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DMEM, Dulbecco’s modified essential medium;
FBS, fetal bovine serum; PEG, polyethylene glycol;
HAT, hypoxanthine/aminopterin/thymidine; HCF,
hybridoma cloning factor; ELISA, enzyme-linked
immunoabsorbent assay; NBT, nitroblue tetrazolium;
BCIP, 3-chloro 4-bromo 5-indolyl phpsophate; Tris,
tristhydroxymethyl)-amino-methane; SDS, sodium
dodecy! sulphate
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Preparation of a Monoclonal Antibody Specific for Type [ IP;
Receptor/Ca* Release Channel.

Hitoshi Onoue, Chihiro Udaka, Risa Yamazaki, Maiko Nakano, Tomoko Takeda

<Abstract>

The inositol 1, 4, S-trisphosphate (IP;) receptors are the proteins that tetramerize in endoplasmic
reticulum membranes to form the intracellular Ca?* release channels that open and i turn mobilize Ca?*
into cytosol upon binding with IP3. To date, three types of IP; receptors, namely type I, 11 and HJ,
have been identified. With the aim of developing specific probes for studying functions of TP, receptor
channels, we prepared a monoclonal antibody specific for the type I IP, receptor,

Two BALB/c mice were immunized with a synthetic peptide with an amino acid sequence specific
to type [ [P, receptor. After 26 days, lymph node cells were fused with myeloma cell line (P3U1) in the
presence of PEG1500 and cultured in HAT selection medium. By means of ELIZA screening, a strongly
positive well (1E12) was detected, and a monoclonal hybridoma 1E12/D4 was established by cloning
a positive cell from the well 1E12. In Western blot analysis probed with the supernatant of 1E12/D4,
the band of type I IP; receptor from rat cerebellum membrane fraction, but not the ryanodine receptor
from rat sarcoplasmic reticulum fractions, was specifically detected. These results suggested that the
monoclonal antibody produced by 1E12/D4 cells is specific for the type I IP; receptor that is a useful tool
to probe the channel.

Key words: IP,, IP, receptor, monoclonal antibody, hybridoma, probe, Ca?* release channel




