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FEAFBFEMAIMEE Rt TR 29 )
ARG E

HErerEmE 2 (BT 5%

MEBIRAKIC I D UM BRI R O S ML a0 et

SANRE  HFERE ERRMERAEKRY v FRRENR SR
WamAE  ERETFT BEORMERAEREY U FREENR
MEER

B2 bx, FINEARRGE (AECA) @ 5 bl 74KDa HAENRELRBRABE MI5IoE R
ERESND ZLE2HE L TER, 4E, BEOLHAET L3 0582
ERAAT, MBIEHBEBIRE . BEFEMHES, BE LTREALEE AV, E
% & AL human umbilical vein endothelial cell (HUVEC) . Bi%ERE b b MERZIELS
MRS U937, Jurkat, HL60, KS62 %353 L. $HMGE S S® 7, 2 kRS FIG S
B72t. 3% Para-formaldehyde TEE L DAPI Bt %17/ o7,

L ENR S BE MIF CTRABRERIICARVCEROREER RO, BEREE
REBTHLRRICEREIZRABBA SN, £ LT, HUVEC DGl b & a ks
BEMFIZR OGN D50 74KDa B L ORICRVEER RO, BELY,

ERBIRAE BE M5 IR EIC X B Pk O HRENRR Shs,

A. TFEEH

RN MK (AECA) 13, Mm%
FEREE CTHUTFERMIRE B (ANCA)
RWTHRICEDLN L AEHETH
Do MR E TOMEIC, Western blot 15
2E % AWT, AECA O TH 74KDa
ERELBRAICHRIZBREHEIAS -
LERELTERY,
AELIEF E F#IF2O human umbilical vein
endothelial cell (HUVEC) %X U, Hikx
ERE v MERRMEESAN AL 2 VTR #
FETURIEIC & B R bR 2 R
Nt
B. BrRHE

(1) xt%&

MREBIIRZE 23 B, o FRERRE 4
Bl, BIRFEEERDB 9 2 LTREA S
Bl Mm% Az,

(2) WRaKss

HUVEC i, b MOENEMBETZLE
Al HEC-C1 (BSREME~ZF F4b), M
IRFAMIAZD U937, Jurkat, HL60, K562 i,
10% fetal bovine serum (FBS)Z ¥EANL 7=
DMEM £53 (SIGMA 46) Z AWVWC 37 %
5% CO,#EH LTz,

(3) Hkagea

B FeMkaIY Collagenase Type 1(GIBCO
f) T HIBE L%, 2% Normal Donor
Goat Serum T Blocking #7724y, FHH
BE LREAOFROIG 2 RIE ST,




2 eI,
IgG antibody (Molecular Probes #:)% Fu»
THRIGSH, L%, Optiyse B
(Immunotech 1) THIlAZBEE L, + 0
#. DAPIH,0 Iz TRSE L, o %
Theotz,

C. MRHRE

HRZER R M ER ARSI 0 U937, Jurkat,
HL60, K562 3 TIX, MTEARKRICIRS
I, MO SREMREE, BRI E
THREBIh, FORBHGIZAERED
o,

HUVEC TiX, &ZEARE fth o i %
RIEGR, BRAERA CREV Rk
AR bht, Ho, RRERkBED
Pl 74kDa HLEOFEE RS &, R
HRFLE CRFERACEAVRERNR
biv (I 1), FEHEBFE mFIcidBeRmis
LR LR ehote (8 2), 27T,
HUVEC IZ#HB L, BB Z L ITRHN&1T
RO LU, 9, HBuERE DR
BEREARZR a7, () i, &5
BHRFED, MRARERIEEEEo T
VLD, (+) . EEREAEL TR
Niro RERLEEOIENIC R E ~ 7
BEOLD, (24) X, BERESHL
RFoTHBLO, 34) X, BEXRREH
RO BEFE>THHREOLDE LT,
HUVEC # A3 &, EmREREAMBED
Pt 74kDa HURDAMERIEIZ L DR T
SEEVIERR bR (J3),

D. E%#, A

fix O E T, NEERE
T HER R PURIE TR L, MlapikE
PR aBE2RATE, BLBRAM
M CRE. MBI T 10 E ¥ 4Rk

Alexa 546 goat anti-human

R EBEVREEBR LA, Mo
BRIERRECBERBEERMRTL, fix
DK LBRETHRRARAEN AL
72o LdL HUVEC Ci3#t 74KDa HLIAREE
PEIL 35 THERE DRV A 2 R A R
B, AREORERFEARRIZEH L
TWAHZ AR Ehi, 4%, HUVEC
EHAWT, 5l &R EISHUR O EE % i
BTV ER,

E.Z2Z 30k
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i AN RTRORR., EAE
FriE R B R BRI UL B IR
M 22 B35 AN R 10
FEMRHEE, 1999 ; 118-121.

2. EHEER, FUdER, EAERE X
ByAZ. RfaREME « M RIEFREIC
BT HMA ARGk (L 74kDa &
Bk Y5 8E, RAEEEAL
FHER ER MR R EIR At
WRIZHET AN RIEFR 11
BERFFE S &, 2000 ; 107-109.

3. EHER. BREE, BRABE &
REARZ IS 5 LN MR i
(L 74kDa HifF) OXHEHEL D547,
AR AT SR R T #i B & R A
xBTS R MM AT R BT 5
BN 12 FERIEIR MRS
. 2001 ; 134-136.

4. HFHEE, ANEE, EFHE,. £
REHEEF, RURER, IRAEER : BF
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74kDa $ifk) DORICHIEOFRE, H
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Immunocytochemical examination of anti-endothelial cell antibodies for Takayasu
arteritis

Shunji Yoshida (Fujita Health University School of Medicine, Department of Internal
Medicine)

Keiko Tamakuma (Fujita Health University School of Medicine, Department of
Internal Medicine})

We have been reporting that among all anti-endothelial cell antibodies (AECA), anti-
74KDa antibodies are detected at a high rate in blood serum collected from patients
with Takayasu arteritis. In this report, we attempted to examine AECA
immunocytochemically by means of the indirect immunofluorescent antibody method.
Blood serum collected from patients with Takayasu arteritis and connective tissue
diseases, and for a control, serum from healthy people were used. Human umbilical
vein endothelial cells (HUVEC), mononuclear leukocyte, human hemocyte tumour
cells such as U937, Jurkat, HL60, and K562 were cultured, which was then put to
reaction with the test serum. After the reaction of the secondary antibodies was
performed, it was fixed with 3% para-formaldehyde and a DAPI nuclear stain was
performed.

With serum collected from patients with Takayasu arteritis, a strong granular stain
image was observed on the surface of the cell membrane. Likewise, a stain image was
observed on the membrane surface with serum from connective tissue diseases.
Moreover, there was a strong correlation between the intensity of the stain of HUVEC
and the anti-74KDa anttbody positive found in blood serum collected from patients
with Takayasu arteritis. From the above, the existence of antibodies against the cell
membrane surface was confirmed in serum collected from patients with Takayasu
arteritis.



BLEFBHENARMEIE (HAEREBRAEEY)
SR IR AR
SERREE

ANCA BIEME X R UTP ANV N RAELEDIEMABRELT ST AFIEERATHS
SERFEE EMEA, AR, BAEER, HIET. ESLT. BREE,
BERFPE—BR2, JLIR EE2, MEHSNE, BiEE—2, KEFFHT?
FRERRFNEFEREZ— FEAR, ' FRERKRESReESHE?

MEEE

ANCA BIEME R (AAV) DEEREHETH DT A-ULE N ABRIRFE(ASP) OF 451,
ST SAIDERHRFIZOWTHLMNITAEL AL L, 7RV 2 OMEEIC
FETDLINVH Y (BG) 2HURE LI-HREMNHE (I ASB GHifE) %, ELISA Ik
VRIS LAIE Liz, ST &FIOHT Aspergillus (A) FEMZBIET B 712, FKARLSHIC
SMX-TMP 5:1 iR 2 ¥ L, AZfEML, ao=—4 1 XEZHEEL, ST SFDIEH
FEE L. FRISTH, MOEIENRT R-ULE L R (Asp)RIE 2 32872 MPO-ANCA
BEE M & RAEFNAZEIIER E LT ST BAIZHRE LI-BEEBIZOWTIT L.,
ASBG HUEIZ AAV D ASP F5I%IZ BG @ LRI ZH ASBG HilkiZ A BIZIETF L(P
<0.01), ST AL & O MEEFIEIC L D ASP BILDEE T 5 & $ ASBG PikidE e
MPZER Uiz, 41X ST BFIOBEKTFMICan=—+1 X030 L, STAFIOF LT
TANCHEEEEYH S Z LR ENT. MPO-ANCA B8 M1 55 46 (5] oD BEER 1838 O #Z4F
& 0. ST GAIDBIRIGHR DA T MPO-ANCA 2MET L. BHFHERL £330, #5EhT
VT2 ST S M R OTEBIER U TER 72 ASP RBRELOTEEY & MH L T U /- FTREM 2SR
i, ST BFRIPBMETT T2, BHEOTHRE L LTHHFTE 5 5 aaein
R EN. AAV 23T 5 ST SFIIE RIZxhd 5 RS ML R U ASP DIEETEHE
—2L LTHEDEEZIL LN,

A. TR
ARIZANCAEEMER (AAV) (T

XY L RBENERETOEBREGHET
BT AULE L A BYIEASPY DTFH,
ST A FIDIEMEEDOEZRIZOVWTHLM
T AEXESE L

B. HfEFiE

T ANNAE L AOIAREICFET DL Y
Ny (BG)Y RHURE LR RAHIHEK
(Bt ASB GHifF) %, ELISA IZ X D #fsr
L., BEA224, AAVA0 4 (ASPS &%
2te) BRE LI,



ST & AIDH Aspergillus EME A BIET 57+
O, KRB TH B Potato dextrose
agar(PDA)IZ SMX-TMP 5:1 iBfnf % B
L, Plate 13RI A fumigatus, A.niger,
Aoryzae ZFAE L, 1 W, 27°CIZ TH%1%,
Vx¥AT v bans—F A IERHFEL,
ST ERIEFEMO a0 =—H 1 X% 100%
ELT, STERIOEREBELE. Sk
WTHE, BEDORIEHRT 2 XL (Asp)
RIYEX B8O T MPO-ANCA BEEm &4
JEBNZAZMEHE LT ST AHI%RE L
T BIBIZ DV TRESF L=,

C. FEHR

1. #T ASBG FLKITEEH A 22 £ 25 2677
1686 UIZELEE L, RIGFM AAVA0 4413
52U L FEIIEKMETLAE(P
<0.01), (Figl)} ¥ ASBG #ifk & &R
RET DL ASP 05 L2V AAV TifiZ
Glii2pl ER$ D01 B L, ASP (E%
RHZIEB GO ERIT A4 ASBG Hifkix
369+t441U L FEIET L(P <0.01), ST
BRILE D HEEREICL D A ASP &
BHEIET 5 L 5T ASBG FikiLEP )iz
EHRHL:,

2. Afumigatus, A.oryza, Anigare iX ST
&# (Fig2) OREREFNIZan=—Y
A B L. (Fig.3) —F, %k
EWTH D Candida albicans, Candida
parapsilosis THRIERDERZ T2 o728,
C.albicans, A.parapsilosis & bIZHifiL &
Hnighoi-.

3. MPO-ANCA B B XK OBRERS :
B0 EREHE, BR, FR 1441 A, LR
R, TRREEMBL FRISE1 A,

MPO-ANCA253EU, {7 V7 F=|
(S-Cr) 2% 6. 71mg/dl & 72 0 | MIEHAT(HD)
BANELRD, EHMELEROBEIZTY
Br~EEPr & i2 57223, B —D glucan ik 2
AIZ 38.1pg/ml , MPO-ANCA %, 285EU &
AL, STERIOBREZEKB LI, 38
T A iZ 1% MPO-ANCA 130EU, 8 —D
glucan?.7pg/ml L W& & HIZEL, 257
2o FeREMGIR 2 RET52 L
72 Tk — BRI L 2 72, 5 A s
LIFREERCERESZROMLERD
EITLEEBX AFALTLF=Var 1gD
PSNVAREERBIT LN, B> o, ff
RBBHBE L .CRP I 6.7mg/dl £ TLH,
SR RE, SHERA2LRY ., £
PIEEICTRE RIS X DR ER,
RYYEIRRE, FEhiasEir, 25
A FREICTHELEDL L EBCTIC
TILHEE 2 AR 25, L RO
Hilll 3RO ERIZE A HIME £ %,
1 SR A HRFR R B K AT L= SRR R 2 D
TRELLE 9 BB S, (3
BETR] Bo—WichEREEhE 54
FIZTE, A THEERZRED, FEFTS
TOMMHEMIZAS P ikEr2n, —
RIMmEFE~DREGREROL, BT
1 diffuse ICHEHEME Y A K24 5 508K
R ERICARERE 232, BT hETAR
RERDiz, (Figd)
D. &%
ST &/IXS 7 LG, RRHEELR Y, B
MEANY MV EFRFOEANTH S, (Fig
2) SEIOEMNMNG, STERHOYLZ 7
FICIREEESERH D 2 BT aNE.
(Fig.3) ST BFIVMAIT CThe<, H
HOTFHEREE LTHRIATE 5> 598



