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PBMC isolation (1:2) PBMCs
Ficoll PBMCs
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Cell culture

B s SR s gmme

day 1: day 2: day 14:
- cells: 1x10cells/ml  reduced cell density: - increase cell density:
- peptide (10ug/ml)  5x10°cells/ml 1x10’cells/ml
- until day 11: - +/- peptide (6h)
culture medium + - IFN-y catch assay
peptide
- low dose IL-2
- low dose IL-7

change medium
every 2-3 days

day 11:
change medium
no cytokines
no peptide
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IFN-y Secretion Assay Kit (PE) (Miltenyi Biotech Germany)

IFN-y~ IFN-y*
vaccine non-specific T cells peptide specific T cells
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TCR heterodimer identification

- gene expression analysis
(perforin, GrzB, CRTAM, T-bet,
Foxp3, RORC)

+ FACS analysis +
+ TCR spectratyping +
+ CDR3 sequencing +
- cloning +
+
+
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