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RTF BT HHANORIEERBETE R WEHE &L L
T R7F R TRABMNEAZSARVWIIABEER &
ROty > RRR5, KBHEBRES TIXE
BHiRRHRY 2 /B FUN DD FTEMENTVS
L ENELZ SN D,

HRRRNOEEIEENEBRINSE3TOPPARY
heterozygote mice iZB W Tid, HuA Iz T 3 IEEE
BIZHIHEEN T, ARG THfEs Vi B#ia
LR —BMAOBINESEICL-> THIC, Hoh
LoZO0—2EBRENTLES TWARIEMENH S,
7ZETAHEHUA BHEIL, MUuA SO DOREL T 3
JBEREEL THWSH, KBS ASEHAIE. MuA S48
BERTHAWN BB INS, 20 AR, B
D HuA & MuA THRITRWERRIZH L TREL 2
HELFHT S,

E. &5

THiREL €7y —FBRZThES. N 7Y R—Tg
Wi, U Ed > hEBRBICEONT T R—%
ERTAFRETHZ., L. FOLULOHEHRICHE
DW= THIRYZ 0— AFH Tk, SHFELEUL-A
HEICHT 2 b S S E IR TE S0 E;
BTN, #EENIIEETEEHYRI-BT288
RIGHE T OIS I I BBl kT I /S5
A S IDOESD. RRERKWISHEICLETHS
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F. mg_‘z%ﬁ K, Kadowaki T, Yamamoto K. Haploinsufficiency of
1 R R® Peroxisome proliferator-activated receptor-gamima affects
B cell proliferative responses and the severity of
experimentally induced arthritis. American College of
Rheumatology, 2001 Annual Scientific Mecting. Arthritis
& Rheumatism 44(9)S85, 2001

2.Setoguchi K, Misaki Y, Kawahata K, Shimada K,
Shukunami C, Hiraki Y, Yamamoto K. Chondromodulin, a
joint-cartilage derived angiogenesis inhibitor, reduces the
incidence of experimental arthritis via modulating T ccl!
response. American College of Rneumatology, 2001 Annual
Scientific Meeting. Arthritis & Rheumatism 44(9)S88, 2001.

1.Dendritic Cells Expressing a Nuclear Autoantigen Lead to
Persistent Anergic State of CD4+ Autoreactive T Cells After
Proliferation. Kimito Kawahata, Yoshikata Misaki, Michiko
Yamauchi, Shinji Tsunekawa, Keigo Setoguchi, Jun-ichi
Miyvazaki and Kazuhiko Yamamoto (J. Immunol. 168:
1103-12, 2002)

2. Setoguchi K, MisakiyY, Terauchi Y, Yamauchi T, Kawahata
K, Kadowaki T, Yamamoto K. Peroxisome proliferator—
activated receptor-gamma haploinsufficiency enhances B
cell proliferative responses and exacerbates experimentally
induced arthritis. J Clin Invest. 2001 Dec;108(11)}:1667-75.

3.Gene-transferred oligoclonal T cells predominantly persist X R’
in peripheral blood from an adenosine deaminasc deficient .Kawahata K, Misaki Y, Komagata Y et al. Altered

—

patient during gene therapy. expression level of a systemic nuclear autoantigen
Yoshikata Misaki, Ichiko Ezaki, Tadashi Ariga, Nobuaki determines the fate of immune response toself. J Immunol
Kawamura, Yukio Sakivama, and Kazuhike Yamamoto. 1162:6482-91,1999
Molecular Therapy 3(1)24-27, 2001 2. Setoguchi K, Misaki Y, Terauchi Y, Yamauchi T, Kawahata
4. ZTIHER ACOHBKEEERF. BEERE (HEBRREES K, Kadowaki T, Yamamoto K. Peroxisome proliferator-
£3k) voi 49 No. 6, pb66-570, 2001 activated receptor-gamma haploinsufficiency enhances B
5.CIHE  BHEEHY T FORBREMERENOEES B cell proliferative responses and exacerbates experimentally
WA vol 31 No6, 809-812, 2001 induced arthritis. J Clin Invest, 2001 Dec:108(11):1667-75.
8. TIHER WA BT CBETICEDBRE BEEYE 56 4) 3. Okubo M. Kurokawa M. Ohto H. Nishimaki T. Nishioka K.
902-908., 2001 Kasukawa R. Yamamoto K. Clonotype analysis of
7. EE L-10IC X 2@8MEH) T2 FOER Molecular peripheral blood T cells and autoantigen-reactive T cells
Medicine Vol 38 No4 418-424, 2001 from patients with mixed connective tissue discase. Journal
of Immunology. 153(8):3784-90, 1994
2. PRRE 4. Okubo M. Kokubun M. Nishimaki T. Kasukawa R. Ohto H.
1. Setoguchi K, Misaki Y, Terauchi Y, Yamauchi T, Kawahata Yamamoto K. Muller 5. T cell epitope mapping of Ul-A

RNP. Arthritis & Rheumatism. 38(8):1170-2, 1995

THE ISOLATION OF ANTI-HUMAN U1RNP-A REACTIVE T CELL CLONES
FROM IMMUNOLOGICALLY NORMAL MICE

Yoshikata Misaki

Department of Allergy and Rheumatology, graduateSchool of Medicine, university of Tokyo

We have demonstrated that anti-human Ul A reactive T cell populations were able to induce anti-U1RNP
autoantibody in human U1RNP-A autoantigen transgenic mice (HuATg). We also reveled the presence of regulatory
T cells in theHuATg. In order to analyze the regulatory mechanism for anti-U1A response, we intended to generate
T cell receptor Tg against HuA, by which we would be able to analyze the regulatory mechanism in a clonal level.
Although splenocyte from HuA primed mice reacted the C-terminus fragments of HuA generated with GST fusion
protein expression system, they did not recognize any synthetic peptide derived from HuA. In order to obtain
autoreactive T cells, we employed PPARY+/- heterozygote mutant mice which exhibits the enhanced antigen-specific
immune response to exogenous derived antigens, due to hyperreactive B cells. Contrary to our expectation, we
found that the immune response to HuA was suppressed. This is because autoreactive lymphocytes repertoire could
be deleted due to the hyperreactivity of B cells. Therefore, the autoreactivity against human U1-A as well as mouse
endogenous Ul-A is tightly regulated. 1t is possible that this strict regulation does not allow immune response to
peptides derived from eukaryote, and immune response to autoantigen requires additional modyfication like
prokaryote derived antigens.
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FELE MCTD O3S E CHIE THh 5 RNP-A  gene OEBEFHRST 2170, HiLRNPHiE
BTEE# RNP-A  gene @ transcription site ¢ CTTCC motif 17 deletion 28® 7. &
FEDOWA TIERNP-A gene @33° UTRIZ& % pyrimidine rich resion {7 variation %
D, MCTD BEMREALVRAFMITERICE o7, TS5ICUI-RNAIZRNP S
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MCTDIIM S SR 5B CHEMMFESI N TH S ED
BNk FEACRBERTH D, HOREEADOKRIC
HEROBETFRAENES L TR EHEEINTNVS
M. HEZTOLOOBRETFOERIZEL TIXMEITIEA
T, FZ T, MRNPHABEBREREZTO
HERY| & <ITI9BREELORNP-AZI— RT3
RO BEEFIOEYT 2T -7, BTOREEFERS
HERMIIE N7 LEWICE D ABEE N EERS
BRAEFEALTWS, Zhid, 7/ LRROFIEZS
BIZWERIBRT DT EIZDRMD,

B. iRFAE

BT RBETFIIEIIRREE LOUL snRNPAT
H 5. BT OFHEIMNRBETRER LIZETET Sexon
D& intron OWIZ 3 @5 MO/ BN S 50015
2000bp REDOE IO DNA # PCRISIETE S5 X 57
TIAT—%RRELTHEETS. ZOPCR fragment
Z SSCPiEICTEZRE L, kENEEIZ Z RG0S
NEbOETAZO-Z Kz Tra—Z2 7L
#ABl 377 A—bi—0 I H—IZTHER %
MRETD,

(IR E ~ OB B B Rk K REER
2THREBEZIT - FHBAEERE) &6 &2, FERIC

BOWTHAORBEEF TR IR, IS5ICEALLEN
2P RNP FikIB 1B #E 30 B O KRMWMEZERH XD
genomic DNAT®H 2, @¥ AOHEHERFIT i
IZ#MIZHE ) Genbank ® NCBIIC X DI T
WAHIREEFIEHAZSRLZY (K2).

C. iRER

1991 FiZ Venrooi] BIZEDICE I~ UL-
snRNP-A  genomelfi ZE/ 5> LIS IZRNP-AIZ DU
TIXERE YD variation DG /e h -7z, Ll
MCTD BEHEOHEERFIZexonl D leader
segment IZHLT SHAICBWT CTGACTTC 28
CGATTC ~ & deletion L TWAFINS 2ENT T
BN &7 TS, BFEDOHEHT CIIFPIRNPR AL
BEBHICPBOWTH LIRS F O EERIZERN
BOLNE. FMETOHEERELIIRT., &I
exOonBIIERVE N, THHOERITIT I /BITEHR
TNHBVWUTR SN A2EB CEFLTHD, #
1006 DT—CEH#112TOTCOERDEEITE <.
BEACHBL TAREERED,

D. %8
VEEOBIT T RNP-A @O CTTCC motif NI
deletion 2358 & 1=, Z O mtoifidtranscription
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site THAUREENE . LA -> T, O OHELE
BEH D deletion lZ RNP-A @ transcription i & % &5
ATWBAREENSH D, RNP-ADRBREIIE®E 52
TWnaEEZ SN, KEDOWMETIARNP-A gene
3" UTRZ & % pyrimidine rich resioniZ variation
ZHFD. MCTD BEMNRFE AL VR FNIIERIZE
Moz, 5123 UTRUI-RNAIZRNPA#ET S
EHE NS AGEFNC ® variation 2B Y. —&
WHBETEFTIRUTRETY I /BIIERI W
O, SETHEDEHEBEHIN Tk, LL. B
HTHTNFa®EN EROL T —72E3 UTR®
BEFERII. P 7FIOREZESRICEREES L Ty
SEBEAMN LIRS TNBEY, £/2, RNPOR L2 HRNA
i13" UTRIZE#ERNPZ#EEIE 548, RNP-A#
ETOAGEFIZBITHERIIRNPORR ELEHIC
FE L TWHAHHAEEEEWY., ZOMREL TEERR
ELTORNP-AOEE S LUERSELL T, 2k
RNPHAELED—RERBuEERDS. 20X DI,
MCTD CIHACHEZOHOIEET 58T S 6tk
BEOEERERTLRE (DEDD) BEHK LODL
EOEBOERND D, INSNEED D 0IMEE
BRL TWEAEENSHDLED., 5EHELBED
genome ORI N EELSMAREICR S &
Abhd,

E. &%

P11 RNP fisi5 14 2% RNP-A  gene @ transcription
site MCTTCC motifiZdeletion & -, £/-, RNP-
A gene®3’ UTRIZ& % pyrimidine rich resion !z
variation 2#D, MCTD BBE A &% A & D#REHFHIC
AEIZENo/. TSI UI-RNAIZRNP ST 5
EREINBZAGE AN B variation 228, Zh b5
DEFED S RNP-ABGTFOERNRNP OREREEE
HICTEEL . EHNRE L TORNP-AOBEB I UER
WEEL T, FIRNPHAEL D—R LR S RIEEM AT H
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#z1 Frequency of sequence variation of Ul-snRNP A

exon & number allele variation freqency
healthy donor anti-RNP ab (+) patient
exon 1 #1} or 15 “C” deletion 0/52 1/30
exon 2 #365 A—G 1/52 0/16
exon 6 #1006 T—C 1/52 16/56 p=0.0004
exon 6 #1048 A—G 0/52 1/8
exon 6 #1073 C—T 1/52 3716
exon 6 #1127 T—C 0/52 2/8 p=0.009

R NAIEINCBID 26 ASREF L AT STt BB/ I1LAG6 2 IRIE T OMAT.
F) C2IBLTULVIWLWDIIMIARET D00, exon 6, # 1006: T~ Ci3 1 Thomofth [X hetero,

1 gaattcctga cttcEktttc ggaggaagat ccttgagcag ccgacgttgg gacacaggot

61 ttggagaaac ccagggctaa agtcacgttt ttcctccttt aagacttace tcaacacttc

&xon 1 121 actecatgge agttcccgag acccgcccta accacactat ttatatcaac aacctcaatg

181 agaagotcaa gaaggatg

ag ctaaaaaagt ccctgtacge catcttctoc cagtttggee

241 agatcctgga tatcctggta tcacggagcc tgaagatgag gggccaggoe tttgtcatct

exon 2 301 tcaagﬁaggt <agcageges accaacgece tgogotoocat goagggtttce cotttctatg
361 acaaopkctat g

cgtatccag tatgccaaga ccgactcaga tatcattgoce aagatgaaag

421 gcaccttcgt ggagegggac cgcaagcggg agaagaggan goccaagage caggagaccc

exon 3 481 c¢ggccaccaa goaggotgtg caaggceaggg gagocacece cgtgatgaaa actgtcecagg
541 ggcctgtcce g

ggcatgccg ccgatgactc aggegocccg cattatgceac cacatgocgg

601 gccagccgece ctacatgccg ccccctggta tgatcccoccoe gocaggoctt gocacctggec

exon 4 661 agatcccacc aggggecaty cceccgeage agettatgee aggacagatg ccocotgece
721 agcct
cttte tgagaatcca ccgaatcaca tcttgttoect caccaacctg ccagaggaga
exon § 781 ccaacgagct catgctgtce atgoettttca at

cagttcce tggottcaag gaggtocgte
841 tggtacccgg gcgacatgac atcgectteg tggagtttga caatgaggta caggcagggg
exon 6 9@1 cagctcgcga tgccctgoag ggctttaaga tcacgcagan caacgccatg aagatctoct
961 ttgccaagaa gtagcacctt ttccccccat goctgoccct tcccchttc tggggccace
192t cctttcccoc ttggctcage cccctgdggg taagtcccce cttgggggece t tggagc
1081 cgtgtgtgag tgagtggtcg ccacacagca ttgtaccecag agtet Ccc cagacattgc
1141 ecctggcget gttaggccgg aattaaagtg gottttigag gtttogittt tcacaaaaaa
1201 aaggaattc

1. ZEROME

CEMMMRPINNING £ 61 A% ARCBACGGC CMG T GAA T TCGAG G106 TAL CLGGEGATLCBAT I CGTT CTGG68C CACC LTI TECECCT TGBE 1CAGCECLOTGAMGE ARG TCCCECT ! [ GOGEEE AT 1LY TGEAG
" I e “w 50 60 10 50 L1 108 no 1 130

CONHMBIRNNING T GIAA AN GACG L CABT GAAT TCGAG LM CEGTAL CORBRGATC C4ATIGTTLIGBEGE CAGLE Y M ICCLCT T T66CT EAGL CCLE TGAGEGTAAG T1CLCCCETT GGEBGLE ! IO T IGEAGT (]
1 (g o 4“0 80 1] To e 90 108 i 120 (1

TG GIGIGMG (GLE GG BL AL AGEAT TGIACCCAGAGTC FELCCCCAGACA | 1GCAC CYGGCEL TGT TAGGCCGOART TARAG GOL TTTTTRAGGT Y1 GGl i T "CACARTCCATAT GAL]
: Y 4 170 Pid 150 HL1) 210 210 riu 240 56 70

A

5

= 2. HEEC PR AT R L #HI06TMEC, P H#1048AMSE G, F:#1127TH5C
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ANALYSIS OF Ul-snRNP-A GENE VARIATION IN PATIENTS WITH ANTI-
RNP-A AUTOANTIBODY.

Mitsuo Okubo?, Ai Kobayashi?, Jun Okada®, Hirobumi Kondo?,
and Hiroo Maeda"

Division of Blood Transfusion and Cell Therapy, Saitama Medical Center, Saitama Medical School .
Department of Internal Medicine, Kitasato University
School of Medicine

To clarify whether the RNP-A genes from patients with anti RNP antibody have sequence variations, we analyzed
DNA of exon 1-6 on RNP-A gene. Thirty one DNA samples with informed consent were obtained from the
patients with anti RNP antibody. PCR amplified DNA fragments were cloned into plasmids and then analyzed
DNA sequence. The resultant data were compared with DNA database, such as Genbank or NCBI. There were six
kinds of DNA sequence variations in RNP-A gene from the patients. Especially frequency of variation: T — C at
1006bp was significantly higher than the frequency of healthy donors’. It was also found that variation: A — G at
1048bp in 3° UTR of exon 6, which is known as an RNP binding site to RNA. From these results, it is suggested
that DNA variations of RNP-A might be a pathogenesis of anti RNP antibody production.
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SEREE FIE IR
WA HE MHAEE. B) & BHEZ, #TFEM, 2¥ @
eEME. TR 8. BEiEs
AT I BER% NeR 3 A 2 B R P R
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BORERBICBITS5HCHEOMEIEOZ<IIRNA-ZEHOESHK T, BAKTIC
M LHUEITMA,. RNAICHT 2O EELRERE SN TWS, Bif. 43258
DT LBEFIORNASA 75 )—ERAWEAI ) —Z VB ED, Y- L
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ZORNADBMCTD BLUSSHEMBE LKL T 22 E2|EL 2. 4B, MCTD BEDH
TS1-RNAHUEZ S ITRETHREL . TOBRKNERICOWVWTEHN L 7=, MH#AEIMCTD
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R, FidsDNAFiA2 ESBRIZBH AN/, A5G SHESROT B ENNICER
T 5 &, MTSI-RNAHUK i A BRKERCEEREFFROZR E EITUTERHL TW/A, B
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(SLEMk SEROIEEME S ML, KBRESEOBEELLRD S 3 EMNRB I N,

A BIREM

FUFLARNAGA TS —RICTSSEBEIVRE
X7z, BITSI-RNAHIEOMCTD 8312815 IR
REVBEENERICOWTRIFLE.

B. MRAE

TS1-RNA Z32P THE#E L. %SRBI TMCTD,
SS. #iU1 RNPHiERMSLE, 18£8 Y 7 < F(RA)
BEMEEORISEERFL . MCTD BHOH TS1-
RNABUERR B O BER RBIC D W TR MR & Lk
AL, 512, HiTSI-RNAHifE &S UL RNP ik
EOHBEFNBENT. HUL RNPHIKEHE & et
@ SLE B#EOP TS1-RNA HilkBBHER A ks U
foo RIEIL. %Binding = [ZCM L 7=8ifk - 2P 52
TS1-RNAE & EOBEHEE(com ) /L 7= 2P &
# TS1-RNA O & (cpm )] X 100 L LTEE
Ufe. F72. HeLaMifa i & = h & 0 filiH U /- RNA
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i
(REHNOE K

BERLEILNFLTT. HRERLEBAOREN—
LWESEEL .
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1} HRBBERICIBITLH TSI-RNA FikOHBR
FTSI-RNAFUAIISSHEF 053.3%I2 DWW TMCTD
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D13.3% IR, FREICERE ST (K1),
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MCTD IZ3WT SLE 8 R & OBIE#EAED 517
7=, #L U1 RNPHKBE R OB SLE 2 BT 550
TS1-RNAHEOHBERERFT L7, TOHE. 0
TS1-RNA #ifEEH4 2T Ul RNP B SLE BE T
48.45% LD 13.3% ICHBL THABRIERLE
o T (2).
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J—BBEOHREZRD TN, TOBRFHOREE, &
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TAHARNAFRE I -7, ZORRLD, ZOH]
EFRTHREZIN 28 TIIAMEY O RNA &R
Lty Z & & FAEZ, UL RNP &ORI bR
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RNA S HAMES L AEEE, 972 B ribonucleo-
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Antl-TS1-RNA antibodies (n=104)

Clinjcal features
with (n=33) without (B=71) p value
Raynaud’s phenomencn 87.9% 95.8% N§
Swollen fingers or hands 515 803 0.001
Polyarthritis 81.8 7.5 NS
Lymphadenopathy 4.2 16.9 N3
Malar rash 21.2 239 NS
Eruption n3 3.9 NS
Photosetsitivity 8.2 12.7 NS
Oral ulcer 6.1 15.5 NS
Alopecia 2.0 S5.6 NS
Pericarditis 6.t 4.2 NS
Pteuritia 6.1 1.4 NS
Proteinuria (> 0.5g/day) 60.6 352 0.01
Hypertension 242 8.5 0.01
CONS involvement 3.0 28 N3
Sclerodactyly 42.4 36.6 N3
Skin alcer 121 7.0 NS
Telangiectasia 30 5.6 NS
Interstitial poeumonitis 394 28.2 NS
Abnormality of pulmonary function tests 45.5 394 NS
Pulmonary bypertension 3.0 4.2 NS
Hypomotility or dilatation of esophagus 9.0 2.9 NS
Myalgia 213 493 0.0
Muscle weakmess 303 46.5 0.01
Sicca complex 63.6 38.0 0.01
Thyroiditia 18.2 211 NS

Values are percentages. NS=not significant.
CNS=central nervous sysiem

Anti-TS1-ENA antibodies (n=104)

Laboratery findlugs with (n=33) without (n=?1) p value
Leukocytopenia {(<3000/ul} 18.2% 239% NS§
Lymphocytopenia (<1000/ul} 63.6 60.6 NS
Anemia (<11.2g/dl) 213 26.8 NS
Thrombocytopenia (<100.000/ul) 91 13 NS
Increased ESR (>30mm/hr)y 58 634 NS$
Increased serum level of CRP (>0.3mg/dl) 36.4 324 NS
Tncreased serum level of CPK (>93IUA) 21.2 29.6 Ns
Increased serum level of Amy (>4001U/M) 273 26.8 NS
Increased serum level of [gG (> 1700mg/dl) B7.9 8.1 NS
Tncreased serum level of IgA (>410mg/dl) 455 254 0.05
Lacreased serum level of IgM (>260mg/dl) 6.1 4.2 NS
Hypocomplementemia (<25IU) 27.3 15.5 N§
Rheumatoid factor (RF) 18.2 36.6 6.05
Platelet associated IgG (PAIgG) 6.1 56 N§
1gG-rtheumatoid factor (IgGRF) 6.1 84 NS
Circulating immume complexes 273 6.8 NS
Anticardiolipin antibodies (aCL) 21.2 225 NS
Lupus anticoaguiant {LAC) 9.1 5.6 NS
Anti-Ul RNP antibodies 100.0 100.0 NS
Anti-Sm antibodies 364 16.9 0.01
Anti-$S-A antibodies 54.5 31.0 0.01
Anti-$5-B antibodies 3.0 7.0 NS§
Anti-Topoisomerase | antibodies 0.0 0.0 NS
Amnti-Jo-1 antibodies 0.0 0.0 NS
Anti-dsDNA antibodies (RTA) 54.5 380 0.05

Values are percentages. NS=not significant,
RIA=radi oiminumoassay
daDNA=double-stranded DNA
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CLINICAL SIGNIFICANCE OF ANTIBODIES TO TS1-RNA IN PATIENTS
WITH MIXED CONNECTIVE TISSUE DISEASES (MCTD)

Yoshinari Takasaki, Keigo Ikeda, Kaoru Hirokawa, Masuyuki Nawata, Masakazu Matsushita, Ran Matsudaira,
Kazuhiko Kaneda, Ken Takeuchi, Hiroshi Hashimoto.

Department of Intemnal Medicine and Rheumatology, Juntendo University School of Medicine

Anti-TS1-RNA antibodies were clarified in sera from patients with Sjégren’s syndrome by using a random RNA
epitope protocol, and we investigated the clinical significance of anti-TS1-RNA antibodies in MCTD patients.
Anti-TS1-RNA antibodies were detected in the way that the transcription of *?P-UTP labeled TS1-RNA was
immunoprecipitated with sera from patients. We examined the prevalence of anti-TS1-RNA antibodies in 104
MCTD patients and studied clinical characteristics of patients with anti-TS1-RNA antibodies. Anti-TS1-RNA
antibodies were detected in 31.7% of patients with MCTD. The frequency of proteinuria (p<0.01), hypertension
(p<0.01), sicca complex (p<0.01), anti-Sm (p<0.01), anti-SS-A (p<0.01), and anti-ds DNA antibodies (p<0.01)
were more predominant in MCTD patients with anti-TS1-RNA antibodies. These results suggested the strong
association of anti-TS1-RNA to lupus like syndrome, and we studied the relationship between anti-TS1-RNA and
anti-Ul RNP in SLE. Then, anti-TS1-RNA antibodies were detected significantly higher in SLE patients with anti-
U1 RNP antibodies than those without anti-U1 RNP antibodies (p<0.01). In the longitudinal studies using 3 patients
with MCTD, the titer of anti-TS1-RNA antibodies changed in parallel with disease activities.

These results suggest that anti-TS1-RNA antibodies are correlated with the clinical features associated with SLE
in addition to sicca complex, and the detection of anti-TS1-RNA antibodies is useful to evaluate the disease activity
in MCTD.
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DETECTION OF ANTI-U1 RNPANTIBODIES BY MESACUP-2 RNP -
COMPARISON WITH DOUBLE IMMUNODIFFUSION PERFORMED IN
MULTIPLE LABORATORIES.

Yoshinari Takasaki", Keigo Tkeda", Masuyuki Nawata'> Masakazu Matsushita®, Hiroshi Yamada", Ran
Matsudaira”, Tetsuro Yano", Kaoru Hirokawa'’, Kazuhiko Kaneda", Ken Takeuchi'’, Hiroshi Hashimoto",
Akihiro Murakami?, Kazuo Kojima?

Department of Medicine and Rhevmatology, Juntendso University School of Medicine"
Medical & Biological Laboratories, Co. , Ltd ®

The sensitivity and specificity of enzyme-linked immunosorbent assay (ELISA), MESACUP-2 RNP (MC2-R),
were compared with those of double immunodiffusion (DID) performed in different multiple laboratories. Using
sera obtained from 59 patients with MCTD, 29 with SLE, 5 with SSc¢, 7 with PM/DM, anti-U1 RNP antibodies were
tested by MC2-R, and DIDs that were performed in three different laboratory centers, A, B and C. Anti-U1 RNP
antibodies were detected in 68 out of 100 sera, and 32 sera were negative in MC2-R. Sixty-six of 68 sera positive
for anti-U] RNP in MC2-R were also positive in DID performed by A and C centers, but only 63 were positive in
DID performed by B center. In contrast, all 32 sera negative for anti-Ul RNP by MC2-R were also negative in DID
tested by A,B and C centers. To confirm the specificity of MCR-2, 5 sera that were positive for anti-U1 RNP in
MC2-R but negative in DIDs, immunopricipitation study using 32P labeled Hela cell extract was performed, and all
those 5 sera precipitated Ul RNA.

These results suggest that MC2-R has higher sensitivity than DID and is specifically reactive with antibodies to
Ul RNP.
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P53 antigen in serum samples

Mean

Diagnosis N Age P53 (pg/ml)
MCTD 21 37 1180
RA 29 58 8759
Sij 9 44 1440
SLE 10 35 45
Healthy 9 36 190
control

#2. p53 antigen and rheumatoid factor in MCTD

Diagnosis No p53 (pg/ml) Rheumatoid factor
MCTD 1 2862 1

2 5327 53

3 3106 5

4 3710 47

5 8376 NT
MCTD+PH 1 7586 259

2 289 651

3 361 19

_53_



p53 (pg/ml)

700

_ 600
2500} ¢
&
o 400 + o o
o i ¢
.E 300 *
= 200 g R
s 100 §° o
0 1 1 ] ]
0 20000 40000 60000 80000
pS3 (pg/ml)
E41.Relationship of rheumatoid factor and p53 antigen
3500
3000 |
2500 |
2000
1500 }
1000 }
500
0 1 1
1982/1/21 1990/1/30 1992/8/4 1993/9/6
24 y.o. 33 v.o. 0. .0,
Pre;nzncy Lyrl:{ph— 3By igp);,,ius
adenopathy
PSL:5mg PSL:5mg PSL:15mg

B2. p53 antigen in MCTD patient No.1 without PH

_54_



10000 .

8000 |

=

£

< 6000 1

(o))

3 4000 |

2000 |

Q.

0 1 1 ]
1992/9/18 1993/6/15 2000/6/12
42 y.0. 43 y.0. 50 y.0.
Myositis -
PSL:15mg

3. p53 antigen in MCTD patient No.3 without PH

THE DETECTION OF p53 ANTIGEN AND ANTI-p53 ANTIBODY IN THE
SERUM OF MIXED CONNECTIVE TISSUE DISEASE (MCTD)

Hidero Kitasato", Jun Okada?, and Hirobumi Kondo?

Department of Microbiology, Kitasato University School of Medicine"
Department of Internal Medicine, Kitasato University School of Medicine®

To evaluate the role of p53 in MCTD, the serum derived from 21 MCTD cases were examined for the expression
of p53 antigen and antibody, using ELISA test. The serum derived from 29 RA, 10 Sij, 10 SLE patients and 9 health
control were used as controls. The p353 antigen expressed in the serum from 11 MCTD, 17 RA, 5 Sij cases and 1
healthy control. Anti-p53 antibody was not observed in all cases showing high level of p53 antigen expression. No
co-relation was found between p53 expression and rheumatoid factor in the serum derived from 7 MCTD and 13
RA cases, showing high level of p53 expression. Furthermore, the expression of p53 increased with inflammation
such as myositis and nephritis, in 2 MCTD cases. The size of 53KD was found in 1 MCTD and | RA cases using
Western blotting with anti-p53 antibody. The type and role of p53 antigen will be evaluated in future study.
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12. BEEMESHEERICHRET e NEERE®F DK

I B (e B B F 3R OB 4R
5B R xaT
Broct o g
i M A LT EAREHRBER ) 7Y FRBL Y -

MRES

M EREL. BOEESHBRMCTD)OEMFHRERETZEERSHED—
THHMN, TOREOHFEZBESMIINTHREN, FIT, BL4IMERERFHE
Vi ENEHMREERFTHE L B2 >—1 (ET-1). 7>F47F2 2210 (AglD
DREER~DOESEBESMIL, X512, MERREHZETS—BELEE NOD
REE TS EERECEERERTH S I LR,

AR BR

MCTD iE. STUIRNPHAEDOEL 2 BH ST 5RE
FHOHACOREEBRTH Y, TORBOMEAD LU
BRANIBFEEORRENRLEEEZSNTNS, 1
U1IRNP fifkiatt = 558 & 95 MCTD Tid, Mimim/E
EDEMHHEENRSG <, EMPRICIKEREEED A
Th5, B, B2 0MERLRENRS IH, BEHN
TTOLNTHEN, HBEELIEAT. KT
BHEMOBIEEEZSNTNS, IOBERKIZHENT
HHUIRNP FURREPERE B Tld. #Kat 201 il & ifn £
EOEHVERETH 5. REEIRMIZIBNLT,
MCTDIZFRY D Mim M ERE L. BEMNROMNIR « iR
OWER, MmEOINHESEICED MENBEOREIZLD
WENEREINTNDEZBZLSNTVS, TO7ED,
FIULIRNPHIE S MERNKBEEOH SR I N TN
LN, FHIAHTH S,

T, MEANEGEEORERE LT, mENHEETOR
AR TOBRMEL. BXU MEHRRFOELEN
M SN T DAREMEDNE X 5N 5. SEOWIZETII.
mMENHERFELT, T2 REY 22— 1(ET-1). 7
FATF 2 MAglD %, MEEREFEL T8
HHERINOYEEZNTINRMEM P THE L, Jlis L EE 5
iE & D5 ARFT 5,

B. AR A%
MCTD 835 194 (ftim i FE5E & #6514 5) . 2 A

106X D, M4, mEZHFBRL. #EET-70CIcT
L, MERET-1 BEBIUMEP A #BE %+
ELISA F v MIZTHIEL /=, NOX, #EFICTALER
HFTHY, TORMEHTH 21MET Onitrite B &
Uinitrate DR & AR THlE LNE+S NO B
EL7=.

C. IRER

MENFHERF & LU TET- 1B LAl OFRMB@m P T
OBWEEZRFEL 2. B 1IR3 LDICMCTD To M
HET-1RBEIX, BEALEBL, ABICEHETHH
7z (6.2pg/mlv.s. 1.6 pg/ml, p<0.01). X 5I1Z/i%E
MERE S FEI T, 8.7 pg/ml SEHIZHML TWH/=,
I {& P Agll B IE, MCTD T, 18.9 pg/mITdH b,
BEADIOSpe/ml IZHLU. ERIZEETH - 775,
i o= MUESE S HE6) S IES B TOERA SN
(B42). —H4. MEPRNOEEIZ. MCTD Tid. 107.9
WM THD, BEADRS LML UAEIZHEMLT
Wiz (K 3), Il fEfES HH6 T, 89.0 uM &% A
EEMNL, EEHAIEHBELAEICETL T
(®3).

D. 8

MCTD fE#] Tid. KHEMLP TOMmMEMBHRE T, ET-
1 BE Al OEMHERD 6Nz, KA P T O8N
3. FERFATOREZREL THhEZENEEEH
5, MEOWRB LB EBZLNZ L1/ —BH&BIL.
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