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SREOEMBHBCEES T A sxWHIT 220, SEbADLNIE, S RS MR 1
FA¥ % suppressor cells #FH T 5 Z £ T {ASN T 5 concanavalin A (BT Con A &BT) TiEtE
fe& sz > SBRO S MBI RIZ T HEIC 2w THRE L, EnIsEfso®ik 285 i L7z, Con
A HllBERIE L B EEEAREROD coculture THREFIRRATREMM TH 2 erythroid colony forming unit (CFU
-E)& erythroid burst forming unit (BFU-E) 343 3 ## % methyl-cellulose ETBIRVWUTOR
A8, Con A HlE CFU-E & BFU-E/suppressor cell 1 Con A I 10 ug/m] THEEEHH AT 48 R
DELTESBOLIE %5 L, CFU-E, BFU-E % & %12 dose dependent Z#If L 7z. M&HEA X R
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D—EELHEE LV, &5 THEY 72y Mo d % monoclonal Hi&TOMER Tl St KIS iz i
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REEWERELSES LS 2 Z LS ISR DDD
D, YEIMFAETERE T 81T 2 regulatoyrcell E LTDY
VRROBEMNEE SN TO S, T, BTEO—
T3 7 OREREC HOE MBI Y 3 g
BRI X 2 BESRET 5 2 L 2RTBRENES
NTED, &2 PEFEBERBDEZRIES T8
W s EE B RNLESEET S L, EEE
BB O SHE, RO IIHO Y% S F D,
FETEBREERR, > THRELIERIERET 2
TR XD ETL T BRSNS 2 2 LSS
ENTWn3, 5 EREEAEMIEE anti-thymo-
cyte globulin (BT ATG) &EEd) im0 TLLH
Lih, oL iZEEFHERCEIBEENVEY
RWRINL THEBRPT S ic &k D CFU-C® CFU-E
OWBIMENEE SN LI EEIREINTE
D, Zh 5 ORI ECEMSRE 2T T U~
SNERD B VIR EBRE CBTEEL S B EETRRLTY
5.

— %, BRI ET & ICx L cyclophos
-phamide!®~1®, ATG'~'®, BB KE & IVE vRER
F1o7p 2O GEIEIEENRS 5 h, FROFHEI
HWESNTWD, ThsDBERNFERTB VT,
colony assay, % TH 5z & 5 supressor cell D
BB L RGNS 3 3 RGNS O BB
Byl gw® b T3, PR EbEDR
BO—WOEFTIZ, FREEHBFIC & > TYUMBRE
HEBWHTRENFEEL S B Z LI RBENS, L
HLEHS, EMEHEED MR IS (ER T
3R, L {CiME{ER %R § suppressor
cells KDV T ZEDRBEA H = X b, BB,
By IR 2 RE YT 2 R T2 LRl R
BENTOELWERRTHY, FHEEALDR IR,

F ZCAREETIE, EMEMEIC regulatory cells
L@ ) Yoy TRy bk, TOERBFEH
5T B 728, suppressor T cell #FET 52 & T
EQHIBN TS concanavalln A (BAF Con A LHE
TV ko CIEMLE I Y o SBRO S ER R &
QIZHEHRRHERMKE TH 3 BFU-E, ¥ LU CFU-E
B XIZTREREROAES SMEL, RRHLE
BEBROTHRET 2.

s LUFE
1. REmEEEke THROSBE
EERA» 5B~ /Y »#IRI % Ficoll
-Hypaque HE#E ORI & > T4HE L, RPMI-1640

BEW T S EVRE L T, RBMEKIR (peripheral
blood mononuclear cell, 2T PBMC LE&E) %7

1.

T #HEA D 53ER X F5RMER (sheep red blood cells,
LIF SRBC £B&¥) bpu¥y MEEEERAL L,
24, /4% 3% —¥ (Behring werke, Manheim,
West Germany) %38 SRBC L HiROHE TR LN
PBMNC #%, JE@{b4BERIME (fetal calf serum,
Flow laboratory, Lot. No. 70330, AT FCS X&)
% 40%& t RPMI-1640 3 B Z hh £ 41 1 X108/
ml & 5 X105/m! DEBEHEL, thZhEREE2E
&L, 200g, S54RELE, 4°C, 60 FLALREL,
SRBC tu¥y b 2HEaiz(Eatdy ), 20K
pellet % &b W H ¥ & ¥, Ficoll-Hypaque iZ# b
WEBL 2. 400 g, 30 E LR, BRI F R
L7zo¥y b IEFEMR 2 R L, 3E¥E®RLTIh
Znon-THlfEE Ui, —FHo¥y bEEMEE2E0
pellet i3 tris-NH,Cl buffer TiEM & &, 3E¥EEL
TZhxr THRELE, 2oLl THEonizT
HlEO E v ¥y MEEHEIE 0% ETH .

1. BREEEMmian Y §E

BEERA IS REHEAN S EOBE» SEIL
Fes8Y B BERHIE & 0 BREE M (bone
marrow mononuclear cells, JAF BMMNC & #7)
% Ficoll-Hypaque MLERE LRI & > THHEL, <=
¥ Y v G100 units/ml, A bV 7= A ¥ > 100 pg/
ml i @-medium (Flow laboratory) T 3 [EWE#EL T
ERIZHW,

v zu7r—YEBROEMEHEREZER
(non-adherent BMMNC) #{ERH 7 % #%& 13 BMNC
% 10%FCS 1 r-ledium T 5 X 108/ml o 3 B 1= FH4%
L, 60mm 75 AF v 7 ¥ »—L (Falcon #3030)
WA, 37°C, 5 %CO,T 30 srFEER, FiEMids
£V EICE>TREGDOY 707 v — YRR
B ERE L.
THEEEBHEEMIE (T cell-depleted
BMMNC) ¥ BMMNC & SRBC # 40%FCS I
RPMI-1640 % ® T, #H £ 5 X10%/ml & 1 X
108/ml DBEEICHREL, [ tAKOFEICED, o
¥y MEFRMI SRR L, 3EMERL TE. £,
ZOL3LTEs7 T cell-depleted BMMNC
i) T HFEAERZ WHEATTH > 72,

—EOEBR T, BRPOFETH LU H—196°C
OWEEREFIZHEEL THB WA BMMNC 2/ L
7z,

. Concanavalin A FUSHEARR UrHE# EiE DR
PBMNC, T ##3, non-T #Hf % 15%FCS 51 RPMI
-1640 ¥E#¥E Iz 1 X105/ml &4 3 LS ICHEL, 21
Z#z Con A (Sigma pharmacentical, Lot. No.71




Con A 5t Suppressor T cell 7 & 2 FIFBERBIERHREL O H 1% 927

F-7190) % 10 ug/ml DWEW % 3 & S IZHML T,
37°C, 5 %CO,DAFT 48 BFHNEE L 7. BEEE LW
kb gE LRI, FERFE T-200CI THRER
L7z, Pellet i2& & 415 Con A RIEHHRT X 3 EIVEE
#,0.3% bV v T —2ALARIBEEBRIC L -
T viablecell #EE L, UTOEBICAWL, Boh
7= Con A HIEHHERE D viability 1% 95% AL TH - 7z,

IV. CFU-E, BFU-E assay

CFU-E assay BFU-E assay X Iscove 5D F
#29) % —ERIZE L 7= methy! cellulose i & - T1T -
to. BESMAMOBE X, BMMNC QHE X 2 X105/
ml, non-adherent BMMNC 8 & U T cell-depleted
BMMNC D& 1E 1 X105/ml iZFHE L, 30%FCS &
erythropoietin (Connought Lab. step III, BT Epo
LBET) & LBMRIIL 2. Z4uZ Con A FIEGHRAL,
HHrOREELBLEULEEICRNE BKREE
0.8% & 7% % & 52 methyl cellulose 20%, ##&1
ml LT 3/mmD7I7AFy 2y vy—L (Falcon #
3010) \w A, 37°C, 5%CO,izT 14 HEHEEL /-,
BFU-F assay #{T2%8&1k, CFU-E assay &I
burst promoting activity (BPA) & L T5%PHA
stimulated leukocyte conditioned medium (PHA-
LCM) 29 £ RN L 7o b #8448 T %, BISZBEMEE (Olilpus.
Model CK) FT7HEKZ8~50EOMia»>%3
colony # CFU-E & L, 14 HEw 50 @ oMk
57 % colony & 7zid 3 LA £ subcolony & D 7% %
MiaER% BFU-E £ LTEHE L, EEZLThoO
BE Y triplicate TfT-»7z2. Eao=——iF=A 7ot
Ry PTEDRILNVFIUVBIUAT VY 8
BTRFEIMIELOER AN TVSE Z L 2 HERL .
B Con ARIBMBLERERLIBE LIMZ 312
BMMNC B TREEL2BEDav=—KE a1 b
w—b kL T%of control Tl 72,

V. fE0E

PUAMLEE 21 anti-human  lymphocyte globulin
(AHLG, Hoechst), R#M T #igdicxs 2%/ 2
u—F Lk T 101 (UCLA Dr. Gale & b fit5)2,
OKT 3,0KT 4,0KT 8,0KlIa, (Ortho Diagnostic
System)*® %{#H L 7z. Con A FIEHIEIZ 1 X107/m]
DBEBICHEL, 0 0.2mli, ALGB XU TI101
12 100 fEAFIE0.2ml iz, 2DfliDE / 7 u—F AH
X EE 10 ] 2002, 0~ 4°CT 305 incubate
L7z, Incubation # 71, KEORHKR T 1 EHREL,
EE0.5ml 2B L THEEES ¥, ThicFoEmeEsH
iz 28M0R I L 2ERL- 7 ¥Rk
(Behring werke, Manheim, West Germany, Lot.
No. 029959 A) D 3EFML b D% 0.5ml AT,

37°CT 60 43R incubate L7z, Incubation 8 T#, 1
e Uilat r BRI, LENEFACEED
BN CHEEL &9 o BEMIL & O coculture W2 EHA
U7z, JUBALERL S £ <fThhi:p Y5 » 2RERT 3
e, MEHEO—EERRL 0.3% Y7
V=% A BRI LD vibility #EE L
7.

Wiz, Con A FIBMI%E £/ 7 v+ — Vil THLE
THOTIEEL, THEEE . 270+ — Nk @ik
THELTHESNSE THEEY 7€y M2 Con A 25
MT 28®E %2977, OKT 4 Lk DMETES R
7e#fE % OKT 8 BB tEAiAd - & & 4@ (LA OKT 8*
SHEEWT) £ L, OKT 8 Lk DB TE SN
W% OKT 4 B EMcE A8 (LT OKT 45
EEEY) L L7 FhZnOBEEBROME 2HET
TeDW A Ltk X0, 2ELDELR.
DI LTHBRERE & THEY 72y biz
DSWT, FREFNLYT 2 E . 7 0F—1gEkE R
TRIG& 7%, FITCHEE~ Y R lgfifs (Cappel
Lab) AV 2MBEEATIFBEC L > TRET 8%
Jyar—ViEBElREEET 5 L, OKT 4+5
B OOKTSB MMM OB AEBE 4%LUT T
OKT 8*4E D OKT 4 BB MM OB AL 5 %BLL
TThHot:, Bonse OKT 4+4HEB L ' OKT 8+4
B % RPMI-1640 iz 1X10%/m]l DEE TIFEL ¥, &
#iz Con A 10 wg/ml %¥EIL, 37°C5 %CO,T 48 B
MBI, BEBERTH, BELTOI%NIAYT
LT viability 2 EE L THBEEORELS 220
coculture WZ{#FH L 72,

IV, X #8Es

Con A FiElE % 10 ml OB EFEES €, X
IBIBEEE (HZ KXC-18) 2T 168.2rad/43,
12 5¥F8, 32,000 rad EEHE, EBRICERL L.

VIVIL, #EEH2EA0IRET

ORIt REXAL TEYEOFEER
EEIT, p<0.05 DFAEEEEDY LHEL T,

B ##

1. Con A FUgi#RBR O EEEER MG

Con A RIBHER/FSLCKEL T, &INT 2 Con AD
EHBEELRET 5728, PBMNCIZ Con A %* 0,
2.5, 5.0, 10.0, 20.0 zg/ml OREE THEIML, 37°C,
5%CO,D&MET A3 RFHER L2, BREB N
Con A B 2 X 10512 BMMNC # 2 X 10502 T
coculture L7z, #OMRRIK LI TRENDZ LS5
CFU-Eiic2WwTid Con A # 10 ug/ml OEE THRIE
L 72 PBMNC # BMMNC & coculture U 7z 35 &
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2% of control CFU-Eiz55+9%& & D &b
colony T Bt o8 4 72 <, 2.5 pg/ml T 13 97+13.4%
(p<0.005), 5.0 ug/ml T 84+10.8% (p<0.05)
£ 10 pg/ml @ Con A FRINLHEEL THEEZ:2RD
j=. L2 L 20 ug/ml @ Con A BEOHEIE 0L
7.4% (p>0.1) T 10 ug/ml ® Con A ¥RINEILEL
THEEZERED shad -7, 72 Con A FERIBHRE
¥ @ coculture TREEHOA T ART LI
b O — VI EEREBE D colony BOMEMA A ST,
PO, o, AERICBITAIMEMREEL D
@ Con A ZHMEE W 10 pg/ml L EZ 50, BTFOX
BT OEETHIE L PBMNC % Con A palp e

e LUTERLRG.

Riz Con A FIBUER/ESLD BB RISMERE T
1D UTFTOERRIT-> . A—AW» 5 96, 72, 48,
24 BERSIETICERML L T8 5 iz PBMNCIZ Con A %

— ¥ %k —
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w
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Concentration of ConA

Fig.1. The optimal concentration of concanavalin
A (Con A) for the induction of erythroid colony
forming unit (CFU-E)/suppressor cells.
Peripheral blood mononuclear cells (PBMNC)
were incubated for 48 hr at different concentra-
tions of Con A. After incubation, Con A-stimulat-
ed cells were cocultured with normal bone
marrow mononuclear cells (BMMNC) at a 1:1
ratio and CFU-E was assayed. Each column
represents the mean =+ standard deviation (SD)
of % of control CFU-E in 5 experiments. Control
CFU-E was obtained when BMMNC were cultur-
ed without Con A-stimulated PBMNC.

*p<0.05, **p<0.005

B

10 pg/ml Nk, Zh % h 96,72,48,24 RFfEIRE &R L 2
#%, #h2ho Con A FIi = FRHCERIRL, 20
2 X105 ¥ L T BMMNC # 2 X100 202 T
coculture £{To7%z, ZOBRIIE2 TRaNd L
W aREFRIREE L T oz Con ARIBMA &
BMMNC & @ coculture T CFU-E ®%of controk
i 53+5.2% L & b ELIIEIATED s h, —77, 24,72,
SRR EE L CHE SN zCon AR ML
BMMNC & @ coculture D 5 £ LL# 7 % & %of
control T# N Fh 66+5.4% (p<0.025), 70+
5.4 (p<0.01), 82+4.8 (p<0.005) &ZVwThi
A8 BRI L LB ESB O N, X I TUTOE
Exix Con A MMM D MR % 48 BRI & L7,

II. Preincubation OFE

Con A #l##ik ¥ BMMNC % coculture ¥ 3
&, Con AREMAED CFU-EMFIZIRICHNT 5
preincubation O E# 2 #EtL 72, Con A RIBHIM &
BMMNC % #1124 2 X105/ml £ %2 5 & 512 15%
FCS 1N a-medium = /¥ L, 37°C5 %CO,DFHFT
T 2 B} R O preincubation % {77z, preincubation
& T#, Con A Rl#sEA  BMMNC »#Zh£h2 X
105/ml & 7%¢ 3 & 52 15%FCS /il a@-medium 12 & i#

100 . — ¥kk —
—%¥—
— Kk ﬁ
y 8
)
'S
O 50+ ‘IT

% of control

control 24 48 72 96 hrs
Culture times for Con A activation

Fig.2. The optimal incubation time for the induc-
tion of Con A-stimulated CFU-E/suppressor
cells.

After incubation of PBMNC with 10 xg/ml of
Con A for various lengths of time, Con A
-stimulated cells were added to normal BMMNC
at a 1:1 ratio and CFU-E was assayed. Each
column represents the mean+SD of % of control
CFU-E in 4 experiments.

*p<0.01, **p<0.025, ***p<0.005




Con A %itj Suppressor T cell o & 2 FREEERATEKHAE O N 929

x4 CFU-Eassay # 8 2%k ->7:. 3D I &< CFU
-E @ AL 13 preincubation %17 > 7235 & 76+ 16%,
TFhahoRGFES TAL8R L VB ICEEER
w3, L7235 T preincubation i& CFU-E AL DI
S L LW I EBHELEE DT, UTOE
B4 T3 preincubation % 17b 972 cocuture i & 5 #%
HE{To7.

. Con A RIgfRfan

BMMNC 2 x10%Z Con A HIEHEE & 724d Con A
HlEER e RIS £ 0, 0.5, 1.0, 2.0, 4.0X10°%
L T coculture #7T-> 7, BRIEM4ICRSI N3 X
54z Con A FERIBMAE & @ coculture Tid 2 > b
o— LIz colony DEEMIMER O 2, &
gE3Aohahotz, —H, Con A RIBHIK L D
coculture T, CFU-E, BFU-E ®%of control &
Con AFIBHIME % 1 X105/mlFEMT 2 & 2h®h
76+19.4%, 70+4.9%, 2Xx105/ml 20T % L 21
7 59+14.2%, 52+14.0% £ 72D & 512 4 X10°/ml

100 i
i
D
('
(8]
)
-
Lo
c
8§ 50
e
(=]
N
0
unstimu-— ConA activated

lated cells cells

Fig.3. Effects of 2 hr incubation of BMMNC with
Con A-stimulated PBMNC on CFU-E.
BMMNC were incubated with unstimulated or
Con A-stimulated cells for 2 hr (shaded columns)
before CFU-E assay. Open columns indicate the
data of CFU-E assays without preincubation.
Each column represents the mean+SD of % of
control CFU-E in 5 experiments.

BERMT B £ 50+18.4%, 46+11.2% %20, Con A
HlgMAgIx CFU-E, BFU-E 23t L T dose depend-
ent ZMFIERL, BIFhba L b o—LIHEREE
OMEINEE s, LH L, Con A RigHk% 0.5%
103/ml #spOL 72 8B& i id, CFU-E, BFU-E & b ic&
ERVMEmER LA, avbo—LVEBLTEE
EBiFEb o,

Wiz Con A #lI# o PBMNC & BMMNC D i2fit#&
& »% autogous 7, allogenelc 2212 & - THIHIDFRE
WHERERDZHEI»ERF UL, RIS
REND LI IWEHRMT 2 Con ARIBMHEEZEZ T,
autologous & allogenic & THIHIZIRICEZEH %
nolz,

V. #&EbEEOLE

CFU-E, BFU-E oL CTi4$IEA %2 EF 35 Con A
Flg D & IR T BEE SN TV B IREE 28
ST BT, TORELED T 0= BRI
TR 25 L 72, CFU-E assay, BFU-E assay %
R FEE 0, 5, 10, 20%ERINL TRET 21T o7z,
ZORRIZFE 6 TRENS L I 12 Con A FEFIEHHA
O FIBHERMUEES Iy bo— L LT
CFU-E 8 L U BFU-E#RBH L THL L EE L
F& o7, Con A FIBHRO % FR2HRINL
7:#5& 1213 CFU-E, BFU-E & 12 dose depndent 7%
% 2T, 20%03EE FERINETIE CFU-E Xt
LT% of control i& 72+5.8% (p<0.01), BFU-E
WL T% of control i3 63+£12% (p<0.005) &
B0 A & 1.

WizHEZEEERICEE N2 Con A2 BMMNC @
YT 5 TR 2R TIET3 e bEZ
5NDDTUTOEEB%{T>7:. Con A% BMMNC
O BmREERIZ 1.0, 2.0, 4.0 ug/ml ZEREHFML,
ZDIMENRERET L. TOBRIETTRENS
X 312, %of control CFU-E & 1.0 xg/ml Tid 97+
11.3%, 2.0 ug/ml Tl 88+13.4%, 4.0 ug/ml Tl
83+13.2% L W TN L BEEOMFE XA Sk o7z,

E 5, MR L TwawydBMMNC 2 5
PBMNC 0B& LR UHET T Hifgekwic T cell
depeted BMMNC %\ THE EIFIC & 5 M2 R
ORE EITo7- 22 THEZREL T HLHHZIR
WEEEEIRD oGm0,

V. Con A RU#ERE T #A2 & non-T #fRNEE

PBMNC %Bficdi~_7z & 9 2 A% T THAEE non
Tz 8L, 2h#2hic Con A 10 wg/ml 5N
L 37°C, 5 %CO,D&RMT 48 BRfssE L 1o, BRER
i 7z Con A i T MiBEZ® X U non T M B AL
BMMNC & @ coculture 227z, Z DFERIZK 8 12
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FENB LI Con A R non-T MKLDHEMTIE
CFU-E 0figliz &< a5z nnicsfL T, Con A
g THEsRML 2% A 1, % of control i
57+8.9% & & h BEEOMEIHED sz, —7F, Con
A FlEETFhrwEaid, T M, non-T MignwH
¢ b CFU-E 7 2iMEl 2R & mh o7,

VI, Con A BB O ML & X $RRRS S & 8

Con A BIBHEM O REEWREEPE S LIZT ST
», ALGBIUTHRY 72y bINTEE/ 7T
F—nHiR L DRI, X BREZEERE L, Z0
HERIEIRENDS L, HEOHICL BLET
11% of control i 69+8.5% & EMEDHE (70x
8.2%) LFEMEIC Con A Rz MHIZIR KL%
RiEszws, ALG 8 & U T 101 monoclonal Hiff &
W & A2 ME TN, % of control idEFNLZFh 92+
5.7%, 97+7.7% &% D, %7: X RBEE T 92+
5.2% kb, WFROBHE D Con A FIEMED CFU
-E 3¢ B IMEIEIR I K L T,

Wiz ik 7z & 3 72 HET PBMNC 2 4 T #fifg
B2AHEL,Con A THIBL THEL e THIBICNT 2

100-
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10 2.0
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Fig.5. Effects of Con A-stimulated autologous

and allogeneic PBMNC on CFU-E.

BMMNC were cocultured with autologous (shad-
ed columns) or allogeneic (open columns) Con A
-stimulated cells. Each colume represents the
mean=+SD of % of control CFU-E in 3 experi-

ments.
100- Y [ _%1
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5 -i' oksk
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40 X 10/ml
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4b

Fig. 4. Dose-dependent inhibitory effects of Con A-stimulated cells on CFU-E (Fig. 4a) and BFU-E

(Fig. 4b).

BMMNC were cocultured with various numbers of unstimulated (open columns) or Con A
-stimulated (shaded columns) cells. Each column represents the mean+SD of % of control CFU-E

and BFU-E in 5 experiments.
**p<0.005
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£/ 707 = VPR EFEIC L ZABOEEIIDNT

U7, Con A T #ifg%, OKT 3, OKT 4,
OKT8, OKlal &7 ud—AHilkL ik TOEL
7:1%, BMMNC & coculture #9175 &, CFU-E D
WTIEH 10a IR &5 & D WELE L #HED AWK
kB TIX colony BRI Z L ZFNLa v b o—nLd
53+8.1%, 55+6.2% & Con A FIE T gz & 540
HOMRRIZTD >z s -7z, LA L monoclonal £
thiz X 2FETIE, OKT 3 £7:13 OKT 8 L#dth D
MW & > T colony BEIZZNLZFNLay bo—1dD
97+4.1%, 97+2.4% L iTiFa > b o—EWEER
TEHEL, MEIEE s iz, —F, OKT4 H20id
OKlal & #i{k & OALEE T 13 %of control 1& 65:£7.1%,
69+11.2% L MEIDBE CELRIRED s gh o/,
BFU-E 2B L T, 10biwmadn s &Hiz, CFU
-EDBE LRI OKT3 27213 OKT 8 L AT
BWEB IR I EIWTEH>T,%of control ik 95+
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Fig. 6. Effects of supernatants obtained from Con A-stimulated cells on CFU-E (Fig. 6a) and BFU

-E (Fig. 6b).

Various concentrations of supernatants obtained from Con A-stimulated (shaded columns) and
unstimulated (open columns) cells were added to the assay systems for CFU-E and BFU-E. Each
column represents the mean+SD of % of control CFU-E and BFU-E in 4 experiments.

*p<0.05, **p<0.01, ***p<0.005.
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Fig.7. Effects of Con A concentrations of CFU-E.
Various doses of Con A were added to CFU-E
assay systems. Each column represents the
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ments.
100+ __} +

v

5 beskeok
U

Q

©

=50

c

o

o

-

°
NN

0 non T cell
~T cell

Fig.8. Effects of Con A-stimulated T or non-T
cells on CFU-E.
Open and shaded columns indicate unstimulated
and Con A-stimulated cells respectively. Each
column represents the mean+SD of % of control
CFU-E in 4 experiments.
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Fig.9. Effects of Con A-stimulated cells treated
with antilymphocyte globulin (ALG), T101 or
radiation on CFU-E.

Con A-stimulated cells were treated with ALG or
T101 and rabbit complement, or 2000 rad of X
-ray radiation before cocultures with BMMNC.
Each column represents the mean£SD of % of
control CFU-E in 6 experiments.

*xep < 0,005
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Fig. 10. Effects of Con A-stimulatedcells treated with monoclonal antibody and complement on CFU

-E (Fig. 10a) and BFU-E (Fig. 10b).

Con A-stimulated cells were treated with OKT3, OKT4, OKT8 or OKla, antibody and rabbit
complement before coculture with BMMNC. Each column represents the mean®SD of % of

control CFU-E and BFU-E in 6 experiments.
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Fig.11. Effects of macrophage in BMMNC on

CFU-E and BFU-E.

Adherent cell-depleted BMMNC were cocultured
with Con A-stimulated T cells. Open and shaded
columns indicate CFU-E and BFU-E respective-
ly. Each column represents the- mean=+SD of % of
control CFU-E and BFU-E in 8 experiments.
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Fig. 12. Effects of Con A-stimulated OKT8-posi-

tive cells on CFU-E and BFU-E.

Con A-stimulated OKT8-positive cells were

added to normal BMMNC at a 1:1 ratio before

CFU-C or BFU-E assays. Each column repre-

sents the mean=SD of % of control CFU-C and

BFU-E in 6 experiments.
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Fig.13. Effects of Con A-stimulated OKT4-posi-
tive cells on CFU-C and BFU-E.
Con A-stimulated OKT4-positive cells were
added to normal BMMNC at a 1:1 ratio before
CFU-C or BFU-E assay. Each column represents
the mean=®SD of % of control CFU-C and BFU
-E in 8 experiments.
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Abstract

In the present study, we investigated the effects of human peripheral blood lymphocytes
stimulated by concanavalin A (Con A) on erythroid stem cells. Con A-stimulated lymphocytes
were cocultured with normal bone marrow cells and erythroid progenitor cells, erythroid colony
forming unit (CFU-E) and erythroid burst forming unit (BFU-E), were assayed by using the
methylcellulose method, Con A-stimulated lymphocytes showed significant suppression of CFU-
E and BFU-E in a dose-dependent manner. This suppressive activity of Con A-stimulated
Iymphocytes was mediated by humoral factors produced by them. These Con A-induced CFU-E
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and BFU-E / suppressor cells were characterized. The results indicate that the Con A-induced
suppressor cells are radiosensitive T cells and they have a phenotype of suppressor / cytotoxic T
cell subset when studied by monoclonal antibodies specific for T cell differentiation antigens. In
addition, cell-to-cell interaction or HLA restriction was not required when Con A-stimulated
lymphocytes exerted suppressor activity. These observations suggest that in vitro hematopoiesis
is regulated at least in part by activated T cells with a suppressor / cytotoxic phenotype.



