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Abstract

The past decade has seen an explosion in the use of DNA-based microarrays. These techniques permit
to assess RNA abundance on a genome-wide scale. Medical applications emerged in the field of
cancer, with studies of both solid tumors and hematological malignancies leading to the development
of tests that are now used to personalize therapeutic options. Microarrays have also been used to
analyze the blood transcriptome in a wide range of diseases. In human autoimmune diseases, these
studies are showing potential for identifying therapeutic targets as well as biomarkers for diagnosis,
assessment of disease activity and response to treatment. More quantitative and sensitive high
throughput RNA profiling methods are starting to be available and will be necessary for transcriptome
analyses to become routine tests in the clinical setting. We expect this to crystallize within the coming
decade, as they become part of the personalized medicine armamentarium.

Introduction

The immune system is a powerful defense operation. Protective immunity results from the
interplay between two cardinal systems: non-specific innate immunity and antigen-specific
adaptive immunity. Dysfunctions of the immune system lie at the center of a wide variety of
diseases, including autoimmunity, allergy, infections, cancer, and even some cardiovascular
diseases.
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As most diseases of the immune system, autoimmune diseases arise from interactions between
environmental, epigenetic and genetic factors that result in downstream perturbations of
complex and interactive biological networks. Attempts to identify single causative factors (i.e.
genes or cytokines) with the use of classic genetic approaches, or in vitro studies focusing on
a limited number of genes and/or cell types have for the most part not succeeded. Furthermore,
in vivo studies using animal models of human immune-mediated diseases have been of limited
value in the identification of relevant therapeutic targets (1). For example, the many existing
murine lupus models have not yet led to the development of specific treatments for human
lupus (2). Likewise, animal models of rheumatoid arthritis (RA) predicted IL1B to be an
appropriate target in human RA (3). Blocking IL-1 was indeed effective only in a minor fraction
of patients (4), which unfortunately cannot be identified using currently available disease
markers. The successful blockade of TNFa in RA patients represents considerable progress
(5), but many autoimmune diseases continue to be treated with non-specific medications such
as corticosteroids and chemotherapeutic drugs. The use of these later medications is
unfortunately associated with considerable adverse events. Additional challenges in the field
of autoimmunity include the lack of specific biomarkers that can be used for diagnosis,
assessment of disease activity and prediction of flares. These problems are especially
significant as these diseases are life-long with a relapsing and remitting course.
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An integrative evaluation of the complex network of alterations underlying the pathogenesis

of autoimmune diseases was until recently difficult to conceive. Technological advances in the
past 10 years, however, now permit us to analyze DNA, RNA or protein in patient samples on
a genome-wide scale. These techniques, combined with bicinformatics, are changing the face
of clinical research and opening the path for novel approaches to patient care. DNA microarrays
can assess in a single sample the activity of the entire transcriptome (6,7). Current techniques
detect mRNA species from known genes as immunofluorescent labeled cRNA hybridized to

arrays of either cONA or oligonucleotide fragments, but novel approaches are rapidly emerging
(8). Tissue samples, blood, purified cells and even saliva can be tested in these assays.

The first hint that genomic studies could have clinical applications came in 1999, when
microarray-based transcriptional profiling was proposed for the differential diagnosis of acute
myeloid and lymphocytic leukemias (9). These studies have since resulted in the identification
of gene expression signatures correlating with clinical outcomes both in hematological and
solid tumors (10,11). In breast cancer, for example, microarray studies have helped identifying
subgroups of patients that may benefit from adjuvant therapy (12). When applied to diseases
of the immune system in humans, restricted access to sampling relevant tissue(s), such as the
brain in multiple sclerosis or the joints in rheumatoid arthritis, becomes a major limitation.
Cells of the immune system, however, get educated and implement their functions by
recirculating between central and peripheral lymphoid organs as well as by migrating to and
from sites of injury via the blood. The blood therefore represents the pipeline of the immune
system. Indeed, itis the preferred route for immune cells to reach the lymph nodes. After exiting
through outgoing lymphatic vessels, these cells reach again the bloodstream to be transported
to tissues throughout the body. Upon patrolling these tissues, they gradually drift back into the
lymphatic system to begin the cycle all over again. The complex patterns of recirculation
depend on the state of cell activation, the adhesion molecules expressed by immune and
endothelial cells and the presence of chemotactic molecules which selectively attract particular
populations of blood cells. Sampling the blood therefore provides a “snap shot” of the complex
immune networks that operate throughout the entire body. Indeed, profiling blood sample RNA
from patients with both systemic as well as organ-specific autoimmune diseases has proved to
be a valid approach to find clues about pathogenesis as well as to identify potential biomarkers
(Figure 1) [reviewed in (13,14)].

Furthermore, in addition to providing a static view of the transcriptional activity of blood cells
in the steady state, the transcriptome of whole blood, PBMCs or purified blood cell populations
can be assessed with DNA microarray technology after exposure in vivo (15,16) or in vitro
(17) to a variey of immune stimuli. This approach, also known as “exercising the

genome” [reviewed in (18)] has the potential to reveal alterations in gene pathways that are
only visible after specific types of activation. The transcriptional effects of patient serum factors
on healthy blood cells can also be studied using this approach. Indeed, we and others have
successfully applied this “reverse proteomics” or reporter assay approach to understand
autoimmune disease pathogenesis (19,20).

About 10 years ago we surmised that analyzing the blood transcriptome of patients with
autoimmune diseases would help us understand their pathogenesis and ultimately provide
better care to these patients. Here we will describe our experience and that of others using this
powerful yet challenging approach. We will especially focus on Systemic Lupus
Erythematosus (SLE) and Systemic onset Juvenile Idiopathic Arthritis (SoJIA), two diseases
in which microarray technology has led to the identification of pathogenic pathways,
therapeutic targets as well as potential biomarkers to diagnose and follow patient disease
activity and response to therapy.
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Blood DNA Microarrays to Understand Autoimmune Disease Pathogenesis

The first reports on blood gene expression profiling in autoimmune/inflammatory diseases date
back to 2002-2003. Systemic Lupus Erythematosus (21-24), Juvenile Idiopathic Arthritis
(19,25-28), multiple sclerosis (29,30), rheumatoid arthritis (31-34), Sjogren's syndrome (35),
diabetes (36,37), inflammatory bowel disease (38), psoriasis and psoriatic arthritis (39,40),
inflammatory myopathies (41,42), scleroderma (43,44), vasculitis (45) and anti-phospholipid
syndrome (46) have been studied using this approach. Overall, these studies have shown that
diseases with diverse pathogenesis and clinical manifestations may share common mediators,
which represent therapeutic targets for intervention. Blood RNA profiling has also rapidly
extended to other diseases involving the immune system, especially infections caused by
viruses such as HIV (47), adenovirus (48,49), influenza (50), or dengue (51); bacteria such as
Staphylococcus aureus, Streptococcus pneumoniae or Escherichia coli (52); Mycobacterium
tuberculosis (53); parasites (Plasmodium) (54); as well as sepsis (55). The blood of transplant
recipients has also been profiled, in kidney (56), liver (57), heart (58), and hematopoeitic cell
transplant recipients (59). Furthermore, disease signatures have been detected in the blood cells
of patients with cardio vascular diseases (60), and non-hematological malignancies (61,62).

Systemic Lupus Erythematosus (SLE)

SLE and Type | IFN—Box1

Multiple cell types and soluble mediators, including 1L10 (63,64) and IFNy (65-67), but not
Type | IFN, have been proposed to be at the center of lupus pathogenesis. Yet, in the late 60s,
polyl:C, aknown inducer of type | IFN, was reported to accelerate disease in young NZBXNZW
(F1) female mice (68). Then, 10 years later, increased interferon levels were detected in the
sera of patients with SLE (69). Intriguingly, treatment with recombinant IFN-a resulted in
autoantibody formation in up to 20% of patients and in the appearance of SLE-specific
symptoms in a fraction of them (reviewed in (70)). In the late 90's, the number of natural IFN
producing cells (IPCs), later identified as plasmacytoid dendritic cells (pDCs), were reported
decreased in lupus blood (71) but increased at sites of injury (i.e. the skin) (72,73). Furthermore,
DNA and/or nucleic acid-containing immune complexes could induce these cells to secrete
type | IFN (74,75). At this time, we described that monocytes from some children with SLE
displayed DC function, and that the serum of these patients was able to induce the
differentiation of healthy monocytes into mature dendritic cells (DCs) in an IFNa-dependent
manner (76). These studies, together with those describing the numerous effects of type | IFN
on adaptive immunity (77-80), now converged to place this family of cytokines at the center
of lupus pathogenesis. Yet, several observations did not support the hypothesis: first, not every
SLE patient has detectable serum type I IFN levels (81); second, dysregulation of type-I IFN
production is not obvious in most murine SLE-models (2); and third, genetic linkage and
association studies had not identified candidate lupus susceptibility genes within the IFN-
pathway (82). Gene expression profiling helped addressing some of these questions.

Because serum levels of type | IFN family members are difficult to measure, we explored
whether leukocyte gene expression profiling might help us assess the prevalence of lupus
patients exposure to these cytokines. Thirty children with SLE (representing four ethnicities,
60% female), 9 healthy children and a group of 12 patients with juvenile chronic arthritis (JCA)
were recruited. Peripheral blood mononuclear cells (PBMCs) from the pediatric SLE patients
displayed striking transcriptional differences compared to healthy controls (375 transcripts)
(Figure 2). After correction for multiple testing-related errors, the very conservative Bonferroni
correction (Box 7) selected 15 genes, 14 of which were IFN-inducible. A less conservative
correction (Benjamini and Hochberg) selected 33 genes, 26 of which were IFN-regulated
(21).
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All but one of the pediatric patients in our study exhibited upregulation of IFN-inducible genes,
and the only patient lacking this signature had been in remission for over 2 years (21). Similar
studies performed with adult SLE PBMCs showed an IFN signature in approximately 50% of
patients (22-24). The higher prevalence of the signature in children might have been due to
sample selection, as more patients with newly diagnosed, untreated disease were included in
the pediatric study. It might also reflect a higher degree of disease severity and/or a unique
genetic background responsible for the earlier appearance of disease manifestations in the
pediatric cohort. Larger population studies will be required to resolve the source of this
difference.

All nucleated cells express the type I IFN receptor (IFNAR) and respond to type | IFN with
phosphorylation of STAT1 and STATZ2, which ultimately leads to the transcription of
interferon-responsive genes (83). A notable exception is represented by immature neutrophils,
which do not phosphorylate STAT1 in response to receptor ligation (84). All type I IFNs signal
through this receptor and give rise to similar signaling and transcriptional cascades. Sequence
differences between type | IFNs result, however, in different binding affinities with each
IFNAR chain and consequent biological activities (85). Hundreds of genes are induced or
repressed [reviewed in (86)], including among others classical anti-viral/proliferative
transcripts (i.e. OAS, MX1 etc), interferon regulatory factors (IRF5 and IRF7), pro-apoptotic
molecules (i.e. FAS and TRAIL), B cell differentiation factors (i.e. BLyS/BAFF), chemokines
and chemokine receptors (MCP1 and IP10) and, interestingly, even lupus autoantigens such
as Ro/SSA (21). Many IFN-inducible proteins might indeed play a significant role in disease
pathogenesis. Fas and TRAIL can for example contribute to nucleosome overload and therefore
to increased nuclear antigen presentation. BLyYS/BAFF induces the proliferation and
differentiation of mature B cells into antibody secreting cells. Indeed, a neutralizing anti-BAFF/
BLyS antibody being tested in clinical trials appears to reduce SLE disease activity and prevent
flares (87).

Treating SLE patients with high dose IV steroids, which are used to control disease flares,
results in the silencing of the IFN signature (21) (Figure 3). This is associated with pDC
depletion (88), although both the blood pDCs and the IFN signature return in less than 1 week
after IV steroid administration (our own unpublished data). Altogether, these observations
support the central role of pDCs as producers of type | IFN in lupus pathogenesis.

A surprise from these initial studies was the absence of type | IFN gene transcripts in the face
of an abundance of IFN-inducible ones in SLE PBMCs. A likely explanation is that the cells
producing type-1 IFN, and therefore transcribing these genes, migrate to sites of injury. Indeed,
IFN-inducible genes and/or proteins can be detected in lupus kidney (89), skin (73) and
synovial biopsies from SLE patients (90). These tissues are all infiltrated with pDCs (72,91),
further supporting them as being the source of type I IFN in SLE. Increased levels of FIt3L, a
pDC growth factor, in SLE serum (92) suggest that this cytokine might contribute to the
increased levels of these cells at the sites of inflammation.

Type | IEN and Murine Lupus: A number of murine lupus models have been available for
decades (2). Yet, they did not predict that type-I Interferon might be an important mediator of
human SLE. However, in line with the human studies, two independent groups showed that
the crossing of NZB and B6 Ipr/lpr mice respectively with a type | IFN receptor KO strain
significantly decreased morbidity and prolonged the survival of these animals (93,94).
Additionally, delivering type I IFN to young (6-8 weeks old) preautoimmune NZB/W F(1)
mice resulted in the rapid development of severe SLE, possibly explaining the deleterious effect
of poly I:C reported decades ago (95). Conversely, administration of a type | IFN immunogen
that induced transient specific neutralizing antibodies (Abs) delayed/prevented lupus
manifestations, including proteinuria, histological renal lesions and death in these mice (96).
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Introduction of the Yaa locus into lupus-prone mice accelerates the development of
autoimmune manifestations (97). The Yaa phenotype results from a duplication of the TLR7
gene (98,99). Engagement of TLR7, which can be triggered by viruses or immune complexes
containing RNA and by RNA-associated autoantigens, induces pDCs to secrete type-I IFN
(100-102). B cells, which also express this receptor, respond to the same triggers with activation
and pro-inflammatory cytokine production (103). A role for TLR7 in the induction of
autoimmunity is further demonstrated in transgenic mice, which spontaneously develop
autoimmunity. Whereas a modest increase in TLR7 gene dosage promotes autoreactive
lymphocytes with RNA specificities and myeloid cell proliferation, a substantial increase in
TLRY expression causes fatal acute inflammatory pathology and profound dendritic cell
dysregulation (104). Using the Unc93b1 3d mutation that selectively abolishes nucleic acid-
binding TLR3, -7, and -9 signaling, endosomal TLR signaling has been shown to be required
for optimal production of 1gG autoAbs, IgM rheumatoid factor, and other clinical parameters
of disease in lupus-prone mice as well (105). Although there is currently no evidence that TLR7
mutations contribute to human SLE, polymorphisms in TLR8 have been recently reported
associated to SLE in pediatric and adult populations (106).

Genome in the Footsteps of Transcriptome Analyses: Traditional genetic approaches had
not pointed out type | IFN to be a contributor to lupus pathogenesis. Instead, the HLA locus,
Fcy receptors, complement components etc. were among the candidates to explain disease
susceptibility (82). Nevertheless, the evidence accumulated through some of the studies
described above led geneticists to perform a “genome-focused” search for polymorphisms in
13 Type I IFN-related genes (107). This study revealed a strong association between SLE and
certain variants of the interferon regulatory factor 5 (IRF5), which has since been confirmed
in several genome-wide association (GWA) studies (108,109). Indeed, the IRF5 SLE risk
haplotype is associated with higher serum type I IFN activity in patients (110). A correlation
between serum IFN-alpha activity in patients and their first degree healthy relatives has also
been described (111). In addition to IRF5, polymorphisms in other genes connecting with the
IFN signaling pathway, such as STAT4 and IRAK 1, have emerged as conferring susceptibility
to SLE (112-114). More recently, mutations in the human TREX1 gene, which cause Aicardi-
Goutieres syndrome (AGS) and chilblain lupus (115), have also been linked to SLE (116).
TREX1 isanegative regulator of the IFN stimulatory DNA response, and single-stranded DNA
derived from endogenous retroelements accumulates in Trex1-deficient cells (117). The
persistent presence of dSDNA from dying cells could also lead to an aberrant immune response
in patients carrying Trex 1 mutations (118). Finally, polymorphisms in the autophagy-related
gene ATG5 have been described in SLE (109). ATG deficient pDCs seem to be less able to
produce type | IFN in response to certain viruses (119). The specific mechanisms through
which these lupus-related polymorphisms affect IFN production in response to environmental
and/or endogenous triggers remain for the most part to be elucidated.

The IFN pathway is not the only genetic pathway predisposing to SLE. Genes within the HLA
locus, TLR signaling, B cell and myeloid lineage-specific, FCRs etc. have been confirmed to
be associated with disease. All together, however, IFN-related genetic alterations rank among
the highest, closely behind the HLA locus, in the lupus susceptibility scale [reviewed in
(120)] (Figure 4).

Drug-induced Lupus and Type | IEN: Microarray analyses of PBMCs have also helped us
shed some light on the pathogenesis of drug-induced lupus. Upon treatment with TNF
antagonists, up to 20% of patients with rheumatoid arthritis (RA) and Crohn's disease develop
anti-dsDNA antibodies, and a fraction of them even progress to reversible SLE [reviewed in
(70)]. In line with those clinical observations, the PBMCs of juvenile arthritis patients treated
with anti-TNF antibodies display an overt IFN signature. In vitro studies revealed that addition
of TNF antagonists induced pDCs exposed to viruses to secrete higher levels of Type | IFN
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(121). This is best explained by the inhibition of TNF-dependent pDC maturation, which
normally shuts down Type | IFN secretion. Further studies will be however necessary to
understand if this mechanism extends to other drugs, such as hydralazine, anti-epileptic
medications etc., that can induce lupus-like syndromes.

Non IFN-related signatures in SLE blood—Type | IFN-inducible transcripts represent
only a fraction of the transcriptional alterations observed in SLE patient PBMCs (21,22). A
different set of signatures reflect changes in blood cell composition. Thus, the second most
prevalent signature in our study (21) consisted of genes expressed by granulocytes at varying
stages of development (e.g. elastase, MPO, and bactericidal proteins such as defensins). This
finding was surprising, as Ficoll-purified PBMCs, which are normally freed from neutrophils,
were the source of RNA for these arrays. However, phenotypic examination of the isolated
PBMCs revealed a large population of low density neutrophils in the mononuclear cell fraction
from patients but not from controls. The expression of neutrophil-specific transcripts (e.g. the
defensin DEF3) correlated with the frequency of low density neutrophils in the patients'
samples (Figure 5). Next, and as expected, the well known lupus-associated lymphopenia
resulted in a relative decrease in B cell, T cell and NK cell-specific transcripts (e.g. TCRa/B,
Lck, and CD3y). Transcripts encoding variable and constant regions of immunoglobulins (Ig)
together with plasma cell-lineage markers were increased in a number of patients, a finding
correlating with the expansion of CD19low CD20-CD38++ CD27+/++plasma cell precursors
(PCPs) (21). These cells, which are oligoclonal and highly proliferative, are not specific to
SLE but can be detected in situations where there is immune activation, i.e. vaccinations,
infections, and in other autoimmune diseases (122-124). Although Type | IFN induces in vitro
the differentiation of memory B cells into PCPs very similar to those found in SLE patients
(77), the IFN and plasma cell precursor signatures do not always correlate in individual patients.
This discordance might be explained by the fact that some of the medications used to treat
SLE, such as mycophenolate mofetil, target proliferative cells and suppress the PCP signature
while having little effects on the overall IFN signature (Xu et al. unpublished data).

Proof of Concept: clinical trials with IFNa antagonists in human SLE—A phase la
trial to evaluate the safety, pharmacokinetics, and immunogenicity of an anti-IFNo monoclonal
antibody (mAb) therapy in adult SLE patients was recently conducted (125). The antibody
elicited a specific and dose-dependent inhibition of expression of type I IFN-inducible genes
in both whole blood and skin lesions from SLE patients, at both the transcript and the protein
levels. As expected, overexpression of BLyS/BAFF, a type | IFN inducible gene, decreased as
well with treatment. Interestingly however, TNFa, IL-10, IL-1B, GM-CSF, and their respective
downstream signatures were also suppressed upon treatment with anti-IFNa mAb (125). These
data suggest that, beyond the IFN signature, many of the transcriptional alterations detected in
SLE might be connected to the type I IFN pathway. Thus, this first trial supports the proposed
central role of type I IFN in human SLE.

Juvenile Idiopathic Arthritis (JIA)

Box 3

Systemic onset JIA (SoJIA) is one of the most challenging pediatric rheumatic diseases. Its
pathogenesis had been for years linked to pro-inflammatory cytokines, as elevated serum levels
of IL-6 and TNF had been found in active patients (126,127). IL6 antagonists however are not
yet available in the USA, and TNF antagonists did not prove to be efficacious in treating these
patients. To try to understand SoJIA pathogenesis, we developed two complementary
approaches based on microarray technology: 1) analysis of transcriptional patterns in active
patient PBMCs (25); 2) analysis of the transcriptional changes induced by serum from active
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patients in healthy PBMCs (19). The development of biomarkers for disease diagnosis and
patient follow up will be described in a later section of this review.

Transcriptional analysis of SoJIA PBMCs revealed alterations in the expression of >800
transcripts. The majority of these changes, however, were also found in patients suffering from
systemic inflammation caused by bacterial and viral infections and did not point towards any
specific molecular pathway (25). The clue came from in vitro experiments designed to test the
effect of active patient sera on the transcriptional profile of healthy PBMCs. These “reverse
proteomics” experiments revealed that SoJIA serum up-regulates the transcription and
secretion of IL-1B in healthy leukocytes (Figure 6). SoJIA serum also upregulates the
expression of genes known to be induced by IL-1b and/or involved in innate immunity
pathways (19).

This unexpected finding led us to consider the role of IL1B in disease pathogenesis. An IL1
receptor antagonist (anakinra) had been developed to treat patients with rheumatoid arthritis
(RA) but had shown limited clinical efficacy [reviewed in (4)]. We thus treated two SoJIA
patients who were refractory to all conventional therapies and observed remarkable clinical
and hematological responses. Fever and rash disappeared within 48 hr. Laboratory parameters
of inflammation soon followed and, most importantly, refractory arthritis responded within a
few weeks to anakinra treatment. Seven additional patients were similarly treated and 5/7
quickly went into complete remission (19) (Figure 6). Since then, 30 patients have been treated
in our clinic with 72% of them having attained full and long-lasting remission (our own
unpublished data). The efficacy of anakinra to treat SoJIA patients has been recently confirmed
inarandomized clinical trial (Quartier et al, submitted). Rapid and sustained responses to IL1B
blockade have also been described in patients with refractory adult-onset Still's disease (128),
which is the adult equivalent of SoJIA. These patients display a blood microarray signature
almost identical to that of SoJIA patients (our own unpublished data).

The origin of dysregulated IL1B production in SoJIA remains unknown. A common infectious
or inflammatory trigger could lead to an excessive production of IL1 in patients with underlying
mutations in genes controlling the regulation of this cytokine. In favor of this hypothesis, non-
specific activation of PBMCs from a group of SoJIA patients in vitro results in excessive IL1B
secretion (19). Since IL1B can upregulate its own transcription, IL1B itself could also be
responsible for the serum effects described above. This cytokine, however, is difficult to detect
in the serum because it binds to large proteins such as b-2-macroglobulin, complement, and
the soluble type I1 IL1 receptor [reviewed in (129)]. Alternatively, some members of the S100A
family (S100A8 and S100A9) have been described elevated in SoJIA serum and postulated to
induce IL1B secretion (130,131).

Thus, simple experiments performed with active patient sera helped focus our attention on the
IL1 pathway. This pathway had been obscured by the many transcriptional alterations found
in the blood of patients.

Other Rheumatic Diseases

Sjogren's Syndrome (SS)—SS is an autoimmune disease characterized by lymphocytic
infiltration and progressive functional disruption of lacrimal and salivary glands.
Extraglandular manifestations, however, are also common. The production of autoantibodies
is a prominent feature, as antinuclear antibodies are found in about 80% of patients, and anti-
SSA/Ro and anti-SSB/La autoantibodies in 65% and 40% respectively. While the etiology of
Sjogren's syndrome is unknown, a genetic predisposition has long been recognized. Indeed,
the major polymorphisms in Type | IFN-related genes (IRF5 and STAT4) found associated
with SLE are also associated with primary SS patients (132,133). Transcriptome analyses
performed on blood (35), salivary gland tissue (134) and even saliva (135) of patients have
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also revealed an upregulation of IFN-inducible genes remarkably similar to those described in
SLE.

Inflammatory Myopathies—Box 4

Gene expression profiling of muscle and skin from patients with inflammatory myopathies
have revealed unexpected signatures and led to the identification of previously unrecognized
cell types and signaling pathways in involved tissues. The vast majority of upregulated
transcripts in samples from dermatomyositis (DM) and polymyositis (PM) patients are type |
interferon inducible [reviewed in (136)]. Indeed, pDCs account for most of the CD4+ cells
present in DM muscle (41). These cells, which had been previously interpreted as T-helper
cells (137), are also present in DM skin (138). Juvenile DM (JDM), the most common pediatric
inflammatory myopathy, is strongly associated with HLA class Il region genes (139). A type
| interferon signature is also found in JDM muscle biopsies (140). Microarray analyses of PM
and Inclusion Body Myositis (IBM) muscle revealed an overexpression of immunoglobulin
gene transcripts. Consequently, abundant CD20-CD138+ plasma cells were identified by
immunohistochemistry as the source of this signature (41).

Blood samples from JDM, DM and PM patients reflect the main signatures found in muscle
with a distinct overexpression of type | IFN-inducible genes. Accordingly, clinical
improvement during immunosuppressive treatment is generally associated with the
disappearance of this signature (42,141). Thus, microarray analyses have revealed new
molecular and cellular alterations in inflammatory myopathies. These might enable the
identification of novel therapeutic targets and open the door for biomarker development in
these diseases. The prominent IFN signature in DM and PM patients advocates for the
conduction of clinical trials with type | IFN antagonists.

Psoriasis and Psoriatic Arthritis (PsA)—Psoriasis vulgaris is a chronic inflammatory
condition characterized by hyperproliferation of keratinocytes, dermal infiltration of activated
CD4* T cells, and lesional production of pro-inflammatory cytokines (142). The disease has
a strong genetic component and inflammatory arthritis develops in as many as 30% of patients.
Microarray studies revealed signatures corresponding to cytokines and chemokines within
involved skin, and markers of dendritic cell (DC) activation in uninvolved skin. Several
members of the IL-1 cytokine family as well as IFN-inducible genes were upregulated in
psoriatic lesions of patients (143-146).

PBMC gene expression profiling of PSA patients identified a signature that differentiated these
patients from healthy individuals and RA patients. Downregulated transcripts clustered to
certain chromosomal regions, including those containing the psoriasis susceptibility loci
PSORS1 and PSORS2. Genes involved in downregulation or suppression of innate and
acquired immune responses were most downregulated, possibly explaining the pro-
inflammatory responses associated with this disease. One gene, nucleoporin 62 kDa, could
correctly classify all controls and 94.7% of the PsA patients. The combination of two genes,
MAP3K3 and CACNALS, correctly classified all RA and PsA patients (40). Larger studies are
necessary to confirm these tantalizing data. This is particularly relevant to PsA, as diagnosing
early and/or predicting who will develop this complication might lead to early therapeutic
interventions, thus preventing the development of erosive arthritis.

Rheumatoid Arthritis (RA)—RA is a systemic autoimmune disorder characterized by
chronic inflammation and destruction of bone and cartilage in diarthrodial joints. There is
clearly a need for improved clinical laboratory evaluation and classification of patients with
RA, as diagnosis is based on clinical observations and a combination of serological markers
(i.e. rheumatoid factor and anti-cyclic citrullinated peptide antibodies) which are not present
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in every patient [reviewed in (147)]. Furthermore, although effective treatments are now
available, their efficacy is not universal. Indeed, more that 1/3 of RA patients do not respond
to current biological agents, including TNF antagonists, and there are no available biomarkers
to predict response to therapy.

Gene expression profiling has been used to study both synovial tissues of affected joints and
peripheral blood. Initial studies comparing RA synovial tissue to osteoarthritis (OA) revealed
upregulation in RA of transcripts specific to antigen-presenting cells, T-, and B-cell genes
(148). STAT1-inducible genes were found upregulated in another study (149), suggesting the
involvement of the IFN pathway in the disease process of at least a subgroup of patients.
Synovial tissue microarrays have also been used to predict responsiveness to anti-TNF therapy
in a limited number of patients (150). Overall, patients with high level of tissue inflammation
were more likely to benefit from anti-TNF treatment.

The transcriptome analysis of RA PBMCs revealed a signature significantly correlated with
the percentage of circulating monocytes, in line with the known monocytosis and monocyte
activation often seen in RA patients (34). Other studies support the results described in synovial
tissue and reveal the presence of a type | IFN signature in a subgroup of patients (32). More
studies will be necessary to determine whether this information might help understand the
heterogeneity of this disease and better classify and/or predict treatment success in subsets of
RA patients.

Systemic Sclerosis (SSc)—SSc is a clinically heterogeneous disease characterized by
vascular dysfunction, tissue fibrosis and internal organ damage. Initial symptoms are difficult
to recognize and patients are often diagnosed late in the disease process, when irreversible
damage has occurred. Anti-nuclear antibodies are present in most patients. In a significant
number of them, however, these antibodies do not display specificities that help with the
diagnosis. There are no effective therapies for this disease (151).

Skin biopsies from patients with early diffuse SSc show nearly identical patterns of gene
expression at clinically affected and unaffected sites. Upregulation of genes from endothelial
cells, B lymphocytes, fibroblasts, cytotoxic T cells, macrophages and DCs have been described.
Identified gene pathways include those of TGFp, and a “cell proliferation signature” (152).
Patient PBMCs showed increased expression of a cluster of IFN-regulated genes (43,153),
including Siglec-1 (CD169, sialoadhesin), which was confirmed by finding increased Siglec-1
surface expression on CD14+ monocytes (44). Risk alleles in the IRF5 and STAT4 genes have
been reported in SSc patients (154). These observations indicate a potential role for type | IFN
and call for testing IFN antagonists in this disease.

Other Autoimmune Diseases

Multiple Sclerosis (MS)—MS is a chronic autoimmune disease characterized by
demyelination of the CNS white matter (155). Microarray studies in MS have focused on
identifying gene expression differences in CNS lesions of patients to assess pathogenesis, and
in blood to assess response to treatment. Genes showing differential expression in MS lesions
include genes involved in immunological and inflammatory pathways, stress-response and
antioxidant processes, as well as metabolic and central nervous system markers (156,157). Of
particular interest are a number of genes localized to susceptible loci previously shown to be
in linkage with MS (158). Transcriptome analyses of purified blood T cells from MS patients
showed altered expression of genes involved in apoptosis (159). Overall, due to the
heterogeneity of the samples and the small scale of these expression studies, it is still difficult
to define which of the identified gene pathways are directly associated to the pathogenesis of
this disease.
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As IFNB represents an effective therapy in MS, attempts have been made to identify predictors
of response to therapy using blood transcriptome analyses. As expected, IFN-regulated
transcripts could be identified in treated patients (160-162). Larger studies will be necessary
to establish definitive gene expression profiles that will be predictive of disease onset, flare,
or response to therapy.

Diabetes—Following the identification of a major signature in SLE, we wondered whether
an organ-specific autoimmune disease such as diabetes would be associated to alterations in
the blood transcriptome. We even hypothesized that these patients might display a type | IFN
signature because of previous reports of elevated IFNa in pancreatic tissue from patients
(163). Thus, expression profiles of PBMCs from children with newly diagnosed Type | diabetes
(T1D) were compared to those from healthy controls, and 1 and 4 month follow-up samples
were obtained from a subgroup of patients. PBMCs from children with new onset Type 2
diabetes (T2D) were also analyzed (36). These studies identified changes in expression of
IL1B, early growth response gene 3, and prostaglandin-endoperoxide synthase 2, which
resolved within 4 months of insulin therapy in both T1D and T2D. IL1B was highly
overexpressed in both diseases, suggesting that they likely share a final common pathway for
beta-cell dysfunction that includes secretion of IL1B, which exacerbates existing beta-cell
dysfunction and causes further hyperglycemia.

The presence of proinflammatory factors in serum of T1D patients has also been investigated
using the genomic strategy of “reverse proteomics” described above for SoJIA patients
(Hessner, 2008, JI). Thus, sera from recent onset diabetes patients, long-standing diabetes
patients, “at risk” siblings of diabetes patients, and healthy controls were tested for the
induction of gene expression patterns in unrelated, healthy PBMC (20). All recent onset sera
induced an expression signature that included IL-1 cytokine family members and chemokines
involved in monocyte/macrophage and neutrophil chemotaxis. This molecular signature was
not induced with the sera of healthy controls or long standing diabetes patients. Furthermore,
longitudinal analyses of “at risk” siblings before and after onset support the hypothesis that the
signature emerges years before onset.

Overall, these results identify IL1B as a target for disease-modifying therapy of diabetes.
Indeed, clinical trials using IL1 antagonists have already proven some efficacy in adults with
T2D (164,165) and are underway for patients with T1D. Additionally, these studies support
that proinflammatory serum markers may be used as inclusion criteria or endpoint measures
in clinical trials aimed at preventing TLDM.

Blood Microarrays and Biomarker Discovery

In addition to the identification of disease signatures that may yield critical insight regarding
underlying immune dysfunctions and identify potential therapeutic targets in autoimmune
diseases, blood transcriptional studies have been used to identify biomarkers for diagnosis,
monitoring of disease activity and prediction of clinical outcomes. We have applied this
approach to SoJIA and SLE because there are no available diagnostic tests or disease activity
measures (SoJIA) or because current measures are too burdensome to apply in the clinical
setting (SLE). In order to select specific biomarkers, we had to devise in both cases novel
analysis strategies.

Analysis of Significance Patterns

The diagnosis of SoJIA takes weeks to months, as it is based on clinical criteria which lack
specificity (166). Indeed, initial symptoms mimic infections or malignancies and it is only
when arthritis appears that the disease can be recognized. We surmised that the blood
transcriptome of these children could be a source of diagnostic biomarkers. The profiles that

Annu Rev Immunol. Author manuscript; available in PMC 2011 April 23.



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

1duasnuey Joyiny vd-HIN

Pascual et al.

Page 11

differentiate SoJIA patients from healthy controls, however, were highly similar to those of
children with febrile infectious diseases of both bacterial and viral origin (25). Because SoJIA
can present at any age during childhood, matching the control groups for this disease and for
infections that predominate at earlier or later times during childhood was however a challenge.
Thus, we devised a custom meta-analysis strategy for biomarker selection relying on the
analysis of patterns of significance (Box 5) (167). This approach can be used to compare
diseases across multiple datasets, each being analyzed in relation to its own set of healthy
controls. First, statistical comparisons were performed between each group of patients (SoJIA,
S. aureus, S. pneumoniae, E. coli, influenza A, and SLE) and their respective control groups
composed of age- and gender-matched healthy donors. The P-values obtained from each
comparison were then subjected to selection criteria. This permitted us to identify genes
significantly changed in SoJIA patients versus their control group, and not in any of the other
disease versus their own control groups. The SoJIA-specific signature that we obtained using
this algorithm was composed of 88 transcripts (Figure 7). Treatment with IL1 antagonists was
able to extinguish this signature in the majority of patients. Using a more stringent analysis,
12/88 transcripts seemed to be enough to correctly classify an independent group of patients
during the systemic phase of the disease against healthy and febrile disease controls. These 12
genes were not dysregulated however in SoJIA patients who had resolved the systemic phase
and were left with chronic arthritis, suggesting that they are specifically dysregulated in the
initial phase of the disease, probably the time of greatest sensitivity to IL1 blockade. The
specificity of 7/12 genes has been recently validated in an independent study of PBMC
transcriptional profiles including different types of JIA patients (28). The same type of analysis
has allowed us to identify blood disease-specific transcriptional markers differentiating SLE
patients from patients with diseases that also display a Type I IFN signature such as Influenza
infection (167).

Modular Analysis Framework for Blood Genomic Studies

The exploitation of large-scale data can be hindered by our limited ability to separate signal
from noise and to grasp the overall biological significance of the results. Numerous approaches
have been developed (168-171), including our modular analysis framework (172) that reduces
the dimension of blood transcriptional data in order: a) to facilitate functional interpretation;
b) enable comparative analyses across multiple datasets and diseases; ¢) minimize noise and
improve robustness of biomarker signatures; and d) derive multivariate metrics that can be
used at the bedside. The steps involved in the development of this framework are depicted in
Box 6.

Once the framework has been established, transcriptional changes can then be mapped for
individual diseases on a modular basis (Figure 8). Briefly, differences in expression levels
between study groups are displayed on a grid. Each position on the grid is assigned to a given
module; a red spot indicates an increase and a blue spot a decrease in transcript abundance.
The spot intensity is determined by the proportion of transcripts reaching significance for a
given module. A posteriori, biological interpretation has linked several modules to immune
cells or pathways as indicated by a color code on the figure legend (Figure 8).

We have explored the use of transcriptional modules as a basis for biomarker discovery in SLE
(172), a disease that presents with a wide range of clinical and laboratory abnormalities.
Obijectively assessing disease activity across patients or longitudinally in individual patients
can therefore be challenging. At least 6 composite measures of SLE global disease activity
have been developed and have been used to assess disease progression during clinical trials
(173). These measures, however, rely on many clinical and laboratory findings and are
cumbersome to obtain. Additionally, given the heterogeneous nature of the clinical disease,
not all SLE manifestations are computed within these measures, making the overall assessment
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of the patient sometimes difficult. The SLEDAI (174), one of the simplest measures, considers
24 different attributes that need to be obtained at every clinic visit. Thus, establishment of a
simple and objective disease activity index would be beneficial. We engaged to assess whether
such activity index could be generated from blood leukocyte microarray transcriptional data
applying the modular interpretation described above. The idea was that this approach would
permit us of focus on biologically relevant transcripts while reducing the dimension of
microarray data from over 44,000 variables to about 5000 distributed in 28 modules.
Comparisons carried out on a module-by-module basis identified 11 sub-modules with a
minimum of 15% of transcripts over- or under-expressed compared to healthy children. We
next transformed the expression values of the transcripts within these modules into 11
composite values (or expression vectors) and summarized the results as one single multivariate
score. These multivariate transcriptional scores were correlated to clinical disease activity
indices in both cross-sectional and longitudinal sets of samples. Indeed, upon longitudinal
follow up of patients, severity of disease was in some cases more accurately assessed, and even
predicted, by the transcriptional score than by the SLEDAI. A striking example is represented
in Figure 9, which displays the discordance between a very low SLEDAI, suggestive of low
disease activity, and a high transcriptional score in a 7 year old patient with SLE (SLE 78).
This patient was subsequently diagnosed with severe pulmonary hypertension, an uncommon
but serious complication of SLE that is not recorded within the classic SLEDAI. Although this
approach needs to be validated in large multi-centric studies, it might prove useful for the
discovery of diagnostic/prognostic markers and the monitoring of disease progression and
response to treatment in other diseases.

Challenges in Transcriptome-Based Biomarker Discovery

To date, few diseases besides cancer have received the level of attention required to provide
robust assays that could be used in clinical practice. Most published data on autoimmune
diseases, including our own, have resulted from proof of principle studies that need to be
validated. Inter-individual variability, whether driven by genetic or environmental factors, and
inherent disease heterogeneity require these studies to be performed on large datasets and in
multiple centers. Indeed, progress in this complex field is more likely to be achieved through
concerted, focused consortium-type efforts.

Disease heterogeneity is an important initial limiting step in autoimmune disease biomarker
discovery. Thus, patient clinical characteristics and disease stages should be taken into account
and carefully recorded at the time of selecting the samples to study. The importance of
implementation of common methods and standards for the collection of this type of
information, samples and measurements cannot be stressed enough (175,176).

Drug treatments and co-morbidities may impact blood transcriptional signatures and those
variables cannot always be isolated, as patients cannot be taken off treatments. These factors
also pose significant challenges in terms of study design and downstream data analysis. We
have found that including samples from recently diagnosed and untreated patients is useful
when selecting biomarkers related to disease pathogenesis. Selective inclusion criteria can be
subsequently relaxed to broaden the scope and potential clinical impact of a study. Working
with pediatric populations is attractive because it is easier to accrue patients in the initial phases
of disease and because significantly less co-morbidities and modalities of treatments will be
encountered.

Sample collection / Logistics

High quality RNA can be easily isolated from PBMCs. However, cell isolation procedures
represent a well-documented source of variability (176,177). As a result, most transcriptional
studies are now carried out using whole blood. Indeed it has become possible to preserve intact
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RNA from small volumes of blood collected in tubes under vacuum that can be stored frozen
for extended periods of time without the need for further processing (178,179). A drawback
of using whole blood as a source of RNA is its high content in globin transcripts. Although
globin reduction techniques increase sensitivity and data reproducibility (178-180), there is
some controversy regarding whether globin removal may interfere with biomarker discovery
(179,181).

The sensitivity of microarray-based technologies is relatively low when compared to real-time
PCR. Furthermore, itis important to keep in mind that the measurement of transcript abundance
using microarrays is relative rather than absolute. As a result, data may not be directly compared
due to systematic variations introduced for instance between manufacturing, sample, or array
processing batches. This fact has implications for data reproducibility as well.

Reproducibility

Standardization efforts have been found to improve comparability, but the reproducibility of
microarray data remains a legitimate concern (182-184). Indeed no standards have been
adopted by the community and, given the need to keep up with the rapid technology
developments that characterize this field, they would be difficult to implement. It is likely, for
instance, that microarray technologies will be superseded in the near future by more robust
digital expression technologies (discussed below), therefore obviating efforts to standardize
microarray-based transcriptome analyses.

Interpretation

The factors affecting data reproducibility across microarray platforms and laboratories can also
impact the quality or interpretability of a dataset. It is important to avoid confounding the
analysis with technical variables. For example, reuse of pre-existing data for direct group
comparison should be avoided. Samples should be run if possible in one single batch. If this
is not possible, case and control samples should be randomized across the different runs.
Overall, the availability of cost-effective commercial platforms has reduced the number of
formats used for analysis and contributes to enhance data quality and reproducibility when
compared to early cDNA arrays. Meta-analysis of data obtained using different platforms and
from different laboratories is possible, but one must proceed with caution. A common strategy
consists in the use of a control group that is common to all datasets under study (e.g. non
stimulated or healthy controls) (167,185,186).

Finally, when interpreting results from blood transcriptome analyses it is important to consider
that changes in transcript abundance might reflect two phenomena: 1) transcriptional
regulation; 2) relative changes in cell composition (Figure 1). The later can also provide reliable
and valid clinical correlate/biomarker signatures, as shown in patients with SLE who display
plasma cell precursor and/or immature neutrophils signatures (21). The analysis of purified
cell subpopulations might represent a useful way to identify low frequency biomarkers.
Subpopulation frequencies (i.e. shifts in naive, memory and/or effector populations of T and/
or B cells) may still be responsible however for transcriptional differences between patients
and controls. Cell purification techniques might also be a source of biased results. Positive
selection might for example alter the steady state transcriptome by delivering signals through
surface receptors, while enrichment purification methods tend to be more prone to
contamination with other cell types.
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Data analysis primer

While data acquisition brings its own set of challenges, data analysis might represent the main
bottleneck for blood transcriptional studies. It is beyond the scope of this article to review in
detail microarray data analysis methods, but generalizations are provided for the main analysis
steps (see Box 7).

New analytical techniques, including network and global analytical tools, are being devised to
facilitate the interpretation of genomics data in the real context of interactive networks where
all molecular players influence each other (187). Many computational tools are also being
created to help interpreting this type of complex data (188). A detailed account of this topic is
beyond the scope of this review.

The Future of Blood Genomics

Microarray technologies are limited by several factors, such as hybridization noise
(background signal, non-specific binding) and lack of sensitivity for transcripts expressed at
very low or very high levels (dynamic range). Additional limitations derive from the fact that
they rely on existing sequence knowledge based on the human genome and lack the capacity
to quantify alternative messages, such as splice variants of a given gene. When considering
human studies with potential clinical applications, perhaps the main limitation, however, is
that direct comparability of data across batches and platforms is sometimes impossible.

Real-time PCR technology is currently considered the gold standard for measurement of gene
expression in clinical settings. However, it can be used to measure transcript abundance for
only asmall number of genes. Thus the interest for other technologies such as the one developed
by Nanostring, which detects transcripts abundance for up to 500 transcripts with high
sensitivity (189). The approach is “digital” since it consists of counting individual RNA
molecules, and therefore there is no need for “normalization” to a healthy control population.
But a distinct advantage of this technology, which like microarrays is hybridization-based, is
that sample preparation needs are reduced to a minimum — for instance none of the steps
involving enzymatic reactions. Also, given its high sensitivity, fast turnaround time, sample
throughput and intermediate multiplexing ability this approach seems particularly promising
for bedside applications.

The important limitations of current microarray-based technologies might also be lifted by
methods relying on high-throughput sequencing for genome-wide measurement of RNA
abundance (190). RNA-seq (RNA sequencing) (191) starts with a population of RNA (total or
fractionated, such as poly(A)+) that is converted to a library of cDNA fragments with adaptors
attached to one or both ends. Each molecule, with or without amplification, is then sequenced
in a high-throughput manner to obtain short sequences from one end (single-end sequencing)
or both ends (pair-end sequencing). The reads are typically 30-400 bp, depending on the DNA-
sequencing technology used. Thus, this approach does not rely on probe design and is uses
instead tag-based sequencing. The obtained sequences are then uniquely mapped against a
reference genome, which basically eliminates background signals. A detailed genome-wide
transcription map for a given sample can thus be obtained by sequencing several tens of millions
of tags. From this map it is possible to obtain several types of information, including not only
transcript abundance but also transcriptome structure (splice variants), non-coding RNA
species such as miRNA, and genetic polymorphisms. Because it uses high throughput
sequencer, with offering from companies such as Applied Biosystems, Helicos Biosciences,
Illumina or Roche/454, RNA-seq is also cost-effective and is expected to supersede microarray
technologies. Another advantage of RNA-Seq compared to DNA microarrays is that RNA-Seq
does not have an upper limit for quantification, and therefore it can measure a large dynamic
range of expression levels. The data generated should also be reproducible across different
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platforms. The use of RNA-seq has not reached the mainstream, with most publications in the
field reporting results for a small number of samples and limited for the most part to model
organisms. Indeed, challenges ahead are multiple, including sample preparation (laborious,
and potentially a source of bias), storage of massive amounts of data and sequence alignment.
The powerful advantage of measuring transcriptome dynamics across different tissues or
conditions without sophisticated normalization of data sets confers however this technology
with a tremendous advantage for understanding transcriptomic dynamics in health and disease
(8) (Table ).

Transcriptome analyses have recently started to be combined with genome-wide association
studies to identify networks of genes involved in disease pathogenesis. The abundance of a
gene transcript can in fact be directly modified by polymorphisms in regulatory elements.
Consequently, expression levels of most genes have been found to have statistically significant
heritability, and transcript abundance might therefore be considered as a quantitative trait.
These have been named expression QTLs (eQTLs) [reviewed in (18)]. By combining genome-
wide assays of gene expression and genetic variation, the genetic factors responsible for
individual differences in quantitative levels of expression can be mapped. This information
could provide significant insight into the biological basis for disease associations identified
through GWA studies.

In addition to DNA sequence variants, gene transcription is also modulated by epigenetic
modifications [reviewed in (192)]. Post-translational modifications of histones, for example,
modulate DNA accessibility and chromatin stability to provide an enormous variety of
alternative interaction surfaces for trans-acting factors [reviewed in Ref. (18)]. Epigenetic
studies will undoubtedly complement transcriptome studies by providing additional clues to
understand gene expression alterations in disease.

We therefore expect that rapid technology developments currently occurring in the genomic
field, including genetic, epigenetic and proteomic studies, will directly impact transcriptome
research. Keeping up with these advances will be a challenge for the teams currently engaged
in this line of work. Especially, it increases the demands on already strained bioinformatics
resources. At the same time, these recent developments hold tremendous promise for
understanding and better treating autoimmunity and beyond.

Conclusion

Basic immunologists have made great progresses in the past 80 years in understanding the
cellular and molecular components of the immune system. The 00's have started to see
translation of this knowledge into the human, but, as stated by Mark Davis, you can go to the
most prestigious medical center in the world and ask “How is my immune system?”’, and, after
a short period of eye rolling and looks of amused incomprehension, you might, if they don't
throw you out, be offered a white blood cell count...(1). We contend that the quantitative
analysis of the transcriptome, together with other approaches such as polychromatic flow
cytometry and advanced proteomics, will provide physicians with a comprehensive picture of
their patient immune system. The successful identification of pathogenic pathways and
therapeutic targets in some human autoimmune diseases through the use of this technology
supports that it could be applied to other types of diseases. Furthermore, blood transcriptome
studies will facilitate the development of diagnostic biomarkers and personalized treatment
options, thus leading to more efficient and cost/effective therapies. Eventually, this added
knowledge will transform the practice of Medicine into a true Health Care System focusing on
monitoring health and preventing disease, rather that the “Sick Care System” that we have
today.
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Summary Points

» Blood transcriptome analyses can be performed using cost-effective,
commercially available DNA microarrays.

» Blood transcriptome analyses in health and disease reflect not only transcriptional
changes but also cell composition, including altered balances of leukocyte subsets
normally present in the blood as well as presence of unusual cell types such as
plasma cell precursors, immature neutrophils, etc.

» Blood transcriptome analyses reveal cytokine signatures reflecting activation of
molecular pathways that can be targeted in patients with autoimmune diseases.

» Blood transcriptome analyses reveal cytokine signatures shared among different
autoimmune diseases.

»  Signatures identified through blood transcriptome analyses can help genetic
studies pinpoint autoimmune disease-specific susceptibility loci.

» Blood transcriptome analyses reveal disease-specific alterations that might be used
to develop diagnostic biomarkers.

» Blood transcriptome analyses enable the measurement of disease activity and
might permit clinicians to assess treatment efficacy in patients with autoimmune
diseases.

Future Issues
* Novel bioinformatics tools and data analyses remain limiting steps.

» DNA microarrays allow a genome-wide assessment of gene expression, but they
have limited sensitivity, are relatively slow and not fully quantitative.

» Improved data mining tools and expanded data sets will facilitate the identification
of both novel therapeutic targets and predictors of autoimmune diseases outcomes.

» Biomarkers identified through blood transcriptome studies need to be fully
validated in large multi-centric trials.

e The mechanisms leading to the expression of disease-specific genomic signatures
need to be understood. Information generated through transcriptome analyses must
be integrated with genome-wide genetic association and epigenetic studies. Such
assimilation will allow the determination of whether or not variation in gene
expression underlies susceptibility to complex autoimmune diseases.

» Autoimmune disease-specific genomic signatures will be used as diagnostic tests
using rapid and quantitative methods such as real-time PCR or Nanostring.

» Blood genomic analyses will become routine assays to assess health status and, as
such, represent an essential component of personalized medicine.

Box 1

Systemic Lupus Erythematosus (SLE) occurs in 17-48/100,000 people. There is a spectrum
of human lupus ranging from solely skin involvement to systemic disease, which is

characterized by a relapsing and remitting course with flares of high morbidity. SLE patients
are predominantly women who present with chronic non-specific symptoms such as fever,
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weight loss and fatigue often associated to lymphadenopathy and especially lymphopenia.
Some patients may present with severe acute illness characterized by seizures, psychosis,
renal failure, profound anemia, pulmonary hemorrhage, or sepsis. Confirming the diagnosis
of SLE requires the fulfillment of 4 out of 11 criteria, one of those being the presence of
anti-nuclear antibodies (ANA), which are detected in >95% of patients. Loss of tolerance
to nuclear antigens focuses on chromatin components (such as dsDNA, histones, and
nucleosomes) and U-rich ribonucleoproteins (such as RNP and Sm), which are Toll-like
receptor 9 (TLR9) and TLR7 ligands, respectively [reviewed in (193)]. Antibodies against
phospholipids (complexed to p2-glycoprotein) exposed on the surface of dying cells are
also frequently detected in SLE patients and correlate with the development of
thromboembolic complications. Autoantibodies directed to cell surface molecules,
especially those expressed on cells of hemopoietic origin, cause hemolytic anemia,
neutropenia and thrombocytopenia. Antibodies against antigens expressed in target organs
like the kidney (glomerular extracts) are also found in patients with severe kidney disease.
In addition to the direct damage caused by cellular and/or tissue antigen-antibody
interactions, many lupus symptoms result from indirect damage through the deposition of
IC on tissues (i.e., nephritis, arthritis, and vasculitis).

Box 2

Different genetic alterations may lead to type | IFN overproduction in human SLE. The
increased bioavailability of type | IFN contributes to peripheral tolerance breakdown
through the activation of immature myeloid DCs. While immature DCs contribute to
peripheral tolerance through their effects on autoreactive T cells that escape negative
selection in the thymus, IFN-matured DCs activate autoreactive T cells. These cells,
together with pDCs, help expand autoreactive B cells. IFN-matured DCs also activate
cytotoxic CD8+ T cells, possibly increasing the apoptotic cell load. The capture of apoptotic
cells by mDCs and of nucleic acid-containing immune complexes by pDCs and B cells
amplifies the autoimmune reaction by increasing the antigenic load, type I IFN production
and B cell activation respectively. Endogenous proteins such as HMGB1 (194) and LL37
(195))(196) have been recently shown to alter the conformation and/or trafficking and
subsequently increase the interferogenic capacity of immune complex-bound endogenous
DNA and RNA.

Box 3

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
characterized by the development of chronic peripheral arthritis starting in the first 16 years
of life. 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. This disease is
unique in terms of clinical manifestations, prognosis and lack of response to conventional
therapies. High spiking fever, a salmon-color rash that follows the fever spikes, anemia,
leukocytosis and elevated erythrocyte sedimentation rate (ESR) are the main initial features
of the disease, sometimes lasting several months before the diagnosis can be established at
the time arthritis appears. Most SoJIA patients lack classical autoantibodies. As the
symptoms are non specific and found in other diseases such as infections and malignancies,
patients undergo a series of very costly diagnostic tests and prolonged hospitalizations. The
systemic manifestations may last from weeks to months, and eventually subside, to be
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followed by chronic arthritis. About 50% of patients will present oligoarticular involvement
and will recover. The other half will evolve into a polyarticular pattern. Almost half of the
children with SoJIA will have active arthritis 10 years after diagnosis is made. These patients
display an increased risk of developing hemophagocytic syndrome, also known as
macrophage activation syndrome (MAS), a disorder associated with serious morbidity and/
or death.

Box 4

The inflammatory myopathies include dermatomyositis (DM), polymyositis (PM) and
inclusion body myositis (IBM). DM muscle pathology is quite distinct, with perivascular
inflammatory cells and abnormal capillaries and perimysial perifascicular myofibers. Both
PM and IBM have larger infiltrates of inflammatory cells into muscle that surround,
displace, and even invade the myofibers. DM and PM are treated with corticosteroids and
non specific immunosuppressive drugs. IBM is refractory to these therapies. A challenge
common to these diseases is the lack of simple and specific tests, other than muscle biopsy
and magnetic resonance imaging, for the diagnosis and disease activity assessment of
patients.

Box 5
Analysis of Significance Patterns (25,167)

The strategy is based on the comparison of P-values obtained by generating gene expression
data from well defined groups of patients and their corresponding healthy controls, which
are well matched for age, sex, ethnicity etc. Genes significantly changed (P < .01) in the
“study group” are divided in two sets: overexpressed versus control and underexpressed
versus control. P-Values of the genes forming the overexpressed set are obtained for the
“reference groups”. P-Values of the reference groups are set to 1 when genes are
underexpressed. The same procedure is used in the set of genes underexpressed in the study
group, only this time P-values of the reference group are set to 1 when genes are
overexpressed. P-Value data are then processed to perform hierarchical clustering and
groups of genes based on significance patterns.

Box 6
Module-based analysis of gene expression(172)

Transcriptionally co-regulated transcripts emerging from the blood profiles of patients with
8 different diseases were identified using a clustering algorithm. Once patterns were
identified for each disease, the cluster membership of individual transcripts was compared
across all other diseases. A module is formed of transcripts found to always belong to the
same clusters across all diseases (8 out of 8 in our example). The stringency of this
requirement was progressively relaxed during the subsequent rounds of selection so that
modules are formed when transcripts fall in the same clusters in any combination of 7 (round
2) or combination of 6 diseases (round 3). This stepwise reduction of the stringency of
filtering criteria accounts for the fact that transcripts may not be “turned on” in all diseases.
Indeed, modules linked to interferon or inflammation (M3.1 and M3.2) were for instance
not formed until the third round of selection. As should be expected of transcriptional
modules, literature profiling of genes forming each one of them revealed significant
functional convergence, with half of the modules associated with clearly identifiable
functional themes (Figure 8). By including profiles from a wide range of diseases, we
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identified a “universal” set of modules that could be used as a stable framework for
subsequent analysis of any PBMC dataset.

Box 7
Analysis Primer
Per-Chip Normalization

This step allows controlling array-wide variations in intensity across multiple samples that
form a given dataset. After background subtraction, a normalization algorithm is used to
rescale the difference in overall intensity to a fixed intensity level for all samples across
multiple arrays.

Data filtering

Typically more than half of the probes present on a microarray do not detect a signal for
any of the samples in a given analysis. Thus, a detection filter is applied to remove such
probes. This step avoids the introduction of unnecessary noise in downstream analyses.

Unsupervised analysis

The aim of this step is to group samples on the basis of their molecular profiles without a
priori knowledge of their phenotypic classification. The first step consists of selecting
transcripts that are expressed in the dataset (detection filter), and display some degree of
variability (which will facilitate sample clustering). For instance, this filter could select
transcripts with expression levels that deviate by at least 2-fold from the median intensity
calculated across all samples. It is important though to apply this filter independently of any
knowledge of sample grouping or phenotype (which makes this type of analysis
“unsupervised”). Next, a pattern discovery algorithm is applied to identify molecular
phenotypes or trends in the data.

Clustering

Clustering is commonly used for the discovery of expression patterns in large datasets.
Hierarchical clustering is an iterative agglomerative clustering method that can be used to
produce gene trees and condition trees. Condition tree clustering groups samples based on
the similarity of their expression profiles across a specified gene list. Other commonly
employed clustering algorithms include k-means clustering and self-organizing maps.

Class Comparison

Class comparison analyses identify genes differentially expressed among groups and/or
time points. The methods for analysis are chosen based on the study design. For studies
with independent observations and two or more groups, t-tests, ANOVA, Mann-Whitney
U tests, or Kruskal-Wallis tests are used. For more complex studies (e.g. longitudinal)
appropriate linear mixed model analyses are chosen.

Multiple Testing Correction

Multiple testing correction (MTC) methods provide a means to mitigate the level of noise
in sets of transcripts identified by class comparison (in order to lower permissiveness to
false positives). While it reduces noise, MTC promotes higher false negative rate as a result
of dampening the signal (). The methods available are characterized by varying degrees of
stringency, and therefore they produce gene lists with different levels of robustness.

*  Benjamini and Hochberg false discovery rate is the least stringent MTC applied
and provides a good balance between discovery of statistically significant genes
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while limiting false positives. By using this procedure with an alpha of 0.01, 1%
of the statistically significant transcripts might be identified as significant by
chance alone (false positives).

»  Bonferroni correction is the most stringent method used and can drastically reduce
false positive rates. Conversely, it increases the probability of having false
negatives.

Class Prediction

Class prediction analyses assess the classification capability of gene expression data for a
study subject or sample. K-nearest neighbors is a commonly used technique for this task.
Using Euclidian distance, this method identifies the user defined *“k” number of closest
observations for an unclassified sample. Class prediction is then determined by the lowest
p-value, which is calculated for each group. The p-values are based on the likelihood of
obtaining the observed number of neighbors for a specific class given the overall class
proportion in the data set. Other available class prediction procedures include, but are not
limited to, Discriminant Analysis, General Linear Model Selection, Logistic Regression,
Distance Scoring, Partial Least Squares, Partition Trees, and Radial Basis Machine
(refs???).

Sample Size

The number of samples necessary for the identification of a robust signature is variable.
Indeed, sample size requirements will depend on the amplitude of the difference between
and the variability within study groups.

A number of approaches have been devised for the calculation of sample size for microarray
experiments, but to date little consensus exists. Hence, best practices in the field consist in
the utilization of independent sets of samples for the purpose of validating candidate
signatures. Thus, the robustness of the signature identified will rely on a statistically
significant association between the predicted and true phenotypic class in the first and the
second test sets.
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Figure 1.
The blood can be used as a source of transcriptional biomarkers to understand the pathogenesis,
diagnose, assess severity and find therapeutic targets for human autoimmune diseases.
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Figure 2. SLE signature

Hierarchical clustering of gene expression from blood leukocytes of 9 healthy children, 30 with
SLE and 12 with juvenile chronic arthritis. SLE patients were ranked according to their
SLEDAI at the 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 compared 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 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 3. 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 non-type | IFN-inducible transcripts
(lower panel) does not change significantly. Patient #5 did not display granulopoiesis signature
before high dose GC therapy. Original figure published in J. Exp. Med. 2003 Mar 17;197

(6):711-23
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Figure 4. A unified view of SLE pathogenesis

Left: HLA and non-HLA gene polymorphisms contribute to SLE susceptibility. Among them,
TLR/IFN signaling pathway-related genes have recently been described. Right: Both
environmental triggers (i.e. viral infections) and chromatin-containing immune complexes
might contribute to the unabated production of type | IFN by pDCs 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, which secrete autoantibodies. A direct effect
of IFN-alpha on endothelial cells could also contribute to premature atherosclerosis in SLE
patients.
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Figure 5. A non-type I IFN induced signature in SLE PBMCs (Granulopoiesis signature)

a) Genes are divided into three categories: enzymes and their inhibitors, bactericidal proteins
and others. Median expression and the number of patients who display more than 2-fold
increase (red) in gene expression. ** Significant after Bonferroni correction, * significant after
Benjamini and Hochberg correction. b) presence of granular cells in leukocytes that display
granulopoiesis — related RNA. Flow cytometry analysis (forward scatter vs. side scatter) of
Ficoll-separated mononuclear cells. The gated cells are immature neutrophils. ¢) Correlation
between the defensin alpha (DEF3) levels and the numbers of cells gated as shown in b.
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Figure 6. Gene expression profiling led to the identification of IL-1 b in the pathogenesis of SoJIA
(A) Incubation of healthy PBMCs with autologous sera (AS) or sera from four patients with
active SoJIA. (B) Transcriptional changes induced by SoJIA sera included the up-regulation
of IL1b and its receptors. (C) Treatment with daily injections of anakinra induced the resolution
of systemic symptoms (fever) and arthritis in 9/9 and 7/9 patients respectively (adapted from
Curr Opin Immunol. 2007 Dec;19(6):623-32).
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(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
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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 8. Modular fingerprints of human immune-mediated diseases

A. Expression levels of 4 groups of transcriptionally co-regulated genes in PBMCs of healthy
children and children with SLE are shown in the upper panel. Transcripts within modules 2.2
(neutrophil-related transcripts) and 3.1 (type | IFN-inducible transcripts) are upregulated while
2.4 (ribosomal protein-encoding transcripts) and 2.8 (T cell —related transcripts) are
downregulated in the majority of SLE patients. These differentially expressed modules and 7
additional ones are represented on a greed as red (over expressed) or blue (under expressed)
circles. The intensity of the colour reflects the percentage of transcripts within each module
that are significantly differentially expressed. Statistical comparisons between patient and
healthy control groups were performed independently on a module-by-module basis (Mann-
Whitney rank test, p<0.05). B. Modular analysis of PBMC differential gene expression in
patients with Melanoma, liver transplant under immunosuppression, and S. pneumoniae
infection. The colour code of modules containing transcripts with annotated function is
depicted in the lower right quadrant. (Adapted from Immunity. 2008 July 18; 29(1): 150—
164).
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Figure 9. Development of transcriptome-based SLE disease activity biomarkers

Starting from a full set of 28 modules, 11 modules for which a minimum proportion of
transcripts (>15%) are significantly changed (p<0.05) between the study groups (SLE and
healthy) are selected. Next, composite values for each sample are generated by calculating the
arithmetic average of normalized expression values across significantly over-expressed or
under-expressed genes selected from each module. Each resulting “transcriptional vector”
recapitulates the expression of a given module (or select set of genes within a module) in a
given patient. A spider graph connecting all the vector values in untreated (average in orange)
and treated (average in green) patients is shown. The values are normalized per-gene using the
median expression value of healthy and are represented on a logarithmic scale. A non-
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parametric method for analyzing multivariate ordinal data was then used to score the patients
based on 5/11 vectors that best correlated individually with SLE disease activity according to
the SLEDAI. The correlation achieved by this score was superior to that of its individual
components. Upon longitudinal follow-up of patients, parallel trends were observed between
transcriptional scores and SLEDAI longitudinal measures in a majority of patients. Disease
flaring and subsequent recovery was detected in one patient (SLE31) upon longitudinal follow
up using both SLEDAI and transcriptional score. Interestingly, however, the amplitude of
change observed in the case of the transcriptional U-score appears not only to be much greater
(0 to 40 vs. 6 to 10 for SLEDAI), but an increase could already be detected at the second time
point, 2 months before the worsening of the clinical condition of this patient was detected by
SLEDALI. One of the patients (SLE78) showing discrepancy between the SLEDAI (low) and
transcriptional score (high) was diagnosed during the follow-up period with a life-threatening
complication (pulmonary hypertension) which is not computed within the SLEDAI. Thus,
severity of disease was more accurately assessed by the transcriptional score.

Annu Rev Immunol. Author manuscript; available in PMC 2011 April 23.



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

1duasnue Joyiny vd-HIN

Pascual et al. Page 44
Table |
Microarrays RNA-seq PCR Nanostring
Principle Hybridization Sequencing Hybridization Hybridization
Necessitates Probe design Yes No Yes Yes
Sensitivity Low High High High
Amplification Yes Yes Yes No
Scale Genome-wide Genome-wide Low Intermediate
Detect Genetic Polymorphisms No Yes No No

Output

Spot intensity

Sequence Tag Counts

Cycles of Amplification

Molecule Counts
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