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[Summary]

Employing nylon wool-adherent cells as antigen-presenting cells (APQ), it was demonstrated
that T-lymphocyte could respond sufficiently well to PPD-pulsed APC sharing at least one of
the HLA-DR antigens of the T-lymphocyte donor.

Antisera against HLA-DR but not HLA-A and -B antigens were shown to be able to block this
proliferative responses when PPD-pulsed APC had been pretreated with anti-HLA-DR antisera.

These results indicate that HLA-DR antigens play a functional role in the antigen-present-

ation.
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t MURSFMKIL PPD SARENBI LIZX Y AT ORETHIE X 0—8B0T v 0 THIE A EHLT 5 - &
PED LN, PPD NAAFREEFMKE Lo HLA-A, -B LT -DR HUR & Pl CRBIRAICHE 5 £ B G,
HLA-DR #URICRT 2 MK DA S HRETREEMIET 22 L5 5, BRIETHEMEHES T Lo PPD LDR #i
RERBFCEMT 22 LAMALL. 20z Liz7 v O THIBROELICIE HLA-DR $HEODT &b 12EHK
ETHRLABE LTV AZ LARETCHEZ LERLT 5.
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I. @ L & I

vy AFERBESESET O I Hikid BEMET
& DS BENICHEIL T2 Lid X <&
LTV S, 7k %X, helper THIMIIIUEE 57 # S
EOHEERZBVWTHR L | HSBaTFERE L bIT
MELEMHEEERED, ZOBRIZIERO—HBLEL
EhTW3Y., S6iICH la MEEFERTS Z Lic X
D, 05 kTHROEHILIHRETHED Ia i
BOBEMNERICE > TR EMRbELMLR VD,
Ia MR ELD TEELRBELMELTVSZ & 234
BL .

% 5iX X &1 purified protein derivative (PPD)
PHRLLTHAVAZ LICE D, b MRETHIEIHR
RUASHIRBEE TR L - THEMELsh 3z L %
FL, ZOREETRMEIRE la #HEERERLTVW3Z
LERLEY, 2ZCTAHRENL, w92 la MRICHEYT
% HLA-DR #iJE (HLA-D related antigen) OEE
HERET 520, FIESELE THEZSMo DR
MREHEETZ2ZLICXY, BRIETHE—EE AR
MOHREERPEIES W EpE»ERHMLIZEZS DR
HROBERKRAZAH L.

II. MEEITEZE
1. Bimaoas
PPD HARGEHIERERSE D~,) VRS M5 5

Ficoll-Paque (Pharmacia) HEEOEICL Y BEHE
&,

2. FA4RAVI—L - BSALICEETHERONES
& HRRR D[4

FA =N HTALIZEBTHEED enrichment
OFEITTTITUIMNICS/ LY, THEOBES, Ml
DORFE LT A vy =& #5H 0.02% ethylenedia
minetetraacetic acid (EDTA) /il phosphate buffer-
edsaline (PBS) {Z0\zL, 5°C10 HHEL 7. Z 0D,
FARYy—AEESESTI LRI VS ML 2 £
W, 2EpEH L.

3. MENILZRDEE

B (1~5X10%) ¥ i ftEHAa (0.5~2X106)
% 25pg/ml ©» PPD (HA BCG) & mitomycin-C
(MMC ; HFEEEE) 50 pg/m! ¥ FLIEEEF T 1 ERH
37°C incubate +5Z X VHBEASNVAEfTo . A
ARSI HREIX 4 BIgEE L, 1X105/ml KFFEL 7.

4. YusEkiEE s DNA AROBIE

—ERORE AV R ERBIEANV ZRE TR (B
HABRE © 1X105, fTMB 1 1X100) & 1X10° OTH
M (FA Ry y—n - 55 LEEME) % 200 ul D10
% t b+ AB EfiEF RPMI 1640 (AKRED i
#EL, FE microtiter plate (Nunc) @ well HT,
5% CO,, 37°C D&M T T5 AFEEL, MiQEIN 16~
18 BFMERIC 0.5 ¢Ci @ *H-thymidine ((H-TdR, New
England Nuclear Co.) #% well (200, semiauto-
matic cell harvester (5 &% = x$t) K THIMEE
B, WhvFr—vary-hyrig— (Fah) i
&Y SH-TdR DL VAZERIEL 7z

5. HLA #14E27

HLA-A, -B, -C # 4 > /1% NIH #E#EIZE 5T
T-7%. HLA-DR #A E i bnrEr—FAn
YU —MEIR X 5 TBHIREZEIR LT - 729.

6. HLA-DR #m#F

L DR MiEIEER L V%, 1t HLA-A, -B, CHt
BERET S0, pooled M/ MRIZTRIVEEEZIT-
7o. ThBOHMBFBOHEMIT panel cell T
cytotoxicity test IZX - THREE -,

7. HE24EED HLA-A, -B Z#L.T -DR #&
BREORMFEICKIHE

Lo UOHBEASAVAESHEREETHABE (0.5~2
X10%) %#i HLA-A, -B /i3 -DR MiE¥F i 37°C,
30 4> incubate L, ZD#% 3EEHF L. —HOERT
{Z Protein A (Pharmacia) ZZh 6d I1gG fifko
Fc SR EFE® 572, 2pg/ml @ Protein A &/
%, &HIT30% incubate L, FD# 3EEEL:ED.

IIl. BRELXTER

S EORETEE LIIPURE TR L L TURKEZEM
fakzRAvaZ Lick Y, HESTHEET v 0MH»
EbHEICBYVTiX mixed leukocyte reaction (MLR)
BRI SR VCEEMRETURS TR L U TRV T
DHFURERA L THREMECERD ., zoZ &
P LICHERT A%, HLA HEOHB L TV 2488
RV TRET Mila— RS RAEMAEICI T 5 HLA #t
ROES #Ra L.

RITRT LI, FIRSTHERE L CHZEEE B
V72354, Donor YK @ T #ifGiZES® PPD i
A BRI IZRIG T3 (depm : 2,807) (group 1). &
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72 1 The responses of T-lymphocyte to PPD-pulsed mononuclear
cells or adherent cells in allogeneic combinations.

. APC*
Responding cpm
Group  T-lymphocyte Donor HLA antigens

donor MNC? Ad¢ shared Nonpulsed Pulsed Acpmd
1 YK YK — All 442+ 39 3,2491437 2,807
2 — YK 1,530+£208 7,176+255 5,646
3 ™ — AW33, BW44,DRW6  2,901£121 3,029+167 128
4 — ™ 2,908 +209 4,361+431 1,453
5 NK — AW24 4,9254752 3,696+596  —1,229
6 — NK 4,593+143 5,162+£430 569
7 MM MM — All 896+ 43 3,301+373 2,405
8 — MM 1,357+ 65 4,126 169 2,769
9 YK — AW24,DRW 2 4,732+184 4,654+401 —78
10 — YK 4,562+212 6,760+259 2,198

HLA phenotypes of donors are . YK: AW24, AW33, BW44, BW51, DRW2, DRW6, TM:A2, AW33, BW44, 8W59,
CW3, DRW4, DRW6, NK-A2, AW24, B7, BW35, CW3, DRW1, DRW8, MM:AW24, AW24, BW52,BW55,CW1, DRW

2, DRW4.

® Antigen-presenting cells, ® Monoclear cells, ¢ Cells adhered to nylon wool columns, ¢ Net counts

per minute were calculated by subtracting cpm with nopulsed APC from cpm with pulsed APC.

ZAM HLA-AW 33, BW44, DRW6 % #£HT5
Donor TM ¢ PPD <Lz BEEEHIRRIC3 B 3 HR
B (depm :128) (group 3). ¥7z, AW24
HEIREF LT3 Donor NK L T E - 72K Kt
#7& back ground ® MLR k9 bIEV-EREEE
RL7 (group 5). Donor MM @ T HfIIEE®
PPD ~n zBEEMRRICIZ X <K+ % (group 7) A8
AW 24, DRW 2 %#3tHF L Tv% Donor YK DEEM
L BHEERITRE - BEETR& kv (group
9.

Zh O ORREHREETHMN & L CERaSks
WiEBAIIE, kX DR HIEOHRO1SEHEFLT
CTLRREERPEDITEE RV EEFLTV 5.

EELISEL, A vy —AMNEEOMEIE TS
AT 4y s RMYIMERRICHL, FREREKRD
F_T?D population #EL BT LA BFATHBZ &
ERLIEY. ZZC, FAury—AMNEEOME
PRETHRL LTACREZS, RI1KZE B X 5T
Donor YK @ TH#iM % %\~ix Donor MM @ T #ifa
R LTT v ORRE TR AR RIIREREITS 2
LHBTH bz (group 4, 10). 0= ki, HERT
FERS L U CHEMRE RV B aicid, 2oho THE
PRISETHIRORGHEL Vi3t LA HRERME TS 2
DOETHIELTWBZ L 2739 Zhbd (group 4,
10) i DR fiROR FERISHETHREHELTE Y,
RISHET ke — PR ETHREOE R R HEE /£ H ik
DR HURDODEL L1 22HE LTV B LAKET

HBZLEFRRLTVS., LALEA S Donor TM
(group 4) & L T Donor YK (group 10) i3 /& METH
f2& HLA-A, -BHiFR2H{BE L THE Y, &5 Donor
NK i HLA-AW 24 AR ZFHEFL T 250005
T, BCRBLLFRETEERLTEY, ARELESR
HTFERY. £2ZTH DR MBI & - THREE M
£® DR FIRZBREICHE S = LIk D EBEIZ DR
ErGRSRCEERREEZEB T30 L 5 h kit
Liz. R2WEBFDOEREE-RT. Donor HM 0K
THIEIZES D PPD ~SAxMEERMBEICKIET 5
25, ZhidHt DR ME X v HIRERME L0 DR #i
FEH5 LIk YALESR S, LarLids, HLA-
A ZLT -B #fiREHMET Ko TH S HBIIED
&hro7=. %7z, Donor NK DM SH DRW 8 M
Bl THIES Wiz, HREERERCKGS % 1gG
PiFicX % steric hindrance DEEi3, $ HLA-A,
-B MEBMOIERLAN Sz LT EM TH 5
A, ThESLICHEID BH72H, Donor YK DHIRE
THRICRIES ® e X 12 1gG BB Fo M
Protein A 2SS THL THRICKGE®H-D. =
DHABMERL < DR MFRIFRESTRELMELEL,
L HLA-A, -B M3 L 22 ds - 72
IhHDORERY S, THIIICHT HHFELE R IR v
T, HRET7HKO DR iRV EEARBHEZELLT
WBZ LAHEEEN B, Bergholtz & Thorsby? i35
FBIZPIT PPD MEHET AV 2FARRBVT, &6ITH
HLA HMEEZBAT D izt 9 THEORKGEIHE
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% 2 Effect of anti-HLA serum blocking treatment of APC on

T-lymphocyte responses

HLA phenotype

Cell donor A B C ‘DR PPD Antiserum® cpmESD
HM 24, — 35, 40,1 - — 2, 5 Nonpulsed - 380% 14
Pulsed - 2,2541214
Pulsed DRW2 583+122
Pulsed DRW5,6, 8 378+ 51
Pulsed AW24 2,152+474
Pulsed B40 2,143 £325
NK 2, 24 7, 35 3, — 1, 8 Nonpulsed ——— 155+ 53
Pulsed ——— 3,031£705
Pulsed DRW 8 228 +119
YK? 24, 33 44, 51 - - 2, 6 Nonpulsed - 292+ 33
Pilsed —_— 1,029+114
Pulsed DRW 2 6,255+ 29
Pulsed DRWS, 6, 8 302+ 86
Pulsed DRW 8 1,152+149
Pulsed AW24 1,182+ 66

* PPD-pulsed APC were incubated for 1/2 h at 37°C in antisera. Treated cells were washed exten-

sively and added to T lymphocytes.

PAPC from YK were incubated in antisera and then 2ug/ml Protein A as indicated in Materials and

Methods section.

IETEBLLTWAS. Z0ESIEH DR 0AXEL63H
HLA-A, -B b KISHETHFICERL T2 0 Rk
FRHAELTLES.

7y R IR TRKGET A L FURE MR o1
EERK I-A BFERO—EPLETHEZ LBRDHL
ATW39, Znr bk HLA-DR @EigA~ 72 H-2 ©
[EREHENI B LD THII LETTLLLIZ,
t MiZBVTik HLA-DR HEFEBOMBRZIEE - T
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