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The present study was undertaken to do phenotype determination of in vitro proliferating
lymphocytes by PPD stimulation using combination of monoclonal antibodies and flow-
cytometry.

The results obtained were as follows :

1) PPD induced a significant proliferation of activated T cell subsets (Leu4 "DR" cells,
IL2-R "Leu3 ™ cells).

2) PPD also induced a significant increase in Pan T cells (Leu4™) and helper T cells
(Leud™87).

Taken together, these results indicate that PPD induced proliferating lymphocytes belong
predominantly to helper T cell subset.

3) The numbers of inducer T cells (Leu3*8"), suppressor T cells (Leu2*15") and cytotoxic
T cells (Leu2"157) were not influenced by PPD—stimulation.

4) However, PPD induced a smaller, but significant proliferation of IL2—R " Leu2" cells.

5) The number of B cells (Leu4 DR™) tended to increase slightly after PPD—stimulation.

Key words : Flowcytometry, Monoclonal $—TJ—-X:70—-HA A=, B/ JUO—F
antibody, Lymphocyte subsets, PPD—induced WYUK, U v oNERY TR b, PPDEIREY v/ VER
lymphocyte proliferation HE%E

&V invitro THIET 5 LB LS TV B,
Pearmain® iz & D fEkGEE L, Y~ ) VIGHIERE
1960 iz Nowell i, phytohemagglutinin (PHA) FHDY) VNERH, v Ry ) vizky 75 2 MME (blast
Ik O, U SERAENEG B T EERE LY, 2Ll transformation) 4% Z EARENTHE, YNz
R, RIS NIfEERD Y v oNBRI, & DREIERLEIC YT &L B invitro @Y v oNERMEERIER, v NLvs Y

T C®IC

* From the National Ohmuta Hospital, Tachibana 1044—1, Ohmuta, Fukuoka 837 Japan.



80

YRIEBIR (V) T/RE N B BIERBEUE & X < HHE
TEEEZLNTVBEYD,

Z DL ER lymphocyte proliferation &, J7ik
i & U CIEREEEIEREE, autoradiography i 5
HAE 13 *H-thymidine DBV iAZ DEREEFEE LT
Eto —H, VYRR E Vo —FAfitkE v o -9
AMADNY—ICEDELADOY T2y b HEVIEE THIE
TEDEIICMH o, ANTR, VRKBEHEREELD
§ 720 v o¥ER &2\, Purified protein derivative—
tuberculin (PPD) Hlic &k 31858 ) v ~ERD Y 7 & »
MR AR A O THET 3,

POE F<PrP A

MR MERE 8 % (P64, KHE248) THOHE
013 53~27 % CEE 39 Th b, MERERTXTH
LR KIS, MikEtFickviEETchdo, v
K3 48 RERI WAL 16 mm KA E 0 EEEITH 5, FRIMIE
TR 8 B 5 10 B & TITIT - 720

BEBAEE Y v Bk T2 o b DRIE : HIRE O IR
M10mi %~¥Y YAERM L, Leuco—PREP (Becton
Dickinson Co. # 92-0008) % v, ZERI<T9I0g
10 f o= Lo B & b, BGHIEEZRILL 72,
R T D Hikg i RafE % 0. 15 M pH 7.2 @ Phosphate
buffered saline 30 mlic & v, 4°CicT300g T 104>
i, BLU400g T 10 531D 2 [A|DEELRIEE R D K
L THEA Lo i1 Eagle’s Minimum Essential
Medium (GIBCO L. #320-1090) =T 300 g 10 43R
1 [B D OERIEIC & 0 BEER, U v ERECE 1.0 % 109/
ml IS L CRBRRICFES 1, EEKIR RPMI
1640 (25 mM HEPES Buffer, L—glutamin /) (GI
BCO L. #380—2400) iz, 7=/ L1-JEBMLA AB Ifi& %
20 %, L—glutamin 40 uM/ml, Penicillin 100 U/ml,

i % Ee4k 25

Streptomicin 100 ug/ml OEEITE 5 XS ITEML T
TERR U 7o BB MR 1 ml % 775 2 F » 7 HUE
F 2 —7 (Falcon L. #2001 ic A, CO, A1 v+
N—4 —NT3TCIE, 5% CO, SERKNICEE L
THT = 120 FURRIEOIC 13 ATUEREE L B MR & b Rl
SN PPDHFECIP (HAE -y —v =) 2HU,
dose response ¥ & U time course @ T fi§ £ 5 5 R
(F—5E) »5, BER 10ug/ml &L, FUERM
BB ICIT - 7oo T HRIESER, HERboy v
NERECE AIMERG I AR TEE L%, BIRY cit-> T
E/ 7 0—FUPRICK B ERBEICED FACS—
analyzer (Becton Dickinson#t) %W\ TY v /¥5k
Y7y b ERE L, HEZEOREE Student D t—
test ITL DIT > 72,

T/ 70—+ VHER:BIREFLL Leuv ) — X
(Becton Dickinson #f) @ Leu4, Leu2a, Leu2A,
Leu 3a, Leu8, Leu 15, &#iIL2 receptor (IL2-R),
Ortho #:® OKDR %M\ 7z, Fluorescein isocyanate
ik & Phycoerythrin 2o ik 2 fla by, &
getiic & 0 R L 72,

BRI &Y A b7 5 20K PIHERE L iR
Befiiz 3 H, 5H, TH&E LTREFLERDOYA o
7 L%&X 1ITR LT, BEAHIRED volume % /RS 43,
BEERIO/NY voSBRERD, HESH, THE LW
KREULT BT &b b, TORRE, EHEPRIIZTHE
Lce COTHBEBEDTA L7546 E, N v SRR
B (Gate A), K& v /¥ERFEE (Gate B) BL U4
MIIFEER (Gate ©) KKK 2 IT/RT LD I2r — F &n
T, BHEBOEML T ) v NEkEE LT B Y v ovERY
Ty PEREL, £1ITR U, KRB v ERERE
(Gate B) 12, Leud"DR* ® IL2-R* oEMAL T
fansZEICHEML TWB T Ehbh b, & 5IT, HEER

SsC
SsC

SSC

VOL

Bgk 5 Bk

VOL

B3R T HER

B O R & 2K L, MREMIMIRONBEEORKEIERT,

B1 &Y VNEROYA ST A

— 92 —



1989 4 2 H

Gate A

UNBLY v/ BRERIR)

Gate B

(KRB /BR800

81

Gate C

(&MmiaeHE)

SSC

VOL

BHEZMEoKR S $%, RBRMRONBEEORBEILERT,

K2 PPDHEIETHEDYA +7 74 ECEELLY - b

) )
w2 w2
(97 w0
VOL VOL
£1 H—thlicks, )V UrNERy TRy b
(TG L Y v NER) DZE(L
GATE
A B C
[2) )
Leu 4 81.Gé 87.2A 81‘4?6
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M (/mm?®) 38 + 28 200 £ 170 24 £ 15 18 £ 9 4 = 5
No— 2 Vb 1.6 £0.8 8.7+5.3 1.2+0.9 0.9%x0.4 0.2+0.3

W3,
z E S

FERAEICB VT, FEEICd 2 P 3 A
CEVFERT LT ERBICHSNTVEYY, o Hfila
PR Y Nov g ) v RIEROG R 9 B ERLREUE & S
TFLTHREL, THlcEvEI STV,
in vitro ® PPD #Ei#2 1) v /N ERMFEUEAS, in vivo D
v s ) vRERIGORRE E K SHBET A LR,
FItkDEDSLNTVEY™", 7. PPD IC & 2H45H Y
YA THETH P 204+ 7+ 5 b helper/
inducer THIFETH 5 T & bRENTWVE WO, BifE
in vitro IZ B 1F % PUES mitogen IZ & % lymphocyte
proliferation (lymphoblast transformation) I3,
SH—thymidine O HU Y 1A & % ] 5 & BIEMSHELI N T

HET7r =54 XY —pRSh, €/ 7075
WHRIC K 2 ) YN ERDEARITUR S IEREICES ©
DT, PPDIC K 285 v NERD 7 =/ 94 7DEAL
BRE LT, TOWREETIE, U v/ EROSZUEEDE
BOv—N—%2R5bFTEREV, UL, HEUEED
—ERRE AR TH BIEHALY v ERIL 2-R” fifa'”,
DR' T #ifa'® 2 EHICHETE 3 LEAL SN 5,

PPD RN O BEEEOFEMAL Y ~ 98K (Leud”
DR™ fifi@, IL2-R™ fHfa) 2/ 3 &, &% 3.8£1.9
%, 5.0=1.2 % &% T spontaneous blastogenesis
NADOND, TOfEIZ, L ¥HD Blast transfor-
mation OHE & FE—BT 2190, %3, 40T &L,
TEMEAL T M8 TH % Leud” DR* flE, 1L 2-R™ ffa



1989 # 2 H 83
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Leu4* DR* Leud4™ DR* IL2-R* IL2-R*Leu3* |IL2-R* Leu?2*
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PPD ) 450 * 100 320 £ 93 120 = 40 110 £ 52 9 £ 17 84 + 25
Jaex Tk s IELL
PPD H 990 % 310 760 % 300 510 % 200 120 £ 130 17+ 9 110 = 44
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