Lo

SR ORRIEHE, SEREMEOMAEY R
EEMICERESNIESEIZHY, KH, BELH&
WD RIBENIEE L SNBSS O —2TH B,
TIEA LZBERSLHBICS L TR RE
B R R - BT 54 EEEHERE, &5 i
HREIDE DEREN DL ABICH 288 2 Rk
EEHET L2 REROBEIRELTEY, &
DL MO R ARG R, ARk A
Ay ADERICEELREELEL T D, BHK
MM (DC) &+ 4 — 7 & TR EEE LG5
L PURSRTHAL (APC) TH D, HALRFA M A
YEBELRELAELEDOFELAS R ITWRELE
DEHZFEED VD, PFIZB VT DCIE, FoE, JE
MBS A, iR, BXUMEEECEETS
A%, 0 DC OEJFELHERIZ DV TV F 2RO
MBS Y RE RERSCBTLI T Ty v
FFILRAPC E L TODCOEERIERSINT
2, —h, B3R~ o7y —Y %30
HETHRBHREICEAZAPC, thbtwso
Tyr—VLEBEICIET A, KLk, Mot
BICEIZBITA2DCOEER EFOHELHL L
W2t A0, THBICOMBEEELTE Y &5
Mh-FHE LS5 APCIEw 707 7 — VT3 { DC
THhB|EVIERL-T, vV AAFBEEF L%
PERG L EERIICHEE L 72 4. B B Py S s i et
OHEE, MERRREL B BREEL EIB
T L RREIE O, MREOMME, X5l
T4 F—2 A, BEMHME, TLAF-HMiER
e Sl B T 5 ER LR RIEICE OWIE & &,
LWELE S O SBREEORBERE L2 &
FUEEE LD A,

MR ETE

1) & & MAFEOMER
PPD (Mycobacterium bovis strain AN-3) Jcomplete

Freund's adjuvant % C57BL/6 V77 A (6-8 1Kk, RE)

DRBIETBIZE TE (0.2 mg PPD/mouse) L5 L 7.

R KB B — P B
*  UE AMRESEEIES RIS

Wi FEAERIEE B B4 » SRR s

4H%, PPDTHBLIEL7 70— A -X
(CNBr-activated Sepharose 4B.beads) % B&HR & ¥
BHE L7z, BRICIEGRAIEHIR cEER L oy — 2%
H.0 2 Thl RO T ASFRE AR < L7z 9, 14 BR
ELTHRIEDOIER 7 A% iz, iEtke, 12
Wefd, 3, 7, 14 Bl B LEERE, HD0
1 BLUTIHEDEE ZOHE") > /3EiH 5 DC
DHEFET T 72,

2) AR AUIRS

OCT WM # & Z 7 )+ 2% » FT3pm (2
#Y), 74k EEL, avidinbiotin immunoperoxydase
ECAFERERSEME D/ A » 75T o7z,
MS5/114 (rat anti-mouse MHC classIl mAb), MOMA2
{rat anti-mouse monocyte/macrophage mAb}, rat anti-
mouse CD3, CD4, CD8c mAb, hamster anti-mouse
CDI1c mAb, polyclonal rabbit anti-PPD Ab % —X4iL
& LTERLY. SRR FEE T AlE
LA LoRFECEME L KD,

3) MisLUFE ) /3B H 5D DC DHEH

PPD 52 d & WIXIERIE Y A I PPD B H 5
VISFERR Y - T, 1, 3, 7T RRDWEEN B
L2 OB - R osEA S, R
ELTIERE =Y BB L WM - #E) »/3Eid
L DC & HEE Lo g, Mid 5o DC BB,
&5 %% 0.6 mM EDTA/PBS TRl ki, FE
iz TRE UM kiR T AT CERM LS MR 2 o
Tr—VERBRHELLE WEMWLITS—F
MVER L, BSA density gradient {2 T E#iR % £REL
L7z k@ E 77 AF v 2 7L — b ~? 2 BRf oM
Rl I TIRNEMBETREL, 5k GM-
CSF (250 U/ml) i IIEF BT & 510 16 WEREEEE L
o B3 EMR &% T L, Ficoll TR
B % L, M5114 mAb iZ & % immunomagnetic
positive selection & 1T\ DC IZELHZ 0 DC » B
L7z, U /3Ehs o DC OB, ) 1 Eoa
75— EMLH %, PE-CDllc mAb & FITC-B220
mAb (rat anti-mouse CD45R mAb) #% H\» T FACS
t2 T CDilc* CD4sR™ #fa % [ L 72. DC D H#FEIZ
B AKI90%, 2% THo7Y,

4) Antigen Presentation Assay

IEH# CSTBL/6 77 A (6-8 8, M) ORERE
Fi2, PPD (150 pg/mouse) % \»id HEL (hen egg
lysozyme, 150 pg/mouse} % CFA & & Lz L,
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14 A&, BAEY 3G 2ERPL Y > 88K % IL-2

(10 U/ml) iSRS TR L, 4Tk 2 FRE
L PPD & 5% & HEL % i1 L restimulation % #£ V)
WL, PPD &5\ i3 HEL 5287 T #
WA L7249, ZhoOhEERN TH, o—
YERBGWTHi® S IZHF - Y o B b B
Bt L 7-DCOBMBIRRRELRE L7/2¥. DCit
radiation (1000 rad) %, 96 /K7L — MiZ 10%,
103, 102 cells/well T7 L — b L, Z#LiZ PPD $545
B THIKE % 5 X 10° cells/well THEE#E L /2. &
kG 72 BRI 02 1 pCi/well @ [PH]-thymidine % #R1N
LE3LIZ I8 R E L7, DC DHEIETRREL B-
scintillation spectrometer /= T [*H]-thymidine @ B ¥)
AATREND THROMHEHEEE LCEHIL .
1> b r— & LT PPDHUE (30 pgiwell) & i H0
LizheB, —H, BlEato—-L e LTPPD
BENTHABED 2 ) HEL B2 T il % Awv
REBWS i, APAOBHo Y MR- E
LT, ROGHRERST L A e & puBaF R0 T Mg,
IR EN TR ORFRIUL (30 pgiwell) Z@HmML T
LR U AR 2 EEEIIEPE L USRS L TH
Ha O IEFERE % T cell proliferative response & L CLLF

DRIz X Y K72, DC + PPD-T{cpm)/ PPD-T{cpm).

5) In situ hybridization
Murine IL-12 p40 cDNA %7 » 7L — F £ LT,

252 bp @ IL-12 fragment % PCR % Fl\» TIERL L 729,

flims s, HIRBEFRAMEB/Y 77 A 3 FiZHlAd
#, DIG RNA labeling kit (Roche Molecular
Biochemicals) % Fiu» T Digoxigenine 7 X)L ® sense
B X O antiserise RNA 71 —7 (25201, 175-426) %
&1L 72. 2% paraformaldehyde, 30% sucrose |2 T
A L OCT 3 L Z- 3 ki i ##% % Cryostat T 10
pm lZ# L, manufacture protocol (Roche Molecular
Biochemicals) (Z5€V ELE ) hybridization & 5%
A0, B SERE b 0D IL-12 pd0 RN % A58 L 729,
6) RNase Protection Assay (RPA)

MCK-2b multi-probe template set (BD Pharmingen)
#* % Maxiscript Kit (Ambion) % > T instruction 2
f€ v* {a-33PJUTP-labeled antisense probe % 1E B L
729, GEASIRAE L2 B5BLE S total RNA ZHHE L,
probe & hybridization L, RPA HI kit % fj v> T RNase
B & L7z, FHYIHF fragment % 5% polyacrylamide
sequencing gel {ZJBFA L 7-. E21% gel & Model GS-363

Molecular Imager System % v THHT L, densitometry
system [ CRBEYEEILLZ. R4 0H 1 v A 4
> M3 Fid GDPDH M8 > F 2 THEHEL L 33
B HBRE LY.

# &R

1) NSFRERSEL & POSFREE R R DE AL

PPD #E Y — A#E 3 HH (day3) ICERAEE R
T MR SERE AT S 4, day7 (C13 BT
BIAM%AZ R L7 PPDSEY 7 A TIdERE~Y 7 R
2~ dayl 25 AFEEIT E D K& L, FOMEBERM
DORFEFEOFEIT dayT (13D S {7 (H 1),
RICHIFEEO B MEE Y D 0> MHC class 11 83,
MOMA2+ <7 7 ©7 7 — 3/, CD11¢'DC, CD4*T Hili,
BLUCDSTHIFEZ AT L2 (B02). RiF - JER
EOWMEE L bRFERRDH O dayl 226 4TI
MHC class II*, CD11¢* @ DC A FIEPIIZEIE S h
7. dayl TIIREREASIERER (CH"FEICHIBL
BEFED 27255, dayd T ZOERITHENL .
day3 F Tz bLoDCRwro 7y =Y
T #MIREAS, CD4*T #if2 > CD8T #fE 18] ¢ A 3FE
JE B BRAE MRV BIES S 1172, CD11eDC id dayt 05
PEHE Y - AR L TSN, dayd Tid
DCIZE—AHMERICAFERMICOEEL T
Bh, EEIZCD4THI > CDST M DOHEE L 32

o
o
hy

CINon-immunized
ElPPD-immunized

e
o
@

0.021 ’_I_

A

Time?days)

Bl1  PFREO R & A,

PPD ¥ ¥ — A DOk, dayd 2 — 2 L L7z ERA
TERIEIE AR S 4, day? (203 B 2R0HB MR % 7R L 7:. PPD
IR IR REIC NI EICRE SRR TCEAKEA
WEEFRCL 7.

Mean granuloma area (mm32)
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whh, wru 7 r—YRREENICRELT
Wiz (B3). ISR~ L, FERERTIIE
AMFI T 2 DEKRBEILEDORRE L TORFE
FETRASBIEL, 2o OHEL NS (RETE
ZEAMERR AN, —HRIERE T, BEEE APC
RFEEEEMN THE AT TIIETE L, FUR OB R T
AORATE LER AR RIEIL S G T
BIENTRTS D, USSR TRED 7 0 —F

1000
500

a

3500) T, O 5 4000
< 3000 Day 1 1 Non-immunized £

E : : 800
g 2500 MW PPD-immunized E
~ ®
g 2000 600 §
£ 1500 400 ;
5 1000 g
S 500 200 o
% 0 0 3
o M5/114 MOMA2 CD11c CD4 CDS8 *
[-~]
2 8
O 3500 = —t NS NS NS 4p00 ?
= 3000{Day 3 800
£ 2500 &
3 2000 600 ©
5 1500 a00 &
= 5

200

0.
M5/114 MOMA2 CD11c CD4 CD8

2 WHMEREN T D R E S,
i - eI L b NFMERIEMIEO dayt 5T C
b2 MHC class II*, CDllct @ DC ASIAEEIT N ICBE S 7.
day| Tl RE AR RS~ E IR FESE -
7275, dayd TRIOERIEHALL, dayl FTIZIALD
DC X< 7 W7y — 30 TS, CD4*T #ila > CD&*T
b i Readieil Qs B ra [N Sl S e s A

PiPb day1

AU IR el

PISERE AL AR O day 1 05 3 Closk i DC AR
EET SN, dayd i ¥~ XREERORR 4 IEL L7
MHC class IT*, CDIlc* @ DC A48 L7z,

T I ZFRE P SRR 35 1D 5 0 A SR AN 0 158

N PRSI ERFE S NS 2 & 2 T T AR R
T & - /2. £ 72, MHC class II*#ll B2 % 12 % 12
CDIIc'DC DEE D &L, EDREBRS KT 5 &,
CDIeDC I L TR LI-DCTHEDIIHL,
MHC class [I*#IAIX R DC & —SidiFrib L 72
R y=TUOMEBEELE LR TVANEZ LR
2) APC & L T DC D

Wi & OSHERS - BiF9 ) > 3B & W & 4 DC % B
L, & 57 Uiy L7z PPD HUE I 2400 2 e T
#ilfia = AV 72 Antigen Presentation Assay & 4T o 72,
day | ORBFEEM & b HEE L7 DC £, #7-% PPD
PUR ORMAE LICEER Y & BRI ¢ 5
Lf7c, SRIERECIgRMER X D 9 2 o eSS R
B T HAR IS S8 & R U 2 72, day3 D VASRIEMTH
B DC iE, #r/-4 PPD B OFEIA LIS B
AL THROMMZFETL Ll TCE kLo
ooo—H, PR CNET L DB L 72 DC U day |
THAFEM DC O 20, BLday3 & 61248
727 PPD UL OEING L ISR EAPURERYZ T
s L R~ L2z (M 4).

3) DC L& 3 RBEEOFHE &

IL-12 p40 mRNA O%H T In si FE TR 5
&, dayl 45 X UF day3 OBAZFREPICIA S A7 Bk
Ml A R TRE T » 72 (B 5). 5 0fifsid it
BRRKELHEE LARECEAC - AL HHH
RS Ec RS ImE L BEY Lo LT,
I e T A /- MHC class 11%, CD1 1e A 45 -
RELI—HLTwAZERLDCTHL E#
Zbivi, F72, PIFRER A S L 7 RNA % 1
WTH A b A A DFEB % RNase protection assay -
{RPA) {ECHEF L7, IL-1B, TL-1Ra, IL-6, IFN-
yIEEIy o - Ly ADM LG L TER
SOSI|ATHI L TEE A (Ke).

£ B

40l ) PPD #E % & — X#HELL L v 7 ARIASE
BEEFNMIZ L BMEHC LD, Moo i3 0E M s
BEOPEAER T, DC BB HIE L, APC & L
TORERE L 3HVy, Tht W4 M A 1 pg/EfifR s LT
RBLEOFEEAHCFGS LT H I LHHS
&k ofz. DC IR THE % #E L W%tk
INE R AT H & &b, HUREZ A L7 DC D—
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a b
50, 50

= x Lung DC

84 40

- £

&5 30

0 =

o ®

ag 20

a3

a5 10

Control HEL-NiNch NiPb PiPb
Cont

4 ASFENEN S X OPrE ) o3 E A S HBE L 72 DC ORUEHLIE,

Lung DC
Day 1 401 pay3
30
20
10 20
0 |—L| C1 Oﬂlm_ﬁl !

: 0
Control HEL- NiNch NiPb PiPb
Cont

100
80

LN-DC

60
40

HEL- Day1 Day3
Control cont —  PiPb

day | DAENEN L O BHEE L2 DC, B X Wdayl, 3 OB /i L Y BEEL 72 DCI3H7: 4 PPD IUBE O3 iN74 L ICHIEE R
) v SIRERE NG & I L7, dayd O AFIRA S DC 123 E PR T HREEOBERAEs O ko,

FE MR,
dayl B % OF day3 ORFRZFERO, ¥ — X0 FH#R
iz gelE & 4E L /2 DC 12, TL-12 p40 mRNA ZEIH & o7,

HIIEB L ooBY v A REICBEH L, i
ERHENL THRORER 70— VB XfT-> T
Wh LR SN PPD RIERE CIEIEREEICI
dayl X D AZFREIERE CHRETIZE S, day3 T
L L 2B R R SRR SRR S Ao SRR
SIERERMOEE TR LT/ FEREREIC
B 5 HRECEOEEE, RIEICL D PR
B YOG EOHEIZLD EHBSNS, &
NEHOFERD S, DCIIMORFRERBELE ©F
BT LEERAPCTH D LEZ LN

PPD # & & — A#iE %, DC O—#Bid WIFRERZR
BRI E D, Midsrgy) » R E i L oo%
BhL, FNFIAPC & LTCHELRMBERRZIT-
Tz, RFETEONEERVWEED 1 2,
dayl ORI F MM DC & A& ) » 7 3H DC DRI
EDERTH L. B > 738 DC XA DC
OF 2 EOHFRTREEX R L. TOEBELT,
dayl DETE ) » REDCIXAFREM DCIZH~ LY
BB TWAHEME, H5WEDC L FT B~
077~ DCORBILEICHHRICHEEL T
WATEEMEANEZ S A e, KL, B V8 &

DIl L 72 DC IS dayl B8 X Fday3 & 412 APC &
L THERE L T\va/z s, day3 ORAFIER A 5157 DC
i, TOBBEMMLTywaicbarbad, F
BELRBERRET RS hdho/z b, FARE
BOWHRTHLEEZON., RET NI day3d 12
RSB O Y — 7 20 2 day7 (21X 5K H B R
DHLETFNTHLIEEEIAbEL L, HHA
FEBFRZH TS day3 DDCHBMLELT LK
FIDE BB E 2 B RIFAR BN O M85 72
& x L TWATREELRE SN, HOT e
ELTHET AT 227 7 VOEFIR &R E O
BELAERN O REMBLEML-v ) vy 7
AL h DC Y- XAREMOPUR & OYHEE) 3
BESHIEER - REOEEL Z->TwaAI LR Y
bEZ LN,

WEEIERT 2> H I3 IFNy # & 72 SERY 1 b 7
1 DRBOBINE RO, Insin 125 Y AFE
O ¥ — XD DC 2 IL-12 p4) mRNA OD5RV 5]
%372, RPA Tl IL-12 p40 ORBE ORI % i
BTELh-705 Insie TOERLELEDL L,
IL-12 DRFUIMORAEET 1 A A L ERERD
WFESEE LTEBETRZL, DCEomH T
R LAMEET/ YT 7 ) AMIZHE S THIT
ODARERL, COFERLLTDCOAZLTT IO
77— IR NS EOHTE L ORFIEELH
R o SAEMH 4 b A A R IFNYEDO Thl H 1
HAVOEBEPFEIATHE I EIFRBENT,
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<|L-12 p35
< IL-12 p40
<|L-10
el N R B L4 [ P
v P e e e < L1
v P o= 89 -ws [<|L-1Ra
- i W i | < IL-18/GIF
<|L-6
S < {FNy
a < MIF
‘ Sh
b <L32
< GAPDH
PPD-l -+ -+
cont
1d 3d

6 RNase prolection assay T 72 ASMREI O 1 b A BB
VISERENE A &S Hli L 72 RNA & 1T 4 b £ - D588 % RNase protection assay (RPA) i THREHL 72,
Ve AR LI L T2 S OREARIN L TBgEsh.

IFN-y IRz > fo—

SE Tk
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PURBHEIZ K S huve T ZRHRNHFERE € 7 L O

Wi ' ki Hz' TA BE™ #©E M

MR SEMEAE L, ZOBE X VRELPER CFE S, FATEMNEES LS. L L,
FHERER 1238411 B % { ORSEREMER B, WEBERBFE OB L G2% {, MREED RS #
FIZANZ IR ETN TG,

4T 4 (L, P acnes O FAERIEIZ & W& S 5 Thl B~ 7 ZAMASFAERE T 70V ORI
BT A, 1) EET Y AR TO B acnes DIRTE, 2) EHMER ) /8 THY LTWAS
P acnes |23 A RIBIRE, 3) WYL ME5E L 72 P oacnes BAE) o 2XERAMEBR 7 A5 3 & % TR P 3
EASFSELELZLE, REZNPELHVWORLE,

o=y AMAFEETFVE, BRNCHEERETIOREL T RET L 0 THEROFWET L
PERARECRLY, REAHEEEMEROREREICMIH - AOEES I LIRS
b,

1t

Investigation of a murine pulmonary granuloma model
without anchoring antigens

Tetsu Nishiwaki', Hiroyuki Yoneyama', Yoshinobu Eishi*, Kouji Matsushima'

I Department of Molecular Preventive Medicine, Graduate School of Medicine, The University of Tokye, Tokyn, Japan
2 Department of Human Pathology, Faculty of Medicine, Tokyo Medical and Dental University, Tokyo, Jupan

Although granulomatous lung disease can induce fibrosis and gas exchange disturbance, the
etiological factors remain still obscure. Therefore, a vigorous investigation aiming at therapy of lung
fibrosis is strongly desired.

We have studied the mechanisms of Thl type pulmonary granuloma formation in a murine model of
repeated P. acnes immunization. We demonstrated that: 1) P, acnes exists in normal murine lung, 2)
Immunoresponces against P acnes is already established in pulmonary regional lymph nodes even in
steady state, 3} Circulating P. acnes-sensitized lymphocytes expanding at extrapulmonary site can induce
pulmonary granulomas.

This newly animal model differs from previously reported ones at the point of forming pulmonary
lesions without anchoring antigens in the lung, and is expected to be a clue for resolving interstitial lung

disease of unknown origin.
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(= SV Y et

WFREMERE L 5 RIED [ h OB T Tk
W, BT {REEEST 5 (RIS of
FEHoTwa v ) #BaIE, g, SEERN
%mvﬁxﬁmﬁﬁ%?w®&$w”%uuth

LHBMEICL o THRER B >2H L. — T, M
NEFIEAE L # OB X W ES IZHELEEREL
HAZMEREST HOT, BEHRFEOHITE Fh
VT GBS oML, ERRKIC BT A B Y
THRETHL.

it S o0 Bili P 25 I i O SEBE R SR T, PR R o -
TATLE - AR I RER IS
L, W I C#e  BHEE5 2 L TRIES
ExFETLrLvo70BWET N EHH L THRE
Rt 24T > T B 34 Ld L, EHEEE CHEEY
% % { OEEATB OB B, WESH
LREVTEROEY T TN EEERCLTEY,
BEBFOEL LG, S VERICHEILZH)
WEFLIPLETH S,

ZDE D BB ETNEERT S0
e, HFEBErFLELR T LafF=L A
BEWWEOEWNHEE LS LTS
Propionibacterium acnes (LL'F P acnes) U & LT
Huvy, B *x%ﬁ{fkfz%—z@fﬁ&/\bﬂ‘@qﬂ
5, P oacnes O BAE RIEAERIRIR 20V Bl 22
%ﬁT%:k%%mLt.%Lf,b®ﬁ§7@

DEFEWFIZOWT, 1) EREETHLLED
MTOWTAGERIZE P acres VEELTWA, 2)
HimrIE ) & SEHi Tl e ERE L D P acnes 12331
LHRBEEVIRI L TD, 3) TEoT, MivhTl
WEZTITTHAB L7 P acnes BAEY /SR TH o
Th, BRMAE 4L CMENICHEAT A Z & Thi
WIEM A EET 22 LA TEL, EWIHRBLE 7
Tz (1),

AT, ZOEBOENE 22N EERERE
T, HTOFBZZTMATHRET 2.

| AR REREE AR 5T FHESHE
2 HUREMGE RN R
*  UTE AMEMEBMIZENE  SHERRE

PGS (2 X 0 Aevomw vy AR T 7L DA

l Steady state

ﬂ ﬂ..-.ms

 apc

1
Regional LN
Immunoresponse to P.acnes
in steady state

Circulation

Extrapuimonary
P.acnes -sensitization

Granuloma formation
B1 KH

HWREFE

V7 AL SPF CHE & 7z CSTBL6) (I,

8:8) % ff H. LB & L T M v 72 P acnes
(ATCC11828) A BEGISRM TORIE L, # 112”9
EBRUANIET 60 BT 307082 L, wHEkL7 .

IR EIIMENRIET LA 74 AT 7 ¥ —
¥ (LUF ALP) - <0 &% & ¥ —+ (LUF HRP) i
TAT o 729, B 12 —RPiK E LBl Wit
7 AES 72—+ VEiKIL CD4 (7 17 - RM4-5),
CD8a (53-6.7), IL-4 (BVD6-24G2), IFN-y {(XMG1.2)
:BD PharMingen £, F4/80 (Cl: A3-1), CDllc (N418)
:Serotec B, DEC205 (NLDC-145) :BMA Biomedicals
BT, Poacnes D) RT 4 2% 3BHTAHFEY 1T
ﬁn%b%f%%d?ﬂihﬂhﬁMmt.if

TURAURLE, HRPEEERIUT v b RIE S D7) S
f& :Biosource International %2, HRP #Eakfii~ = 2%
a7 P DAKO B, ALP ik L R
¥ — i 7 0 7)) K (Cedarlane B, ¥ F 1L
ALP: = F L 1 8L Alexa Fluor 488917 » b i 7 10

7y, ARL T T E Y S Alexa Fluor 594;
Molecular Probes % il L 7=,

VSRS T v 2 413, RO T X

LR EaE DR s E B L, 17 b 1 X

LO° RO R EAMAR L, B B & CS3 BRREL (2 acnes-

OVA: 10ug/i00ul, PBS) OA &ML 7L — b &
3 H B L AR, WST-1 MlEsisE 7 v (v A7
£y (Takara Biomedicals 3) {2 & b #8247 1.

AR e AN EBR I L7 P acres B 1) CD4 B tE
ML OB, BR Y — AKAHEE (MACSsystem:
Miltenyi Biotech 3¢) (2 & D 7 o7z, #HEETHE, <7
A—PCiza L2 X 107 oML & #2840 L 7.
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& g

TP acnes DIBERBIZLDFE L 2wy
AEOPAFERRE R T, 400ug D P acnes % 52
GonaA4 s 7Y 2Ny :DIFCO# 412258
BB TTREECETENTA2E, 20U LELOR

Eg~7 2B 5 P acnes DETE & RIEILE
DRI S Tz,

F 2T, WA CHERE L 72 P oacnes TEVEY) 8BRS
BRI AFET, REEMIIAFELFELEL
Ik BT A D, P acnes BEAE CD4 i EHERE
DO NEBEE T 2722 X 10°B D P. acnes & CD4

HEh s 2 BB = 7 AT, MIEE T %
LIS HE B R e - SR E RO T
LB EOERSED LN (K2).
T/, TS ORENMREERE, FURIE
T THhALET O 77— IR
N EHER - - LTHENRE
F4/80-CDllc & CD4 & O _EfHREHREIZ X

0, HEkOMBITAFET & FEEOMR
B THH I LA0h-7-(B3). HiZ
¥ T H < (IENy) A ¥ ¥—1
1% 4(IL4) & CD4 L D _EfREHRDE
79 &, ThoIFNy EAE, T4
Thl RIRSFRETH - 72 (L 4).
TOEFNVICBYARBEADIZALD
REORRE LC, EETXENIZBITS
P acnes D'EEFWALICTALDHIZ, L
P acnes UK & fEH L CRERD #1772,
MsiiEZESBREOY AIZBIT 5P
acnes Bt % % Y. 9ILECIIMERIEA
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a4 F—3 2BFMBIZBITA
IL-12, IL-18 J&/E Ly EuhaEhdiz oW

L T G 1 Y

WHDF NI F—2 ABEMBFEROIL-12p40 R P IL- 18 BEAME L2 2 AT iLL IE
BRI~ FH LM E R Lz, SA S OE% M ACEE & B L7 & 2 AT A I At
OO, F/IL-12 1 IL-18 EEWGIZIEDIMR AR . S oA F— ¥ A B TR
LUK Thl BISUERIGZSZ > TE Y, SN AERFREME*RA LTI S L7z Thl B4 A4
ML DWMEPFR EEZ SR,

Serum IL-12 and IL-18 Level in Sarcoidosis Patients
and Their Relationship to Disease Activity

Katsunori Sugisaki, Tomiyasu Tsuda

Division of Pulmonary Disease, Department of Immunology and Allergy, Oita Medical University

We examined the serum concentration of IL-12p40 and IL-18 in 40 sarcoidosis patients and 20
normal subjects. The results showed that those Thl cytokines increased significantly in sarcoidosis
patients, and serum concentration of 1L-12p40 and IL-18 were telated each other positively, and to
serum ACE level. Those results suggest that sarcoidosis patients have Thl hyper-reactivity not only in
local lesions, also in systemic peripheral blood. Serum Thi cytokine level is useful indicator for

systemic disease activity.
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IL-1213FCB Y sk, =707 7=, #K
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IL-12p40 DB & Hll5E L, HEIZ BT B3 EEEM
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BE% ELISA i CHIE L. ZThoDfEERERDPS
DFEBFEHUOEBE L LTS TV ILE ACE
f%> BALF % CD4/CD8 [ & HE L 7.

#w R

1} HEBFMFHETOIL-12p40, IL-18 B ILER
MBI ECEEL L. (’D

2) HAEBFMIFTRO IL-12p40, IL-18 B I MF
ACE LS5V IEQOMBEMFRER L. (K2, 3)

3) HHEEEMEF O IL-12p40, IL-18 BREIIAHE
WZESVIEOMBEREE LR L. (M4)

4) ) fE B Mg A o IL-12p40 i FE 1 BALF #
CD4/CD8 [t & BE L AHBBEFRr R E b o7,

ER & FSdm

) E BB L% & T IL-12p40 % IL-18 55 Thl
A M4 CHERIIEML TBYREMO L X
VT Thl RIORIERICHRI - Tvd I L ATHER
XN/ BALFEORBRHICL VY ETIIMBRTICE

KOERRFRIET LV F —HHEE (W8 3)
*  UTFAMMEEIIERE WRBHE

T [EARD Thl BOBERIEAHEZ > Tnd 2
EAHISRTWAZ EH LY, TRETIIESENIC
Thl #EE RSO & D REMIFEELL T
WAHZ EWFHEND, 29 LBEITENFE
RIS REBRICLEE ST, 28N LEERERY
AT EREBTHIZEAYDTRLTVE LT
&9,

A% 1L-12p40 % IL-18 7 X 47 L\ B iEEE
OIFEDHERD L DIRE L E<F L RRN 2 E
FEFoTVEMIDVWTELII TS EREN D
HrBHbiha,

pg/ml
400 [
300 [
P<0.01
200 |
100 [
o C
SAR  Cont SAR  Cont
IL-12p40 ‘ IL-18

Figurel Serum IL-12p40 and IL-18 concenration in sarcoidosis
patients

IL-12{ pg/ml}
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Figure2 The correlation between Serum ACE and 11-12p40
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Figure3  The correlation between Serum ACE and I1.-18

IL-12({ pg /ml)

R=0.3768 (p<0.05
200 62 }
L]
600 L ]
L4 [ ]
.

400
200

4]

200 300
IL-18 (pg/ml)

400 500

Figured4  The correlatino between Serum IL-12p40 and IL-18
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Wk A ik BL BRE OEAM

RKEfgeit, #REICEL v/ 2074 b (MS) #~v—H—¢ LTHIAL, $rasf -
SARELHETALRELIFAET AL A HNIIBN 21T o7z, MEEE, Th REEIIEHL D
6 EIEFHEEOMS ZRl s~ A —L LTEEL, A2V -7 %iTv, STAT4A D MS 7 —
H - TES L OEELEO. STATA FIRIERRZHERIEE T 554, STAT4 DHEEER
RIBB L LVI2TLE S5 2 Th RREORITELCHRICEELS L5, $5WITHRAKEREID
EWMLRITLINLAA P ADORFEIZELA L EOUREENEZ SNAE. 22T, REE,
STAT4 48 CRSHEEEDEEL AT L/ O SNPER 1T 72, FOHKE, STATAOMS 7 —
F— FESARTE M ICH Y, EELOBMEEDL SNP ASTATA BZF 0 M » MO ERTHR
WS 7 (A19664G; Pt 0.016). BOLNHELHEEN LSOO LT L7280, BIDREH - 3 FEHEF
THRAMZHRAL, F0#%, HEBTF CREBIIELLIBERIIODVWTRATATETHS.

Polymorphisms of genes related to the Thl immune response in sarcoidosis

Goh Tanaka'?, Ikumi Matsushita', Jun Ohashi®, Koh Nakata'
Masaru Oritsu®, Katsushi Tokunaga?®, Naoto Keicho'

Department of Respiratory Diseases, Research Institute, Internationat Medical Center of Japan
Department of Respiratory Medicine, University of Tokyo

Department of Human Genetics, Graduaie School of Medicine, University of Tokye
Depariment of Respiratory Diseases, Japanese Red Cross Medical Center

ot b

Association studies using linkage disequilibrium (LD} between disease loci and nearby genetic
markers are proposed to identify susceptibility genes for complex drseases. To identify genetic
predisposition o sarcoidosis, we analyzed polymorphisms of microsatellites (MS) as markers for
candidate loci and conducted a case control study on sarcoidosis. Six genes related to the Thl imrmune
response were chosen as candidates We carried out screening using the MS markers for these genes and
showed that one of the MS marker alleles near the STAT4 gene was significantly associated with the
disease, Further search for variations within the STAT4 gene was made and at least one SNP in the
STAT4 gene was found to be in LD with the MS marker and associated with the disease. These results

should be reproduced and then functional studies are needed to determine the susceptibility variants.
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