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[Summary]

Two monoclonal antibodies (7 B 6, Sh 2-60-1) specific to human Class-II molecules were studied
for inhibitory effects on allogeneic (EBV-Sh cells, DRw 6.2, Hon 5+, Hon7—, as a stimulator)
and autologous mixed lymphocyte reactions (MLR). 7B6 antibody reactive to monomorphic
determinant of Class-II antigens was capable of inhibiting allogeneic and autologous MLR. On
the other hand, Sh2-60-1 antibody, specific to a determinant on the molecule carrying Hon 5
(MB-3 like) antigen, was not able to inhibit either allogeneic or autologous MLR.

Both antibodies were also examined for inhibitory effects on proliferation of alloreactive T cell
clones which were established from allogeneic MLR (EBV-Sh cells as a stimulator) by limiting
dilution and were maintained with IL-2.

7B6 antibody inhibited the proliferation of all the alloreactive T cell clones tested, whereas
none was inhibited by Sh2-60-1 antibody. The results suggest that the Class-II antigens defined
by Sh 2-60-1 antibody may generate very few responding T cell clones.
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1. &b Ia BHERICHTIEI 0—VHEELUR
ik

b Mg BHRTYYX2RELTEIE b Class-
I #EIcHd 282 o— vHiMkid Kohler & Milstein
DOFEY KU TR Lz, ERICAVABE 70—V
fkiz, 7B6 & Sh2-60-1 THHAIHRERKIEHRS
#, LTS5 hi. TB6 2 1gGl KB
Lttt Ia #4iE B 84D monomorphic determinant
x4 234k % 5%, Sh 2-60-1 {2 polymorphic
determinant 2#H L 1gG2a icj@3 5. Honb $Hi/F%
BT 5 b 7omiE Hon 3EBEEZEMETHO",
MT2 %2#%Hd 27 emiE 3010 [JERMFETH 2.

2. radioimmunoassay

HLA-D/DR EEICBE L THEHERAEKDIER B ) Vo3
S TRALIE EBV-Sh (DRw 6.2, Hon5+, Hon7-)
DRSS Katagiri 5 DFEPICHE L papain T
TEILL, 1 2SR U7, coEHT B EA R
1#5]pap-Sh LB/ n—VHikElde t ToliELD
Rini3, ZEHAEICK DR U i o350k
D¥sEM T, Tanigaki 5K kic# L, radioimmuno-
assay ¢ inhibition {C& - THEF L/®. inhibitor &
LT3, Tanigaki 5 0 FHIicC¥E L EFBERMEE
Renex 30 THRIZEALLU 7t Z2 RO .

3. Autologous MLR % KU Allogeneic MLR

Autologous MLR o 7-%ic Ficoll-Conray % Fji 7z
HEFLETRMEMLYD 28U Y v ¥8R% neurami-
nidase JLE LY Y K BRAER /- rosette ik & HE®E
LE%E2EFfT->T T cell & non-T cell ic3BEL 7.
L7 T cell 1x10°/well) izxtL, R D mito-
mycin-C (50 pg/mi) THME L 7z non-T cell %
stimulator & U, JEBhk & t AB [f# 20%% &¢s RPMI
1640 & Ehc42E 200 2l ICT6 AEEAKEEL L.
harvest 18 B3Rg#IC *H-44 3 ¥~ (0.5 puCi/well) %
MzROABEREL]. —F Allogeneic MLR (3,
K Y v Bk (1x10%/well) i L mitomycin-C (250
pg/ml) ML 78 Bie EBV-Sh (5x10°/well)
% stimulator & LTS5 BRIEAHEELT *H-41 v

v (0.5 pCi/well) OB YABRE L. EERICAW
7B6 33 £ 18 Sh 2-60-1 ® 2 DD B 7 v — v §ifkid MLR
RIGOB LAk O&ETh 2 <Y 2D EAKE
RPMI 1640 THE LK well ic 30 pl $>nz 7-.

4. T cell clone DEFHE LY T cell clone ZH (>
1= Allogeneic MLR

T cell clone |3 EBV-Sh % stimulator & L 7 primary
allogeneic MLR ¢ #4 % L 7= responder ¢ T cell %
cloning LC#7-. mitomycin-C ji¥ EBV-Sh L k¢
autologous (D antigen presenting cell (APC) & &3
iz limiting dilution g% FWT, 0.6 ff/well DHA
A& L7 T cell % Terasaki plate FTREAEEL
7z. Z®KRiC phytohemagglutinin (PHA) TR Y v
s¥Ek% activate U7ci bEE 4MSICRBBEL TH
Interleukin-2 (IL-2) % 20% DEBICIT 5 XS ITiA
7z. 5% CO, EZEFT37C, SA~THRMERLL
%, WL 7-#Ea% 96 %X U-plate k5oL, ¢ T
cell clone & stimulator (EBV-Sh) & @i mito-
mycin-C ji#E EBV-Sh (56x10°), mitomycin-C LI
APC (1x109 8 L & T cell clone (1x10*) % 20%
AB fiEA D ® RPMI 1640, 200 pl thiciBA L, 485
fIsER%, H-44 IV Vv EMAREL .
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1. =% BHEICHF3 Sh2-60-1 Hiks &K UHmF
Hon, 3010 Tigt SN A MEREZEORTADKRE
ZFEREE BRIRSE YA E i3 umiE & EBV-Sh i

& 1 KEEHRMICET S Sh2-60-1 ik B LU
#ufu (Hon, 3010) Dy 2 HURORER

cell lines (% inhibition)
Gimhibitory | DR (D) [ oo T

-60- on | 3010
LG-2 1 (wD 5 |-13] 1
EBV-CMG 2 (w2 — 3 10
Mat 13 13 62| 95
EBV-Wa 4 (YT) —12 34| —2
KT-13 4 (KT2) 95 101
ER 4 (w9 99 95 1
Sweig 5 88 75 90
EBV-Hor w6 (En) —24 ol —6¢
EBV-Sh wb. 2 71 78 90
KT-11 w6 (w6) 1 0 %
LG-10 7 (wD 6 12| 13
EBV-Ky | w9 (KY) 98 9 6
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ERELUTHAHRERBE LTIV A S D Hon
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7 ammi 3010 ORMT3HEIL, FTTICHREINTL
5&51® MT 2 #E#EE—FK L. UEDOERLD,
Sh2-60-1 #HitkiZFEDHRE B HIRICOAREIND
polymorphic determinant Z#H L, UL T7emE
3010 Ik VR INZHRRES LB HREEZ K
HTsEHBING.

2. £y n— vk (1B6, Sh2-60-1) DREd 3
HES FoRE

AR LB R 2 I-pap-Sh % FU /- sequential
co-precipitation F:&fT->72 (£2). t + Class-1 #7
JR® monomorphic HFREEICHT EIMEKTH 3
7B6 THIMET 2L, TNTOHK, HlFICHT S
R thsig s L7z, polymorphic determinant % # i 3
% Sh2-60-1 HifATRILEL Sh2-60-1 Hifk& RHg
BRESFEBRELLHEMREE, $i Honb 7Tomik
Hon tDRGIZMHET 548 7B6 Hifke MT2 %4k
#9537 ol 3010 LORIGICIES T D ELMBED 5
hizty. XS0z Hon M < Honb HEARELH
E#PEHZ Sh2-60-1 ik & ORIBITRIBITED U 72,
7B6 HifkB LU 7 omiE 3010 CORIBIEH T DEEX
Nispot. ULO#ERLYD, Sh2-60-1 GikDRHT
AHREELIE Honb HimiE DR 2 iFRER &
A—aFLicdb, Ukd->TZo Sh2-60-1 kT
Class-T HIRO—PORFEFFERHNTELEZI SN
5.

3. Allogeneic MLR & Autologous MLR (C &5 (F
3 T {REAETEICK T B8 n— itk (TB6,
Sh 2-60-1) DMHRHE (F3)

Allogeneic # X t¥ Autologous MLR Zx4d 2B
o—VHROMEIFREERI L. IR ELT, HE®
Myeloma line NS-1 #ifa% BALB/c = X DI
bt URGBHEICE I Uic ko, fho 34k [ # RPMI
1640 THWR U THE L7-. responder & LTHMY v/ s¢
BK, stimulator & L © EBV-Sh 4§84 F 7z Allo-
geneic MLR (3, av tuo—nd *H-%44 I VDR
D AAICH~, monomorphic 73#ik 7B6 A jnx /-1
A13 90% Btk DRI % & 7208, Sh 2-60-1 HifkZin
ZISGATIE, WEIZRIZED 54178 - 7. responder
DY) ¥ s¥ERHs Sh 2-60-1 FKICRIET B HE%Z S - T
Thd, VAR THHRIIR L TH »7. —F, responder
% T cell, stimulator % autologous non-T cell iz
7z Autologous MLR T |3, Allogeneic MLR & [A##
IT 7B 6 JLATINEIHED Shcds, Sh2-60-1 filkT
BIHIZRITRD SN IL 5 - 2. Sh2-60-1 4k i,
MLR MEHZR BB NEEBICSWThhbhiz I Fo &
DITEZ .
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b, MLR #EifedsRingd 2. £E551, LR
ODIREHEL WZSE, Sh2-60-1 Hifkict g 25
Hicxtd 3 T cell clone psEET ZDTIXENHEE
ZAUTOERZT- 7.

4. T cell clone #F(\ /= Allogeneic MLR [C35(F
38 n0—-ritk (1B6, Sh2-60-1) 2k 3Msl
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EBV-Sh #ifd % stimulator & U 7z primary allo-
geneic MLR T L 7- % limiting dilution #iT

% 2 FEHUARECRRMNE CTLELRRME O RS K

RIAVESUR ¥ 7o i3 u i
BB E KRS | 3 UK monoclonal antibodies | alloantisera
7B6 | Sh2-60-1 | NMS 3010 Hon NHS
7B6 0.31 l 5.05 7.36 5.67 4.82 7.51
Sh 2-60-1 0.37 0.12 9.12 9.95 2.06 9.02
3010 0.28 5.27 4.36 —0.02 2.28 2.99
Hon —0.09 0.01 1.88 1.97 0.13 2.28

(% binding)
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T cloning L, IL-2 ##&TF< T cell clone 2487-.
stimulator % 3 EBV-Sh Milic KL TGS 2 T
cell clone ity LItADMEIZREE#RET L7z, & T cell
clone {3, 24® responder 7> 58 5417:. S.H. clone
{2 Sh2-60-1 AR BHRBEHE» 587 clone T,
N.M. clone [3#EE» 5B/ clone TH 3. HIRICK
533 22D clone {33 ~T 7B6 hiikick - THEME
k< MEl XN 5A8, Sh2-60-1 Hifkic & - THFE A
H&h 3 clone IJFEFTHERLTHIEL. £4iF, ¢
50D T cell clone itk ->THEOSNIBRO—BTH
3.

Iv. % £

t b HLA-D/DR #iRiciz DR HiERSMIC SIS
¢ &% DC», Hon7" (BR)®, kU SB HiEXRY %
code T2 BIZFMNEATEZEEIOLNTIVS. £}
Class-1I $iEICH T 2 HIMmE PR 7 0 — ¥ Hifkss MLR
EMETZ EOSH|ED BLRLDEET S48, W
HISZRRICER L Hiig % 735k &0 Class-T i
FEAFICRESEETEIL LI ROV TRHLTLD
ST, bhbitide b Class-IIHFEIXT 5
B o-—Y{Hilko S biiEENET» 5855I Hond
HEAFOAHICHRUEEFRT 2400855 L ICER

% 3 Allo XU Auto-MLR ic¥13 5287 o— vtk (7TB6, Sh2-60-1) omHZR

responders - NS-1 7B6 Sh 2-60-1
type Sh 2-60-1 XJ& stimulators (mean cpm=+SD) (% inhibition)
HEORBE

S.H. whole PBL. + EBV-Sh 20082 + 2152 98.6 6.6
S.H. whole PBL. + EBV-Sh 14785 + 386 94.8 —6.5
H.H. whole PBL. | =+ EBV-Sh 10550 + 2036 N.D. 28.2
N.M. whole PBL. - EBV-Sh 69421 + 3690 90.1 —14.9
N.M. whole PBL. - EBV-Sh 11749 + 496 91.8 3.0
T.N. whole PBL. - EBV-Sh 7657 + 458 91.3 15.0
T.N. whole PBL. - EBV-Sh 9059 + 930 97.1 32.0
K.T. whole PBL. N.D. EBV-Sh 14851 + 593 86.6 —10.5
S.H. PBL-T + S.H. PBL-non T 8871 + 613 85.0 —12.8
S.H. PBL-T o+ S.H. PBL-non T 11156 + 1417 99. 4 -10.0
M.T. PBL-T + | M.T. PBL-non T 16563 + 870 86.3 ~7.4

% 4 Alloreactive T cell clone icx§d 238 7 o— vk (7B6,Sh 2-60-1) piM&IZIE

Responder NS-1 7B6 o .Sh 2-60-1
(mean cpm =+ SD) (% inhibition)
S.H. clone. S-12 29353 + 718 98.5 18.7
S.H. clone. S-18 16643 + 1402 93.7 19.7
S.H. clone. S-37 15114 + 1403 90.2 -5.4
S.H. clone. S-38 8526 + 541 96.7 4.5
S.H. clone. S-42 17752 + 830 97.0 2.8
S.H. clone. S-45 21258 + 1140 95.0 7.4
N.M. clone. M- 4 3331+ 15 69.0 5.0
N.M. clone. M- 8 8595 + 441 77.4 0.7
N.M. clone. M- 9 6519 + 438 93.1 —6.2
N.M. clone. M-10 10248 + 686 94.7 —2.6
N.M. clone. M-12 8618 + 522 91.7 -2.1
N.M. clone. M-13 14244 + 990 91.2 0.9
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L, Hon5 ¥ EAFD MLR i) 28 52K L /.
At HEME % B 72 inhibition assay (£ 1) &
U sequential co-precipitation 3 (£2) IKX- T,
FHAOBRE T RS TORMET o2, TORR,
Sh 2-60-1 HifkiziEEk# B MICOAREIND
polymorphic determinant % #3234k <, Hon5 {i
BEAFLOREREREZBRHE L TOA T EMBPSHER
-7-. TB6 #ifkiz[i{ Class-1I $i[f D monomorphic
determinant 28§ 5 EHRI N, D 2HEH
DH 7 o— v HkOkH T 3 5ES T4 MLR Kk iCB
BLTHWahEPBITL.

Z0D#sE, Allogeneic MLR i3 7B 6 fiilkT sl
hasShtchs, Sh2-60-1 FkTIRRIHEIKHRIIEFD SN
ot (#3). %7 Autologous MLR itk T
Allogeneic MLR & EBD#ERTH >/ (£3). Sh2-
60-1 #itkic MLR &g EHsi0EBRE LT, Sh2-
60-1 #itkps Class-I HEDO—PL LRI LI T2HD,
A2 E, MHEHRBTOEIICHESNDB END ThEH:
WEZSNT. COFHEMERIT 570, EBV-Shi
BT g % responder T #ifa% clone 1k L TiI%h
BAtEt Lhs Sh2-60-1 TRIEAME S 3 clone
BRREINE,- .

BE, @ Sh2-60-1 kot $ % Honb HiEHR
LERRAFEEZIONS MB HRROBHEEEIT L
rEENH I T AW, Koide 5ickhid, MB-1
2T 38 7 0 — v HikiZ s kR 8 X U autologous
B-LCL icx%td 2 ffassEmts el L7z a3, alloantigen
Tt BRI MG 5. F 7z Zeevi 5i3 MB-3 4
F& X BT 3 alloreactive 73 T cell clone OFE#
ZREL TS, bbb OB & ORICHE A D55
b3, Z0EHELT, © Honb #iHL MB-14i
F %7213 MB-3 HURIZR L group (DC %) IKBT 3
EHILENBE—DBIEFICE>T code INTWH3
ENSBEFELITFHUT SV, @ Sh2-60-1 icH LT, MB-
1 2T 20ICERLE n-VHEADOR~R7 5
L5, MB-1 P4t MLR 54 254 FIC
bRIHEEFT 2T HEE. @ Honb #iJf & MB-1$iR
1Z[E—® gene T code ¥ T\ 3, Sh2-60-1 Hifk
Dl D R EERIT MLR KBS L IIWBRLICELET S
7, MEMENTOAEESEZSNDS. LUK
5L Honb HESFDREL S determinant [TiERY
ZHTHMD2oDB s n—VHikic k - T, Allo
geneic MLR 0 #MifRIEMSL S0 & (Hirata, R
%) B LU, mouse D I-E 3 Ficxtd 3 cell mediated
lysis © I-E M7EHEDSRIFICHT 3 ) ¥/ SBREFAR

Jjods EB @ allomorph icB8{%7:{ Ea itxfd 2B/ n
—VHETHHINZ LS EFET 905 @D A R
LRNEEZISNE. D, QOAEEMICEL TIEA®D
REBUETH 2035, Zeevi 5DHETIE, MB-3 K
# clone i, %I L T~TD MB-3 BHMIRICKIG
#+7, MB-3BU:HICORIET B L5, MB-3HiR
Z0D b DI MLR EiESEET 5 &0 D HEEDIEIIZ
REBOLATHROWEEDNE. bhbhORETIE,
5f¥E D responder ¢ EBV-Sh #iiRicxsd 5 Kkid,
Wy Sh2-60-1 iICk->THHINhIZD. 4Ebh
Hhit Hon5 HED MLR Eigteic oW\ TOSHKRETL
=43, BifE, Honb #FEA &% 7 Class-1I #iJF 34 K
HRICHER N 2 TSR 2 TREP, choso
iR D CML EH IO\ T D@ AT THTNS.

V. £ & &

b IR Y Vo ERA F 72 Allogeneic & Xk U8 Auto-
logous MLR (3 &t + Class-II #iJE i %t % mono-
morphic B/ a—V§ifk 7TB6 ick-TiE I 72
235, Honb HFESF%#H T 5 Sh2-60-1 HikTi2il
FINIZH -7z, Sh2-60-1 RGHRBH:ERCEBRYSE
% responder & LT Allogeneic MLR %£71», #HEL
7oA 5487 T cell clone @ stimulator i3 3
WG, 9T 7B6 fitkcidiahsd:, Sh2-
60-1 HikTiZMHE IhiE» 7. P k&Y, Sh2-60-1
TR Sh 3HEICH S U TEiEd 5 clone (3%
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