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The immune checkpoint blockade is effective for various types of cancers including melanoma, however, the
molecular mechanisms of the regulation of immune checkpoints except for CTLA-4 and PD-1 pathways remains
unknown. All the known immune checkpoints and most of their ligands belong to the immunoglobulin
superfamily (IgSF), therefore, we screened the binding partners of the orphan immune checkpoints and ligands
from an IgSF protein library.

We generated a cDNA library of the extracellular domains of IgSFs localized on plasma membrane, and
constructed a system for production of IgSF-Fc proteins, which consist of the extracellular domain of each IgSF
with a C-terminal human IgG-Fc tag. Also, we constructed a system to evaluate cell growth and I1.-2 secretion of
the activated murine T-cells purified by magnetic beads from splenic lymphocytes of C57BL/6 mice. In addition,
we set up a detection system of extracellular interactions between IgSF molecules using Alpha technology and

confirmed the interactions between the known immune checkpoint receptors and their ligands.
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