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Comprehensive analysis bg mass spectrometry (peptidome analysis) of peptides
enriched by immunoprecipitation on a Sepharose bead column prepared with anti-HLA*A24:02 antibody

was performed. The peptide sequences obtained were correlated with the mRNA expression encoding the
protein containing the peptide, and the product with high mRNA expression was homologous to the
consensus sequence. As a result of repeated experimental condition examinations, we succeeded in
improving the peptide identity by using SCX columns for cation exchange. This allowed us to identify
nearly 1,000 9-mer peptides with FDR<5%, most of which showed HLA-binding consensus sequences.
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|dentification of HLA presenting peptides

Hepatocellular carcinoma frozen tissue: 0.3 g
Immune precipitation with 1 mg anti-HLA-A24 monoclonal antibody (C7709A2.6)

bound to CNBr-activated Sepharose 4B

Mass spectrometer: Q Exactive Plus — Mascot search
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