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Analysis of Autoreactive CD8" T Cells against Antigen Presenting Cells

Hideyuki YosHizuMI

Department of Genetics (Director : Prof. T. Sasazuki), Medical Institute of Birovegulation
Kyushu University 69, Fukuoka 812

We reported the existence of high and low responders to streptococcal cell wall antigen
(SCW) in human population. To analyze the mechanism of low responsiveness to SCW at the
cellular level, we previously established SCW specific CD4* T cell lines. During the course of
generation of a SCW specific CD4* T cell line restricted by HLA-DQ from a low responder, we
obtained autoreactive CD8* CTLs. Once the CTL was established as a line (HYCDS), they
proliferated in the presence of autologous monocytes and IL-2 without SCW. HYCDS8 lysed
autologous monocytes and EBV transfromed B lymphoblastoid cell line (BLCL). This cytotoxic
activity was specifically inhibited by an anti-HLA class I framework mAb and restricted by HLA
-B specificity, as judged by killing activity against panel cells and HLA class I-transfected
BLCLs. Although HYCD8 contained perforin in the cytoplasm, this HLA-class I restricted
cytotoxicity was observed only in the presence of the supernatant of cultured PBLs which could
not be replaced by known cytokines and their mixtures. The biological activity of the soluble
factor for cytotoxic activity (SFCA) was purified in a single peak fraction by HPLC. Thus,
HYCD8 down-regulated the proliferation of SCW specific CD4* T cells through killing
autologous APCs in SFCA dependent manner suggesting a unique immunoregulatory role of
autoreactive CD8* CTLs in immune responses.

x LU ®»

EH 51T, BEEHEREETE (SCW) ®, HAMEM
WP, >WEHE, R FEBPELR EOERBE
B, BHEE N+ 4 P B BIFAEREHE R £ 05t
EREIZBWT, fES gtz ofEctd
PEEEEHPELET AL 2HEL T &
Formenzmosn  SCW IZ BT i, Z QESEMEH
HLA wESHL -EHERE L L GRET 3 2 L 2 KIK
B B L UVEABRC I VRE LD, 851K
SCW Izt 5 BIEIGEZE DV > SRR G & 35
EIREL, CDS Bt E DY v Bk RET LI LT
EE ¥ % Z &2, HLA-DQ W30 GEFEWIMERE
FHwBr 3 CD4 B T fiao SCW B Ry HE 2 B
RLTW3H, BISEETCRZOBEERA LD NG
WZ EW, 7 HLA-DQ i3 2827 u— > ithk%:
BRERICINZ % 2 212 & D BISEE OREIREHEE

T5ZE®»5, HLA-DQ 4745 CD8 Bt T Mk
W& B AFEEICEECES L T A REENTREB S h
7z, SCW et § 2 {EISEE—%& (HY) »ofrL e
HLA-DR4 8 & U HLA-DQ6 537D % h#h % B
T PR RN CD4 B T filatkic s v T, BED
CD4 Bt T a0 » 08 B TR it CD8 B i T i
OWFERRHET 2 Z e HE 3 N, Z oMo
21 CD4 B T MiluoEENEEE 2 E T3 2 %
ML L1219, KX T, S hBEREYE CDS B
P T BT O FZME OB D W TR L 72,

MH b L UH*E

1. Boo— it

$1 CD3 (31 Leud), # CD8 (¥i Leu2a), #i T #
v 7% —(TCR)8(TCR1), $iCD11b(OKM1),
L CD16 (FT Leullb) #1 CD25 (IL-2 V& 7% — o $4)
13 Becton Dickinson #t L DA L7z, £ b TCRV a2
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(clone F1), TCRVgA5.1+5.2(clone W112),
TCRV A 5.2+5.3(clone 1C1) izxt3 B ik ix, T Cell
Science #t X DA L 72, $T1 HLA 7 7 X 1 Hifd(W6/
32) ¥, American Type Culture Collection & D fi#
Al7z, HLA-BAFIIwd 287 0 — kG4 i,
UCLA @ Billing Lt &k v ##tani:. HLA-B51 &
X U B52 Tt B B 7 v — > Hi4dk 4D12 13 Joslin ¥
RiK+E >~ ¥ —®d G.S. Eisenbirth 1§+ & v 2t x h 7z,
HU-4 (i HLA-DR #if%), HU-11 ($t LA-DQ1+6
bitk) i, ALEEERERIRAEER L DRI nk,
B2 <=4 7uZuV v Hifk (clone BIG6) i, 2
AENA FHE DA L. Bi LFA-18 (TS1/22) #i
%6 & O LFA-3 Hifk (TS2/9) i Dana-Farber #&
FFFERRD S. J. Burakoff ##% & » @it & h iz, OKT3

(1 CD3 #ifk) 1 & M IKT4.3 (3 CD4 Hifk), B7/21

(bt HLA-DP %iff) 2EETE2NA TV F—<i,
American Type Culture Collection & DAL 7z,
1P4 (i CDS Hith) RFELET I2NA TV F—<i,
Dana-Farber #E#F e AT @ S. J. Burakoff ## & v
Sani:.

2. ¥ trAL>

t b &R IL-18 X Collaborative Research Incor-
porated #: & DEEA L 72, & b&ER IL-2 @bk FEHR
MEFO=MESEL L VRS Tz, & PERRIL4
ANEFEATEI VEREIN, £ PERIL-6IEX
FRARZESA F AT 4 I NEE LY ¥ —DVEBRRER
L hRfEs iz, IFN-y @RV L Dt & iz, TNF
~a 1X Genzyme X D EEA L7, TGF-g 3= E:E &
DEEA LTz,

3. ARk

KX THEALZEB VA VABEEHEB Y >3
RN (BLCL) i3 A TO#EY TH 3%  EB-HY i
HYCD8 ® N+ — b F—% X b7 L7z, Hmy2CIR
BZoRMECHLA 79X I 5TRIZEAEREL
T WERKRTHY, ZOMEI HLA-A24, B52,
cd-2 BEFEZNTNEAL, SBEFED R
B 7B EREAR i R R EE R TSERT OB O
XLk vfefesnrz, O R A MmmHHADER K562 1
American Type Culture Collection & DAL 7z,

4. BERIGH CDS Btk T #Hiatk (HYCDS) 0
FERDRET & AHERak O L

SCW KIS L #5835 T MifaE» 5, CD8 &
TSP R BB 5 7o, HEL 72 T Ml % 51 CD4 B
7 u— itk (OKT 4.3) Hi~v v R 1gG HIBERE
— X (Dynabeads) THIEEL 27, &5l CD8 Bk

T #ifE 2 X 10° f % Hiaigst 30Gy) LEC %72
7o BT X105 & IL-2 100 u/ml, SCW
lpg/ml DFEF L BHEFEET TR RSV —hic
%,20% & b IEH1 RPMI-1640 3%# T 5% CO;, 37°
C THAKRTEDOFHTERE L. 7THHCEM
PEHEL, 2 OB R U, % 7o0#E L 7 HYCDS
3, BEHRESN L ECOEEERE IL-2 DEETT
20% & b MIERFRK TR LB OFEBIC AV, &
51 HYCD8 ##it » TCRVe 2 87 o — v Hifk »
v, &5 TCRV a2 Witk & ke o 48 L
. BohlzThThOSEOME X 5% ETH->
7z,

5. #ERaREEHERER

ERHIIE & U oBERIE, HfEERERO 6 HEj
WARHIMY > K E2 I RUEYS 70l L — 2
IX15 AT % &, 10%t b I RPMI-1640 5538
WOHBERMAETNI050 10 1XI10EE A
722, (FFUBBRCE Y 2 Vv T 2 uCi D ¥Cr %
POz 18 BRI B UIERR L 7205 3 YRR L, B5En %
720D > oSEREE R BIE 100 o/ BANZ 7. T sk X
200 £Ci @ #Cr 2 I Z 7= IL-2 ks 28 © 2 BeRsssE
LS L 72, BLCL # & tf K562 1% 100 £Ci @ 5'Cr %
POz 755U C 2 BRI LA U e, RO k8
BERE ) VRERLBCBES¥E Y 2V
100 !l $°ofmz 7z, MPEREEYE T MIFE RS /2
BOMIfEL (BE/T H) WSzl otk = %L,
BT 2 M 50wl TohNZ, 37°C T 6 RefEsgE L 72,
Yotk & B o R R B T 1B R T O R
e 2 BRI EA MRS T MitEmz 72, 6 K
BEBE Y VLD 100 k] OB % EIN L, A
FhsEEENICred by —TEHHEIL
oo IR TRTHY ) 7r— b TTW, ZOHRE
Lol MlEEEREKIRATER L (ERF
B (cpm) -BEHAEE (cpm))/ (BKRMERE (cpm) -H
REEFE (cpm)) X100 (%) BKRMEREDOHIEIC 13 10%
triton X-100 27z, BRMEREIRAERED 20% 2L
TCTHot, ERGER L U > BREEE s % 72 135k
L OREIERBEICEEL 2o T,

6. U/ RUEEEEORES L UE

BT 7137 v 0sEmY > 88k (10X10%/ml) %
RPMI-1640 523354 T 37°C 5% CO, BIFIAKKED
ST 18 REfIRE LR, R R 2000 g TEL L 0.22
um D7 4 NF — B UEEFERE . U > ovERE
ZEETOBEERS2RBET 3201, KE50ml
O EIEMER (AR 1g 202 LETRORS 2RE
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U7z, WELRESE27 2 =NV IVCHH L 46
B L, §oni R e EE K HERL, C18 ¥iH
A Z A (3.9%X150mm ; 5um, g Bondasphere,
Waters) E vl @@ BE 7o~ bS5 7 4 —
(HPLC) w TRERAL 7. B OZMIZBEIHIC 0.1%
MU ZvE OB £ b= ) VOERAEE T
(0~60%, 2%/43), T 1 ml/53TIT- Jz. BRI
S U oS HIR L, BRSRCEREE PBS WL, Mk
REEERBRIC Y, B EZREL .

B & R L RS oIk MR 1Z, Pico Tag
work station (Waters) &\, 6#EDEET 1107
Ce6Hffls Zic oz,

1. 7a—HA4 XY —

Hryo—riifs®HwT5%FCS,0.1%7 Y16+ b
Vo AH0 PBS i S ¥ 7 T fMlgkk 2 E# & 72 13/
BB X VB L, FACS can(Becton Dickin-

son) AWl T7a—H 4 b XY —Z & DEIFL 22,

TRFEECEFITC 2 IRV LY FHiv 7 R

(IgG+1gM) KV 7 u—2HiED F (ab’), H52H
Wiz,

8. HLA%q4E>S

HLA 75 A1 B X U7 7 ANHEREZMMIERESE
HERCED ¥4 7 L7 HLA-D ¥4 > 73 HLA
REBEEERIA Sl EAWTMLRIZED & &
n7z®, HLA M8 F 04k, HLA © WHO 45
ZRESDEFRIC LTzd o 1239,

Cell number recovered
Monocyte IL-2  SCW after 7 d culture x10-5

1x10° 100wml 1pg/mi @ =" " T T

- + +
auto. + -
auto. + +
auto. - +
allo. + -

1 HYCD8 DigfEg M DRES
HYCD8 (2x10°f&) %Hi#iEs 30Gy) L
7zEC. (HLA-A24/-, B52/54, C-/-) &7:1%
HLA 77X 1 %&BLEWw7u (HLA-A2/
26, B61/-, Cw7/-) ORMMEALIK, &+ IL
-2 (100 u/ml), SCW (lpg/ml) OFEE ik
JEETIC 7T HRFE L, EMiaEstl /2.

X B & 2

1. BCRGH CDS Bt T #le (HYCDS) oisE

HYCDS 2 s RS (30Gy) LicHES 2 i
HLAZ7ZA I 5F2EBF LT 0 OBEMIRE D
WIL-2 BLUSCW OFET £ EHFEETTTH
RBEE L = DR P BRET U6 R, HYCDS i385
HOOBEEGRYE [L-2 208 Lz, HIRELTO
SCW BEE Lgholz,. HLAZ AT 2HKB LR
W7 QEEERTIZ HYCDS DI > hiz »
-7 (H1).

2. HYCDS ORE~Y—H—

M2ick EHizk >, HYCD8 iF af M TCR %
FELTWwk, E b TCRVa BEUV L7738 ) -
MNTBE - Ui L 2HETIE, TCRVE IZD
WTIE3RT TCRVE 5.2 BT, TCRVa 22w T
X TCRVa 2 B E L EESESFEEL, 7Fa
FNF T —HOKREY A —Th5CDIIb B L
CD16 3w bl TH o 7248, CD56 RFEHOBE >
EH L EVWEROZ>»TED >hiz. HLA 75 R 11
SF (DR, DQ BLVIL-2VvETY — o HIZTART

o TCR TCRVB 5.1+5.2 TCR Vp5.2+5.3
10° 10 16° 10° 10 ¢ 10 10° 10" 10 10°
‘ TCRV,2 CDh3 . cD8
5 1 T
a
g | p
g 10° 10" 10® 10° 10° 10' 10°* 10° 10° 10" 10* 10°
K CD56 CD11b CD16
©
©
5

10° 16! 10° 10° 10° 10 16 10 10° 10 16 10°
HLA-DR CD25 TCRV,2
10 10" 10° 10° 10° 10 10* 10° 10° 10" 1¢® 10°

Log fluorescence intensity ——»

- Stained with both
first and second
antibodies

Stained with second
antibody alone

®2 HYCDS O#ifgEmE~—»—
HYCDS ## 7 u— ¥k v TEEE
s esiRkIc L DAL, Tuo—HA PR
M) —RHWTER L, AXF0OHDITIK
HEDAZMZT: b DETRT,
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BHETH - 2. Va BESEIRSHESR —BEOD %
KUz (BBTER.

3. HYCDS OifRapEE;EH

E D=7 3 ) VERERIGHERET 5 VA
=7 3V UHifk P1-8® 12k b HYCDS g D¢
— 7 F ) VDEENRENIZZ E REET—5), #i
CD3 B2 u— U HiEDIRET T K562 ixt3 3 M
EEENED SN L (K1) 25, HYCDS idiifa
BEEE THREEZ SN LhL, BEOFEK X
IR ETEHSBR T HYCDS i3, BT OHMIR,

w1

E

Z

SCW #EM4 CD4 B T #ifE, B %D BLCL &
XU TE oo HfEEEFEE R RS o Tz,
#ZCIL-18 & IL-2, IL-4, IL-6, [EEEEIERT
(TNF), TGF-8, IFN-y % B % 72 3fAE&bE T
MREERR 2T 8 ThOBE& b BRI Y
THIEEMERIRD >z (F2), HYCDS 554
fAREEE R FRET M2 BT ) o SROKEE
LR EE AR v, RIRRT IO
RIEIMLY >/ SBROBEE LEOEE T HYCDS i, B
COHEKIRB LU BLCL #EEL, Lyr»L, HEH

Cytotoxic activity of HYCDS8 in the presence or absence of SFCA

Percent specific lysis?

E/T ratio
Target cells SFCA
20/1 10/1 5/1 2.5/1 1.25/1 0.6/1
autologous
monocyte + 99.2 81.8 445 27.3 13.9 124
- 0.2 0.0 0.0 0.0 0.0 0.0
EB-HY + N.E 445 36.8 13.0 6.5 6.3
- 0.1 0.3 1.0 1.0 0.0 0.0
autologous
h + 0.4 0.2 0.6 0.2 0.0 0.0
DQwé6-restricted _
CD4*T cell line 0.7 0.0 0.0 N.E. N.E. N.E.
autologous
DR4-restricted * 02 69 99 o2 N 2
CD4*T cell line ’ ’ i = — =
K562 + N.E. 1.7 7.6 4.4 4.1 1.8
K562 +anti-CD3 mAb® - N.E 51.0 50.9 35.6 16.5 16.7

a %'Cr-labeled target cells were incubated with HYCDS for 6h in the presence or the absence of SFCA.
Values given represent the median of triplicate determinations.
b Anti-CD3 mAb (OKT3) was added at a final concentration of 1/200 dilution of ascites.

N. E.; not examined

% 2 Cytotoxic activity of HYCDS in the presence of cytokines or SFCA
. percent : percent
. cytokines specific lysis cytokines specific lysis
IL-1 10 u/ml 0.3 IFN-y 100 u/ml 0.0
IL-2 100 u/ml 1.6 TNF-a 10 u/ml 0.0
~ IL-4 10 u/ml 3.5 TGF-£A1 ng/ml 7.3
: IFN-y 100 u/ml+
IL-6 10 u/ml 0.0 TNF.e u/ml 3.7
IL-1 100 u/mil+IL- 11 TGF-£1 ng/ml+ 0.0
2 100 u/ml : IFN-y 100 u/ml :
12 100 u/mi+ 25 SFCA 818
IL-2 100 u/ml+ 23
IL-6 10 u/ml :

Cytotoxicity assay was performed in the presence of cytokines at the final concentrations
indicated above. E/T ratio was 10/1. Percent specific lysis in the absence of HYCDS8 and in

the presence of SFCA was 0.6.
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XD SCW Fr 9 CD4 Bt T Ml LTz Y ¥
BRESE FEEMZ TH o o EEERERD R, o2,
Y >oNEREREE RSB S BT IR £ 572}
MFEREEEM: 2R S b o fz, RITIRL TR0,
Ho /237 v MmECREGEEIFED Shixho i,
HYCD8 OffifiEEE 23/ E T 2V o /S BREE ki
H DS % Soluble Factor for Cytotoxic Activity
(SFCA) L #4fTi 7z,

4. Bon—rHFICL 3 HYCDS D EE
HEDRRIE

HYCD8 OififgEE ST b 2 0 F2HE»IIT
379, B u—rHEOEE T RS SRR
%fT- 72, HYCDS Hifk D= E M x5t HLA 7
Z A 1Hifk (W6/32), #1CD8 (1P4), i LFA1S Hifk

(TS1/22), #iLFA3 %tk (TS2/9) OFEFTRE
wiliflah, sp2~Af7a0r7a7) yHECE DR
SRNCHIg & nzhs, HHLA-DR(HU-4), $ L HLA
-DQ (HU-11), HLtHL A-D P (B7/21) A T3\
Ny FEokiMElahizro/z(E3 A)., &5 EH
L, HYCD8 2 2 h W6/32 Lt FORICE ¥, B
SHMREENEREITO LATE 2 W6/32 L Kt &
¥zt E0oACHBEEEEOMFVEE s L (B
3 B)Z &, 5, HYCDS iMERME LD HLA 7 5 X

157 %23 SIS 2 H3 T 5 LB X oL,

5. HYCD8H»'R#E T 3290FDRAE

HYCDS 3885532 HLA 79 A 1 9F%2EET 5
Je DI HEEIR E BLCL @830 )V % v CHlfaBEE M
HRER&1To 2. TCRVa?2 B L B OMERBE
TET 379, fi TCRVa2 87 o — Uik s v T
FHROBEL, ARV KISE ¥, TCRVa2 B
HYCDS ik, F+— HY & HLA-B54 23F ¥ 2485
Wf % SFCA BE T IS Uz, & OfIRREET
FHLA-BH G Iz & D 524 1o M % s i 7z,
TCRVa2 BH HYCDS 1%, F+—HY & HLA-B52
¥ 7213 HLA-B54 73 F % 63 2 UMl & HLA-
B52 4372 FH ¥ /- Hmy2CIR fifg 2 [EE L 7-.
HLA-B52 43 F % 565 U 1= miii it 3 2 Mifafess
EHEX, P HLA-B5 (B51+B52) Hifk 4D12 i & ]
flahi (M4), PLE» o TCRVa2 B HYCDS
1%, ErMRE E oo HLA-B54 437 %888 L, TCRV a2
et HYCDS 2 i3 HLA-B54 4+F ¥ HLA-B52 43F
T LMBENBEL TWwE EEZ 6Nz,

6. SFCA Ol

Y v oSERESE FRET O SFCA AHEIT 2729, L1
CEER A RS L b 20 FER DT X, B

A

Monoclonal % Specific lysis

antibody L 1 1 1 1

anti-HLA class I[(W6/32)
anti-HLA DR(HU-4)
anti-HLA DQ(HU-11)
anti-HLA DP(B7/21)
anti-CD8(1P4)
anti-LFA13 (TS1/22)

anti-LFA3(TS2/9)

anti-32 microglobulinb
(B1G6)

1007 B

50 —

% specific lysis

o L H—0

5/1 2.51 1.25/1 0.6/1
E/T ratio
H3 Hrzo— ¥ikick 2 HYCDS OfifaE=E
D HH]

A, iR UE 7 o— v Hifk%E HYCDS »
Nz % 2 BRI AZRGMIRE & & b I L 48
HYCDS % E/T £k 10 0E& chix et
HRERETRoT, Bruo—CilRrnsEng
FBRE 2 IEAD 200 SRR TR T2,

B. §iZz 9 X 1 Hifk (W6/32) PEERZWINZ
TS (D), Mz e84 (), HYCDS =
BRET 2 BFRERG S B L 254 (0), EiHE
far 2 RIS S B L -5 E (@) 0F%
BTz RS E/T i 8w O ifa s e
#iTo ., HABERH 2EOBESIIEAD
200 fFEFIRT, % 2 HEDOHEIEAD 50 fEHR
TiTo7z, MUY 7 — M OERESE T 10%
PIRTH o7z,
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% Specific lysis

Target Shared HLA 80 1
cells  class| '“Ab? 2.0 4;0 Blo 1 ?0
HY autologous —
4D12
G4
KT none -
e . - .
S| NK A24Bws2 ~ [ 1]
g ©oap12 [J
g —
" TI Bw54 -
KY Bw54 -
G4 )
G4
SS A24 -
HmyA24 A24 -
» |HmyBw52 Bw52 -
a3 4D12
-
o
HmyCb-2  N.D. -
Hmy2CIR none -

X4 HYCDS 2T 3 HLA 7 5 X [ 5 FORE
TCRV a2 et HYCDS (B X %) ¥ TCRVa2
B HYCDS (B¥ D) DZRFRIZDVBT 7 5
X 153 F DR % 5 R L CHigREE M
HEE1To T, w2 il ao HLA 3B
TFTo®Y ; HY A2, -, B52, 54, C-, -, KT
A2, 26, -, B6l,-, Cw7, -, NK A24, -,
B7, 52, Cw7, -, TI A2, 26, B54, 35,
Cwl, 9, KY A2, 11, B54, -, Cwl, -, SS
A24, 11, B62, 7, Cw4, 7. HmyA24,
‘HmyB52, HmyCb-2 3% h %1 Hmy2CIR #f
Kaiz HLA-A24, B52, Cb-2 DRMEETF 5 A
U 7: B ififalEisiafilatkch 2, Eoro—
Pk G4 13 HLA-B AT 2343 2. Hoyo—
itk 4D12 12 HLA-B5 4-F (B51+B52) %52

FI 5. FIRREIHEAD 200 EREHRTITo 72,

E/THI10 TiTo7%. bU 7Y 7 — b O
BERZ 0% TH o 7z,

REBCEE LIRS %E2 72 b= P YAV THER S ¥,
B LRSI, BRAERES PBS Wi LU ilnEE
HREBICH W, BERCEA2EZ LY EEFOD
SFCA OEMIRIEEL, 7 M= P NMICE DEEHL
TS ENCREATT 2 2 ESRENZ(EI)., S5 iTER
FT2EDTE DY AR L DER LRSS RS
B, SiAIERRL 72 b & CI8 WAED 2 A% Vs 7
HPLC i X D BBAL /2. BRI H S E % 5L,

' F Z

Percent acetonitrile ( - )

y/A 0 10 20 30 40 50
T —T 7]

1.2 # T

)
1
8

-~
- 4
-
0.8— H
g ®
-
—30 o
g 2
N >
[
Oosl— £
c &
o o
£ 2
s @
7 —20 .,
Q2 c
< ]
04— o
<
o

o

| Y. | 1,
20 30
Time ( min)
HM5 HPLCZ X % SFCA EMSEORE
D UNEREEE REREER EIBEL, TORE
%7 b= M) NVTHEEE, BREEER UM
Kz YA CI8 Mt » 7 A % Fwic HPLC
W& SESEL, &oE s
AnTEREOD 2 9EZ2REEL ., BHIZ0.1
%tV 7 NF oEBOBENIC 2%/5 084
T7 ¥ b= bV VOERAE R > TITo .
e R SRR AR AT - B T o BBk R
v, E/T HIZ 10 TfFo 7.

FRENEHEFRSEZEL PBS KEE#HL 205
TR E B 21T SFCA DOIEH O B 2 HHE 2 F
L7z, SACA OWEMEIHRFFRE 10 5205 11 53O
DE—Z7KBEDLNI(K5)., TOFEDORS% 63
EDHERT 110°C 6 Bk #EL 7z, SFCA O3F
HRERIRS R LED Shiz (R3).

& =

AT, FESITY) voBREEE FETORERT
FETIEHCOEERS X U B it BEET 5 HEk
ZEHOKIGH CDS Bk T fifa 288k Lz, < OMife
X SCW e 3 2 KIEEM®ENT v ¥ 4 7 (HLA-
DR15, DQ6, Dwl2) % & DEHEEF L D SCW BFEHY
CD4 Bt T Mgtk 2 8hr 3 288 ¢ o huizififie T,
HLA-DQ S F %27 2 SCWHERK CD4 BT
MBI & D 2 OBETEDMEAE S 1, CD4 (5 T Mg oy
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£ 3 Purification of SFCA and cytotoxic activity of HYCD8

Percent specific lysis*

E/T ratio
20/1 10/1 5/1
fraction A 99.2 81.8 44.5
fraction B - 0.0 0.0 1.9
Fraction C 82.0 64.2 39.4
medium 0.0 2.7 1.2
SFCA after hydrolysis* N. E. 49.0 N. E.

a. %! Cr-labeled autologous monocytes were incubated with HYCDS8 for 6 h. Values given
represent the median of triplicate determinations. Each fraction in steps of purification was
examined the effect on cytotoxic activity of HYCDS8: Cell free supernatants obtained from
cultured PBLs (10X 10 cells/ml) in RPMI 1640 medium for 18 h(fraction A)were adsorbed by
activated charcoal. Supernatants after adsorption (fraction B) were removed and elution
from charcoal with acetonitrile was perfromed. The eluent was lyophilized and resuspended

in PBS (fraction C).

*Hydrolysis was performed with 6 N HCI at 110° C for 6 h. N. E.; not examined

FEEIMGEIL Y, BERIGHE T Mg, <7 22909,
ENEY MO BRLEBLIEHEINTEY, b MEE
FHIBWTHLEHDES) VRGP 2ETOH
EREE T #E 7 o —>ic X Dl s iz T $iiay,
WD X DRI L 72 THBEE OEBR
TERERTWS, ThsDECRGHETHEIR
THhHyHAZ SANHERBAE I TS

D 1)2)3)5)6)13)26)34)35)’ % D & ﬁg bi, NN N — T %H]
@1)2)6)13)34)35), -}j—7’1/ % ¥ —T %EHE@Z)!S)ZS), %EH)]@E%A&
T2 22 FXETH 5, HOREREDES
PR O BC KRG CD8 BitHifa s T M
faDEEBIIF L A LR L, 7o ORRIEITE & ERE
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