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Figure | Time course of changes in lung resistance (Ry) after OA

challenge. BN rats were sensitized or sham-sensitized to OA, and 1

4

d later MNCs were isolated from the intrathoracic lymph nodes, The
recipients of OA-primed MNCs were challenged with OA (closed cir-
cles, n_= 8) or BSA (open triangles, n = 5), and the recipients of

sham-sensitized MNCs were challenged with OA (open circles, n

8). Assignificant effect was demonstrated by ANOVA (p < 0.0001).
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Figure 3 Etfect of adoplive transfer on cellular profile 1n 8AL performed at 8 and 32 h after OA challenge

The lungs were lavaged through the endotracheal lube with 25 mi of saline, and ¢ytospin slides were
prepared for cell differentials by Wright-Giesma staining. Results are expressed as means £ SE % (* =p <
0,05, ** =p <001 compared with the data 8 h after he anligen challenge. # = p < 0.05 compared wilh the

control group)
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Figure 5 Time course of changes in lung resistance (R.) after OVA
challenge in the recipients of purified W3/25+ cells which were primed
to either OVA or BSA. BN rats were sensitized to either OVA or BSA
on day 0. On day 14 W3/25+ cells were isolated from the cervical
lymph nodes of sensitized animals and were transferred to naive, synge-
neic BN rats. CD4+(20) group (closed circles, n = 4) received 20
million W3/25+ cells from OVA sensitized donors and control group
(open circles, n = 6) received 20 million W3/25+ cells from BSA
sensitized donors. On day 16 the recipients were challenged by aerosol-
ized OVA as described in Fig. 1. The baseline values of Ry between
the groups were not significantly different (0,.203x0,016 cm H,O/ml
per s for CD4+(20) group and 0.197+0.08 cm H,O/ml per s for the
control group). A significant effect between groups was demonstrated
by ANOVA (P < 0.001)
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Figure 2 Late airway responses (LAR) after OA challenge. The in-
creases in Ry from 3 to 8 h after antigen challenge were quantitated
by calculating the area under the R, curve against time (cm H>O/ml/
s x minutes). The recipients that were given sensitized MNCs and
challenged with OA exhibited statistically significant LAR compared
with other groups. (** = p < 0.01).

-,”éu—wﬁ?fm'

MXWM

300}

R_ ( % of the baseline)

i i L i 1 1 L

0 60 120 180 240 300 360 420 480
Time (minutes)

Figure 4 Time course of changes in lung resistance (R, ) after OVA
challenge in the reciplents of either W3/25+ or OX8 + cells [rom
sensitized rats, Naive BN rats received either purified 2 miltion W3/
254 cells (CD4+(2) group) or OX8+ cells (CD8+ group), which
werc obtained from OV A-sensitized donors 14 d after the sensitization,
2 d later the recipients were inhalationally challenged with 5% OVA in
PBS for 5 min Rats were analyzed for changes in R before, at 5, 10,
and 15 min after the OV A challenge, and at 15-min intervals for a total
period of 8 h. The baseline value of Ry in the CD4+(2) group (closed
circles, n = 6) was 0.186x0.047 cm H,O/ml per s, and 0,203+0.08
em H,0/ml per s 1n the CD8+ group (open circles, n = 6). A significant
effect between groups was demonstrated by ANOVA (P < 0.001).
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Figure 6 Latc phase airway responses after OV A challenge, To compare
the magnitude of individual airway responses induced by anligen chal-
lenge, we calculated the area under the Ry curve after the OVA challenge
in each rat. This calculation was done by determining the area under
the Ry curve against time, above the baseline value, from 3 to 8 h after
the OV A challenge (cm H,O/ml per 5 X minutes), Kruskal-Wallis test
was used; ** significant statistical difference (P < 0.01)
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Figure 7 Eosinophil counts in BAL by immunocytochemistry, Eosino-
phil counts were assessed by APAAP using BMKI13, an anti~human
MBP mAb, on BAL slides prepared at the same time with those in Fig.
4. The recipients of OVA-primed helper T cells, CD4+(2) and
CD4+(20) groups, had significant BAL eosinophilia compared to con-
trol and CD8+ groups (** P < 0.01).
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Figure 9 Changes in airway responsiveness to MCh after antigen ex-
posure. The recipients of either sensitized MNCs (n = 7) or sham-
sensitized MNCs (n = 7) were chalienged by aerosolized OA, and
the airway responsiveness (ECa00R() was determined at 32 h after the
antigen exposure. Four rats of seven that received sensitized MNCs
became hyperresponsive (less than the mean — 25D of the combined
baseline value of ECyo0RL in both groups; p = 0.035, Fishers exact
test).
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ELISA FOR SERUM OA-SPECIFIC IgE IN RECIPIENT RATS AND RESULTS OF PCA REACTIONS

Transferred Cells

OA-specific IGE
(absorbance unils, mean + S€)

PCA reactions*
{mm, mean £ SE)

IL-2 IL-4
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§ = | ™ Group
5 | Il
= I Test rats
2= o Control rats

€ 1 o JJ_l . Negative controls

P P [ | rﬁ 34 - Positive controls

Sensitized MNCs
Sham-sensilized MNCs

0.141 £ 0.004 (n = 7) 0(n=7)
0,151+ 0004 (n =7) 0(n=7)
0152+ 0002 (n=2)T o(n=2t
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Figure 8 Cytokine mRNA profile of BAL cells in the recipients
af BSA-primed CD4* (W3/25) and CDB* (OX8") T cells (con-
trols), or OVA-primed CD4~ (W3/25) and CD&* (OX8') T cefls
follow ing inhalalional OVA challenge (cxpressed as number of posi-
tive cells per 1,000 cells counted). *P < 0001 versus BSA-primed
control; #P < 0001 versus OVA-primed CD8* T-cell transfers
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* Diameters of the wheals were measured at 30 min after the antigen challenge
1 Sera Irom unsensitized rats were used as negative controls.
¥ Sera from sensitized donar rats were used as positive controls.

* frexplant: & W2 EB L, LARKETOE
B L IL— 50 I+ 5 MBPIGM: Ml o024 &
MEREBRT 2 C LR MEENR TR, EbhiC
Th24A b A vOREALMMETS r —INFO#K
LWL ARZMHGT 2P, Libkb, Th2 247
DOFA bhAVERNBBNT v hOL ARDFM L
R BAR T 5o

5) AHR DG

BN7 v MBI MEFERMEDOAHRIE, LA
RICENTHRERT 5, HEIOPHFURE T, R
F9247 B2 B AW 2 ) VIR AT S @
OAHRMZHE S, 5 ARICIEHEFICRES,
HIRMERE T, Lo BETRIOAHR®FH
ENb, TORTHBEHROEMEY v REkAAHR
DRI EENICE 5T 5 &5 2 bh 557,



AHROBESIZEH LT, U v RSB S
A Al et 2vadoptive transferdERENHE LI T
Whe A% 20 VKT A2 AHRERE LRI,
BFTHIRAZBA LRRREATo7/c b 25 3 216
MHIZAHRDPFE S, AHROPBSZKBELTY
THIRIOTEMAL B 54 % & LR ER2Y (Fig.9)o
—5CD 8 BMMEOB Y% Rt 2 HmEY L H 0,
LARLAHRODEIIBFICENH D C & ETRKE
NTnbe SHITMOKREMEE OBMICHE LTS,
EHEOBIE kY & /v v Rocyclosporin ADH5-
TROE PISE I OB 84 BH LT b AHR Z
L0 Ed 285 s 059 ) VoRBRE kD
LA, A RRIE L0 AHRSFE S h
TWwdEZEZbhb,

6) MRS & A S

BES Tk, SEMiaoimit, BEi ZickBun
CTEHBERITTH %, MBICHES KUERAER. 1
eV v Bk ORBEIEMLIRETH D END,
OB BT 25 TR MBI e Y
baxbbELZOND, FBE, RS ) v BRI R
HEAVLA—Zx$ 2mAbE Wb &, ZhBHD
MR O EPEEITEHICHRHE B, Fo) v
SNERDSFEOLFA —Ticxbd 2 mAb(TA—2) VLA
— 4K T AmAD(TA-3) D5k, TARB LUV
LARZOZERZEKIGEZIH LD, »OAHR S
WA 29, FAHEIZICAM— 1154 2 mAbD# 5
it TBEREEE AOREZMINET 2, Zhbolk
B b PSRN BRI 3310 2 St $e 4 S
RLREMIIOR M, EESFARE T2 8B
N7y b&2HOTEERT,

7) BbhHIC

BN7Z v MBI AHEFHREOLAREAHR
DRSTHEFIZE UL Lco PESR T ARICHERET
He btz bh Tz L ARICHELERE DL
MHEMND, 72 AHRDOEAIZICE2EE D £ 0 FEM
IR Eh-2Oo8H%, BNS v FOBERET L E L
TORFELIEEL . 5 E T THEMNRORRICE
545&E2bNS,

e

AR, AR KFEALAE TR REE =NE =5
FhEE A, ENTEEREE v 2 — MRS R A
B, RnEREEI R FE AR RS EE E D
HREFE L H F £ McGill k% Meakins - Christie
WI4EFr O James Martinddg o 7 v — 712 X 5 W3
WRADLICE LD LD TH D, ZZIHHID
TRBOBEEL, EL5HBOVRREEZ TR LU
o

Table 2 Flow Cytometry Analysis of Mononuclear Cells from
Cervical Lymph Nodes and Purified Cells after Immunomagnetic
Cell Separation

MNCs After MACS*
mAb (mean+SEM) {mean=SEM)
Fo %

Conuol Ab 1.2x06 0.7+0.1
W3/25(CD4)+ cells 59.8x74 98.9+0.8
OX8(CD8)+ cells 63+2.1 06+0.1
0OX33+ cells (B cells) 289%105 0.7+0.0
ED9+ cells 4.4x27 1.1x05

* MACS, immunomagnetic cell separation

Table 3 ELISA for Serum OVA-specific IgE and Passive Cutaneous Anaphylaxis Reactions of the Sera from the Recipient Rats

Group Traasferred cells

OVA specific IpE
{absocbance ymils. neanzSEM)

Diamelcrs*

Control group
CD8+ group
CD4+(2) group
CD4+(20) group
Negative controls'

BSA-scnsitized CD4+ cells
OVA-sensitized CD8+ cells
OVA-sensitized CD4+ cells
QVA-sensitized CDA+ cells

Posilive controls*

01300003 (n = 6)
0.121£0002 (n = 6)
0.124£0.005 (n = 6)
0.120£0.004 (n = 4)
01170015 (n = 2)
1.238%0.126 (n = 5)

mam

0(n=6)
0(n=6)
0(n=6
0(n=4)
0(n=2

133214 (1 = 6)

* The mean diameter of the dye which appeared 30 min afier the anligen challenge was measured (mean+SEM), ' PBS was used for negative

controls. ' Sera from OVA-sensitized donor rals were used as positive controls
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