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Transcriptional profiling of
multiple sclerosis: towards

iImproved diagnosis and treatment
Raija LP Lindberg™ and Ludwig Kappos

The development of high-throughput techniques, for example cDNA and oligonucleotide
microarrays, for simultaneous analysis of the transcriptional expression of thousands of
genes, even the entire genome, has provided new possibilities to get better insights into
the pathogenesis of various diseases. This technology has also been applied to define
biomarkers and, most importantly, possible new candidate targets for novel treatments. In
multiple sclerosis, microarray studies have been performed on brain autopsy and biopsy
specimens and peripheral blood. The effects of current treatments for multiple sclerosis,
especially interferon-f and glatiramer acetate, on transcriptional profiles, have also been
investigated. We review the main findings revealed from these studies. The emerging
potential of microarray technology to define gene signatures, diagnostic and prognostic
markers for disease course, and treatment response in multiple sclerosis will be discussed.
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Multiple sclerosis (MS) is a complex disease, in
which  many pathophysiological ~processes
(e.g., inflammation,  demyelination,  axonal
damage and repair mechanisms) are involved
(FIGURE 1) [1,2]. There is a clinically variable
phenotypic expression of the disease and the
individual response to therapies. Current clini-
cal and paraclinical (magnetic resonance imag-
ing [MRI], CSF (cerebrospinal fluid) pleocyto-
sis and presence of oligoclonal bands, evoked
potentials [EPs]) diagnostic tools allow a reliable
diagnosis of MS [3.41. Initially, more than 80%
of patients express a relapsing—remitting form of
MS (RRMS), characterized by exacerbations of
partially or completely reversible neurological
deficits. The majority of RRMS patients
progress to a secondary progressive phase
(SPMS), which is characterized by steadily
increasing irreversible deficits and neuro-
degeneration with or without superimposed
relapses. In primary progressive MS (PPMS),
continuous progression without distinguishable
relapses occurs (FIGURE 2) [5,6].

Immune mechanisms are believed to play an
important role in the disease process. Focal

demyelinated plaques (the hallmark of MS) are

infiltrated by heterogeneous populations of

immune cells and soluble immune mediators,
including T cells, B cells, macrophages and
microglia, as well as cytokines, chemokines,
complement and other toxic agents. Demyeli-
nated axons are exposed to the inflammatory
mediators leading to axonal damage and neuro-
nal loss in the pathoanatomical substrate of irre-
versible functional impairment and disability (7).
Normal appearing white and gray matter are also
different in MS compared with healthy controls.

Interferon (IFN)-B and glatiramer acetate
(Cop-1) are the first drugs with proven beneficial
effect on RRMS; they decrease the formation of
plaques and the number of relapses by a third,
compared with untreated patients [8]. However,
the individual response is unpredictable and
ranges from excellent to at best ineffective. The
costs of these therapies are high, but we are cur-
rently unable to identify prospectively patients
who will fail to respond to one or another of
these drugs. Moreover, it seems that these drugs
have less or virtually no impact on the relapse of
unrelated, more diffuse tissue damage and result-
ing atrophy, and hence they are of limited value
in the prevention of long-term disability [9,10].
Conversely, there is an accumulating body of evi-
dence that the earlier therapeutic intervention is
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Figure 1. Pathogenetic mechanisms involved in the formation of multiple sclerosis lesions.
Demyelination may be induced by macrophages (M) and/or their toxic products (resulting in pattern 1), by
specific demyelinating antibodies and complement (C), resulting in pattern 1), by degenerative changes in
distal processes, in particular those of periaxonal oligodendrocytes (distal oligodendrogliopathy), followed
by apoptosis (resulting in pattern IIl) or by a primary degeneration of oligodendrocytes followed by myelin
destruction (resulting in pattern IV). GC: Galactocerebroside; Th: T helper; TNF: Tumor necrosis factor;
MOG: Myelin oligodendrocyte glycoprotein; NO: Nitric oxide; ROI: Reactive oxygen intermediate.

Adapted with permission from [2].

Pattern IV

oligodendroglia
degeneration:
metabolic defect

also been used for expression studies on MS
brain tissue, but the number of targets ana-
lyzed is limited, from a few targets [25] to
56 genes [26]. The heterogeneity of tissues
investigated (acute, active, silent lesion, nor-
mal appearing white matter [NAWM] and
motor cortex), platform used (cDNA or oli-
gonucleotide array [FIGURE 3] [27]), type of
MS disease course (RRMS, SPMS or
PPMS), and different statistical approaches
make the comparison between various stud-
ies difficult. However, these studies have
revealed a complex pattern of mostly
known genes involved in inflammation,
) immune response, transcriptional control
and neural homeostasis.

In the first large-scale transcriptional
analysis by Whitney and colleagues [15], an
acute active lesion of a PPMS patient was
compared with donor-matched NAWM.
Two different custom-made cDNA arrays
with 1400 and 5000 genes were used. A
total of 62 differentially expressed genes,

Primary

including upregulation of the tumor
necrosis factor (TNF)-a-receptor 2, inter-
feron regulatory factor-2 and chemokine
receptor were found, which suggests
altered inflammatory processes. The study
was extended 2 years later to 16 lesions
with various activities of one PPMS
patient and two of RRMS

patient [16]. The control white matter

lesions

samples were obtained from normal con-
trols. The main finding in the lesions was
a strong up-regulation of 5-lipoxygenase
(5-LO), a key enzyme in the biosynthetic
pathway of leukotrienes, which are impor-
tant inflammatory mediators. The pres-
ence of 5-LO mainly in macrophages was
confirmed by immunohistochemistry.
Through a broad screening approach, it
has been possible to identify ‘new players’
such as osteopontin (OPN) and af-crystal-

applied in clinically isolated syndrome (CIS) and RRMS, the
more favourable the outcome [11-13]. However, we are lacking
diagnostic and prognostic markers for the early course of MS.
During the last 7 years, high-throughput microarray technologies
have been applied in order to identify such markers. The use of
these tools has also revealed novel aspects of the pathogenesis of
the disease and revealed new therapeutic targets [14].

Expression profiling of multiple sclerosis brain tissue

Published large-scale transcriptional profiling studies on brain
autopsy and biopsy tissue in MS with microarray technology are
summarized in TABLE 1 [15-24]. Real time RT-PCR technology has

lin 117), whose expression in lesions and NAWM has been con-
firmed with immunohistochemistry at the protein level [28]. Up-
regulation of OPN was also shown in experimental auto-
immune encephalomyelitis (EAE), an animal model of MS.
Furthermore, OPN-deficient mice were resistant to EAE and
produced more interleukin (IL)-10 and less interferon (IFN)-y
than their wild-type littermates (17]. However, controversial
results in terms of a response to EAE in OPN-deficient mice
with different strains have been reported [29]. Lock and col-
leagues demonstrated (in their microarray studies on MS brain
autopsies) an increased transcription of inflammatory cytokines
(e.g., IL-6 and -17) and other immune-related molecules, such
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Figure 2. Proposed classification of the onset and course of multiple sclerosis. Adapted with permission from [6].

as major histocompatibility complex (MHC) class II and com-
plement genes [18]. In the same study, the role of the immu-
noglobulin (Ig) Fc receptor common y chain (FeyRl) and the
granulocyte colony-stimulating factor (G-CSF) in MS, revealed
from microarray studies, was investigated in EAE [18]. It was

demonstrated that in FcyRi-knockout mice, disease was absent
in the chronic and recovery stage of the disease, thus being con-
cordant with the expression pattern in chronic lesions in MS.
Conversely, the upregulation of G-CSF was in the acute stage of
the disease in EAE.
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Tajouri and colleagues investigated expression profiles in acute
and chronic active MS lesions with microarrays and compared
those with patient-matched white matter 20. A total of 139 dif-
ferentially expressed genes were identified, in which 69 of those
showed common patterns in both lesion types, in contrast with
70 genes, which were expressed uniquely in either of the lesions
(acute or chronic) studied. Interestingly, expression differences
were significantly higher in acute plaques compared with
chronic lesions, suggesting that quantitative rather than gross
qualitative differences in the gene expression pattern may define
the progression from an acute to a chronic active lesion. In this
study, upregulation of af-crystallin was found and confirmed
with quantitative real-time RT-PCR, being consistent with the

findings published by others [17].

In two separate reports, Mycko and col-
leagues studied gene expression between
margins and centers of chronic active and
chronic inactive lesions from autopsy sam-
ples of four SPMS patients [19,23]. Significant
differences in the transcriptional profiles of
these two lesion types, in both marginal and
central areas, were found. The genes related
to inflammation (e.g., 7NF and IL-6 were
present in both the margins and centers of]|
active plaques, whereas they were under-rep-
resented in inactive lesions). In contrast,
many apoptosis and death-related genes,
such as bclx, growth factor receptor-bound
gene, heat shock proteins (HSP)90A and
HSP70, were present in inactive lesions. The
overexpression of HSPs in MS lesions at the
protein level has been documented in several
studies [30-32]. Graumann and colleagues
recently reported transcriptional upregula-
tion of HSP70 in NAWM in MS [21]. They
also found the upregulaton of Aypoxia
inducing factor (HIF)-1a. and, consequently,
genes such as platelet-derived growth factor B
(PDGF-B), transferrin receptor and insulin
growth factor-binding protein (/GFBP)I
were induced. The key finding of their study
was the upregulation of gene expression
related to oxidative stress and ischemic pre-
conditioning,  suggesting autoprotective
mechanisms in the NAWM.

A comparative microarray analysis of
NAWM and donor-matched lesions in six
[22].
and

one

SPMS patients was recently reported
From four patients, matched lesion
NAWM tissues were studied. From
patient, only active lesion, and from one
patient only NAWM tissue was available.
The gene expression patterns in diseased

compared with those

died from

specimen  were

of control subjects, who

Transcriptional profiling of multiple sclerosis

non-neurological diseases. The study revealed 123 and 47 differen-
tially expressed genes in lesions and NAWM, respectively. In active
lesions, the largest number of regulated genes was involved in neu-
ral homeostasis. Functional genes (i.e., dynamin and synapto-
some-associated protein), which are essential for cell trafficking
and exocytosis in nerve terminals, were upregulated. The lesions
distinguished themselves from NAWM by a higher expression of
genes related to immunoglobulin synthesis and neuroglial differ-
entiation, while cellular immune response elements were equally
dysregulated in both tissue compartments. These results provide
molecular evidence of a continuum of dysfunctional homeostasis
and inflammatory changes between lesions and NAWM, and sup-
port the concept of MS pathogenesis being a generalized process
that involves the entire CNS.

Sample 1 Sample 2

mRBNA

DNA microarray

i o)

Figure 3a. Principles of cDNA arrays. cDNA microarrays contain double-stranded cDNA sequences of
interest that have been synthesized by PCR and then 'spotted’, ‘immobilized’, on the glass slide or on the
nylon membrane. Thousands of genes can be spotted on one array. Dye-labeled RNA populations are mixed
and hybridized on the array. The RNA from each sample hybridizes to each spot in quantitative manner and
therefore relative expression levels in various samples can be determined.

Adapted and modified with permission from [27].
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Figure 3b. Principles of cDNA arrays. Oligonucleotide microarrays are prepared

oligonucleotides synthesized directly onto a quartz or silicon wafer using combinatorial chemistry and
photolithography. One microarray may contain more than 1 million different oligonucleotides, which act as
probes in individual ‘features' on the microarray surface. Fluorescent-labeled cRNAs derived from a single
test sample are hybridized on the microarray. Expression levels of even the entire human genome can be
measured in the test sample with one microarray. Adapted and modified with permission from [27].

11-18 oligonucleotide
pairs/transcripts

mechanisms  that  regulate nuclear-
encoded mitochondrial genes in upper
motor neurons may lead to therapeutics

that increase ATP production.

Expression profiling of peripheral blood
cells of multiple sclerosis patients
Transcriptional profiling studies on peri-
pheral blood cells in MS are summarized
in TABLE 2 [33-47]. Also in these reports, the
heterogeneity of subjects included, target
cells studied, platform and analytical/sta-
tistical approaches applied makes the
comparison between various studies diffi-
cult. Intraindividual and interindividual
variations have also been demonstrated to
play an important role in gene expression
in peripheral blood [4849). In principle,
there are three different categories of find-
ings: first, gene signatures of several hun-
dreds of genes [35,40-42,47]; second, groups
of a few genes (pairs, triplets up to
34 genes) [35.39.44; and  third, single
genes [33,34,36,37.43,46], have been explored.
The effect of IFN-P (36-41,44,47] and glati-

ramer acetate [39] on gene expression in

using specific

Most of the gene expression studies on brain tissue of MS
patients have been performed on lesions with various disease
activities or normal appearing white matter. Dutta and
colleagues recently reported the first large-scale gene expression
study on cortical neurons in MS patients [24]. Nonlesioned
motor cortex from six SPMS patients and six controls were ana-
lyzed. A total of 555 significantly differentially expressed genes
included 488 down- and 67 upregulated genes. Transcripts
were classified into gene ontology-based biological processes
according to their significance in the following processes: oxida-
tive phosphorylation, synaptic transmission, cellular transport,
MHC related, antigen presentation, antigen processing and
translational initiation. The expression of 26 nuclear-encoded
mitochondrial genes was decreased. Functional assays con-
firmed that the activity of mitochondrial respiratory chain
complexes I and III was also consequently reduced. Another
interesting finding in this study was a decreased expression of
several genes related to the inhibitory neurotransmitter y-ami-
nobutyric acid (GABA) system. The GABA A @I and f3 recep-
tor subunits and GABA A receptor associated protein
(GABRAP) were downregulated in the motor cortex of MS
patients. Other presynaptic inhibitory related genes, such as
GADG7, parvalbumin, cholecystokinin and tachykinin were
also decreased in MS samples. The authors proposed that
reduced ATP production in demyelinated segments of upper
motor neuron axons impacts on ion homeostasis, induces Ca**-
mediated axonal degeneration and contributes to progressive
neurological disability in MS patients. Understanding the

MS patients has also been investigated.

In the very first large-scale expression study on peripheral
blood mononuclear cells (PBMCs), Ramanathan and col-
leagues found 34 differentially expressed genes in 15 RRMS
samples compared with 15 matched healthy volunteers, among
4000 genes studied on the array (33]. The majority (13 genes)
had inflammatory and immune functions, such as IL-7 receptor
and LCK, a Src family kinase that is important in T-cell devel-
opment, activation and proliferation. In general, the number of
altered genes allowing RRMS to be distinguished from controls
was limited. Bomprezzi and colleagues used an advanced com-
putational approach on gene expression data in PBMCs
obtained from RRMS and SPMS patients and healthy volun-
teers, aiming to identify a panel of molecular markers indicative
of disease status [35]. They could define more than a thousand
pairs of genes that could distinguish MS samples from controls.
The strongly dominating genes included HSP70 and CDC28
protein kinase (CKS)2, which combined with the H1 histone
family member (HIF)2 and platelet-activating factor acetylhy-
drolase, isoform 1b, o subunit (PAFAHI1BI), respectively, dis-
criminated well between MS and controls. These pairs also had
80% ‘predictor’ value to classify an independent sample into
the correct class. Of interest, when they used strong feature sets
based on gene triplets (rather than pairs), the misclassification
error did not improve; therefore, pairs were used for further
analysis. The most discriminating gene pairs were also related
to MS relevant biological pathways and thus would also be
indicative of disease pathophysiology. Such molecules, which
were highly expressed in MS, were CD27, the TINF receptor,
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which functions as a costimulatory molecule during T-cell acti-
vation, the T cell receptor o locus and its {-chain associated
protein kinase (ZAP70), and the zinc finger protein (ZNF)148,
which is known to be involved in the activation of transcription
of TCR genes. Interestingly, the IL-7 receptor (/L-7R), which is
required for B- and T-cell development, was also strongly
upregulated. Similar findings were reported in another microar-
ray study on PBMCs of MS patients (33]. Downregulated genes
in MS included HSP70 and CKS2, which are both implicated
in the regulation of apoptosis. HSP70 has been previously sug-
gested to be an autoantigen in MS [50], but it may also be
involved in the mRNA degradation in the ubiquitin—proteas-
ome pathway [51]. Activation of extracellular matrix-remodeling
processes was evident from upregulation of matrix metallo-
proteinase (MMP)-19 and downregulation of a tisue inhibitor
of metalloproteinase (7IMPI) 1 [35).

Gene signatures for MS and disease pathophysiology have
been defined in several studies [40-42]. Iglesias and colleagues
identified a set of 553 differentially expressed genes in RRMS
compared with healthy controls, 87 of which were highly dis-
criminated [40l. Among the differentially expressed genes
(DEGs), a signature of enhanced immune-cell activation and
costimulation in MS could be defined. These included several
interferon-responsive genes, such as the Thl cytokine 7Z-12,
CDA40, cytotoxic T-lymphocyte antigen 4 (CTLA4), chemok-
ines, T-cell receptors, immunoglobulins, /L-6 recepror, IL-8
recepror, and adhesion molecule genes and integrins, such as
VLA4 and VLAG. Interestingly, the activation of the E2F path-
way was evident from upregulation of several pathway-related
genes, (e, E2F2, E2F3, CDC25A, CDK2), thymopoietin
(TMPO), B-cell leukemia/ lymphoma (BCL) and DNA pri-
mase (PRIMI). The importance of the E2F pathway in MS was
validated in EAE. E2F1-deficient mice manifested only a mild
disease course of EAE. A study by Iglesias and colleagues sup-
ports the role of the microarray approach as a tool to define
gene signatures for MS and altered biological pathways, which
might also lead to better understanding of pathophysiology of
the disease and thus new treatment approaches.

Gene signatures for MS disease activity have also been
described. Achiron and colleagues identified a signature of
1109 genes in PBMCs from 26 MS patients compared to
healthy volunteers, irrespective of disease activation state [41].
The signature was validated with the ‘leave-one-out-cross vali-
dation’ (LOOCYV) method [52], which yielded only two classifi-
cation errors, proving that the patterns observed represent a
true biological phenomenon. These included genes involved in
T-cell expansion
(cytokines and integrins), epitope spreading, and apoptosis.
Comparison of expression profiles in PBMCs from MS patients

and activation, inflammatory = stimuli

in relapse and remission revealed a signature of 721 genes. Lys-
osomal cystein protease L, cathepsin L (C7SL), which has a
regulatory function on epitope spreading, and monocyte-spe-
cific chemoattractant proteins MCPI and MCP2, were up-reg-
ulated during relapse. The expression of several mitogen-acti-
vated protein kinases (MAPKs), which are involved in several

Transcriptional profiling of multiple sclerosis

immune responses, was also increased. By contrast, several
apoptosis-related genes (e.g., cyclin G1 and caspases [CASP] 2,
8 and 10) were downregulated.

A specific gene signature for ‘autoimmune disease’, including
MS and systemic lupus erythematosus (SLE), has been
reported [42]. Expression profiles of PBMCs from 13 RRMS,
five SLE patients and 18 age- and gender-matched healthy vol-
unteers were compared. A signature of 541 genes was identified
for both diseases (MS/SLE) compared with controls. The
autoimmune signature included genes that are related to the
apoptosis pathway, such as TNF receptor-associated factor 5
(TRAF5), CASP8, BCL2, immediate early response (/ER)3 and
IL-1B (IL1B), and genes that are involved in stimulation of
inflammation, proliferation and immune response (e.g., C-ter-
minal binding protein [CTBP]1, IL-11 receptor a (IL-11RA),
vascular endothelial growth factor (VEGF), B-cell-translocation
gene 1 and 2 (B7GI/2), amphiregulin (AREG) and CDI9.
Interestingly, the most prominent cluster in this ‘autoimmunity
signature’ contained several genes associated with the MMP
pathway, (e.g., 7IMP), being consistent with the report by
Bomprezzi and colleagues [35].

The same cohorts were used to identify MS- and SLE-spe-
cific signatures of 1031 and 1146 genes, respectively. The main
characteristics of the MS signature was downregulation of cell
death-related genes, (e.g. nuclear factor-x B1 [NFKBI], baculo-
viral IAP repeat- containing 2 and 3 [BIRC2/3], HSPAIA,
HSPA5 and HSPAIB), and signal transduction-related genes
(e.g., IL-8, GRO3 [cytokine] and guanine nucleotide binding
protein o 15 [GNAI15]). Conversely, inflammation genes, such
as CD24, IL15, defensin a3 (DEFA3), nuclear factor of activated
T cell (NFATC)3 and PTGS2, and adhesion molecules, such as
integrins and LY75, were upregulated. The SLE expression pat-
tern included mainly upregulated genes associated with inflam-
mation, such as /F/16, BAT1 and DNA damage/repair-induci-
ble molecules (e.g., POLS, MBD4, ERCC2 and MSH3. In
addition, genes related to negative regulation of proliferation
(e.g., DDX17) and apoptosis (e.g., TIALI) were induced.
NXP2, antinuclear matrix protein antigen, 7OPBPI, DNA
topoisomerase I antigen and /F/16, interferon-inducible anti-
gen were upregulated, which are targets for development of
autoantibodies, and are connected to SLE pathogenesis.

Gene expression profiling of PBMCs and specific cell sub-
populations has been used to study the effect of IFN-B in MS
patients (TABLE 2), and has provided evidence that the biological
mechanism of IFN-B is more complex than the postulated
shift of proinflammatory T helper (Th)1 cells to anti-inflam-
matory Th2 phenotypes. Wandinger and colleagues reported
the first microarray study regarding the effect of IFN on the
expression profile of PBMC from one MS patient and two
healthy controls (34. Although the number of subjects was
small, this study revealed some interesting findings. As
expected, several IFN-inducible genes (e.g., I-8U, 1-8D,
oligo A synthetase [OAS] and myxovirus resistance 1 [MxA])
were upregulated. Gene expression of Thl-markers, ILI2R32
and CCR5, was significantly upregulated in vitro, which was
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also confirmed 7 vivo in six patients treated with IFN-B for a
period of up to 6 months. Interestingly, an anti-inflammatory
molecule (/L-10) was also upregulated. Stiirzebecher and col-
leagues studied the effect of IFN-f on gene expression in
PBMC:s from ten RRMS patients (six responders, two nonre-
sponders and two initial nonresponders) [36]. In total, 25 and
87 IFN-regulated genes in ex vivo and in vitro, respectively,
were found. The cytokines /L-8 and fms-like tyrosine (flt)
kinase-3, (costimulatory cytokine for hematopoietic progeni-
tors) were significantly downregulated both ex vivo and in
vitro, which correlated with responder/nonresponder status of
the patients. Four pro-apoptosis related genes, namely
BCL2/adenovirus E1B 19kDa interacting protein (BNIP)3,
TNF-related apoptosis-inducing ligand (7RA/L), immediate
early gene, apoptosis inhibitor (/EX-IL) and transforming
growth factor B stimulated clone 22-related gene (7SC22-R),
were regulated ex vivo in responders.

Weinstock-Guttman and colleagues studied the dynamics
of the gene expression cascade induced by an IFN-B treatment
in eight RRMS patients [38]. As expected, antiviral response
genes (e.g., double-stranded RNA-dependent protein kinase,
myxovirus resistance proteins 1 and 2, and guanylate-binding
proteins 1 and 2) were rapidly induced within 1-4 h of intra-
muscular administration of IFN-B. These transcriptional
changes are faster than changes in the protein markers for
IFN-B response, such as neopterin, B,-microglobulin and
MxA protein, which have been used previously. Changes in
gene expression in the Jak-Stat pathway, the main intracellular
pathway transmitting actions of IFN-B, also occured early.
IFN receptors 1 and 2, JakI and TpklI (kinases that phosphor-
ylate IFN receptors and stat 1 and 2) and p48, which binds to
receptor-heterodimer and is needed to constitute (IFN-stimu-
lated transcription factor [[SGF]3) were all upregulated
within 1.7-4.4 h.

The same expression data set has been used for evaluation
of the various filtering approaches and statistical analysis [53].
Parametric, semi- and nonparametric filtering methods were
compared. The analysis of variation with bootstrapping, class
dispersion and Pareto with permutation methods was
applied. Each method was differentially sensitive to specific
variability in the gene expression data. This powerful statisti-
cal analysis revealed three clusters of genes, whose regulations
were interdependent. The importance of the information for
a better understanding of a therapeutic measure of IFN-B
needs further evaluation.

Several studies have attempted to define gene signatures and
sets of altered genes for IFN response, rather than identifying
single genes as an indicator of treatment effect. Hong and col-
leagues characterized a novel gene array-based profiling tool to
define biomarkers for monitoring treatment efficacy (391. They
selected 34 genes, which are known to be involved in inflam-
mation and are important in the regulation of current MS
treatments (IFN-B and glatiramer acetate). The array was eval-
uated with PBMC samples of 30 RRMS patients, who had
been treated for 2—7 years either with IFN-B (n = 18) or glati-
ramer acetate (n = 12). A total of 15 untreated RRMS patients

served as controls. IFN-B and glatiramer acetate had distinct
effects on expression profiles of selected genes. In particular an
opposite outcome was seen in the expression of MMP9, Fas,
IL-16 and TNF-¢a, while a synergistic effect on IP-10 and
CCR5, was found. The importance of the tool for identifica-
tion of neutralizing antibody-positive patients (NAb*) was
evaluated by expression profiles of known IFN-inducible
genes. NAbs exhibited a blocking effect on some, but not all
genes regulated by IFN-B. IFN-B activates complex signaling
pathways; therefore, more detailed studies of NADb effects on
various target genes are needed.

By applying advanced data-mining and predictive computa-
tional modeling tools, Baranzini and colleagues identified
nine sets of gene triplets, whose expression, when tested
before the initiation of the treatment, could predict the
response to IFN-B in RRMS patients (44]. The data set was
derived from expression studies of 70 genes in PBMC samples
from 52 MS patients by a quantitative real-time RT-PCR
technique. Sample classification was performed by analysing
all 54,740 possible three-gene combinations of 70 genes. The
most discriminant three-gene sets were ‘caspase 2, caspase 10,
FLIP and ‘caspase 2, caspase 3, IRF4 and ‘IL4Ra, MAP3KI,
one apoptosis molecule’. With the same approach, gene tri-
plets were defined for IFN-B response. Interestingly, the most
discriminant genes for the poor responders included apopto-
sis-related genes. Unfortunately, NAb status was not deter-
mined in these studies. However, the combined large-scale
expression analysis and advanced data mining may be able to
identify a set of markers that can predict the treatment
response of IFN-B.

Satoh and colleagues used microarray-analysis for specific
subpopulations of blood cells, such as CD3* T cells [4s].
Orphan nuclear receptor Nurrl (IVR4A2), receptor-interacting
serine/threonine kinase (R/PK)2 and silencer of death domains
(SODD) were upregulated, while TRAIL, BCL2 and death-
associated protein 6 (DAXX) were downregulated, which sug-
gests a counterbalance between promoting and preventing
apoptosis. The same cohorts were used to study the effect of
IFN-B on gene expression [47]. Based on 286 (DEGs) in T cells,
four patient subgroups and five gene clusters were identified.
However, only a slight association between the patients exhibit-
ing the most active disease course (measured by frequency of
relapses, no of lesions on T2-weighted MRI and EDSS score
before IFN-p treatment) with the gene cluster including chem-
okines, cytokines, and growth factors and their receptors was
found. After 2 years of treatment with IFN-B, the responders
were clustered in two of four-patient groups.

Satoh and colleagues recently studied the effect of IFN-B on
gene expression profiles iz vitro in PBMCs from two healthy
volunteers and one RRMS patient (54]. Interestingly, IFN-B
induced immediately, within 3-24 h, a set of genes, including
expected conventional IFN-response markers, IFN-signaling
genes, chemokines and cytokines. A surprising finding was the
upregulation of several pro-inflammatory genes. The novel
finding was the upregulation of expression of CXCR3 and
CCR2 ligand chemokines. The importance of the -early
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response of pro-inflammatory chemokines and cytokines to
IFN-B and their clinical relevance for early adverse effects in
MS patients requires further investigation.

An individual gene (i.e., chemokine receptor [CX;CRI])
revealed from large-scale expression analysis in subpopulations
of T cells, has been identified and proposed as a marker for dis-
ease activity (46]. CX3CRI was shown to be downregulated in
RRMS and PPMS patients compared with healthy volunteers.
The finding was confirmed by real-time RT-PCR and a flow
cytometric analysis in independent cohorts. Natural killer (NK)
cells were found to be responsible of the phenotype, while the
expression of CX;CR1 was not altered in cytotoxic CD8" cells
in MS patients compared with controls. Another example of
single gene findings in microarray analysis is the description of
upregulation of the cytoplasmic binding protein of fragile X
protein (CYFIP2) in CD4" cells from RR MS patients [43].
Although the exact mechanism of action of CYFIP2 is still not
established, adenoviral-mediated overexpression and down-reg-
ulation with an antisense oligonucleotide approach in Jurkat
cells, suggest that CYFIP2 facilitates T-cell adhesion. Therefore,
inhibition of CYFPI2 gene expression may provide a new
treatment target.

Expert commentary

The application of novel and ‘state-of-the-art’ technologies
(ie., large-scale expression profiling microarrays) on brain
autopsy specimen and PBMC from MS patients has provided
some novel insights into the molecular mechanisms involved in
the pathogenesis and pathophysiology of MS. The same tech-
nologies are also starting to reveal better understanding of the
mode of action of current therapies.

The limitations of the published studies are the small number
of individuals, and the heterogeneity of subjects included, target
cells studied, platform used and analytical/statistical approaches
applied. Therefore, the comparison between various studies is
also very difficult. Suboptimal standardization of sampling pro-
cedures (e.g., diurnal variation, caloric intake, and hormonal sta-
tus of the subjects and sample processing) has a significant
impact for the noise of the data generated and thus resulting
false-positive findings. The major problem in gene expression
profiling studies on peripheral blood is the choice of a target cell
population. The RNA from whole blood, including all types of

Transcriptional profiling of multiple sclerosis

cells, and specific cell subpopulations, has been used for expres-
sion studies. The advantage of the whole blood approach is that
the expression profiles reflect the actual time point of blood
drawing due to the added stabilization compound in the blood
collection tube, which prevents the degradation of RNA and
stops the transcription. However, the impact of specific cell types
on transcriptional changes cannot be determined. Conversely,
during the separation of cell subpopulations ex vivo, RNA is
prone to degradation and transcriptional changes, which makes
the interpretation of the results difficult. Transcriptional profiling
yields hundreds of thousands data points; therefore, sophisticated
data analysis tools and bioinformatics are needed to fully explore
the information. Bioinformatics uses techniques developed in
computer science and statistics to facilitate the understanding of
how the expression profiles generated are related to the biological
systems being studied.

Transcriptional changes do not always reflect alterations at
protein and small molecule metabolite levels; therefore, func-
tional assays are needed to validate biological consequences of
dysregulated gene expression profiles. A ‘multiplex approach’
combining transcriptomics with protein expression and
metabolite profiles will provide more comprehensive views of
altered biological processes and increase our understanding of
pathophysiology of MS and, thus, provide a basis for the
development of novel therapeutic strategies.

The elucidation of important gene-expression patterns dur-
ing disease allows for identification of genetic susceptibility
markers, biomarkers of disease progression and new therapeutic
targets. Microarray studies of MS have provided candidate
genes as markers for disease course and treatment response in
MS. Not only single genes, but a set of ‘tens’ of genes, have
been proposed as diagnostic or prognostic tools for MS. How-
ever, none of the suggested tools have been validated with large
independent cohorts [55]. Confirmation of findings in large
numbers of subjects with MS and other neurological,
noninflammatory and inflammatory diseases is a requisite of
establishment of diagnostic and prognostic tools.

Five-year view

The development of genomic microarrays has allowed the rapid
accumulation of new information on gene expression in many
diseases, including MS. High-density microarrays have a great

/Key issues

e Multiple sclerosis (MS) is an immune-mediated demyelinating and neurodegenerative disease of the CNS.

® Since immune dysregulation is a key event in the disease course, it is obvious that current immunomodulatory therapies
(e.q., Interferon [IFN]-B, glatiramer acetate and natalizumab) are effective in decreasing relapse rates. However, they are less

effective in preventing disease progression.

® large-scale expression studies on brain tissue and peripheral blood mononuclear cells of MS patients have provided novel insights
into the pathogenesis and pathophysiological processes in MS. Recent findings favor the neuroprotection and repair-promoting

approaches as promising new treatment strategies.

e Reliable diagnostic, predictive and prognostic markers for MS and its course are needed. Indicators to identify responders/
nonresponders to current treatments are necessary for better management of the disease.
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potential for a better understanding of disease pathogenesis and
identification of biomarkers for diagnosis and prognosis of dis-
ease course. However, their application as clinical ‘bedside’ diag-
nostic tools is difficult owing to the high costs and the require-
ment for special instrumentations. On the contrary, PCR-based
‘low-density arrays’, analyzing a limited number of genes in one
assay, have prospects to be established as a rapid test for progno-
sis and disease course evaluation of MS and for a treatment
response. A small amount of RNA required, short analysis time

(1-2 h) and low costs makes the technology ideal for routine
clinical applications, which can be performed in any analytical
laboratory. The PCR-based low-density arrays have been used
in cancer diagnostics and prediction of treatment response [56].
This area of research and technology development will increase
dramatically during the next few years. Patients are likely to
benefit from this research activity as it may lead to more rapid
and definitive testing of clinical specimen and, eventually,
improved disease management by personalized treatments.

References 9 Rovaris M, Filippi M. Interventions for the 19 Mycko MP, Papoian R, Boschert U,
Papers of special note have been highlighted as: prevention of brain atrophy in multiple Raine CS, Selmaj KW. cDNA microarray
o of interest sclerosis: current status. CNS Drugs 17, analysis in multiple sclerosis lesions:

** of considerable interest 563-575 (2003). detection of genes associated with disease

1 Lucchinetti C, Bruck W, Parisi J, 10 Molyneux PD, Kappos L, Polman C et .. activity. Brain 126, 1048-1057 (2003).
Scheithauer B, Rodriguez M, Lassmann H. The effect of interferon B-1b treatment on 20 Tajouri L, Mellick AS, Ashton KJ ez al.
Heterogeneity of multiple sclerosis lesions: MRI measures of cerebral atrophy in Quantitative and qualitative changes in
implications for the pathogenesis of secondary progressive multiple sclerosis. gene expression patterns characterize the
demyelination. Ann. Neurol. 47, 707-717 European Study Group on Interferon activity of plaques in multiple sclerosis.
(2000). beta-1b in secondary progressive multiple Mol. Brain Res. 119, 170-183 (2003).

ee  Excellent article of the pathogenesis of MS. sclerosis. Brain 123, 2256-2263 (2000). 21 Graumann U, Reynolds R, Steck AJ,

2 Lassmann H, Bruck W, Lucchinetti C. 11 Comi G, Filippi M, Barkhof F ez al. Effect of Schaeren-Wiemers N. Molecular changes
Heterogeneity of multiple sclerosis early interferon treatment on conversion to in normal appearing white matter in
pathogenesis: implications for diagnosis definite multiple sclerosis: a randomised multiple sclerosis are characteristic of
and therapy. Trends Mol. Med. 7, 115-121 study. Lancer 357, 1576-1582 (2001). neuroprotective mechanisms against
(2001). 12 Jacobs LD, Beck R, Simon JH et L. hypoxic insult. Brain Pathol. 13, 554-573

ee  Relates the pathogenesis of multiple Intramuscular interferon b-1a therapy (2003).
sclerosis (MS) to diagnosis and therapy. initiated during a first demyelinating event 22 Lindberg RLE, De Groot CJA, Certa U

3 McDonald W1, Compston A, Edan G ez al. in multiple sclerosis. N. Engl. . Med. 343, et al. Multiple sclerosis as a generalized
Recommended diagnostic criteria for 898-904 (2000). CNS disease — comparative microarray
multiple sclerosis: guidelines from the 13 Kappos L, Polman CH, Freedman MS ez /. analysis of normal appearing white matter
International Panel on the diagnosis of Treatment with interferon beta-1b delays (NAWM) and lesions in secondary
multiple sclerosis. Ann. Neurol. 50, conversion to clinically definite and progressive MS. /. Neuroimmunol. 152,
121-127 (2001). McDonald MS in patients with clinically 154-167 (2004).

4 Polman CH, Reingold SC, Edan G ez al. isolated syndromes. Neurology (In press) 23 Mycko MP, Papoian R, Boschert U,
Diagnostic criteria for multiple sclerosis: (2000). Raine CS, Selmaj KW. Microarray gene
2005 revisions to the “McDonald Criteria”. 14 Steinman L, Zamvil S. Transcriptional expression profiling of chronic active and
Ann. Neurol. 58(6), 840-846 (2005). analysis of targets in multiple sclerosis. inactive lesions in multiple sclerosis. Clin.

es  Important paper for diagnostic criteria Nat. Rev. Immunol. 3, 483—492 (2003). Neurol. Neurosurg. 106, 223-229 (2004).
of MS. ee  Potential of microarray technique for 24 Dutta R, McDonough J, Yin X ez al.

5 Noseworthy JH, Lucchinetti C, identification of new targets for MS. Mitochondrial dysfunction as a cause of
Rodriguez M, Weinshenker BG. 15 Whitney LW, Becker KG, Tresser NJ er al. axonal degeneration in multiple sclerosis
Multiple sclerosis. N. Engl. J.Med. 343, Analysis of gene expression in multiple patients. Ann. Neurol. 59, 478489
938-952 (2000). sclerosis lesions using cDNA microarrays. (20006).

6 Confavreux C, Vukusic S. Natural history Ann. Neurol. 46, 425-428 (1999). 25  Tajouri L, Mellick AS, Tourtellotte A,
of multiple sclerosis: implications for 16 Whitney LW, Ludwin SK, McFarland HE, Nagra RM, Griffiths LR. An examination
counselling and therapy. Curr. Opin. Biddison WE. Microarray analysis of gene of MS candidate genes identified as
Neurol. 15(3), 257-266 (2002). expression in multiple sclerosis and FAE different.ially reg‘ulated in multiple sclerosis

7 Zamvil SS, Steinman L. Diverse targets for identifies 5-lipoxygenase as a component of plaque tls.sue, usmg absolute and )
intervention during inflammatory and inflammatory lesions. /. Immunol. 121, ConTparatlve réal—tlme Q-PCR analysis.
neurodegenerative phases of multiple 40-48 (2001). Bzrgzn Res. Brain Res. Protoc. 15, 79-91
sclerosis. Neuron 38(5), 685-688 (2003). 17 Chabas D, Baranzini SE, Mitchell D et L. (2005-

8 Goodin DS, Frohman EM, Garmany GP The influence of the proinflammatory 26 Baranm.m SE’ Elfstron? G, Char.lg SY et ”L_
et al. Disease modifying therapies in cytokine, osteopontin, on autoimmune Tl‘a.nscrll.)tlonal analysis of multiple sclerosis
multiple sclerosis: report of the demyelinating disease. Science 294, brain 'lesmns revc.eals a complex pattern of
Therapeutics and Technology Assessment 1731-1735 (2001). cytokine expression. /. Immunol. 165,
Subcommittee of the American Academy of 18 Lock C, Hermans G, Pedotti R ez aL. 6576-6582 (2000).

Neurology and the MS Council for Clinical Gene-microarray analysis of multiple 27 Aitman TJ. DNA microarrays in medical
Practice Guidelines. Neurology 58,169-178 sclerosis lesions yields new targets validated practice. Br. Med. ]. 323, 611-615 (2001).
(2002). in autoimmune encephalomyelitis. ¢ Clini'cal view of the potential
Nat. Med. 8, 500-508 (2002). of microarrays.
854 Expert Rev. Mol. Diagn. 6(6), (2006)



28

29

30

31

32

33

34

35

36

37

38

Sinclair C, Mirakhur M, Kirk J, Farrell M,
McQuaid S. Up-regulation of osteopontin
and alphaBeta-crystallin in the normal-
appearing white matter of multiple
sclerosis: an immunohistochemical study
utilizing tissue microarrays. Neuropathol.

Appl. Neurobiol. 31(3), 292-303 (2005).

Blom T, Franzen A, Heinegard D,
Holmdahl R. Comment on “The influence
of the proinflammatory cytokine,
osteopontin, on autoimmune
demyelinating disease”. Science 299, 1845
(2003).

Cwiklinska H, Mycko M, Luvsannorov O
et al. Heat shock protein 70 associations
with myelin basic protein and proteolipid
protein in multiple sclerosis brains. Inz.
Immunol. 24, 1-9 (2003).

Birnbaum G, Kotilinek L. Heat shock or
stress proteins and their role as autoantigens
in multiple sclerosis. Ann. NY Acad. Sci.
835, 157-167 (1997).

Aquino DA, Capello E, Weisstein J et al.
Multiple sclerosis: altered expression of 70-
and 27-kDa heat shock proteins in lesions
and myelin. /. Neuropathol. Exp. Neurol. 56,
664-672 (1997).

Ramanathan M, Weinstock-Guttman B,
Nguyen LT et al. In vivo gene expression
revealed by cDNA arrays: the pattern in
relapsing-remitting multiple sclerosis

patients compared with normal subjects.
J. Neuroimmunol. 116, 213-219 (2001).

Wandinger KP, Sturzebecher CS,
Bielekova B ez al. Complex
immunomodulatory effects of interferon-b
in multiple sclerosis include the
upregulation of T helper 1-associated
marker genes. Ann. Neurol. 50, 349-357
(2001).

Bomprezzi R, Ringner M, Kim S ¢z al.
Gene expression profile in multiple sclerosis
patients and healthy controls: identifying
pathways relevant to disease. Hum. Mol.
Genet. 12,2191-2199 (2003).

Sturzebecher S, Wandinger KD,
Rosenwald A ez al. Expression profiling
identifies responder and non-responder
phenotypes to interferon-b in multiple
sclerosis. Brain 126, 1419-1429 (2003).

Koike E Satoh J-I, Miyake S et al.
Microarray analysis identifies interferon
B-regulated genes in multiple sclerosis.

J. Immunol. 139, 109-118 (2003).
Weinstock-Guttman B, Badgett D,
Patrick K et al. Genomic effects of [IFN-3

in multiple sclerosis patients. /. Immunol.
171, 2694-2702 (2003).

40

41

42

43

44

45

46

47

48

49

Transcriptional profiling of multiple sclerosis

Hong J, Zang YCQ, Hutton G,
Rivera VM, Zhang JZ. Gene expression
profiling of relevant biomarkers for

treatment evaluation in multiple sclerosis.
J. Immunol. 152, 126-139 (2004).

Iglesias AH, Camelo S, Hwang D,
Villanueva R, Stephanopoulos G,
Dangond E Microarray detection of E2F
pathway activation and other targets in
multiple sclerosis peripheral blood
mononuclear cells. /. Neuroimmunol. 150,

163-177 (2004).

Achiron A, Gurevich M, Friedman N,
Kaminski N, Mandel M. Blood
transcriptional signatures of multiple
sclerosis: unique gene expression of disease
activity. Ann. Neurol. 55, 410-417 (2004).

Mandel M, Gurevich M, Pauzner R,
Kaminski N, Achiron A. Autoimmunity
gene expression portrait: specific signature
that intersects or differentiates between
multiple sclerosis and systemic lupus
erythematosus. Clin. Exp. Immunol. 138,
164-170 (2004).

Mayne M, Moffatt T, Kong H ez 4.
CYFIP2 is highly abundant in CD4" cells
from multiple sclerosis patients and is
involved in T cell adhesion. Eur. J.
Immunol. 34, 1217-1227 (2004).

Baranzini SE, Mousavi B, Rio J e al.
Transcription-based prediction of response
to IFND using supervised computational
methods. PLoS. Biol. 3, E2 (2005).

Satoh J, Nakanishi M, Koike F et al.
Microarray analysis identifies an aberrant
expression of apoptosis and DNA damage-
regulatory genes in multiple sclerosis.
Neurobiol. Dis. 18, 537-550 (2005).

Infante-Duarte C, Weber A, Kratzschmar J
et al. Frequency of blood CX3CRI1-positive
natural killer cells correlates with disease
activity in multiple sclerosis patients.

FASEB J. 19, 1902-1904 (2005).

Satoh J, Nakanishi M, Koike F ez al. T cell
gene expression profiling identifies distinct
subgroups of Japanese multiple sclerosis
patients. J. Neuroimmunol. 174, 108-118
(2006).

Whitney AR, Diehn M, Popper S] ez al.
Individuality and variation in gene
expression patterns in human blood.
Proc. Natl Acad. Sci. USA 100, 1896-901
(2003).

Radich JB, Mao M, Stepaniants S ez al.
Individual-specific variation of gene
expression in peripheral blood leukocytes.
Genomics 83(6), 980—988 (2004).
Important article of pitfalls of expression
profiling in peripheral blood.

50

51

54

Salvetti M, Ristori G, Buttinelli C ez al.
The immune response to mycobacterial
70-kDa heat shock proteins frequently
involves autoreactive T cells and is
quantitatively disregulated in multiple
sclerosis. /. Neuroimmunol. 65, 143-153
(1996).

Laroia G, Cuesta R, Brewer G,
Schneider R]. Control of mRNA decay by
heat shock-ubiquitin-proteasome pathway.

Science 284, 499-502 (1999).

Ben Dor L, Bruhn L, Friedman N,
Nachman I, Schummer M, Yakhini Z.
Tissue classification with gene expression
profiles. J. Comput. Biol. 7, 559-583,
(2000).

Liang Y, Tayo B, Cai X, Kelemen A.
Differential and trajectory methods for
time course gene expression data.
Bioinformatics 21, 3009-3016 (2005).

Satoh ], Nanri Y, Tabunoki H,

Yamamura T. Microarray analysis identifies
a set of CXCR3 and CCR2 ligand
chemokines as early IFN-responsive genes
in peripheral blood lymphocytes i vitro: an
implication for IFNB-related adverse effects
in multiple sclerosis. BMC Neurol. 6, 18
(20006).

Jayapal M, Melendez AJ. DNA microarray
technology for target identification and
validation. Clin. Exp. Pharmacol. Physiol.
33, 496-503 (20006).

Excellent article of the current state of
microarray technology in drug

target identification.

Langmann T, Mauerer R, Schmitz G.
Human ATP-binding cassette transporter
tagman low-density array: analysis of
macrophage differentiation and foam cell
formation. Clin. Chem. 52, 310-313
(20006).

Affiliations

Raija LP Lindberg, PhD

Departments of Neurology and Research,
Pharmazentrum, Klingelbergstrasse 50
4056 Basel, Swirzerland

Tel.: +41 61 267 1539

Fax: +41 61 267 1628
lkappos@ubbs.ch

Ludwig Kappos, MD

Outpatient Clinic Neurology-Neurosurgery and
Department of Research, Pharmazentrum
University Hospital Basel,

Petersgraben 4,

4031 Basel, Switzerland

Tel.: +41 61 265 4464

Fax: +41 61 265 5344
raija.lindberg@unibas.ch

www.future-drugs.com

855




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends false
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (Color Management Off)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /SyntheticBoldness 1.000000
  /Description <<
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308030d730ea30d730ec30b9537052377528306e00200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /FRA <>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [589.606 793.701]
>> setpagedevice


