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Identification of the IL-1f inhibitor in the febrile patient
urine by anti-IL-13 monoclonal antibody
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In Seong Choe* and Tai Wha Chung

Laboratory of Immunochemistry and Cell Biology*, Genetic Engineering Research Institute, Kovea Institute of Science

~and Technology, Tuaejeon 305-606, Kovea

Abstract—To effectively purify of IL-1 inhibitor from human febrile urine, we have established
monoclonal antibody that reacts with human recombinant interleukin 1B(IL-1B8). The antibody, desi-
gnated ON-1, was highly specific to IL-1B and no cross-reaction with other cytokines(IL-1la and
IL-4) was observed. As the results of ELISA inhibition assay and Western blotting method, it
was further identified that ON-1 had high binding specificity with I1L-18. IL.-1 receptor binding
material from febrile patient urine was effectively purified with affinity column chromatography
which conjugated with ON-1. This urinary material inhibited the thymocyte proliferation in a dose-
dependent manner. IL-1B induced thymocyte proliferation activity was inhibited to 67.3% at 6 ug
of the purified urinary material. The result may suggest that this urinary material the purified
urinary material. The result may suggest that this urinary material will have antagonic effect on
IL-1 action mechanism and act IL-18 inhibitor.

Keywords ] IL-18 inhibitor, ELISA, monoclonal antibody.
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Fig. 1—Reactivity of ON-1 with IL-1§ and its cross-
reactivity with IL-la and IL-4.
Microtiter plates were coated with 2 ug/m/ of
IL-1p(@), IL-la(a) and IL-4(®) respectively.
The mAb bound was detected with biotinyla-
ted anti-mouse Igs and streptavidin-conjugated
peroxidase.

; —175KD

Fig. 2—Detection of IL-1B by immunoblotting.
50 pg of partial purified IL-1B(lane 1) and
crude IL-1B(lane 2) were electrophoresed in
SDS-polyacylamide gel in the presence of 2-
mercaptoethanol, transferred to the nitrocellu-
lose membrane and blotted with ON-1.
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Fig. 3—ELISA inhibition assay of ON-1 by IL-1B.
ON-1 was preincubated with water soluble IL-
1B and the mixtures were transferred to the
microtiter wells coated with IL-18. After incu-
bation, the mAb bound was detected as descri-
bed in Fig. 1.
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Fig. 4—Detection of ON-1 binding protein by immuno-
blotting.
About 30 ug ammonium sulfate precipitated
(lane 1) and Affi-Gel Blue eluted(lane 2)frac-
tions were electrophoresed in SDS-polyacryla-
mide gel in the presence of 2-mercaptoethanol,
transferred to the nitrocellulose membrane
and blotted with ON-1.
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Fig. 5—Inhibitory effect of IL-1f induced thymocyte
proliferation by urinary 26 Kd material.
Proliferation of murine thymocytes to PHA(1.5
pg/ml) and 235ng of IL-1B was assaved in
the presence of increasing concentration of the
urinary 26 Kd material. The detailed method
was described in the materials and methods.
Results represent the arithmetic means of tri-
plicate experiments.
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