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ABSTRACT

IB2 is a monoclonal antibody obtained from hybridomas that
derived from BALB/c mice spleen cells after immunized with a myeloid
cell line, U-937. Preliminary studies suggested that, 1B2 mAb reacted with
an antigen expressed on several haematopoietic cell lines. Therefore, it
was of interest to evaluate the distribution of 1B2 mAb-recognized
molecules on other cell lines, resting and activated peripheral blood cells,
and also in haematopoietic malignancies. The function and molecular
weight of 1B2 molecule were also interesting. In this study, human
haematopoietic cell lines including: T cell lines HPB-ALL and SupT-1;
B cell line JY; myeloid cell lines U-937, HL-60 and KG-1,
erythro/myeloid cell line K-562, and non-haematopoietic cell lines
including Hep-2, PC9 and PC14 were firstly, stained with 1B2 mAb by an
indirect immunofluorescent technique. All cells tested were positive with
1B2 mAb. PBMC from 15 healthy donors were isolated and stained with
1B2 mAb. All blood cells including: lymphocytes, monocytes and
granulocytes were negative. To study the expression of 1B2 molecules on
activated cells, PBMC from 5 healthy PPD-positive donors were activated
with PHA (2 pg/ml), ConA (40 pg/ml), PPD (30 pg/ml), rTNFa
(40 ng/ml) and rGM-CSF (100 ng/ml), and stained with 1B2 mAb. All



activated cells showed negative results. When leukemic blood cells from
three untreated patients with AML and three untreated patients with ALL,
were stained with 1B2 mAb, only one of AML was positive.

To study the function of 1B2 molecules on the proliferation of cells,
U-937 and K-562 were used. The cell cultivation was performed i two
different cell concentrations (1x10° and 1x10° cells/ml), in the presence or
absence of different concentrations of 1B2 mAb, or control mAb, and in
the presence of [*H]thymidine, for 3 and 5 hrs. It was found that, 1B2 mAb
inhibited the proliferation of both cell lines significantly (p<0.05) in a dose
dependent manner. The percentage of inhibitory effect of 1B2 mAb was

significantly higher than that of all control mAb (p<0.05).
‘ Determination of the molecular weight of the molecules recognized
by 1B2 mAb was performed on U-937. The U-937 lysate was subjected
for SDS-PAGE, blotted, and the immunoblotting was then visuallized by
an enhanced chemiluminescent technique. The results indicated that
1B2 mAb recognized a molecule with a molecular mass of 23 kDa.

In conclusion, this study demonstrated that, 1B2 molecule is a cell
surface antigen, which expresses on continuous growing cell lines. Its
molecular weight is about 23 kDa. This molecule may be a novel growth
factor receptor, since 1B2 mAb could inhibit cell proliferation. Further
investigation for more details, may lead to a development of a serological
test for leukemic diagnosis, and a strategy of how to control the growth of
such malignancies.



gainendinus  msAnmRuaEnsAzeslululaates waudved 1B2 #

M zRaupuAlanUuAes Continuous Cell Lines
pLiEY wwdseuIn AUIFNG
INNFAFATUIIDNAS ST UNANANTTUNNY

ARZATSUMSHOUINENTNUS

WF. A9, 1U3T NRAUENY dszsunssums
fl. A9. §lN  NASUAILNYT ATINMT
56, A9, fdnu udimaan NIINMT
WA A9 InSeaAnA Yetnndfinen nssams
UNAAED

182 diulululasues weupvedrianisdlaanmsdn myeloid cell
lines U-937 wnllumyiudnsuiin BALB/c uai cell hybridization fiu
mouse myeloma pamsanwidosaunu 182 mAb sunsanyfnsen
TUWADLBUALUUUATY haematopoietic cell lines waayiln Aatiudauu
Faomaulafiazit 1B2 mAD infamuasnfSauiisumsns:aiuiiuesuoui-
BuRTIWURIERRTTiamaeY TelugesdaiantUnd wasuinRonni
QNI uasasdiadenmTngieusuin@enminiiame  aneads
MaAnMMNARRITesAUMsLIRITanTRe  uazAnmBoihminluenanes
wouAtaudnan lumsAnwideomulamadne  cell lines wmauiinod
11 haematopoietic cell lines Uszneuae T cell lines laun HPB-ALL
uaz SupT-1 B cell lines laun JY myeloid cell lines laun U-937, KG-1
ur: HL-60 #a: erythro/myeloid cell lines laun K-562 ua: non-
haematopoietic cell lines laun HEp-2, PC9 ua:z PC14 tieviimsuan



aaRanaIAI8 182 mAb 1aei3 indirect immunofluorescence WU
mm{vgﬂﬂﬁﬂ‘i?'ilim*mﬂﬂau’l.ﬁwamﬂﬁu 1B2 mAb et iwsaiaRennuin
ﬁ“i’l\]‘l‘l_li:ﬂ’ﬂ‘ljﬂy‘lltl lymphocytes, monocytes Un: granulocytes fusnlaan
dFonvasAunAdiuay 15 sesminmsnasevisiAeaiununlufiwsaniale
Tnwauaniu 1B2 mAb we uasiieih PBMC fusnaiidengesaunlni
$mam 5 Tmnaszauaie PHA (2 pg/ml), ConA (40 pg/ml), PPD
(30 ug/ml) rTNF-a (40 ng/ml) %38 rGM-CSF (100 ng/ml) U8
maﬂmﬂn‘s"ﬂummuumﬂanmﬂ 1B2 mAb wunuasnnziindonslinany
fiu 1B2 mAb ﬂ’}’iﬁﬂ‘l:r‘ﬂuﬂﬂ’}ﬂuzlﬁﬂLJJﬂLﬂ’r]ﬂ”tlTJ Tremsifiudemaianain
wiheadnagaous 6-10 1 Mduuzouindensn oiin AML s 3 9
us: ALL 91w 3 518 gibenanedslulasumssnm nundimfeannves
‘ﬁiij'm AML tfgawiiomiemnivilveswiniu 182 mAb

iieAnwmaTes 1B2 molecule fithwimasiumsuvsizoawas lamh
wan U-937 ua: K-562 swimawziaeslugmizisl 1B2 mAb w3e
control mAb ’luﬂfnmﬁm}’uém‘] unzi [3H]thymidine sammendurm
3 unz 5 ilue Taeldanumnruresganona 1x10° us: 1x10° cells/ml
HanISNARBINUT 1B2 mAb  snnsafudsmsuvedivesoasnsaoaniia
lemeiitidhAn (p<0.05)  aAnuEunIadsnamIuAUANNENIITe] 1B2
mAb fild  Tnefimadunugeezsnsadudemsuusireoanlannny
At dlewSeuifiruesioualumatugemauusd dofunsar
1B2 mAb nu control mAb wﬂ'i'lm'smjaﬁ'J"ﬂﬂﬂLﬂﬂﬁiQﬂé’U%’Iﬂﬂ 1B2
mAb 1AM control mAb ataiitiafTy (p<0.05)

Tumsinsdoiminlumnszes 182 molecule msmaiilusAuen
fAan U-937 musnlaeds SDS-PAGE ua: Western blotting uaz A379
FaUfAsEsimoueuAuLa: 1B2 mAb laee1Au35 enhanced chemilu-
minescence W1 1B2 molecules ﬁlf’mﬁﬂiumf}aﬂizmm 23 kDa

ammsAnmialam 182 dulisnsziinnisinulavufiozes cell

lines wowdanthwmasey  usswulnuwgsasia@ennaluglagadle



Ve ﬁﬁ’mﬁﬂhmnﬂﬁs:mm 23 kDa LL@:ﬁﬁauLﬁmﬁaﬁﬁummﬂﬁﬁ’maﬂ
wwas 1B2 molecule anatiiu growth factor receptor wiiwilonaslad
swemnney  mafnwalnnlafossanmAuRAuENA ARDATINLN
was 1B2 molecule aEnsazidun maﬁﬂﬂajumma‘lumsﬁuﬂiﬁ%é’ﬂu:ﬁa
Trammzaaodonsodiadantm wazdsorahlugmsfasmumelums

17 1B2 mAb tiethepiuaumsuuafua:msdnmlsauasla



