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WEHEALY ok & MFEE~DE 5
FEREPURAIE ) » SBROBERER—-~2 27 077 -V R
BIERdMRa o R 1T 5 B

EIRAFEFTANRFE A (3T - -8d3%)
th E B =

(AR FIS84E12H 1 HRZA)

EMAL Y o SBROEMFTSH~OBS2E M I T B0, RBHRETCHIBERZ Y »/SBROFEN
K- 07 7—YREMBTERMAITH 3 colony forming unit in culture (CFU-C) i RIZTHELKR
L7, E#E2~3BEHDES Y >/ BEE mixed lymphocyte culture (MLC) #» &% & hizREHIR
Rk Y > 25k % 5 3 FHehROEBAR R FREMIE & coculture L 7235 & 101k CFU-CBOBRE2EMIE A5
hixtrot:, —H, BE~THEBLVI~10 HED MLC » 5@ 6 i HEFURRIEY »/3kE583
ZEEO B, £ 72X B OBEEMIE & coculture L72B&icid, CFU-C iz 2 REFUERISY
> 73Rz dose-dependent 1234 L7z, @ CFU-C OiMid, MLC % 6 B E ORBHURRIE Y >/ SBRig
BELEOFMC L->Tv@ED S, ABHTREREY >/ 8o CFU-C 233 2 IGNEMIE non-T #fgrh
CRED AT, TREPIZOAFED 5ni:, 20 CFU-CIEIHEEROMER2H S 22T 320, FER
R > SBRIZ 2000 rad O XGRS £ - 3 THEY 72y bV 2EBT €/ 7o+ — L ik ek
& B EHEL - B EEMEL & coculture L7z, ¥ DR, RETURKIEY >/ 2ko CFU-C iitEwE R
13 OKT8 %721 OKlal & #fEDMBIC L Y REIWHEL LD, XBREFTRHEELZ»27. &6,
FEREFIERE Y >/ SBRD > 5 OKTS Bl £ 8T & coculture L2 HB&2ix CFU-C 0B E 42 40
T STz, FEFERIE OKT4 Bl FEFEERE OKT4 Bitiiig s & f OKTS BitHmi
£ @ coculture TH CFU-C wBELELIZED om0z, U EDOMEH» S, MLC 28\ CHEHR
Bz & 0 Eb NIz Y > o8kid CFU-C ot L THEIE @ &, £ o CFU-C #T%MEHAZI: OKTS 5
TV laBEOTHIETH 2 Z LmBant.

Key words Colony forming unit in culture (CFU-C), Mixed lymphocyte
culture (MLC), T-cell subset, Monoclonal antibody

1961 £ Till & McCulloch? iz & » THFEE iz~
v AM O o o —EGE K - U CE MBI
BHEIZHESL, TORREL OB ICH 2 EmE
IR % in vitro TEBRIZHIE T2 2 L MAETEEIC % o
TECW3, BT, EM#BMEO in vitro assay
EEFEL CEMASBROMALRASNTED,
FDRAAZZXLBRBIPSHIZENDDHD, FFIZ
WA, ERR-~7u 77— RBEMBETH D

colony forming unit in culture (LAF CFU-C £ H§)

DL, BRI HE % colony stimulating activity (B
T CSA &) A%, FIZHRRLEHLE ALY vk
EoTELAENTVRE Z 2290, —HOEARNREER
MBFD Y >/ SBRHE MBI INHIFNE T D
T rBRLH STk, fEE SRR LS
B ML, HEORENEHEEDL TV,

— 7, REHYHEO R TL R THAMIE, con

Role of Activated Lymphocytes in the Regulation of Hematopoiesis: Effect of Alloanti-
gen-Stimulated Lymphocytes on Granulocyte-Macrophage Progenitor Cells. Shinji Nakao,
Department of Internal Medicine (III), (Director: Prof. K. Hattori) School of Medicine,

Kanazawa University.
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canavalin A (BAT Con A LB8) @ & 5 7 mitogen
FAEFARZ EORIBER I LItk > TEBRDRE
RIGOAESICEEEET 2 2 L 8H SN T 5809,
bhbid, Z0& 5 2RERGIZN L CHREER
2EH T 5 EELCTHRESE MO ME, HEEDHA
EzbBEE L TV 2R ERETT 2700, 29,184
@ suppressor cells #FET 2L THoR T3
Con A TIEMIL S h/: THiRE® CFU-C R U5RIMER SR
ATEEHARE T & 5 erythroid colony forming unit (LA
TCFU-E &) W RIZTHEERF L. 20OHE,
Con A I THIk X CFU-C % CFU-E O 4k, #EhE
MR @< C e 2 RuHL, ZOBEO—5IZE
R L 720, —7%, Con A R THIRID %7 & 7,
BEY >~/ SBRIEE (mixed lymphocyte culture, AT
MLC £88) BWTRERRKIC L2 #2207 T
fifg b MLC 2R REVICHTIBIT 2 Z e 3o AT
38, 72T, IEMELY L oSBROEN RS ~OEES % X
SIS HIZT B0, RBHFEMEY > 5D
CFU-C 2 RIZT ¥ % coculture study % B\ TH
L.
s & UFE

I. BB USRMEMm Y > /2RO B

##ER 7 volunteer DIFEEHRIBL D ~ ) » INEEE
Bx 5ml~10 ml AR L, 4HAYREK THRECHER
#, Ficoll-Hypaque ¥ & D Bz % 58 L 72, 18
S BRI ¢ E® (e-modified Eagle’
s minimal essential medium, Flow) 2T 3 [El¥eE
%, 20%4EAIRIME (fetal calf serum, BT FCS &
8, Flow) I a 38T 3 — 5 X 105/ml D EBE TiFlE
&4, 77 RAF v 7 EEEI(60X15 mm Falcon # 3002
CAYiZ3ml ¥ DL, {(H&EMMI (adherent cells)
ZER <728, 5%C0O,, 37°C, 100%BEDRMHETTL
RRTEHE L o, ®ER TR, JE(HEMEMIE (nonadhe-
rent cells) MR EPRALL, 1 [EIEEE McCoy 5A
B#E¥ (Grand Island Biological Co. GIBCO, NY)
CHZES ¥, BEEEMR L L T CFU-C DElEIC
Rete, A~ BEREE» RIS 17 B %
BOFOEBRCHROEBELERT2LENH 3 B8
B, BREL 7B BB & RO B R THERE
Uy B 6 U TR, 1 L T CFU-C OB ICH WL
oo WERERAE — BRI & B BB O o u = —EERE
DETIIEEAEED BN 12,

R Y > SBRIE, BEORME Y SO SROMEE
At~y CANEIRIM 2 4RI L, SBNAEAT 2
§IZHHR % Ficoll-Hypaque #k12 & 1 BAZAHAL % 578t
THILIZE>THES, U s8Iz RPMI 1640 k3%

#® (GIBCO) T 3 [ml¥t¥tk, 15%FFM@te + F—rm
TN RPMI 1640 3234842 1 X 105/m] D@ I &
¥, UTOREY v/ BKEFECHVE.

II. B&Y - \2ki53% (MLC)

EEHURRIE Y >/ Bk 2/ 2 2 Hiz, 5 X108D Y ¥
Bk E RIGHIAE L L, 2000 rad @ X#% % B84 L 72 JEI
BEDY > /8ER5 X10°2 RIBAMAL & 7 % one way
bulk MLC 21T -7, $4bb, BE7 5223 (50ml
Falcon #3013) 12 I TR &Mz ) >/ SERIZHEHE 5 ml,
XAGBE L EMEE DV > REBHW Sml % Zh
ZaMA, 5%C0, 37°C, 100% B EDRMAET THES
{To7z. Control culture & L T, FEIMMiEFED Y >/ <8k
DHbDICXFREHE LB o/ BREREME L L
T - b0 %R L7, HEMKE, 2-38E,
6 —7HH, 8XLU9—~10 HEIWEE) >3k % R
L, RPMI 1640 354812 T 2 &, V.7
N—ERPEMEEC & MR EEELS. 20X
L TR S WA FERBHIEREY >/ 3R 8 & U cont-
rol culture & D& 5 7z FERIB Y > 28Rk McCoy
SABEWIC 2 X10°/ml DBRETEH S €, BHEY
#BE & @ coculture study 12 Va7,

. CFU-C DRIE

CFU-C @7 ¥ Pike & Robinson'?® Fikic ¥ L
T{T- 7. BEEKIL, Pike 5SOUNFIEH-TT = /8
Py I rRHFEMLL McCoy 5A $E3¥5- FCS %
15%0 Z 7z b @ % plating medium & L CHW:, &
@ plating medium IZ¥EX (Bacto agar, DIFCO Lab.
Detroit Mich) % 0.5%80Z, & &WIEHE & bRMBIM
& DEAmEkE 1 X105/ml &% 5 X5 EoL, =
D 1ml % 35 mm DOFEMEEEIM (Falcon # 3001) 15
F L T feeder layer #{E& L7, D CEHEKAK
%, 0.3%%EX % &t plating medium i 1 X105/ml
LB LD KCREL, 0O 1ml % overlayer £ L T
feeder layer \CEE L /2, 5513 5 %CO,, 37°C, 100%
BEOEET T 12 H~14 BTV, EEKTHRET
BHHET CHBEUALOME»e 2500 =2—%
CFU-C & U THEEL 7z, BRI triplicate TT » 7o 3%
BOFEY CFU-CH L LTHRLE.

V. RFERRENKY > R BHEZRBRE 0

coculture

B AR R R i RITEPURAIS ) >S5k g o0
FERE ) > 3Bk E, BT 1 o L T 0.5, 1.0
FE2.0DEETIA 7% 0.3% 0B LS ICER
%f0% T overlayer £ U, MO FHEICH->THEHES
fTofz. BHEIE, FRREAEHEY v REMLTIE
PRl BMTHEL TR 5N CFUCH %
100% . L, coculture iz &> T % & h 7z CFU-C #
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#%av bo—NTRLUT
V. BEAERY IR0 0
1. EEFEREY >/ kg LEDO CFU-Citk
2T
%6 HEO MLC & b #IfiZER % 3RELL, 400
G 10 AR LEBEEBs N LERAEH M DT 4V
& — (Millex ®-HA, Millipore Corp. Ma) &L,
KEREL L, Boho5E EEEQ CFU-CRIER
DRI, BISBEH 10%12% 5 & Sz CFU-C
CRIZTEREERRE L.
2. XREEL-EERERBY >/ 8o CFU-C
CRIZTEE
BRI & coculture T3 RIETERIEK Y > /Y BRD
XBRZEERNT 2012, KXC18-2 BIELRIERE
RAXEEE EZ) 2RV CRBEHEREY > 5K
2000rad O X #R & HE L 72tk, B8R & coculture
L.
3. THIkE, non-T Mo o8t
MLC 3% 6 H B IR L . RERERIE Y >/ 92k
% 5 X10°%/ml 0 #EICFHE L, 80%FCS il RPMI
1640 B EHIC 1 X108/ ml OBETEH LIz /1T 3
F— (NFADN) MEFERMER (sheep red blood
cells, AT SRBC &88) 2% &Mz T 200 G, 545
FELEACT 60 SFEBE L 2. 2 D% pellet 2 HH
W HEE & ¥ Ficoll- Hypaque gradient WEE L 400
G, 30 &L L T-. Ficoll-Hypaque & DRI ER
ZAHT 5EnYy MIERERMMERRL, 3 EEE
#% McCoy 5A BIBWRICIZE & ¥ FBEHERE non-T
e L, —%H, BE L 72 pellet i3 tris-NH,C]
buffer THIN & ¥, 3 BEI¥E#EHE McCoy A HEEKIZEF
FseREFRRRTHE L L CEEEME L D co-
culture WAV, ZRL5XLTHINLETBLIV
non-T #ifE 5B EE SRBC ¥ MATEO ¥y r %
B2, Ev¥y MERMEIR THEZSE TR
90%~94%, non-T fMifEsTETIX 4 %~8% &, TH
fa & non-THIMEIZIE L S FH STk,
4. REHAEREY >33O €/ 7 0d— L HkE
L BTHIREY 72w b ORENT
b THRAMEHARS & G lakiRicn s 3 €/
7ud—NVHAETHS O0KT4, OKTS B & U OKlal
(Ortho Pharmaceutical Corp. Raritan NJ) #fw
T, ¥E6HEO MLC » 5% 5 hi-AEHFRRBY
VEROTHEY 7y b OSHERELRL, 1 X
107/ml DEF B L - FRBERFERE Y >~ SBRiEE
WO.1mliw®/ 70 F—LPuks5 ul 2M0Z, 4°CT
30 IR & ¥ 727 phosphate buffered saline (24
T PBS LW T 3 EIFedE L7z, BHiEE L Tl

40 BRI L -8 EET I~ 7 X [gG ¥ FIME (UTF
G/M FITC :#, Cappel Laboratories) %#%#&7
SIA 4°CT 30 HRRIG & ¥ 7. FHGHKTH PBS &
T3EEEEL, BEESE pellet D—EE2AS 4 )
75 A BB NERBE TR RO R 2 EE
L7, EERAEL D 40U EOMEEZHEL T
To7,

5. ®/70F—nNEkeFEEERC 2 TREY 7

Ly Ok L B

F FEENERE THEEY 72y + @ CFU-CItRk
ETEERRE T3, £/ 70t — ik Gk
DA X D EBESFERIBTHE» > & Ty
£y b EBRELE, 3 THEsNREEFURRE TR
# 1 X107/ml ® ¥ EE T RPMI 1640 3% # i (2 il 3
¥, £D0.2mliz 5 ul @ OKT4, OKTS8, 7#i
OKlal #50z T 30 43/ 4 "CTHER, 3EBRMHRL
o9 FiE (Lot 029957A, Behlingwerke AG,
Marburg, West Germany) %Mz 37°CiZ T 45 23
Ris&¥t, aviro—ne LT, REFERETHE
BRI TR 2 02 THRIED & %2 MA TRBRDHRE
E{To7. RIGRTHAED RPMI 1640 EEET1
EYERE L%, HRBEERELTICZ0E X Iml O
McCoy 5A Bz iBlE & & B4 & @ coculture
IRV 7z, Coculture WA B2 MR EREID HL
Teth, B Pk —FEAEE OMRER» 5 A 7
VY a—NLTIHEEED 0.3% PR T A—IER 10
BrRELBEMBEEEZEE L. &€/ 70)—
NS D % Kkilling BIRRIT & > TEHE LT,

. ~ ILEE 1% O 4 M

ssiting = (1~ P
/707 -NTFEHEICLALBERICENETS
THIfEY 72y b OBEERLEBEXTIEEERNT
BBELIEZS, &%/ 7 0F— LK HE0EE
o 1Y B o bR &= % 12 OKT4 4L 3 T 92~94%,
OKTS8 4L # T 93~96%, OKlal 4L 3 T 84~90%T
Hotz. —FH, OKT4 27213 OKTS LA THOEL 72
BB O—EZ £ E 2 X10°/ml O #
BuzEARL, OKT4 THAEL b 0% OKTS Bt
S (AT OK T8 #Afa L BE), OKTR THMEL/zH D
% OKT4 BBiEMle (AT OKT4*#IfL & B%) & L7
ED@EcE o THY 7 & v b & WEELR
B THELR L 25, OKT4 ko OKT4 B
HOREIX 85~90%, OKTS8+#ilgso> OKTS8 B Athaid
80~86%TH - 7.

V1. F— 2 OEtFHART

‘/Bohfe7—9 OEBEEMEN Student’s { TA M
AWTIFw», pEHM 0.6 UTOBRECEREDHY L ¥
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1. EEFERBY >~ 5RO % 3% B CFU-C ik
REZTHE M1-a)

MLCoO#¥#E2—-3HE, 6 -7HH, £721329-10
AE R L 7 RIS Y ~/8k%E, MLC K
Wiz U o SERIBEEE & L ERRR L 3 B B L
coculture L7z, ZDOREREE2 - 3 BHOREHE
R >R TiE, 2 X100 INT b CFU-C#iz
117.2222 L FELRERE Ao (p>01)
M, 3EE6-THES L U9 —10 HEB OREHRFERIE
Yy SERTIR 1 X1POEMT CFU-CHiz 2 hzh
63.6+£9.8 (p<0.001), 75.1£8.0 (p<0.005) &% b
HE% CFU-CoMmslna s, £/, 20 CFU-C
MEZHROBEIZERMT 5 RAEHUFRB Y >S5k
dose-dependent TH - 72, —FEEHFEIEFE Y > 1
BT, HEBEEC22bLTY VSEROEIMNC L 3
CFU-COBEERELE AN/ EE6—-T7H
BoRBHEREMY v R ERI-10EBOEE

°lo

803

FURRIBY > 3R e DT, TIEOHRRE
CFU-C ol 2R L IR IcEEER A SN
wh otz (p>0.05),

2. FAREFIUFEHEEY kO B O B8 CFU-C iz Rk

BT#E (01-Db)

D EZ coculture T 2 BEMIS MLC uBI1F 2 K
ISHEOREE» SBONLES, TRhLbEACEH
ML D coculture K OWTHRH LI, BEcHED
FRESFURRIB ) > Bk % B CBHMME & coculture L
ek Z 3, 2 X100 M T CFU-C %43 63.2+13.0
ER D BELME RO oz (p < 0.01), 2B, [
RYIERIE ) >~ 3RO 3 B8 CFU-Cioxts 240
il BEERE CFU-C ot 3 5 Ml & TizMEIZED
BECEEERED o7 (p>0.2),

3. EEHAERIE Y > 3Rot MLC O RIS p 24t

EHFKDEH CFU-CIeRIZTHEE (1 —c¢)

RIETURRIE Y >/ <8k % MLC i 51} 2 Rl iao
RHHHERDO BRI L coculture L 723581213 2 X
1°DFMT CFU-C#tix 18.1+6.9 &% b, E3HE
HLECEW T 2 MG B L Tl THEY

( [
[
[ 74
%%
i Jré /
“100r {‘? |7 il i {_
T Z 77 .
i) b - 7 [ -
2 [ - %
= %
o 77 % .5
O % 7 Z 4
- 4 %7
°50 2 % 7%
= 7
7z %
% 7 7
7 7 Z
7 %
Z / 7 Z
0 4 Z Z .
0.5 1.0 2.0 0.5 1.0 2.0 0.5 1.0 20 x10
day 2-3 day 6-7 day 9-10

No. of added lymphocytes

Fig. 1 —a. Effect of alloantigen-stimulated lymphocytes on colony forming unit in culture (CFU-C).
Allogeneic bone marrow cells were cultured with unstimulated ({)) or alloantigen-stimulated lymphocytes
() from day 2-3, day6—7, or day 9—10 mixed lymphocyte culture (MLC), respectively. Data are
expressed as mean*SD of 6 separate experiments.

*p<0.005, **p<0.001
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CFU-C OiM&I»5ad S 417 (p<0.001),
4. EEFIERBY > S BREELEO CFUCKR
TR (M2)

®ls

CFu-C
8

of control

501

.I'

10 20 “x108
No. of added lymphocytes

Fig. 1 —b. Effect of alloantigen-stimulated
lymphocytes or CFU-C. Autologous bone
marrow cells were cultured with unstimulated
(C) or alloantigen-stimulated () lymphocytes
from day 6 MLC. Data are expressed as meanz
SD of 4 separate experiments, *p<0.01

*l

100+ +

CFU-C

control

of

'l.

1.0 20 x10%
No. of added lymphocytes

Fig. 1 —c. Effect of alloantigen,stimulated
lymphocytes on CFU-C. Bone marrow cells
from donors of stimulator cells in MLC were
cultured with unstimulated ({J) or alloantigen-
stimulated responder (&) lymphocytes from day
6 MLC. Data are expressed as mean=+SD of 4
separate experiments. *p<0.001

BE6BED MLC 5@ o ey o/ oxkie
B EEEEREFIRR Y >R By 2 h e
NEKWE D 10%12 72 3 & 5 12 overlayer WML
72&Z 3, CFUCHIZZNF192.4114.3 (p>0.2)
64.07.5 (p<0.005) &7 b FREFTRHEIBY > By
FEEEEWRMLL L 212D & CFU-C OFE 20 ilE|p
A BNz,
5. EREFERMEY > Eko CFU-C MI%IZhE o5t
T5XRBHOBE (23)
¥ 6 HEOERBY > 35k s X UREHENLY
> 283RIC 2000 rad O XFRF MRS L 7o B BREIEE & co-
culture L, X#R%®HEEL 2 IERIE E 72 1 MERE
R Y > %3RO CFU-Clcntd 2 HIGIRI R &« s L
o, 2 ORERXBRBEHROIERB Y >S8R E 7213 FfE
HURFIB Y >/ SBROEEIN T CFU-C #i3 96.8+3.7,
58.88.2 LD, XMFEEELLWVY ¥ SEROEN
B & ZIZE CHERAZ R L 2,
6. MEHNEMNZTMES £ Unon-TH KD
CFU-ClcRIZTRE (K4)

/
%

Z

0 _

unstimulated stimulated

Fig. 2. Effect of MLC supernatant on CFU-C.
Culture supernatant from unstimulated
lymphocytes ([J) or day 6 MLC (F)were added to
CFU-C assays at a concentration of 10% in the
culture media. Data are expressed as mean+SD
of 5 separate experiments. *p<0.005

=




FEREFIEREY >/ 2ko CFU-C it RIZT8 805

FREFNFRBIC L > CEH &5 CFU-C i
BHOMRESSEHEHS Mz T I, HE6BEDIE
Mg s £ URBERERIEK Y >S5k % T#ilE & non-T
MBI SR BB & coculture L, # @ CFU-C
MEZhR A FESBE) »SBREHB L, ZORRETH
fa EINEEIZ 1 CFU-C #d 62.6+9.8 (p<0.005) &
A DIESEEY R E D RREY (p>0.1) CFU-Co
IS A & 1 dz H3, [FEREHUFEFIK non-T MK IERIBK

°lo

CFU-C
8
C
+

control

f
N

lo
2
N
N\t

unradiated irradiated

Fig.3. Radiation sensitibity of CFU-C suppressor
cells. Unstimulated ((J) or alloantigen-stimulat-
ed (P4) lymphocytes from day 6 MLC were
irradiated with 2000rad and cultured with
allogeneic bone marrow cells at a bone marrow
1: lymphocyte 2 ratio. Data are expressed as
mean=+SD of 4 separate experiments. *p<0.005

T#HIFE, non-T LD Tk CFU-C OF B2 I4!
s sniso7 (p>0.1),
7. AENEFEE CFUCHHMTAROE /70
F— VTR R B O T R

[ Unfractioned
B T-cell fraction
UZZ2 Non T-cell fraction

7
150

M,

NN

NIRRT

NN

A\

control CFU-C
o
S

*% of

v
=3
T

MLC unstimulated MLC stimulated

Fig. 4. Effect of alloantigen-stimulated lympho-
cyte subpopulations on CFU-C. Lymphocytes
unstimulated or stimulated in MLC for 6 days
were fractionated by using a rosette sedimenta-
tion technique into T-enriched and T-depleted
fractions and cultured with bone marrow cells at
a bone marrow 1: lymphocyte 1 ratio. Data are
expressed as mean+SD of 4 separate experi-
ments. *p<0.01, **p<0.005

Table 1. OK phenotype of alloantigen-stimulated T cells

OKT4 OKT8 OKlal
Exp. 1 52.9 31.0 50.0
2 36.6 41.0 46.7
3 55.1 40.5 42.3
4 55.4 34.4 33.3
M + SD 50.0£7.8 36.7£4.2 43.0%6.3
(53.3+8.3) (28.8%6.9) (4.3£1.4)

Percent positive cells were determined for cells treated with each monoclonal antibody
and G/M FITC. Each parenthesis represents the mean value +1SD among peripheral

blood T cells from 4 normal subjects.
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# 11k MLC 5% 6 H Bo REHEHE T >
WT, £/ 70— LHETHNE & THRRSE
FURRBMMEE DS 2 A b DTH 5, HEANE
Y ¥ oSBRIC AT OK T8 M 0 BB EE S0 & Ta*HEAE
OEBEZEINNFTED 51z, Zh S D phenotype %77
TEEFFERIM THZD > 5, £ D phenotype % -
e THifEY 72 v b33 CFU-C ofiEicES5 L Tw 3
PEEALLICTED, MLCE®E 6 HEORIBHRE
RSTHIEE T 70 F— LIk BETOUEL /2%
BREMAE L coculture L7z, #DHERIMS IR
3 k5w, FEARKETHERO CFU-C SIS
OKT8 %71k OKlal L fifE T L 72851213 1Z5% 4
W& LTz, —H, OKTY & ko aE ik CFU-C ol
FIRIRCIZEACBEEEE 2 b0, £/ 70
T Hitk & EAERE O %killing 1335 1 @ pheno-
type DA EHIZ L S —FL Tuajz,

*h

100
(3} {
]
o
3 » . T
g
c
<]
o 50 L
k-]
untreated T T T T
T * * * *
c c C
+* +* *
T4 T8 la

Fig.5. Effect of antibody and complement treat-
ment on the ability of alloantigen-stimulated T
cells to suppress CFU-C. 2X10° alloantigen-
stimulated T cells from day 6 MLC were treated
with OKT4 (T4), OKT8 (T8), or OKlal (Ia) and
complement (C') or complement alone and cultur-
ed with 1X10° bone marrow cells. Data are
expressed as mean+SD of 4 separate experi-
menss. *p<0.005

8. AEAFERNETHREY 72y b® CFUCR
ETRE (M6)

OKT4 % 7-4d OKT8 & #fLe & o [&) 78 1R R
THREOHBEK:ERE T2 I L xE>TES LR
OKT4*#ifg & OKT8*ifa % Z h Z nBREMAT & co-
culture U CFU-C ik RiZ T HE 2 RET L 72, Rk
Z6HEOHMKTHIE,» >ABEOFETES L
OKT4+fifgs & UF OKT8*#ifZ & coculture L7z, #
O fERFABEIURFE OKTS* B O I T id CFU-C
i 56.8+12.2 &2 0, EREHURAISIESBE T AR
EE > FEHICEE 2 CFUCOME 4 4 & h i

(p<0.005). —7, REFUFERE OKT4HRE,
F B OKT& Ml 3 & UOKTS e o Fn Tt
CFU-CtEELERIRBH ootz (p>0.2).

% =

KFFFRIZ & D MLC iz 5 CREHE - L 255
6 B2:5 10 BREZIF 72V >/ $8kik CFU-C 04+t #
FE % JERERMCIEI L, %) CFU-C iM&I MM 1 5
SHRIBYIME2E T2 OKTS IatO THETHL I L
DEF S PIZ R o7z, X 5122 @ CFU-C oiM&lEsR
ERFUFERIEY o ROBR LERCLED SN T

°le

. o

° sof é¢%
|
%

Fig. 6. Effect of alloantigen-stimulated T cell
subsets defined with OKT4 or OKT8 on CFU-C.
OKT4* (T4*) rich and OKT8* (T8*) rich fractions
of unstimulated ((J) or alloantigen-stimulated
(FA)T cells from day 6 MLC were obtained by a
negative selection technique and cultured with
bone marrow cells at a bone marrow 1: lympho-
cyte 2 ratio. Data are expressed as mean+SD of
4 separate experiments. *p<0.005




REHERBY > 5o CFUC i RiETHE 807

rins, FEHRHIEE 2T 72Y > /38X cytotoxic/
suppressor phenotype B0 THIlE» S EE SN B
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Effects of alloantigen-stimulated lymphocytes on granulocyte macrophage progenitor cells,
colony forming unit in culture (CFU—C) were studied in an attempt to clarify the role of acti-
vated lymphocytes in the regulation of hematopoiesis. When alloantigen-stimulated lymphocytes
from day 2—3 mixed lymphocyte culture (MLC) were cultured with allogeneic bone marrow
cells, the number of CFU—-C showed no significant change. In contrast, dose dependent sup-
pression of CFU—C was observed when stimulated lymphocytes from day 6-—7 and day 9—10
MLC were added to the cultures of autologous or allogeneic bone marrow cells for CFU-C
assays. Culture supernatant from the alloantigen-stimulated lymphocytes in day 6 MLC also
suppressed colony formation of CFU—C. The CFU-C suppressive activity of the alloantigen-
stimulated lymphocytes was detected in the T cell fraction but not in the non—T cell fraction.
For further characterization of these CFU-—C suppressor cells, alloantigen-stimulated lym-
phocytes were treated with radiation (2,000 rad) or monoclonal antibodies against T cell subsets
and complement prior to the culture. The suppressive activity was completely abolished by the
treatment with OKT8 or OKlIal antibodies and complement, while the suppression was still
retained after radiation. Furthermore, only the OKT8" —rich fraction of alloantigen-stimulated
lymphocytes exerted significant suppression of CFU—C, whereas the OKT4" — rich fraction of
alloantigen-stimulated lymphocytes and OKT4" — or OKT8" —rich fractions of unstimulated
lymphocytes did not show significant effects on CFU—C. These observations suggest that the
CFU-C suppressor cells are radioresistant and OKT8 — or Ia—positive T cells, which may be
induced by alloantigen-stimulation in MLC.




