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Extended Data le: Staining of Tubulin + V5

Extended Data 1le: Staining of tGFP
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Extended Data 1b: Staining of V5
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Extended Data 1B: Staining of tGFP
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Extended Data 1b: Staining of IDO
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Extended Data 1b: Staining of Tubulin
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Extended Data 5c: Staining of V5

Extended Data 5c: Staining of tGFP

=]
My
Ny

=

Extended Data 5c: Staining of HSP90



Gating strategy FACS:

Fig le:
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Supplementary Data 3

Boolean gating strategy
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Supplementary Figure 3

Boolean gating analysis of co-cultures with naive CD8+ T cells and autologous monocyte-derived dendritic
cells pulsed with substitutant peptides. 1) Lymphocytes are gated and viable CD8+ T cells selected for
Boolean gating following doublet exclusion. 2) The pMHC multimer positive population is defined for each
individual HLA-A*24:02 multimer fluorochrome among viable CD8+ T cells. 3) NOT gates are made to obtain
CD8+/HLA-A*24:02 multimer-fluorochromeneg cells for each multimer-fluorochrome. 4) AND gates are
made by combining two HLA-A¥*24:02 multimer-fluorochromepos populations from step 2 and the NOT
gates for remaining multimer fluorochromes from step 3. This step selects for cells that are only positive for
two multimer fluorochromes. Cells that are positive for only one, or more than two, multimer fluoro-
chrome(s) are gated out. These AND gates are made for all possible two-color multimer-fluorochrome com-
binations. 5) An AND gate is made for all multimer-fluorochrome NOT gates made in step 3. 6) An OR gate is
made by combining the AND gates from step 4 and 5. The final plot now shows CD8+ T cells that are either
negative for all multimer-fluorochromes or positive for the specific combination of two multimer-fluoro-
chromes.
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