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Peripheral blood mononuclear cellstPBMCs) were obtained from prostate cancer patients
who had provided a written informed consent. Fifty milliliter of peripheral blood was
obtained, and the PBMCs were prepared by Ficoll-Conray density gradient centrifugation.
The expression of HLA-A11,-A31,and -A33 molecules on the PBMCs was determined by
flow cytometry using these antibodies-anti-HLA-A11l, anti-HLA-A31, anti-HLA-A33-and
FITC-conjugated anti-mouse immunoglobulin G(IgG) monoclonal antibodies.

7 prostate cancer-related antigens(SART2,CypB,PTH-rPHER2neu,EGFR,MRP3,EZH?2)
prepared based on the binding motifs to the MHC-class I alleles.

To generate LNCaP sublines expressing each of the HLA-A11,-A31,and-A33 molecules, an
HLA-A1101,-A3101,0or —A3303 plasmid ¢cDNA was inserted into the eukaryotic expression
vector pCR3.1 .

20 patient’s peripheral blood mononuclear cells(PBMCs) were obtained from prostate
cancer patients. The expression of HLA-A11,-A31,-A33 molecules on the PBMCs was
determined by flow cytometry using these antibodies.
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