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(D) Receiver operating characteristic (ROC) curve showing the performance of linear classifier to discriminate between
activating (>75% normalized activation)and non-activating (<75% normalized activation) peptidesbased on TCR recognition
score parameter.
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(A) An overview of the assays used for TCR specificity assessment analyzing binding of the TCR to the peptide-MHC complex on antigen-presenting
T2 cells, activation of TCR-expressing cells by co-culturing with T2 cells and final killing of the target T2 cells. (B) The effect of amino acid substitution
in the epitope peptide on TCR binding/activation/killing. Blue dots depict the average signal of at least two independent experimental replicates
(binding n=3, activation n=3, killing n=2).

(A) Position Weight Matrices (PWMs) are constructed by assigning a normalized experimental value to each of the 20 amino acids (rows) at each
position (columns). The generated PWMs represent the TCR NY-ESOc259 fingerprint profile: a unique pattern for TCR recognition of the peptide-MHC
complex. (B) Scoring 336,921 HLA*A02:01 binding 9-mer peptides with PWMs. Binding affinity of individual peptides to HLA*AQ2:01 determined by
software package netMHCpan v3.0 and defined as IC50 score <= 500 nM.
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