SoJIA diagnostic and activity biomarkers—A major
remaining challenge is how to establish the prompt diagnosis of the disease to initiate effective
therapy. We have therefore studied the gene expression patterns in blood leukocytes to find a
diagnostic test for SoJIA. There is however a considerable degree of overlap between the blood
gene signatures of SoJIA patients and those of other febrile inflammatory disease groups which
represent a true differential diagnosis in the clinical setting. This is especially true for Gram
(+) bacterial infections and autoinflammatory syndromes in which IL-1b production is also
increased (136) (124).
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Analysis of significance patterns is a strategy that has been successfully applied to this type of
situations (124,137). First, statistical comparisons are performed between each group of
patients and their respective control groups composed of age-matched and gender-matched
healthy donors. The p-values obtained from each comparison are then subjected to selection
criteria to identify genes significantly changed in the disease of interest versus its control group,
and not in any of the other diseases versus their own control groups. The advantage of this
analysis is that it permits normalization of each disease group to its own matched control group,
therefore avoiding biological (i.e. age, gender) or technical (i.e. array runs) confounding
factors. Using this approach, we studied samples from two groups of SoJIA patients: i) patients
experiencing systemic symptoms and ii) patients who had resolved the systemic phase but
continued having arthritis. We also included patients with systemic infectious diseases (S.
aureus, S. pneumoniae and E. coli), SLE and PAPA syndrome, a hereditary autoinflammatory
disease that results in excessive IL-1b production. A SoJIA-specific signature composed of 88
genes was identified (Figure 9). Furthermore, administration of IL-1 blockers resulted in the
normalization of expression of the majority of these transcripts in the treated patients (Figure
10). Indeed, 12 highly significant genes from this analysis (p<0.0001 in SoJIA and >0.5 in all
other groups) permitted accurate disease classification in 18/19 SoJIA patients (124). If
validated with a larger number of patients in multi-centric studies, this “mini-signature” should
permit to establish an early diagnosis and initiate specific therapy. Thus, the early diagnosis
of SoJIA through genomic approaches might permit us to start treatment early after diagnosis
and therefore avoid the subsequent development of long term disabilities.

An expanding spectrum of IL-1b mediated diseases resulting from inflammasome
dysregulation

As discussed above, IL-1b production is tightly controlled at distinct steps. Most IL-1b
mediated human diseases identified thus far have been linked to abnormal activation of this
cytokine by the inflammasome (138). The clinical hallmark of these diseases, which are also
known as “periodic fever” or “autoinflammatory” syndromes”, is the presence of recurrent
symptoms which are easily explained by an excessive production of IL-1b: fever and
inflammation predominantly affecting the serosal membranes, joints and skin. Their
underlying genetic defects were identified through genome-wide linkage studies using multi-
case families and controls. Among them, Familial Cold Autoinflammatory Syndrome (FCAS,
MIM 120100), Muckle-Wells syndrome (MWS; MIM 19100), and Neonatal-Onset
Multisystem Inflammatory Disease (NOMID, MIM 607115) result from mutations in the
NALP3 or cryopyrin gene. Mutations in genes encoding proteins that interact with
inflammasome components give rise to Familial Mediterranean Fever (FMF, MIM 249100),
and the syndrome of Pyogenic Sterile Arthritis, Pyoderma gangrenosum and Acne (PAPA,
MIM 604416) (139). Yet, many patients fulfilling diagnostic criteria for some of these diseases
do not display mutations in the corresponding genes. For example, no mutations have been
identified in up to 50% of patients with clinically diagnosed FCAS, MWS or CINCA (140).

Inflammasome-mediated diseases, however, do not necessarily present with fever or systemic
inflammation and do not always have a well-defined genetic basis. A combination of
biochemical approaches and inflammasome gene knock-out in mice demonstrated that
activation of the NALP3 inflammasome with contact sensitizers or uric acid crystals triggers
the inflammatory cascades underlying contact hypersensitivity and gout/pseudogout
respectively (131,141-143). These diseases affect considerably larger patient populations than
the rare familial periodic fever syndromes.

In agreement with the notion that the inflammasome ultimately regulates the secretion of IL-1,
blocking this cytokine with a recombinant IL-1 receptor antagonist has emerged as a successful
form of therapy for many of these disorders.
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Blood microarrays supporttherole of IL-1 b in the pathogenesis of type 1 and type 2 diabetes

Early studies reported the presence of Type | IFN in the islets of patients with recently
diagnosed type 1 diabetes (144). Furthermore, treatment of cancer and hepatitis C with
recombinant IFN-a led to the development of diabetes in a group of patients. We thus
hypothesized that blood gene expression profiling of newly diagnosed diabetes patients might
show an IFN signature. We also hypothesized that this signature might be discrete, as the
autoimmune attack remains localized to the islets in contrast to the most systemic attack of
SLE. Our hypothesis proved to be only partly correct in that a blood signature indeed was found
in diabetes patients. This signature turned out however not to be type I IFN-induced. Rather,
the blood of children with newly diagnosed type 1 and type 2 diabetes showed that 5 of the 10
most highly overexpressed genes in these patients overlap with those found overexpressed in
patients with SoJIA. These genes are also found expressed in healthy PBMCs incubated with
SoJIA serum. Among them, one of the most significantly upregulated is IL-1b (145). These
data would support that type 1 and type 2 diabetes share a common pathway for beta cell
dysfunction that includes secretion of IL-1b and downstream proteins that may exacerbate
preexisting beta cell dysfunction and contribute to further hyperglycemia. A recent study that
recapitulates our own study using SoJIA serum to culture healthy PBMCs found that sera from
recent onset type 1 diabetes patients induced an expression signature that included 1L-1
cytokine family members (146). These results support the value of this type of studies in helping
understand disease processes associated with an altered immune system.

This finding does not come as a total surprise because IL-1b had been implicated as an effector
molecule in the process of inflammatory beta-cell destruction leading to diabetes (147).
Perhaps the most compelling data to support the role of IL-1b in diabetes pathogenesis is that
the administration of recombinant soluble IL-1 receptor antagonist results inclinical
improvement. In particular, treatment of patients with type 2 diabetes results in improved
glycemia and beta-cell secretory function and reduced markers of systemic inflammation
(148). Given the overall safety clinical record of IL-1 blockers, similar studies should be
conducted in newly diagnosed type 1 diabetes patients to evaluate the value of this form of
therapy in preserving beta cell function and reduce exogenous insulin requirement in this
disease.

CONCLUSION

Animal models of rheumatic diseases have not been very helpful in predicting therapeutic
targets for human disease. As of today, the most successful treatments for these diseases have
been identified either by serendipity; i;e: methotrexate in RA and anti-malarials in SLE or by
direct examination of human samples. The successful treatment of RA patients with anti-TNF
agents and SoJIA patients with IL-1 antagonists represent examples of how simple experiments
using human samples can yield fundamental clues regarding disease pathogenesis.

Microarray analyses of patients with rheumatic diseases have shown that diseases with diverse
pathogenesis and clinical manifestations may share common immune mediators, which
represent therapeutic targets for intervention. Since our initial reports(16,61,149) , blood
transcriptional signatures have now been described in patients with other autoimmune diseases,
including multiple sclerosis (150-152), rheumatoid arthritis (153-156), inflammatory bowel
disease (157), psoriasis (158) and dermatomyositis (108,110). Blood profiling studies extended
rapidly to other diseases also characterized by a strong inflammatory component, especially
infections caused by viruses like HIV (159), adenovirus (160), influenza (161), or dengue
(162); bacteria like Staphylococcus aureus, Streptococcus pneumoniae or Escherichia coli
(161); Mycobacterium tuberculosis (163); parasites (Plasmodium) (164); as well as sepsis
(165). The blood of transplant recipients has also been profiled, in kidney (166), liver (167),
heart (168), and hematopoeitic cell transplant recipients (169). Furthermore, disease signatures
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have been detected in the blood of patients with diabetes (145,170), cardio vascular diseases
(171), and non-hematological malignancies (172,173).

Microarray technology, however, raises significant challenges. Patient selection, for example,
is very important when searching for disease-specific signatures, and therefore collaborations
with skilled clinicians are fundamental. Sample homogeneity with respect to time since
diagnosis might be also important, as immune alterations as well as drugs used at the time of
disease initiation might be different from those in later stages of disease. Challenges inherent
to system-wide studies, such as noise and technical variability, also need to be considered.

Blood microarrays can also be used to diagnose disease and follow clinical activity as well as
response to therapy in the clinical setting. Our own studies, for example, have identified
transcriptional biomarkers of SLE disease activity and prediction of nephritis (Chaussabel et
al., submitted). These biomarkers, which are being validated in large longitudinal cohorts,
might also offer in the future the possibility of predicting end-organ involvement (i.e. lupus
nephritis) before overt clinical symptoms appear, thus allowing the initiation of therapy before
the damage might be irreversible. They may also allow to understand disease heterogeneity
and to predict whether individual patients might respond to targeted therapies or not.

We foresee that blood microarray analysis will soon become an integral part of clinical
medicine and an essential component of Personalized Medicine (for a description of the HSS
Personalized Health Care Initiative go to: http://www.hhs.gov/myhealthcare/). They will be
used to monitor health and early disease development as an alteration in transcriptional activity
will likely precede the appearance of clinical symptoms.
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Figure 1. Clinical features of pediatric SLE and SoJIA

A (top). Cutaneous involvement in a 12 year old girl with SLE; this patient also presented
systemic manifestations including nephritis; (medium) light microscopy section showing lupus
glomerulonephritis; (bottom) MRI showing lupus CNS involvement. B. (top) Salmon-colored
rash typical of SoJIA in an 18 month old patient; (bottom) multiple joint swelling in the lower
extremities of a 2 year old boy with SoJIA.
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Figure 2. Dendritic cell alterations in SLE are driven by IFN-alpha

A. Monocytes from % pediatric SLE patients induce significant proliferation of allogeneic
naive CD4+ T cells. B. SLE serum induces healthy monocytes to differentiate into cells with
DC properties. C. An IFN-alpha neutralizing antibody blocks the induction of DCs by SLE
serum, as measured using the proliferation of allogeneic T cells.
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Figure 3. Fate of Autoreactive T Cells

Autoreactive thymic escapees (in red) are normally silenced in the periphery through the
recognition of autoantigens presented by immature DCs (peripheral tolerance). An excess of
IFN-0f, as observed in SLE, induces unabated DC maturation, which leads to activation/
expansion of autoreactive T cells. (Original figure published in Immunity 2004;20:539-50)
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Figure 4. Plasmacytoid dendritic cells induce plasma cell differentiation through type I Interferon
and Interleukin 6

Upon virus encounter, pDCs promptly secrete type | IFN. The cells differentiate into DCs
presenting viral antigens to T cells, which promptly secrete IL-2 and turns on CD40-L that
signals pDCs to secrete IL-6 and activates B cells. Activated B cells differentiate into plasma
blasts in response to type | IFN. The secretion of IL-6 further induces the plasmablasts to
become plasma cells. The T cells also contribute importantly through their secretion of I1L-2
and IL-10, the combination of all signals leading to the generation of CD38** long-lived plasma
cells. (Original figure published in Immunity, 2003, 19: 225-234)
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Figure 5. SLE signature

Hierarchical clustering of gene expression data by blood leukocytes of 9 healthy children, 30
with SLE and 12 with juvenile chronic arthritis including 3 systemic arthritis. The SLE patients
were ranked according to their SLEDAI at time of blood draw. Each row represents a separate
gene and each column a separate patient. 374 transcript sequences were selected as being
differentially expressed in SLE by comparison to healthy patients. The normalized expression
index for each transcript sequence (rows) in each sample (columns) is indicated by a color
code. Red, yellow and blue squares indicate that expression of the gene is greater than, equal
to or less than the mean level of expression across 9 healthy controls. The scale extends from
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fluorescence ratios of 0.25 to 4.0. (Original figure published in J. Exp. Med. 2003 Mar 17;197
(6):711-23)
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Figure 6. High dose steroid intravenous pulse extinguishes the type I IFN signature in SLE blood
Analysis of PBMCs from 3 pediatric SLE patients before and after treatment with high dose
i.v. Methylprednisolone (1g/day for 3 days). All patients show down-regulation of IFN-
regulated transcripts (upper panel) while expression of not type I IFN-inducible transcripts
(lower panel) does not change significantly. p values on the right indicate significance of the
gene expression level before and after steroid treatment (paired t-test). Original figure
published in J. Exp. Med. 2003 Mar 17;197(6):711-23
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Figure 7. A unified view of SLE pathogenesis

SLE flares are often associated to environmental triggers like viral infections. Thus, infection
could trigger the unabated production of type | IFN in SLE patients. Increased bioavailability
of type I IFN induces and maintains the generation of mature DCs, tilting the fate of autoreactive
T lymphocytes which have escaped central tolerance from deletion to activation. These mature
DCs activate cytotoxic CD8+ T cells to generate nucleosomes which can be captured and
presented by IFN-DCs. Together with IL-6, type | IFN promotes the differentiation of mature
B cells into plasma cells. Thus, the effects of type | IFN on DCs, B and T cells could explain
the breakdown of tolerance to nuclear antigens, autoantibody secretion and IC formation
characteristic of SLE. Innate immunity cells such as neutrophils may also contribute to lupus
pathogenesis and end organ damage. (Original figure published in J. Exp. Med. 2003 Mar
17;197(6):711-23)

Immunol Rev. Author manuscript; available in PMC 2009 September 28.



1duasnue Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duosnuely Joyiny vd-HIN

Pascual et al.

Page 33
Cytokine/Cytokine Receptors
Median >2 fold Median >2fold Pin p value
Healthy' serum g2 4+ WEEN 17 6 7 WSOl WE b 003
20 3 W | 52 10 11 I BN BN B R 0.001
Chemokine/Chemokine Recep
21 4+ W I I . 19 8 14 “ Tl | ‘ excLt 0.0005 SolJlA
2.4 3 19 8 16 | CCR1 0.0005
nnate Imnmunity Receptors
I®ca>D) R
5.8 3 I 17 701 1 J | | CLECSF5  0.007 LAt
4.0 3 18 6 16 PTX3 001 s T
Healthy PBMCs 28 3 MW | 23 10 1o M BOECCET D W TR 0001
25 3 17 & 16 IENEEEEE BN M cier1 0002 :
|
Enzymes/Inhibitors I W\
142 3 || 25 11 16 RNV SERPINB2  <0.0001 [ | \
34 3 W 23 9 16 . PTGS2 001 \
21 3 | 29 11 16 C8FW 0.002
18 2 | 85 14 16 FACL2 00002
SoJIA serum  Coagulation
56 3 ImEEN 35 11 15 NN BN EOENm  THED 0.0003
.. Transcription factors
(] °® 38 3 EEN 177 16 [ Ol M 001
G-protein-coupled receptors
_ 34 2 HE 41 11 11 DI BN GPRe3 0002
lSca®D) '
Miscellaneous
198 3 97 12 12 . RISt <0.0001
Healthy PBMCS 43 3 — = = [ ] 44 13 15 N BEEEE Wl KCNJ15 <0.0001
rgNoRLooTNBINRS
2328232y 36000000000 88880
A I ) P
5 5 5 bChabhhdODDBODH D
Cultured PBMCs SoJlA patients

Figure 8. Gene expression profiling leads to the identification of IL-1 b in the pathogenesis of SoJIA
A) Analysis of transcriptional changes induced upon incubation of healthy PBMCs with
autologous sera (AS) or with sera from four patients with active SoJIA (SYS33, SYS46,
SYS53, and SYS27). Sera from patients induced the up-regulation of 46 genes. Median fold
up-regulation by the four SoJIA sera incubation is depicted on the left column. The number of
SoJIA sera that induced greater than twofold up-regulation is shown in the next column. B)
Expression of a set of gene probes from Fig.1a in the PBMCs of 16 active SoJIA patients. The
patient PBMCs expression data were normalized to the median expression of the same gene
probes in the PBMCs of 12 healthy children. Median gene expression and number of samples
with greater than twofold up-regulation are depicted in the first two columns. The third column
represents the number of samples with a P (present) flag according to Affymetrix MAS 5.0
scaled gene expression data. p-values (Mann-Whitney test) are given next to these genes.
(Published in Curr Opin Immunol. 2007 Dec;19(6):623-32)
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Figure 9. Analysis of significance across diseases identifies 88 SoJlA-specific transcripts

(A) Eight healthy and eight SoJIA samples were used as training set to generate a list of 50
classifier genes displaying the best ability to discriminate SoJIA patients from healthy controls.
Those classifier genes were hierarchically clustered in a test set composed of 35 healthy
controls, 16 SoJIA, 31 S. aureus, 12 S. pneumoniae, 31 E. coli, 18 Influenza A and 38 SLE
patients. (B) Genes expressed at statistically different levels in SoJIA patients compared to
healthy volunteers (p<0.01, Wilcoxon-Mann-Whitney test) were selected (4311 probe sets).
Out of those, 88 were found expressed at statistically different levels in SoJIA patients
compared to healthy volunteers (p<0.01, Wilcoxon-Mann-Whitney test) but not in all the other
groups (p>0.5, Wilcoxon-Mann-Whitney test). The 88 genes are hierarchically clustered in the
107 samples from different disease groups used in (A). Expression values or the genes are
normalized per-gene to the healthy group (Published in Curr Opin Immunol. 2007 Dec;19(6):
623-32)
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Figure 10. Treatment with IL-1Ra (Anakinra) extinguishes the SoJ1A-specific signature

(A). 88 SoJIA-specific genes were analyzed in 35 healthy, 22 SoJIA patients not receiving IL-1
blockers and 14 SoJIA patients after initiation of treatment with IL- blockers. *represents the
same patients before and after initiation of the therapy. (B). The SoJIA signature is present in
a patient on two occasions taken 2 years apart. On both occasions the patient was active and
not receiving IL-1 blockers. (Published in Curr Opin Immunol. 2007 Dec;19(6):623-32)
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