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Preparation and selection of the monoclonal antibody used
for kitsto detect the p24 antigen of HIV-1
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ABSTRACT : To prepare the monoclonal antibody (McAb) used for kits to detect the p24 antigen of HIV-1 by means of
double-antibody sandwich EL ISA assay , BALB/c mice were immunized with purified recombinant p24 protein of HIV-1, and
by routine hybridoma technique, 16 hybridoma cell lines secreting potent McAb against HIV p24 antigen were obtained. The
subtype of these 16 McAb wasfound to be IgGL and their cross blocking properties were analyzed , when they reacted with the
p24 proteinin direct EL ISA inorder to offer the valuable datafor selectingfeasble pair of McAb in the detection of the p24 an-
tigen. All the McAbs were used for the detection of p24 antigen by double-antibody sandwich EL ISA. In addition, the McAbs
were purified and HRP-labelled in advance. Finally , we had success ully screened a pair of McAbs, i.e. 16G12 + 2F2b- HRP,
which exhibited a senstivity of 20 pg/ ml for the detection of p24 antigen. Also, thispair of McAbs could specifically react with
the supernatantsof the cultured HIV-1from pNL4-3 trandected clone, but it showed no reactivity with 100 negative sera of pa
tients. Itisevident that thispar of McAb shows excellent sendtivity and specificity for the detection of the HIV-1 p24 antigen.
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Tab.1l Crosshblocking B ISA among the anti-p24 McAbs
Anti-p24 McAb- HRP
McAb No
5C2 8F1 9D6 1H3 1H1 11F11 5F8 7F12 1E7 1E4 4G3 2F2b 16Gl12 7D1 6F12 2C7
5C2 + + + + + + + + + + + + + + - - - 14
8F1 + + + + + + + + + - + + + + - - - 13
9D6 + + + + + + + + + - + + + + - - - 13
1H3 + + + + + + + + + - + + + + - - - 13
1H1 - + + + + + + + - - + + + + - - - 11
11F11 + - + + + + + + - - + + - + - - - 10
5F8 - + + - - + + + + - + + - + - - - 9
7F12 - + + - - + + + - - + + - + - - - 8
1E7 - + - - - - - - + + - - - - - - - 3
1E4 - + - - - - - - + + - - - - - - - 3
4G3 - + - - - - - - - - + - - - - - - 2
2F2b - + - - - - - - - - - + - - - - - 2
16Gl12 - - - - - - - - - - - - + + - - - 2
7D1 - - - - - - - - - - - - - + - - - 1
6F12 - . - - - - - - - - - - - - + - - 1
2C7 - - - - - - - - - - - - - - - + 1
No: 16 e
No: the number of 16 McAbs which can block postively any given McAb in this test; +. podtive block; - . negative

block; - - . reactivity of 2C7 with p24 antigen was enhanced
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Fig.3 Snsitivity in detecting p24 antigen by Sandwith- B 1SA
S CO: sampleto-cutoff ratios, postive when the
val ue exceed 1
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Tab.2 Sensitivity comparison of six pairs of anti-p24 McAb
in detecting serial diluted HIV culture viruses by
double antibody Sandwichr EL ISA

p24

McAb 2F2b- HRP 1E4HRP 16Gl2 HRP
2F2b Nd 1600 ° 1600

1E4 800 nd 800
16Gl12 3200 1600 nd

* HIV ;nd:

* : Maximum diluted times of HIV culture virus which
indicate positivein the test; nd. Not detected

3 B ISA 100
HIV
Tab.3 Specificity of six pairs of anti-p24 McAbs in detecting

100 human HIV negative sra by double antibody

p24

Sandwich- EL I1ISA
McAb 2F2- HRP  1E4HRP  16Gl2-HRP
2F2b / 4 4
1E4 0 / 3
16Gl2 0 2 /
3
p24
, 16 HIV-1
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