Supplementary Materials:

Supplementary Figure 1. Phenotypic characterization of differentiated pMEL-1 cytotoxic

lymphocytes (CTLs) and isolated wild type naive CD8" T cells.
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Supplementary Figure 1. Phenotypic characterization of differentiated pMEL-1 cytotoxic T
lymphocytes (CTLs) and isolated wild type raive CD8" T cells. A) Scheme showing the in vitro
differentiation steps for pMEL-1 CTLs. Splenocytes isolated from pMEL-1 mice were incubated for 6
days with IL-2 and the peptide hgp1002s33 (upper). Representative dot plots show the efficiency of

pMEL-1 CTL differentiation through the expression of CDS8 and the transgenic TCR chain Vf13,



evaluated by flow cytometry in the viable (7JAAD") T cell population in both pMEL-1 splenocytes and
CTLs (lower, left). The expression levels of CD25 and CD44 were evaluated in the CD8*VB13* T cell
populations in both pMEL-1 precursor splenocytes and in in vitro differentiated CTLs. Bar graph shows
the average expression of these markers of five independent experiments, *** p < 0.001, splenocytes vs
CTL (lower, right). B) Scheme showing the in vitro isolation steps for wild type naive CD8" T cells.
Splenocytes isolated from C57BL/6 wild type mice were subjected to magnetic cell separation (negative
selection) for naive CD8" T cells (upper). Representative dot plot shows a typical isolation efficiency
(87% CDS8" T cells) (lower, left). The bar graph shows the percentage of isolated naive CD8" T cells
positive for CD25 and CD44 expression, indicating their naive origin (n = 5 independent experiments)
(lower, right). C) Cx43 expression was evaluated in pMEL-1 CTL and naive CD8" T cells by flow
cytometry using anti-CX43 specific antibodies. The bar graph shows the mean fluorescence intensity

(MFI) for Cx43 in both T cell populations (n = 3 independent experiments).



