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(Freund’ s incomplete adjuvant; FIA)
(X Difco L VEEA L7z, Ovalbumin (OVA) i
Sigma (St. Louis, USA) ®#5C Grade V ™D
D& EBIZAE L7z, RPMI1640 (GIBCO,
USA) (GIBCO, USA) i% .
unit/ml B L streptomycin;100 ug/ml
(FAERIEE, ) 2L, LT OERIC
Ao, 7ok, ABFRIZEBW T, Ml
{2 FCS 134T 56 °C, 30 srfi o3k
LR A2 4T > /-, Invitro BEIZ W=
HLCD3 HifklZ eBioscience (USA) L W A L
77 . FACS EMTIZ FH W= 5 T H 5 FL mouse
CD16/32 (2.4G2) . PerCP T~ L{tHi mouse
CD3,CD4 #Ht & X BD Biosciences
Pharmingen (USA) & ¥ . FITC T 1kt
mouse CD8, CD25, CD69 1 eBioscience (USA)
& Y [FITC T~k CD30 Hiffkid Serotec
Ltd(UK) K W EEA L7z, IL-2 OBEIFEIT X
Mouse IL-2 BD OptEIA ELISA Set, IL-4
DRIFEIZ1E Mouse IL—4 BD OptEIA ELISA Set

(BD Biosciences Pharmingen (USA)) & FAV Y,
IFN- v @ ] 78 121X Ready-Set—Go! Moue
IFN-v ELISA Set (eBioscience(USA)) %
iz,

penicillin; 100

2. EBREWY)

AAT R )Ly —ERAatt R L0
C57BL/6 ~ 7 % (H-2Kb; 6 #n, M) %
BEA L., BILKRFEMEEE R ETERTRE
BRAF S BEYERSICTEE L, &
KERBITEBHERE Lz, MERLUE
BRIAFERGM L F—DHA FT A

WRE- TSR L7,

3. %7 AD OVA DTk

OVA % BSS (=) lZ ¥ fF LIESL L 72 OVA TR
. HBOFIAIZL Y =<)Ly 3 1k (0VA
/FIA) U7z, CB7BL/6 <~ U A~DEEIL,
OVA/FIA % OVA & 100 ug /mouse TIHFER
RTICEET A& TITo T,

4. PEITEE

+a&RMHE (TJ-48) (lot.204004810)
(Table. DI RN &MY 25 GRR) 225
AL, ERROLIICOVA BFE LT~ T X
., tEXKHEBRSHELE ., FOMBELE L
TARFEGRED 2 BRICHBIL, +aRME#
BRI ARG RE 1%Lz
LorREAHBHERS S, SKENLHE
HLUZ1ED 1 HH= D OEFEREITN
40—45 mg TH Y, Ziid Ohnishi H D
HLhD, RKiEOFEBIHZIRELRL
7o 58 (40mg/day MHEIRATE) & G
LTWiz,

5.in vivo S L FTRE Y > Hi D EIIY

OVA/FIA OFEHE B L v BEH G % b
L. 8 HRIZFTBRY &Y 33k (B
T LNs) Z[EIY L7, & % —H8% FACS fi##fT
W, —5 % invitro I TIEMHILEE 7
DO HIEATIZ AV,

6. in vitro |Z331F 5L CD3 FUEHKIZ L 5
U REROIEELDOFHEE

EEo LS ICEE L INs & 1X10°
cells/ 2 ml THHE L7, B CD3 Hi{K
(eBioscience) (B&IBE 1pug/ml) Z¥ANL .
72 B, BB EEIR LA MRS ES LT
BFEY A N A % ELISA W CRIE., 7=,
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FEROIIICEI L7 INs BEL W in
vitro IZTIEMIL & ¥z LNs &2, TN Th
2 % FCS |, 0.01 % NaN3 Z¥s/ L7z PBS (2
B L. PL mouse CD16/32 (2. 4G2) Hifk#%
1543, 4 CTRILE®T=, 2%, &1
EErnEnmmL, B0 1 ER, 4 CT
Bt &/ 7D 5, FACScan flow cytometer
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1To7,

8. OVA HiJ & FAV 7= PEMs @ in vitro J&H
kD&
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Too 1 AT IR O F F ATV, 141
1% OVA % (GRIEEE 100 pg/ m)BNT %2
& CHBIE LT, 48 B, BB AR L,
PEMs MSPEAE L7= & FEY A N4+ > % ELISA
W THRRET L 7o, TL-12 p40 ORI EIZ i Mouse
IL-12 p40 BD OptEIA ELISA Set (BD
Biosciences Pharmingen (USA)) Z v /=,
(Z DOMITRTEICHES 5,) Fo, ZOHME
DREHUR O FE BT FACS 1 THEHT L 7=,

9. i

OVA257-264 & MHC class I (H-2Kb) #&
BEERFEROICEBR LT IL-2 20WT 5
T-hybridoma T & % CD8-OVAl.3 #f jia
34-36) &, RERRZFRFFILHFEE -
PRI DG ST, Ao ELE
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10

7 v 77— (PEMs) ZFH# L. UTDER
WHE L 7,

11. OVA/LPF AR D%

OVA % BSS (Z¥fi# L7-1%. Lipofection®
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ERICTA UFaX—FLEbOEH W,

12, HUR R FEHR
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THL CD3 MR ZIRINT 5 Z Ll K v iEH{L
L. [AEkIiC LT oMakm EoFRo%
Bl FACS \Z CHEAT L7z, TR DORETH
% CD3 FLFE L., T MM (T cell
receptor; TCR) & AR Z A L THURR
A KD~ DRI O{mEE H - T
5, LoT, LCD3 ik EdsmM+ 52 & T
PURIR R & Rk 2R % 5- 2, invitro T
BWTTHIBOEEALEFEST L &N T
x5, BLCD3 HLIECTHIEEZIZIKIT S LNs D
e EofEMH(k~—F —% FACS I&T
fRAT LI R, + 2R R SN T
CD30 DETORFAOTLENBEZ I N, £
7o RN X O CD3 HLARIIE#E @ LNs

%Hécm+<mwTﬁ@@%V\ .+
iﬁ@%&ﬁu B IHERR S L2
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EFLoH CD3 Hiik TR L 7= 85E BIE
ZEIN L, INs KVEASNEZYA FIA
V%&BAKTE%LkOH%-HWyﬁ
AL TR, WA &b ISR TSR T
mhole, —k. TERMGHR G TIL-2
DOFEADTLENHER SN (K 2),

F-, OVAGRER LV +E2KAEEER
E LT ALY PEMs %[EIX L. PEMs
% in vitro I THERK TR, HDH WX
OVA DRI L 2 FRIEKIC L 0 IEELZ T
L MfaEm EoiEEb~ — 5 — MHC 43
TR O Bh R 5y T D 3B % FACS (2 TfiE
B Uiz, = DFER, OVA R T Ci%, PEMs
D& IE AL~ — & — (CD25, CD30, CD69) |
AHMN%E%n‘ﬂm\%héMm:~?MM
class I , ) & O BT ## By B 4
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(CD8O, CD86) DIEHIL, +EKMEH 5
LR IFIBEINhoTe, —JF, O0VA
FRE FIZBWTIE, EEb~—b—Th D
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ERMEHREGHTHBLTNAZ ENHL
nelpol,

F i, [FRRIZEEER FIEFR O A Rl A v
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R B o 1L-4 BEEAEIL, OVA R, 55|
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7o ﬁlmwwmwﬁéiomﬁ@ﬁ
T THA2RMEGEGHICBIT 5EELEDTT
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L0, +EKFEEHRGSICLAHFITEE
BHOOLNZ, £, IL-2 EACE LT
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KEEBEEFICRB O TZOELEDTTHENFE
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T HlREZFESTLZ L IEECERATHD
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RRELATDHYA NIA L O—FTH 5D
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OVA BURRFEA 72 T MR OTE AL 2 B389
HZEDBHBLMNEIRST, :

OVAFEH LV +2KWGE 5 2 #EALT
7= 7 AD PEMs %, in vitro (2T OVA
I X EA L. AT L7oRESR. Mia
Fm EOTEMHAL~— 41— (CD69) DI, K
UVMHC Class T, BRI 4> CD80 D FEHL
DOXRBEEICH T B TLESHER I, T #
JRAOTEMALEZFE T H7DI12i%, APC ED
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PURENTF F&, TCR A L7= T U 235k
~DE 17 F Tz T, APC kD CD8O
KON CD86 HE T U RERICEHT S
CD28 K TR CD152 (CTLA-4) HUE A L 7=
NN~DE 2 D T FARBRETHDH L
BEBINLTNWD, TEKRMGICLILIIG
O REHE S FORBOTLEIL, <7
07y —U% Lz T Ml oS mE sy
DHFRIZ DRV B ENEZBND,

F 72, PEMs % in vitro {ZC OVA AN
L OERB LRI, 20E EFEFIC
PEMs L W EEAE ST A M A % ELISA
TR U723, IL-12 p40 KON IL-2 &
AEDRKIBRERIC X L CHERT A Z LR X
i,

IL-12 1% 1989 4EIC# T B fMfakkhs %
E3ELY NK MR ETEEET R F & LT
BEORSI X, 2 O% SR TR T
LMNIENTE =, IL-12 I~ a7 7 —
DRE DMLD APC D B EEAE 4, NK flifa<e
T M5 0 IFN-y OFEA DL 1L
T OS5 M O HE 3R | & D BEEH D {RHE =0,
ThO M7 5 D Thl ~A S—HfE~D 4>
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D LIEERY A NIA L THD

12

ERIMBINTND, BAT T F UEIEICE
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BT DPUREERA 2 T MO ERE & 1Y
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F7-. FERIZ LT, in vitro (2T OVA
THEM L2 L2k b PEMs 225 0 IL-2
FEEANFEI N, FiIZ+E2RKMEREEIC
BWTEDEANTLET S LW ERESE
Too IL-2 13 3F & UTIEMEIL Uiz T a3 e
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/a7y —U0N IL-2 BELATDHEND
WmEITEY, L2L, v Za7y—UN
IL-2 Z A U7/ RIE3ER IR IE W, U
. E. coli. yeast *<°zymosan % AW TDC
ERET S & IL-2 REE S, TA—T T
Mlaos bz /T2 Vo RmENREN
TW5, £/, IL-2 13 T MO HEFEEE S
TCe< B M-~ 77— < NK#i
Jia D HE5E K ONE ML EF B D3R 70 Iz BE b
LHZEDPHMEINTEY FTHL.BNAME
Wt 2 EEEREZE T 5 LAK e
(lymphokine activated killer cell) %
invitro I CHET D &b, FOREK
DEPBEINTWENFTHD, Lo T
U MAICR T 5 IL-2 EAZBET
ENENAT 7 F o OFIERF OB TR A
HFcx s,

UEDERLY, +E&KESIE. VA &
BEHIBWT, v 777y —YoiEEE
FEL., PUREERBEES T (MHAC class 1,
CD80) DI, K N, MfutEfaE 2 #H 5 % o1
A (IL-12 p40) EAZED B Z &N
HEMNERoT2,

+EKHEE~ v ACES LEIRL /-
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FRBET, REAT. KILRKA, WHE
., Ve, &REE T, BHAZEH, B
ER, BEARBFR, IMRE—
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E41. FACS analysis of PEMs activation derived from the OVA-immunized and Juzentaihoto-
treated mice.

Mice (n=3) were immunized by OVA/FIA with the orally administration of Juzentaihoto or water.
7days after,mice were injected thioglycollate medium intraperitoneally. 4days after the injection,
PEMs were collected and cultured with (b) or without (a) OVA (100 ug/ml) for 48 h. The expression
of the activation antigen (CD25, CD30 and CD69) on the PEMs were analyzed.
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B92. Cytokine productions of PEMs derived from the OVA-immunized and Juzentaihoto-treated
mice.

Mice (n=3) were immunized by OVA/FIA with the orally administration of Juzentaihoto or water. 7days
after, mice were injected thioglycollate medium intraperitoneally. 4days after the injection, PEMs were
collected and cultured with (b) or without (a) OVA (100 ug/ml) for 48 h. IL-12 p40 (a) and IL-2 (b)
included into the supernatants were measured by ELISA.
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