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Abstract : Production of monoclonal antibody against CD2 protein and cellular

expression of CD2 on various cell types

Umpa Yasamut*, Supansa Pata*, Sawitree Chiampanichayakul**, Watchara Kasinrerk*

CD2 is a leukocyte surface molecule which specific interact with CD58 molecule. The interaction between
CD2 and CD58 induces T cell and NK cell activation. Monoclonal antibody against CD2 could inhibit CD2-CD58
interaction and therefore suppress immune responses. Monoclonal antibody to CD2 was proposed to be an
immunotherapeutic agent for autoimmune diseases and transplantation. The aim of this study is to produce
monoclonal antibody to CD2 protein for use as a tool for studying lymphocyte regulation. In this study, Balb/c
mouse was immunized with peripheral blood mononuclear cells. Spleen cells of the immunized mouse were
fused with myeloma cells using standard hybridoma technique. The hybrids were screen for secreting of CD2
monoclonal antibody by lysed whole blood-indirect immunofluorescent assay and ELISA using recombinant
CD2 protein as antigen. One hybridoma clone producing CD2 monoclonal antibody was obtained. CD2 expres-
sion on various cell types was studied using the generated monoclonal antibody. Jurkat and Daudi cell lines
were demonstrated to weakly expressed CD2. In peripheral blood, CD2 was expressed on T cells and NK cells,

but not on monocytes, granulocytes and red blood cells. Bull Chiang Mai Assoc Med Sci 2006; 39: 25-37.
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30 Wi MIesInsasuendvesrilalagnsidy
PBMCs a9l microtube 50 Miftube usatdis culture
supernatant ‘ﬁ'@]vaamiﬂmaauaﬂﬂ 50 MI /tube
nanlnd usa incubate lusiuds i 30 wdl
laasunainandusnsaas 1% BSA- PBS azide 2
ﬂ%y'\‘l I@ﬂﬂ?ﬁqmﬁ’lﬂ’g autopipette aa supernatant
2NINRUA LLE:? resuspend pellet @T’Jm% BSA PBS
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antibody-FITC aslu 25 Wi /tube waalwianiu uan
incubate luiudaunm 30 wift asuaiuas 3
A%30281% BSA PBS azide 1dn 1% paraformalde-
hyde 350 ulitube wawlwwin inlU5asewaln
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Dickinson, Sunnyvale, CA, USA).
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w8231 incubate on-ice (e 30 wiRt (easy
navhwfuaaens phosphate buffered saline (PBS)
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Dickinson) 1 ml W& incubate ﬁqm%gﬁﬁaﬂuﬁ'ﬁ@
W 10 wifl duans 3 a3sany 1% BSA PBS
azide L@y 1% paraformaldehyde 350 ul/tube
el s lUSlenznansedasinalolasiiaes
(FACSCalibur, Becton Dickinson).
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LLET’JL@N anti-CD4 monoclonal antibody (MT4; isotype
IgM), anti-CD8 monoclonal antibody (MT8; isotype
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50 ulitube HaW AL LA incubate on-ice LT
30 Wl Lfiamunm@u FACS lysing buffer (Becton
Dickinson) 1 ml W& incubate ﬁqmﬂgﬁﬁaﬂuﬁﬁ@
W 10 wifl duans 3 a3sany 1% BSA PBS
azide L@y 1% paraformaldehyde 350 ul/tube
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suspension lalu 15 ml centrifuge tube 713l MEM 7
mi sl uassanuiss 1,700 rpm ﬁqm%nﬂﬁﬁaa
Wwna 5 wift Wieanaimas vnstuanedn 2
33978 MEM 90 media 79 usdia 10% FSC-MEM
adld 3 mi wawlwwnnulasls pasture pipette
i lUiums wanimasaaou1en Turk's solution
Taly counting chamber U5ULmaa 1 laANL LT
1x 10° cells/4 ml 114 10% FSC-MEM L@y COS cells
suspension 4 ml ﬁLm%mJVL@TmsLu culture dish 241@
60 mm ua ¥y incubate 7 37 °C 1 5% CO, incu-
bator gﬂmﬁu
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ul) 10 Iy Ntk COS cells ﬁm’%ﬂwvl,;mgm me-
dia fauaaidia transfection solution a9'ly) siteraalyl
incubate 7 37 °C lu 5% CO, incubator 1{Junm 3
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ASLIAELINGN 4 53 Ua LG OPD-H O substrate
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two color indirect immunofluorescence. ﬁWLﬁawaoﬂuﬂﬂamgamTw PB5S (FITC)+CD4 MT4 (PE)
(A), PB5S (FITC)+CD8 MT8 (PE) (B), PB5S (FITC)+CD22 WK9 (PE) (C), PB5S (FITC)+CD57 HNK
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two color indirect immunofluorescence. ﬁﬁLaa@madﬂuﬂﬂamJamTw PB6S (FITC)+CD4 MT4 (PE)
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PB5S waz PB6S NU recombinant CD2 protein LR

recombinant CD147 protein

Conditions OD at 490
Recombinant CD2 + PB5S 0.038
Recombinant CD147 + PB5S 0.016
Recombinant CD2 + PB6S 1.807
Recombinant CD147 + PB6S 0.019
Recombinant CD2 + CD147 mAb M6-1D4 0.000
Recombinant CD147 + CD147 mAb M6-1D4 1.571
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