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T 25 LETE, /s e—Fafihk1 ORI ES
TR TV BBER, TOREMTRIEL TS HE
B, F3R5TFz2w 7 LT EVIDIX, FEFE
CMEpBERVET. £FO—2LLT, LI, K
OO0 IE fen w0k, D control Lo
205, Tibb, MfEThhiE, HLA OHFEB%E
P, EHEREALISK, Sixrcel Loxbd
2. AR TANT, B4 nEBRBROMENEY L -2
DH D, O ) FESPRERAHERO Tl 2 & F
T, ERT, ThhbRERIBHR, €0, L5
5 EHEDT, BELTHKELWERGWET,
Flg FHESITXVWELL. ThdhbO speaker @

Hit, FOEEBro& BRBOGTHEERCWE B
. SoMETTR. &R, ERiERTERECE
ML, REDECHhBEWIBBRERBELL(VE
WOAMER LT, b5 —2DIFIAE B
TRV EBWEST, el XwERAh. FRT
i, BRoBRL A 20T, BERLEEV 3 EAE
A EBLET, Chhbo ZEECH LY, &
BoLdFh SEERL, TRE VTl T
7.

EORE, BREAOEAL VST, HEOH
Mot BBV LET.

2) b FERERERSESTDE S, 2w —F AHUK

FRA¥EFHREAR BF FE - R/ ER
FBAFEEREF e BF 8 HKTZE

e b ARIRMRIRAB BTk, fIE globulin, kAL
7, B IOBEETEOEARE~OWEITEHE S h,
CHBEDORTFNEORE - BTG LT3 T EAUR
WIN TS, LL, HEARERBIC KT S Mtk
IO E OB OB, Sk L OENE b
W, BRI TCIEARH RS,

AlEEEAE Y OEAR X b, HEEEHE #ifH
¥E o domain R KIST 546D (FRNREY
Lish, WlORER X OMREGEDOEESREDS
Frefvohn s, BET TR, BEGRERE, BEER
WkFEERE, 52V 3BEE homogenate 7o & ¥R
ELTHWT, ARES IORME RO,
Al collagen, fibronectin % & {cHifaEIE 5 ¢ 20
+5ffi4 D monoclonal Hifk# fEE Il T35, AR
REBOHICIX, i monodonal HifkLishic, HER
RS R T marker MBRBETHD. EELIT,
mesangium Hfa% &1 RREFS & %T 5 monoclo-
nal FAEOERY, HEe P REBEEMREHFE L
TRA&, FAaEMEE BT %5 28D monoclonal Hifk
BBIDT, HTOEEEMLTRET 5.

;] =
HER, AS 77 AORERTHREI VELEHE, B’

WHEBAEKPCrORBEEMERT ¥REL, KER
S lmm SLHEHIE) Ui, ABY) LicHs A % 37°C,

54rM trypsin #LEEH, 1,000rpm C5ARhEL L, Ik
W% 20% FBS-RPMI 1640 Rziiic i LAz, D\ T,
50ml #%#% flask i 5ml Fo4% L, 37°C 5% CO,
incubator Ci:FE L. #Afasd confluent TLiRFEDH
1, 0.05% trypsin, 0.01% EDTA 44 Mg?*, Ca®*
free Dulbecco’s-PBS AWK T AUIEHE, REMCESE L.

g ; # BALB/C ~v A6 puic, REREERE
Mifa 5~6 RfkAEE#E L, 10mM EDTA T3 flask
X 0D, 100H% CFA L ldchiELi. REKRS
LI & BRI AT - T,

o MiEOfER; BikfE 4 HBIR, <7 AORID
v RIS AR, NS-1 (P3-NS1/1-AG4-1) &
10: 1 DEE TG L, polyethylene glycol 4,000 %
AT, MfEfa®iT-7%. Mkag&d®a Lo, HAT
EWCI0HM, 3E6ix HT ScloBES® L, M
Afifak R Ui, BB LEPORAELE, EXe b
FEB A AT, BXPAREEET screening Lic.

R FORE  BATGRIEES X OBBEREN
xR VT - e,

monoclonal itk (moAb) © class ¥ L ¥ subclass;
T~y A 1gGy, 1gG;, IgA B IO IgM ¥Hifk%
W, BJEHi AR L OF Ouchterlony ECHiET L
fo.

moAb HIEHIREDTEL ; Burlington 57 0 5
T, BIDRKREY BEEL, EEKCFEELL.
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RO T, cell membrane fraction & extracellular
matrix rich fraction & ic/ZBEL 7. cell membrane
eraction (¥ 1.0% deoxycholate (DOC) &L,
fxtracellular matrix rich fraction i3 collagenase
F ik pepsin TyHE{E, H 2B 2.0M guanidine
HCl, %#7ci% 4.0M urea THiiLic. FhFHRDOTE
{EARAEES 8 L OSRIREFEE EFH O moAb IEH

FEoBREZE LT, dot immunobinding assay ® % H
WTHELL.

fibronectin @ F5%L; Engvall® 505 -,
gelatin-sepharose 4B affinity column % Fu~ T8I L
7.

fibronectin D EEFES# ; Sekiguchil® o FEiE
LT, thermolysin T 22°C, 4®:REIEL L.

Fig. 1 Immunofluorescence of human kidney sections and primary cultured glomeruli with H-13.

a, H-13 reacts with the mesangium, but not thr GBM nor the renal interstitium. ( x 400)

b, H-13 reacts with the extracellular matrix produced by the outgrowth cells in the
primary culture of the glomeruli. (x200)

Binding pattern of H-4 to glomerular
structures. a, indirect immunofluoresce-
nce. (X400) b, immunoelectron micros-
copy reveals reaction product exclusively
on the cell surface of the epithelial foot
processes.  Endothelial cell surface and
the GBM do not bind this moAb. (x
50,000) ¢, immunoelectron microscopy
of NS-1 culture supernatant. ( X 50,000)
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Na Dod SO,/Polyacrylamide gel ¥ X% immuno
blot analysis; AJ¥{L X7 RERIERS ¥ LU therm-
olysin J4{t fibronectin %, 5~15% gradient gel %
F\~ 7z SDS-PAGE X »THHMLEY. BRKkEH®
@ gel 5 nitrocellulose sheet IWEZHNCES L
7212 BZE L 7- sheet i3, 5% BSA-PBS @A T30
SRSAMERTS, BAAHARE 7 NS-1 oRE LR, $2
WIRFES fibronectin HMmME & UGS, FIEHE
peroxidase i~ 7 AH BHLITTFERSE globulin
Vil & SIS & e,

& 3

B ERM L KR T % 2 HE0 moAb AE LR (Fig.
la BXO 2a). “hboik IgM class DFETH- T,
H-13 13, %#Rfk mesangium & FJi L (Fig. la), %
T RBREAEEE T, extracellular matrix XK IG
LTwi (Fig. 1b). H-4 {¥ Fig. 2a OME Bt <
#—vERR LA, BEEERYSEC T, H-4 moiRe b
FHARE & G LT 5 2 LR Ehic (Fig. 2b).

H-4 ®HEHEE, 1.0% DOC LR, 2.0M gua-
nidine HCl ® 4.0M urea CHE (L3N, H-13
JEHUEL, 2.0M guanidine HCl 3 k7% 4.0M urea
THEA LS, FroREROGEEE LT b B SR,
5, H-13 ARGEE biE R X U miEs SRR S
It fibronectin & S L7z (Fig. 3). AEHEE

H-13

H- 4

Fig. 3 Dot immunobinding assay of moAbs. 1, pep-
sin digested; 2, collagenase digested; 3, 1.0
25 DOC solubilized ; 4, 2.0M guanidine HCI
extracted; 5, 4.0M urea extracted glomer-
uli; 6, glomerular culture supernatant; 7,
culture media; 8, fibronectin purified from
plasma; 9, fibronectin purified from glome-
rular culture supernatant.

RifI614E 6 A

1 2 3

Fig.4 Immunoblot analysis of thermolysin digested
fibronectin. lane 1, nitrocellulose sheet stai-
ned with Amido black; lane 2, nitrocellulose
sheet incubated with anti fibronectin anti-
sera; lane 3, nitroceilulose sheet incubated
with H-13. The molrcular markers are my-
osin (200,000), beta-galactosidase (116, 250),
phosphorylase b (92,500), obalbumin (43,000),
and carbonic anhydrase (30,000).

1 2 3

Fig.5 2.0M guanidine HCl extracts of isolated
glomeruli separated on 5~15% gradient gels
(lane 1) and transferred onto nitrocellulose
(lane 2 and 3). lane 1, gel stained with
Coomassie blue; lane 2, nitrocellulose sheet
stained with Amido black; lane 3, nitrocel-
lulose sheet incubated with H-4. Molecular
mass markers are desribed in the legend to
Fig. 4.
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1T, H-13 3ZEBILT T 440kd @, ¥4@ETLTT
Tt 220kd @ polypeptide & F#hFhKiLh L7z, H-
13 1%, thermolysin C#{k L fibronectin © 145kd
& 110kd @ fragment &G L7cAS, 38-29kd @
fragment WX NG Lo o7 (Fig. 4). H-4 13,
2.0M guanidine HCI T[&bARERS HDO 125kd
polypeptide & i L7z (Fig. 5).

z =

BBV T A moAb BILT, W2
EMNLIN T BRDDODO = 1 5T I RERR
FHC B IR TB. ZoBER, EEEO BE
DAFIOL s, RERIFERELD EHlcd FHT
5. HE, FA—PELO Rt BEELRHTS
moAb L X% B x -~ VHEEWIE 2 BltoTW3
HELWE IR THEH®, moAb WLHEE FETS
HAFEREE Exohic. e, BEEREBREME
FHEE LT, RREERIETS 280 moAb Z{FH
L, SRERGREEEE LT b H\VIT WAk ARERS L 0,
immunoblot analysis T moAb XIGHE#FE L
7.

BB LM T 5 moAb ©oWT, ZhiE
T2 BEER TR, Zohd 122k b
SRERGBE AN R TH 09, D moAb i
BHEEY BHLTV529, H4 43, vh& 5v b0
SAERGREA R X B EEMEERIGL, H4 #Zh
LOHESH S moAb WEHMEFEZRBL Qe &F
X bhic. SREGEREMEERC, HLA HIES G
breceptor DFEZHE I h TV 3. HLA HER
class | ¥ X ¥ class [l polypeptide 2 5Eh, Zhb
D5 FEIL 100kd DITFTHSB. iz, Csb receptor X
F 8 205kd @ glycoprotein CH» %. H-4 (X 125kd
polypeptide &RIHLTH b, h b EBERERH
LTz eEZ bR,

trypsin {H{LIZ X » TREfE L D 38D sialoprotein
DHEEIRh, OS5 TR 145-97kd THDH L #EX
HTW5B19, Zhbo protein KT SHMmE, L
FE R MRl & IR E s L iR — B ERIG L
Fol\ 5. EME, 140kd @ protein ASRERME b IR
OFE/x sialoprotein k Xh, AEEEEEERS G
PR M BEET % EMESh ™. Zhbo
protein T A ML H-4 &FER Bins %60
BREZRLTW50, H-4 HEHED 5 TRIXZhS
sialoprotein dFh & FALUL T3, 0L, H-4

A EE M BfEL T\ 5 sialoprotein BHF L 7=k
EETEHBLTCHBTMHEEEZTRTOOTHS, ZOHS
o T50cdic, H-4 SEGHED BEERE 2 RS
T 5%,

fibronectin #$T% moAb X Michael S X«
THEXR TV 2289, 20 moAb (X, I, KEL
KIG L7z, ¥7-, v fibronectin & DALKILT 584
Ryt moAb dWME IR T3, H-13 X, T8
FRET S VXSG LAsd, I, B & RIS Uit o fe.
Fi, H-I3 Bz zy rOBAFELIRIG L. B
Exb, H-13 3EHo 2804 fibronectin moAb
ORBIIRREE L XE - MR R LT BEAS
o &itot.

H-13 %, themolysin T{l{t L7z fibronectin @
145kd £ 110kd fragment & K& U7cAS, 38-29kd
fragment XRS5 L7 7o, thermolysin 1o X 27
b X - T, fibronectin (¥ functional domain 4%
R B, 145kd fragment i3 cell binding domain
& heparin binding domain 2679, 110kd fragm-
ent (X cell binding domain T#% v, 38-20kd fragm-
ent | heparin binding domain >4 I T 517,
L7235 C, H-13 3 fibronectin ® cell binding
domain #FHL T B LELLND,

Bk, e MERBRETHT2 28D moAb &L
fo. H-4 @3, SREME EBRIRE A BRI L T\ 5 125kd
polypeptide #3283 1L T3 b, H-13 iL fibronectin @
cell hindine domain #ZEH L T\Wi-. BEEREICIL,
H-4 (ZIEMBED HFIC ATtk & ORIGHED 38 LT
8D, B4 RREEBIC KT % EERO E(L @
THETCHEATHSDEEL ORI, ¥ HA13 12, B
HBED FEFIT polyclonal #T fibronectin HiMmiE & &
o ILRBRESHERLTBY, SBRFOEZHEYHEFL
TV FETHS.

E3 & B

BEMELEEE Sy HEE LTHY, e MR
k& KRt % 2% monoclonal Hifkd B4, H-4 12
Bk EEUGBREE & S L, H-13 125484k mesan-
gium % 5 MREEXFER L. H-4 SEiREE,
1.0% deoxycholate, 2.0M guanidine HCIl, & X8
4.0M urea THW¥ LXhi. H-13 WEHEEZ, 2.0M
guanidine HCl ¥ X% 4.0M urea THEFL I, »
DRIBGEREEL BPD RS he, H-131%, AR
IR EE R IO MEDL SHE S ke fibronectin & X
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L7, &bk, H-13 %, thermolysin C#{L L7z
fibronectin @ 145kd & 110kd fragment L FILL
7=. H-4 1%, 2.0M guanidine HCl ®[¥{LRER{ERD
@ 125kd polypeptide ¢ RIGL%. LAlEXb, HA
VLoREk G B MRS HER T % 125kd polypeptide %,
H-13 3 fibronectin @ cell binding domain #% i
FNEFTHZ EHHRA L,
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B4 HHES> CXE L

A OREIR, TSSO THEIEY Lo o HA,
Fhnt H-13 &5 £/ 2 r—FAHEK 2WTO
FPHBHACES Y ShT, SE¥CRABRED
biopsy specimen #H\CD [GHE% BFHE LKoo i
b, Eileh, THEEIXVETTL 9. B
Fokir, ERAEECTHL, EREENTEMC -
ToRE, X<MBIRLTCELRDEBSDOTTR, fns
EEHD ET,

BFE hREETELELTE, 2e—F APk g
FoTwB0TTH, 50 H-4 3, BEExPe-TW3
Hx, FFERASDEBVET. REREBTVET
E, LEOERERRDTWLLATT. £5F5L, L
EoOFREL, £ vArR¥DBRBTCIL, 7B
DLYREETI, FERatrEZbLE T 2545
av ke H-4 O BT TN DD ¥
T, EHIREERA S B LR OTTHN, SFTodRE
EOF—2nbHlT5, FobxvrREMEBEL
Tuighs, 035, v 7ABOBEERBE CIINEF 5
Ewvsolicinh T, FBe v s REED, BB
WiT, HIRSOBERELEE 5 & D EFETT5 X5 R

WETox, 7e—raAikRA oD 2 bR, X
HELT2D0 TR ES, $0LZ51E, £505
REcT.

Fl& B TXvE Uiz, BEREE, Yi3F.

BE =/ 27—+ A PUERRE LTV AR RESE
DB LD TTIThES, &R, EhT/rse—FL
HEHFALT, PHLTIshicotHia. 440k &
220k L\ HDT, ThEiRBIOETEL 110k &5
DL, FURELTES N, MhiWViDR3-%0
b bEroteb O T Tk,

it RERAEE BT, e ofilakgE s
BREMER GEhTWETH, “oEREEY F0%
¥ SDS BEANXKBILAHE, =trtre— ARCEEL
<, ik MG E Lz, H-13 13, 440kd @ band
ERIGL, EroBZEEY BUE, RBOBRERLE
3 &, 220kd @ band EFIGELE Lic. ZOHMDL,
H-13 sHEHEE, 440kd CETIC L » T 220kd w45
MENDWETHBEN LMD ¥ Lic.

BEE 110k Lv5003 7

i H-13 X7 74 P ex 275 vERBLTV2F
2, BEEESIVCMENSER LLY 74 Tei s 5
v T dot immunobinding assay #{Twoicdk o

%, HIBLE L. 22T, 7747 RrA7FVvDED
functional domain % L T\»Am% thermolysin
T L7 74 7 ek 25w % BT immuno blot
analysis #f7\ % L%, polyclonal fiz 4 7wk #
F vV HIMEL 1637 { @ band &G L% LA, H-13
1T 110kd & 145kd @ band L OEKIELE L. =@
band X7 74 7%k 23 v® cell binding domain
ThHEEPbhTET.

BE Bol2okBOIRERGWETHE, MV
50T T, dok KELMBEZHLESTL, &
B, ©/7rn—Fafifkilhdd, ThERETHE
DHRENT L BDTCIR vk, RALEYS T
BaltHEERLLNTWAELEESOCT. kexid, £
BEHRTTE, EERREAECHTD 2 2 n—F 8
Hfralehtrl, The, FEFRAR EESD
TRV ECIIEY S o b, bR E S
EVSELFVTVBOTTR. TV IRAET B
W, hRESrE s 2 e —radiEiE o s, Fh
T AHEE VA DL, =/ 72 a—F iR HoT
BHELTET, ThxE—Kb->TET, ThEALL
WESSEDLERLNE I, FH5VEHELRLR
TWETH, b L, Fhiohb, E5v5 557k
LEEWS M, Z0lE HiL T Wikl Buv g
3.

fhkt  immunoprecipitation %AV 7oiiEOREET,
Ficbd fEld RAE LR, S4ETCHHLT-ER
A. BEE LT, REbobiks IgM 7 3 A0k
T protein A R CX7, CNBr iE#/k sepharose
4B i S @ fcicd, kD sepharose 4B
DFEEDRARTS TH - T, HEDJEECERIRR
ED urea ®° guanidine HCl # AT 370, Hifk
@ sepharose 4B ~OD HEHIT T THHN, HEHHE
BIEBRRERho TR ENELLRE L.

T XALVWTLrdh. e v E8Ad.
BrolBREDEEIL BV LEVLOTT,
&, BRI -7 HA-4 + H-13 ¢, £50
57—+ AR #HoT, KA material
BH ST, EROFROGEELMEEEBY L IREE
Lokt L, p3ETHIE, £RIES
S ERDONEVI T EERD 1 o L THB VT ET
B,

dE ¥, H4 Cad, BENEECHmOEEL
TV BEANAD LR, HMAELED 26 TIARDE
BRAZLRED, H-4 ORGED BIIRED 5 E
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FATCLE. EAXRPRDTER-ED LIS ER
AR, BELLBARC I BETRAEVEELLR
. BESREEOES, EET deposit b0 T
A, ToOhR4FTWwWA membrane attack complex
X n bFREES toRRRE % BARD FKE
L ELLRTEY, 00X EECI-T, H+
RISHRED B U5 WiEES VI, FTIRD5
deposit 1= X » T mask I h 3 FREEEN EL bR E
3. H-4 2fEx o BEAR B35 BEARD REL Y
LARTHOREREELBbRET., ELd 5 —20
H-13 ojic3n, BEREBET, polyclonal #i7 7 4
TeR v PED P F— vk Rolo fefa A 2 —
v H-13 HRTEFN S0 F LR, il cell
binding domain ARIMLI=7 74 T e 2 FvRE T
CHHBEEHLDD, DLAUMABEDE N X - TH
IEPUEA TR Aol MR 2 0hE 1.

fEx D WREHE %345 polyclonal s X 7% mono-
clonal #ifk, & B\ LAEREMIRCK3 % monoclonal
ViR EIFR L, BREC BT 3 ARGMROE LI X
HRESEOGHPEARROE LGN T 55T, B
ROREEBROBTHNILVELMCIND EELLR
3.

Bl& RIELRES X,

D K B

~ D

N BZAROTINTYT. RekEFELiikbhicX
51 H-13 it A v ¥y AZEBD BRESD —2Th
57747 wFx 2 FVvRRTHHATHDZ E20D
FLi. ALESE, A4 vFEy aXBORRMDANAT
VUL T = — POMDBE, HBHVIE A F v LR
DERG PR EWE i Y siT 3 Hiks, =omoig
bhRAIE, A4 vEY AMIARBERCITA Ay EFY
LARIEE I VLT A L ERETL, FroEs
DRIED AN = XAHD Z ERHERLDO TV
VCHHIREL o TWET. BEFCDLIA, AV vF
Y A FRO ER S R T B HED AR ish T & oy
DTCEFH LTHET.

B4 Z£5LFETE, bz, EORIED stage
T4, staging B L5 DR MRHTL HafEk:
b BHbidcTha,

N b L, 29 vy s flildoRERFECKT 504k
E, W00 BEIZHTS i T, »id
clear CHIE, BFIVEBROBENInaD T\
CHmBLTCCET.

Fl& fllic T ERAL. FRTE, Eo4F%5
TECE L EERCEY 3. AEHIEFEREA~D
BREVD ZET, #ERE0NMEE, SEVWRL
7,

& M

R E R S22 = — vHEY AV
FiMigm T cell subsets DT

By e~ YHAZZOBRCIFES R S fIIaRHE
DFFCA IBAIh, Be ) v ARkt T #ik
DOk, BRI X HPEEOHE®ES, OKT »y — X
LTambhs Bire—vifkiclh) Mohi ShTk
7z,

2T, HEANNFREO—oeHibh, %
SRR EY 2T 5 RN BEFEZE (PBC) ©KM
1My v 2B T cell subsets w2\ T, FREKBERH X
TR LD THDOFELBRNE,

WNHREFE
B RITHEMFTEER L 2 - PBC 26(C, ERm
IEEBMEORE (As B 1207, HE 2D 3 H§REEER

WRAFE AR IS

20 - HHE X3

D2z 8 (Pr ) 6§, BHHELXED B (Ja
B 8PID 3o Lic, ol (N) 28%%IiE
ERE, oRETKE (CLD) 30f% mENRE L
i,
FHEERMM L b EEE LB TY v R FHEL,

3ED Y 5% 105/ml BECHE, *0 20001 &
Ortho #® ™ 7 m— v Hifk OKT 3 (% T cell), OKT
4 (helper/inducer T cell), OKT 8 (suppressor/cyt-
otoxic T cell) ##& 412 22l Iz, 4°C, 304RINKE
X, 2[EIGEH, DWT FITC El#fi=v A Fa7
Y (v Bink, FEERELE DR LUHE, #BILHE
W T TR IR AT A SE L.



