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EVIDENCE FOR £ 2-GPI PEPTIDE-REACTIVE CD4+ T CELLS IN ANTI- 3 2-GPI
SEROPOSITIVE PATIENTS WITH ANTI-PHOSPHOLIPID SYNDROME OR SLE

Yasuharu Nishimura', Hiroshi [to™*, Yoshiaki Tokano’, Hiroaki Mitsuya’, Sho Matsushita' and
Hiroshi Hashimoto’ , 'The Division of Immunogenetics, Department of Neuroscience and
Immunology, Kumamoto University Graduate School of Medical Sciences, “The Second
Department of Internal Medicine, Kumamoto University School of Medicine, 'The Department of
Internal Medicine and Rheumatology, School of Medicine, Juntendo University .

In patients with anti-phospholipid syndrome (APS), autoantibodies directed against a serum
protein, 3 2-GPI, were evidenced. It has been recently reported that these autoantibodies recognizes
conformational chan 3 2-GPI autoantibodies belongs to IgG isotype and activation of CD4" helper T
cells is essential for production of IgG, we investigated CD4™ T cells reactive to 3 2-GPI-derived
peptides in 18 anti- 3 2-GPI sero-positive patients with APS or SLE. Peripheral blood mononuclear
cells (PBMC) of patients were stimulated in vitro with a mixture of 40 overlapping peptides
covering entire sequence of 3 2-GPI molecule and four 8 2-GPI peptide-reactive T cell lines were
generated from four independent patients. Three of them recognized a fragment of 3 2 - GPI residues
244-264 (p244-264) in the context of HLA-DRB1*0403, DRB4*0103 or DP molecules
respectively. On the other hand, one T cell line recognized 5 2-GPI p154-174. Three T cell lines
reactive to p244-264 belonged to ThO to produce both IL-4 and IFN-g in response to irradiated
PBMC prepulsed with the peptides. All T cell lines did not respond to 3 2-GPI protein purified
from human sera suggesting that these T cells are reactive to cryptic self-determinants of 3 2-GPIL.



Pathogenic significance of these 3 2-GPI-reactive T cells is still remained to be investigated by doing
comparative study of healthy controls.
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E-Selectin overexpressed on rat aortic segment supports neutrophil adhesion

under flow

Yukio Yasukochi, Masayuki Yoshida, Fujio Numano*
Department of Molecular Genetics, Medical Research Institute, Tokyo Medical and Dental
University, *Department of Medicine, Schoolof Medicine, Tokyo Medical and Dental University

E-selectin, a member of the Selectin family of adhesion molecules, plays an important role in
leukocyte-endothelial (EC) interaction during inflammation and atherosclerosis. To critically examine
the role of E-selectin in leukocyte-EC interaction in vascular system, we created a

recombinant adenoviral vector contained the human E-selectin and overexpressed in rat aortic
segment. A full length of human E-selectin cDNA (Esel) was inserted into a pAdRSV4 shuttle vector
and recombinant adenovirus vector was extablished (AdRSVEsel). A segment of abdominal aorta
(approximately 2cm in length) was isolated from male Sprague-Dewey rat (body weight 250-350g)
after anesthesia with pentobarbital (20mg/kg). The isolated aortic segment was placed in DMEM
containing 10% FBS and ligated on one end. The recombinant adenovirus vector (AdRSVEsel or a
control vector, AARSVLacZ), diluted into PBS was introduced into the aortic

segment and a vascular clamp was placed for 24hr. The aortic segment was further incubated for
72hrs. The protein expression of transduced E-selectin from the aortic segment was measured by
western blotting analysis using anti-E-selectin mAb. Immunoreactive E-selectin was detected

from the aortic segment transduced with AJRSVEsel but not from those transduced with



AdRSVLacZ. Immunohistochemial analysis of these segments also revealed the E-selectin
expression on AJRSVEsel transduced aortic segment. The segment was connected to a blood
perfusion system and fluorescently labeled human neutrophils (PMN) were perfused in the segment
for 15min. "Adhered PMN were examinend by a scanning electron microscopy. In another
experiments, adhered PMN were collected and fluorecsence intensity was measured. AJRSVEsel
transduced segment supported significantly higher number of PMN adhesion than control segment.
These data indicate that human E-selectin transduced in rat aortic segment was able to support PMN
adhesion under flow condition. This model will be a powerful tool for the study of E-selectin

function in vascular system.
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FEFFEIIANAE ) AEEBIZ2 93 S ATz ar L, HABRATT
J AN ARY ¥ —(ADRSVE-se) #EIN L. B2l 7 FORBEERRL. BmREE
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The role of CD80/86 molecules on endothelila cells as non-professional antigen-
presenting cells
Azuma Mituki,Otsuki Noriko,Kohsaka Takao

~ National Childeren's Medical Research Center,Department of Immunology

[Purpose] We have investigated the roles of multiple cell surface functional molecules involved in
the interaction between endothelial cells and T cells, which may contribute to the pathogenesis of
intractable vasculitis syndromes. [Methods] We identifird the functional costimulatory molecules
induced on human umbilical vein endothelial cells (HUVEC) after treatment with IFNg and/or TNFa
by the blocking experiments in T cell ptoliferation and cytokine production. We further performed the
detail investigation for the actual role in T cell activation and regulation. [Results] Four pathways,
CD58, CD54, CD134L(0X40L) and CD80/86, on HUVEC are involved in CD4 T cell proliferative
responses stimulated with cytokine-activated HUVEC. The former three molecules costimulated IL-2

production and resulted in augmentation of proliferation, while the CD80/86 molecules inhibited



production of IL-2, which regulates apoptosis of activated T cells, and may resulte in the maintenance
of CD4 T cells.[Coclusion] Unlike professional APC, in non-professional APC such as endothelial

cells, which fail to express high levels of CD80/86, CD80/86 may possess a unique role in T cell

activation.
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[FFAEES] B4R 7 < F (rheumatoid arthritis, RA) B#F MiEFFIZBT Dsoluble
CD40 ligand (sCD40L) & HEE L. BHMER. RER R CRESOMEEZRN L.

EHHIE ) 77 F (malignant RA, MRA) & 0 228U RAEE 3 9 LB LTVEEA
2 04T BT 5 MERsCD40LEZELISAKEIC K DEIE L7, B AR BEEIMER.
BEOERINNTG A —F—2BRER L, sCDAOLEEOEEERFNLZ. MmFE+HsCD40L
BEHRABE BN TREA & HAFETH 0 (p<0.01). RFS L UNIgG-RFE &H 72488
ERBH 7 (£r=0.64, 0.61, HF & Hp<0.0001). Eiz, MRABZFIZRWTIXMEREH
HIEWVWRAE R, sCDALEIREEICEMEERL (p<0.0001). BEFHRAT3 061F 1
OFIZR L. MRAIZ O PIRHITHRIETHo/x.  MEPRsCDLOLMME R DFRE. JHhE
FRRICEE L TWAaREEAIRB I N,

Analysis of serum levels of soluble CD40 ligand in patients with
rheumatoid vasculitis.

Shigeto Kobayashi (Department of Rheumatology and Internal Medicine, Juntendo University),
Naoto Tamura (Department of Rheumatology and Internal Medicine, Juntendo University), Hideaki
Bando (Department of Rheumatology and Internal Medicine, Juntendo University), Yoshinari
Takasaki (Department of Rheumatology and Internal Medicine, Juntendo University), Hiroshi
Hashimoto (Department of Rheumatology and Internal Medicine, Juntendo University)

The expression of CD40 ligand (CD40L) on the surface of peripheral and infiltrated T cells into the
chronically inflamed synovium in the patients with rheumatoid arthritis (RA) has been recently
reported. Another form of CD40L, soluble CD40L (sCD40L). has been identified and demonstrated
to be biologically functional. To examine the serumn levels of sSCD40L in patients with RA, sCD40L
was determined by ELISA.



Clinical symptoms and laboratory parameters were simuitaneously examined in relation
to association of levels of sCD40L.

Serum levels of sSCD40L in RA patients (n=39) were significantly higher than those
in normal donors (n=20, p<0.01), and statistically correlated with the values of RF and
IgG-RF (r=0.64 and 0.61 respectively, both p<0.0001). However, correlation was
not found between the levels of sCD40L and total serum IgG levels.

When serum sCD40L levels were compared between patients with and without
vasculitis, sCD40L levels were more elevated in rhematoid vasculitis(RV) than in RA
without vasculitis (P<0.0001). Moreover, when normal range was set below the
concentration of mean + 3S.D. of normal donors, elevated sCD40L was demonstrated
in all nine patients with RV, whereas only 33.3% (10/30) of RA patients without
vasculitis were positive for sCD40L.

These results indicate that the possibility that sCD40L might be involved in the
development of vasculitis in patient with RA.
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