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MULTIFOCAL RELAPSING-REMITTING MYELITIS AND ESSENTIAL THROMBOCYTHEMIA - CASE
REPORT

S. Batista', C. Casimiro?, P. Tavares®, B. Santiago’, L. Sousa’

lHospitais da Universidade de Coimbra, Neurology, Coimbra, Portugal, 2Hospitais; da Universidade de
Coimbra, Neurorradiology, Coimbra, Portugal, 3Hospitais da Universidade de Coimbra, Hematology,
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Introduction: Essential Thrombocythemia (ET), a chronic myeloproliferative disorder, might be
associated with immunoregulation defects. Interferon-alpha (IFN-a) is used as a platelet-reductive
therapeutic and autoimmune disease is one of its well-documented adverse effects.

Case report: A 48-year-old woman, with a 22-year history of ET medicated with Indobufen and IFN-a
presented to our department in January 2003 with flaccid paraparesis, urinary retention and Th10 sensory
level, with a 15-day progressive course. Spinal cord Magnetic Resonance (MR) revealed high intensity
small lesions on T2-weigted image with gadolinium enhancement in the C2-C7 and Th5-Th7 segments.
Brain-MR was normal. Cerebrospinal fluid examination showed oligoclonal bands. Serologic screenings
for infectious and connective tissue diseases were negative. Visual evoked potentials (VEPS) were
normal. IFN-a was changed by hydroxyureia, and the patient was put on high doses of steroids for five
days, followed by Intravenous Immunoglobulin (IVIG) 2g/Kg, with a slow and partial improvement.

In the following year she had 3 identical relapses and improvement after intravenous steroids. VEPs and
Brain-MR persisted normal. In February 2004, after a moderate relapse, IVIG 25g/month was started.
ET evolutes to Myelofibrosis and conversion to Acute Myeloid Leukemia in 2006. The patient died in
March of 2007.

Conclusion: This is an infrequent case of Multifocal Relapsing-remitting Myelitis not associated with
infectious or connective tissue disease and not fulfilling criteria for Multiple Sclerosis or Neuromyelitis
optica. The development of this inflammatory disease is probably related to an autoimmune process
triggered by IFN-a, associated with an immunoregulation defect that may exist in ET.
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FUNCTIONAL EFFECTS OF NMO-IGG ON BLOOD BRAIN BARRIER PERMEABILITY, ASTROCYTE
INJURY AND GRANULOCYTE RECRUITMENT

T. Vincent!, P. Saikali®, R. Cayrol®, A. Roth*, A. Bar-Or?, A. Prat’, J. Antel®
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Hospital, Neuroimmunology Research Laboratory, Montreal, Canada, 4Faculty of Science, Universidad de
Chile, Department of Biology, Santiago, Chile

Background and aims: In neuromyelitis optica (NMO), a specific autoantibody (NMO-IgG) has been
described that targets the aquaporin-4 water channel protein (AQP4) expressed on astrocyte end-feet at
the blood brain barrier (BBB). Pathological and immunological evidences suggest that humoral immunity
and NMO-1gG play a central role in the physiopathology of NMO. The aim of this study was to
characterize the functional interaction between NMO-IgG and human astrocytes.

Methods: Sera from 5 patients with NMO and 2 with longitudinally extensive transverse myelitis (LETM)
positive for NMO-IgG by immunofluorescence on primate cerebellum slides were tested in a in vitro model
of the BBB that is based on co-culture of fetal human CNS derived astrocytes (HFAs) and endothelial
cells (BBB-ECs) isolated from temporal lobe resections.

Results: Using flow cytometry based analysis, we found that sera from all 7 NMO-1gG positive patients
specifically bound HFAs. Using the HFA/BBB-EC co-culture system, we could show that this binding
altered AQP-4 polarization to astro-endothelial synapses and increased permeability across the
HFA/BBB-EC barrier. We also demonstrated that NMO-IgG binding to HFAs resulted in (1) astrocytes
killing by antibody dependent cellular cytotoxicity (ADCC) using natural killer (NK) cells as the effectors
cells and (2) complement-dependent granulocyte attraction to the BBB.

Conclusions: Our experimental results provide potential physiopathological bases for the increased BBB
permeability, loss of AQP4 immunoreactivity and perivascular granulocyte infiltration described in active
NMO lesions.
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CLINICAL SIGNIFICANCE AND PREVALENCE OF AUTOANTIBODIES IN ADULT PATIENTS WITH
CYSTIC FIBROSIS

K. Nkana', F. Lachenal?, A. Moreira®, R. Nove-Josserand?, I. Durieu?, J. Bienvenu®, N. Fabien®
'HCL, Immunology, Pierre-Benite, France, “HCL, Internal Medicine, Pierre-Benite, France

The development of an humoral response was evaluated in a population of 144 adult cystic fibrosis (CF)
patients by analyzing a large panel of autoantibodies (aAbs). The presence of aAbs that can reliably
diagnose or predict autoimmune diseases was then linked to the clinical signs observed in CF patients.
Fifty eight out of 144 patients (40.2%) displayed anti-neutrophil cytoplasmic aAbs (ANCA) with 24% of
them directed to bacterial permeability-increasing protein (BPI-ANCA). Their presence was related to
more severe lung damage. IgA anti-saccharomyces cerevisiae antibodies (ASCA IgA) were present in
44% of the patients. Anti-cyclic citrullinated peptide (CCP) aAbs and IgM rheumatoid factor were
observed in 8% and 1% of patients respectively but with no signs of rheumatoid arthritis. Few patients
displayed antinuclear, anti-dsDNA, anti-actin, anti-thyroperoxydase, anti-GAD, anti-lIA2 aAbs and anti-
gliadin antibodies but with no clinical signs associated to specific autoimmune disease.

In conclusion our study confirmed the high frequency of BPI-ANCA and ASCA IgA in a large cohort of
patients with CF. We also described the presence of anti-CCP aAbs and IgM rheumatoid factor in some
patients but with no clinical evidence of rheumatoid arthritis at the time of the study. Among the Abs to be
routinely tested, our data suggest to routinely perform the research of BPI-ANCA as their presence are
related to a worsen pulmonary function and of anti-CCP aAbs especially in patients suffering from clinical
signs of arthritis regarding their high predictive value for rheumatoid arthritis. Prospective studied are still
needed to investigate the significance of ASCA.
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IMMUNOAUPPRESSION AND RISK OF CIRRHOSIS IN HCV-RELATED CRYOGLOBULINEMIA
F. Marchi', A. Tavoni, E. Catarsi', A. Della Rossa’, A. D'Ascanio?, P. Migliorini*, S. Bombardieri
YImmunology Unit, Internal Medicine, Pisa, Italy, ‘Rheumatology Unit, Internal Medicine, Pisa, Italy

Introduction: Mixed cryoglobulinemia (MC) is a chronic HCV-related multisystem disease. The use of
immunosuppressive medications have been discouraged in the past few years, largely from the
experience on liver transplant, since a potential role in the progression of HCV infection have been
claimed. However, recent advances in the knowledge of the disease pathogenesis have brought to
reconsider the use of these drugs in HCV+ patients.

Purpose: To retrospectively evaluate in a single centre case series of HCV-MC patients, the effect of
corticosteroids and immunosuppressive drugs in the appearance of liver cirrhosis.

Methods: 241 patients were retrospectively evaluated. Out of 241, 15 patients affected by liver cirrhosis
were sorted out. Among these, in 12 patients the cirrhosis was present at the beginning of follow-up, in 3
patients signs of cirrhosis appeared after a mean period of 11 years (range 5-19). In the latter, we
evaluated, as compared to patients without cirrhosis and a similar period of follow-up, the ODDs ratio
(OR) for the appearance of cirrhosis, given the exposition to corticosteroids and immune suppressive
therapy.

Results: 115 patients were treated with 5 mg (or lower doses) of prednisone equivalent milligrams per
day. 44 received higher mean doses. 51 patients underwent immunosuppression (plus corticosteroids).
The resulting ORs: corticosteroids (>5 mg) 1.30; use of immunosuppressive agents: 0.96.

Conclusion: Exposition to corticosteroids and immunosuppressive medications does not seem to
represent a risk factor for the appearance of liver cirrhosis in patients with HCV-related cryoglobulinemia.
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SEIZURES, SUBACUTE DEMENTIA AND EAR INFLAMMATION
A. Oliveira, V. T. Cruz, P. Coutinho
Hospital Sdo Sebastido, Neurology, Santa Maria da Feira, Portugal

Background: Relapsing polychondritis (RP) is a rare connective tissue disease defined by episodic
inflammation of cartilaginous structures and other tissues with a common antigen. CNS manifestations
are rare.

Case report: A 50-year-old man was admitted because of clonic movements of his right hand followed by
secondary generalization. A diagnosis of bipolar disease was made several years ago. Six months before
admission he began to have short-term memory and naming difficulties. Two years earlier he started to
have multiple episodes of ocular and ear inflammation with spontaneous remissions and relapses. On
neurological examination he had an important cognitive impairment and the remaining exam was
unremarkable except for a bilateral Babinski. A general physical examination showed inflammation in
both ears with sweeling and erythema. The patient remained afebrile. The erythrocyte sedimentation rate
was 35 mm/hour. CSF examination: 85.3 mg/dL proteins, 16 cells/uL (mostly lymphocytes). EEG: left
fronto-temporal continuous slowing. Cranial MRI: bilateral subcortical white matter hyperintensities on T2.
Histologic examination: inflammatory infiltration (lymphocytes) in the cartilage, dysmorphic chondrocytes.
Methilprednisolone and monthly pulsed doses of cyclophosphamide were administered. A dramatic
clinical improvement was noted.

Conclusion: This patient was admitted because of seizures and its investigation brought to clinical
attention other symptoms: relapsing episodes of cartilaginous inflammation and cognitive impairment
thought to be due to the previous psychiatric disorder. Characteristic histologic changes of RP were
found. Clinical improvement after immunosuppressant treatment supported the association between
neurologic and systemic manifestations. These very uncommon features of RP were probably the result
of a CNS vasculitis.
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GENETIC CONSTRUCTION AND CHARACTERIZATION OF MURINEMIP-1 U | MMUNOTOXI N WI TH
TRUNCATED DIPHTHERIA TOXIN

M. LV}, W. Liang?, Y. Li%, Y. Wang?, L. Zhang®

!Sichuan University, Immunology, Chengdu, China, *Sichuan University, Forensic Biology, Chengdu,
China

Objective: To construct a new recombinant immunotoxin expression vector fused with a murine

macrophage inflammatory protein-1 U( mMIUD gene and a truncated diphtheria
examine the expression of mMIP-1 EDT390 fusion protein in NIH3T3 cells.

Methods: mMIP-1 U w arsed fooin murine liver tissue through reverse transcription-polymerase chain
reaction(RT-PCR). ThemMIP-1 U ¢ DNA was |igased with a DT390 gene car
expression vector with T4 DNA ligase to generate a fusion protein expression vector pcDNA3.1(+)-mMIP-

1 EDT390. The recombinant vector was identified by restriction endonucleases digestion, PCR and DNA

sequencing. After pcDNA3.1(+)-mMIP-1 EDT390 plasmid transfected into NIH3T3 cells by Polyfect

Transfection Reagent, the expression product was obtained and detected by immunofluorescence assay

using antibodies directed at DTandmMIP-1 U separ atel y.

Results: The new recombinant immunotoxin expression vector was constructed successfully. The

immunofluorescence assay results showed that NIH3T3 cells that were transfected with pcDNAS.1(+)-

mMIP-1 EDT390 plasmid appeared to be positive compared to the cells without transfection or cells

transfected with the empty plasmid.

Conclusion: CCR5(receptor MIP-1 U) wer e detected in brai €CCR5eBcellens from
were elevated in blood of patients with progressive MS. mMIP-1 EDT390 recombinant immunotoxin

expression vector will provide the basis for study on the targeted cytotoxic activity to CCR5+ T cells and

may have some potential value in the treatment of Thl cell-mediated autoimmune diseases.
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HIGH AFFINITY T CELL RECEPTORS FOR THE IMMUNOTHERAPY OF TYPE | DIABETES

R. Webster®, W. Unger?, A. Bennett!, J. Gavarret', A. Vuidepot', B. Cameron', Y. Li*, B. Roep?, B.
Jakobsen'

'Medigene Ltd., Abingdon, Oxon, United Kingdom, “Leiden University Medical Centre, Leiden,
Netherlands

Type | diabetes (T1D) is an autoimmune disease involving T-cell-mediated destruction of pancreatic 3-
cells in the Islets of Langerhans. These autoreactive T cells recognise peptides (autoantigens) derived
from 3-cell specific polypeptides (for example, pre-pro-insulin (PPI), GAD65, IA-2 and islet-specific
glucose-6-phosphatase catalytic subunit-related protein (IGRP)) presented by major histocompatibility
complex (MHC) molecules. Mouse models indicate that the initiation and progression of T1D involves
both cytotoxic CD8 killer T cell and CD4 helper T cell (Th1) activity. CD8 T cells directly destroy the 3-
cells, whereas the secr et-20dlal 20 fa ntdy pTeN FIU)c yftrookm nTehsl
immunoinflammatory response.

In order to target 3-cell specific epitopes, our strategy is to produce high affinity, soluble monoclonal
TCRs (MmTCRs). A murine mTCR with an epitope derived from the insulin B chain, has been developed as
a proof of concept. This mTCR, which has a wild-type affinity in the uM range has been affinity matured to
2.6 pM as shown from BlIAcore experiments, expressed in E. coli and re-folded. 3 human IGRP TCRs
have been obtained (B. Roep), 2 from patients and 1 from a non-diabetic donor. One of these IGRP
MTCRs is being affinity matured. These high affinity mTCRs can be used to a) deliver a suppressive
cytokine (IL-4, IL-13) to the R-cells, down-regulating the inflammatory response, and b) act as competitive
blockers of autoreactive T cell binding.

These novel therapeutic agents have the regenerative potential to treat T1D patients, including those that
have substantial 3-cell losses.

(cleH N os,
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FULLY HUMAN ANTI-MIF ANTIBODIES AS POTENTIAL THERAPEUTICS FOR CRESCENT
GLOMERULONEPHRITIS

R. Kerschbaumer?®, M. Rieger?, D. Voelkel*, J. Smith®, G. Bhangal®, J. McDaid®, T. Cook®, C. Pusey?, F.
Tam®, H. Ehrlich?, F. Scheiflinger2

'Baxter Innovations GmbH, Molecular Biology, Orth/Donau, Austria, “Baxter Innovations GmbH, Vienna,
Austria, 3Imperial College Kidney and Transplant Institute, Hammersmith Hospital, London, United
Kingdom

Background and aims: The macrophage migration inhibitory factor (MIF) is a proinflammatory cytokine
and a pivotal regulator of innate immunity. MIF counter-regulates the effect of glucocorticoids and induces
proinflammatory cytokines. MIF is involved in a variety of inflammatory and autoimmune diseases and is
up-regulated in serum and tissue during disease progression. Inhibition of MIF by mouse monoclonal
antibodies was shown to be protective in various animal models. We therefore set out to develop a fully
human anti-MIF antibody for treatment of MIF-related diseases.

Methods: A diverse panel of human MIF-specific antibodies was generated by selection from a phage
display library. This panel was subjected to extensive in vitro testing in various assays for MIF activity.
Selected antibody candidates were subsequently tested in an animal model for crescent
glomerulonephritis to evaluate their applicability for anti-inflammatory therapy.

Results: In vitro testing of human anti-MIF antibodies enabled the identification of candidate antibodies
that neutralize the activity of MIF in well-established biological and biochemical assays. Application of
these candidate antibodies in a clinically relevant rat model for crescent glomerulonephritis reduced key
variables of the disease severity, such as proteinuria, crescent formation, macrophage infiltration and
TNFalpha production.

Conclusions: We have identified fully human anti-MIF antibodies that are able to neutralize the
proinflammatory effects of MIF in vitro and in vivo and that are potential therapeutics for crescent
glomerulonephritis.
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PREGNANCY OUTCOME IN WOMEN WITH INHERITED/ACQUIRED THROMBOPHILIA
B. Teruzzi', E. Rossi®, L. Arrigoni®, V. Gerloni®, F. Fantini®

'G.Pini Institute-University of Milan, Department of Rheumatology-Unit of Paediatric Rheumatology,
Milan, Italy, °L. Sacco Hospital, SIMT, Milan, Italy, °G.Pini Institute, Department of Rheumatology-UOS of
Pediatric Rheumatology, Milan, Italy

Relationship between acquired/inherited thrombophilia & obstetrical complications has been reported,
thromboprophilaxis seems to reduce incidence of adverse pregnancy outcomes. To confirm efficacy of
thromboprophilaxis in women with acquired/inherited thrombophilia and previous placental insufficiency,
we studied 419 women, mean age 35 years, with previous placental insufficiency (more stillbirth, fetal
loss (FL) >20" wk of pregnancy, abruptio placentae, intra-uterine growth restriction (IUGR), preeclampsia.
To identify inherited thrombophilic conditions: fibrinogen, ATIII, protein C-S, FV-R506Q, C677T-MTHFR
and G20210A-PT gene mutations and to identify acquired thrombophilia: homocysteine, platelet count,
aPL (LA, aCL) were assessed. ANA, ENA, aTG, thyroid antimicrosomal-Abs were also tested.
Therapeutic protocol was: ASA 50mg/day (6””-25th wk of gestation) and heparin 2500U x 3/day or LMWH
4000U/day (10”1-15th wk or, in case of previous history of thrombosis, from 6" wk to delivery). Prevalence
of thrombophilic defects in our study population was: ATIII 0.5%, protein-C 1.9%, protein-S 2.6%,
FVleiden 16.9%, G20210A-PT 12.4%, MTHFR-C677T 8.8%; dys-fibrinogenaemia 0.7%,
hyperhomocysteine 5.5%, LLAC 14.8%, autoimmune disorders 26.7%, trombocytemia 4.1%. Prevalence
of one or more inherited or acquired defects was 43.8% and 51.1% respectively. We evaluated 622
previous untreated and 310 treated pregnancies. Treatment led to a significant reduction (p< 0.00001) of
FL< 20" wk from 46,6% to 6,8%; FL>20" wk from 16,2% to 4,2%; IUGR from 32,4% to 17,4%;
preeclampsia from 18,4% to 2,8%. These results were confirmed also considering inherited and acquired
thrombophilic defects separately. In conclusion, our study confirmed:

i) the relationship between inherited/acquired thrombophilia & adverse pregnancy outcome,

i) the reduction of adverse pregnancy outcome with thromboprofilaxis.
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SHARED AND PARTICULAR GENE EXPRESSION ARE OBSERVED IN SYSTEMIC LUPUS
ERYTHEMATOSUS ACCORDING TO THE ACTIVITY OF THE DISEASE

P. Sandrin-Garcia®, C.M. Junta’, A.L. Fachin®, S.S. Mello*, A.M.T. Baiao®, M.C.T. Ferreira’, G.L.
Trevisan', P. Louzada-Junior?, E.T. Sakamoto-Hojo', G.A.S. Passos’, E.A. Donadi’

'School of Medicine of Ribeirao Preto USP, Genetics, Ribeirao Preto, Brazil, °School of Medicine of
Ribeirao Preto USP, Clinical Immunology, Ribeirao Preto, Brazil

Objective: Since patients presenting with active Systemic Lupus Erythematosus (SLE) manifestations
may exhibit distinct pathogenetic features in relation to inactive SLE, and since cDNA microarrays may
potentially discriminate the gene expression profile of a disease or disease variant, we evaluated the
expression profile of 4500 genes in peripheral blood lymphocytes (PBL)of SLE patients.

Material and methods: We studied 11 patients with SLE, 7 with active SLE patients, 4 with inactive SLE
and 8 healthy controls. Total RNA samples from PBL were copied into cDNA and post-labeled with Cy3
fluorochrome. These probes were then hybridized with a glass slide cDNA microarray containing 4,500
human IMAGE cDNA target sequences. An equimolar amount of total RNA from human cell strains
served as reference. The microarray images were quantified and normalized and analyzed using the R
environment (ANOVA, SAM and Cluster-Tree View algorithms). Disease activity was assessed by
SLEDAI.

Results: Compared to controls, active patients exhibited 104 (80 repressed and 24 induced), and non-
active SLE exhibited 52 (31 induced and 21 repressed) differentially expressed genes. The modulation of
12 genes, either induced or repressed, was shared in both disease variants; however, each disease
variant exhibited many particular differentially expressed genes. Taken together these results indicate the
two lupus variants studied have shared and private differentially expressed genes.

Conclusions: Although the biological significance of the differentially expressed genes discussed above
has not been completely understood yet, they may serve as a platform to further explore the molecular
basis of immune deregulation in SLE.
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SHARED EPITOPE ALLELE DOSAGE PROVIDES DISTINCT GENE EXPRESSION SIGNATURES IN
PERIPHERAL BLOOD MONONUCLEAR CELLS OF RHEUMATOID ARTHRITIS PATIENTS

C.M. Junta', P. Sandrin-Garcia®, A.L. Fachin®, S.S. Mello', P. Louzada-Junior?, R.D.R. Oliveira®, D.M.
Rassi', S. Giuliatti', E.T. Sakamoto-Hojol, E.A. Donadi?, G.A.S. Passos’
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Ribeirao Preto USP, Clinical Immunology, Ribeirao Preto, Brazil

Objective: To evaluate the association between the presence or absence of HLA shared-epitope (SE)
and differential gene expression profiling in peripheral blood mononuclear cells (PBMC) of rheumatoid
arthritis (RA) patients.

Material and methods: Twenty RA patients were selected according to presence of SE (at single or
double dosage) or its absence. Total RNA samples from PBMC of these patients were copied into cDNA
and post-labeled with Cy3 fluorochrome (Cy3-labeled probes). These probes were then hybridized with a
glass slide cDNA microarray containing 4,500 human IMAGE cDNA target sequences. An equimolar
amount of total RNA from human cell strains, also converted a Cy3-labeled cDNA probe, served as
reference. The Cy3-monocolor microarray images from patients and from the reference were quantified
and normalized and the data set was analyzed statistically using the R environment (ANOVA,SAM and
Cluster-Tree View algorithms) and MeV software.

Results: Hierarchical clustering analysis grouped RA patients into two large clusters. The two statistical
approaches showed closely similar expression profiles according to the SE dosage. The 46 significantly
and differentially expressed genes (SAM) were included among the 287 ANOVA informative genes,
emphasizing the relevance of the data.

Conclusions: Two major conclusions may draw from these data. First, the SE dosage, or its absence,
may produce specific hybridization signatures, as detected by two distinct hierarchical clustering
analyses. Second, at least 46 differentially expressed genes were statistically validated by two distinct
algorithms, strongly suggesting that these genes may correspond to expression markers associated to
SE in rheumatoid arthritis.
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INCREASED LEVELS OF ANTIPHOSPHOLIPID ANTIBODIES ARE ASSOCIATED WITH INCREASED
LYMPHOCYTE DEATH BY NEGLECT APOPTOSIS IN LUPUS PATIENTS WITH DIFFUSE
NEUROPSYCHIATRIC

L.M. Silva, P. Louzada-Junior, E.A. Donadi
School of Medicine of Ribeirao Preto USP, Clinical Immunology, Ribeirao Preto, Brazil

Objective: Lymphocytes from neuropsychiatric systemic lupus erythematosus (NPSLE) patients who
presented antiphospholipid antibodies (aPLs) underwent significantly increased rates of lymphocyte
apoptosis than patients without neuropsychiatric features. The objective is evaluate the relationship
between aPLs and lymphocyte death by neglect apoptosis in NPSLE

Methods: We studied 20 patients aged 13 to 67 years (median 39) in the active phase of their disease,
and presenting with organic brain syndrome (45%), psychosis (40%), stroke (25%), seizures (15%),
peripheral neuropathies (15%), cranial neuropathies (10%) and aseptic meningitis (5%). Anticardiolipin
antibodies were detected by ELISA. Lymphocyte death by neglect-apoptosis was evaluated after a 24
hour incubation of lymphocytes with autologous serum using flow cytometry.

Results: Patients with difftuse NPSLE presented significantly increased IgM anticardiolipin levels in
relation to patients with focal disease (p = 0.02), whereas no significant differences of IgG anticardiolipin
levels were observed. The apoptosis rate in patients with aPLs (IgM or IgG) and presenting with CNS
involvement was significantly increased in relation to patients with aPLs and exhibiting peripheral NPSLE
(p=0.02 for each comparison).

Conclusion: Increased IgM anticardiolipin levels were associated with increased apoptosis rate in
NPSLE patients with diffuse disease. Therefore, the binding of aCL to brain components seems to have a
role in the development of NPSLE features. Whether aCL antibodies cause neuronal damage by inducing
neuronal apoptosis or appear only after cellular apoptosis has occurred remains to be elucidated.
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VDR RECEPTOR COMPETENCE INDUCES RECOVERY FROM CHRONIC AUTOIMMUNE DISEASE
T. Marshall

Murdoch University of Western Australia, School of Biological Sciences and Biotechnology, Thousand
Oaks, United States

The VDR nuclear receptor is at the heart of human innate-immunity, being responsible for expression of a
majority of the body’s antimicrobial-peptides[1]. Chronic immune disease causes VDR dysfunction, with
ripple-down effects on the Thyroid, Glucocorticoid, Androgen and Progesterone nuclear receptors. This
VDR dysfunction inhibits the innate-immune-system from expressing most of its antimicrobial-peptides,
allowing viral and bacterial metagenomic communities to evade phagocytosis, and become persistent
intraphagocytic pathogens. We have identified at least one bacterial sulfonolipid, Capnine, which is an
strong VDR antagonist. It is produced by biofilm-dwelling gliding bacteria. The VDR dysfunction is clearly
no accident, but is a survival mechanism for these persistent intraphagocytic pathogens. In 2002 we
commenced an open-label, adaptive, Phase-2 study using a novel VDR-agonist, Olmesartan Medoxomil
(which was initially developed as an Angiotensin-Receptor-Blocker), together with sub-inhibitory
concentrations of protein-synthesis-inhibiting antibiotics. This study has routinely induced recovery not
only from autoimmune conditions ranging from Rheumatoid Arthritis to Uveitis, but also idiopathic chronic
disease including Sarcoidosis, CFS/ME and Fibromyalgia. Surprisingly, many comorbid neurological
conditions, including peripheral-neuropathy, depression, bipolar-disorder and OCD, have resolved along
with the chronic inflammation. At this point the molecular biology underlying the pathogenesis has been
confirmed, and a therapy evolved, which, over the course of 3-5 years, induces full recovery.
Immunopathology limits the rate of bacterial killing. Translational research has allowed this molecular
biology to rapidly move from Bench to Bedside, and has confirmed, in-vivo, the accuracy and utility of the
molecular biology underlying the disease model.

1.Marshall TG: Vitamin-D Discovery outpaces FDA decision-making.BioEssays;30:2
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PARVOVIRUS B19 INFECTION IN PATIENTS WITH HEMATOLOGICAL MALIGNANCIES RECEIVING
MULTIPLE COURSES OF CHEMOTHERAPY

N. Zaki', N. Risk® N. Hassanein®, M. Ayad®, A. Goweil®

'Faculty of Medecine, Haematology Unit, Alexandria, Egypt, “Faculty of Medecine, Clinical Microbiology;
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Human parvovirus B19 (B19) exhibits a marked tropism to bone marrow, replicating exclusively in
erythroid progenitor cells. Persistent PB19 infection tends to occur in immunocompromised hosts and
may manifest as pure red cell aplasia and chronic anemia. The aim of the present study was to assess
the prevalence of B19 infection in patients with hematological malignancies receiving chemotherapy, and
to highlight the relation between B19 infection and unexplained cytopenia(s). The study included 30
adults and 18 children suffering from a variety of hematological malignancies and receiving
chemotherapy. In addition, 10 healthy adults and 10 healthy children were included as controls. All
patients had unexplained anemia, leucopenia, neutropenia and/or thrombocytopenia and had received an
average of 4 courses of systemic chemotherapy. B19 infection was investigated both by serologic
determination of specific IgG and detection of viral DNA in serum by nested PCR. IgG was detected in 24
(80%) adults and 11 (61.1%) children, while viral DNA was found in 16 (53.3%) adults and 5 (27.8%)
children. Significant association was detected between unexplained anemia and IgG positivity in children.
Meanwhile, unexplained thrombocytopenia was significantly associated with the presence of viral DNA in
adults. In conclusion, patients with hematological malignancies receiving chemotherapy are at particular
risk of persistent B19 infection. Moreover, there may be an aberrant immune response to B19 in these
patients as the presence of neutralizing IgG antibodies failed to clear the virus. It is important to consider
B19 infection as a possible cause of unexplained cytopenia(s) in immunocompromised patients.
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APOPTOSIS AND AUTOPHAGY IN CUTANEOUS LUPUS ERYTHEMATOSUS
R. Olteanu®, E. Balanescu?, A.-M. Bamberger®, P. Balanescu®

!Colentina Hospital, Dermatology, Bucharest, Romania, “Colentina Hospital, Reumathology, Bucharest,
Romania, *Hamburg University, Histopathology, Hamburg, Germany, *Carol Davila University, Bucharest,
Romania

Apoptosis is considered a crucial event in lupus erythematosus pathogenesis. Autophagy or
macroautophagy is another type of programmed cell death in response to stress or during conditions of
nutrient limitations. M30 citodeath molecule is a very important tool for detecting very early apoptotic
events in tissue sections. On the other hand, forkhead transcription factors of FOXO subfamily regulate
metabolism, proliferation and differentiation, making a link between apoptosis and autophagy.

We have been studied the expression of M30 citodeath and FOXO 1 molecules in cutaneous lupus
(acute, chronic and subacute) .We found an overexpression of M30 in keratinocites and not so important
in lymphocytes on our tissue sections. The FOXO 1 expression was week and was represented in basal
layer but it was inactive (only in cytoplasm). Because we cannot correlate the FOXO inactivity to apoptotic
event we try other nonspecific type of colouring. We conclude that like in placenta, FOXO is not express
in normal or lupus skin. Also we are working on Bim expression on the lupus lesions.

In this preliminary study, first on our knowledge, we conclude that apoptosis can evolve without FOXO
implication and we suggest some possible mechanisms for this finding.
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PROTECTIVE EFFECTS OF THYMODEPRESSIN IN EXPERIMENTAL AUTOIMMUNITY
M. Krasilshchikova, O. Zatsepina, V. Deigin
Shemyakin and Ovchinnikov Institute of Bioorganic Chemistry, Moscow, Russian Federation

Anti-fibrillarin autoantibodies (AFA) are present in blood of patients with systemic sclerosis, SLE and

other autoimmune diseases. AFA can be also obtained from mice of susceptible strains after
administration of mercuric chloride. Similar to human autoimmune diseases this experimentally induced
autoimmune response is accompanied by formation of renal IgG deposits and activation of B-
lymphocytes. Due to the easy and reliable induction of disease condition mercury-induced autoimmunity
in rodents is a favorable autoimmune model.

The main goal of this work was to study an effect of Thymodepressin on the dynamics of mercury-induced
autoimmune response. Thymodepressin is a synthetic dipeptide (gamma-D-Glu-D-Trp) commonly
approved for various autoimmune disorders, including psoriasis.

Two-month old SJL female mice were subcutaneously injected twice a week with 1.6 mg/kg of HgCl, for
13 weeks. Groups of mice were injected with HgCl, only or treated with Thymodepressin for three weeks
in Apreventiveo regimen (from the first injection of
later the first HgCl, injection, when the maximum titer of autoantibodies was reached). Sera were tested
for AFA by indirect immunofluorescence.

Preventive treatment with Thymodepressin inhibited induction of AFA. The titer of AFA remained in a very
low state during all the time of the experiment.

Treatment with Thymodepressin in therapeutic regimen had less pronounce but statistically significant
effect than preventive treatment. We conclude that a short-term initial treatment with Thymodepressin
significantly protects from exacerbation of AFA production in mercury-induced autoimmunity.
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MITOCHONDRIAL STRUCTURAL CHANGES AND DYSFUNCTION ARE ASSOCIATED WITH
EXPERIMENTAL ALLERGIC ASTHMA

U. Mabalirajan®, A.K. Dinda?, S. Kumar', R. Roshan', P. Gupta’, S.K. Sharma®, B. Ghosh*

YInstitute of Genomics and Integrative Biology, Molecular Immunogenetics, Delhi, India, ?All India Institute
of Medical Sciences, Pathology, Delhi, India, ®All India Institute of Medical Sciences, Medicine, Delhi,
India

Background: An imbalance between Th1l and Th2 immune response is crucial for developing

pathophysiological features of asthma and autoimmune diseases. Although oxidative stress is known in

asthma and mitochondrion is a crucial organelle to produce endogenous reactive oxygen species, the

role of mitochondria remains yet unknown

Objective: To study the involvement of mitochondria in asthma pathogenesis by neutralizing either IL-4

orlIFN-o i n BALB/c¢c asthmatic mice.

Methods: We have developed mouse model of asthma which showed increased airway

hypereponsiveness, dense eosinophilc airway inflammation, increased IgE levels, and mucus

hypersecretion. They were administered mouse monoclonal antibodies for IL-4/IFN-0  or i sotypi c ant
Cytochrome c¢ oxidase (COXgrc) activity and cytochrome ¢ were measured in lung mitochondria and lung

cytosol respectively. Lipid peroxidative markers including 13-S-hydroxyoctadecaenoic acid and ATP were

determined in lung. Immunohistochemistry was performed in lung sections to determine the expression of

mitochondrially coded subunits of COXgrc and 17 kDa subunit of mitochondrial complex I.

Results: We have found the reduction of COXgy¢ activity in lung mitochondria, reduction in the

expression of subunit Il of COXgrc and 17 kDa of complex | in bronchial epithelium, appearance of

cytochrome c in the lung cytosol, decreased lung ATP levels, and mitochondrial ultrastructural changes

(loss of cristae and swelling) in bronchial epithelium of asthmatic mice. Interestingly, administration of IL-4

mAb ratherthan IFN-o mAb reversed these mitochondrial dysfunctio
Conclusions: These results suggest that mitochondrial structural changes and dysfunction are

associated with allergic asthma and IL-4 could be the crucial player for this mitochondrial dysfunction.
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REGULATION OF IMMUNE TOLERANCE BY HUMAN CD4+CD25+ REGULATORY T CELLS VIA
INTERACTION WITH DENDRITIC CELLS

J. Bayry, A.-M. Navarrete, S.R. Elluru, V. Janakiraman, S. Lacroix-Desmazes, M. Kazatchkine, S. Kaveri
INSERM U872, Paris, France

We have evaluated the interaction of human peripheral CD4+CD25+ regulatory T cells (Tregs) on
maturation and function of human dendritic cells (DC). Tregs inhibited DC maturation, inducing
downregulation of co-stimulatory molecules CD80 and CD86 and T cell stimulatory activity. However, DC
exposed to Tregs also showed some changes typically associated with DC maturation, namely increased
expression of CCR7 and HLA-DR, and acquired the ability to migrate in response to the CCR7 ligand
CCL19. Both soluble factors such as TGF-b  a n-#l0, dnd_cell-associated molecules such as CTLA-4
were shown to be involved in Treg-mediated modulation of DC, with lymphocyte activation gene-3 (LAG-
3) playing a predominant role in driving maturation-associated changes. The data show that Tregs induce
the generation of semi-mature tolerogenic DC with the potential to migrate into lymphoid organs,
suggesting a possible mechanism by which Tregs maintain immune tolerance.
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EXPRESSION OF CD55 AND CD59 ON PERIPHERAL BLOOD CELLS IN PATIENTS WITH
SYSTEMIC LUPUS ERYTHEMATOSUS (SLE)

A. Alegretti, J. Merzoni®, G. Faulhaber®, T. Mucenic®, J. Brenol”, L. Silla?, F. Kreutz®, R.M. Xavier

!Clinicas Hospital of Porto Alegre, Division of Clinical Pathology, Porto Alegre, Brazil, *Clinicas Hospital of
Porto Alegre, Division of Clinical Haematology, Porto Alegre, Brazil, 3Clinicas Hospital of Porto Alegre,
Division of Internal Medicine, Porto Alegre, Brazil, *Clinicas Hospital of Porto Alegre, Division of
Rheumatology, Porto Alegre, Brazil, *UFRGS, FK-Biotechnology, 'Porto Alegre, Brazil

CD55 and CD59 are glycosylphosphatidylinositol-anchored proteins with complement regulatory (cregs)
properties. SLE patients have been reported to present an acquired deficiency of cregs proteins
associated with secondary autoimmune haemolytic anaemia and lymphopenia. The mechanisms of this
disorder remain unclear and its impact on the clinical manifestation of SLE needs more study. The aim of
this study was to evaluate the presence of altered CD55/CD59 expression in peripheral blood cells from
SLE patients in comparison to the controls. Flow cytometric analyses were performed on CD55 and CD59
stained red cells (RBC) and leucocytes from 23 SLE patients and 23 healthy controls. There were no
significant statistical differences in CD55 and CD59 cell percentages (%) when monocytes and RBC
between the groups were compared. However, we observed more cells without expression of CD55
(p=0.005) and CD59 on lymphocytes (p= 0.019), and without expression of CD59 on granulocytes
(p=0.045) in SLE than in controls. The membrane density (MD) of CD55 on SLE RBC (p< 0.001) and
granulocytes (p=0.044) were significantly reduced; while on other blood cells there were no significant
differences in the MD between the groups. In patients with lymphopenia a significant percentage of
lymphocyte without CD55 or CD59 expression was found and in patients with anaemia a significantly
lower CD55 MD on the RBC was found. These results suggest there was a difference in the CD55 and
CD59 expression pattern on the cells of SLE patients, and it may play a role in the pathophysiology of
lymphopenia and anaemia in SLE.
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DIAGNOSTIC AND PROGNOSTIC VALUE OF IGG AND IGA-ANTIBODIES AGAINST CYCLIC
CITRULLINATED PEPTIDES(ANTI-CCP) AMONG EARLY RHEUMATOID ARTHRITIS PATIENTS (RA)

M. Mullazehi®, M.C. Wick?, B. Kristensen®, R. van Vollenhoven?, L. Klareskog?, J. Ronnelid*

'Uppsala University Hospital, Unit of Clinical Inmunology, Uppsala, Sweden, “Unit of Rheumatology,
Karolinska Institute, Stockholm, Sweden, *Phadia ApS, Allergd, Denmark

Objective: Antibodies against citrullinated peptides (anti-CCP) is routinely analyzed only concerning 1gG.
Earlier studies have shown that IgA RF both can prognosticate severe disease and predict future
development of RA. We therefore wanted to investigate IgA anti-CCP in RA patients.

Methods: We measured IgG and IgA anti-CCP in a cohort of 270 early RA patients and in 100 healthy
control sera. The results were correlated with clinical data obtained at baseline and during five years
follow-up.

Results: At inclusion, 166/270 (61.5%) of patients and 0/100 (0%) of healthy control were positive for IgG
anti-CCP while 173/270 (64 %) of patients were IgA anti-CCP positive(defined as 95" percentile of
controls). Of the 104 1gG anti-CCP negative patients, 29 were IgA anti-CCP positive, resulting in a total
sensitivity of 72% (195/270) for IgG and/or IgA anti-CCP.

The differences between IgG anti-CCP positive and negative patients became more obvious with time
especially physicians” assessment of disease activity, swollen joints, tender joint counts and DAS28. The
corresponding differences were less prominent for IgA anti-CCP. In all these cases anti-CCP positive
patients had worst prognosis. Among IgG anti-CCP-negative patients IgA anti-CCP was instead
significantly associated with better prognosis for every variable except ESR and CRP. IgA anti-CCP was
instead associated with higher ESR.

Conclusion: The additional diagnostic contribution of IgA anti-CCP might be clinically important.
Prognostically IgA anti-CCP has a dichotomous role, alone associated with low disease activity but
together with IgG anti-CCP associated with further high disease activity.
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CLINICAL SYNDROMES AND DISEASE MANIFESTATIONS OF SPONDYLOARTHROPATHIES
(SPA) IN AN IRANIAN POPULATION

F. Ghaffarpasand®, M.A. Nazariniz*

'Fasa University of Medical Sciences, Student Research Committee, Shiraz, Iran, Islamic Republic of,
*Shiraz University of Medical Sciences, Rheumatology, Shiraz, Iran, Islamic Republic of

Background & aims: The spectrum of spondyloarthropathies (SpA) in patients attending health care
facilities in Iran is poorly characterized. The aim of this study is to demonstrate the spectrum of
spondyloarthropathies patterns in patients attending the Rheumatic Disease Unit, Shiraz University of
Medical Sciences, Iran.

Methods & materials: A retrospective survey of case records of 142 patients diagnosed as SpA was
performed between January 2004 and December 2007. Demographic, historical, clinical, serological,
microbiological and management-related details were obtained from the records of these patients.
Results: Of the 142 patients, 106 (74.6%) were male. The mean age at the onset of the disease was
28.9 £ 11.6. 134 (94.3%) patients were Iranian while 6 (4.2%) were Arabs and 2 (1.5%) were Afghan
immigrants. From these 142 patients, 98 (69%) had Ankylosing Spondylitis. Reiter’s syndrome was
detected in 18 (12.7%) patients, Psoriatic arthritis in 16 (11.3%), Enteropathic arthritis in 4 (2.8%),
Reactive arthritis in 3 (2.1%) and Undifferentiated Spondyloarthritis in 3 (2.1%). At all, the most common
clinical symptom was inflammatory low back pain (Sacraoiliitis) being detected in 60.5% of the patients.
Tenosynovitis was the most common non-articular manifestation which was seen in 44.3% of the
individuals. HLA-B27 was positive in 68.4% of the patients at all. The positivity of HLA-B27 was
associated with higher grades of Sacroiliitis (P=.002)

Conclusion: The spectrum of spondyloarthropathies in Iran is similar to that seen in Europe. The
prevalence of AS was much higher among patients with SpA in our series in comparison to studies from
South Africa and Alaska.
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THE THERAPEUTIC EFFECT OF VASOACTIVE INTESTINAL PEPTIDE ON EXPERIMENTAL
ARTHRITIS IS ASSOCIATED WITH CD4°CD25" T REGULATORY CELLS

W.Y. Li
Shanghai Jiaotong University School of Medicine /Shanghai Institute of Immunology, Shanghai, China

Vasoactive intestinal peptide (VIP) has been found to act as a potent anti-inflammatory factor through
regulating the production of both anti- and pro-inflammatory mediators and promoting Th2-type
responses. In this study, we used Chicken collagen ll-induced experimental arthritis (CIA) model in Wistar
rats to investigate the potential effects of VIP on rheumatoid arthritis. First we observe the clinical score
and histological changes in rat joint between CIA and VIP treatment groups, then use ELISA to detect the
cytokines, flow cytometric analysis and realtime PCR to detect Treg frequency and Foxp3 mRNA
expression. We also detect Treg cell function by inhibition assay. Our results showed that in vivo
treatment of CIA-induced rats with VIP had great protective benefit at both clinical and histological levels.
Disease suppression was associated with the inhibition of T cells proliferation, shifting of the immune
response toward a Th2-type response and expanded CD4'CD25 Treg in the periphery, which inhibited
autoreactive T cell activation/expansion. In conclusion, the study provides evidence that VIP had great
protective effect on CIA through its inhibition actions on pathogenic T cells.
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IMPROVED DS-DNA ELISA TEST PERFORMANCE BY COATING OF DS-DNA ON NUCLEOSOMA
S. Platzgummer', G. Morozzi®, D. Bassetti®, A. Antico*, E. Tonuti®

'Ospedale di Merano, Dipartimento di Laboratorio, Merano, Italy, “Clinica Universitaria, Siena, Italy,
%0spedale Santa Chiara Trento, Trento, Italy, “Ospedale di Cittadella, Cittadella, Italy, *Ospedale di
Pordenone, Pordenone, Italy

Background and aims: The following is a comparison of two anti DNA ELISA (conventional test and ds
DNA NcX test) and one ELISA anti Nucleosoma by Euroimmun producers (Libeck, Germany). Aim of the
study is the evaluation of diagnostic efficience expressed in sensibility, specificity, PPV and NPV.
Methods: In both ds DNA kits genomic ds DNA extracted from salmon testicles is used, the first using
protamine sulfate for coating, while the second uses highly purified nucleosoma in low concentration
which combine with the ds DNA in the cavity.

The study includes 70 patients suffering from SLE and a control group consisting of 33 patients with
Sjogren Syndrom, 44 patients with sclerodermia, 19 patients of MCTD, 33 patients with autoimmune
thyreoditis and 44 patients with rheumatoid arthritis.

Results: With the traditional dsDNA ELISA 46 out of 70 patients (67.5%) resulted positive. (PPV 67.6%;
NPV 86.2%). With the new anti dsSDNA Test (NcX), 77.1% were positive (PPV 72.9%; NPV 90.5%). The
increase in sensibility of the new test does not decrease its specificity and the diagnostic efficiency
improved from 81% to 85.2%.

Discussion: The new dsDNA ELISA (NcX) is more sensitive and more specific compared with the
conventional dsDNA Test.

The predictiveness of disease activity and renal involvement of the new test must be confirmed. The
percentage of false positive results was moderately high only in patients suffering from Sjogren Syndrom
and rheumatoid arthritis.

| contrast with published data the nucleosoma test proves not very sensitive, but highly specific.
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EARLY ONSET GIANT CELL ARTERITIS
A. Simas, J. Roxo, C. Meireles, A. Estriga, A. Araudjo, M. Cruz, M. Serra, A. Castro
Centro Hospitalar Lisboa Central/Hospital Capuchos, Servico 3- Medicina Interna, Lisboa, Portugal

Giant cell arteritis (GCA) is the most common form of systemic vasculitis in adults. It's a panarteritis,
occurs almost exclusively above 50 years old and has predilection for women. It affects the extracranial
branches of the carotid artery and it's manifested clinically by fever, headaches, visual impairment, scalp
tenderness, myalgia, anemia, jaw claudication and weight loss. The erythrocyte sedimentation rate (ESR)
is elevated and the gold standard exam for diagnosis is temporal artery biopsy. The best treatment is
early diagnosis and coticosteriods therapy.

Takayasu arteritis is a large vessel vasculitis that chiefly affects young women. In addition, there are
some distinctions between these two disorders in their specific complications.

The authors report a case of a 44 y.o. woman without past medical history that was observed as
outpatient by headache associated with swelling of both temples, particularly the right, jaw claudication,
myalgias, asthenia and night sweats. No visual symptoms occurred. Physical examination showed
superficial temporal artery with redness, thickened, tensed and painful. Laboratory examination revealed
elevated CRP and ESR levels. Angio-RM of aortic branches was normal. A presumptive diagnosis of
GCA was made and treatment with prednisolone brought rapid clinical improvement.
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DECREASED T-CELL IMMUNITY AND INCREASED HUMORAL IMMUNITY TO EPSTEIN-BARR
VIRUS IN MULTIPLE SCLEROSIS

M. Pender?, P. Csurhes’, A. Lenarczyk®, C. Pfluger’, S. Burrows?

The University of Queensland, School of Medicine, Brisbane, Australia, ’Queensland Institute of Medical
Research, Cellular Immunology, Brisbane, Australia

Background and aims: As with the other human chronic autoimmune diseases, the primary cause of the
autoimmunity in multiple sclerosis (MS) is unknown. Epidemiological studies have suggested that
infection with the Epstein-Barr virus (EBV) is a prerequisite for the development of MS. We have
hypothesized that a genetically determined decrease in cytotoxic CD8" T-cell immunity to EBV underlies
the development of MS and other chronic autoimmune diseases (Pender MP [2003] Trends Immunol 24,
584-588).

Methods: Using an ELISPOT assay we measured the frequency of circulating T cells that secrete
interferon-gamma in response to autologous B cells that have been infected in vitro with EBV
(lymphoblastoid cell line [LCL]) in 34 EBV-seropositive healthy subjects and 34 EBV-seropositive MS
patients who had not received corticosteroid or any other immunomodulatory therapy for at least three
months. Antibodies to EBV nuclear antigen-1 (EBNA-1) and viral capsid antigen were measured by
ELISA.

Results: MS patients have a significantly reduced frequency of circulating T cells capable of responding
to their own EBV-infected LCLs but have an increased level of antibodies against EBNA-1.
Conclusions: This decreased T-cell immunity to EBV cannot be explained by a general decrease in T-
cell immunity because MS patients have normal T-cell reactivity to Concanavalin A and tetanus toxoid,
and increased T-cell responses to myelin antigens. We propose that the decreased T-cell immunity to
EBV in MS is genetically determined and contributes to the development of MS by increasing the
frequency of EBV-infected autoreactive B cells which seed the CNS.
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AMELIORATION OF HUMAN LUPUS-LIKE PHENOTYPES IN MRL/LPR MICE BY OVER
EXPRESSION OF IL-2 7 RWSX-1)

H. Yoshida®, N. Sugiyama®, H. Nakashima®

'saga University, Faculty of Medicine, Department of Biomolecular Sciences, Saga, Japan, °Kyushu
University, Department of Medicine and Biosystemic Science, Fukuoka, Japan, *Fukuoka University,
School of Medicine, Department of Internal Medicine, Fukuoka, Japan

Objective: Investigation of the role of IL-27/IL-2 7 RU (-6 tKe development of autoimmune
disorders in MRL/Ipr mouse, which is considered as an experimental model of systemic lupus
erythematosus in humans.

Methods: We generated two strains of WSX-1transgenic mice in theMRL/Ipr background with different
expression levels of WSX-1, and investigated the effect of WSX-1 overexpression on survival,
glomerulonephritis, and immunological properties.

Results: In comparison with wild-type MRL/lpr (WT) and Tg Low (TgL) mice, Tg High (TgH) mice
exhibited a prolonged lifespan and no apparent development of autoimmune nephritis. Production of anti-
dsDNA antibody and total IgG and IgG2a were significantlylower in TgH micethan those of TgLand WT
mice. The expressed amounts of IFN-o0  a n-4d mRNA by CD4" T cellsfromTg mice decreased in a dose-
dependent fashion. CD4" splenic lymphocytes in TgH mice were more subject to the IL-27-mediated
suppression of cytokine production. In vitro stimulation of CD4" T cells by IL-27 resulted in over
phosphorylation of STAT3 in TgH cells than in WT cells.

Conclusion: WSX-1 over-expression in the MRL/Ipr background rendered the autoimmune prone mice
protected from the development of autoimmune diseases. Our results suggest that IL-27 signal may be a
therapeutic target against autoimmune diseases including human SLE.
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GENETIC SUSCEPTIBILITY LOCI IN RHEUMATOID ARTHRITIS ARE DIFFERENTIALLY
TRANSCRIBED WHOSE MRNAS ESTABLISH REGULATORY NETWORKS WITH OTHER GENES

G. Silva, C. Junta, E. Sakamoto-Hojo, E. Donadi, G. Passos
University of Sdo Paulo, Molecular Immunogenetics Group, Dept. Genetics, Ribeirdo Preto, Brazil

Several environmental agents can trigger rheumatoid arthritis (RA) in individuals harboring susceptibility

genes. Linkage studies have identified and positioned susceptibility loci (SL) in chromosomes, particularly

HLA-DRBL1 alleles at 6p21.3. Nevertheless, little is known on the molecular mechanism by which SL

contribute to RA pathogenesis. Our aim was to analyze the large-scale differential gene expression

profiling, including RA SL and reconstruct networks among their mMRNAs. Expression profiling of 4,500

cDNA sequences microarray data, including 230 from RA SL, obtained from peripheral lymphocytes of 15

RA patients and 9 controls were statistically analyzed by the Significance Analysis of Microarrays (SAM)

program (FRD O 0.1). Pat i en talyzadbgunsupervised bidragschichlat a i nput w
clustering (HCL). GeneNetwork program and Mandala algorithm were used for network inference and

interpretation, respectively. Hierarchical clustering showed that RA patients and controls share gene

modulation but also genes whose expression patterns are exclusive, from which we identified those

located on RA SL. Reconstructing networks with these genes (MRNAs), we demonstrated that all patients

(O 80% confidence) share a regul at or ydingteosevodginktedwi t h mor
from RA SL. Among the interactions observed, we highlight HLA-DRB1 locus (6p21.3) regulating the

fibronectin domain Ill gene (FNDC3A) (13q14.2). As fibronectin fragments can stimulate mediators of

matrix and cartilage destruction in RA patients, this gene interaction represents special interest. Our

findings showed the usefulness of network analysis of microarray data in giving a functional interpretation

of RA susceptibility loci identified by genetic linkage. (FAPESP, CNPq and CAPES, Brazil).



Abstract Number: 46

COURSE AND PROGNOSIS OF PSV WITH RENAL LESIONS
D. Celic, I. Mitic, T. llic
Clinical Center of Vojvodina, Clinic of Nephrology and Clinical Immunology, Novi Sad, Serbia

Background: Vasculitidies are characterised with destructive inflammation in and around blood vessel
wall which can cause ischemia of tissues and organs supplied by the affected vessels.

Methods: We conducted prospective-retrospective study with 62 patients. 32 patients had PSV with renal
lesions. Sixteen of them were ANCA positive and 16 were ANCA negative. We also followed 30 patients
with PSV without renal lesions. The follow up of patients was two years. We have followed serum
creatinine, creatinine clearence, 24h-proteinuria, as well as ESR and CRP. We also scored the activity of
vasculitis with BVAS. The diagnosis of PSV was established on the basis of Chapell Hill international
consensus criteria.

Results: After follow up patients with PSV without renal lesions showed better course and prognosis than
patients with PSV and renal lesions. We didn't found any significant difference in the course and
prognosis beetween ANCA positive and ANCA negative patients. Patients with PSV and renal lesions
that had more than 50% of crescents on kidney biopsy specimens had significantly worse kidney function
at the begining and at the end of follow up, as well as a higher values of BVAS.2 at the end of follow up.
Patients with P-ANCA positive vasculitidies had significantly higher degree of BVAS.1 at the begining of
follow up and significantly higher degree of BVAS.2 at the end of follow up.

Conclusions: The prognosis of vasculitis is largely connected with the number of the affected organs.
Percutaneous kidney biopsy have tremendous prognostic importance in the vasculitis with renal lesions.
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ANTI-CHROMATIN ANTIBODIES IN PATIENTS WITH SYSTEMIC LUPUS ERYTHEMATOSUS
N. Bardin®, S. Desplat Jego’, L. Daniel?, N. Jourde Chiche®, M. Sanmarco*

'CHU Conception, Federation Auto Immunité Thrombose, Laboratoire Immunologie, Marseille, France,
’CHU Conception, Nephrologie, Marseille, France

Background: Antibodies for double stranded DNA (anti-dsDNA) and chromatin represent specific
markers of systemic lupus erythematosus (SLE).

Aims:

1) To evaluate the analytical performance of a multiplexed bead assay (BioPIexTM 2200) for the
simultaneous detection of anti-dsDNA and anti-chromatin antibodies,

2) to compare the results for anti-dsDNA with those obtained using Farr assay,

3) toanalyze the clinical relevance of these antibodies when applied to the follow up of SLE patients with
active nephritis.

Patients and methods: 105 clinically characterized SLE patients and 96 healthy blood donors sera were
analyzed by BioPlex™ 2200.

Results: Prevalence of these antibodies was significantly higher (p< 0.0001) in SLE patients than in
controls (68% and 70% for anti-dsDNA and anti-chromatin, vs 1% for both anti-dsDNA and anti-
chromatin, respectively). If you consider a sample positive if either anti-dsDNA and/or anti-chromatin is
positive, then the prevalence of these antibodies reached 78% (82/105) in SLE patients. For anti-dsDNA
measurements, the kappa coefficient was 0.59 between BioPlex™2200 and Farr assay. Comparison
between SLE patients with and without nephritis in a follow-up study showed that patients with active
nephritis were associated with an increase of anti-dsDNA and anti-chromatin levels and a reduction of
CH50, whereas no variation of antibody levels was observed in SLE patients without nephritis.
Conclusion: Our results demonstrated a benefit of simultaneously measuring anti-dsDNA and anti-
chromatin in SLE patients. The BioPlex'"'2200achieved good analytical performances and proved to be a
useful method for monitoring and diagnosing SLE.
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PERFORMANCE EVALUATION OF A NEW ELISA ASSAY FOR THE DETECTION OF ANTI-CCP2
ANTIBODIES

N. Bizzaro?, E. Tonutti?, R. Tozzoli?, D. Villalta®

'Ospedale Civile, Laboratorio di Patologia Clinica, Tolmezzo, Italy, Azienda Ospedaliera-Universita,
Immunologia Clinica e Allergologia, Udine, Italy, *Ospedale Civile, Chimica Clinica e Microbiologia,
Latisana, Italy, *Azienda Ospedaliera, Immunologia e Virologia, Pordenone, Italy

Aim: We investigated the diagnostic accuracy of a new immunoenzymatic (ELISA) assay employing
cyclic citrullinated peptides (CCP, Aeskulisa, Wendelsheim, Germany) for the detection of anti-CCP2
antibodies and compared the results with those obtained with other validated ELISA methods.

Methods: 61 sera of patients with rheumatoid arthritis were used to calculate the sensitivity of the test.
The control group to calculate specificity, was composed of 60 patients with viral infection (52 EBV, 5
HCV, 2 HBV and 1 Parvovirus B19), 29 patients with connective tissue diseases and 26 healthy subjects.
The composition of the control group was chosen based on the results of a previous study (Bizzaro N.
Clin Chem 2007; 53:1527-33) indicating that EBV-positive sera had the highest rate of false positive
results in anti-CCP testing. In addition, the 8 sera with viral infections other than EBV, as well as the 29
CTD sera and 18/26 of the healthy subjects were chosen because they were found to give false positives
when tested with other anti-CCP methods.

Results: At the manufacturer's cut-off (18 units), the sensitivity of the new assay was 83.6% and the
specificity was 92.2%. Optimal cut-off value was determined by ROC curve analysis, and set at 25 units
(sensitivity 78.7%, specificity 96.5%); the area under the curve was 0.898 (Cl195%, 0.809-0.984). At a
specificity of 98.5%, sensitivity was 72.1%.

Conclusions: The results of this study show that this new anti-CCP2 assay has a very high diagnostic
accuracy and a high analytical specificity, comparable to other anti-CCP2 methods.
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ANTI-CHROMATIN ANTIBODIES IN PATIENTS WITH SYSTEMIC LUPUS ERYTHEMATOSUS
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Background: Antibodies for double stranded DNA (anti-dsDNA) and chromatin represent specific
markers of systemic lupus erythematosus (SLE).

Aims:

1) To evaluate the analytical performance of a multiplexed bead assay (BioPIexTM 2200) for the
simultaneous detection of anti-dsDNA and anti-chromatin antibodies,

2) to compare the results for anti-dsDNA with those obtained using Farr assay,

3) toanalyze the clinical relevance of these antibodies when applied to the follow up of SLE patients with
active nephritis.

Patients and methods: 105 clinically characterized SLE patients and 96 healthy blood donors sera were
analyzed by BioPlex™ 2200.

Results: Prevalence of these antibodies was significantly higher (p< 0.0001) in SLE patients than in
controls (68% and 70% for anti-dsDNA and anti-chromatin, vs 1% for both anti-dsDNA and anti-
chromatin, respectively). If you consider a sample positive if either anti-dsDNA and/or anti-chromatin is
positive, then the prevalence of these antibodies reached 78% (82/105) in SLE patients. For anti-dsDNA
measurements, the kappa coefficient was 0.59 between BioPlex™2200 and Farr assay. Comparison
between SLE patients with and without nephritis in a follow-up study showed that patients with active
nephritis were associated with an increase of anti-dsDNA and anti-chromatin levels and a reduction of
CH50, whereas no variation of antibody levels was observed in SLE patients without nephritis.
Conclusion: Our results demonstrated a benefit of simultaneously measuring anti-dsDNA and anti-
chromatin in SLE patients. The BioPlex'"'2200achieved good analytical performances and proved to be a
useful method for monitoring and diagnosing SLE.
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CD8 T CELLS PLAY A CRITICAL ROLE IN PRIMARY BILIARY CIRRHOSIS OF DNTGFBRII MICE
Z.-X. Lian, G.-X. Yang, M.E. Gershwin
University of California at Davis, Internal Medicine, Davis, United States

Human primary biliary cirrhosis (PBC) is characterized serologically by antimitochondrial antibodies
(AMA) and histologically by an intense T cell portal infiltrate that destroys bile ducts. We have taken
advantage ofthe PBC-like disease exhibited by dnTGFbRII mice and focused our attention on the liver T
cell infiltrate. Importantly, these mice have a directed expression of a dominant-negative form of TGF-b
receptor type Il (dnTGFbRII), under the direction of the CD4 promoter and exhibit nearly identical disease
as humans with PBC. One major advantage to this animal model is the ability to perform cell transfer and
therefore to address the issue of T cell effector mechanisms, we isolated dnTGFbRII splenic CD4 or
CD8" T cells and transferred these populations into Ragl"'mice. Importantly, the CD8" T cells transfer
group demonstrated a significant expansion of T cells and the presence of portal tract infiltrates in
recipient mice. In contrast, although CD4" Tcells did expand in the recipient group, they did not home or
focus within theportal tracts. Our results demonstrate that the impaired TGFb signaling pathway in these
mice leads to a CD8 cytotoxic T cell population that plays a critical role in biliary cell damage. These data
have implications not only for understanding TGFb signaling and autoimmunity in these mice, but also in
developing appropriate focused immunotherapy to prevent biliary damage.
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HEALTH-RELATED QUALITY OF LIFE IN PATIENTS WITH HIV/AIDS, TEHRAN , 2006
M. Nojomi
Iran University of Medical Sciences, Community Medicine, Tehran, Iran, Islamic Republic of

Objective: The present study has been designed to determine the health related quality of life in patients
living with human immune deficiency virus or suffering from AIDS (HIV/AIDS), referred to behavioral
diseases consultation center in West of Tehran, Iran.

Method: This cross-sectional study has been carried out with convenience sampling method on 139
patients living with HIV or suffering from AIDS at the first half of 2006 . The method of data collection was
summarized questionnaire of world heath organization (WHO-QOL-Brief). The main measured outcome
in this study was quality of life and some related demographic and clinical variables. The statistical tests
of t-test, Chi-Square, One Way ANOVA, Linear Regression, and Pearson Correlation were used for data
analyses.

Results: The majority of the patients were male (88.5%) with secondary education (45.3 %), married
(27.3%), and the majority of them were unemployed (65.4%). The average age of the patient was 35.4 (+
6.4). Sex, marital status, education, CD4" count and clinical stage of disease, have a significant effect on
quality of life of patients . In multivariate analysis, the most important predicted factor of the quality of life
was clinical stage of disease.

Conclusion: The most important factors that have association with decreasing quality of life of patients in
this study were: being female, separated or divorced status of marriage, less CD4+ count, and being at
severe stage of disease.
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ANTIBODIES AGAINST THE VRT101 LAMININ EPITOPE CORRELATE WITH HUMAN SLE DISEASE
ACTIVITY AND CAN BE REMOVED BY EXTRACORPOREAL IMMUNOADSORPTION

Y. Naparstek®, M. Heilweil-Harel', H. Amital®, A. Scheiman Elazari', S. Aamar’, R. Uimansky*, M.
Harlev®, E. Toubi’, A. Hershko"

'Hadassah - Hebrew University Medical Center, Medicine, Jerusalem, Israel, *Meir Medical Center, Tel-
Aviv University, Medicine, Kfar-Saba, Israel, *Hebrew University, The Authority For Animal Facilities,
Jerusalem, Israel, “Bnai-Zion Medical Center, Division of Clinical Immunology and Allergy, Haifa, Israel

Purpose: We have previously shown that murine and human pathogenic lupus autoantibodies
bind to VRT101,a21-mer peptide | ocated at the gl obular part of
we have evaluated whether these antibodies can be removed by specific extracorporeal
immunoadsorption in SLE patients, on the VRT101 coupled sepharose Lupusorb column.
Methods: Anti-VRT101 and anti dsDNA reactivity were measured in the serum of lupus patients.
Statistical correlations between disease activity measured by the SLEDAI-2k scale and compatible
serum anti-VRT101 and anti-dsDNA levels were defined. The Lupusorb column was assessed in
SLE patients for its safety and efficacy in removing serum anti-VRT101 antibodies.

Results: Anti-VRT101 and anti-dsDNA antibodies were significantly higher in SLE patients
compared to patients with other rheumatic conditions, with a high degree of correlation with the
SLEDAI-2k activity. Immunoadsorption of lupus patients” sera on the VRT101-sepharose lupusorb
column removed most of the anti-VRT101 antibodies. The column was found to be safe in a phase
1 study in 10 SLE patients.

Conclusions: Anti-VRT101 antibodies are abundantly detected in the serum of patients with SLE
and correlate with disease activity. A phase 1 clinical trial in SLE patients has shown that removal
of serum anti-VRT101 by extracorporeal plasmapheresis with specific immunoadsorption on the
VRT101 coupled sepharose lupusorb columns is feasible.
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ANTIBODIES AGAINST AN HSP EPITOPE SUPPRESS AUTOIMMUNE ARTHRITIS BY
MODULATION OF CYTOKINE REGULATION

Y. Naparstek, G. Katzavian, R. Meyuhas, A. Hershko, E. Moallem, R. Ulmansky
Hadassah - Hebrew University Medical Center, Medicine, Jerusalem, Israel

Purpose: We have previously shown that resistance to AA is due to the presence of anti-heat shock
protein (HSP) antibodies, directed at peptide 6, a 16 amino-acid epitope. In this work we have studied the
effect of vaccination against peptide 6 on various models of autoimmune arthritis and the mechanism of
their anti-inflammatory effect.

Methods and results: Active vaccination with peptide 6 as well as passive vaccination with monoclonal
anti-peptide 6 murine and chimeric monoclonal antibodies suppressed significantly murine adjuvant and
collagen arthritis. Incubation of murine and human mononuclear cells with the protective antibodies
induced the secretion of IL-10. The antibodies bound to a surface molecule on human cell membrane and
induced upregulation of IL-10 mRNA, via a cCAMP associated pathway. The level of anti peptide 6
antibodies in the serum of patients with rheumatoid arthritis was significantly lower than in healthy
controls.

Conclusions: We conclude that HSP contains protective B-cell epitopes exposed on its surface, and that
natural and acquired resistance to autoimmune arthritis is associated with the ability to develop an
antibody response to these epitopes. These antibodies cross react with a macrophage surface receptor
and modulate cytokine production. Lower levels of anti peptide 6 antibodies in patients with RA suggest
that they play a role in protection against human autoimmune diseases as well. Monoclonal
human/humanized anti-peptide 6 antibodies, as well as active vaccination with peptide 6, may serve as
new therapeutic tools for suppression of human arthritis by skewing the immune system selectively
towards an anti-inflammatory response.
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PREDICTIVE VALUE OF HIGH LEVELS OF ANTINUCLEAR ANTIBODIES IN PEOPLE WITHOUT
OTHER FEATURE OF AUTOIMMUNITY. A PROSPECTIVE STUDY

A. Ruibal', M. Lépez-Hoyos?, M.J. Novo?, J. Calvo-Alén'

"Hospital General Sierrallana, Rheumatology, Torrelavega, Spain, “Hospital Universitario Marqués de
Valdecilla, Immunology, Santander, Spain

Objective: To study the outcome of people with high levels of ANA and no other feature of autoimmune
disorder.

Methods: Patients seen our center with a positive ANA test with a titer ?1/1280 (obtained at least 3 years
before current study), regardless the reason to order such test and no autoimmune disease, at end of the
initial workup, were selected. Medical chart review was performed to assess the possible development of
any autoimmune disease and patients were contacted for further clinical and laboratory evaluation at the
outpatient clinic.

Results: Overall, 116 patients were identified, 68 had different types of autoimmune diseases and in 48
[79% women; mean age (range) 64 years (18-90) and mean time (range) elapsed from ANA positive test
was 62 months (36-96)] these disorders were excluded. Out of them, 23 patients could not be fully
assessed, three patients had developed an autoimmune disorder (systemic lupus erythematosus, CREST
syndrom and Raynaud phenomenon), 11 (44%) still had high ANA titers, 8 (32%) had lower titers and in 6
(24 %) the ANA test was negative. Finally, in other patient thrombocytopenia (twice) was observed. No
other findings suggestive of autoimmune diseases were identify in the rest of patients.

Conclusions: After a mean time of follow up of 62 months only a few number of patients developed any
autoimmune disorder. However, longer periods of follow up will help to clarify further this issue.
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EFFECTS OF BIOLOGICS ON VASCULAR FUNCTION AND ATHEROSCLEROSIS IN RHEUMATOID
ARTHRITIS

Z. Szekzaneczl, G. Kerekes?, H. Dér?, K. Veres?, Z. Szabé', A. Végvari', G. Szegedi®, Y. Shoenfeld®, P.
Soltész

lUniversity of Debrecen Medical Center, Rheumatology Division, Debrecen, Hungary, 2University of
Debrecen Medical Center, Third Department of Medicine, Cardiovascular Unit, Debrecen, Hungary,
3University of Debrecen Medical Center, Third Department of Medicine, Debrecen, Hungary, “Center for
Autoimmune Diseases, Sheba Medical Center, Tel-Hashomer, Israel

Background: Increased cardiovascular mortality has been associated with rheumatoid arthritis (RA).
There is abnormal lipid profile, impaired brachial artery flow-mediated vasodilation (FMD) and increased
common carotid intima-media thickness (ccIMT) in RA. Infliximab exerts disparate effects on lipids. It may
improve FMD and lower ccIMT in RA. No data have become available regarding similar effects of
rituximab. Therefore, in this study, we assessed the effects of rituximab on FMD, ccIMT and lipid profile.
Methods: Five female RA patients received two infusions of 1000mg rituximab iv. High-resolution B-
mode ultrasound was used to assess brachial FMD and ccIMT. We also determined plasma total
cholesterol (TC), HDL-C, LDL-C and triglyceride (TQ) levels. Assessments were performed at baseline, as
well as at week 2, 6 and 16 after the first infusion.

Results: RTX treatment resulted in a rapid and sustained improvement in FMD. The mean improvement
was 30%, 22% and 81% at weeks 2, 6 and 16, respectively. RTX had little effect on atherosclerosis within
this short period of time, however, we observed 10%, 9% and 2% decreases in ccIMT at weeks 2, 6 and
16, respectively. RTX therapy resulted in 3-11% decrease in TC, as well as 14-35% increase in HDL-C
levels.

Conclusion: TNF blockers may have beneficial effects on endothelial function and carotid
atherosclerosis. In this pilot study, RTX exerted favorable effects on endothelial dysfunction, plasma TC
and HDL-C levels. Longer follow-up is heeded to assess the prolonged effects of RTX on vascular
function and lipid profile in RA patients.
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ROLE OF IL-21 IN INDUCTION OF IL-17 IN RHEUMATOID ARTHRITIS
G. Chen', X. Niu?, X. Zhang®, W. Li*, Y. Xi*, C. Dong®

'Shanghai Institute of Immunology, Institutes of Medical Sciences, Shanghai, China, “Institue of
Immunology, Shanghai, China, °Institute of Health Sciences, Chinese Academy of Sciences, Shanghai,
China, 4Shanghai Institute of Immunology, Shanghai, China, *MD Andersn Cancer Centre, Houston,
United States

Objective: To determine the role of interleukin-21 in inducing and expanding Th17 in rheumatoid arthritis
(RA).

Methods: The mRNA expression of IL-21 and IL-17 was analyzed by real-time PCR in PBMC, synovial
fluid derived mononuclear cells (SFMC) and synovial tissue, protein level of cytokines was analyzed by
ELISA in serum and synovial fluid from patients with RA and osteoarthritis (OA). Th17 percentage was
observed in PBMC and SFMC by intracellular staining. Th17 differentiation experiments were performed
with IL-21,IL-1 b anr6éd | L

Results: IL-21 was found in total RNA extracts from RA patients, whereas only minimal expression was
seen in samples from OA patients. High Th17 percentage was found in RA PBMC and SFMC. We show
thatIL-21 orIL-6andIL-1 b ar e sufficient to induce the differentiat
Analysis of cytokine production profiles revealed that a large amount of IL-21, IL-1 b a n6dsredrelted in
RA synovium fluid.

Conclusion: Our data demonstrate that IL-21 is highly expressed in RA synovium. IL-21, which is a
product of Th17 cells, can differentiate Th17 independently of the major proinflammatory cytokines IL-1 b
and IL-6. Our results provide a molecular mechanism of how human Th17 cells are regulated and
expanded in autoimmune environment and may accelerate our efforts to define the function of this
important subset of CD4+ T cells in rheumatoid arthritis.
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DIAGNOSTIC VALUE OF ANTIBODIES TO MIT3, GP210 AND SP100 IN AMA-NEGATIVE PRIMARY
BILIARY CIRRHOSIS

N. Bizzaro F. Pesente F. Rosina®, D. Villalta®, C. Selmi*, G. Covini®, E. Tonutti®, C. Bonaguri’, P
Muratorl M Tamp0|a M G. AIeSS|o , B. Porcelli*!, L. Terzuoli**, A. Antico', S. Platzgummerla, M.
Liguori**, D. Bassetti®®

'Ospedale Civile, Laboratorio di Patologia Cllnlca Tolmezzo, Italy, *Presidio Sanitario Gradenigo,
Gastroeneterologla ed Epatologia, Torino, Italy, *Azienda Ospedaliera, Immunologla e Virologia,
Pordenone, Italy, *Universita di Milano, D|V|S|one di Medicina Interna, Milano, Italy, ®|stituto Clinico
Humanitas, Gastroenterologla Milano, Italy, ®Azienda Ospedallera Universita, Immunologia Clinica e
Allergologia, Udine, Italy, ‘Azienda Ospedallera Parma, Italy, ®Universita di Bologna, Dip. Malattie
Apparato Digerente, Bologna, Italy, Azienda Ospedallera Universita, Patologia Clinica, Bari, Italy,

Ospedah Riuniti, Laboratorio Analisi, Bergamo, Italy, D|p Medicina Interna, Biochimica, Siena, Italy,
20spedale Civile, Laboratorio Analisi, Cittadella, Italy, **Ospedale Civile, Laboratorio Centrale, Merano,
ltaly, “*Azienda Ospedaliera Brotzu, Laboratorio Analisi, Cagliari, Italy, *Ospedale S.Chiara, Patologia
Clinica ll, Trento, Italy, 16Ospedale Buccheri La Ferla, Laboratorio Analisi, Palermo, Italy

Aim: The need for new diagnostic tools in primary biliary cirrhosis is well demonstrated in patients lacking
serum anti-mitochondrial antibodies (AMA).

Methods: AMA-negative (n=98) and -positive (n=153) PBC sera previously studied at
immunofluorescence on rat kidney tissue as well as sera (n=110) from patients with other chronic liver
diseases were assayed with an ELISA PBC screening test based on MIT3 (including the three major AMA
epitopes), gp210, and Sp100 (major PBC-specific nuclear antigens). Positive sera were subsequently
tested with ELISA assays specific for each antigen (Inova, S.Diego, CA).

Results: Forty-one/98 (42%) AMA-negative sera were positive at PBC screening while 15/41 (37%)
recognized MIT3, 9/41 (22%) gp210, and 21 (51%) Sp100. Among AMA-positive sera, 151/153 (99%)
reacted with MIT3, 23/151 (15%) with gp210, and 38/151 (25%) with Sp100, while 2/110 (2%) control
sera were positive at PBC screening and against MIT3. Diagnoses are currently pending in these cases.
Based on the above data, sensitivity was 61% for the AMA test and 77% for the ELISA screening, while
specificity was 98% for both tests. Importantly, the use of PBC-specific nuclear antigens in AMA-negative
subjects led to a 23% increase in the diagnostic sensitivity of the assays.

Conclusions: Our data demonstrate that a significant part of AMA-negative patients can manifest serum
AMA using specific ELISA tests. The search for anti-gp210 and -Sp100 antibodies is a promising tool for
the diagnosis of PBC.



Abstract Number: 68

CORRECTING AUTOIMMUNE ANOMALIES, IN AUTOIMMUNE DISORDERS AND TARGETING
CANCER, BY IMMUNOLOGICAL MEANS EMPLOYING THE MODIFIED VACCINATION TECHNIQUE

A.Z. Barabas!, C. Cole? N. Bahlis®, R. Graeff*, R. Lafreniere!

'University of Calgary, Surgery, Calgary, Canada, “University of Utah, Neurosurgery, Salt Lake, United
States, 3University of Calgary, Medicine/Oncology, Calgary, Canada, 4University of Minnesota,
Pharmacology, Minneapolis, United States

Background and aims:

A there are two beneficial and two harmful aspects of
A by ut il iiedivacgnatiomtechnigwedNVIT), described by Barabas, it will be demonstrated:

- how certain autoimmune disorders can be prevented and terminated; and

- how a cancer specific antigen (ag) can evoke a pathogenic Iytic IgG

autoantibody (aab) response against a cancer specific ag (CD38) bearing

myeloma cell

Methods:

A homol ogous nonpathogenic | gM aabs were produced in n
rkKF3. Immune complexes (ICs) were made up of two components: rKF3 ag and rat anti-rKF3 IgM

antibody (ab) at slight ag excess called ICM.

A pathogenic |lytic 1 gG aabs were produced in donor rabl
components: CD38 ag and lytic rabbit anti-CD38 IgG ab at slight ag excess called ICG.

Results:

A i nj ec tMiintomass prioif to or after the establishment of an experimental autoimmune kidney

disease increased circulating IgM aabs against the nephritogenic ag. Increased levels of nonpathogenic

IgM aabs removed disease initiating and maintaining autoantigens from the circulation terminating

pathogenic autoimmune events.

A injections of 1 CG into recipient rabbits produced hi
the ab, in the presence of complement, lysed CD38 ag bearing myeloma cells.

Conclusions: The study shows that through the utilization of the MVT the potential for preventing and

terminating autoimmune disorders and cancer (specifically and without side effects) are possible.
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EXPERIENCE OF AN INTERNAL MEDICINE DEPARTMENT IN SYSTEMIC LUPUS
ERYTHEMATOSUS

S. Freitas, P. Cunha, G. Alves, J. Cotter
Guimaraes' Hospital, Internal Medicine, Guimaraes, Portugal

In between 1/03/1993 and 31/12/2007 we studied 53 cases of Systemic Lupus Erythematosus, according
to ACR criteria. One patient had 9 diagnostic criteria, 2 patients had 8 criteria, 7 patients had 7 criteria, 14
patients had 6 criteria, 14 patients had 5 criteria and 15 patients had 4 criteria. Fifty patients were females
(average age 48 years) and, 3 were male (average age 34 years), with a global average age of 34 years.
Our patients presented malar rash-37 cases; Discoid Rash-3 cases; Photosensitivity-13 cases; Oral
ulcers-11 cases; Arthritis-31 cases; Serositis-16 cases (16 patients-pericardial effusion; 6 with pleural
effusion); Renal disorder-25 cases (proteinuria-21 cases; cellular casts-11 cases). We performed renal
biopsy, obtaining as histological results class | OMS-1 case, class Il OMS-5 cases, class Il OMS-5 cases,
class IV OMS-12 cases, class V OMS-1 case, thrombotic microangiopathy-1 case; Haematological
disorder - 45 cases (haemolytic anemia-17 cases; leukopenia-16 patients; lymphopenia-38 cases and
thrombocytopenia-11 patients); Neurological disorder-9 cases (7 patients-seizures and 4 patients-
psychosis); 31 patients had antiDNA antibody, 10 had antiSm antibody and 34 had antiphospholipid
antibodies. All patients had antinuclear antibody. The patients were treated with nonsteroidal anti-
inflammatory drugs in 15 cases, hydroxychloroquine in 18 cases, corticosteroids in 41 cases,
cyclophosphamide in 14 cases, mycophenolate mofetil in 1 case and azathioprine in 10 cases. The
average follow-up period has been 44 months (2 to 168). Fourty five patients have clinical improvement,
12 patients have neurological sequelae and 4 have articular sequelae. Three patients died with sepsis.
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LUPUS NEPHRITIS - EXPERIENCE OF AN INTERNAL MEDICINE SERVICE
S. Freitas, P. Cunha, G. Alves, J. Cotter
Guimaraes' Hospital, Internal Medicine, Guimaraes, Portugal

Of all the patients with Systemic Lupus Erythematosus diagnosed between 1/03/1993 and 31/12/2007, 25
had Lupus Nepbhritis (LN), based on proteinuria > 500mg/d (21 cases) and/or changes on urinalysis (18
cases). LN was present at initial evaluation in 21 patients; 23 patients were females and, 2 were males.
We performed a renal biopsy obtaining class I-1 case, class II-5 cases, class IlI-5 cases, class 1V-12
cases, class V-1 case and 1 case of thrombotic microangiopathy. Eight patients presented renal failure
when the biopsy was performed and 6 patients-class 1V, 1 case-class lll and 1 case-thrombotic
microangiopathy. We had complement consumption in 17 cases, and all patients had serum antinuclear
antibody. We treated 14 patients with cyclophosphamide, 22 with corticosteroids, 8 with azathioprine, 1
with mycophenolate mofetil, 20 with angiotensin-converting enzyme inhibitors, 6 angiotensin receptor
antagonist and 6 with calcium channel blockers. After a follow-up of 62 months we verify that 6 patients
still have renal failure, 8 maintain proteinuria>500 mg/day, 3 present hematuria and 1 present urinary
cellular casts. Of the 14 patients with arterial hypertension, 5 maintain high blood pressure levels. In 14
patients with LN we registered a reduction on ANA levels; 8 cases with normal serum complement levels.
We performed a new renal byopsy in 10 patients. From the 8 patients with previous class IV OMS, 5 have
class Il OMS, 1 has class VI OMS and 1 maintain class IV OMS. Those with class IIl OMS present now
class Il OMS. Three patients died of sepsis.
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ANTIPHOSPHOLIPID SYNDROME - EXPERIENCE OF AN INTERNAL MEDICINE SERVICE
S. Freitas, P. Cunha, G. Alves, J. Cotter
Guimaraes' Hospital, Internal Medicine, Guimaraes, Portugal

In between 1/1/2004 and 31/12/2007 we studied 35 cases of Antiphospholipid Syndrome (APS). The
global average age was 41 years old (21 to 69 years); 91% were women (average age:41 years) and 9%
were male (average age:36 years). The diagnostic was defined with SAPPORO criteria. We registered
the following Clinical Criteria: 12 venous events (2 ileofemural, 5 poplyteal, 4 cerebral, 1 portal vein
thrombosis); 21 arterial thrombosis (17 cerebral, 2 coronary and 3 pulmonary events); 8 cases of
unexplained death at >10 weeks gestation (WG); 2 cases of >1 premature birth < 34 WG; more than 3
embryonic (< 10 WG) pregnancy losses - 1 case. Regarding the Laboratory Criteria: 29 patients with
Positive Anticardiolipin Antibody (59% which had arterial events); 12 with Positive Antiglycoprotein
Antibody (83% of which had arterial events); 10 with Positive Lupus Anticoagulant Test (50% of which
had venous events). From the 35 cases, 21 were primary and 14 secondary APS (11 had Systemic
Lupus Erythematosus; 2 had Overlap Syndrome; 1 had CREST Syndrome). Of all APS, 8 cases had
concomitant thrombophylia: 2 with homozygotic mutant MTHFR thermolability; 2 with heterozygotic
MTHFR thermolability; 1 with deficiency of Protein S; 2 with heterozygotic gene Factor V Leiden; 1 with
heterozygotic Prothrombin gene+MTHFR thermolability. After being diagnosed with APS 2 patients got
pregnant. One patient had 2 term gestations and 1 fetal loss (< 10 WG) and, the other one had 1 term
gestation. Two patients had one new thrombotic event (deep venous and subdural venous thrombosis).
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PULMONARY INVOLVMENT IN RHEUMATOID ARTHRITIS
S. Freitas, G. Alves, J. Cotter
Guimaraes' Hospital, Internal Medicine, Guimaraes, Portugal

J.R.R.M. 44 years old, male, caucasian, married, construction worker.

Personal Background : Smoker (20 cig/d for 34 years); Alcoholism (200 g/d); Pneumonia (1999). In Aug

2005 he began symmetrical polyarthralgias (knees, fists, ankles). In Nov 2005 he maintained pain with

inflammatory signs of the fists, metacarpophalangeal (MCF), knees and elbows, and came to the

Emergency Department (ED), where was discharged with nonsteroidal anti-inflammatory drugs. In

ambulatory he performed a Bone Radionuclide Scan: iinfl ammatory changes in the
and a Thorax CT scan: fttPr &c he al |l ymphatic nodes. Pul monary nodul e
2005 he was sent to the ED, reporting hoarseness and mucous productive cough for 2 days. At

admission: arthritis of MCF, proximal interphalangeal joints (PIF) of the hands and fists; blood count,

renal, liver and urine tests, and Electrocardiogram were normal; Chest X-r ay : ibi | at er al i nter st
with 2 nodul eso. He was admitted on 13/12/2005 for sus,|
During his hospital stay he referred worsening of the arthralgias (fists, shoulders, MCF and cervical

column) with morning stiffness (>1h). We registered arthritis of the fists, 22 and 32 MCF bilaterally; painful

mobilization of the cervical column. Of the diagnostic tests: Cytology of sputum, Fiberoptic Bronchoscope

with washings and Digestive Endoscopic Studies, without evidence of malignancy; Rheumatoid

Factor=387 Ul/ml (< 20); Hands X-ray:reduction of the PIF joint space. We firmed the diagnosis of

RHEUMATOID ARTHRITIS with pulmonary involvement. We initiated glucocorticoid+methotrexate, and

posterior association with sulfasalazine (not tolerated). He started antiTNF agent.
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ANTI-C1Q ANTIBODIES: ASSOCIATION WITH NEPHRITIS AND DISEASE ACTIVITY IN SYSTEMIC
LUPUS ERYTHEMATOSUS

C.G. Moura®, I. Lima?, L. Barbosa®, D. Athanazio®, E. Reis’, M. Reis®, R. Burlingame®, M. Santiago®

'Escola Bahiana de Medicina e Satde Publica/HosEitaI Santo Antonio, Salvador, Brazil, “Hospital Santa
Izabel, Salvador, Brazil, *Fiocruz, Salvador, Brazil, “INOVA, San Diego, United States, *Escola Bahiana
de Medicina e Saude Publica/Hospital Santa Izabel, Salvador, Brazil

Background: Anti-C1q antibodies have been described in systemic lupus erythematosus (SLE) as well
as in other connective tissue diseases. They have been considered a marker for disease activity and
presence of nephritis.

Objective: The aim of this study was to determine the prevalence of anti-C1q antibodies in Brazilian
lupus patients, as well as analyze their association with different clinical and serologic parameters.
Methods: Sera from 81 SLE patients, based on the ACR criteria, were collected from a lupus referral
outpatient clinic in Salvador, Brazil. Antibodies to C1q were detected by an ELISA kit (INOVA Diagnostics
Inc) and antibodies to other cellular antigens identified by indirect immunofluorescence (IIF) on HEp-2 cell
substrate (ANA), or Crithidia luciliae (dsDNA), and to nucleosome by ELISA. A cut off of 20U was
established for anti-C1qg and antinucleosome assays.

Results: Anti-C1qg antibodies were detected in 39.5% (32/81) of SLE sera. The presence of anti-C1q
antibodies was associated with proteinuria (p=0.028) but not with other laboratory or clinical features,
such as antinucleosome or anti-dsDNA antibodies, hematuria, urinary casts or renal failure, leukopenia,
pericarditis, pleuritis, malar rash, seizures and psychosis. There was a positive correlation between the
titers of anti-C1qg antibodies and the SLEDAI score (r=0.370; p=0.001).

Conclusion: The present study in Brazilian SLE patients confirms previous findings of the association of
anti-C1q antibodies with nephritis and disease activity.
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AUTOIMMUNE THYROIDITIS AS A PROBE FOR POTENTIAL AUTOIMMUNE SEQUELAE DURING
CANCER IMMUNOTHERAPY

Y.M. Kong?!, J.C. Flynn®, J.B. Jacob’, S. Kari', I. Nalbantoglu®, D. Snower?, B.E. Elliott’, W. Wei*

'Wayne State University School of Medicine, Immunology and Microbiology, Detroit, United States, >St.
John Hospital & Medical Center, Pathology, Detroit, United States, 3Queen‘s University, Pathology &
Molecular Medicine, Kingston, Canada

Inactivation of CD4"CD25" regulatory T cells (Tregs) or amplification of effector T cells, while enhancing
anti-tumor immunity, also triggers autoimmunity. Complications from clinical trials include dermatitis,
enterocolitis, uveitis, hypothyroidism, and hypophysitis, causing discontinuation of therapy. The most
extensive is multiple endocrine disorders from autoimmune hypophysitis. Clearly, besides close
monitoring, genetic predisposition and risk for autoimmune disease should be guiding principles.

We examined MHC class Il gene influence in three models that combine breast cancer and autoimmune
thyroiditis (EAT). 1) In an established breast cancer model in EAT-resistant BALB/c mice, Treg depletion
enhanced tumor regression, and facilitated mild thyroiditis induction with mouse thyroglobulin (mTg) +
LPS adjuvant. To simulate physiologic exposure to circulatory mTg, mTg was given i.v. 4x/wk over 4 wks.
With Treg depletion, mTg antibodyandIFN-o | evel s were el evated, and 43%
thyroiditis. 2) HLA-DR3 transgene was introduced as an EAT-susceptibility allele. After Treg depletion,
DR3xBALB/c F1 mice displayed anti-tumor immunity but similar thyroiditis incidence as parental BALB/c,
due to moderating influence of EAT-resistant allele, unless LPS was included. 3) In EAT-susceptible
CBA/J mice, wherein Treg depletion abrogates mTg-induced tolerance, a tumor protection model was
needed. An immunogenic variant (A22E-j) from a spontaneous mammary carcinoma induced strong anti-
tumor immunity after Treg depletion and irradiated tumor vaccination. mTg injections led to higher
thyroiditis incidence (75%) and greater severity without compromising tumor resistance. These combined
models with MHC class Il diversity should aid assessment of autoimmunity risk and management while
generating tumor immunity. (DK45960, CA125680, StJohn Hosp.)
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POSSIBLE RELATIONSHIP BETWEEN HELICOBACTER PYLORI INFECTION AND OCCURRENCE
OF AUTOIMMUNE THYROIDITIS

K. Stechova', R. Pomahacova®, K. Flajsmanova®, J. Hrabak®, M. Durilova®, K. Bohmova', J.
Varvarovska®

2nd Faculty of Medicine, Charles University in Prague, Department of Paediatrics, Prague, Czech
Republic, 2Facultg/ of Medicine in Pilsen, Charles University in Prag, Department of Paediatrics, Pilsen,
Czech Republic, “Faculty of Medicine in Pilsen, Charles University in Prag, Department of Microbiology,
Pilsen, Czech Republic

Background: Exogenous factors including infection may play a role in pathogenesis of autoimmune
thyroiditis. We concentrated on relationship between Helicobacter pylori (H. pylori) infection and
occurrence of autoimmune thyroiditis.

Materials and methods: Production of 23 cytokines and chemokines prior and post stimulation with H.
pylori lysate and H. pylori lipopolysacharide were analysed by protein array. Study population consisted of
6 patients suffering from autoimmune thyroiditis positive for H. pylori infection (THYRs), 11 H. pylori
negative patients (THYRg), 6 H. pylori positive healthy controls (CONTR,.s) and 7 H. pylori negative
healthy controls (CONTRg), age and sex matched.

Results: Basal as well as stimulated cytokine and chemokine production differed within groups. The
lowest cytokine and chemokine production was observed in CONTR¢q group. Very prominent were
differences in regulatory cytokines production prior and post stimulation within groups - particularly in IL-
10 where H. pylori lysate stimulated massive IL-10 production in all groups, the lowest reaction was
observed in CONTR¢q group (but still statistically significant). CONTReq group had increased production
of TGF-betal after H.pylori stimulation whereas in other groups the production of TGF-betal was rather
down-regulated.

Conclusions: Our data show that regulation of cytokine and chemokine orchestration is impaired in
thyroiditis patients as well as in H. pylori positive healthy subjects but further study is clearly necessary.
This impaired balance may lead to maintenance of H. pylori infection on one side and to the development

of affiliated diseases such as the autoi mmune ones

3.

on
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THE EFFECT OF VITAMIN D3 SUPPLEMENTATION ON IFN-GAMMA LEVELS OF IRANIAN MS
PATIENTS

G. Mosayebi’, A. Ghazavi®, K. Ghasami®, A. Payani’

Arak University of Medical Sciences, Immunology, Arak, Iran, Islamic Republic of, Arak University of
Medical Sciences, Arak, Iran, Islamic Republic of

Introduction: Multiple sclerosis (MS) is a chronic inflammatory disease of the central nervous system
(CNS) of unknown etiology. Vitamin D3 (1, 25-dihydroxycholecalciferol) has strong immune modulating
potentia. IFN-o i s a maj or cytokine that iytTheeffectofeshog-teimncr eased
vitamin D3 supplementation on IFN-gamma levels was assessed in a group of Iranian MS patients.
Material and methods: The study included 20 MS patients (male and female). Patients were randomized
independently, in a double blind design, into one of two treatment groups. Controls (n = 10) received
current treatment. Vitamin D treated (n = 10) individuals received current treatment plus 10000 IU vitamin
D3. Vitamin D3 injection was repeated monthly for 6 months. IFN-gamma production from cultured
peripheral blood mononuclear cell (PBMC) supernatants was determined by ELISA method using a
commercial kit.

Results: IFN-gamma levels decreased following vitamin D supplementation but the differences did not
reach significance. Control group was also associated with a decrease in IFN-gamma levels (P>0.05).
Conclusion: This study is in small populations and is confounded by other variables, such as additional
vitamin and mineral supplementation.Perhaps a longer study or a larger sample size would have revealed
some alterations in IFN-gamma levels following vitamin D3 supplementation.

Key words: Multiple sclerosis, Vitamin D3, IFN-gamma.
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SERUM ZINC CONCENTRATION IN IRANIAN MS PATIENTS
A. Ghazavi', M.-R. Khazaei®, K. Ghasami®, M.A. Payani’, G. Mosayebi’

Arak University of Medical Sciences, Immunology, Arak, Iran, Islamic Republic of, “2Department of
Immunology and Microbiology, Arak University of Medical Sciences, Immunology, Arak, Iran, Islamic
Republic of, Arak University of Medical Sciences, Neurology, Arak, Iran, Islamic Republic of

Introduction: Multiple sclerosis (MS) is an autoimmune disease in which the myelin sheath surrounding
nerve axons is targeted and broken down. It has long been known that zinc (Zn) is an important trace
element which has a major role in a number of biochemical reactions and systems in human body. The
objective of the present study was to determine the status of serum zinc in Iranian MS patients and
compare these findings to healthy controls.

Material and methods: Zinc levels in 40 MS patients and 47 healthy controls were measured by
enzymatic method. MS group was diagnosed by a certified neurologist.

Results: Zn concentration was significantly lowerin MS group (40.17+31.89) compared with control group
(127.77+42.20, P< 0.0001).

Conclusion: The low Zn levels result in deficient CuZnSuperoxide dismutase (CuZnSOD), which in turn
leads to increased levels of superoxide. Than, nitric oxide (NO) combines with superoxide to form
peroxinitrite, an extremely powerful free radical that leads to the myelin damage of MS. These findings
indicate deficient level of zinc in Iranian MS patients. However, it is premature to recommend a
reinforcement of routine zinc supplementation for MS patients.

Key words: Multiple sclerosis, Zinc, nutrition.
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FCoRI'Il B DEFI CI ENCY LEADS TO AUTOI MMUNITY AND A DEFECTI
IN MRL-MPJ MICE

T. McGaha', M. Karlsson?, J. Ravetch®

Temple University School of Medicine, Medicine, Philadelphia, United States, “Karolinska Institute,
Medicine, Stockholm, Sweden, *The Rockefeller University, Laboratory of Molecular Genetics and
Immunology, New York City, United States

Data suggests that modul ation of FcoRItorBrteex pression r e
development of autoimmunity. In this study we investigated this notion in mice which possess genetics

permissible for the development of autoimmunity. To this end Mrl-MpJ Fcgr2b-/- mice were generated and

monitored for the development of autoreactivity and autoimmune pathology over the course of 12 months.

We found that FcoRII B deficiency |l ed to chronic B cell
center and plasma cell accumulation in the spleen. Likewise, Mrl-MpJ Fcgr2b-/- mice exhibited significant

serum IgG reactivity against DNA. We further analyzed the 1gG isotype contribution to the anti-dsDNA

response and found increases in all sub-types with the exception of IgG3. In particular, we found large

increases in IgG1 and IgG2b autoreactivity correlating with significant increases in immune-complex

deposition and kidney pathology. Finally we found dendritic cells derived from Mrl-MpJ Fcgr2b-/- mice

greatly increased IL-12 expression upon co-incubation with apoptotic thymocytes compared to wildtype

controls. The results indicate that FcoRII B is an i mpol
attenuation of the inhibitory signal it provides enhances autoimmune disease on susceptible

backgrounds. Additi onal | wnctioh haga siyaficaat impactdon APLCtaaivdty Fc o R1 | B 1
suggesting a prominent role in dendritic cell activity in response to interaction with particulate

autoantigens.
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VEGF: A POTENTIAL MARKER OF ACCELERATED ATHEROSCLEROSIS INPATIENTS WITH
SYSTEMIC LUPUS ERYTHEMATOSUS

B.M. Colombo?, F. Cacciapaqliaz, M. Puntoni®, G. Murdaca®, E. Rossi®, G. Rodriguez®, T. Moccetti®, A.
Afeltra®, F. Indiveri®, F. Puppo

lUniversity of Genova, Internal Medicine, Genova, ltaly, “Universita ‘Campus Bio-Medico', Medicina
Clinica, Immunologia e Reumatologia, Roma, Italy, 3Ospedali Galliera, Oncologia Medica e
Sperimentazioni Cliniche, Genova, Italy, *Azienda Ospedaliera San Martino, Ematologia |, Genova, Italy,
5University of Genova, Neurofisiologia Clinica, Genova, Italy, ®Cardiocentro Ticino, Lugano, Switzerland

We have planned a multicenter, observational study to determine whether carotid intimal media thickness
(IMT) represents an early sign of subclinical atherosclerosis in patients with Systemic Lupus
Erythematosus (SLE), to assess if SLE adds to Framingham risk factors and to analyze the role of
vascular endothelial growth factor (VEGF) serum level as a potential marker of accelerated
atherosclerosis.

We have evaluated 80 SLE female patients(age 18-65 years) and 80 age-matched healthy control
females who underwent a structured interview, physical examination, laboratory tests and B-mode
ultrasonography of carotid arteries.Mean IMT value was higher in SLE patients (0.74 + 0.15 mm) than in
controls (0.59 £ 0.12 SD mm) (p< 0.001). Evaluation of the Framingham Point Score, estimating the ten
year risk for women to develop cardiovascular events, indicates an increased risk in SLE patients. The
mean VEGF value in plasma obtained from CTAD (citrate, theophylline,adenosine and dipyridamole)
uncoagulated blood was significantly higher in SLE patients than in controls (307.9 pg/mL versus 120.7
pag/mL; p< 0.001) and correlated with IMT value (p< 0.001).

In summary, we show that patients with SLE have an increased mean IMT value as compared with a
normal population and that SLE is an additional risk factor for early cardiovascular events. Moreover, we
have raised the hypothesis of an independent association between SLE status, increased IMT values and
VEGFplasma levels confirmed with logistic regression analysis. Therefore, the measurement of VEGF
plasma level could be proposed as a new marker to monitor accelerated atherosclerosis in SLE patients.
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MOLECULAR CHARACTERIZATION OF AN ANTI-HEPATITIS C VIRUS (HCV) E2 GLYCOPROTEIN
MONOCLONAL FAB FRAGMENT FEATURING AUTOREACTIVE CHARACTERISTICS

M. Perotti, N. Mancini, R.A. Diotti, D. De Marco, N. Clementi, R. Burioni, M. Clementi
Universita' Vita-Salute San Raffaele, Laboratorio di Microbiologia e Virologia, Milano, Italy

Hepatitis C Virus (HCV) is able to cope with the immune response in the majority of patients, and its
persistence is associated to several autoimmune disorders as cryoglobulinemia. Several hypotheses
have been proposed about the mechanisms underlying this association, and among them the possibility
of a molecular mimicry between human immunoglobulins and HCV antigens. In order to verify this point,
we analysed the autoreactivity features of six human monoclonal Fab fragments directed against the
major surface viral glycoprotein (HCV/E2). These clones were selected by phage-display from the
immune repertoire of a cryoglobulinemic HCV-infected patient, and were shown to be directed against
conformational epitopes on HCV/E2. In particular, a single clone (ASC 1) was able to bind in ELISA
different preparations of standard immunoglobulins. Moreover, to identify the region bound on
immunoglobulins, ASC 1 was also tested on several Fab fragments featuring heavy and light chains
belonging to different VH and VK subfamilies, respectively. Also in this case, a strong reactivity was
evidenced. Under this perspective, a parallel epitope mapping approach was performed on anti-HCV/E2,
and ASC 1 was shown to be directed against a conserved epitope widely shared among the major HCV
genotypes. In conclusion, to the best of our knowledge ASC 1 is the first anti-HCV monoclonal featuring
autoreactivity. Indeed, our data are the first demonstrating experimentally the hypothesis of molecular
mimicry in the pathogenesis of HCV-related autoimmune disorders; moreover they also suggest the
possibility that autoimmune disorders are exploited by the virus to escape immune response directed
against its conserved crucial epitopes.
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GLUTEN SENSITIVITY IN MULTIPLE SCLEROSIS - EXPERIMENTAL MYTH OR CLINICAL TRUTH?

D. Ben-Ami Shor', O. Barzilai', M. Ram*, D. Izhaky?, B.S. Porat-Katz®, J. Chapman®, M. Blank', J.-M.
Anaya®, Y. Shoenfeld*

'Sheba Medical Center, Department of Medicine 'B' & Center for Autoimmune Diseases, Tel-Hashomer,
Ramat Gan, Israel, *Weizmann Institute of Science, Departments of Structural Biology and Immunology,
Rehovot, Israel, 3Kaplan Hospital, Rehovot, Israel, “Sheba Medical Center, Department of Neurology, Tel-
Hashomer, Ramat Gan, Israel, 5Corporacic’m para Investigaciones Biolégicas-Universidad del Rosario,
Cellular Biology and Immunogenetics Unit, Medellin, Colombia

Background: Patients with neurological disease of unknown etiology sometimes present with anti-gliadin
and anti-tissue transglutaminase antibodies. The association between these antibodies and multiple
sclerosis has been previously suggested. The purpose of this study was to determine the prevalence of
these antibodies in multiple sclerosis patients.

Methods: We determined the level of serum immunoglobulin A and immunoglobulin G anti-gliadin and
anti-tissue transglutaminase antibodies in 98 patients with multiple sclerosis.

Results: We found a highly significant increase in titers of immunoglobulin G antibodies against gliadin
and tissue transglutaminase in the multiple sclerosis patients. Seven out of the ninety eight patients with
MS had a positive IgG AGA, whereas only 2 out of the 140 matched controls presented positive titers
(7.1% versus 1.4%; P < 0.05). Four out of the ninety eight patients with MS had positive 1gG anti-tTG in
comparison to none of the 140 matched controls titers (4.1% versus 0; P < 0.05). However,
immunoglobulin A antibodies against gliadin and tissue transglutaminase were not statistically higher in
the multiple sclerosis group in comparison to the control group.

Conclusions: Our findings support the associations between antibodies against gliadin and tissue
transglutaminase to multiple sclerosis. The specific role of these antibodies in the pathogenesis of
multiple sclerosis remains uncertain and requires additional research. A gluten free diet should be
considered in specific cases of patients who present with gluten sensitivity.
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TSH RECEPTOR ANTIBODIES EXHIBIT NOVEL IMMUNE MECHANISMS AND SIGNAL
TRANSDUCTION

T. Davies!, S. Moshad?, R. Latif?

"Mount Sinai School of Medicine, Medicine, New York, United States, 2Mount Sinai School of Medicine,
New York, United States

The primary antigen of autoimmune hyperthyroidism (Graves' disease) is the thyrotropin receptor (TSHR).

The post-translational processing of the TSHR induces a variety of receptor forms both within and without

the lipid raft environment. Intracellular receptor multimerization is followed by intra-molecular cleavage

with the lossofab0amino-aci d ect odomain region. This results in tw
by U subunit sheddi ng .-Abg),S/kdR ara dirécied poirdairily a the( eTt@bhRin,

induce structural changes that influence thyroid function by activating or disengaging TSHR signaling or

they may bind without any such influence (the neutral variety of antibody). Each of these three types of

TSHR-Abs may be found in patients with autoimmune thyroid disease. The TSHR is constitutively active

and util i zaasdb@dipedSdnaling networks. The downstream signaling molecules of the

GUs effector include c¢ AMP armpPifarentialymedulaies tke AsthndPKC t he GUq
pathways. Monoclonal TSHR-Abs of the stimulating variety activated
and neutr al TSHR antibodies i nf|-Ra-BrkmeRSHasaummmuei |y t he G
signaling cascade indicating their role in TSH agonistic activity. Individual TSHR-Abs were able to

diminish multimeric receptor forms in the lipid rafts, were able to inhibit receptor cleavage and/or

enhanced TSHR expression. Hence, the unigue binding and signaling attributes of TSHR-Abs result in a

marked influence on TSHR antigen processing. This is a novel mechanism for the maintenance and

exacerbation of autoimmune disease.
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A COMPLEX IMMUNOREGULATORY DEFICIENCY CHARACTERISES TYPE 1 AUTOIMMUNE
HEPATITIS

S. Ferri*, M.S. Longhi®, C. De Molo, A. Granito', G. Pappas’, P. Muratori®, L. Muratori!, M. Lenzi', Y.
Ma®, G. Mieli-Verganiz, F.B. Bianchi*, D. Vergani2

lUniversity of Bologna, Department of Clinical Medicine, Bologna, Italy, 2King‘s College School of
Medicine at King's College Hospital, Institute of Liver Studies, London, United Kingdom

Background: Immunotolerance is maintained by distinct populations of regulatory T cells. CD4+CD25+

cells, the best known regulatory subset, are impaired in children with autoimmune hepatitis (AIH) but little

is known about CD4+CD25+ and other regulatory populations in adults with AIH.

Aim: To determine the frequency of regulatory T cell populations in adults with AlH.

Methods: 26 patients with ANA/SMA positive AIH (median age 50 years, 22 females) including 3 with

active disease [A] and 23 during drug-induced remission [R] and 18 healthy controls (median age 35

years, 13 females) were studied. The following surface markers were evaluated by flow cytometry on

pPBMCs: CD4, CD25, CD8, CD28, o0 TCR, CD3, D56. The me:
CD4+CD25+ functional markers FOXP3 and CTLA-4 was evaluated by flow cytometry on purified

CD4+CD25+ cells.

Results: CD4+CD25+ and CD3+CD56+ cells were fewer in AlH patients than in controls (p=0.007 and

0.012 respectively), and fewer still in [A] than in [R] (p=0.0006 and 0.042 respectively). In contrast,

CD8+CD28-and olU percentages were higher in patients than i
respectively), and higher still in [A] than in [R] (p=0.004 and 0.018 respectively). Azathioprine-treated

patients (n=10) had fewer CD4+CD25+ than those on steroid mono-therapy (n=13) (p=0.046).

CD4+CD25+ FOXP3 and CTLA4 MFIs were lower in AlIH than in controls (p=0.010 and 0.036

respectively).

Conclusion: Adults with AIH display a complex immunoregulatory setting, with impaired CD4+CD25+

and CD3+CD56+ subsets, likely to predispose to autoimmunity, and a paradoxical behaviour of

CD8+CD28-and oU populations requiring further investigatic
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INTERMITTENT HYPOXIA AND NEUTROPHIL APOPTOSIS
L. Dyugovskaya, A. Polyakov, P. Lavie, L. Lavie
Technion-Israel Institute of Technology, The L.Rigler Sleep Apnea Research Lab., Haifa, Israel

Background and aims: Obstructive sleep apnea (OSA) constitutes an independent risk factor for
cardiovascular morbidity. Neutrophils are implicated in atherogenesis via impairment of endothelial
function by producing oxidizing radicals and proteolytic enzymes. While apoptosis limits their destructive
potential inhibition of apoptosis may promote vascular damage. We hypothesized that intermittent
hypoxia (IH), which is a prominent feature of OSA, could affect neutrophil apoptosis.

Methods: Apoptosis was assessed in whole blood neutrophils by flow cytometry in 37 OSA patients and
32 controls closely matched by age and BMI. Additionally neutrophils of 8 healthy subjects and 8 OSA
patients were exposed to IH in-vitro with O, saturation at 2% followed by reoxygenation using BioSpherix
OxyCycler-C42 system. Apoptosis (Annexin-V binding, CD16low appearance, caspase-3 activity) was
assessed by flow cytometry and verified by nuclear and chromatin condensation.

Results: Increased reactive oxygen species production and decreased apoptosis were noted in OSA
neutrophils. Also, IH in-vitro induced PMN activation and profoundly inhibited their apoptosis in doze- and
time-dependent manner both in controls and OSA patients via caspase-3 and NFkB controlled
mechanisms. When IH-treated PMNs were transferred to normoxic conditions, only control neutrophils
regained their ability to undergo apoptosis, but not OSA neutrophils.

Conclusions: IH in-vitro, similarly to OSA, profoundly inhibited apoptosis and induced a pro-atherogenic
activation of neutrophils in healthy individuals. Thus, IH is likely the major contributor to delayed
neutrophil apoptosis in OSA patients.
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ADIPOKINES AND METABOLIC SYNDROME IN SYSTEMIC LUPUS ERYTHEMATOSUS
M. Vadacca, D. Margiotta, A. Rigon, L. Arcarese, F. Buzzulini, A. Vernuccio, A. Afeltra
University Campus Bio Medico, Rome, Italy

Background and aims: Patients with systemic lupus erythematosus (SLE) seem to have a 5 to 10-fold
increased risk for cardiovascular disease (CVD). Metabolic syndrome (MeS) may represent a new
independent CVD risk factor among SLE patients. Adipokines have been shown to be involved in
atherosclerosis promotion and metabolic syndrome and seem to play a role in immunoregulation and in
different autoimmune diseases.

Methods: We enrolled 50 SLE patients and 26 controls. All subjects were female, and were stratified in
fertile and menopausal. Serum levels of leptin, resistin, visfatin and adiponectin were measured. The
diagnosis of metabolic syndrome was made according to WHO, EGIR, ATP IIl and IDF criteria.

Results: Leptin levels were higher in SLE than control, considering the total groups (p=0.04) and the
fertile subjects (p=0.005). The MeS prevalence was increased among SLE subjects, according to WHO
(p=0.04) and EGIR (p=0.007) criteria. Among SLE patients, leptin correlated with insulin levels (p<
0.0001), HOMA-IR (p< 0.0001), BMI (p< 0.0001), W/H ratio (p< 0.0001), systolic blood pressure (p<
0.0001), MeS diagnosis (p< 0.0001) and corticosteroids dosage (p=0.01). Moreover, leptin correlated with
SLEDAI (p< 0.0001) and ECLAM (p< 0.0001). We did not find any significant difference between patients
and controls in resistin, visfatin and adiponectin levels.

Conclusions: Our study showed increased levels of leptin among SLE patients, above all in fertile age.
Leptin was related to MeS diagnosis and to a number of CVD risk factors. Moreover, leptin correlated with
disease activity index suggesting a leptin implication in SLE-related inflammation.
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ANIMAL MODEL OF VASCULAR FUNCTIONAL CHANGES IN ANTIPHOSPHOLIPID SYNDROME
C. Belizna', A. Lartigue®, V. Richard®, D. Gilbert*, H. Levesque®, C. Thuillez®

'CHU Rouen (University Hospital), Internal Medicine, Bois Guillaume (ROUEN), France, INSERM 559,
Immunology, Rouen, France, ]INSERM 644, Rouen, France, ‘INSERM 559, Rouen, France, °CHU Rouen
University Hospital, Internal Medicine, Rouen, France

Objective: The potential role of antiphospholipid antibodies in the development of atheroma is rather
controversial. Herein, we tested the hypothesis that antiphospholipid antibodies could induce
atherosclerosis via vascular functional changes.

Methods: CD1 mice received one single injection of anti-phospholipid monoclonal antibodies derived
from male (BXSB x NZW) F1 mice which develop a lupus-like disease associated with an
antiphospholipid syndrome and coronary artery disease. One week later, first order mesenteric arteries
(diameter 220-260mm) were isolated and mounted in a small vessel myograph for the measurement of
the relaxation responses to acetylcholine or the NO donor nitroprusside after precontraction by
phenylephrine.

Results: Some anti-phospholipid monoclonal antibodies reduced the response to acetylcholine compared
to control mice and this effect was especially marked with one of them. No change in the response to
nitroprusside was observed. The impairment was maintained after three weeks of treatment, and
appeared related to a moderate decrease in NO mediated responses and a marked decrease in
prostanoid-mediated relaxations. These vascular functional changes could be prevented by chronic
treatment with statins or aspirin.

Conclusion: These data could constitute additional elements supporting a direct pathogenic role of anti-
phospholipid antibodies. We suggest that a sub-population of these autoantibodies could be responsible
for the premature atheroma reported in the pathology and that this effect is related to a marked reduction
in the release of vasodilator prostanoids and a moderate reduction of the release of NO.
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PREMATURE ATHEROSCLEROSIS IN ANTIPHOPHOLIPID SYNDROME: A PROSPECTIVE 4 YEARS
LONGITUDINAL STUDY

C. Belizna', V. Richard?, E. Primard®, C. Thuillez?, H. Levesque®

'CHU Rouen (University Hospital), Internal Medicine, Bois Guillaume (ROUEN), France, INSERM 644,
Rouen, France, °*CHU Rouen, Rouen, France

Background: Recent studies have reported increased intima-media thickness (IMT) and a higher
prevalence of plaques of atheroma in SLE patients with primary or secondary APLS.However, most of
these reports only concerned a single period in the evolution of the disease.

Methods: Based on these data, we investigated IMT and presence of plagues of atheroma in SLE-APLS
patients, at inclusion in the study and 4 years later, in order to evaluate the risk of atherosclerosis in this
patient population, and the correlation between these parameters and cardiovascular risk factors, disease
activity and different treatments. Fifty-two consecutive SLE-APLS patients were included in this
prospective study (2003-2007. All investigations were performed at inclusion in the study and 4 years
later.

Results: IMT in these patients, which is increased when compared to normal controls , was increased
further in 55% of the cases 4 years later. Plaqueswere found in 35% of patients at 4 years compared to
26% at inclusion in the study. IMT was correlated with age (p< 0.01), anticardiolipin (p< 0.001) and
fibrinogen (p< 0.01) at inclusion, and with age (p< 0.05), SLEDAI (p=0.05),anti-DNA antibodies (p< 0.03),
renal disease (p< 0.05) and anticardiolipin (p< 0.03) 4 years later. Plague was correlated with age (p<
0.01) and SLEDAI (p=0.05), IMT with aspirin treatment (p< 0.05) and plaque with immunosuppressors(p<
0.005).

Conclusion: Premature atheroma is present in APLS and is an ongoing process. Other factors such as
SLEDAI and anticardiolipin antibodies appear to be involved in atherogenesis in SLE.
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CD55, CD59 EXPRESSION IN AUTOIMMUNE DISEASE
C. Belizna®', M. Hamidou?
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Nantes, France

Background: Recently, diminished expression of levels of CD55 and CD59 has been reported in
lymphocytes from systemic lupus erythematosus (SLE) patients, but only when associated with
lymphopenia and/or hemolytic anemia. The aim of this study was to evaluate the levels of CD55 and
CD59 in red blood cells and granulocytes from patients with antiphospholipid syndrome, primary or
secondary to SLE, and in scleroderma and their correlation with clinical and biological features present in
these patients.

Methods: Flow cytometry was performed on CD55 and CD59 erythrocytes and granulocytes from 29
patients (10 primary SAPL, 11 SLE, 8 scleroderma) and 20 healthy controls. All patients had lower CD55
expression on erythrocytes (mean 0.37 ) versus controls (0.52). CD59 expression on red blood cells was
deficient in SAPL and scleroderma patients, but not in SLE patients compared to controls. On
granulocytes, CD55 expression was non-significantly diminished in SAPL and SLE patients, but deficient
in scleroderma. No differences were found between the various clinical and biological characteristics of
our cohort of patients and CD55 and CD59 expression. Our data are contradictory with the results
reported by Richaud-Patin et al. that found a diminished CD55 and CD59 expression only in SLE with
hemolysis, in contrast with normal expression of these molecules in SLE without hemolytic anemia.

In conclusion, our report may suggest that CD55 expression is diminished in SLE, SAPL and
scleroderma patients, no matter the clinical and biological features. It further suggests that dysfunction of
these proteins may contribute to autoimmune disease pathogenesis.
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INTERFERON GAMMA AND PSYCHOSOCIAL PROFILE IN SYSTEMIC LUPUS ERYTHEMATOSUS
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Evidence from a growing number of clinical and experimental studies has led to the acknowledgement
that innate immunity products have a significant role in the genesis of depressive disorders. The majority
of these studies have been done in situations where a particular cytokine, in particular, interferon (IFN) is
administered to patients or experimental animals. Systemic Lupus Erythematosus (SLE) is an
autoimmune disorder often associated with depression, characterized by increased levels of circulating
cytokines providing therefore a uniqgue model of spontaneous immune activation. Plasma levels of a
number of cytokines including IFN-gamma, IL-6, IL-8, IL-10 and TNF-alpha were measured by flow
cytometry and multiplex technology in several groups of SLE (with and without depression), Major and
Minor Depression and healthy controls in a total of 1200 women aged between 20 and 70 years. In
addition the women were submitted to a battery of psychological function tests including PSS, HADS,
Positive and Negative Affect, and Health-related Quality of Life. Significant correlations between cytokine
levels and measures of psychological dysfunction were found in patients with SLE not depressed and
particularly in a subgroup of non-depressed SLE patients free of any medication. The cytokines that
correlated with the highest number of psychological measures were INF-gamma and IL-8, followed by
TNF-alpha corroborating in a spontaneous model of immune activation results obtained in other clinical
and experimental situations.
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EFFECT OF RUBELLA VACCINATION PROGRAM ON RUBELLA IMMUNITY OF MEDICAL
STUDENT OF IRAN IN 2007

M. Khaki, A. Ghazavi, N. Mosakhani, G. Mosayebi
Arak University of Medical Sciences, Arak, Iran, Islamic Republic of

Introduction: Rubella is an infectious disease with few clinical symptoms which is hardly diagnosed.
Especially in the first trimester of pregnancy, it may cause the congenital rubella syndrome that is one of
the major causes of neonatal mortality, and permanent disabilities in

Children. The aim of this study was to determine the immunity of single medical student’s girls against
rubella, after national vaccination program in Feb 2003 in Iran.

Materials and methods: A descriptive seroepidemiologic study was conducted on 129 single medical
students” girls. In all subjects, after gave informed written consent, blood was drawn. The anti-rubella IgG
titer was evaluated using ELISA method. Statistical analyses were performed using SPSS for windows
software version10.

Results: Hundred percent of our cases, had protective titer of anti-rubella antibodies. 118 students were
immunized with MR vaccine in the national vaccination program 2003 only 11 students had the past
neutrality rubella infection.

Conclusion: Based on the results of our study, vaccination against rubella in national

vaccination program with natural immunity due to primary rubella infection in children had able to produce
a protective immunity against rubella in studied cases.

Key words: Rubella, ELISA, vaccination, medical students”.
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HIGH SPECIFICITY FOR TYPE 1 AUTOIMMUNE HEPATITIS OF ANTI-MICROFILAMENT
ANTIBODIES DETECTED ON A NEW CELL LINE

C. Quarneti, A. Granito®, S. Ferri*, P. Muratori®, L. Muratori®, S. Maccariello®, L. Komorowski?, E.
Rohwaeder?, G. Pappas’, F.B. Bianchi*

lUniversity of Bologna, Department of Clinical Medicine, Bologna, Italy, ®Institute of Experimental
Immunology, affiliated to Euroimmun AG, Libeck, Germany

Background: Smooth muscle antibodies (SMA) characterise type 1 autoimmune hepatitis (AIH-1). SMA-
T (peri-tubular) and anti-microfilaments (anti-MF) patterns correlate with anti-actin reactivity regarded as
highly specific for AIH-1. A new substrate using an embryonal aorta vascular smooth muscle (VSM47TM)
cell line has recently been developed for an easier detection of anti-MF.

Aim: To evaluate the diagnostic accuracy for AlH-1 of anti-MF detected by immuno-fluorescence (IFL) on
vSM47™ . To correlate anti-MF positivity with clinical and laboratory features at disease presentation and
to investigate their influence on the prognosis.

Methods: 100 patients with definite AIH-1, 20 with AIH-2, 65 with PBC, 32 with PSC, 60 with non-
autoimmune chronic liver disease (NACLD) and 40 healthy controls were tested with IFL on rat tissue
sections and VSM47™ cells.

Results:
SMA tout court SMA-T anti-MF on VSM47
Sensitivity (%) 75 49 56
Specificity (%) 84 98 98
PPV (%) 69 94 95
NPV (%) 88 80 83
+LR 4.7 35 41

Anti-MF positivity was associated with a younger age (p=0.02), higher gamma-globulin and 1gG levels
(p=0.01) at presentation.

Conclusion: Anti-MF on VSM47™ are highly specific for AIH-1. They correlate with the SMA-T pattern
representing, however, an easier to read method for the detection of anti-actin reactivity. Anti-MF
seropositivity appears not to identify a more severe disease, nor a worse outcome in patients with AIH-1.
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INFLUENCE OF CALCIUM, TEMPERATURE ANDCOMPLEMENT IN IGA ANTI ACTIN ELISA ASSAY
I. Brusca', D. Villalta?, M. Barrale’, G. lacono®, A. Carroccio?, V. Cantisano®, V. Vitale!, S.M. La Chiusa®

'Buccheri La Ferla Hospital, Patologia Clinica, Palermo, Italy, °S. Maria degli Angeli Hospital,
Immunologia ed Allergologia, Pordenone, Italy, °Di Cristina Hospital, Gastroenterologia Pediatrica,
Palermo, Italy, 4Ospedali Riuniti, Medicina, Sciacca, Italy

Background: Anti-actin antibodies (AAA) are a marker of intestinal damage in celiac disease (CD) and
the immunofluorescence (IF) and ELISA assays are the method available for their determination.
Recently has been demonstrated that the presence of thermolabile or calcium-chelating serum factors
interfering with [IF AAA assay .

Aims: to evaluate the role of possible interfering factors in ELISA AAA assay.

Patients and methods: We examined fresh serum samples from 38 consecutive biopsy-proven
untreated CD patients (26 F, 12 M, median age 19 years, range 5-38). Sera were screened, (Anti Actin
IgA, Inova Diagnostics), by six different techniques: A) pre-treated at 56° for 30 min; B) incubated in tubes
containing EDTA,; C) incubated with anti C3C anti serum (19 parts of serum , 1 anti serum); D) incubated
with anti C4 anti serum (19parts of serum , 1 anti serum); E) pre-treated like group D plus rabbit
complement (6 serum , 1 complement ); F) not pre-treated .

Results: In comparison to group F, ELISA IgA AAA not showed in group A and B a significant
improvement by heating or chelating, but a poor significative decrement respectively of 16,8% (SD 6.4, p=
0,34) and 21.3% (SD 9.1 p= 0,059). Group C and Group D showed a decrement respectively of 5.6%
(SD 3.4) and 17,7% (SD 24.9). Group E showed a decrement of 57,03% (SD16.55, p=0.002).
Conclusion: ELISA AAA assay is not affected by thermolabile or calcium chelating serum factors
interfering. The role of the complement should be clarified.
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ASSOCIATION OF HFE MUTATIONS WITH HLA HAPLOTYPES IN PATIENTS WITH SYSTHEMIC
RHEUMATIC DISEASE

l. Putovgl, M. Dostalikova - Cimburova®, M. Modra®, K. Jarosova®, J. Vencovsky®, C. Dostal*, R. Becvar’,
J. Horak

YInstitute of the Rheumatology, Laboratory of the Immunology, Prague, Czech Republic, *Third Faculty of
Medicine, Charles University, Prague, Department Cell and Molecular Biology and Center for Research of
Diabetes, Metabolism and Nutrition, Prague, Czech Republic, %Institute of the Rheumatology, Laboratory
of the Clinical Immunologg, Prague, Czech Republic, *Institute of the Rheumatology, Rheumatology,
Prague, Czech Republic, “Third Faculty of Medicine, Charles University, Department of Medicine I,
Prague, Czech Republic

The aim of the study was: 1.To establish frequency of mutations in the HFE gene in patients with
systhemic rheumatic diseases.2. To associate HLA-A and HLA-B haplotypes with HHC mutations in
patients with systhemic rheumatic diseases.

Patients and methods: The presence of HFE gene mutations was established in 32 patients with HHC,
in 140 polymyositis or dermatomyositis (PM, DM), in 246 juvenile idiopathic arthritis (JIA), in 120 with
scleroderma (SCL), in 94 with systemic lupus erythematosus (SLE), in 100 with ankylosing spondylitis
(AS) and in 481 healthy controls. The HFE gene mutations and HLA alleles typization were detected by
using PCR and hybridization techniques.

Results: Homozygous C282Y, H63D and S65C mutations were found in 90.6% (p< 0.001) of patients
with hemochromatosis. Heterozygous C282Y mutation was found in 12.2% of patients with JIA (p< 0.05)
and homozygous H63D mutation was found in 7.4% of patients with AS (p< 0.05). Insignificantly
increased prevalence of H63D heterozygotes was found in patients with SCL (28.3%) and SLE (31.9%).
Numerically higher representation of heterozygotes for S65C mutation was detected in patients with AS
(6.3%), PM/DM (5.7%), JIA (3.3%), RA (3.8%), and SLE (4.2%). An expected significant association
between C282Y mutation and HLA-A3/B7 haplotype was found. A numerically increased association
between H63D mutation and HLA-A29/B44 haplotype was found.

Conclusions: Heterozygous status for C282Y mutation may be a risk factor for juvenile idiopathic
arthritis. This study was supported by the Research Grant of Czech Ministry of Health - 00000023728 and
by Research Grant MSM 002 162 0814.
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ANTIGENIC SPREADING DURING T. CRUZI INFECTION-INDUCED AUTOIMMUNITY
K. Bonney, M. Daniels, D. Engman

Northwestern University Feinberg School of Medicine, Departments of Pathology and Microbiology-
Immunology, Chicago, United States

Chagas heart disease (CHD), caused by the protozoan parasite Trypanosoma cruzi, is the leading cause
of infectious myocarditis in the world. Nearly 20 million people are currently infected with T. cruzi and
50,000 people die each year from CHD, making the disease a tremendous public health burden in
endemic areas. Despite some controversy over the role of autoimmunity in CHD pathogenesis, there is a
large body of evidence indicating that auto-antibodies and auto-reactive T cells targeting a number of host
antigens are produced following T. cruzi infection. Cardiac myosin has been identified as a primary target
antigen of autoimmunity resulting from T. cruzi and other cardiac infections of humans and experimental
animals. Initial studies in mice found that the complex etiology of CHD involves antigenic spreading
among different cardiac myosin epitopes (intramolecular) and non-myosin cardiac antigens
(intermolecular). Serological analysis and measurement of cell-mediated immune responses indicate that
(i) intramolecular antigenic spreading during T. cruzi infection extends to at least four of five cardiac
myosin fragments and (ii) intermolecular antigenic spreading during T. cruzi infection involves multiple
non-myosin cardiac proteins including tropomyosin, laminin, desmin, and Cha antigen.
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AUTOIMMUNE RESPONSE FOLLOWING INFLUENZA VACCINATION
N. Toplak!, T. Kveder’, A . T-Bakimp T Avcin'

'University Childrens' Hospital Ljubljana, Slovenia, Department of Allergology, Rheumatology and Clinical
Immunology, Ljubljana, Slovenia, “University Medical Centre Ljubljana, Slovenia, Department of
Rheumatology, Laboratory for Immunology, Ljubljana, Slovenia, 3University Children's Hospital, University
Medical Centre Ljubljana, Slovenia, Unit of Special Laboratory Diagnostics, Ljubljana, Slovenia

The aim of this study was to assess autoimmune response following annual influenza vaccination in

apparently healthy adult population. 92 healthy adult subjects were tested for autoantibodies including

antinuclear antibodies (ANA), anti-extractable nuclear antigen antibodies (anti-ENA), antiphospholipid

antibodies (aPL), namely anticardiolipin antibodies (aCL), anti-beta2-g| ycopr ot ein FGPRnti bodi e
and lupus anticoagulant (LA). Blood samples were taken from each participant before annual influenza

vaccination, one month and six months after vaccination. Before influenza vaccination 26% of participants

were positive for ANA, 1% foranti-ENA, 16 % f or a-GRl and Z%/4or LA ©One en@nth after

influenza vaccination 76% of participants showed no change in ANA, anti-ENA or aPL titers. Six months

after influenza vaccination 74% of participants showed no change in ANA, anti-ENA or aPL titers. Overall,

there was no statistically significant diGPfaadlLAnce i n t
before and 6 months after the vaccination. Five participants developed autoantibodies 6 months after the

vaccination and one who was initially low positive for ANA became highly positive (1:320). Eleven

participants had only transiently increased autoantibodies. Persistently positive or progressively increased

levels of autoantibodies during 6 months” follow up were observed in 6 persons (7%). We didn’t observe

any changes in anti-ENA titres after influenza vaccination. There was no statistically significant difference

in the percentage of positive autoantibodies before and after influenza vaccination. However, our study

clearly demonstrated induction of autoantibodies production in selected subjects.
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WEGENER’'S GRANULOMATOSIS: CLINICAL FEATURES AND OUTCOME IN BRAZILIAN
PATIENTS

L. Silva, C. Reis, S. Almeida, H. Loebmann, C. Kamyia, F. Oliveira, F. Petean, P. Louzada-Jr

Faculdade de Medicina de Ribeirdo Preto - Universidade de Sao Paulo, Divisdo de Reumatologia -
Departamento de Clinica Médica, Ribeirdo Preto, Brazil

Objective: To determine survival, organ damage and predictors of these outcomes in a population-
based, retrospective study of patients with Wegener’s granulomatosis (WG).

Methods: In a retrospective study, 16 WG patients (median age 32.7 years) were followed during ten
years. Clinical and laboratory data, disease activity and organ involvement were recorded at start of
treatment and at each visit.

Results: Fourteen patients (87.5%) presented upper airway involvement. Chronic airway damage
included saddle-nose deformity (31.3%) and nasal septal perforation (6.25%). Pulmonary involvement
was present in 87.5% with radiographic abnormalities including pulmonary infiltrates, nodules, pleural
effusions, mediastinal and hylar lymph node enlargement. Four patientes (25%) had cavitations and
diffuses pulmonary hemorrhage. Glomerulonephritis was observed 81.3%. Renal failure occurred in
30.8%. Proptosis was presented in 31.3%. Elevated ESR, C-reactive protein and acid alpha-1
glycoprotein were observed in 87.5%. Leukocytosis and thrombocytosis in 56.3% and 68.8% had c-
ANCA. Four patients died from disease complications (3 had diffuse pulmonary hemorrhage). All patients
started treatment with prednisone 1mg/kg/daily or methylprednisolone intravenous plus oral daily
cyclophosphamide. All presented clinical, laboratory and radiographic improvement at 3 months. There
was also a decrease and negativation in c-ANCA levels. Four patients are in remission-maintenance
regimen with cyclophosphamide. The others achieved complete remission.

Conclusions: Treatment with ciclophosphamide and corticosteroid led to a 75% survival rate in 10 years
with prevention of organ damage even in pulmonary hemorrhage.
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AUTOIMMUNE RESPONSE FOLLOWING INFLUENZA VACCINATION
N. Toplak!, T. Kveder?, A. Trampus-Bakija®, T. Avcin®

'University Childrens' Hospital Ljubljana, Slovenia, Department of Allergology, Rheumatology and Clinical
Immunology, Ljubljana, Slovenia, “University Medical Centre Ljubljana, Slovenia, Department of
Rheumatology, Laboratory for Immunology, Ljubljana, Slovenia, 3University Childrens' Hospital Ljubljana,
University Medical Centre Ljubljana, Unit of Special Laboratory Diagnostics, Ljubljana, Slovenia

The aim of this study was to assess autoimmune response following annual influenza vaccination in

apparently healthy adult population. 92 healthy adult subjects were tested for autoantibodies including

antinuclear antibodies (ANA), anti-extractable nuclear antigen antibodies (anti-ENA), antiphospholipid

antibodies (aPL), namely anticardiolipin antibodies (aCL), anti-beta2-glycoproteinlant i bodi €BlI) ( ab 2
and lupus anticoagulant (LA). Blood samples were taken from each participant before annual influenza
vaccination, one month and six months after vaccination. Before influenza vaccination 26% of participants

were positive for ANA, 1% forant-rENA, 16 % f or a-GRl and Z%/4or LA ©One en@nth after

influenza vaccination 76% of participants showed no change in ANA, anti-ENA or aPL titers. Six months

after influenza vaccination 74% of participants showed no change in ANA, anti-ENA or aPL titers. Overall,
there was no statistically significant diGPfaadlLAnce i n t
before and 6 months after the vaccination. Five participants developed autoantibodies 6 months after the
vaccination and one who was initially low positive for ANA became highly positive (1:320). Eleven

participants had only transiently increased autoantibodies. Persistently positive or progressively increased

levels of autoantibodies during 6 months” follow up were observed in 6 persons (7%). We didn’t observe

any changes in anti-ENA titres after influenza vaccination. There was no statistically significant difference

in the percentage of positive autoantibodies before and after influenza vaccination. However, our study

clearly demonstrated induction of autoantibodies production in selected subjects.
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TOLL-LIKE RECEPTOR 9 (TLR9) EXPRESSION IN RHEUMATOID INFLAMMATION
K. McKelvey®, J. Highton®, P.A. Hessian®

'University of Otago, Physiology, Dunedin, New Zealand, *University of Otago, Medical and Surgical
Sciences, Dunedin, New Zealand

Background and aims: Rheumatoid Arthritis (RA) is an autoimmune disease whose aetiology remains
largely unknown. Recent evidence has implicated Toll-like receptors (TLRS), including TLR9, in
autoimmune diseases such as RA and systemic lupus erythematosus. Three TLR9 transcript variants (A,
C, D) have been identified that produce five protein isoforms (A-E). This study sought to investigate TLR9
gene and protein expression in joint synovium and subcutaneous nodules from patients with RA.
Methods: Synovial membranes (h=10) and subcutaneous nodules (h=10) were obtained during elective
surgery from patients fulfilling the American College of Rheumatology revised criteria for RA. Total RNA
Wasextracted(RNeasy®Mi ni Kit; Qiagen) and reverse transcribed i
Invitrogen). PCR was performed using GeneAmp® Fast PCR Master Mix (Applied Biosystems),
guantitative real-time PCR (qRT-PCR) using Taqman® Gene Expression Assays (Applied Biosystems)
and immunohistochemistry using antibodies against CD20, CD3, CD68 (DAKO) and TLR9 (AbD Serotec).
Results: Quantitative RT-PCR confirmed microarray analysis and showed greater TLR9 expression in
synovium (0.374+0.118 ng mRNA) compared to nodules (0.056+0.012 ng mRNA; p< 0.001). However,
discrepancies between these qRT-PCR results (measuring TLR9A transcript) and PCR screens, which
detect TLR9A-E, suggest differing expression of TLR9 transcript variants. Transcripts other than TLR9A
dominate in some lesions. Immunohistochemistry demonstrated co-localisation of TLR9 with B
lymphocytes in synovium but not nodules.

Conclusions: Expression of TLR9A is ~7-fold greater in rheumatoid synovium compared with
subcutaneous nodules. B lymphocytes are a major source of TLR9 in synovial tissue. Isoforms of TLR9
other than TLR9A can be expressed in rheumatoid inflammation.
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DIFFERENTIAL NEUTROPHIL SUSCEPTIBILITY TO UNDERGO APOPTOSIS IN POLYARTHRITIS
PATIENTS WITH LESS THAN 6 WEEKS OF DURATION

P. Weinmann', R. Moura', P. Pereira’, H. Canh&o?, M. Viana Queroz?, J.E. Fonseca®

!Instituto de Medicina Molecular, Rheumatology Research Unit, Lisbon, Portugal, “Hospital de Santa
Maria, Department of Rheumatology, Lisbon, Portugal

Background: Early polyarthritis (PA) can evolve into different chronic diseases or they can spontaneous
enter into remission. Neutrophils are clearly relevant in the early phase of a polyarthritis and their
abnormal survival could contribute for the perpetuation of an initial inflammatory process.

Objectives: Analyse the apoptosis of circulating neutrophils in untreated and treated very early PA and
compare the differential susceptibility to apoptosis in 3 groups of patients, according to their latter clinical
evolution: rheumatoid arthritis (RA), other forms of chronic arthritis (CA) and self limited polyarthritis
(SLPA).

Methods: Neutrophils were isolated from the peripheral blood of PA patients with less than 6 weeks of
duration in 3 different timings: before any treatment, 2-4 weeks after treatment with prednisone and 4-6
months after treatment with methotrexate. Apoptosis was analysed by the DNA content using propidium
iodide.

Results: RA patients without any treatment or treated with corticosteroids showed a delay of neutrophil
apoptosis at 6 h and 22h in culture compared with neutrophils from healthy controls. The delay of PMN
apoptosis was restored to control levels after treatment with methotrexate. The delay of apoptosis was
also observed in other CA patients. Neutrophils from SLPA patients did not show any apoptotic
differences compared with the controls.

Conclusion: Both RA and other CA patients showed a delayed neutrophil apoptosis which was not
observed in SLPA patients. These suggest that prolonged neutrophil survival might trigger the
perpetuation of a chronic form of arthritis and highlights the importance of early RA treatment with
methotrexate.
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REACTIVITY OF CORD BLOOD MONONUCLEAR CELLS TO DIABETOGENIC STIMULI IS
INFLUENCED BY MATERNAL GLYCEMIA AND BY THE NEWBORN'S GENETIC STATUS

K. Bohmova®, K. Flajsmanova®, M. Durilova’, I. Spalova®, M. Cerna’®, K. Stechova®

'2nd Faculty of Medicine, Charles University in Prague, Department of Paediatrics, Prague, Czech
Republic, *2nd Faculty of Medicine, Charles University in Prague, Department of Gynaecology and
Obstetrics, Prague, Czech Republic, ®Institute for the Care of Mother and Child, Prague, Czech Republic

Aim: To study the response of cord blood mononuclear cells (CBMCSs) to diabetogenic autoantigen
stimulation in newborns with and without increased risk of developing type 1 diabetes (T1D).

Methods: Cord blood samples of 30 newborns born to diabetic mothers, 8 newborns of diabetic fathers
and 15 control newborns with no family history of any autoimmune disease were collected. Infants of
diabetic mothers were divided according to maternal GHBC (measured in the 3" trimester) into group A
(excellent compensation of maternal diabetes) and group B (acceptable but not excellent maternal
diabetes compensation, median GHBC 5.8%, range 4.8-6.9%). Production of 23 cytokines and
chemokines by CBMCs pre- and post stimulation with a mixture of diabetogenic autoantigens (GAD65,
IA2 and PI derived synthetic peptides) were analysed using protein array and ELISA method.

Results: Higher basal as well as stimulated production of GM-CSF, GRO, GRO-alpha, IL-3, IL-7, IL-8, IL-
15, MCP-2, MCP-3, MIG and RANTES were observed in the control group (p=0.05 at least). Group B
newborns showed significantly lower production of almost all cytokines and chemokines, while the
production of group A newborns resembled that of newborns of diabetic fathers. Carriers of HLA Il risky
genotype expressed preferentially Thl response after diabetogenic stimulation (p=0.001 IFN-gamma,
p=0.02 IL-2).

Conclusions: Basal as well as stimulated cytokine and chemokine production of CBMCs differed
between newborns with and without family history of T1D and was influenced by maternal glycemia and
presence of T1D associated risky HLA Il gene alleles.

Supported by Scient.Proj.No 00064203 of the University Hospital Motol.
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AUTOANTIBODIES TO EXTRABLE NUCLEAR ANTIGENS: EFFICIENCY IN DETECTION OF THEIR
SPECIFIC REACTIVITIES?

R. Matos', A. Mendes®
"Hospital Egas Moniz, Lisboa, Portugal, “Hospital Egas Moniz, Patologia Clinica, Lisboa, Portugal

Objective: To evaluate the impact of clinical information in the detection of autoantibodies against ENA.
Patients and methods: We reviewed the results of 431 sera sentto the laboratory by any department of
our hospital with a request for ANA and/or anti-ENA that were evaluated by three different assays:
indirect immunofluorescence on HEp2 cells (ANA-IIF), automated screening test for antibodies against a
mixture of specific nuclear and cytoplasmic antigens (ENA-EIA) and a line immunoblot that identifies fine
antibody specificities (LIA). Patients were classified into three groups according to the available clinical
information: Group 1, with no criteria for AID (only systemic inflammatory signs and/or symptoms); Group
2, only one sign or symptom included in the criteria for the classification of AID; Group 3, two or more
signs and/or symptoms.

Results: 193 (45%) patients were categorized into group 1, 109(25%) into group 2 and 129 (30%) into
group 3. We identified one or more autoantibodies on 159 samples, of which 109 (68%) were included in
patients of group 2 and 3. All samples IFI/ANA negative were LIA negative. All samples EIA/ENA
negative were LIA negative except in five cases (4 SSA and 1 Sm).

Conclusions: Many requests for ANA or anti ENA are made without any criteria for AID. In such a
situation, sera screeningby ANA-IIF or ENA-EIA and limiting the more complex and costly tests to patients
with at least one criteria for AID represents the most effective strategy for improving the appropriateness
of laboratory tests.
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THE PUTATIVE PROTECTIVE ROLE OF HEPATITIS B VIRUS (HBV) INFECTION AGAINST
AUTOIMMUNE DISORDERS

M. Ram?, J.-M. Anaya?, O. Barzilai', D. Izhaki', B.S. Porat Katz', M. Blank', J.-C. Restrepo®, Y.
Shoenfeld*

'Tel Hashomer, Ramat Gan, Israel, “Universidad del Rosario, Medellin, Colombia, *Hospital Pablo Tobén
Uribe, Medellin, Colombia

Objectives: It is becoming clear that infectious agents could initiate the development of an autoimmune
disease. Hepatitis B virus (HBV) is notorious in its association with diverse autoimmune diseases.
Therefore, we aimed to determine the presence of hepatitis B core antibody (HBcAb), a seromarker for
past or present infection with HBV, in a large number of sera collected from patients with different
autoimmune diseases.

Patients and methods: A cohort of 675 sera samples of 5 different autoimmune diseases and healthy
donors were screened for evidence of a prior infection with HBV. All samples were tested for hepatitis B
core antibody (IgG) using the Monolisa anti-HBc PLUS commercial kit (Bio-Rad, Hercules, San Francisco,
USA).

Results: Lower percentage of HBcAb was found in sera of patients compared to controls. Fifteen (10.7%)
from 140 normal controls were found positive for the presence of HBcAb. Two (2%) out of 98 multiple
sclerosis (MS) sera were positive for the presence of HBcAb (OR: 0.17, 95%CI: 0.03-0.77, p=0.01), 3
(2.5%) out of 117 systemic lupus erythematosus (SLE) sera (OR: 0.2, 95%CI: 0.06-0.77, p=0.01), 4
(4.5%) out of 89 type 1 diabetes (T1D), 5 (6.1%) from 82 Sjogren’s syndrome (SS) sera and 12 (8%) from
149 rheumatoid arthritis (RA) sera were positive for the presence of HBCADb.

Conclusions: Our data divulge an unexpected low percentage of antibodies to HBCAg in patients with
SLE and MS in comparison to healthy matched donors. This finding may raise a protective role to HBV in
some autoimmune diseases.
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PD-L1 AND REGULATORY T CELLS SYNERGIZE TO PREVENT TYPE 1 DIABETES UPONVIRAL
INFECTION

M. von Herrath, C. Filippi
La Jolla Institute, Immune Regulation, La Jolla, United States

Type 1 diabetes is a geneticautoimmune disease resulting from T cell-mediated destruction of insulin-
producing beta cells in the pancreas and leading to deficiency in glucose metabolism. While viral
infections are often believed to account for induction of autoimmunity in type 1 diabetes, epidemiological
and experimental studies indicate that viruses can have beneficial influence on disease development. The
underlying explanation is unclear, and the link between viruses and type 1 diabetes is not understood.
Here we show that lymphocytic choriomeningitis virus infection triggers early and late regulatory
mechanisms which synergize to prevent autoimmune diabetes in the mouse. During infection, interferon
production increases Programmed Death-Ligand 1 (PD-L1) expression inlymphoid organs, which causes
a delay in diabetes onset. After infection, CD4"CD25 regulatory T cells (Tregs) are enhanced in terms of
number and TGF-b production and not only control spontaneous and virally induced type 1 diabetes, but
also abort autoimmunity with further efficacy by synergizing with PD-L1. The number and function of
Tregs are enhanced by Toll-Like Receptor 2, which alsopromotes PD-L1 up-regulation and thus plays a
central role in triggering the eventsthat synergize to control autoimmune diabetes. Therefore, the
regulatory mechanisms which parallel inflammation, most likely with the goal to initiate potent yet
controlled antiviral immunity, account for the beneficial effect of viral infection in autoimmune diabetes.
These results reconcile current discordance about the role of viruses in type 1 diabetes and provide novel
insight into disease etiology and potential treatment.
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DIAGNOSTIC POTENTIAL OF ANTI-GANGLIOSIDE (GD1A & GT1B) IGM AUTOANTIBODIES FOR
ORGAN-CONFINED PROSTATE CANCER

M. Ravindranath', S. Brosman?®

Terasaki Foundation Laboratory, Glycoimmune, Los Angeles, United States, *Pacific Clinical Research
Institute, Urology, Santa Monica, United States

Sera of cancer patients contain high titers of IgM against glycoantigens. In contrast, the titers of these
antibodies are low in healthy individuals of age >50. IgMs to glycoantigens, invariably polymeric-IlgM

wi t hoauhtaifinlo, ar e g e {tal heiptWhdn neopladstic calist reledise the glycoantigens, not
found in progenitor cells but found in othercell lineages, antibodies to the neoantigens are generated until
the shed-antigens are downregulated. IgMs produced against specific neoglycoantigens are identified
during early stages of prostate cancer (CaP). These antibodies can be utilized to demarcate the stages of
tumor progression and may be useful as biomarkers for clinically confined-CaPindependent of serum-
PSA level. Double-blinded analyses of IgM to 8-gangliosides were measured by ELISA on sera of

(1) normal healthy donors (n=46),

(2) Benign Prostatic Hyperplasia-patients (BPH, n=58),

(3) Organ-confined (T1/2, n =66), and

(4) Organ-unconfined (T3/4) CaP-patients (n=33).

The data were evaluated by Fisher's least significant Pairwise comparison. Of the IgM against 8-
gangliosides, antibodies to GD1a and GT1b showed significant differences among the cohorts. Anti-
GT1b-IgM log-titers significantly distinguished CaP from healthy and BPH-patients. Anti-GD1a-IgM log-
titers differentiated confined-CaP (T1/2) from unconfined-CaP (T3/4) and health controls. About 30%o0f
BPH-patients showed a high titer for anti-GD1a-IgM suggesting the need for re-examination of their
disease status. Screening the sera of BPH patients with low PSA levels for anti-GT1b and anti-GD1a-IgM
may help in identifying patients with early prostatic neoplasia. BPH-patients with titers >500 for anti-
GD1la-IgM are potential candidates for prostate-biopsy and monitoring. Support from NIH CA107316
(MHR) is acknowledged.
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DIAGNOSTIC POTENTIAL OF ANTI-GANGLIOSIDE(GD1A & GT1B) IGM AUTOANTIBODIES FOR
ORGAN-CONFINED PROSTATE CANCER

M. Ravindranath', S. Brosman?®

Terasaki Foundation Laboratory, Glycoimmune, Los Angeles, United States, *Pacific Clinical Research
Institute, Urology, Santa Monica, United States

Sera of cancer patients containhigh titers of IgM against glycoantigens. In contrast, the titers of these
antibodies are low in healthy individuals of age >50. IgMs to glycoantigens, invariably polymericigM

wi t h eauh a i@ generated without T-cell help. When neoplastic cellsrelease the glycoantigens, not
found in progenitor cells but found in othercell lineages, antibodies to the neoantigens are generated until
theshed-antigens are downregulated. IgMs producedagainst specific neoglycoantigens are identified
during early stages ofprostate cancer (CaP). These antibodies can be utilized to demarcate the stagesof
tumor progression and may be useful as biomarkers for clinically confined-CaPindependent of serum-
PSA level. Double-blinded analyses of IgM to 8-gangliosideswere measured by ELISA on sera of (1)
normal healthy donors (n=46), (2) BenignProstatic Hyperplasia-patients (BPH, n=58), (3) Organ-confined
(T1/2, n =66),and (4) Organ-unconfined (T3/4) CaP-patients (n=33). The data were evaluated byFisher's
least significant Pairwise comparison. Of the IgM against 8-gangliosides, antibodies to GD1a and GT1b
showed significant differences among the cohorts. Anti-GT1b-IgM log-titers significantlydistinguished CaP
from healthy and BPH-patients. Anti-GD1a-IgM log-titers differentiatedconfined-CaP (T1/2) from
unconfined-CaP (T3/4) and health controls. About 30%o0f BPH-patients showed a high titer for anti-GD1a-
IgM suggesting the need forre-examination of their disease status. Screening the sera of BPH patients
withlow PSA levels for anti-GT1b and anti-GD1a-IgM may help in identifying patientswith early prostatic
neoplasia. BPH-patientswith titers >500 for anti- GD1a-IgM are potential candidates for prostate-
biopsyand monitoring. Support from NIHCA107316 (MHR) is acknowledged.
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PRECIPITATING FACTORS FOR THE CATASTROPHIC ANTIPHOSPHOLIPID SYNDROME
(ASHERSON'S SYNDROME) IN A SERBIAN PATIENT GROUP

L. Stojanovich
"Bezanijska Kos ao0Cehltar,iBelggades $Setbian  Me di ¢ a l

Background: It is known that various infections most frequently act as a precipitating factor for CAPS.
Our CAPS patient group exhibited additional precipitating factors.The aim of our study is to correlate
precipitating factors with CAPS outcome.

Methods and results: Our study includes 12 patients with mean age 38.6+14, the majority of our
patients were women (9:4); 8 were diagnosed with SLE, and 4 were diagnosed with PAPS. All patients
were submitted to the international CAPS registry. In 1 patient precipitating factors for CAPS were not
identified. The most common precipitating factor, found in 6 patients (50%), was infection.The second
most frequent factor, found in 5 patients (41.7%), was smoking; 4 patients (33.3%) were subjected to a
prolonged stress situation (including the bombing in Serbia);3 (25.0%) stopped their SLE/PAPS therapy
and 2 patients (16.7%) underwent surgery. All patients had multiple organ involvement at the time of
CAPS, with a combination of pulmonary,cardiac, and neurological involvement most commonly seen. 5
patients(41.7%) recovered, while the remaining 7(58.3%) died. In the patients with lethal outcome, the
most frequent precipitating factors were, in addition to infections, stress (4 patients), and smoking (7
patients). No clinical manifestations were related to outcome, including pulmonary, neurological and other
involvement (p >0.05). All patients received a combination of anticoagulation plus steroids plus Cy (SLE
patients), plus plasma exchange (1 patient) or intravenous immunoglobulin(1 patient).

Conclusion: In our CAPS patient group, infections, smoking and stress seem to be most frequently
associated with lethal outcome.



Abstract Number: 123

EVALUATION OF RECOMBINANT RO60 FOR DIAGNOSTIC USE IN AI-LINE ELISA
J. Schulte-Pelkum®, M. Fritzler®, M. Szmyrka-Kaczmarek®, M. Petschinka®, T. Simon®, M. Mahler*

'Dr. Fooke Laboratorien GmbH, Development, Neuss, Germany, “University of Calgary, Faculty of
Medicine, Calgary, Canada, *Wroclaw University of Medicine, Wroclaw, Poland, “DIARECT AG, Freiburg,
Germany

Background: Autoantibodies to SS-A/Ro60 are found in patients with systemic autoimmune rheumatic
diseases (SARD) such as systemic lupus erythematosus (SLE), systemic sclerosis (SSc) and Sjogren
syndrome (SjS). Until today, native Ro60 (nR060) has been reported to be a superior analyte when
compared to recombinant Ro60 (rRo60) for the detection of anti-Ro60 aab. A newly available rRo60
antigen was tested in two studies and compared to nRo60.

Methods: Both nRo60 and rRo60 were used to manufacture ELISA kits under production conditions used
for the newly available Al-Line ELISA series (Dr. Fooke laboratories). In study 1, 113 sera of different
SARD were tested to evaluate the correlation between rRo60 and nRo60. 328 sera from patients
suffering from SjS, SLE, SSc and myositis were tested in study 2 with the new Al-Line Ro60 ELISA based
on rRo60 and an addressable laser based assay with nRo60 (ALBIA, FDA approved, INOVA Diagnostics,
Inc).

Results: The antigen comparison of rRo60 and nRo60 in Al-Line ELISA showed good correlation
between rRo60 and nRo60 (Pearson’s r=0.98; p< 0.0001). For the majority (~89%) of positive sera the
signal intensities for the rRo60 setup did not differ by more than 25% when compared to the nRo60 setup.
The agreement of results between Al-Line rRo60 ELISA and ALBIA ranged from 88 to 90% dependent on
the cut-off of ALBIA.

Conclusion: We conclude that rRo60 is comparable to nRo60. Further, the new Al-Line Ro60 ELISA
based on the new rRo60 represents a reliable test with good qualitative agreement to ALBIA with nR060.
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NOVEL DIAGNOSTIC ASPECTS OF ANTI-PM/SCL AUTOANTIBODIES
M. Mahler®, M. Fritzler®

'Dr. Fooke Laboratorien GmbH, Development, Neuss, Germany, “University of Calgary, Faculty of
Medicine, Calgary, Canada

Autoantibodies (aab) to the polymyositis/scleroderma (PM/Scl) complex, also known as the human
exosome complex, are mainly found in patients with polymyositis/scleroderma overlap syndrome. The
PM/Scl autoantigen consisting of nine core proteins and several associated proteins is involved in RNA
processing. The majority of the anti-PM/Scl reactivity is directed against the PM/Scl-75¢c and PM/Scl-100
proteins, but many of the other exosome components also have some contribution to the autoantigenicity
of the complex. Historically, the most frequently applied method was the combination of indirect
immunofluorescence (IIF) as a screening test followed by confirmation assays. In IIF anti-PM/Scl
antibodies have been reported to produce a nucleolar staining pattern on HEp-2 cells. In 2005, it was
reported that a significant portion of anti-PM/Scl positive patients contain antibodies that stain cytoplasmic
structures, possibly due to anti-GWB antibodies. After the discovery of the major PM/Scl epitope (PM1-
Alpha) several studies revealed that an ELISA system based on this peptide antigen is superior for the
detection of anti-PM/Scl autoantibodies compared to traditional methods for the detection of those aab.
For example, the prevalence of anti-PM1-Alpha in patients with PM/Scl overlap syndrome was 55%
compared to 20-30% with conventional techniques. In addition, C1D (18 kDa) a novel PM/Scl associated
protein has been described as a major target in sera from PM/Scl overlap syndrome patients.
Interestingly, a considerable number of samples of those patients displayed anti-C1D reactivity in the
absence of anti-PM/Scl-75¢/100 antibodies.
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ANTI-TOPO-I/SCL-70 AUTOANTIBODIES IN SYSTEMIC LUPUS ERYTHEMATOSUS: MYTH OR
REALITY?

M. Mahler!, M. Petschinka®, T. Liittich?, F. Hiepe®, M. Szmyrka-Kaczmarek®, M. Fritzler®

'Dr. Fooke Laboratorien GmbH, Development, Neuss, Germany, “Mikrogen GmbH, Neuried, Germany,
*Charité Humbolt University, Berlin, Germany, *Wroclaw University of Medicine, Wroclaw, Poland,
5University of Calgary, Faculty of Medicine, Calgary, Canada

Background: Autoantibodies (aab) to topoisomerase | (topo-I, Scl-70) have historically been considered
a specific marker for systemic sclerosis (SSc). Although found in 20% of SSc sera, recent evidence
indicated that anti-topo | aab occur in up to 25% of systemic lupus erythematosus (SLE). Objective was to
analyse the prevalence of anti-topo-1/Scl-70 aab in SLE.

Methods: Unselected sera from SLE (n=244) and SSc (n=200) patients, and various controls were tested
for anti-topo-1/Scl-70 aab by ELISA (Dr. Fooke). A fewer number of samples were also tested by Line
immunoassay (LIA, recomLine ENA/ANA, Mikrogen) and addressable laser bead assay (QUANTA Plex 8,
ALBIA; INOVA, US).

Results: Anti-topo-1/Scl-70 reactivity was found in between 19/100 (ALBIA) and 24/100 (ELISA; cut-off
1.5 RU) SSc patients. In the SLE sera, 5.7% were positive by ELISA, 0.3% by LIA and 2.6% by ALBIA.
ROC analysis of SSc vs. SLE patients showed that at a cut-off of 2.4 RU the sensitivity and specificity of
the topo-1/Scl-70 ELISA was 21% and 100%, respectively. The majority of anti-topo-I/Scl-70 positive SLE
sera also had aab to either dsDNA or chromatin. Agreement between the different topo-1/Scl-70 assays in
SSc was excellent (>0.85 kappa). Anti-topo-1/Scl-70 reactivity was significantly higher in dsDNA(+)
positive compared to dsDNA(-) SLE patients (p< 0.0001).

Conclusion: Anti-topo-1/Scl-70 aab are uncommon in SLE occurring less frequently than previously
reported. The different prevalence might be attributed to methodological aspects. Since all of the anti-topo
| SLE samples showed low reactivity, SLE and SSc patients can be distinguished by the anti-Scl-70 titre.
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IN VITRO LYMPHOCYTES ACTIVATION WITH PEPTIDE OF MUSCARINIC ACHETYLCHOLINE
RECEPTOR 3 IN PATIENTS WITH SJOGREN'S SYNDROME

G. Lobreglio®, R. Cardinali*, A. Gatto®, D. Fiorentino®, C. Bonali®

!A.0. Ccardinale G. Panico, Medicina di Laboratorio, Tricase, Italy, °A.O. Policlinico di Bari, U.O. di
Reumatologia Ospedaliera, Bari, Italy

Background and aims: Autoantibodies reactive with the muscarinic acetylcholine receptor 3 (M3R) have
been detected in patients with Sjogren's syndrome (Sumida et al., Autoantibodies, 2/e 2007); these
autoantibodies are antigen-driven and thus they are dependent on helper T cells; therefore, we
investigated the frequency of circulating T lymphocytes that are reactive with synthetic peptide encoding
the second extracellular domain of M3R (KRTVPPGECFIQFLSEPTITFGTAI).

Methods: We analyzed peripheral blood mononuclear cells (PBMC) from 9 patients with primary
Sjogren's syndrome (7 females, 2 males, mean age: 50 + 10 years) and from 8 matched healthy
subjects.To assess the frequency of autoreactive T lymphocytes we stimulated PBMC with M3R peptide
(10pg/ml), PHA as positive control, and PBS as negative control; we evaluated the activation antigen
CD69, CD25 and HLADR on CD3" T-cells with monoclonal antibodies (IL) and flow cytometric analysis
(Cytomics FC 500 Beckman Coulter).

Results: Among 9 patients with primary Sjogren's syndrome, 8 showed a significative higher expression
of activation marker on specific-antigen T cells induced by M3R peptide, compared to the level of T cells
activation observed in healthy subjects (13,4 + 4,5%, vs 1.4 £0,7 %; p < .0001).

Conclusions: In conclusion, we have provided evidence for the presence of M3R reactive T cells in the
peripheral blood of patients with Sjogren's syndrome. The presence of autoreactive T cells would be
helpful to clarify the pathogenesis of Sjogren's syndrome. Our findings seem promising, but they should
be verified on a larger group of patients and controls.
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ELISA POSITIVE ANTI-DSDNAANTIBODIES: A NEW DIAGNOSTIC OPPORTUNITY
A. Antico®, D. Villalta®, N. Bizzaro®, S. Plazgummer®, D. Bassetti’

!Laboratorio Analisi Ospedale Citadella (PD), Patologia Clinica, Cittadella, Italy, >A.O. Santa Maria degli
Angeli, Medicina di Laboratorio, Pordenone, Italy, *Laboratorio di Patologia Clinica Ospedale
CivileTolmezzo (UD), Tolmezzo, Italy, “Laboratorio Analisi Ospedale Merano (BZ), Merano, Italy,
®Laboratorio Analisi Ospedale Trento, Trento, Italy

Aim of study was to evaluate the performances of new generation ELISA for determination of anti-dsDNA
antibodies and compare their results with Crithidia luciliae immunofluorescence test (CLIFT) and Farr
assay.

We evaluated the sensitivity, specificity, positive predictive value (PPV),negative predictive value (NPV)
and efficiency of four ELISA assays using synthetic (Diasorin), plasmid (Phadia), recombinant (Orgentec)
and extractive (AxisShield) antigens, respectively; of a CLIFT assay (Euroimmun) and a Farr assay
(Amersham). 52 SLE patients and 88 controls (28 CTD, 24 infectious diseases and 36 HCV patients)
were enrolled. The highest sensitivity is shown by ELISA using synthetic and estractive antigens (84.6%),
the lowest by CLIFT(55.8%). Higher specificity is revealed by ELISA using plasmid (98.6%) and
recombinant (97.1%) antigens and by CLIFT (97.1%). The highest NPV is shown by ELISA with extractive
antigen (89.3%), the lowest by CLIFT (74.7%). The best PPV is revealed by ELISA using plasmid antigen
(97.4%) and by CLIFT (93.5%). The best efficiency is exposed by ELISA using recombinant and
extractive antigens (91%); the lowest by CLIFT (79.5%). The highest diagnostic accuracy is shown by
ELISA with synthetic and extractive antigens (84.6%), the lowest by CLIFT (55.7%). In conclusion the
results show that the sensitivity of CLIFT does not allows to use it as a screening test. New generation
ELISA have highlighted good efficiency and accuracy in determining anti-dsDNA in SLE, suggesting that
the negativity of CLIFT and Farr does not exclude that the antibodies detected by ELISA are diagnostic
and/or prognostic for SLE.
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THE ROLE OF NKT CELLS IN THE IMMUNOPATHOLOGY OF SYSTEMIC LUPUS
ERYTHEMATOSUS

L. Gabriel, E. Maniati', B.J. Morley?, N.J. Rogers"

'Imperial College London, Immunology, London, United Kingdom, “Imperial College London, Molecular
Medicine and Rheumatology, London, United Kingdom

CD21d-restricted invariant natural killer T (NKT) cells play an important immunoregulatory role in a variety
of autoimmune diseases in both humans and mouse models. Their role in systemic lupus erythematosus
(SLE) however is not fully understood, as SLE mouse models have yielded conflicting results
demonstrating both a protective function and a pathogenic role. Nkt1, a locus on distal chromosome 1,
which has been linked to NKT cell numbers, is located in the same chromosomal region as several
murine lupus susceptibility loci suggesting a potential role for NKT cells in SLE susceptibility. In order to
further elucidate the role played by these cells in the loss of immunological tolerance in a mouse model of
SLE, we analysed the BXSB strain that develops a spontaneous pathology closely resembling human
SLE. We have generated a series of BXSB chromosome 1 congenic lines (on a control C57BL/10
background) in which the chromosomal segment potentially containing the BXSB-derived Nktl locus is
either present (B10.Yaa.Bxs2/3) or absent (B10.Yaa.Bxs1/4). These congenic lines provide a unique
system to investigate the role of NKT cells in lupus prone mice. NKT cell numbers and function were
analysed in a spectrum of disease severity and phenotype pre-, during and post-disease manifestation.
B10.Yaa.Bxs2/3 had significantly elevated numbers of NKT cells in their livers and significantly reduced
numbers of thymic NKT cells compared to congenic mice bearing the B10-derived NKT locus and to non-

autoimmune mice. Functional differences (production of IL-4 &IFN-0 and pr ol i ferative

observed following in vitro U-galactosylceramide activation.

respoe
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FINE MAPPING OF THE BXS1 AND BXS4 SUSCEPTIBILITY INTERVALS USING BXSB CONGENIC
MICE

D. Dominici', S.J. Rose', J. Boyle?, N.J. Rogers®, B.J. Morley*

'Imperial College London, Molecular Medicine and Rheumatology, London, United Kingdom, “Imperial
College London, Hystology, London, United Kingdom, 3Imperial College London, Immunology, London,
United Kingdom

SLE is a genetically complex autoimmune disease characterized by the presence of high titres of serum
autoAbs to nuclear components. BXSB congenic mice containing the Yaa locus have been bred onto a
C57BL/10 background to dissect the effects of four loci, Bxs1-4, previously identified to play a role in
causing SLE in BXSB mice. Characterization of autoAb production in two of these congenics revealed the
existence of an area of enhanced autoAb spectrum and titre unique to the B10.Yaa.Bxs1/4. Also,
B10.Yaa.Bxsl mice developed a low-grade nephritis suggesting the presence of a nephritis locus. To
further dissect these regions, three B10.Yaa.Bxs1/4 sub-congenics, B10.Yaa.Bxsl1/4a,
B10.Yaa.Bxsl/4band B10.Yaa.Bxsl1/4c were developed and analysed for autoAb production and nephritis
susceptibility.

Anti-DNA Abs production was assessed by ELISA and ANA production by Immunofluorescence. Nephritis
was characterized histologically.

The results indicated that anti-dsDNA Ab production was shared by the three sub-congenics, suggesting
a common locus. The data supported the existence of a protective locus for ANA production and
suggested that anti-ssDNA Ab production is dependant on epistatic interactions between at least two loci.
Finally, it was found that to exert its effect, the previously mapped nephritis locus required the presence of
at least one other locus.

Lupus candidate genes in the area of anti-dsDNA Ab production were identified. Sequence analysis of
two of these, 1118r1 and ll18rap revealed non-synonymous SNPs between B10 and BXSB mice, which
could lead to functional differences in the proteins between the two strains.
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ALTERATIONS OF THE THYMIC ENVIRONMENT IN MURINE MODELS OF SLE
E. Maniati', B.J. Morley?, N.J. Rogers*

'Imperial College London, Immunology, London, United Kingdom, “Imperial College London, Molecular
Genetics and Rheumatology, London, United Kingdom

Systemic Lupus Erythematosus (SLE) is a multisystemic autoimmune disease characterised by loss of
tolerance at both the T- and B-cell level and by autoantibody production against nuclear components
(ANA and anti-DNA antibodies). In the present study, we investigate the role of the thymus (ie: central
tolerance mechanisms) in the development of autoimmunity in a murine model of SLE. A series of BXSB
congenic mice have been generated in our laboratory which spontaneously develop a lupus-like
syndrome very similar to that seen in humans. Each strain contains a separate BXSB chromosome 1-
derived genomic interval on the background of the non-autoimmune strain C57BL/10 (B10). The strains
differ in disease severity and progression ranging from mild (B10.Yaa.Bxs1/2) to severe phenotype
(B10.Yaa.Bxs2/3). Pre- and post-disease onset thymi from all the congenic strains were analysed
histologically to determine the organisation of cortical and medullary epithelium as well as the distribution
of developing thymocytes. We observed severe abnormalities in the thymic architecture of the most
severely diseased strains, including disruption of the cortico-epithelial cell network, reduced expression of
epithelial cell markers, B cell infiltration and ectopic formation of B cell follicle-like structures. The degree
of disruption of the thymic architecture increased with age. This associates with abnormal numbers of
thymocyte populations, measured by three-colour flow cytometry and a rise in apoptotic cells, measured
by tunel assay. These changes reflect the genetic background of the autoimmune strains and suggest a
role for the thymus in disease progression.
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CHARACTERISATION OF THELPER PROFILE IN A MURINE MODEL OF SLE
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Systemic Lupus Erythematosus (SLE), an autoimmune disease driven by both T and B lymphocytes
displays a mixed Thelperl/Thelper2 profile in both patients and animal models. The contribution of
cytokines to disease pathology has not been clearly defined with conflicting data in support of each
subset. The emergence of the recently identified Th17 subset, has further complicated a field which
clearly warrants more detailed analysis. BXSB mice spontaneously develop a lupus-like syndrome very
similar to that in humans. We have generated a series of BXSB congenic mice each containing a
separate BXSB chromosome 1-derived genomic interval on the background of the non-autoimmune strain
C57BL/10 (B10). These strains differ in disease severity and progression ranging from high levels of
autoantibodies, early onset of disease, nephritis and 50% death by 12 months (B10.Yaa.Bxs2/3), to mild
disease in the presence of low levels of anti-dsDNA autoantibody (B10.Yaa.Bxs1/2). These strains
provide an ideal system in which to examine T cell responsiveness and the in vitro cytokine profiles
associated with defined disease phenotypes. T cells from the spleen of congenic and control mice
(harvested pre- and post-disease onset) were purified by negative selection and stimulated with anti-
CD3/CD28 coated beads. Proliferation was assessed by both 3H—thymidine incorporation and CFSE
staining and the cytokine (IFN-0 ,  JUN F4]ILL5, IL-6, IL-10, IL-2, GM-CSF, IL-17,IL-1 U) secr et i on
profile was determined by flow cytometry and ELISA. Our results demonstrate different cytokine patterns
and T cell proliferative responses according to the genetic background and thus disease pathology of the
autoimmune strain.
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THE ROLE OF TOLL-LIKE RECEPTORS IN THE BXSB MODEL OF SLE
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Toll-like receptors (TLRs) play a crucial role in both the initiation of innate immune responses and the
enhancement of adaptive responses. When disregulated, TLR signaling can contribute to a breakdown of
tolerance and the development of autoimmunity. Recent data suggest abberant TLR function/expression
may contribute to disease progression in the complex autoimmune disease, Systemic Lupus
Erythematosus. BXSB is an excellent mouse model of lupus, displaying the characteristic autoantibody
and glomerulonephritis phenotype of lupus patients. BXSB male mice carry the recently identified Yaa
locus that has been shown to include a functional TLR7 duplication. We have developed a series of
congenic mice in which separate genomic intervals of the BXSB chromosome 1 are introgressed onto the
genome of the non-autoimmune strain C57BL/10 (B10). Our strains differ in disease phenotype ranging
from severe (B10.Yaa.Bxs2/3) to mild (B10.Yaa.Bxs1/2). In this study, we investigated the effects of TLR
ligation on bone marrow derived dendritic cells (BM-DC) generated from the above strains. The BM-DC
were stimulated with a panel of TLR ligands and subsequently examined for the expression of maturation
markers and cytokine production. LPS (TLR4) and CpG (TLR9) induced the greatest responses both in
terms of maturation markers (CD80, CD40 and MHC Il) and cytokine secretion (IL-6 and TNF-U ) .
Regarding the cytokine profile of activated BM-DCs the greatest differences were observed between the
mild and severely diseased mice. Taken together our data show how TLR ligation on DCs may contribute
to disease exacerbation.
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THE DEFICIT IN IMMUNOGLOBULIN A IN AUTOIMMUNE DISEASE IN CHILDREN
M. Marc?, B. Simionescu®, T. Pop', N. Miu', C. Corpodean’

'University of Medecine and Pharmacy, Pediatrics no.2, Cluj-Napoca, Romania, “Clinic of Obstretics and
Gynecology, Neonatology, Cluj-Napoca, Romania

The immunodeficiencies (ID), by the subsequent impairing of the immunoregulation, may be at the origin
of certain autoimmune diseases (AID).The relationship between the ID and the AID is triggered by
opportunistic infections, the latter favorised by the underlying ID. The deficit in immunoglobulin A is one of
the most frequent ID associated with AID.

Methods: We realized a prospective study on 87 patients diagnosed with AID. We analyzed the initial
immune status, for all these patients. For another group of 53 children, diagnosed with selective IgA
immunodeficiency, we realized a six year period survey of the level of the T suppressor lymphocytes, the
T helper/ T suppressor ratio, and of the presence of auto antibodies: Anti DNA, rheumatoid factor (RF).
Results: 8 patients (8%), from the group diagnosed with AID, were also identified with selective deficit in
IgA at the moment of the initial diagnosis.In the group of 53 patients with underlying IgA
immunodeficiency, 2 patients developed over the 6 years of the survey, a significative titer of anti DNA
antibodies. In one patient the presence of the RF was detected, 4 children presented a decrease of the T
suppressor level, with a rise of the immune ratio. None of these patients presented clinical signs
suggesting an AID.

Conclusions: The Ig A immunodeficiency may be a risk factor for subsequent AID. There is a higher risk
for AID in patients who develop anti DNA antibodies, RF or a persistent decrease of the T suppressor
lymphocytes.
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THE STRUCTURAL DETERMINANTS OF GAD ANTIGENICITY
Y. Arafat', M. Rowley', M. Garcia De La Banda?, G. Fenalti*, J. Whisstock, I. Mackay", A. Buckle®

*Monash University, Biochemistry and Molecular Biology, Melbourne, Australia, “Monash University,
Information Technology, Melbourne, Australia

Despite having the same fold and high sequence identity, the 65kDa isoform of human glutamic acid

decarboxylase (GAD65) is a potent autoantigen, whereas the 67kDa isoform (GAD67) is rarely

autoantigenic. Autoantibodies to GADG65 precede the development of type 1 diabetes and are markers of

this and certain neural autoimmune diseases. Autoantibodies to GADG65 react with regions of the

molecule that are not fully characterized and infrequently cross-react with GAD67. To differentiate

between the two isoforms and explain their contrasting autoantigenicity, we have used the recently

determined crystal structures of GAD65 and GAD67 to compare their structural characteristics. We have

identified potential antibody binding sites on both isoforms by using statistical distributions of these

characteristics, or specifically designed prediction methods. The results revealed striking differences

which appear almost exclusively at the C-terminal domains. Whereas GADG65 displayed a highly charged

and flexible C-t er mi nal domain containing numerous electrostati
spotodo residues, these characteristics were absent in t|
GADG65 and the unique C-terminal domain properties agree with remarkable accuracy with published

epitope-mapping data. Further, our analysis suggests that the high flexibility and charge of GAD65 in the

C-terminal domain facilitates (if not causes) the mobility of its catalytic loop, a property that is absolutely

required for its enzymatic function. Thus, the features that distinguish GAD65 as a B-cell autoantigen are

related to functional requirements for its enzymatic mechanism. This could well apply to the various other

enzyme autoantigens.
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INCLUSION BODY MYOSITIS. PRESENTATION FORMS AND OUTCOME
J.M. Grau', A. Selva-O'Callaghan?, G. Espigol*, S. Prieto, M. Butjosa®
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Background and aims: It is assumed that inclusion body myositis (IBM) represents 15-20% of idiopathic
myositis but its prevalence seems to be increasing in reference units. On the other hand, different atypical
presentation forms have been described (distal asymmetric weakness, axial weakness and dysphagia).
Our aim is to report our experience in IBM patients over 10 years in two large University-teaching
Hospitals in Barcelona.

Methods: Analysis of all the IBM cases studied between 1997 and 2007 with emphasis on their
presentation forms and outcomes.

Results: 144 cases of histologically proven myositis were diagnosed. Their distribution was as follows:
dermatomyositis: 88 cases (61%), polymyositis: 20 (14%), and IBM: 36 cases (25%). With respect to IBM
cases, there were 21 women and 15 men. Mean age at diagnosis was 66.3 y (36-89y) with a mean period
of long-lasting symptoms of 30 months (11-264 m) previous to diagnosis. Presenting symptoms were:
proximal weakness: 13, distal weakness: 2, mixed (proximal and distal): 9, axial weakness: 5 and
respiratory failure:1. Significant dysphagia was common in this series (9 cases). Outcomes: 2 patients
died (bronchoaspirative pneumonia and bladder cancer, respectively), 4 exhibited mild improvement, 22
worsened (two with a home assisted ventilatory device) and 8 remained on stable condition.
Conclusions: IBM represents 25% of myositis cases in our experience. Atypical presentation forms
include axial weakness and ventilatory failure.
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ANTIPHOSPHOLIPID ANTIBODIES (APL) AND CARDIOVASCULAR AUTONOMIC DYSFUNCTION IN
SYSTEMIC LUPUS ERYTHEMATOSUS (SLE)

L. Stojanovich, B. Milovanovich, S. de Luka, D. Marisavljevich, M. Krotin
'‘Bezanijska Kosa' University Medical Center, Belgrade, Serbia

Purpose: autonomic nervous system (ANS) involvement was studied in SLE, depens of aPL.

Patients and methods: We performed cardiovascular ANS assessment in 54 SLE patients, mean age
46.3+12.5; (F:M=49:5). Thirty-five healthy control subjects (F:M=19:16) were also included in the study,
and were selected to approximately match the meanage of SLE patients. Autonomic nervous system
dysfunction (ANSD) was diagnosed by applying cardiovascular reflex tests according to Ewing; aPL (aCL
and R,GPI) were measured by ELISA, while LA was tested by diluted Russel viper venom test,
phospholipid-sensitive PTT reagent and platelet neutralization procedure.

Results: 25 (46.3%) SLE patients had aPL. Antiphospholipid syndrome was statistically correlated with
vagal denervation (p=0.008) and complete autonomic denervation (p=0.035). No-one in the control group
had severe ANSD, four subjects had moderate ANSD, four (22.8%) had sympathetic dysfunction, and 10
(28.6%) had parasympathetic dysfunction. Severe ANSD involvementin SLE patients was statistically
correlated with CNS involvement (p=0.0185),hypertension (P=0.0376), and menopause (p=0.0140).
Sympathetic dysfunction in SLE was registered significantly more often in the older patients (p=0.0025),
and also correlated with menopause

( p=0.0025), hypertension (p=0.00264) and sensory-motor polyneuropathy (p=0.0206). Parasympathetic
dysfunction in SLE also occurred more often in the older (p=0.0051) and menopausal patients
(p=0.00138), patients with stroke (p=0.00360), as well as in the obese (p=0.0468). No correlation was
found between disease duration (SLEDAI), clinical manifestations, and cardiovascular risk factors on the
one hand, and ANSD onthe other hand.

Conclusions: ANSD was revealed in the majority of SLE patients, especially with secondary
antiphospholipid syndrome.
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ANTICARDIOLIPIN ANTIBODIES IN PATIENTS WITH VASCULITIS
M. Gantcheva
Bulgarian Academy of Science, Sofia, Bulgaria

Aims: To evaluate the incidence of anticardiolipin antibodies (aCL) in blood samples of patients with
different types of vasculitides and vasculopathies. To describe clinical, histological and laboratory
specificity and disease course in correlation with aCL positivities.

Material and methods: 94 patients, aged 18-72 years, were included. Several groups were
differentiated: cutaneous necrotizing vasculitis (CNV), Henoch Schonlein purpura (HSP), Morbus Behcet
(MB), cutaneous polyarteritis nodosa (CPN), pyoderma gangrenosum (PG), systemic lupus
erythematosus (SLE), systemic scleroderma (SSc), livedoid vasculitis (LiV) and gangrena. ACL and a-
beta2-GPI were conformed in 12 weeks interval. Clinical observations were made on the first day and at
follow-up visits.

Results: ACL were detected in 33.0f the patients.

Conclusions: ACL are found to activate endothelial cells by inducing a proinflammatory and
procoagulantphenotype resulting in high thrombogenetic activation in both occlusive and inflammatory
vascular diseases. Clinical observations showed that high levels of aCL aggravates skin symptoms, but
are not related to advanced systemic involvement and poor prognosis. The IgAaCL presence may be
used as an indicator of adult HSP activity due to their positive correlation with some markers of
inflammation in the initial phase of the disease. A possible link may exist between PG and ntiphospholipid
syndrome (APS) that warrants a search for aCL in PG. All positive SLE patients represent skin ulcerations
and necrosis on acral sites. Occlusion of the smaller dermal vessels in APS may result in the clinical
picture of LiV and the suspicions of LiV as a manifestation of APS might be easily adopted.
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GENE POLYMORPHI SM OF FCORECEPTOR II1 A I NFLUENCES RESPON.
DCM TO IMMUNOADSORPTION THERAPY

C. Trimpert', L.-R. Herda®, M. Landsberger', L. Lubenow?, A. Greinacher?, S.B. Felix', A. Staudt*

'Ernst-Moritz-Arndt University Greifswald, Department of Internal Medicine B, Greifswald, Germany,
®Ernst-Moritz-Arndt University Greifswald, Department of Immunology and Transfusion Medicine,
Greifswald, Germany

Background: Removal of cardiac autoantibodies from plasma of patients with dilated cardiomyopathy
(DCM) by immunoadsorption (IA) may represent an additional therapeutic approach. The recently

discovered cardiacFcor eceptor Il a may be responsible for the hen
Pol ymorphic variabil it yl31yi$ asdodiated With madified a&ffmity ofdigG.l | a ( H/ R
Methods: 229 patients were tested f or t hteesefpationtseveree pt or | 1 a

treated with 1A-therapy for 5 days with IgG substitution. Echocardiographic parameters were determined

for all patients at baseline, after 3 and 6 months.

Results: The distribution of the three genotypes (HH, RH, RR) among the DCM-patients do not differ

from a control population. Subgroups of patients with different genotypes showed no differences in

baseline characteristics. Patients expressing the low-affinity RR-i sof or m of the Fcoreceptor
significantly more in left ventricular function (deltaLVEF: 9,5+1,9% and 10,1+1,9% after 3 and 6 months)

than patients with the RH- (5,7£1,0% and 6,4+1,1%) and high affinity HH-isoform (3,1+0,9% and

4,9+1,0%; p< 0,05). Additionally, patients with the low-affinity RR-i s of or m o f ptdr hagecdivedo r e c e

a more pronounced reduction of left ventricular diameter (deltaLVID: -5,6+2,0 mm and -7,5+2,1mm after 3

and 6 months) than patients with RH-isoform (-1,9+0,7 mm and -3,1+0,8 mm) and with high affinity HH-

isoform (1,1+0,9 mm and 1,2+1,0 mm; p< 0,05).

Conclusion: The importance of the humoral immune system for cardiac dysfunction may be dependent

on the affinity of the DCM I gG to the cardiac Fcorecep!
H/R-131 polymorphism.



Abstract Number: 144

SUCCESSFUL TREATMENT OF RECALCITRANT RELAPSING POLYCHONDRITIS WITH
MONOCLONAL ANTIBODIES

G. Ratzinger, M. Kuen-Spiegl, N. Sepp
Medical University Innsbruck, Dermatology, Innsbruck, Austria

Background: Relapsing Polychondritis (RP) is a rare, potentially life-threatening multisystem disorder
affecting cartilaginous tissues. The disease often assumes a progressive course with affection of inner
organs and destruction of the involved structure. Treatment with corticosteroids is effective but limited,
methotrexat, dapsone and cyclophosphamide are less potent.

Methods: Three female patients with multisystem RP and extensive pretreatment over years have been
treated with infliximab, adalimumab and rituximab.

Results: Patient 1 responded to infliximab promptly and remained free of symptoms for 7 months. Then,
arthralgia and dyspnoea reappeared, momentarily she requires treatment every 8 to 16 weeks. Patient 2
responded to infliximab within two weeks and has been free of symptoms until today. She has received a
total of only five infusions, the last one close to one year ago. Patient 3 has been suffering from most
recalcitrant RP for six years. She was initially treated with infliximab with good response. Due to loss of
effect after seven months, therapy was switched to Adalimumab, which was effective for 26 months.
Since november 2006, she is close to free of symptoms with rituximab.

Conclusion: Monoclonal antibodies binding TNF alpha are valuable second line treatment options for
patients with recalcitrant RP. Although the duration of the response is sometimes limited, these drugs can
be life-saving in phases of disease progression and dangerous involvement of inner structures.
Rituximab, a monoclonal antibody binding CD20, seems to be a potent alternative in patients with most
recalcitrant RP.
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GLUTATHIONE INHIBITS COMPLEMENT SYSTEM IN VITRO
C. Perricone’, C. de Carolis?, R. Perricone®

'University of Tor Vergata, Rheumatology, Rome, Italy, °S. Giovanni Hospital, Obstetrics and
Gynaecology, Rome, Italy, *University of Tor Vergata, Rheumatology, Allergology and Clinical
Immunology, Rome, Italy

During chronic inflammation, when sustained production of ROS occurs, antioxidant defences can
weaken, resulting in a situation (oxidative stress) that leads to several human autoimmune-inflammatory
diseases. Glutathione (GSH), an antioxidant in the living cells, protects the cellular constituents from the
damaging effects of hydroperoxides formed during normal metabolism. Complement activation, essential
for immune defence against pathogens and immune complex clearance, when undergoes uncontrolled
activation may cause severe inflammatory tissue destruction. We aimed to evaluate the effects of GSH on
complement in vitro. We studied the complement system in the normal human serum (NHS) of 10 healthy
subjects. We incubated increasing quantities of GSH (1-2-10-20 mg) at 37°C for 60min in 1ml of each
NHS (final concentration 1-2-10-20 mg/ml w/v). We evaluated the mixtures for complement activities
(THC, CPA and APA) and for the presence of SP of C3 and B. We also incubated GSH with human
complement in the presence of classical and alternative pathway activators. The results showed a
dramatic reduction of the complement activities when we incubated NHS with GSH with undetectable
compl ement activities starting from a dosage of GSH
complement system studied in in vitro assays. Such inhibition is mainly exerted on C3-9 and at a lower
extent on classical and alternative pathway C3-convertases. GSH may act as a therapeutically effective
complement-inhibitor and GSH per se and the restoration of its intracellular levels may be other
possibilities to protect cells from damage caused by reactive oxygen species.
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COMPUTERIZED NAIL FOLD VIDEO CAPILLAROSCOPY AND SYSTEMIC'S DISASES DIAGNOSIS
D. Hakem?!, S. Bouzifi*, S. Benmeziane?, A. Berrah*

'Dr Mohammad-Lamine Debaghine, Bab El Oued Universitary Hospital Center, Internal Medicine, Algiers,
Algeria, °Dr Mohammad-Lamine Debaghine, Bab El Oued Universitary Hospital Center, Internal Medicine,
Algiers, Algeria

Introduction: Computerized Nailfold Video Capillaroscopy "CNVS’ is an interesting exploration of
Raynaud phenomenon (RP). Its determine with sensitiveness and a specificity the micro angiopathy
showing morphologic attacks, rheological abnormalities orienting to systemic sclerosis (SS), systemic
lupus Erythematosa (SLE), dermatomyositis and/or mixed connectivitis's tissus diseases.

Methods: Experience of internal Medicine department , on a period of 3 consecutive years, collect 100
requests for CNVS from isolated RP (Are excluted yet identified connectivitis SLE, SS...).

Results: Sex-ratio 0,58 middle-age 31. Capillaroscopies abnormalities : 80% abnormalities of density
(42%) or capillaries distribution (53%) . Enlarged capillaries are noted in 82% ; hoemorrhage in 41% : flow
abnormalities in 27% ; venous-capillary stasis (7), micro thrombi (5), cholesterol embolus (3 ) ; Diseases
evocated are SS and SLE in 63% ; No organic aspect noted in 20%.

Commentaries: Diagnosis rentability of CNVS in our study less than the literature report (63% against
88%). This result is probably linked to difficulty to explore skin in some conditions (black skin, mycosis,
micro traumatisms, handle works etc.).

Conclusion: Normality of the CNVS does not excluting definetely eventuality of an event as connectivitis
in the following up . So CNVS should be analysed and confronted to clinical and immunological context.
Absence from anomalies must orient mutch to a fasciite inflammatory. Inversely , marks of
microangiopathy determine a group of patient to high risk to affected systemic diseases in the futur,
justifying an immunologic exploration and a coherent inserting CNVS reiterated. Profitability 's CNVS is
operator depending.
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ANALYSIS OF REACTIVITY TO DIABETOGENIC STIMULI BY USING GENE MICROARRAY (PILOT
STUDY RESULTS)

K. Flajsmanova®, Z. Halbhuber®, M. Durilova®, S. Kolouskova', V. Stavikova®, K. Stechova®

12nd Faculty of Medicine, Charles University in Prague, Department of Paediatrics, Prague, Czech
Republic, “Central European Biosystems s.r.o., Prague, Czech Republic

Background and aims: The aim of our study is to analyse reactivity of peripheral blood mononuclear
cells (PBMCs) to diabetogenic stimuli by using gene microarray, wherewith we try to define prediabetes
status from immunological and genetic points of view.

Material and methods: Study population consisted of patients with type 1 diabetes (T1D) (recent onset,
n=3), their first degree relatives divided according to autoantibodies to GAD65 and/or IA2 into positive
(DRLpos, n=2, normal ivGTT at the time of sampling) and negative (DRLneg, n=4) and of healthy controls
(n=1), age, sex and HLA matched. PBMCs were stimulated by diabetogenic peptides (3 GAD65, 1 1A2
and 1 proinsuline derived peptides). Gene expression was analysed using high density Phalanx gene
microarray, containing 32050 oligonucleotides with 30968 human experimental genome probes and 1082
control probes. SPSS software 15 and GeneSpring GX 7.3.1 software were used for statistical and gene
array data analysis.

Results: Stimulated and basal gene expression differed in all tested groups. T1D patients had overall
higher basal gene expression mainly when compared with controls and DRLneg subjects. After specific
stimulation the highest increase in gene expression was observed in DRLpos subjects. More than 100
genes mainly for regulatory factors and transcription factors were identified, showing statistically
significant differences within groups (downregulation or upregulation was at least twice-fold, p< 0.001).
Conclusion: Genomic expression analysis seems to be an ideal tool for better prediabetes definition but
further study and analysis are necessary.

Supported by project No.NPVII 2B06019 of Czech Ministry of Education.
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EXPANSION OF GAD65,65.265 SPECIFICIFN-0 P ROD U C| NBELPERA CELLS FROM
DIABETIC PATIENTS AND HEALTHY CONTROLS

S. Barabas!, D. Halbritter?, L. Deml*, J. Schélmerich?, M. Fleck?, C. Schitz®

'University of Regensburg, Medical Microbiology, Regensburg, Germany, “University of Regensburg,
Internal Medicine I, Regensburg, Germany

Background: Recently, we generated Killer-artificial-Antigen-Presenting Cells (KaAPC) to delete antigen-
specific CD8"T cells in vitro (Schiitz et al., Blood 2008). To adapt this new strategy to a relevant
autoimmune disease setting involving autoreactive CD4'T cells, we aimed to expand GAD65-specific
autoreactive CD4" helper T cells polyclonally. To date, published expansion protocols mostly do not yield
antigen-specifc CD4'T cells beyond a specificity of 20%. Here, we present a novel strategy to expand
primary human GAD65-specific CD4™T cells from diabetic patients and healthy controls in a polyclonal
fashion.

Methods: HLA-DRB4*0401-restricted CD4'T cells were isolated from PBMC and than stimulated with
GADGB5,¢6.295peptide (5 pg/ml) every 12 to 16 days. To achieve optimal results, we utilized different culture
media conditions including presence of various antigen presenting cells and CD25'CD4" regulatory T
cells. GAD65,¢5.,55 Specific CD4A™T cells were then enriched twice using GAD65,¢6.,5s HLA-DR tetramer
staining and the Miltenyi-PE isolation system, and restimulated.

Results: Stimulation of GAD65,¢6.085 pulsed PBMC in the presence of IL2, IL-4 and GM-CSF resulted in
optimal expansion of GAD65,45.,55 specific CD4™T cells at high numbers (>60%). The expanded CD4'T
cells produced IFN-2 and maintained the antigen specificity as
one further round of restimulation. The presence of CD25'CD4'T cells partly inhibited GAD6546.285
specific CD4'T cells expansion.

Conclusion: Optimized protocols allow for expansion of autoreactive CD4 T cells in vitro, which can be
utilized to exploit novel immunosuppressive strategies.
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A NOVEL FLOW-CYTOMETRIC-ASSAY FOR THE SIMULTANEOUS CHARATERIZATION OF
ANTIGE-SPECIFIC T-CELL ELIMINATION IN T-CELL MIXTURES OF DIVERSE ANTIGEN
SPECIFICITIES

C. Schutz?, K. Fischer?, S. V6lkI?, S. Hoves?, D. Halbritter*, A. Mackensen®, J. Schélmerich®, M. Fleck®

lUniversity of Regensburg, Internal Medicine |, Regensburg, Germany, 2University of Regensburg,
Internal Medicine I, Division of Hematology and Oncology, Regensburg, Germany, 3University of
Erlangen-Nuernberg, Internal Medicine V, Erlangen, Germany

Novel immunosuppressive strategies are targeting for an antigen-specific deletion of T-cells responsible
for organ damage in autoimmunity and allograft rejection. Recently, we generated Killer-artificial-Antigen-
Presenting-Cells (KaAPC) to delete antigen-specific T-cells in vitro (Schitz et al., Blood2008). Here, we
present a new flow-cytometry-based assay that allows for reliable and efficient detection of T-cells that
were eliminated in an antigen-specific fashion. The capability to simultaneously analyze T-cell mixtures of
different antigen specificities establishes this assay as a superior tool for the development of novel
antigen-specific immunosuppressive approaches.

Human FluM1sg.s6- Or MelanAs.35-specific CD8'T-cells were expanded using artificial-Antigen-Presenting-
Cells (aAPC). FluM1sg ¢s-/MelanAye 3s-specific T-cells were stained with PKH26/PKH67. Both populations
were mixed at a 1:1 ratio (Tx), and then incubated with KaAPC either unloaded or loaded with the
cognate/non-cognate peptide at a 1:1 ratio. After 48h, the T,,x was stained with AnnexinV-APC and 7-
Amino-Actinomycin-D. Differential gating allowed us to identify and quantify apoptotic T-cells in each
subpopulation independently. Utilizing this new method, we could demonstrate that only MelanA . 3s5-
loaded KaAPC eliminated MelanA,s.3s-specific T-cells, while at the same time only a slight increase in
apoptotic FluM1sg g6-specific T-cells could be observed. Additional experiments with a mixture of Jurkat T-
cells sensitive or resistant towards Fas-(CD95)-mediated apoptosis were performed, confirming the
results obtained with primary T-cells.

Here, we present a novel assay to detect and quantify the antigen-specific elimination of T-cells within a
mixture of different antigen specificities. We propose that this novel method will enable researchers to
investigate the potential of new immunosuppressive approaches that rely on the depletion of antigen-
specific T-cells.
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ANTI-CYCLIC CITRULLINATED PEPTIDE AND ANTI-KERATIN ANTIBODIES IN PATIENTS WITH
IDIOPATHIC INFLAMMATORY MYOPATHY

M. Labrador-Horrillo®, M.A. Martinez®, A. Selva-O'Callaghan®, J.F. Delgado?, X. Martinez-Gémez®, E.
Trallero-Araguas”, J.M. Grau-Junyent®, J.L. Rodriguez-Sanchez®, M. Vilardell-Tarrés"

'vall d"Hebron General Hospital, Internal Medicine, Barcelona, Spain, 2Hospital de la Santa Creu i Sant
Pau, Immunology, Barcelona, Spain, %vall d'Hebron General Hospital, Preventive Medicine and
Epidemiology, Barcelona, Spain, 4Hospital Clinic, Internal Medicine, Barcelona, Spain

Objective: To investigate the prevalence of anti-cyclic citrullinated peptide and anti-keratin antibodies in a
cohort of patients diagnosed with idiopathic inflammatory myopathy.

Patients and methods: In a cross-sectional study, we determined the presence of anti-cyclic citrullinated
peptide and anti-keratin antibodies by enzyme linked immunosorbent assay and indirect
immunofluorescence respectively in a cohort of 90 consecutive patients with a diagnosis of idiopathic
inflammatory myopathy. Associations between anti-cyclic citrullinated peptide and clinical manifestations
or other autoantibodies were calculated with the chi-square and Mann-Whitney U tests. Radiographs of
hands were retrospectively evaluated. Serum autoantibody profile was determined in all patients.
Results: Twelve patients were positive to anti-cyclic citrullinated peptide (13.3%), in nine cases at
moderate-high values. Anti-keratin antibodies were not detected in any patient. Comparison between
positive and negative anti-cyclic citrullinated peptide patients did not show clinical or biological
differences. Presence of arthritis, joint erosions or positivity to anti-synthetase antibodies was not more
frequent in patients with positive anti-cyclic citrullinated peptide antibodies. Only prevalence of
rheumatoid factor was significantly associated with the presence of positive anti-cyclic citrullinated
peptide antibodies (P=0.043).

Conclusions: High titters of anti-cyclic citrullinated peptide can occasionally be found in patients with
inflammatory myopathy. A possible diagnosis of rheumatoid arthritis in these patients should therefore be
interpreted with caution.
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EXPRESSION OF FIBULIN-6 ANDFIBULIN-7 BY HUMAN SALIVARY GLAND EPITHELIAL CELLS:
ROLE OF ANTI-NUCLEARAUTOANTIBODIES IN THEIR TRANSCRIPTIONAL REGULATION

M. Sisto®, M. D'Amore?, P. Scagliusi®, V. Mitolo*, S. Lisi*

'University of Bari Medical School, Human Anatomy, Bari, Italy, “University of Bari Medical School,
Rheumatology, Bari, Italy

Introduction: The fibulins are a family of extracellular matrix (ECM) molecules that regulate the organ
shape along with other growth factors and stromal cells and, recently, are involved in a variety of cellular
functions including proliferation, migration, differentiation and survival. Important changes in acinar and
ductal morphology and function, together with pronounced ECM remodeling, are detectable in the labial
salivary glands of Sjogren’'s syndrome patients. Here we report in vitro expression of the recently
identified ECM proteins, fibulin-6 and fibulin-7, by human salivary gland epithelial cells (SGEC). The
ability of anti-Ro autoantibodies (Abs) to modulate fibulin-6 and fibulin-7 transcription was investigated.
Methods: Semiguantitative and real time PCR were adopted to analyze the fibulin-6 and fibulin-7 mRNA
expression in primary human SGEC cultures, established from biopsies of labial minor salivary glands,
both in untreated control cells and in anti-Ro/SSA Abs-treated cells.

Results:

(1) the methods used show the expression of fibulin-6 and fibulin-7 in SGEC.

(2) treatment of the cells with anti-Ro/SSA Abs determines a downregulation of fibulin-6 mRNA
expression while no significant differences were observed in the fibulin-7 expression between untreated
and treated cells.

Conclusions: Dysregulation of fibulins expression in SGEC by anti-Ro/SSA Abs may participate to
disorganization of ECM environment and, thus, cause the injury of the salivary gland architecture and
funzionality observed in the Sjogren's syndrome.
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ADALIMUMAB INHIBITS ANTI-RO/SSA-INDUCED ANOIKIS OF HUMAN SALIVARY
GLANDEPITHELIAL CELLS

S. Lisi', M. D'Amore?, P. Scagliusi®, V. Mitolo®, M. Sisto*

'University of Bari Medical School, Human Anatomy, Bari, Italy, “University of Bari Medical School,
Rheumatology, Bari, Italy

Introduction: Anoikis, defined as apoptosis promoted by detachment of the cells from their extracellular
matrix (ECM), reflects the essential requirement of most normal epithelial and mesenchymal cells for
ECM-derived signals of survival. When denied of such signals cells rapidly undergo apoptosis. In
Sjogren’'s syndrome appears that as the disease progresses, the acinar and ductal cells are driven toward
anoikis, which results in destruction of the glands. This study was undertaken to discuss if Adalimumab, a
fully humanized antibody to TNF- alpha, is able to modulate anti-Ro/SSA autoantibodies (Abs)-induced
anoikis of cultured human salivary gland cells.

Methods: anti-Ro/SSA Abs-induced anoikis in cells treated with anti-Ro/SSA and anti-Ro/SSA plus
Adal i mumab was evaluated with AAnoi kis assay kito that
measuring anchorage-independent growth and monitoring anoikis propelled cell death in cells. Untreated
cells were used as control and a preliminary study was conducted to exclude adalimumab-induced
anoikis.

Results: Treatment with anti-Ro/SSA Abs induces cell detachment in a percentage of 87%.The use of
the specific human anti-TNF-alpha, Adalimumab, prevents anoikis process. the method used revealed
87% of cell detachment after 48 hours of incubation with anti-Ro/SSA Abs compared with 12% of cell
detachment in cells treated with anti-Ro/SSA Abs plus Adalimumab.

Conclusions: Results obtained validate the therapeutic efficacy of the anti-TNF-alpha reagents in the
treatment of autoantibodies-mediated autoimmune disorders.
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BPI-ANCA IN CYSTIC FIBROSIS: BACTERIAL PHENOTYPE DETERMINES THE AUTOANTIBODY
RESPONSE

M. Carlsson®, M. Segelmark?, A.-C. Petersson®, C. Andersson®, C. Ciornei’, L. Eriksson®, T. Hellmark?

'Wieslab AB, Lund, Sweden, “Lund University, Department of Nephrology, Lund, Sweden, *Lund
University Hospital, Department of Clinical Microbiology and Immunology, Lund, Sweden, “Lund
University Hospital, Heart Lung Division, Lund, Sweden

The clinical consequence of chronic Pseudomonas (P) aeruginosa colonization in cystic fibrosis (CF)
varies between individuals for unknown reasons. Auto-antibodies against bactericidal/ permeability
increasing protein (BPI-ANCA) are associated with poor prognosis in CF. We hypothesize that there is a
correlation between the presence of BPI-ANCA, the biological properties of the colonizing bacteria and
the clinical conditions of the hosts. We have compared isolates of P aeruginosa from two groups of CF
patients: one with positive serum levels of BPI-ANCA (n=13), and one with negative BPI-ANCA levels and
(n=11). Epithelial cells (A549) and isolated polymorphonuclear granulocytes (PMNs) were stimulated with
the clinical isolates and cell death was analyzed with flow cytometry. Interleukin-8 (IL-8) released into the
supernatant was measured by ELISA. We found that the ANCA associated strains in most cases showed
a pyocyanin negative phenotype. These strains also induced less inflammatory response than the non-
ANCA associated strains as shown by the number of necrotic cells and IL-8 release, yet elevated
compared to control. We conclude that colonization with strains of P aeruginosa that induce a weak
inflammatory response is associated with unfavourable outcome in CF. We speculate that inadequate
control of pathogen proliferation through an insufficient inflammatory response results in a slowly
increasing number of bacteria and accumulation of dying PMNSs in the airways, contributing to the
progressive lung disease seen in many CF patients.
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FUNCTIONAL CHARACTERIZATION OF ILT6 AS A GENETIC RISK FACTOR FOR MULTIPLE
SCLEROSIS AND SJIOGREN'S SYNDROME

G. Kabalak®, Y.-H. The!, T. Matthias?, T. Dérner’, N. Suciu-Foca®, R.E. Schmidt*, T. Witte*

'Medical School Hannover, Clinic for Immunology and Rheumatology, Hannover, Germany, “Aesku
Diagnostics, Wendelsheim, Germany, ®Charite, Department of Rheumatology, Berlin, Germany,
*Columbia University, Department of Pathology, New York, United States

Objectives: Immunoglobulin-like transcripts (ILTS) are expressed on antigen presenting cells and play a
role in tolerance induction. A homozygous deficiency of ILT6, a secreted protein, was associated with MS.
The aim was to study the association of ILT6 with Sjogren’s syndrome (SS) and its function.

Methods: ILT6 deletion was studied in DNA samples of 149 SS patients and 749 controls by PCR. ILT6
protein was produced in a Baculovirus system. Adhesion tests with MCF-7 cells and CD8 transfectans
were performed in the presence and absence of ILT6. Mixed lymphocyte reactions (MLR) using
increasing concentrations of ILT6 and PBL and cells sorted for CD4 and CD8 were performed. The
influence of ILT6 on the suppressive effect of ILT3 was tested in a MLR, in which ILT6 was added to a
KG1 cell line overexpressing ILT3.

Results: There was a homozygous deletion of ILT6 in 8% of the SS patients, but 3% of healthy controls.

I LT6 bl ocked concentration dependent the interaction of
the MLR was increased by addition of ILT6 as long as CD8" cells were added to the CD4 population.

ILT6 antagonized the suppressive effect of ILT3 in MLR.

Conclusion: ILT6 deficiency is associated with primary SS (p=0.0064). ILT6 augments the proliferation of
CD4" T cells by blocking CD8" regulatory T cells. This could be a direct effect or mediated by its
antagonism to ILT3. Overall, ILT6 may act as a natural immune modulator with profound effect on T cells.
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IN VIVO KINETICS OF THE INTERACTIONS BETWEEN CD4 TREGS, CD8 TREGS AND CD4+CD25-
CELLS

A. Arazi®, A. Sharabi®, H. Zinger?, E. Mozes®, A.U. Neumann*

!Bar-llan University, Faculty of Life Sciences, Ramat Gan, Israel, “The Weizmann Institute of Science,
Department of Immunology, Rehovot, Israel

Background: hCDR1 is a peptide shown to down-regulate autoimmune responses associated with SLE;
an effect mediated by CD4 and CD8 subsets of regulatory T-cells (Treg). However, the dynamical
interactions between different Treg subsets are, in general, not yet fully understood.

Aims: To characterize the dynamics and interactions of different subsets of immune cells, including
Tregs, following hCDR1 administration.

Methods: The in-vivo kinetics of several subsets of spleen-derived T-cells (in particular
CD4+CD25+Foxp3+, CD8+CD28-Foxp3+, CD4+CD25-) were frequently measured in BALB/c mice for 16
days following a single subcutaneous injection of either hCDR1, a control scrambled peptide or vehicle
alone. Mathematical models of immune dynamics were developed to fit the data.

Results: Substantial changes, consistent in all 3 experimental groups, in the levels of the inspected T-cell
subpopulations were observed, notably an overall increase of 1.9-2.2 fold in CD4+CD25- cells.
Nonetheless, the levels of CD4 and CD8 Tregs rose higher and earlier following the administration of
hCDR1, compared to the other arms. Subsequent to an increase in CD8 Tregs, inverse fluctuations of
CD4+CD25- and CD4+CD25+Foxp3+ cells were discernible. Mathematical modeling suggests that these
kinetics can be explained by a regulatory activity of CD4 Tregs dependent on their interaction with CD8
Tregs.

Conclusions: For the first time, the dynamic interactions of regulatory CD4 and CD8 T-cells are
mathematically modeled and fitted to in-vivo kinetic data. The results support the hypothesis that CD8
Tregs are required in order for CD4 Tregs to acquire a regulatory phenotype, as exemplified specifically
by treatment with hCDR1.
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RECIPROCAL ROLES OF JAGGED2-NOTCH PATHWAY IN REGULATING AUTOIMMUNE
ENCEPHALOMYELITIS

W. Elyaman®, H. Yagita®, S.J. Khoury'

'Harvard Medical School/Brigham and Women's Hospital, Boston, United States, “University of Juntendo,
Tokyo, Japan

Notch signaling plays an important role in CD4+ T cell differentiation into effector or regulatory T cells. We
have previously reported that blockade of the Notch ligand, Jaggedl worsens experimental autoimmune
encephalomyelitis (EAE) and inhibits IL-10-producing CD4+ T cells. Here, we investigated the role of
Jagged2, another Notch ligand in myelin oligodendrocyte glycoprotein (MOG)35-55-induced EAE in
C57BL/6 mice. Jagged?2 is expressed by antigen presenting cells and by CD4+ T cells in naive mice and
its expression is upregulated on CD4+ T cells during EAE. Using monoclonal antibody against Jagged2,
we demonstrate that administration of anti-Jagged2 between the day of immunization and the onset of the
disease significantly exacerbates the clinical score. This was associated with a significant increase in
TGF-betal, IL-6 and IL-17 production in the periphery as well as in the central nervous system.
Interestingly, when anti-Jagged2 antibodies were administered 5 days before immunization, these mice
showed milder clinical disease compared to IgG-treated mice in correlation with an increase in TGF-betal
production and a decrease in pro-inflammatory cytokines (IL-6, IL-17 and IFN-gamma) but not in Th2
cytokines (IL-4 and IL-10). Our results demonstrate that Jagged2-induced TGF-betal production plays a
dynamic role in regulating the inflammatory response, which is dependent on the timing of the signal in
relation to the triggering event. These data point to the importance of the Notch pathway in immune
mediated diseases.
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ANTI-GLIADIN PEPTIDE ANTIBODY DETERMINATION HAS ADDITIONAL VALUE FOR COELIAC
DISEASE SCREEINING

R. Budd!, D. Taylor’, R. Hughes', A. Bradwell®

The Binding Site Ltd, Birmingham, United Kingdom, “Birmingham University, Division of Inmunology and
Infection, Birmingham, United Kingdom

nti-gliadin assay antibody determination has been considered an inferior alternative to anti-tissue
transglutaminase (tTG) due to its reported lower sensitivity < 90% and ~20 % false positive rate.
However, assays using deamidated gliadin peptides are reported to have improved performance
characteristics. Here, we investigate the additional benefit of these assays.

90 biopsy confirmed CD sera and 48 blood donor samples were tested as were 24 longitudinal samples.
IgA endomysial antibodies (Abs) (EMA) were determined on Monkey Oesophagus. Abs against tTG,
gliadin and deamidated gliadin peptide were tested using the BINDAZYME ™ Anti-Tissue
Transglutaminase IgA and IgG, BINDAZYME™ Anti-Gl i adin | gA and | gG & hadin Bl NDAZY
(MGP) IgA and 1gG EIA, The Binding Site. For comparison, an alternative gliadin peptide EIA was used
(QUANTA Lite™ Gliadin IgA and IgG II, INOVA Diagnostics).

13/40 CD samples that were tTG IgA and EMA negative were found to be MGP positive IgA and or IgA),
indicating an added benefit of determining anti-MGP Abs, in this cohort. Comparison against the
alternative gliadin peptide assay showed good agreement, R? for IgA >0.93 and IgG >0.85.

Longitudinal sample analysis indicated the MGP assays generally showed superior sensitivity, compared
to the tTG assays. In particular the MGP IgG assay levels were consistently elevated for longer periods
relative to the other markers that had reduced or normal levels.

Overall, these results suggest that the MGP assays have an additional value to tTG determination and
may also be beneficial in monitoring gluten-free diet adherence.
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PAIRED SERUM/SYNOVIAL FLUID (SF) LEVELS OF ANTI-CCP2 ANTIBODY IN RHEUMATOID
ARTHRITIS (RA) PATIENTS RECEIVING INTRA-ARTICULAR STEROID INJECTION

D. Taylor!, R. Budd", N. Cheung?, A. Bradwell®

The Binding Site Ltd, Birmingham, United Kingdom, “Queen Mary's Hospital, Rheumatology, Sidcup,
United Kingdom, 3Universtiy of Birmingham, Division of Immunology and Infection, Birmingham, United
Kingdom

Anti-CCP-2 antibodies are detected in the circulation of patients with RA at an incidence of approximately
70% and their presence is particularly useful for distinguishing RA from other inflammatory joint
conditions. The inflamed joint has been proposed as a major source of these antibodies, thus a
concentration difference favouring joint fluid over serum would be expected. This ratio has also been
examined for a mediator known to be produced locally, matrix metalloproteinase-3 (MMP-3).

Using Binding Site anti-CCP-2 and MMP-3 EIAs we have measured the level of antibody and antigen,
respectively, in paired serum/SF samples from 28 RA patients receiving intra-articular steroid injection.
For the 20 (71%) patients positive for anti-CCP-2 antibodies the median SF/serum ratio was 0.71 (0.06-
1.25 range) with a correlation of r’ =0.88. By contrast, for MMP-3 this ratio was 419 (range 24-1512) and
no significant correlation (r2 = 0.002). Neither was there any correlation between serum CCP-2 and MMP-
3 levels (r2 < 0.001). The lack of correlation between SF and serum MMP-3 is most likely due to
contributions from other inflamed joints.

Anti-CCP-2 antibody concentrations in paired RA samples do not suggest that the joint is a major source
of antibody but together with the close correlation to serum levels suggest that antibody levels equilibrate
with serum following production elsewhere. From this small study, serum anti-CCP-2 antibody levels
appear to show little agreement to serum MMP-3, which in several previous studies has proved better
than existing markers in predicting radiographic outcome in RA.
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FUNCTIONAL IMPACTS OF DIFFERENTIAL ANTIBODY GLYCOSYLATION
F. Nimmerjahn', K. Yoshikatsu®, R. Anthony®, J. Ravetch®

'University of Erlangen, Medical Department 3, Erlangen, Germany, *Niigata University, Niigata, Japan,
®Rockefeller University, Molecular Genetics and Immunology, New York, United States

Immunoglobulin G antibodies specific for self-antigens (autoantibodies) are centrally involved in the
destruction and inflammation of healthy tissues during autoimmune diseases. In contrast to IgG produced
in tissue culture, serum IgG is a very heterogenous class of molecules due to the sugar side chain
attached to the asparagin 297 residue in the antibody constant region. This sugar moiety is made up of a
heptameric core sugar structure consisting of N-acetylgalactosamine and mannose and varying additions
of terminal and brachning sugar residues, which include sialic acid, galactose, N-acetylglucosamine and
fucose. Indeed, more than 30 different IgG glycosylation variants can be identified in healthy individuals.
During autoimmune diseases a skewed IgG glycosylation pattern can be observed with the appearance
of glycoforms low in terminal sialic acid and galactose residues. In this study we investigated the function
of different antibody glycosylation variants with a focus on terminal sialic acid and galactose residues. We
demonstrate that terminal sialic acid residues are a key determinant of a novel anti-inflammatory activity
of serum IgG in vivo. In contrast the presence or absence of galactose residues did only have minor
effects on antibody activity in vivo. These findings might be important for the development of novel anti-
inflammatory reagents for the treatment of autoimmune diseases.
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ROLE OF PD-1 GENE POLYMORPHISM IN CELIAC DISEASE
M. Fernandez-Mestre, D. Padron, V. Ogando, Z. Layrisse

Instituto Venezolano de Investigaciones Cientificas, Centro de Medicina Experimental, Caracas,
Venezuela

Celiac disease (CD) is an inflammatory disorder of the small intestine better known as a permanent
intolerance to gluten proteins from wheat, rye and barley in genetically susceptible individuals. As a
polygenic disease, the current interest is to identify candidate genes which could explain 60% of the
genetic risk non attributable to the HLA region. The PD1 gene, located in the 2937 region encodes the
programmed death-1 (PD-1) molecule. This genetic region has been proposed as a strong candidate
gene in autoimmune diseases and as a good candidate in CD. The aim of this study was to determine a
possible association of two PD-1 polymorphic variants with celiac disease occurrence. We studied 49
unrelated Venezuelan celiac patients and 55 healthy subjects. A PCR-based restriction fragment length
polymorphism (PCR-RFLP) method was applied for SNP genotyping of PD1.3 G/A and PD1.6 G/A
variants. Genotype frequencies were determined by direct counting. Statistical significance of genotype
frequency was estimated by Fisher's exact test and p values were corrected according to Bonferroni.
Odds Ratio (OR) with 95% confidence intervals was calculated to measure the strength of associations.
No association between PD1.3 genotypes and CD was found but the GA genotype of PD1.6 was
significantly reduced in the patient group as compared to controls (66.6% vs. 86.5, respectively;
OR=0.311, IC 95%= 0.11-0.84, p=0.017, pc= 0.05). The data suggest that the PD-1 gene can possibly
play a role in the pathogenesis of celiac disease.
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SEROLOGICAL TESTING IN MYOSITIS PATIENTS: DIAGNOSTIC ACCURACY OF A COMMERCIAL
LINE BLOT ASSAY

A. Ghirardello®, M.E. Rampudda®, N. Bassi*, S. Zampieri*, P. Grypiotis®, R. Bendo®, S. Arienti*, M.
Tonon', I.E. Lundberg4, A. Doria*

'Division of Rheumatology, University of Padova, Padova, Italy, Euroimmun, Lubek, Germany, ®Division
of Clinical Immunology, University of Padova, Padova, Italy, 4Rheumatology Unit, Karolinska Institutet,
Stockolm, Sweden

It is well established that testing for myositis specific or associated autoantibodies (MSA, MAA) is a useful
aid for the diagnosis and classification of idiopathic inflammatory myopathies. However serological
methods are neither standardized nor validated. Our aim was to evaluate the diagnostic accuracy of a
commercial line blot assay. We tested the sera from 208 consecutively diagnosed myositis patients
according to Bohan-Peter criteria (PDM) and from 50 healthy subjects or 164 patients with various
diseases (13 non-autoimmune myopathy, 23 CTD-associated myositis, 65 SLE, 34 SSc, 21 pSS, 8
arthropathies) as controls. IgG antibodies against Jo-1, PL-7, PL-12, PM/Scl, Ku, Mi-2 and Ro52 antigens
were detected by line blot (Euroline, Euroimmun, Lubeck, Germany) and confirmed by in-house RNA
immunoprecipitation or Western blot. MSA or MAA were detected in 98/208 (47%) PDM patients by
Euroline: anti-Jo-1 in 44 (21%), anti-PL-7 or -PL-12 in 8 (4%), anti-PM/Scl in 9 (4%), anti-Ku in 10 (4.8%),
anti-Mi-2 in 9 (4%), anti-Ro52 in 48 (23%). The specificity was: 100% for anti-Jo-1, anti-PL-7 or PL-12,
anti-PM/Scl; 95% for anti-Ku and 98% for anti-Mi-2, in both cases mainly confined to SLE, anti-Ro52
73%.In house testing confirmed Euroline results as regards anti-Jo-1, anti-PM/Scl and anti-Ku positivities,
but was fairly more accurate than Euroline in detecting anti-Mi-2 (7% sensitivity, 100% specificity) and
anti-ARS non-Jo-1 antibodies (11% sensitivity, 97% specificity). Euroline assay could be a suitable
screening test for patients with myositis and represents a potential alternative to more time-consuming
procedures. Continuous effort is recommended in order to implement diagnostic accuracy.
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INTERFERON BETA TREATED DENDRITIC CELLS COULD NOT PREVENT THE EXPERIMENTAL
AUTOIMMUNE ENCEPHALOMYELITIS (EAE) INDUCTION IN C57/BL6 MICE

N. Aghdami, S.M. Moazzeni
Tarbiat Modares University, Immunology, Tehran, Iran, Islamic Republic of

Interferon (IFN)-beta has been proved to reduce relapse rate and gentle disease progression of multiple
sclerosis. Dendritic cells (DCs) are the most important antigen presenting cells capable of induction of
immune response as well as tolerance. In this study we evaluated the effect of IFN-beta treated DCs in
prevention of EAE in mouse.

DCs were generated from C57BL6 mouse bone marrow (BM) progenitors through culturing in the
presence of GM-CSF and IL-4 for 7 days followed by two other days in IFN-beta or TNF-alpha. The
immunophenotypic analysis of DCs was done by flow cytometry and their T cell stimulatory capacity by
allogenic MLR. After injection of cytokine treated and MOG-pulsed DCs to C57BL6 mice, EAE was
induced using MOG peptide.

The percentage of IFN- beta matured DCs was lower than that of TNF-alpha. Although expression of
CD86, CD40 and HLA-DR on TNF-alpha matured DCs were slightly higher, but the differences were not
significant. IFN-beta or TNF-alpha treated DCs were equally able to stimulate the in vitro proliferation of
allogeneic T cells. Immunization with IFN-beta treated DCs delayed the onset of EAE but couldn't
suppress the severity of disease.

These data support the hypothesis that mature DCs are not suitable for prevention of autoimmunity. INF-
beta like TNF-alpha induces the maturation of DCs. Although INF- beta treated DCs are not effective in
decreasing the severity of EAE, by the way IFN-beta treated DCs delayed the onset of EAE and its use in
combination with other cytokines may be useful.
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PRO-ARTHRITOGENIC EFFECTS OF THE RHEUMATOID ARTHRITIS SHARED EPITOPE
J. Holoshitz
University of Michigan School of Medicine, Internal Medicine, Ann Arbor, United States

The pathogenesis of Rheumatoid arthritis (RA) is incompletely understood. The disease, which involves
immune dysregulation, synovial hypertrophy and an angiogenic process, is strongly associated with HLA-
DRBlal |l el es encoding a fAishared epit eRfassociftiSnEs)preseiitiihn e me c h a |
unknown. In prior studies, this laboratory has demonstrated that the SE acts as a signal transduction
ligand that triggers nitric oxide (NO) signaling in trans in other cells. The SE-binding receptor has been
recently identified as cell surface calreticulin (CRT), a known innate immunity receptor previously
implicated in immune modulation, autoimmunity and angiogenesis. To better understand the pathogenic
role of the SE in RA, this laboratory has recently studied signaling events of the SE ligand in different RA-
related primary cells. Here we report that the SE can trigger immune dysregulatory events in dendritic
cells with resultant production of pro-inflammatory polarizing cytokines. In endothelial cells, the SE
activates pro-angiogenic cytokine production and in synovial fibroblasts it activates NO production and
oxidative stress. Thus, in three cell lineages, which are critical for RA pathogenesis, the SE triggers
aberrant singaling events. The implications of these findings to the pathogenesis of RA will be discussed.
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COELIAC DISEASE IN SYSTEMIC LUPUS ERYTHEMATOSUS
S. Hammami®, O. Berriche?, A. Barhoumi®, H. Akkari’, O. Harzallah®, S. Mahjoub?
"Monastir, Internal Médicine, Monastir, Tunisia, 2CHU Monastir, Internal Medicine, Monastir, Tunisia

Background: Lupus erythematosus (SLE) is a multisystem, autoimmune, which may be associated with
another autoimmune disease. Celiac disease (CD) is in inflammatory condition of the gut with many
similarities between the pathogenesis of CD and SLE.

This study examines the prevalence of CD autoantibodies in SLE patients.

Patients and methods: Patients observed in the Department of Internal Medicine at our Hospital in
Tunisia with known SLE were offered participation in the study. Patients were excluded when if they were
enable to undergo endoscopy. All patients were tested for the serological presence of Ig A and Ig M
antigliadin and Ig A anti endomysium antibodies. Those with positive serology underwent
esophagogastroduodenoscopy with duodenal mucosal biopsy.

Results: Only three (2 females and one male) of 50 patients were tested positive for antigliadin and anti
endomysiuim antibodies but only the two women aged respectively 14 and 33 years (at diagnosis of SLE)
have biopsy-defined celiac disease with abdominal symptoms. For the first the diagnosis for CD was
established 2 years after the diagnosis of SLE but for the second, SLE was diagnosed 6 years later. The
CD responded to a gluten-free diet with histologic normalization in all two patients.

Discussion and conclusions: An increased prevalence of autoantibodies are found in CD and SLE,
which share the human lymphocyte HLA-B8 and HLA-DRS3. The association between these two
conditions deserves to be investigates. Larger studies would be useful to obtain an accurate evaluation of
the prevalence of the SLE-CD combination.
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ECHOCARDIOGRAPHY CHANGES IN PATIENTS WITH SYSTEMICLUPUS ERYTHEMATOSUS
ACCORDING TO THE PRESENCE OF ANTIPHOSPHOLIPID ANTIBODIES

L. Stojanovich, S. Dzjokovich, J. Sharich, S. Banichevich, M. Krotin
'"Bezanijska Kos aoCenternBelgrade, Sertiay Medi c al

Background: It is well known that patients with Systemic LupusErythematosus (SLE) and secondary
antiphospholipid syndrome (APS) have higher prevalence of echocardiographic abnormalities.
Methods: Our study included 90 patients with SLE (mean age 42.88+13.56), 84 women and 6 men.
Patients were divided into two groups: SLE; with 50 APS patients with APS and SLE, with 40 patients
without aPL. The two groups were comparable with respect to age, gender, disease activity (SLEDAI),
manifestations of the main disease, and other parameters. Heart involvement was evaluated with two-
dimensional echocardiography (ECHO), revealing valvular involvement, presence of pericardial effusion
or adhesions or septal fibrosis; aPL (aCL and 3,GPIl)were measured by ELISA, while LA was tested by
diluted Russel viper venom test, and phospholipid-sensitive PTT reagent.

Results: ECHO changes was found in 70% of the patients in SLE;and 53% of the patients in
SLE,(p=0.069). 22% of patients in SLE; had valvular changes, and 23% of patients in SLE,. Pericardial
effusion was found in 24% of the patients in SLE; and 25% of the patients in SLE, (p=0.553).Pericardial
adhesions were revealed in 52% of SLE,, compared to 35% of SLE, (p =0.081). 28%o0f SLE; and 25% of
SLE, had septal fibrosis (p=0.470) 57% of the patients were LA-positive and89% were aCL positive in
SLE; 47% of this group also had aPL.

Conclusions: The greatest difference between the two groups was observed with respect to pericardial
adhesions. Presence of aPL did not significantly influence echocardiography changes, although cardiac
involvement was more often present in the aPL positive group.
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PROTECTIVE EFFECT OF NF-KB INHIBITING PEPTIDE ON COLLAGEN-INDUCED ARTHRITIS IN
MICE

H. Liang, X. Li, G. Yang
Research Institute of Surgery, Daping Hospital, Chongging, China

We have successfully design and synthesize a membrane-permeable peptide, which can effectively
interfere with DNA binding of NF-kB p65 subunit and alleviate phorbol myristate acetate-induced ear
edema and zymosan A-induced peritonitis in mice. The therapeutic effect of this peptide on collagen-
induced arthritis (CIA) in C57BL/6 mice was investigated in this study. 2 days after the second
immunization in mice, two hind ankle joints were given intra-articular injection of 5 mg peptide daily for
consecutive three times. Two weeks later, the incidence of CIA and histopathological changes were
determined, Cytokine messenger RNA (mMRNA) expression was detected in synovial tissues by real-time
polymerase chain reaction. The results showed that the incidence of CIA, clinical scores and magnitude
of joints erosion were significantly reduced in peptide treatment group. Synovial IL-1, IL-6, and TNF-a
MRNA was also lower than that in control group. In contrast, no difference was observed in IL-10 mMRNA
between two groups. These findings demonstrate that the the novel peptide we have developed possess
effective anti-arthritis activity.
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THE USE OF MYELOID SUPPRESSOR CELLS TO INHIBIT EXPERIMENTAL AUTOIMMUNE
ENCEPHALOMYELITIS: A POTENTIAL IMMUNOTHERAPY FOR MULTIPLE SCLEROSIS

Y. Bai, A. Toker, E. Spittle, E. Forbes, B.T. Backstrém
Malaghan Institute of Medical Research, Wellington, New Zealand

Myeloid-derived suppressor cells (MDSCs), a population of CD11b" cells in blood and spleen, have been
found to infiltrate tumours in both humans and mice. We have shown that the administration of a mutated
bacterial superantigen molecule (DM) conjugated to peptide myelin oligodendrocyte glycoprotein 33-35
(MOG3s.s5) inhibited experimental autoimmune encephalomyelitis (EAE) in mice, an experimental model
for human multiple sclerosis (MS). After intravenously administration, DM rapidly associates with MDSCs.
We have shown that MDSCs are potent suppressors of pathogenic CD4" cells. We hypothesise that the
administration of the conjugate DM-MOGs3s 55 into mice enhances the suppressive ability of MDSC. Our
current study aims to investigate the mechanisms of MDSC suppression and utilise DM-MOGg3s.ss5 to
enhance the suppressive ability of MDSCs. The understanding of the inhibitory potential of MDSC in EAE
has important clinical implications for the development of an immunotherapy for MS.
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INTERSTITIAL LUNG DISEASE (ILD) AMONG FILIPINOS WITH CONNECTIVE TISSUE DISEASE
(CTD)

E.G. Vista, S.T. Navarra®

!st. Luke's Medical Center, Section of Rheumatology and Immunology, Quezon City, Philippines,
2University of Santo Tomas Hospital, Section of Rheumatology and Immunology, Manila, Philippines

Patients were diagnosed with ILD by Chest radiograph and HRCT. All patients had underlying CTDs,
defined by respective American Collegeof Rheumatology (ACR) criteria, and were seen at 2 tertiary
referral centers (St. Luke's Medical Center and University of Santo Tomas Hospital). Of the 35 patients
(32 women), 7 had systemic lupus erythematosus (SLE), 7 with scleroderma, 5 with mixed connective
tissue disease (MCTD), 5 with dermato/polymyositis (DM/PM), 6 with rheumatoid arthritis (RA), 3 with
undifferentiated connective tissue disease (UCTD) and 2 with overlap syndrome. The average age at ILD
diagnosis was 48 +14 years (mean £SD), and mean duration of iliness from CTD to ILD diagnosis was 26
+42 months. Dyspnea was the most common manifestation (29,83%), 29% (n=10) had concomitant
pulmonary hypertension (PAH), 43% (n=15) developed serositis, 23% (n=8) had intermittent cyanosis and
60% (n=21) had chronic cough. Radiographic findings included 17 usual interstitial pneumonia (UIP), 19
nonspecific interstitial pneumonia (NIP), 3 broncholitis obliterans organizing pneumonia (BOOP), 5 diffuse
alveolar damage(DAD), and 4 lymphocytic interstitial pneumonia (LIP). Five developed malignancies. Two
patients had died at the time of this report, 1 UCTD and 1 DM, both with 1 month duration from ILD
diagnosis to mortality. Therapies used in this group of patients for both ILD and CTD included: oral and
pulse steroids,hydroxychloroquine, azathioprine, cyclophosphamide, penicillamine, colchicine,
methotrexate, sildenafil, iloprost, and leflunomide. Three patients received biologics and 1 was treated
with I VIG. Varied forms of pharmacologic therapy
crucial to more favorable outcomes.

espec|
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BIOPLEXE 2200 MULTIPLEX ANASCREEN ASSAY: A NOVEL APPROACH FOR THE DETECTION
OF ANTINUCLEAR AUTOANTIBODIES

S. Signorini, L. Lattuada, R. Colombo
Centro Analisi A. Fleming s.r.l., Autoimmunity, Brescia, Italy

The reference test for antinuclear autoantibody screening is indirect immunofluorescence on HEp-2 cells
characterized by high sensitivity to identify all kind of autoantibodies present against nuclear and
cytoplasmatic antigens.

However, the very high sensitivity and the technology itself showed up some critical points.

The aim of our project is to figure out if it would be possible to replace the immunofluorescence assay
(IFA) with a new technology for antinuclear antibody screening, more specific for connective tissue
disease (CTD), with a higher reproducibility, using a fully automated, not operator dependent and easy to
use system. X

1205 serum samples have been run with IFA and the BioPlex™ 2200 ANAscreen panel as a new
technology. The overall agreement on positive results is different according to the IFA titre used for the
cut-off . We have found the following results:

85.89% at IFA titre of 1/80, 87.47% at IFA titre of 1/160 and 92.61% atl FA titre O 1/ 320.
We have also observed 4.65% of samples positive by BioPlex 2200 and negative by IFA relative to
autoantibodies anti-SS-A, anti-SS-B, anti-Sm/RNP and anti-RNP A.

The analytical performance of the BioPlex® 2200 ANAscreen panel along with the fully automation of the
system and the short turn-around-time, led us to look into the possibility to introduce the BioPlex" 2200
system for screening antinuclear antibodies in our Lab, and to maintain the IFA assay as second test and
for particular clinical indications or rare patterns.
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AUTOANTIBODIES AGAINST CYTOCHROME P4502E1CONFORMATIONAL EPITOPES IN PATIENTS
WITH CHRONIC HEPATITIS C

S. Suttill, M. Vidali', G. Occhino®, A. Ivaldi', E. Potettu®, C. Mombello*, C. Rigamonti®, M. Sartori®, E.
Albano

'University 'A. Avogadro' of East Piedmont, Medical Sciences, Novara, Italy, 2IRCSS Fondazione
Ospedale Maggiore Policlinico Mangiagalli e Regina Elena, Gastroenterology and Liver Transplant Unit 1,
Milan, Italy, 3Ospedale Maggiore e della Carita, Gastroenterology Unit, Novara, ltaly

Background and aims: We have recently shown that patients with Chronic Hepatitis C (CHC) display
high titers of autoantibodies against cytochrome P4502E1 (CYP2EL) which are unrelated to previously
reported anti-CYP2D6 LKM-1 reactivity and associated to a more severe liver damage. In this work we
have characterized the antigenic specificity of anti-CYP2E1 immune response.

Methods: The capacity of 59 CHC sera to recognize different recombinant human CYP2E1 mutated
forms, generated by site-directed mutagenesis, was evaluated in Western blotting and
immunoprecipitation.

Results: Western blotting revealed that 28 (47%) of the sera investigated specifically recognized only
conformational antigens, while the remaining had 1gG directed towards linear epitopes. Although not
different for clinical and biochemical features, CHC patients with autoantibodies against conformational
epitopes had necroinflammatory grading (p=0.009) and fibrosis staging (p=0.03) significantly higher than
those with reactivity towards linear epitopes. Site-directed mutagenesis showed that alanine substitution
at Lys324, Arg331, Lys342, Glu346, Lys420, Phe421 and Glu440 reduced by more than 50% the binding
to CYP2EL, identifying, at least, one conformational epitope on CYP2E1surface between the J', K" and L
helices. Since it has been shown that CYP2ELlis present at the plasmamembrane facing the extracellular
space, the recognition of this conformational epitope on CYP2EL could be involved in triggering antibody-
mediated hepatocyte killing.

Conclusions: The development of autoreactivity towards conformational CYP2E1 epitopes is associated
with a more severe liver damage in patients with CHC. The presence of these autoantibodies might be
used as a predictive marker of patients at risk for the progression of disease.
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A NEW MODEL FOR ARTHRITIS: COLLAGEN-INDUCED ARTHRITIS IN THE COMMON
MARMOSETS

M. Vierboom®, E. Breedveld', S. Peng®, R. Malhotra®, M. Jonker?, B. 't Hart'

'Biomedical Primate Research Centre, Inmunobiology, Rijswijk, Netherlands, ’Roche, CA, United States,
%GSK, Il CEDD, Medicines Research Centre, Stevenage, United Kingdom

The broad immunological gap between inbred SPF-raised rodent strains and the diverse RA patients
population limits the predictive value of the current disease models for clinical success of new therapies in
particular for those using highly specific biologicals. The close immunological and physiological proximity
of non-human primates to patients may bridge the evolutionary gap between rodent models and human
and help reduce the problem that many (£60%) new therapies fail in clinical trials.

The established protocol of collagen induced arthritis (CIA) explored in rodents was used to develop an
arthritis model in the New World primate common marmoset (Callitrix jacchus). Parameters previously
developed in the rhesus monkey model of CIA were used to evaluate the diseasecourse in common
marmosets. Overt CIA was observed in all 16 animals. 7/16 animals developed semi acute CIA while the
rest responded more chronically to induction. Both cellular (CD3/CD4 & CD3/CD8) and humoral
responses (IgM & 1gG) against Cll were present. Next to mild histopathological changes in bone and
cartilage, severe inflammation in extra-articular tissues like periosteum and subcutaneous tissues was
observed. The similar disease course observed in several chimearic marmoset twins suggests genetic
involvement in the heterogeneic presentation of the disease. This model can fill a niche in preclinical
testing of new human specific therapeutics better predictive for safety and efficacy

It is time to consider the usage of nonhuman primates with a greater evolutio-nary proximity to humans as
models for preclinical evaluation of new human specific drugs for arthritic disease.
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IMMUNOTHERAPY OF EXPERIMENTAL AUTOIMMUNE ENCEPHALOMYELITIS BY A
TRICHOSANTHIN-DERIVED PEPTIDE TETRAMER VIA ACTIVATION OF IL-10/IL-4-SECRETING
CD8'CD28 CTLA4" TREGS

G.-Y. Zhou, N. Yang, Z.-J. Jiao, X.-R. Zhou, Y. Zhou, L.-M. Lu
Shanghai Institute of Immunology/ Shanghai Jiaotong University School of Medicine, Shanghai, China

Trichosanthin (Tk), a plant protein of 247 amino acids, is isolated from root tubes of a Chinese medicinal
herb Trichosanthes kirilowii Max. As a toxic ribosome-inactivator, Tk has been used as abortifacient and
anti-HIV agent in clinics. In lower doses, however, Tk shows capability of suppressing immune responses.
In this study, a tetramer was synthesized from a selected Tk peptide of 15 amino acids residues, which
exerts strong inhibitory property for Thl-mediated immune responses with no cytotoxicity. In the mice with
experimental autoimmune encephalomyelitis (EAE) induced by a MBP-derived peptide MOG3s 55, clinic
scores of neurological signs were obviously improved when the tetramer were injected at 5 mg/kg three
days before the disease induction. Pathologically, there were substantially reduced demyelination and
mononuclear infiltrations in brain tissues. More Interestingly, after stimulated with the tetramer, a
CD8'CD28 CTLA4" Treg population was selectively activated in the mice. The percentages of the Tregs
could be increased from 1.2% (control) to 36.0% in EAE mice, together with a changed cytokine profile of
high IL-10/IL-4 and low IFN-g production, as well as a suppressed MOG-specific T proliferation. This
implicated that the Tk-derived peptide is potent for inducing a kind of CD8-positive Tregs that might be
active for treatment of Th1l-dominant autoimmune diseases via secreting IL-10 and IL-4.
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PERIPHERAL DISTRIBUTION OF T CELL SUBSETS IN CELIAC DISEASE AND CORRELATION
WITH IGA-TTG TITRE

S. Ferri', M. Bassi?, C. De Molo*, R. Menichella®, A. Fabbri®, C. Parisi, E. Fiorini*, R. Cicola®, A. Granito®,
L. Muratoril, F.B. Bianchil, U. Volta*

lUniversity of Bologna, Department of Clinical Medicine, Bologna, Italy, ’s, Orsola-Malpighi Hospital,
Department of Clinical Pathology, Bologna, Italy

Introduction: 1 n cel i ac patientsou T cells characterise the gu
distribution of circulating T cell subsets in distinct phases of the disease.

Aim: To detemine the frequencyofo U subsets and regulatory CD4+CD25+ cel
correlation with IgA-tTG.

Patients and methods: 17 celiac patients (11 untreated [U] and 6 on a strict gluten-free diet [GFD],

median age 36 years, 9 females) and 11 healthy controls [HC] (median age 32 years, 6 females) were

studied. Surface (CD4, CD25, CD3, o0 TCR, VU1, VU0U2) an:
evaluated by flow cytometry on fresh whole blood. IgA-tTG titre was measured by commercial ELISA.

Results: Celiac patients show an impaired CD4+CD25+ population compared to [HC], both as frequency

(4.31% vs 5.97% respectively, p=0.025) and FOXP3 mean fluorescence intensity (2241 vs 3379

respectivel vy, p< 0.001). These modificatiofasVpersist i
rati o, mainly due to a decrease in the V02 subset, C 0 m
p=0.036), whereas in [GFD] the ratio returns to normal (0.376). In [U] IgA-tTG titre correlates directly with

vi2 (r=+0.541, p=0. 0vU6l) -0.800:¢=0i109) withosit eehchingwstatistical

significance.

Conclusion: Celiac patients have constitutive and gluten-free-diet insensitive reduction of circulating
CD4+CD25+FOXP3+ cells. The inversion odrectutmentd™il/ Vi2 r af
cytotoxic Viu2 cells in the gut of [U], a condition rev:i
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BLYS AND APRIL SERUM LEVELS IN PATIENTS WITH IMMUNOGLOBULIN A DEFICIENCY AND
CELIAC DISEASE

M. Fabgrisl, D. Visentini®, A. Picierno®, A. Lerussi', M. Tampoia®, M.G. Alessio®, D. Villalta®, S. De Vita, E.
Tonultti

'Clinic of Rheumatology - University of Udine, Udine, Italy, 2Laboratory of Immunopathology and Allergy,
Azienda Ospedaliero Universitaria Udine, Udine, Italy, *Laboratory of Inmunopathology and Allergy,
Azienda Ospedaliero-Universitaria Udine, Udine, Italy, “Clinical Pathology, Policlinico Consorziale, Bari,
Italy, 5Laboratory of Clinical Chemistry, Ospedali Riuniti, Bergamo, Italy, °Clinical Immunology and
Virology, General Hospital of Pordenone, Pordenone, Italy

Background: Elevated B-Lymphocyte Stimulator (BLyS) and April (a proliferation-inducing ligand) serum
levels characterize several autoimmune diseases and April has a peculiar role in IgA isotype switching.
IgA deficiency (IgAD) is frequently associated with autoimmune diseases, especially celiac disease (CD),
where we recently described elevated BLYS levels (Scan J Gastroentherol 2007). IgAD patients present a
defect of terminal lymphocyte differentiation to IgA. The mechanism underlying this defect and the
development of autoimmunity is still almost unknown.Objective. To investigate BAFF and April serum
levels in IgAD patients.

Methods: We studied 49 IgAD patients (28 with CD). Seventy-seven blood donors were taken as
controls. Serum BLyS and April levels were assessed by ELISA.

Results: BLyS levels appeared significantly more elevated in IgAD patients than in controls
(1.57+0.49ng/ml versus 0.666+0.240ng/ml; p< 0.0001). No differences were found between IgAD patients
with or without CD, even if the latter presented a greater percentage of cases with BLyS over the range of
normality (67.8% versus 85.7%). April levels were also significantly more elevated in IgAD patients than in
controls (8.9+10.03ng/ml, median 4.12ng/ml, versus 9.5+29.8ng/ml, median 1.19ng/ml; p=0.003), in fact
very few patients with IgAD disclosed undetectable April levels (7/45, 15.6%) in respect to controls
(33/80, 41.3%).

Conclusions: BLyS and April are elevated in IgAD patients, possibly representing a physiological
mechanism to compensate IgA deficiency. BLyS and April overexpression may be a mechanism
underlying the increased risk of autoimmune diseases development in IgAD patients. Its meaning also for
the diagnosis, prognosis and treatment of IJAD should be assessed.
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BLYS AND APRIL IN PATIENTS WITH AUTOIMMUNE THYROID DISEASES
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Background: Autoimmune thyroid diseases (AITD) comprise two classical conditions, Hashimoto’s
thyroiditis (HT) and Graves” disease (GD). Elevated B-Lymphocyte Stimulator (BLyS) and April (a
proliferation-inducing ligand) expressions characterize several autoimmune diseases and, in a murine
model of Graves” disease, BLyS and April appear to play important roles in development and survival of
autoantibody producing cells (Gilbert, Endocrinology 2006). Objective. To investigate BLyS and April
levels in patients with AITD.

Methods: Seventy-eight patients with AITD (54 with HT and 22 with GD) were enrolled in the study.
Seventy-seven blood donors were taken as controls. Serum BLyS and April levels were assessed by
ELISA.

Results: Serum BLYS levels appeared significantly more elevated in AITD patients than in controls
(1.57£0.49ng/ml versus 0.666+0.240ng/ml; p< 0.0001). No significant differences were found between HT
and GD patients. April serum levels did not differ significantly between AITD patients and controls
(8.1+£30.4ng/ml versus 9.5+29.8ng/ml, p=ns), but a larger percentage of AITD patients, HT more than GD
(71.4% versus 36.4%, OR=5, CI:1.79-13.98, p=0.0025), presented undetectable April levels (61.5%
versus 41.3% in controls), (OR=2.28, CI:1.21-4.31, p=0.0116).

Conclusions: For the first time we described elevated BLyS and decreased April levels in AITD patients,
suggesting an important pathogenetic role of BLyS also in these autoimmune disorders. BLyS
overexpression may represent one mechanism explaining the increased percentage of AITD patients
developing other autoimmune or lymphoproliferative diseases. April deficiency, especially in HT patients,
and the meaning of present results also for the diagnosis, prognosis and new treatment of AITD patients,
should be further investigated.
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PRESENCE OF CERTAIN AUTOANTIBODIES IN PATIENTS WITH ANKYLOSING SPONDYLITIS
TREATED WITH ANTI-TNFA (ADALIMUMAB OR ETANERCEPT)

C. Tsigalou®, G. Kampouromiti*, T. Gioka', N. Galanopoulos?, T. Konstantinidis®, K. Zervogianidou®, G.
Tripsianis®
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Statistics, Demokritus University of Thrace, Alexandroupolis, Greece

Objective: To study the prevalence of antinuclear antibodies (ANA) and antibodies against double
stranded DNA (ds-DNA) in patients with ankylosing spondylitis (AS) who were treated with etanercept or
aadalimumab (ADA).

Methods: 23 patients (22 male, 1 female) aged 21-64 treated with etanercept (n=9) or adalimumab
(n=14) as their first biological treatment were followed for autoantibodies production at baseline and every
6 months for 4 years .The analyses included ANA (by IIFon Hep-2 cells), ds-DNA (by IIF and elisa) and
C3, C4 determination by nephelometry.

Results: ADA treatment leads to the induction of ANAs in 28.5% of AS patients and ds-DNA in 14.2%.
The development of ANAs and ds-DNA antibodies has also been described after etanercept therapy in
22.2% and 11.1% of AS patients respectively. Complement fractions C3, C4 were in hormal ranges. ADA
was discontinued in one patient due to interstitial nephritis revealed by kidney biopsy after positive
detection of ANA and ds-DNA.

Conclusions: Patients with AS treated with ADA or etanercept may develop ANA and/or ds-DNA
antibodies but not in significant quantities. No association between these autoantibodies was found and
no patient developed clinical and immunological features of systemic lulus erythematosus .Our results
were in line with previous reports.
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ADVANCED GLYCOSYLATIONEND-PRODUCT S OF KLGMNMABOPROTEIN | MODULATE
THE MATURATION AND FUNCTION OF MONOCYTE-DERIVED DENDRITIC CELLS
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Background: Diabetes mellitus is associated with an increased incidence of atherosclerosis. The
mechanisms by which diabetes accelerates atherosclerosis are not well understood. It has been
proposed that an increased level of chemically modified self-molecules might be a significant factor
contributing to the accelerated development of macrovascular complications. The persistence of high
plasma glucose levels creates favorable conditions for some of these modifications to occur, including
glycosylation, glycoxidation and advanced glycosylation. Autoimmune reactions to autoantigens, as heat
shock proteins, oxidized low-density | i popr odgé iy 0 pa mp@PH ban contribytefto the
initiation and progression of atherosclerosis.

Aim: To investigate the immunomodulatory effects of human AGE-b,GPI on human monocyte-derived
dendritic cells (DCs) and the possible corresponding receptors involved.

Methods: AGE-b,GPI was pr epar e dGPbwith 250hntvugluaseiommgnnifol to 3 to10
days. Glycosylation was monitored by fructosamine assay and by using dot blot analysis withan anti-AGE
monoclonal antibody. Phenotypical and functional DC maturation was monitored by flow cytometry for the
expression of surface molecules, by ELISA for cytokine production and by MLR assay. MAP kinase
activity (ERK1/2 and p38) and NFkB nuclear translocation were monitored.

Results: AGE- b,GPI actively modulate phenotypical and functional DC maturation involving p38
signaling pathwayandNF-e B acti vati on.

Conclusions: Our findings suggest that high circulating or intraplaque levels of AGE-b,GPIl may have a
part in the activation of immunological and inflammatory responses involved in the pathogenesis of
atherosclerosis, thus representing a possible mechanism by which diabetes accelerates atherosclerosis.
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IMPORTANCE OF ANTIBODIES AGAINST PHOSPHOLIPIDS AND BETA-2-GLYCOPROTEIN I IN
MONOCLONAL GAMMOPATHY ASSOCIATED NEUROPATHIES
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Aim of our study was to evaluate the presence and fine specificity of anti phospholipid antibodies (aPLAb)
among patients with monoclonal gammopathy associated neuropathy because phospholipids are
abundantly represented within the nervous system.We studied 24 patients with peripheral neuropathy and
monoclonal gammopathy of unknown significance, 48 patients with dysimmune neuropathy without
monoclonal gammopathy and 71 patients with distal symmetric polyneuropathy. Thirty nine percent of
these patients had high titers of aPLAb, mostly associated with low levels of anti beta-2-glycoprotein I,
which suggests different antibody specificity compared to patients with anti phospholipid syndrome.
Further 6/48 patients with dysimmune neuropathy without monoclonal gammopathy had positive aPLAb
titers. APLAb strongly cross-reacted with sulfatide. These findings suggest an adjuntive role of aPLAb on
nerve damage and may help to better understand the nerve binding properties of anti-sulfatide antibodies.
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ANTIPHOSPHOLIPID ANTIBODIES INDUCE PROCOAGULANT ACTIVITY IN HUMAN
PLASMACYTOID DENDRITIC CELLS VIA TOLL-LIKE RECEPTOR 7

N. Prinz, M. Lorenz, J. Hurst, K.J. Lackner, P. von Landenberg
University of Mainz, Institute of Clinical Chemistry and Laboratory Medicine, Mainz, Germany

Objective: The aim of this study was to gain more information about the possible immunological
mechanisms in Antiphospholipid syndrome (APS). APS is an autoimmune disease characterized by
thrombosis, recurrent fetal loss and the presence of antiphospholipid antibodies (aPL). Since recent data
support the idea that Toll-like receptors (TLRs) are crucial in the induction of autoimmunity, our study
investigates the expression and downstream signaling of TLR7 in human plasmacytoid dendritic cells
(pDC) after stimulation.

Methods: Human peripheral plasmacytoid dendritic cells were stimulated with a human monoclonal aPL
(HL5B) or IgG-fractions from APS patients. Expression of TLR7 was quantified using real-time RT-PCR.
Additionally, stimulation with specific ligands for TLR7 and repression with a TLR7 inhibitor were
performed. To evaluate activation, downstream of TLR7 real-time RT-PCR and ELISA assays were
carried out measuring TNFa.

Results: Stimulation of pDC with HL5B resulted in a specific upregulation of TLR7 mRNA expression
level and an increased expression and secretion of TNFa. This increase could be further enhanced by
adding specific ligands for TLR7, and could be neutralized by an inhibitory DNA-oligonucleotide.
Furthermore we demonstrated that upregulation of TLR7 mRNA expression as well as an enhanced
cytokine secretion could be clearly lowered by adding the peptide HLP which inhibits the binding of HL5B
to cardiolipin, phosphatidylserine and other negatively charged phospholipids.

Conclusion: Our experiments demonstrated that cytokine induction in pDCs resulting from HL5B was
induced by TLR7 stimulation.
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EVALUATION OF THE REGULATORY T CELL POPULATION AND CYTOKINE PROFILE FROM
PERIPHERAL BLOOD MONONUCLEAR CELLS FROM PATIENTS WITH VOGT-KOYANAGI-
HARADA (VKH)
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Introduction: Natural ocurring T regulatory cells, whose phenotype is CD4+CD25hi9hFoxp3+, are a very

important population of lymphocytes envolved in the regulation of the immune response, either during
physiological conditions or during diseases. Despite the fact a great deal of research has been done
studying these cells, there is still a gap in the understanding of its mechanism of action, mainly during
some autoimmune diseases.

Purpose: we proposed to investigate the percentage and the role of T regulatory cells as well as the
cytokine profile of PBMCs from patients with Vogt-Koyanagi-Harada, which is a polysymptomatic
autoimmune disease, with uveitis as its main feature.

Methods: We obtained 10 mLs of peripheral blood from VKH and healthy controls. PBMCs were obtained
according to protocols and cellular suspensions were submitted to flow cytometry analysis or plated with
or without PHA for cytokine avaluation through ELISA.

Results: We observed no difference in the percentage of Treg cells in the peripheral blood of these
patients when compared to healthy individuals. On the other hand, when we analysed cytokines profile,
our data showed relevant differences, with increased concentrations of IL-4, 10 and TGF-b. However, we
detected no difference on IL-2, 12 and IFN-g.

Conclusion: Our data prompt us to suggest that there is a more evident imbalance of cytokines produced
rather than relevance of the T regs in the pathogeny of VKH syndrome, despite the fact that we did not
check functional capacity of these cells which is one of our further goals.
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ORAL TOLERANCE AND THE REGULATION OF PATHOGENIC TH17 CELLS DURING THE EAE
MODEL

J.P. S Peron®, A.G. Commodaro?, K. Yang®, A. S Basso®, H. L Weiner®, L.V. Rizzo*
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Introduction: Multiple sclerosis is a very debilitating and highly incident autoimmune disease in northern
Europe countries, with extensive immune response against self antigens presented in the central nervous
system. MS can vary from relapse and remitting to secondary progressive cases which invariably leads to
death. Using the murine model for multiple sclerosis, it has been shown the relevance of a new
population of T cells described as Th17. These cells can induce blood-brain barrier disruption due to the
capacity to secrete IL-17 and IL-22 in an IL-6 and TGF-b dependent manner.

Methods and results: Using the oral tolerance model by which 200 mg of MOG 35-55 is given orally to
C57BL6 mice previous to immunization, we showed that IL-6 and IL-17 is suppressed both in the
periphery and also inside the CNS of tolerated mice. We also showed lower levels of CCL2 and IL-6 from
CNS extracted mononuclear cells, associated with no difference on IL-4, 5, 10, 13, IL-12p70, TNF-a and
IFN-g between the groups. Concerning target organ infiltration, we showed a diminished concentration of
macrophages at day 7" post-immunization, which is not sustained to days 10" and 16™. We also
observed a higher percentage of T cells on day 10" that is not observed on day 7" neither day 16",
Conclusion: Our results showed that oral tolerance is able to suppress EAE mainly due to a lack of
lymphoproliferative response associated to suppresion of the Th17 pathogenic cells both in the periphery
and also inside the CNS.
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PARTICIPATION OF FEMALE SEX HORMONES ON LUNG INFLAMMATION IN AIRMIN AND
AIRMAX MICE IN A MODEL OF EXPERIMENTAL ASTHMA

A.P. Ligeiro de Oliveira, O.G. Ribeiro?, W.K. Cabrera?, H.V. Domingos®, R.M. Oliveira-Filho®, W.
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YInstitute of Biomedical Science/USP, Pharmacology, Sdo Paulo, Brazil, “Butantan Institute,
Immunogenetic, Sdo Paulo, Brazil, ®|nstitute of Biomedical Science, Pharmacology, S&o Paulo, Brazil

Introduction: We have previously showed that sex hormones are able to modulate allergic lung
inflammation. Thus, continuing our work we used genetically selected AIRmax and AIRmin in order to
evaluate the relationship between the magnitude of inflammatory lung response with the hormonal
imbalance in ovariectomized mice.

Material and methods: Female AIRmax and AIRmin mice were ovariectomized or sham-operated and
sensitized with OVA 7 days later. On days 14-16 mice were subjected to a single exposure of aerosolized
OVA (1%). All measurements were performed 24 h after the last aerosol challenge. The cells of BAL and
production of cytokines by explant were determinated.

Results: Both AIRmax and AIRmin OVx-allergic mice showed reduced lung inflammation indicated by
decreased number of total cells recovered in the BAL fluid compared to AIRmax and AIRmin sham-
allergic mice, respectively. Both AIRmax and AIRmin OVx-allergic mice produced less IL-1b and TNF-a
when compared to respective sham-allergic animals. On the other hand, we observed increased IL-10
production in AIRmax and AIRmin Ovx-allergic mice when compared to their controls.

Conclusions: Altogether our data shows that AIRmax and AIRmin mice behaved as expected, with
increased cellularity and cytokine production in AIRmax as opposed to AIRmin. Moreover, we observed
that female sex hormones are able to modulate the accute allergic response in the asthma model, as both
AIRmax and AIRmin OVx-mice showed a lower number of total infiltrated cells as well as a decreased
secretion of inflamatory cytokines in the target organ when compared to sham-mice.
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ABDOMINAL COMPLAINTS IN CHILDREN WITH INSULIN-DEPENDENT DIABETES MELLITUS:
CELIAC DISEASE AND HELICOBACTER - IS THERE ANY RELATIONSHIP OR COMPETITION?

M. Tuygunov', A. Nijevitch', G. Yakupova®

'Bashkir State Medical University, Ufa, Russian Federation, “Children's Republican Hospital, Ufa,
Russian Federation

Background and aims: Celiac disease (CD) is an immunomediated enteropathy associated with many
autoimmune disorders (diabetes mellitus and others). The major target antigens are human fibroblast-
derived ones. Pathogenesis of CD remains unknown, but immunological mechanisms (autoantibodies
directed against target antigens) are involved (P.Collin, M.Maki, 1997). The aim of our study was to
assess the gastric/duodenal histological patterns in patients with untreated CD to distinguish the nature of
lesions among children with insulin-dependent diabetes mellitus (IDDM).

Methods: Duodenal/gastric biopcies were obtained from 34 children (14 boys, 20 girls; mean age 12.3
years ) with IDDM and upper abdominal complaints. Histologic scores were defined according to
Whitehead criteria. CD diagnosis was established according to ESPGAN criteria.

Results: 30 patients had gastric/duodenal H.pylori (HP) infection, 4 did not (they demonstrated patterns
of CD). 16 patients with HP infection had positive family history of peptic ulceration. Active chronic
gastritis was present in 36.6% of patients with HP infection, and in none of the patients without infection.
Atrophic gastritis was observed in 2 patients in CD group only. After a gluten-free diet, significant
improvement occurred in all CD duodenal features (p< 0.01). HP-associated gastritis/duodenitis healed
after antibiotic treatment in 26 children, in the rest of 4 patients inflammatory infiltrate improved.
Conclusions: The main causes of abdominal complaints among IDDM children in Russia were HP
infection and untreated CD. In none of the cases, HP infection was found in CD patients. The underlying
immunological mechanisms causing the disorder are still being worked out.
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PRESENCE OF SYSTEMIC AUTOIMMUNE DISEASE RELATED ANTIBODIES IN PATIENTS WITH
MS AS AN EPIPHENOMENON. CASE SERIES
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Introduction: Multiple sclerosis (MS) is the most common demyelinating disease in adults. The
diagnostic criteria are based on clinical dissemination in time and space and/or supported by paraclinical
studies when necessary. The differential diagnosis includes well characterized systemic autoimmune
disorders. As there are reports showing the presence of antinuclear antibodies (ANA) and
antiphospholipid antibodies (AP) in patients with MS, the objective is to describe the clinical
characteristics and disease progression of patients with MS in relation to the presence of systemic
autoimmune disease related antibodies.

Method: Case series. Patients from the demyelinating diseases clinic in the National Institute of
Neurology fulfilling the revised McDonald criteria for MS and those with a clinical isolated syndrome (CIS),
plus positive ANA, AP, anti-Ro, anti-La, anti-SSA, anti-SSB, anti-ENA, or anti-Sm were included. General
epidemiological data from each patient was assessed, as well as disability according to the Expanded
Disability Status Scale (EDSS), and presence of oligoclonal bands (OCB).

Results: 20 patients fulfilling the criteria have been included. There is no statistically significant difference
between gender, MS type, and the presence of such autoantibodies, but there is a tendency for IgM
autoantibodies to be positive in clinically defined MS other than the relapsing-remmiting type without
relation to disease progression.

Conclusions: The presence of the autoantibodies in MS could be the result of a predisposition to
develop such autoantibodies in these patients. Although there are no statistically significant variations in
clinical course in these cases, we need to increase the sample size to corroborate these findings.
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AN OVERLAP SYNDROME INVOLVING AUTOIMMUNE HEPATITIS AND SYSTEMIC LUPUS
ERYTHEMATOSUS
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Background and purpose: Systemic Lupus Erythematosus (SLE), a prototype of systemic autoimmune
disease characterized by multiorgan involvement with divers clinical and serological manifestations,
principally affects women. Overlap syndrome involving autoimmune hepatitis (AH) and SLE has rarely
been reported.

Patients and methods: we retrospectively studied patients with both SLE and AH. The patients satisfied
the international criteria for both SLE and AH.

Results: Only four ( 3 females and 1 male), aged (28-69 years), from 50 patients have the overlap
syndrome (SLE and AH) which occurred simultaneously in two patient, whereas the AH antedated SLE
by several years in one patient associated with primary biliary cirrhosis and postaded it by one year in
one patient. All our patients received medical therapy including corticosteroids. Only one patient died with
fulminant hepatitis.

Discussion: The liver is not a major target for damage in SLE, abnormality of liver function is not a
diagnostic criteria of SLE. After exclusion of various aetiologies of liver disease, the question remains as
to whether to classify the patient as having a primary liver disease with associated autoimmune features.
Conclusion: Overlap syndrome AH and SLE have so much diagnostic and therapeutic dilemma.
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Pituitary autoimmunity encompasses a spectrum of conditions ranging from histologically proven forms of
lymphocytic hypophysitis to the presence of pituitary antibodies in apparently healthy subjects.
Hypophysitis is a rare but increasingly recognized disorder that typically presents as a mass in the sella
turcica. It mimics clinically and radiologically other non-secreting sellar masses, such as the more
common pituitary adenoma. Hypophysitis shows a striking temporal association with pregnancy, and it
has been recently described during immunotherapies that block CTLA-4. Several candidate pituitary
autoantigens have been described in the last decade, although none has proven useful as a diagnostic
tool. This review summarizes the advances made in the field since the publication of the first review on
pituitary autoimmunity, and the challenges that await clarification.
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TGF-b | NDUCED REGULATORY T CELLS PREVENT TYPE 1 DI ABETES
COXSACKIEVIRUS INFECTION

M. Richer, N. Straka, D. Fang, |. Shanina, M. Horwitz
University of British Columbia, Microbiology and Immunology, Vancouver, Canada

Background: Coxsackievirus infections have long been associated with the induction of type 1 diabetes

(T1D). Infection with coxsackievirus B4 (CB4) enhances T1D onset in non-obese diabetic (NOD) mice by
accelerating the presentation of b cell antigen to aut
progressive defect in regulatory T cell (Treg) function is, in part, responsible for the spontaneous onset of

T1D in NOD mice. This defect may contribute to susceptibility to viral-induced T1D. We asked whether

the immune response following CB4 infection could be manipulated in order to re-establish peripheral

tolerance while maintaining the immune response to virus.

Methods: NOD mice expressingTGF-b s peci fically in the b cells were in
Tregs in disease protection was measured. Systemic treatments of NOD mice with TGF-b wer e used to
assess its therapeutic potential.

Results; Tregs induced following CB4 infection in the presence of TGF-b pr evented T1D. I nt er ¢
the capacity to directly infect pancreatic b cells cor |
suggesting that presentation of b cell ankelrggeen i s inte;
Furthermore, the presence of these viral induced Tregs correlated with protection from T1D without

altering the anti-viral response. Finally, when TGF-b was admi ni stered syst-emically

infection the incidence of T1D was reduced thereby signifying a potential therapeutic role for TGF-b .
Conclusions: We demonstrate that manipulations of the immune response result in Treg-mediated
protection from T1D without concomitant loss of the capacity to control viral infection.
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IMMUNOADSORPTION WITH SUBSEQUENT IGG SUBSTITUTION LEADS TO IMPROVEMENT OF
CARDIOPULMONARY LIMITATION IN PATIENTS WITH DILATED CARDIOMYOPATHY
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Background: Recent data indicates that cardiac antibodies play an active role in the pathogenesis of
dilated cardiomyopathy (DCM), and may contribute to cardiac dysfunction of DCM patients. This study
aimed to evaluate the effects of Immunoadsorption with subsequent IgG substitution (IA/IgG) in DCM
patients on left ventricular function and symptom limitation.

Methods: In this case control study, 60 patients with DCM (n = 60, NYHA II-1V, left ventricular ejection
fraction < 45%) underwent either 1A/IgG (n = 30) or were followed up without IA (n = 30). IA/IgG was
performed in one course of five consecutive days. After three months, we compared echocardiographic
assessment of the left ventricular function and spiroergometric exercise parameters in both groups.
Results: Left ventricular ejection fraction (LVEF) improved significantly in the 1A/IgG group from
33.0+1.2% to 40.1+1.5% (p < 0.001 vs. control and vs. baseline). In the control group spiroergometric
exercise parameters did not change during follow up. On the other hand, I1A/IgG patients improved in
peak Vo, (17.3£0.9 ml/min/kg to 21.8+1.0 ml/min/kg; p < 0.01 vs. control and vs. baseline), in oxygen
pulse (10.7+0.7 ml/bpm to 13.6+£0.7 ml/bpm; p < 0.05 vs. control, p < 0.01 vs. baseline) and Va1 (10.3£0.5
ml/min/kg to 13.2+0.5 ml/min/kg; p < 0.001 vs. control and vs. baseline). The Ve/Vco,-slope decreased
after 1A/IgG therapy from 32.3+1.5 to 28.7+0.9 (p = 0.18 vs. controls, p = 0.02 vs. baseline).
Conclusion: IA/IgG therapy in DCM patients may improve left ventricular dysfunction and reduce
cardiopulmonary limitation.
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ABSENCE OF INTERLEUKIN-6 INCREASES THE SEVERITY OF CHRONIC AUTOIMMUNE
MYOCARDITIS FOLLOWING COXSACKIEVIRUS INFECTION

M. Poffenberger, N. Straka, N. El Wharry, D. Fang, |. Shanina, M. Horwitz
University of British Columbia, Microbiology and Immunology, Vancouver, Canada

Background: Chronic myocarditis is often initiated by viral infection. The precise mechanism by which
viral infection leads to chronic autoimmune pathology is poorly understood, however it is clear that the
early immune response plays a critical role. Previous results have shown that the inflammatory cytokine
interleukin (IL)-6 is integral to the development of adjuvant-induced autoimmune myocarditis. The function
of IL-6 during viral-mediated autoimmunity has yet to be elucidated.

Methods and results: To address the requirement of IL-6 during disease induction, IL-6 deficient mice
were infected with coxsackievirus B3 (CB3). Following infection, the mice lacking IL-6 developed
increased chronic autoimmune disease pathology compared to wild type controls without a corresponding
change in viral numbers in the heart. IL-6 was not required for the induction of chronic autoimmunity and
instead, its absence regulated the severity of disease. This increase in disease severity was further
accompanied by elevated levels of TNF-U,  MICIR-10, activated T cells and cardiac infiltrating
macrophage/monocytes. Injection of recombinant IL-6 early following infection was sufficient to lower
serum MCP-1 and strongly suggests a regulatory role for IL-6.

Conclusions: While IL-6 plays a pathogenic role in adjuvant-induced autoimmune disease, its function
following viral-induced autoimmunity is not reprised. By regulating the early immune response and
thereby controlling the severity of chronic disease, IL-6 directs the severity of outcome during chronic
autoimmune myocarditis.
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PATHOGENIC EFFECTS OF ANTIPHOSPHOLIPID ANTIBODIES ARE AMELIORATED IN ANNEXIN
A2 DEFICIENT MICE

Z. Romay-Penabad, G. Montiel-Manzano, E. Papalardo, S. Pierangeli
University of Texas Medical Branch, Rheumatology/Internal Medicine, Galveston, United States

Antiphospholipid Anti bodi ¢ o@pa BEPH-Adursd Yo reteptordsyintargee b
cells and trigger a a pro-coagulant/pro-inflammatory phenotype that lead to thrombosis. There is evidence
that annexin A2, a receptor for tissue plasmi nogen activator (tPA) andGRII asmino
on the membrane of target cells in vitro. Here we studied the effects of aPL Abs in vivo in annexin A2
deficient (-/-) mice. Annexin A2 (-/-) and wild-type (C57BL/6J) mice were injected IgGaPL or with control

IgG (IgG-NHS). Then the dynamics of thrombus formation (thrombus size), tissue factor (TF) function in
homogenates of carotid arteries, and VCAM-1 expression in the aortas using two-photon excitation laser
scanning microscopy were examined in the mice. The size of thrombus in annexin A2 (-/-) mice injected

with IgGaPL was significantly smaller than mean thrombus size in C57BL/6J mice injected with IgGaPL.
Thrombus size in annexin A2 (-/-) mice was larger in mice injected with IgGaPL when compared to same

type of mice treated with control IgG-NHS, indicating a partial but significant abrogation of the

thrombogenic effect. Similarly, TF activity in carotid arteries homogenates of annexin A2 (-/-) mice

injected with IgGaPL was significantly decreased (by 52%) when compared to wild type mice treated with
IgG-APS. The expression of VCAM-1 in aorta of annexin A2 (-/-) ex vivo was also significantly reduced
compared to positive control. Altogether these data indicate for the first time that annexin A2 is involved in
vivo pathogenic effects of aPL Abs.



Abstract Number: 212

ISOLATED ELEVATION OF IGA ANTI-B2GLYCOPROTEIN | ANTIBODIES WITH MANIFESTATIONS
OF ANTIPHOSPHOLIPID SYNDROME (APS): A CASE SERIES OF THREE PATIENTS

S. Kumar, E. Gonzalez, E. Papalardo, T. Mc Nearney, S. Pierangeli
University of Texas Medical Branch, Rheumatology/Internal Medicine, Galveston, United States

Current diagnostic classification criteria recommend elevated titers of anti-cardiolipin (aCL) and/or anti-
b,GPI antibody by ELISA IgG or IgM and/or lupus anticoagulant (LAC) to confirm APS. Although IgA aPL
antibodies have been shown to be pathogenic in animal models of APS, their clinical significance has
remained elusive. Physicians are often puzzled as to whether they should order an IgA aPL test in
patients suspected of having APS. We report three cases of exclusive IgA anti-b,GPI antibody
seropositivity with concomitant clinical manifestations associated with APS. IgA anti-b,GPI antibody titers
were analyzed in tandem by ELISA.

Cases: These three female patients were negative for anti-b,GPI IgG/IgM antibodies and for LAC.

1) 38 year-old African-American with SLE presented with recent development of pain and ischemic
changes in nail beds and digital pulp in fingers and toes. Serum IgA anti-b,GPI antibody titers were 118.5
SAU (normal range:0-20SAU).

2) 27 year-old African-American with SLE was evaluated for recent onset of severe vascular headaches,
unresponsive to analgesics and anti-migraine medicines. MRI of the brain revealed lesions in the white
matter consistent with microvascular ischemia. Serum IgA anti-b,GPI antibody titers were 29.1 SAU.

3) 32 year-old Latin American with history of two unexplained miscarriages and negative serologies for
SLE. Serum IgA anti-b,GP1 antibody titers were 102.0 SAU.

This study supports a proposal that elevated IgA anti-b,GPI antibody titers may identify additional patients
who have clinical features of APS but who are otherwise negative by currently accepted diagnostic tests.
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LYMPHOCYTE CHARACTERISTICS IN NEWLY DIAGNOSED TYPE 1 DIABETES
M. Link', K. Kisand®, T. Rajasalu?, V. Tillmann®, R. Uibo"

'University of Tartu, Department of General and Molecular Pathology, Tartu, Estonia, “Tartu University
Clinics, Clinic of Internal Medicine, Tartu, Estonia, *University of Tartu, Department of Paediatrics, Tartu,
Estonia

Our aim was to study the role of regulatory T cells (Tregs) and memory B cells in the development of type

1 diabetes.

Methods: Using multicolour flow cytometry, we analysed peripheral blood mononuclear cells of 26

patients with newly diagnosed type ldiabetes (14 males, 12 females) and 17 age- and sex-matched

healthy controls (8 males and 9 females). In order to evaluate the relative mRNA expression levels of

FoxP3 isoforms, CTLA4, 1 L2 and TGFb in peripheral bl oo
reverse transcriptase PCR. Wilcoxon test and Kendall's rank correlation coefficient tau were used for

statistical analysis.

Results: There was no significant difference in the percentage of memory B cell subsets (classified by

the expression of IgD and/or IgM on the cell surface), T helper cells or Tregs between the diabetic

patients and healthy controls.

Markedly, the relative expression of FoxP3 was significantly higher in the study subjects, positive for

either glutamic acid decarboxylase (GAD65) autoantibodies (p=0.004) or IA-2 autoantibodies (p=0.017)

compared with persons negative for these autoantibodies.

The relative expression of FoxP3 isoforms did not correlate with the percentages of Tregs or memory B-

cel |l subsets or with any change in the relative expres:
Conclusions: Persons, positive for GAD65 or IA-2 autoantibodies had higher expression of FoxP3

isoforms, compared with autoantibody-negative persons, this change was not connected with any change

in the percentages of Tregs or memory B cells in peripheral blood or in the expression of Treg-related

genes.



Abstract Number: 214

ANTIBODIES AGAINST SYNTHETIC DEAMIDATED GLIADIN PEPTIDES: A NEW OPPORTUNITY
FOR THE DIAGNOSIS OF CELIAC DISEASE

D. Villaltal, A. Picierno?, D. Visentini®, N. Bizzaro®, R. Tozzoli*, E. Tonutti®

!Allergy and Clinical Imnmunology, Pordenone, Italy, “Allergy and Immunopathology, Udine, Italy, *Clinical
Pathology, Tolmezzo, Italy, *Clinical Pathology and Microbiology, Latisana, Italy

Aim: Recently, a new generation of anti-gliadin antibody (AGA) assays has been developed to detect
antibodies to deamidated gliadin peptides (DGP). We evaluated the diagnostic accuracy for celiac
disease (CD) of IgA and IgG anti-DGP immunoassays produced by Euroimmun and Inova, and compared
the results with those obtained with IgA anti-tissue transglutaminase (tTG) and IgA and IgG AGA assays
using extractive gliadin.

Methods: Sera of 103 IgA-competent CD patients and 131 controls (16 milk protein intolerance, 15
Crohn's disease, 19 autoimmune liver disease, 20 infectious disease, 61 blood donors) were studied.
Results: Using the cutoff proposed by the manufacturers, sensitivity of IgA-class anti-DGP-Euroimmun,
anti-DGP-Inova, AGA and anti-tTG antibodies was 60.8%, 70.9%, 51.5% and 93.2%, respectively; the
specificity was 95.4%, 95.4%, 93.9% and 99.2%, respectively. For IgG-class antibodies, sensitivity of anti-
DGP-Euroimmun, anti-DGP-Inova and AGA was 57.3%, 75.7% and 57.3%, and specificity 98.5%, 97.7%
and 90.1%, respectively. The area under the ROC curve was high for both IgA (0.917) and 1gG (0.932)
anti-DGP-Euroimmun and IgA (0.935) and 1gG (0.948) anti-DGP-Inova, and lower for IgA (0.872) and 1gG
(0.850) AGA. Of the 7 patient with CD who were negative for anti-tTG, 3 were positive for anti-DGP
antibodies with the Euroimmun assays (2 IgA and 1 IgG), 4 with the Inova assays (2 IgA and 2 1gG) and 1
with the 1IgG AGA assay.

Conclusions: Anti-tTG remains the most accurate test for the diagnosis of CD, but anti-DGP can be used
in the event of anti-tTG negativity and strong clinical suspicion of CD.
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IGA ANTI-ACTIN ANTIBODIES AND DEGREE OF MUCOSAL DAMAGE IN CELIAC PATIENTS:
COMPARISON OF TWO METHODS

D. Villalta, M.G. Alessio?, L. Komorowski®, N. Bizzaro*, I. Brusca®

'Allergy and Clinical Inmunology, Pordenone, Italy, “Clinical Pathology, Bergamo, Italy, *Institute of
Experimental Immunology, affiliated to Euroimmun AG, Lubeck, Germany, “Clinical Pathology, Tolmezzo,
Italy, °Clinical Pathology, Palermo, Italy

Aim: Serum IgA anti-actin antibodies (AAA) were identified in celiac disease (CD) patients and a close
correlation has been reported between the presence of IgA AAA and mucosal damage. In this study we
compared the results of IgA AAA detection in CD patients, using a new indirect immunofluorescence (11IF)
method and an established ELISA assay, with histological Marsh score of intestinal lesions.

Methods: Serum samples from 58 biopsy-proven untreated CD patients (6 Marsh 3a, 15 Marsh 3b, 37
Marsh 3c) were studied. IgA AAA were assayed by ELISA (Inova) and by IIF, using VSM47 cell line
derived from the thoracic aorta of rat embryo (Euroimmun).

Results: IgA AAA were positive with the IIF and the ELISA methods in 36/58 (62.1%) and 41/58 (70.7%)
respectively, of CD patients. In particular, 2/6 (33.1%) and 4/6 (66.6%) of Marsh 3a, 8/15 (53.3%) and
10/15 (66.6%) of Marsh 3b, and 26/37 (70.2%) and 27/37 (72.9%) of Marsh 3c patients, were positive
with 1IIF and ELISA, respectively. We did not find a significant correlation between IgA AAA values
obtained by quantitative ELISA method and the severity of histologic lesions (P=0.3, ns). The overall
agreement between the methods was 77.6% (Cohen k=0.485).

Conclusions: While we confirmed the presence of IgA AAA in CD patients with significant intestinal
mucosa damage, antibody levels did not correlate with the Marsh score. Moreover, methods for the
measurement of IgA AAA need a better standardization. Up-to-date, IIF must be considered the gold
standard because of the weak definition of the antigen.
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SYSTEMATIC DEVELOPMENT OF NOVEL ANTIBODY BIOMARKERS FOR DIAGNOSTIC PROTEIN
BIOCHIPS - THE MULTIPLE SCLEROSIS CASE STUDY

J. Beator?, A. Kowald?, S. Schimrigk®, H.E. Meyer?, H. Appelhans®, A. Lueking®

'Protagen AG, Dortmund, Germany, “Ruhr-University Bochum, Medical Proteome Center, Bochum,
Germany, *Klinikum Liidenscheid, Neurology Department, Liidenscheid, Germany, “Labor Prof. Seelig,
Karlsruhe, Germany

To enable diagnosis of Multiple Sclerosis (MS) patients at the earliest stage of the disease, we are
developing a protein biochip with a novel set of biomarkers based on the proprietary UNlarray®
technology. Briefly, stratified patient samples are incubated with the currently largest collection of
recombinant human proteins available for screening purposes to detect autoantibodies against specific
targets. Using plasma samples from 21 MS patients we identified more than 350 MS-specific candidate
autoantigens (including myelin basic protein MBP). Some of them may also allow elucidating pathogenic
processes involved in MS. The identified human autoantigens were recombinantly expressed, purified
and printed together with 2000 additional human recombinant proteins (partially derived from other
autoimmune disease screens) on one single protein microarray. For a first validation of the novel
biomarkers the protein biochip was used to test more than 120 plasma samples of MS patients vs.
apparently healthy control persons. The bioinformatic analysis using support vector machine (SVM)
algorithms shows that this biochip prototype already achieves diagnostic sensitivity and specificity of 87%
and 83 % respectively. Ranking and further analysis shows that a smaller subset of biomarkers is
sufficient to achieve this high sensitivity and specificity. Thus, for the first time a blood-based in-vitro
diagnostic assay for early diagnosis of MS becomes possible. Preliminary data show that this approach
can lead to new diagnostic autoantibodies in other diseases as well.
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AUTOMATED CLASSIFICATION OF IMMUNOFLUORESCENCE PATTERNS OF HEP-2 CELLS IN
CLINICAL ROUTINE DIAGNOSTICS

C. Plata’, H. Perner?, S. Speth’, P. von Landenberg"

'Medical Center of the Johannes Gutenberg-University of Mainz, Institute of Clinical Chemistry and
Laboratory Medicine, Mainz, Germany, 2Imagelnterpret Ltd, Leipzig, Germany

Detection of antinuclear auto-antibodies (ANAs), based on indirect immunofluorescnece (lIF), is of major
inportance for the diagnosis of autoimmune diseases. In clinical routine diagnostics ANAs are visualized
using HEp-2 cells, showing nuclear and cytoplasmic immunofluorescence patterns. HEp-2 cell based IIF
represents the most common and most sensitive method of diagnosing ANAs. The manual evaluation of
this screening test is labour intensive and still subjective. Aim of this study was to evaluate results of
automated, software-based image analysis of HEp-2 cell fluorescence patterns in clinical routine
diagnsotic. Our main focus was the differentiation between positive and negative HEp-2 cell fluorescency,
accurarcy of computer analysed Hep-2 cell fluorescence patterns and reliability of computer analysed titer
levels. Within autoimmune routine diagnostics, 299 serum samples were screened for presence of ANAs.
Thereby, we generated 2028 pictures of HEp-2 cell fluorescence patterns, of whom 381 pictures showed
negative and 1647 positive staining. After 9 cycles of teaching processes software results were evaluated
and compared to those of the manual method, including positive/negative classification as well as pattern
classification and titer analysis. In 99,7 % a correct negative classification was achieved by the software
program. Concerning pattern classification, we found an unweightened rate of 79,6 % and a weightened
rate of 75,9 % of correct pattern classification. Correct titer analysis with a deviation of +/-1 titer level was
analysed by the software program in 90,4 %. A reliable automated fluorescence pattern analysis,
including positive/negative differentiation, fluorescence pattern classification and titer analysis seems to
be possible.






