12. ELISA KU PCREZFUE MCTD (CBI3 2 Chlamydia preumoniae %

DHERRES
SHEBFRE o e g
et 1 W AGe D e
T I i 2% LR SR A
AL BRI R R R
MREE

Batt S (MCTD) i, IdiEE 2SR E s T8 TH D, IHE. B
AR, MEd. BOTE S OBEAER SN TWa, Chlamydia pneumoniae Bt & O
PIEEZEHOMZT A2 &3, O TEEELEZ S5,

T I THEEE S U - ELISALIZ X B Chlamydia pneumoniael i i o512 . PCR

HIZE DB ORI E A7,

A. HREN

MCTDIZ 8 il duEAE & 0F 13, EEicikez %
7o d /8, Chlamydia pneumoniae EY:E OB
BSOS MIEINEZEE, AT BFELRHT S
OB EETHLEELZLND, £ IT, FE #
FEINLEMMEZERL O PCR 2T Chlamydia
pneumoniae JEGETEZERI Y54k & ELISA i
#4tf U Chlamydia pneumoniae it &MCTD®
B 2 R AT L /.

B. HiRGE
IEERZFELRBEHNEAN KIZART S MCTD
BETH tMOBEWEBEH 3FNSREEEEB~ LT,
Mmk#[/m. MiFE. HIEROEyF AL C.
Za—EZIERMWTH Chlamydia pneumoniae
IeGHBXTIgATKREMEL /-, MKZ. Vo747
Lo 7 (ZaAR) 2HWTEMDERIREHBEL.
DNAeasy KU RNAeasy (F752)EHNT
DNA & L <IZRNA i L7, i L 7= RNA 2
LU Tid. Omniscript (F74°2) &H W TcDNA %

,57-

AUz £ TRT-PCR #12T Chlamydia pneumo-
niae EHEYOHEBE A, X. DNAIZEL T
PCRIZIZTHIETOEEERAL, RT-PCRBEW
PCRIZEAL 7z primer {1, immunodominant
antigen (53-kDa}% i) &9 % CP53-1/CP53-2 (1)
LU major outer membrane protein gene (ompA)
EEMET L CPL/CP2 (2,3)TH 5%, CP53-1/
CP53-2 IZTHEEN /= PCR E¥IZBEIL Tk, DIG
(Rocheliz & 0 3" FKIZEH X #17- oligo probe & H
72 PCR Southern Hybridization %fF- 7., CP1/
CP2 PCRIZEE L Tid, Touch Down PCR%& T - 7 1%
2. RIBWE® 2/50 &% H W T CPC/CPD primer
(2,3) Wk Nested PCR 2175 7. Control
primer & LT, GAPDH primer (4) Zfty, X
NI SR L. X MCTDAZF—HL0ELH
BRI DWW, ES1 7 1R/ 1%
JNERAWTEHELZEEMERILLL., 72/ -/
Proteinase K{EZRWTHZF DNA % i,
Chlamydia pneumoniae B FDEIEZ 477,
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1. BRI AR AR I BT S HEER - SR - MIFH - 7 FEDRIZ
LIk : 6 9Bkt (ERR1 24E7H 1 S5 ARD)

EEERZME : MCTD, ¥ x—27 L JERE. WSmEE. I/ MREDE
SRER A2
a)fii

fifi P B AR 00 5 B SRR

b)Z D1t
B8 DEL IR, £RH%4, /RBAESRIRE,. KEOHLEHML

1 3% FE 2T
Tablel.
No. ~Sampling IgG index IgA index Diagnosis
171-C-7 1984.2.21 0.38 2.16 MCTD
202-F-1 1985.6.18 0.50 2.60 MCTD
424-D-5 1998.11.11 0.02 0.11 MCTD

FEZRT LD, B Chlamydia pneumoniae Hifk & <12 IgG OEIK o 72,

Sr FHEYER S
1. CP53 DNA PCR (Fig.1)
E.P PCR Southern Hybridization
1 23 4 56 1 2 3 4 56

—— S am o e e e e

T ATH

]

Probe: AGCGGCTGTCAAATCTGGAATAAA
(middle of 53kD protein)
1:F R fR 4R 100ng 4:FI R AR 200ng
rfatear bo—JL sEia oL
3pEHE hO—IL eBMar o)l
Yy



2.Touch Down PCR (Fig.2)

Touch Down PCR Nested PCR
| 2 3 4 5 6

La#kebR, 25:8Ma bo—Jb, 36 ho—JL

2. DMK BT B MIFEETL W R O T2k
7547 1 -

Table2.
No Sampling IgG index IgA index Diagnosis
1 9.21.2000 0.05 0.09 MCTD
12.7.2000 0.89 1.53 SLE+PH
3 12.7.2000 1.25 245 PH, PE,
SLE/APS

4-1 3.28.2000 2.31 6.20 MCTD+upus
4-2 12.5.2000 1.56 4.85

5 5.16.2000 2.06 2.17 MCTD

6 5.16.2000 0.81 4.33 MCTD

7 6.30.2000 1.17 5.50 MCTD

8 6.19.2000 2.35 1.87 PSS

9 9.18.2000 3.75 3.29 MCTD
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Table3.
No CP53  TouchDown  CP53 PCR TouchDown  GAPDH
DNAPCR  DNAPCR RT-PCR Southern RT-PCR PCR

1 +/- - - +
2 +/- - - +
3 +/- - - +
4-1 - - - +
4-2 +/- - - +
5 - - +
b - - +
7 +/- - +
8 +/- - +
9 +/- - - +

R Figl 2 IR & D Mg A DNA MG, CPH3
PCR, PCR Southern hybridization, Touch Down-
Nested PCR IZHWT#H Chlamydia pneumoniae
DNAFBIRZ Nah-o 7.

# 8 Table 3{zm L&D, samples 4,588 ZFL T
IR W IgGHURM 2 7R L 748, Table 4R U
& 9. GAPDH PCRE#IZb b 59, CP53 PCR,
PCR Southern hybridization, Touch Down-Nested
PCRWINHEREETH o/,

D. B8
FHR KRRV B BT B T LR D

MCTD EZ¥ix . FEZHH,S b, MEROILIRE L
A1 5N Chlamydia pneumoniae OB THIZ N/
i, Chlamydia pneumoniae  DNA RIS N0 o
Fro IO EVE. MEEMBWICE TS Chlamydia
pneumoniae FiE® IgG, IgA iV ENEDH
Chlamydia pneumoniacB&EA e o fz LHERIE Nz,
R 2 12 BT, Table 4425k & 5 IR B R AE 1A%
#R Wi Chlamydia pneumoniae Touch Down-
Nested PCRIZ& D 41 fijdp 1 7B W TRHRETH D,
Z @M 16 Fz B LT3 ARBEHIEERN 5 O PCRIZBWT
HEHETH o .

4%, MCTDHEEM 5 O EG T, ELISAKITTH
Chlamydia pneumoniae FUklO&EWEDITDWT. 7
AR R B X OO #1517 & B Chlamydia pneu-
moniae BOBE TN,

Tabled. (k2 & HTIH)

Serclogy results PBMC PCR Artery PCR No. of patients
Positive Positive Positive 16
Positive Positive Negative 3
Negative Negative Positive 1
Positive Negative Negative 7
Negative Negative Negative 14
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1.Y. Kubota. A new primer pair for detection of Chlamydia pneumoniae by
polymerase chain reaction. Micribiol. Immunol.., 40 (1), 27-32, 1996,

2.F Blasi, 1, Boman, G. Esposito, et al. Chlamydia preumoniae DNA
detection in peripheral blood mononuclear cells is predicitive of vascular
infection, J. Infec Dis., 180, 2074-6, 1999,

3.CYW Tong, M Sillis. Detection of Chlamydia preumoniae and Chlamydia
psittachi in sputum samples by PCR. J Clin Pathol., 46, 313-7, 1993.

4.1Y Tso, XH Sun, T Kao, KS Reece, R Wu,:Isolation and characterization
of rat and human glyceraldehyde-3-phosphate dehydrogenase ¢DNAs:
genomic complexity and molecular evolution of the gene. Nucl Acids
Res, 13, 2485-2502. 1985.

DETECTION OF CHLAMYDIA PNEUMONIAE IN MCTD PATIENTS USING
PCR AND ELISA.

Hidero Kitasato', Jun Okada®,Hirobumi Kondo?
Department of Microbiology, Kitasato University School of Medicine'
Department of Internal Medicine, Kitasato University School of Medicine?

Chlamydia pruemoniae PCR and ELISA assays were carried out for 7 and 3 samples derived from MCTD and
other collagen disease patients, respectively. One sample derived from pathological anatomy was also subjected to
those assays. Neither Chlamydia pnuemoniae DNA nor RNA was observed in those samples including anatomical
one. In addition, only one MCTD sample was positive for anti- Chlamydia pnuemoniae Ig G ELISA test. We hope
to get more samples showing positive for ELISA test and try to detect Chlamydia pruemoniae antigen by PCR.



13. £/70—-FIRI27MOVRED 2 U /5D

IEPIRZHRRIC R 139 R
SERRE : ER =
BithhE  RR OBz BH OEX

iy HEERRSET LILE—D) T2 FR

fRES

FirarRED ) HE (ant-TM) FHmENE#REGE (AECA) @1 D2THO,
BEmICES i MEE (PH) O - ERICES L TWaA a2 REL Tha, 5,
£ /7 a—F) <7 anti-TM (MMoanti-TM) 2R W TE bEE#ERIK Ak O e M s
B2 (EC) ) cytokine 43 - EFSTRBIC KT TEE LML, bO REZ2 Y >
(TM) EGF RAA ORI DI 23T T 2 3 FEHD MoManti-TM (21-5D2 ; protein-
C &AL & thrombin &5 &8k DR H M 5 Bt /- B 2528, 21-4G3 : thrombin &
s AR, 21-9H12 ; protein-C #5 &R 2 ) =RV, B L LTIL-1 8,
Bt & LT mouselgGl, mouselgG2a &M=, 3 f¥ED MoManti-TM 21T IRE
R 1EM - mouselgGl, mouselgG2ailth Tk DL ECIZHEE L. mouselgGl,
mouselgG2atiECM B DIL-1 8, IL-6, IL-8 5323 L /s o /o At, 3HEHE O MoManti-
TMIZIBERES T, BB S ITIL-1 8 ERRICECHSOIL-6, IL-8 /L2 E™L
7o IL-1 BArikZ&ZHeMm - 7=, mouselgGl, mouselgG2aid EC O#EE 7 (ELAM-
1. ICAM-1, VCAM-1) RB AL 7 -7/, 3RO MoManti-TM X REKRTFMLIT,
IL-1 8 EREBIZABMZY —~ &35 ELAM-1, 8B —7 &9 5 VCAM-1, Kt
@& IS 5 ICAM-1 ORB 28U . 3EEO MoManti-TM DT I 5 DFER
T ZEA BN T, BERFER M ICEET S anti-TM 3Bk EC Xm LICEEI
TFET A TMICES L, IL-1 FEFEHICECASDIL-6, IL-8 7, ECERELOEED
FREAMBRTSZEICLD PHRE - #RBICHES L TOLAAREMNRRIN,

A. THREN

B & v 4E B2 B R 7 i 7 P anti-TM 23R
L. AECA® 1 DTh2AkeM BERIIESPHD
K- EEIIES L T2 agElEE2HEL TWLY. £
T, TMOEGF R AL D ORZDHMIZEMT S 3
XD MMoanti-TM % Fi T EC @ cytokine 73l
BESTERICIIREEMRL /2.

B. (RARAE
1. MoManti-TM: TMDEGF R A > QR 5746 %
p3 7 3 FEEE O MoManti-TM (21-5D2 (W74 =
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2 IgG1) : protein C &L & thrombin # & #4
OB SENTZEGF RAAL VITHSE, 21-4G3
(IgG2a) : thrombin-binding site % i858, 21-9H12
(IgG1) : protein C-binding site Z3¥i#) (FL¥E&H
IT¥ ) #5) zRHLE.

2MoManti TM @ EC ~D#& : 2#EH DO E M
% i sk EC % 5%gelatin BTZLE 96 7K plate 2
10%cells/well T DiEfE L /2. 2 HiZ EC A IR AI
confluent Tmonolayer & /oo 7= Befs T, S8l % b
& RAZ5EEOMoManti-TM (FA IeGRE : 10
@ g/mD) BEML, 37TC60 MLz, Hks [
%, PUATR IR R T, 1% FCS-M199 T2EHE% L,



1% paraformaldehyde - PBS T 10 B EC ZBlE L
7z. BEEEPBS T2 EH%EH L, well N % 3% BSA -
PBS Tcoat L/, peroxidase ###i mouselg
(1%BSA - PBST 1000 f5FH) #=FmML, RET60
AR R TH1% BSA-PBSTSmiphiE L, #
IS 2T 450nm TOD. & RE L, k&
HExtiE & LT mouselgGl, mouselgG2a & B W=,
3.MoManti-TM @ EC @ cytokine 7 & UMEF > F
RBICRTTHE : 2B O FMEHFERMEE EC
% b%gelatin ATALE 96 XEE plate iZ 10°cells/well
TOBEL . 2 Hi% EC AUEE 24T confluent T
monolayer &75 - BB TR 5BE O MoManti-
T™M (BRIgGH|E 110 v g/mb ZFEML, 37°CHE~
DOFFFEBEL 2. BEKTH, EELELERRL,
1%FCS-M199T 2[RI #H L, 1 %paraformaldehyde-
PBS T 104 M EC 2[E L 7. BEE#% PBS T2 Hik
# L, well N % 3%BSA - PBS Tcoat L 7-. biotin
B#T /7 0-—-+ 127 ZHELAM-1, ICAM-1 8>
WEVCAM-1§iitk (2T 1% BSA - PBS T 100 {57 8)
ZHRML, ZERT602MEEE L, #T#1% BSA -
PBS T5 EWEH L, peroxidase il streptavidin
(1%BSA - PBS T 1000 &% 8 2iEmL, HET60
SIS E L BT 1% BSA-PBSTSEIPEHL,
AR & T WIR I 450nm TOD. EAEBIFEL -,
B U7z b5 % -30°CTHRIFL, HHIEEE FiFd
DIL-1 5, IL-6, IL-8 BEE &4 D ELISA kit 5
WTHRIEL 7= Bt 2 > hO—J1 & L Trecombinant
IL-1 3 (rIL-1 B) (BU/ml) %, B> ho—)L
& L TmouselgGl, mouselgG2a &M/,

C. AREBR

l. MoManti-TM ® EC ~®f& (Fig. 1.):
mouselgG 1, mouselgG2a (Fig. not shown) i21gG
REREHIZERBIEOBMNZEMNE S ECAOEEE2 R
B7=Hs, 3FEEO MoManti-TM i mouselgGl,
mouselgG2a IZH L Tk 03 < iZF 1gG BEEFE
WECIZ#HE L/

2MoManti-TM @ EC @ cytokine 77 RIF 3 28
2AWFREIEEICTRE I > b2 —IL® mouselgGl,
mouselgG2a 2 ECICRIGS® TS, 1L-1 8, IL6,
[L-8 i EIn &b i mo 71278, rIl-1 8 (5U/ml)
FERIZIL6, IL-8 712k /=, 24 BefgiEssis
T 3fEE @ MoManti-TM i1 IgG MBSk 117 IL-6,
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IL-8 sriiea U 7=/, RiZIL-1 B &5 ish-
Tzo RITIIL-1 8 (5U/mD K& % O MoManti-TM,
mouselgG1, mouselgG2a% 10 1 g/mIDEE TEC
RIS, RSB TEC SO IL-6 RIFIL-8
iz LA~ (Fig.2., Fig.3.). mouselgGl,
mouselgG2a (Fig. not shown) 12X 2% IL-6, IL-8
STIRIEERIE DS (1%FCS + M199 alone) &IiZFH
BETH/, rIL-1 § GU/ml) IS &35
FHIZECHSDIL-6, IL-8pihZEskl /. 3ME
@ MoManti-TM & FrfI#EE & 32 EC 4 5 @ IL-6,
IL-8 srilh B L 7z, 3 H¥BEO MoManti-TM DT
EC/HhSE?dIL-6, IL-8 MbEIZEZEZDRMo -,
IMoManti-TM D ECM S DEC OIEZESTREICK
T EE  mouselgGl, mouselgG2ald IgG M2
HEMIWTHECOELAM-1 (4K, VCAM-
1 (8HFfEIE#), ICAM-1 (24 RERIIZH) ORI 2
UMk, L1 8 (BU/ml) 2 HE ARl
7eo 3HEEHO MoManti-TM i3 [eG EE K712 %8
EHEL . RIZrIL-1 8 (5U/ml) RUEL O
MoManti-TM, mouselgGl, mouselgG2a % 10 1
g/mlOWETECIIRIGS Y, HHZEEIZTEC®D
ELAM-1, VCAM-1 RONICAM-1 W Z 5L 7~
(Fig4., Fig.b., Fig.6.). mouseigGl, mouselgG2a
(Fig. not shown) 12k 2 EE S TREIIEREDOH
(1%FCS - M199 alone) &IFFRBETL AN
7z 3FERIOD MoManti-TMIZrIL-1 8 (5U/ml) &
FIERIZ 4 KiH 2 — 27 &35 ELAM-1, 8#Riz L —
U &9 % VCAM-1, Bl & Hic#ms 5 ICAM-
1 DFEH AL /=, 3FEED MoManti-TM ORI T
B TORBUIEEZDRM S,

D. & &
SEOBEFHC LY, MoManti-TMIZECEX®mLE®
TMIZHE T3 ZEIEDIL-1 HEREHRICECHh S ®
IL-6, IL-8 i &ML, £~ ECOREFFRED
WLz, Zh S OEMIIMoManti-TMIZ L 2 TM®
EGF B A ORI TERZED Mo =, anti-
TMATMIZ#EET 2 Z EICK DS A O T NF-
KBIiZZ 7 INHMAD, NF-kBAERILEIhZ 2 &1
K0, ECh5DIL-6, 1L.-8 538, EC migss
THEBBIZDE >R ENHERHZNS, 5%, =
B¥iZ EC NT NF-kB OIEE(LAIHB L TLahE s
EZNF-kBEBTTE THRHT2HENE2 L Bbh 5,



VCAM-1 expression

Fig. 5. MoMantiTMiZ X 3ECOVCAM-1
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R4 IBEREMMBERICanti-TMAEET S5 2 & 58
HLTWw3L, HERLIErecombinantTM (rTM)-
Sephalose HP W9 AZ2HWTREREFMED S
IgGanti-TM Z 8 L, HH# lgGanti-TM MEH{LL /=
ITMICHB T2 2 2L T3 GREER), BERIE
FlMFEF O anti-TM 2% in vivo i BWTBEIZ TM 2%
HUTWBHERAN* TTMIZES T2 2 itk 2D
W2 EC /G @ eytokine 77, B TERBRAMEL,
BITHRER, BER, V) B EOREMMMNEC Iz S
L, {EMfean, OEE~ORESEEINDS, Z0LD
T REE THEEIAR O M N R EE, mEXNHEL, iz
PHOWBIZ DRAS I ERIZN 5, 58, BERIC
£S5 PH fEM| 1 3k O & 8 IgGanti-TM A1 MoManti-TM &
FROIERERL THDNENEEIZRFL TH <QBRE
MhHdEELNS,

X W

L&R H, BREZ, &T7HT FHIEE, BSO8R BEHIC
HOMEMEREEACH PR AR Y 2 S T RE -V
Wtk O T A S E R R R RiR SRS S HRm B
SR - B SRS SR O MRE. B S UIRNPHRIZES
DU - PR 11 HEHAEES ppd0-4, 2000

2.Maruyama 1, Bell CE, Majerus PWJ. Thrombomeodulin is found on
endothelium of arteries, veins, capillaries, and lymphatics, and on
syncytiotrophoblast of human placenta. J Cell Biol 1985 ; 101: 363-71

MONOCLONAL MOUSE ANTI-THROMBOMODULIN ANTIBODIES BIND TO
ENDOTHELIAL CELLS IN VITRO AND INDUCE CYTOKINE SECRETION AND ADHESION
MOLECULE EXPRESSION

Taku Yoshio, Hiroyuki Nara, and Seiji Minota
Division of Rheumatelogy and Clinical Immunology, Department of Medicine,
Jichi Medical School

We have reported the possibility that IgG anti-thrombomodulin antibodies (anti-TM) might be related with
the pathogenesis of collagen-disease-related pulmonary hypertension (PH), so we investigated the ability of
monoclonal mouse anti-TM (MoM anti-TM) to bind to endothelial cells (EC) derived from human umbilical
veins and induce cytokine secretion and adhesion molecule expression. Three kinds of MoM anti-TM, that
react with different sites of thrombomodulin (TM) EGF domains, were used. Recombinant interleukin- 1 B
(rIL-1 8 ) and mouse IgG 1 and IgG2a were used as positive and negative control, respectively. Three MoM
anti-TM bound to EC monolayers in a IgG-dose-dependent manner more than mouse IgG1 and IgG2a did.
Three MoM anti-TM augmented IL-6 and IL-8 secretion from EC in a IgG-dose- and time-dependent manner
in the almost same way as rIL-1 8, but did not IL-1 8 secretion. Mouse IgG1 and IgG2a were without effect.
Three MoM anti-TM up-regulated the expression of endothelial leukocyte adhesion molecule-1, vascular cell
adhesion molecule-1, and intercellular adheston molecule-1 on EC monolayers in a [gG-dose-dependent manner
and in the same time course as rIL.-1 8 . These results did not significantly differ among 3 MoM anti-TM.
These results suggested the possibility that anti-TM in patients with collagen-disease-related PH might bind EC
surface of pulmonary arteries, on which TM exist abundantly, and induce cytokine secretion and adhesion
molecule expression, facilitating leukocyte recruitment. Such events on pulmonary arteries might lead to vascular
damage and vasculitis, resulting in PH.
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SRS
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RAGR ER
HEERKFRAERY > 5Bl - HIEER

MrRES

MCTDZE O HERERBRDFRICIEROBRETREEMES LBEAI LICHETLE
EFNRT LN D H S, Bif Genome project DEREN—HFIHTED L DR,
BADEBOBETRE L BWNICRITTES XD Ao/ £IT. MCTDEED 198
ek o C3. ICAM-1, RNP-A, RNP-70 % 21— 1§ 3 i QAR AT 2817 L 7.
(FABEES) BEABIUE FUIBEEMAR. T 2RI L /28E (exonl ~6
Lz OO intron) TOEERSF—TH- 08 (MEEHF7) MCTDEE RRORE
flFlitexon 1 @ leader segment 2 ST BHAIZHB N TCTGACTTCHACGATTCA L
deletion LTW/. FHEFTIEIRNP-A @exonb & 6 OO intron & EFO C 3 ()
Dexon iz HERNEED 5N /-, RNP-A @ transcription start point @ CTTCC  motif A
1z deletion & - f= = & &, RNP-A O transcription i 8% 52 TWS A EHAIH 0.,
C 3CRFKEADETMCTD DFEICHE L TS EHES N,

A. RREN

HROFEEGT ORI T, FEDRENERL
TLWARZLCERAD genomen s, HBLEREZ D
Dz B THR EICEET AR THENED S
hT&%, LAL. MCTD 288 H SRR RBDRE
CREROBREZTEENESL. BAZEICZEETS
BEFVRADTREMESH S, KLhuman genome
project. WHW 3 b 2 EE R FIRHFIE. ORRD
—HHATESLDITRTEL, IS OBTHE
2HHT S &, BEAOEROMTT B 2 HN IR
WTES, 22T, Rel3InsORETHENHHE
ENDHEE. WERBHFIRITTL0IT, 2k
AENTTICHETL., LAbEHEEEATHRIEZNTHY
5 ZOMCTDIZBWT, BAOHKDORBRE T RE O
=iz database ZRIAT D L& Lk, FEE
121 ZOMCTDHE#FE & &fficell linefkMgenomic

DNA Z V., 19 FRAK EDC3. ICAM-1, RNP-
A. RNP-70 #2— R§ 5§l O HER 5| OB 2R
Lt

B. ARG E
R S AE 2B TIRL SN, HEE TORBRD

A66_

EOIELLESNTREZINZMCTD EF 1 £HOR
RBEERHAED genomic DNA EHEA1ILOD
genomic DNA & b IR ERMRRGk. =Sk,
R e SR B 3 D genomic  DNA. ST &iE
PR 19 Hie@iE LD C3, ICAM-1, snRNPA,
snRNP-70 Tdh 5, HRETOHEEFL Genbank
DdataZ e, 81 9BREARETHN BXT
SHERFNINCBIIZ & 0 /A SN T 2EEEHIFE
HAEMBLE CEll) (M.

MO HIERLBETEY ECETET S (86 &
ZET®exon & intron DT RTIZDNTORE & ER
Ei5 % data base THEZEL 2%, intronPiz 3" fl
5 i@ ASS 5005 2000bp BEOEIIIDON
TPCRTEBLDIRTIAV—EHEL THIET D
(4 2), Z®PCR fragment %, ABI 377 #—h
1 — 4/ T 3 H—i7 TDirect Sequence L THEEE S %
data base & lk#kd %, Zhaw C3. ICAM-1. RNP-
A. RNP-70 MEBET B LU ZOHIED intron TH
DRLIFS, HERTIZEENH S -BEITE, £O
#5r OO fragment THEART D & & HIT. BIORER
iEEEL THEEE T %,



Suu:uq.ﬁ symbol

coricnl. links cyto.

o osL 1913

& m 190314132
i mi%

n NI%Ik1q12

Full pame

DKFZps64J1 57 protein

v-aki marioe thymoea viral ontogeoe homolog 2
ribosoual protein 516
CDK4-binding protein p34SE |

SR IR el ke i da byt

a9
193
N gli9glia
&oE19q13.2
oA 19q132
gy %Il
oIkl
ar w19

a gy 19q13.2
& g 19q13.2
ao|9g132
g i9gla2
A & 19132
a s 191329133

B & 19913.32.q13.33 melanona inkibitory activity

exosome component Rrpd6

TCF3 {E2A) fssion parteer (in childhood Leukemia)

boukocyte immmanogiobulin-like recepior, subfumily B (with TM and [TIM
inotaubryoaic antigen-relsiod cell adbesion 4

eibosormal protein SE9

Pharclet-activating factor scetylbydrolase, isofor Ib, gamma subanit (29
¥ specific: beta- L-glyooprotein &

protein expressed in thyroid

it finger protein 45 (o Kruppel-associated box (KRAR) domain palypep

zinc finger protein 224
apolipoprotein €1V

agolipoprotein C.1

zint finger protein 180 {HHZ168)
vasoditatorsimulated phospboproiein

X 1

RNP-A

DNA number

1-210

NCBIZAAERL Tn5HE 1 9B RAKBK (—&) & Ul-snRNP-A gene OEFEENE

exon

482-654

926-1105

1758-1931 || 24179-2507 | 3142-3522

2 H19FREMAKEDRNP-AEET®exon & intron OATE &
PCR7 51 <v—DHEMB
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DNA from a healthy donor

CCTTCCCCCTACTCCCGCCTTACCTGACTTCCTTTTCGGAGGAAGATCCTTGAGCAGCCG

DNA from an MCTD

CCTTCCCCCTACTCCCGCCTTACC GA TTC TTTTCGGAGGAAGATCCTTGAGCAGCCG

DNA from an embryonic fibroblast

CCTTCCCCCTACTCCCGCCTTACC GA TTCCTTT CGGAGGAAGATCCTTGAGCAGGCG

3 HIEECHIRRTR R

T2 CTTCC motif . 2 FH® CTTCC motif {2 MCTD H3#® genomic DNA Tl
T. C. C®deletion 2 513, HEBEFHRTHRICMKEICT. C. TO
deletion 23F¥®H LN/

CCAAT box

o

1GGGAATCGCCATTTAGGGTCT

B el

:

; TAGAGCATCCTGGAAGTCGTAGTAAATCTCTCGAGAGTTCTCT
pyrimidine box motif

-TGGAGAAGCGGGTC CTACGCACGCTTTGTTGTCGCGCTTTIGCCTCCGT

CTTCC motif CTTCC motif
CCTTCCCCCTACTCCCGCCTTAC CTGACTTCCTTTTCGGAGGAAGATCGTTGAG CAGCCG

4 RNP-A gene 5 flanking region O&#H SRLF
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1991 I Venrooij Hi2 & 012845 3 N /z teratocar-
cinoma clone HE D genome R 5 LBk 2) S@%
ABEUE FIRBEMRRE, TEREMRKIIRF L 24
B (exonl ~6 & FDFED intron) TOHEERS|F —
THo M, (FEEHEZ) MCTDEERROEERESIT
exon 1 ®leader segment ICHNU T AEHMTIZBNT
CTGACTTCHRMCGATTC &deletion L T/ (E3).
F&E TIIRNP-A @ exon5 & 6 DD intron & EED
C3 (#N) DexoniZHZTEMNED SN,

D. E§

RNP-ADCTTCC motif NiZdeletionA$888 B -,
/o, BIRHFEHEF MM 3R D genomic DNA T [FER i
IZHRRL L Jodeletionid 0, ZOEITEROhot  spot
MBHII2 VY, CTTC motifid £ < OB LETF. =& %
iTHSP 4 TR ECHELTR I ENEhTVWT, 20
mtoif I transcription  site TH S AJREMEAIB L & HE
ETNTVS ("), LiA->T, ZOMMOEERFO
deletion i RNP-A @ transcription i 85 52 T3
WHEMMH D, MIfRN TORNP-AORIREIT S BA 5 2

TWHDOhbHNR L, £ C3DRE (AFODEDH,
AERBEEBEEMICEN SRV &hET
MCTDDOREIES L TWa E#EEI R 2D LD,
MCTDTRECHEZOLOIEE T2 E T LMk
EOWREBLETREVDEDORAKED DI L HE
DERMNHD, ZHIVERD D NWIREEZBRL TWS
RIEEME B B 7=, S# b genome database ZFIH L
FEMCTDRAE DR OB i i ) E B s
Zhb&EBLIONS,

¥R

1. International human genome project collaboraters. Toward the complete
sequence of the human genome. Homo sapiens chromosome 19 working
draft sequence segment, complete sequence. NCBI, 2000 Nov.

2. Nelissen RL, Sillekens PT, Beijer RP, et al. Structure,chromosomal
localization and evolutionary conservation of the gene encoding human
Ul snRNP-specific A protein. Gene 102, 189-196, 1991.

GENE SEQUENCE ANALYSYS ON THE HUMAN 19th GENOME FROM
AN MCTD PATIENT COMPARISON WITH THE GENOME DATABASE

Mitsuo Okubo, Hiroo Maeda

Transfusion Medicine and Cell Therapy, Saitama Medical Center,
Saitama Medical School

Human genomic sequence databases, such as NCBI databases, are now partiality available in analysis of
individual genome. We analyzed and compared the 19th gemomic sequence from an MCTD patient to the
genomic databases. Preliminarily, gene regions including C3, ICAM-1, RNP-A, and RNP-70 were analyzed
for an MCTD patient. DNA of a healthy donor, of 4 carcinoma cell lines, and of a normal embryonic
fibroblastic cell line were analyzed. In leader segment of exon 1 of RNP-A, two nucleotides were deleted,
that was CTGACTTCC to C_GA_TTCC. We also observed there was one nucleotide mutation in the intron
between exon 5 and exon 6 of RNP-A. Moreover, there was a point mutation in exon of C 3 gene. The leader
segment of exon I of RNP-A is including transcription start point, CTTCC motif, deletion in this functional
segment might be caused transcription disorder of RNP-A.
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