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Studies on Production of Monoclonal Antibodies Reactive with T-~Cell Leukemia
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Abstract—To develop hybridomas secreting monoclonal antibodies to be used as unlimited
sources of reagents indispensable for the diagnosis and treatment of leukemic malignancy, a

monoclonal antibody was generated to human pre-T leukemia cells (Jurkat),

Hybridomas were

produced against Jurkat cell line by fusing spleen cells from hyperimmunized mice with murine

plasmacytoma cells (P3x63Ag8. V653).

designated DMJ-2 was reactive with T-cell lines (Jurkat,

One monoclonal antibody derived from this fusion,

Molt-4 and RPMI-8402) and normal

peripheral E-rosette forming T cells, but unreactive with B~cell lines (Daudi, Nalm-6) and non-T,
non-B cell line (K562). Conclusively DMJ-2 was reactive with mature and immature T-lineage

lymphoid cells.
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Table I-Characteristics of surface markers of Jurkat
cell line determined by microcytotoxicity.

Surface marker

% Specific lysis

OKT3
OKT4
OKT8
OKM5

35~40
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% 100 ml 33 Z ol *5-¢] Whatman No. 1
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k3l & o] % YA X7 tubeo] 4233}l HBSS
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Recloning

{Propasntim of selected clones

Fusion with 50% PEG

Seed microtest plate (96 well)

Selection of hybrids in HAT medtum

[Ptoducf.ion of monoclonal antibody 1in mice

Fig. 1-Basic protocol for establishing hybridomas.

| Culture of cells

{ Collection of cells in 50 m] conical tube (
|

l Centrifugation at 1200 rpm for 5 min
l ekt

} Washing with HBSS three times ]
I

‘ Counting of cells

A e
\ Dilution to 2.0x107/ml with HBSS "

Injection of 0.5 ml suspension (i.p.) weekly
intervals for 4 weeks

Scheme I-Immunization of mice with Jurkat cell.
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1 Puncture of peritoneal membrane
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' Centrlfuganon at 1500 rpm at 4 C for 5 min .
I

' Washing, resuspending three times in HBSS ’

S N

’ Counting cells

|
Adjusting the cells to 2 x 105/ml with complete
RPMI

Dispensin 50 ml aliquots into each well of
96- Well microplate

Irlllcubation in a humidified 37°C incubator for
4hr

Aspiration of supernatant before adding fusion
mixtures

Scheme II-Preparation of marcrophage as feeder
layer.
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Balb/c mouse® 34 A7 -} HBSSz 2
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A A3 Fo] hemocytometerZ. celldE A AH3}4
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o] A1 4417} incubationA] 7] F AEHL 7 E
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feeder cellso] Eo]
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Z=¢} viability® &4 3}4 o}

viability7} 90% ©]Aql 2% fusione] A}F-E3}
At

4) Fusogene| Fu](PEG-DMSO-RPMI) : ]
Az FAAZF AZLE FFA7171 6
polyethylene glycol 4000(Sigma Co.)-& A}£-3}
QL FFUEE F714717] §8l dimethylsul-
foxide & * 7}3t¢dc}.

PEG 2 g& %o} 121°Col 4] 1547} autoclave
g Fol o] F AEES AAR] FHe oA A
% A &at9eh. 1.7 ml RPMI #) =] o DMSO 0. 3
mlg 7}3fe] 15% DMSO § & wEF, o &

O

& 2mlE PEG 2go 4o 50%(w/v) PEG-
DMSO-RPMI &9 & |23} §3ol] 8319
o o] T¥}EE AFEEY] wiE AR 37°C

oA wshg ot

5) Supplemented RPMI-HAT ]| =] & 4] :
$39 AZES Adsls] 984 Littlefield 7}

s.okgt HAT (hypoxanthine, thy-
midine) & A}&3l4g o}

hypoxanthine 272.2 mg(100 M),
76.5 mg(16 M) 200 ml Z5F-Fof o HT Lo
4 A 239 o], aminopterin 3. 82 mg(0. 4 xM)
4 200 ml Firgo] Ho] AgAE Azt
©] 5% millipore fitrationdt3& —20°Cel| A] Y &

wgtele] AHga9

aminopterine,

thymidine

supplemented RPMI-HATH] %] &} %4 & Table
Lol 343l o}

6) -3tz 10771 9] myeloma(V653) Al Z.9F
10302 W9yl v AAEE 50 ml 945 tube
off g & o] & YAl —?4 (1200 rpm, 5 min)a}
o A5AqE AAAZR AAE AE pelletd
etet 215 PEG-DMSO-RPMI&9 1 mlE- tube
F 02 EesbdA 1EFde A AR
7hel T4l

v 2] 37°C°ﬂ A 233 RPMIv) %] 1 ml2 o}t
P pges 13 A4 s S, A%
10 mlo] Wi & y9lch. =% RPMIu| =) & g
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Table II-Compositions of supplemented RPMI
1640-HAT medium.

RPMI 1640(w1thout HEPES) 90ml
FBS 10ml
Gibco essential amino acids(50x) 2ml
Gibco nonessential amino acids(100 ><r) iml
Gibco L-glutamine (200 mM) 1ml
Gibco vitamines(100x ) 0. 4ml
L-Asparagine® (10 mg/ml in H,0) 0. 16ml
L-Serine* (221 mg/ml in H,O) 0. 04ml

Gibco sodium Pyruvate(100x) 1ml

Sodium Bicarbonate*(7.5%) 1.5ml
2-Mercaptoethanol* (5 x 10~2M) 0.1ml
Gibco antibiotic-antimycotic* ‘ Iml
HT* © iml
A* 1ml

* Millipore filtration with 0.22 zm filter

Mixing 10" myeloma cells and 10® spleen
cells in 50 ml conical tube

|

} Centrifugation at 1200 rpm for 5min at R.T. l
o

‘ Aspiration of supernatant
|

{ Addition of 1 m! PEG-DMSO-RPMI solution ’
|

} Addition of 20 ml prewarmed RPMI medium ‘
|

‘ Centrifugation at 1200 rpm for 5 min ‘
!

Resuspension in 100 ml of prewarmed supple-
mented RPMI 1640-HAT medium

Dispension into each well of microplates(70
pl/WeH)

Scheme III-Fusion procedure.

of 10ml o Ztall & F 4% A7 (1200 rpm,
5min) AE5HE AAAAT
RPMI-HAT w} =] 100 mlol| &&tA71% o] &g}

cell pelletE

ol & feeder layers} wj=] do ¢l microplate
o welle 70 pl¥ EF3o 37°C, 10% CO,

incubatorol] 4l oFA] 7 t}.
Scheme o] ¢ oFs}4 Tt
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D HEE Axd A" FFANFT A 1Y,
39, 69, 84l Zrz}t 50 ul/welld HAT ujx] &
A7l st x, Alldel = 100 ple) 4545 A
AAZDF 50 pl HToj A & wolch. 14, 174
ol = zt7+ HTej =] 50 plE H7bstel 4ot

g A 1586 FFA LY Za B oAt
g9 duljor FAsPch 25 A19Ye F
g5 AZsb Aete 2 well2 g AEe]S 50
pl? #ste] ELISA wyo = ‘%x] A4 ue

A4 59 o

E2HE HARAMY (ELISA)H 28t g&Al
= (hybridoma) Q| ZHM—1) M E 24 1 A, A
o} : A} 83 phosphate buffered saline(PBS, pH
7.2)% Na,HPO, 24.28 g, NaH,PO, 7.45 g,

NaCl 13.14 g& 335 R4 1 liters] G841 A
pHE 7.2E ZAJF AHEe3
B. A3 : A 2E w BstE o] & FEely

PBSz 28 AA3F Io] o]E A3z HAAHA

& el .2 microplated] wellwd 5x10° cell® EF
AR 1A AR ALAA $ATe] ALE
AA AN F A5 e aspiration] 71 &, J|¥o
2 A3 PBSEAE shete AlA sttt 39
AR GF 687 T Fl HA S PBSE A
3] weld wellzk 100 pl¢] absolute methanol
Merck) & 2715t AZ2E ZAHAZH. 58%F

o] methanole A AA 7% PBSE 5 A H s}
A et
olgA ATy zAE plate 3= 24

4°Col A W7 s A ELISARo 4183}
Sk, Jurkatd = 2l oh e vhE WAl 2,
44 BTAZ 55 A2 2347 49
s e,

2) ELISAw}¥ —A, A< : @D Bicarbonate bu-
ffer(BCB, pH 8.2~8. 4): NaHCO; 8. 4 g, Na,CO;
(anhydride) 0.11 g& 3x &< 1l &3 AA
Agg .

® 2% Bovine albumin-bicarbonate
buffer(BSA-BCB): Bovine serum albumin(Sigma
Co.) 2 g& 100 mle] BCBe] 7}3t% 4°Cell A 12
A 7} stirringdhel A 4 3] S o] & milli-
pore filtration(0. 22 pm)3te] Ap-&3}4g o},

serum
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@ NGPg&<: 10 mgé p-nitrophenyl-g-D-
galactoside(Bethesda Research Lab.)E 1.5 mM
MgCl7t S019= 10 mle] PBSo] o] A}t
At

@ A& A A (f-galactosidase conjugated
(Fab), fragments of sheep anti-mouse Ig, BRL):
o] T4 A FAZ 1% BSA-PBSe| 1:2000.
= 2 4%te] Age] Argahsich
B. A3y 2% BSA-BCBL (.2 mlE 4
7t #zt" microplate welle] 713l A Z ot
Fas 2 ¢ wellg® & BSAzm ab A
14} 7k &9l incubationdt Fof AEol S A3}
2 oj7le] AZ v o, ol g
33 B AAA 100wy Arbsa 37°Co) A 90
3 A g & AYAHT. ol o
2.2 (negative control) 295 BSA-PBSE u}z
o] 8t

2 Fof PBS gl o= 53] AHgE, 1:200
o2 ANE BEAT FAE 50w Yol 37°C
ol A 90%-7t uk&A1 7] = PBSE 53] A3l o)
7)o 7] A9l NGPE 100 pld s}ste] 37°C
A 147 Bk maAA Bee AWAR
2 XFol] 3N NaOHE 50 pl® 718t uFL-2
A 2] A 7] 3 automatic ELISA reader(Multiskan,
Titerteck, Flow Lab.)2 414 nmoij A
sAstd FUee AR egoh

o] 4 & Scheme Vo A =jslg v}

Subculturing—3& ) & A 43l 9= welld]
ol B% 5~107) 2 hybridoma colonys} ZA|
a7 o) Fol o] & subcultured}s] £+ hybridoma
+ 934

A ul-2-S vheldl wello] vl 9ol & complete
RPMI ul #] o) 3z 4 3}o] feeder cellO] ZA) 5=
96-well microplateo] ¥-F-3}o] subculturests o},

olwl welld 2071 ¢ hybridz} &= 3}A] stg 2
] 5d Fof @rl7 o hybridomad] 43¢ 3
Az, & 29 A AL 44
A=A & AASA 7Hd L titerE 2 & subcul-
tures oA Z W 3o et

ChM| = Hi 2(Cell cloning)—ak4 uF-&--& el
= welle] A ZE complete RPMIu} =] o] 5 cells/

e

<]
J}{LJ

Q
T -
44 =&

&£

OEHJHEJ}L

& ol 2
F4=E

2 4%

‘ Methanol fixation of cell lines l

| Additioln of 0.2 ml 2% BSA-BCB |

l Incubatlion for 1 hr at R.T. ‘

‘ AddlthL of 0.1 ml test Simj),lei,’

} Yﬁcubatlion for 90 min at 37°C ‘

| W}lshinlg five times with PBS |

l Additioln of 50 ul of enzyme-labeled antibody

Inéubation for 90 min at 37°C r

‘" Washing with PBS [
— T :
I Addition of 0.1 ml NGP solution ’

| Reading absorbance at 414 nm ‘

Scheme IV-Procedure of ELISA.

ml FE2 3A3ste], 0.2 mld 96-well plated)
EF3k%th o] plateZ 37°C incubatore]] A
Fetgch AEZY F4 ARE A4 HujA o
2 Al FA A4 o

24% F oA 4592
5 AAY e AAA I A9 titerr} w2
clone-g A= ste] 24-well plateo] A 1] okA] 7 o},

Cell freezing—Cloneo] &% AT EL B
Bel7] 95k freesingS 3319

1) A <F: @ Freezing media ; 10% FBS7} &
o] 3l complete RPMI wf =0 %2k cryopro-
tective W 2] & £ gste] A&ty ct. @ Cryopro-
tective media : RPMI 30 ml, FBS 50 ml, DMSO

20 ml,
2) W A ZE QAR A A o]2 freezing
mediac] 5~10><106/m1 FEE AT o]

% 1L.0ml% cryotubeo] -F&to] —70°C deep
freezer(Reveo)ol} 4] 3FEut W EA Ak 234
cryotube® M3 AL Bladoz A4 YE B
3k et

F| SZH g MA—1) Pristane F4} 1w 9Q
o A A 24 pristane(2, 4, 10, 14-tetra methyl
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pentadecane, Sigma Co.) 0.5 ml% -2~ hybridoma
cellg FAHsl7] 2~3F Ho| vle] AF 453
mouses] %7} FAbshelc}.

2) Hybridoma M2 ¢ Zu] :24-well plates
A ALzt hybridoma A} %2 culture dishe] -&
Al A7) % 50 ml Y44 F-8] tubeo] G35}
A4 247 olF HBSSZ 29 4485
cellF & =431 cell 323 2, 0x107/mlz =
459 o).

2 1ok o) Al k)
cell) 4 %74 FA}eh g oh.

3) -7kl o] <% : hybridoma Al 2% FA}gk
F1FQ Fol v BHUA S ZARF, ol
Ak &S #dstyd, 35 PAA 54
% pasteur pipette o 2 F3-3}¢] o},

M monoclonal antibody2| 22| & MF—
1) Ammonium sulfate A= : 4°Col| A 7| ¢ B3
Aol 31.5%¢ (NHDSO% 7stel A4 4

0.5 ml(1.0x107

o A4 AR olF PBSo Hql Fo| A
28% (NHP,S0, 1< 7}sted A4 A7
o]% Haske] PBSo] WoF: Aol Yol

PBSof| o) &}e] dialysisE 3] 3b4 o}

2) Affinity chromatographye] 2] 2 : %
A3le] 92 Ig fractiong Fekol PBS=Z 3] 43
% o] & protein A-Sepharose CL-4B(Pharmacia
Fine Chem., 1. 2¢ mx 10 cm) columno| loadingA]
713 PBSZ 0.5 ml/min =2 &%A7c}h &
= A 22 proteing A3 o} £FA]7] Fof
A= 9¥F IgGZ 0.1 M glycine-HCL buffer
(pH 2.8)2 &FA A

225 Ig fractiongd NaOH=E 347l o
PBSe|| el FAstgeh  olzigt #A & 4°Col
A g3ty orn B AA st #F4 & Scheme V
ol A= atgl et

3) 1gGe Ak Akl Lowry met-
hod2 o] &3le A #g3tgch  bovine
albuming FF2 8 e AFFAE ez
0|2 ol g3tel TgGY FFE A Lehslch

Bt ZE A2 E0l4 HE —dAEZT A
o9 Sol4e AA%s Asel ELISAgoE
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serum

‘ Mouse ascite fluid ’
|

‘ Ammonium sulfate precipitation ;
i

‘ Dialysis against PBS 1
|

Application to protein A-Sepharose CL-4B
column

Elution of unbound proteins with PBS(Flow
rate: 0.5 ml/min)
| B o
Elution of bound IgG with 0.1 M glycine~-HCI
buffer (pH 2.8)
l
' Neutralization with NaOH ‘

|
’ Dialysis against PBS ‘

Scheme V-Procedure for purification of monoclonal
antibody.

A% AzFoe B9 BAH BeAE AE
: 2 Gotel wg
4% A RS,

1) 918 #s}olA £F (Human lymphoblastoid
cell line)e] wiok: AAHE GAZT FA 9 w5
A dotrns] 8 Ahg" AMEzFE B-AZ9

Daudi, Nalm-6o]jglor] o] &E&
Dana Farber Cancer Institutesol] A 2 ¢F wlgkr},
TAZ9 EAS 72t A ELFE Sloan Kettering
Institutesol] A ¥-oF w+& Jurkat, Molt-4, RPMI-
84025 Aol A&t =g TAlZv BA
29 9 4¥e] A5 gl= Ks62(non-B, non-
TE A3 JaflelA FoF ubol Aol A&
3k ek,

92 BE AEZFE 10% FBS7H Astel com-
plete RPMI wi x]oll A 15Ul 23 A AW
o¥stel §7 A7

2) A 2z HsbTe £ A A5 mono-
clonal antibody>} B A4 o8 ZA = B-AZ,
T-A z9} "33 E AE Leotrs] A3 ol & &
2 shgl of.

@ =3 F(Mononuclear cell, MNC) 2} =}

A= [e] -
EAE ZE

Granulocyte) 2] -] ; heparind g A/7] dA &
%9 0.9% NaClst &g o] & Ficoll-
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Isopaque(Pharmacia Fine Chem., s.g. 1.077) ot ot
solutiono] w1 A 2] tubeo] F|ulo] wizl H 3) Z42% A9 849 : A4= monoclonal

A3 7Fskgl ek 25 600 goll A 2047 94122
AA Al EA3E MNCE &stgch, A
A H pelleto] = A& 79} granulocyter} 7o) &

AdFEd o] 0.9% NaClo) & ebA 713 Tris-
NH,Clgol & stato] A 1= lysisA] 7] o
ulocyte® ¢l¢l o},

@ Rosette?] 34 : MNC&ol 100 pl(2x 10
cell/ml) & 1% indicator cell(Sheep red blood
cell) 100 pl8} E 383 incubationA] 7t} o] &
200 gell 4 5ﬁ—7L FAEAALE 5N AA
A At ol 100 ple] crystal violetE 2o
adAaE rosettefsg HALE FASY

@ Rosetted] 4 9 J}:r’-(T—celsz] £z : MNC
9} SRBCs} ul-4-4] 71 & o] &8l -2 Ficoll-Isopaque
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W E& Rol o] 5 PBSZ A AT of 7)o Tris-
NH,CI(Tris 20. 6 g/! +NH,CI 8.3 g/DE& 7153

5% 7F 37°Col Al u1-&-A#A RBCE lysisA 71 &
T-celle- A ¢t} pelletrx PBSE A A 8lo] B-cell
+ Ak ol 49 #2544 & Scheme Vo] &

gran-

‘ Heparinized peripheral blood ‘

Mixing with 0.9% NaCl
Layering over Ficoll-Isopaque sol’'n
Centrifugation (20 min, 600 g)

! |

Interface(white layer) Pellet
Mononuclear cell Erythrocyte,
—T — Ganulocyte
Addition of indicator cells ~————7——
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Centrifugation(20 min, 800 g)

1
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Scheme VI-Preparation of human hemopoietic cells.

antibodys} <13 & stold 39}, AaAql T-,
B-AlZe} wkgste A& #HAAbets] 418 ELISA
5 AsHgl e,

4) A E7 A ¢ Ig classAd A @ A A = mon-
oclonal antibody®] class® A A3l7] 93 Sri-
kumaran %9 sandwich ELISAu}-& 3 3}¢]
A% 55

anti-mouse IgG1, anti-mouse IgG2,, anti-mouse
IgG3, anti-mouse IgA, anti-mouse IgM(Cappel
Lab.) & polystyrene platec]] %-2-A] 7 monoclonal
antibody & o] w8473 galactosidase conju-
gated rabbit anti-mouse IgGE ul&-A#A A3}
% et

5) vl Al A 2 54 A AHMicrocytotoxicity test) :
A A @A AZE LeAle wAE
A A A wWlA2E 3% FBS, 0.8
mM L-glutamine, PC-SM-& &%= RPMI|
AL AHE-eFs e

@ B2A: AAE" 2A & rabbite] 1.3 (Gibeo)
oo 0% 1:22 34ste eyt

B. Aduy u)AE 54 A3 3 (Nunclon,
Nunc Co.)8l 7 wello] 10 uls] 4| E£ (5.0
10/ml)& SF3h 10 ple] 48 549 34,
slepel, Eel 52 ARE 3°CoA 1537
k&A1 Z vk o714 rabbit complement® 10 pl
7hste] Al 37°Coll A 3047t ub-S-A At}

AE 37 QHE g7 984 trypan blueZ
7ha) AW A7 F 35% formaldehyde(pH 7. 0)=
ZFele] MEE A A Z vk 2% inverted micros-
copeo]| A #2007 ©] 49 cells APl =
< A x5 G ot

o Al 8 Fe Az
et

% Specific lysis

HaE FeAE(%) 2T

o e

-3

’-ﬁ‘f*ﬂl(/)
100(/)*‘“ Z2T EF2A2(%)
specific lysisgto] 20% o] w] <kAgutLow

#A sy 3, HZ2F2FEE normal rabbit serum
& A434. ol 4¢) ¥ & Scheme Vo] 3
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108/ml)
. .
Addition of 10 pl of diluted antiserum f

‘ Incubation for 15 nim at 37 C ’
|

‘ Addition of 1: 2 diluted rabbit complement ‘
|

Incubatlon for 37°C 1

! Addition of 10 gl of cell suspension (5.0% ‘

[
J Dyeing with trypan blue ‘

i -

Estimation of the percentage of dead cells in
inverted microscope

Scheme VII-Procedure of cytotoxicity assay.
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e —Jurkat 4] £ Balb/c(2)o] W j3}e] anti-
Jurkat §AE AAste 7t A2AY WS
AP oz F<l st

Balb/co] Jurkat AlZE AATF Y & ¥
ke 2 FYH o) gs1% ELISAZ 4% A3
Fig. 20] vhebfl wpob o] oF 11102400 o] 4
9 titery Fste] WA HsbrE A Eet

fusiong- 3} o}

v 4 Fspret V6534 50% PEG 4000232 ¢
A A wellsd 5x10° A ZF 1920 welle] 25
A, 2 wellZ A V6s3Al =, w44 Zaks
w2 ek v

AZEFE A 195 2~39 717 ez HAT
u A & e $ 109 ARt vz]\)rx} »%Fs 5] %)
g AxE AU

B4 s s‘fmﬂ A% gz Aste

A gl se 420/0]‘”‘%

A19del A EA At welle] F5A &
el A7 ¥u H=A9 o455 ELISAz A
A5t =d 806 well Fofl A 124 welle] A anti-
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Fig. 2-Titration curves of mouse anti-Jurkat serum
and normal mouse serum by indirect ELISA
method.

Table III-Frequency of hybrids secreting antibodies
to Jurkat cells from the cultures in HAT
medium.

Wells with
hybrid secreting

Wells with
growing hybrids
in HAT medium Ab in medium

Total wells
dispensed with

cell mixture

1920 806(42%) 124(8%)

Jurkat g7} gl Aeo] Falx o],
well Fol| 8%el o o= <o,
anti-Jurkat =] & A AsHE 124 welle] 45
A8 t}al #HF B-cell leukemiagl Daudi A 22}
e A QW A Table Fel viehd vhst

AA 1920

Table IV-Reactivity of supernatant from hybrids
reactive with Jurkat cells to Daudi cells.

Reactivity™ Number
Positive 120
Negative 4 DMJ-1,2,3,4

x DctermAiﬁed by indirect ELISA

Positive : >0.200 in O.D. at 414 nm
Negative : <{0.200 in O.D. at 414 nm
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Fig. 3-Titration curves of anti-Jurkat antibodies in
the supernatants from the cultured hybridoma

clones, DMJ-2 and DMJ-3.

Zro] 120709 welle] w kol & W& B} 4
wellol] A] 28+ v oFol 2 w244
gkeh.
w2t o] &2 DMJ-1,2,3, 48 44
o2 Akl < 109 7k i FA A
e Al ii-rﬂ ¥ FA3t clones A+

2 F ookl & H3 FANLE AN A
Jurkat cellol] ut-&-Ao] 73 DMJ-2, DMJ-3¢
A 715 Fig. 3o Jel g, DMJ-29 97}
1 :4096, DMJ-39] o7& 1: 8192 o] 4ol
o] k34l A gk DMJ-20] & Hol4
& ool AYS P

T BZOoREH SHMET EH M
2, -3 A|XE& pristaneo. 2 A X 2|3}
of B FIAA Wil EHEHA
& fEEtgeh gAE 2 ?3216}7] BER
ammonium sulfate® % 2 A 7] 32 affinity chroma-
tography & 3 5} v}

B3 %e w94 $a3¢ Lowry wez 3
gkg A3 12.1 mg/mlo}glom], o] = affinity
columne] ETHA72 @FE oha] AR A}
0.68 mg/mle]givh, A9 Y5442 12.2%
o] gl et

BN ZF gHe S0l HFE-DM]-2 Al 27}

Table V-Reactivity of DMJ-2 to the human
leukemia cell lines.

Reactivity* of

Cell line Diagnosis DMJ-2
Daudi Burkitt —
Nalm-6 B-ALLt —
Jurkat T-ALL +
Molt-4 T-ALL +
RPMI-8402 T-ALL +
K562 Non-B, Non-T —
CML-BC#
Normal T** +
Normal B —

* React1v1ty was determined by absorbance at 414
nm.
() Abs.>>0.200, (—): Abs. <0.200

** Normal T: E-rosette forming cells ia peripheral

blood
Normal B: Peripheral mononuclear cells depleted
E-rosette forming cells

# CML-BC: Chronic myelogenous leukemia in blast

crisis
t ALL: Acute lymphoblastic leukemia
AR Eulshe Gz A0t OB Az v
$ohe A% o ngn
B-Al 2l Daudi, Nalm-6, T-# %3l Molt-4,

RPMI-8402, B-, T-Al 27} o}yl K562 o A A
ddE9 T-AE, B-AZ 52 22 microplate
of #z4#4 DMJ-2 &9 v-gA75 ELIGA
E A% A3E Table Vo) B A3t}
DM]J-2%& Molt-4, RPMI-8402¢9} 78 T-A| %
ol & 7 w4 & vebyl oy, Nalm-6, Daudi
% B-AlE wdE el = wkgslA] @kt ot
4o T-A 28 o7k wb-g-4 & b glet
o] A& Molt-4, RPMI-8402, Jurkat z-2 A
:ﬁﬁr A% wk3& vebdl Y] w el DMJ-2% T-
HAZE e g FAe
g, ELISA vhf & &34 kg ojmg
FA S AETA A s R RaeE 24
o] A7 W Eel o]E Rty H8 Az 54
g4 skt = A} Table Vo4 ne
uks} zto] DMJ-2% T-A Zole 73l wleAd L
2ol 90% o149 Azt s 2y
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Table VI-Reactivity of DMJ-2 to the human leukemia
cell lines by microcytotoxicity test.

Diagnosis Anti-Jurkat Reactivity

%Cell lme antisera  of DMJ-2
Daudi Burkitt 93 5
Nalm-6 B-ALL 78 10
Jurkat T-ALL 95 95
Molt-4 T-ALL 87 91
RPMI-8402 T-ALL 90 87
K562 Non-T, Non-B 90 7

CML-BC
Normal T** 95 25

Normal B 95 5

* Number means percent specific lysis.
#** Normal T : E-rosette forming cells in peripheral
blood
B : Peripheral mononuclear cells depleted
E-rosette forming cells

T-A| Z9}+=

Normal

26%° k&
3 ELISAV} Al 254 A#oz
DMJ-29] ub&-A & 7 A A wpsbA 2 T-
Aot Bz T-Axe dobe dbeste &4
o] fAFEle &, B-alzub K629 AHE ubs
shA gFoket

DMJ-2 &9 class® ELISAz A ¥3 Ax
DMJ-2%& 1gG2a 39S &l

AEZEY Aoz Jurkat A Eof 3k DMJ-2

100 |
8o

60 [

% Dead cells

40}

20

Y 1 2 4 16 64 128
-2

Dilution of DMJ-2 ascites ( x 10 )

Fig. 4-Complement-mediated cytotoxicity of DMJ-2.
* Cell lysis was detected by trypan blue
exclusion.
—e : Jurkat cells
—o : Normal peripheral blood cells
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