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Figure S1. Validation of peptide-binding affinity and concentration. 
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(A) The HLA binding affinity of the HAdV peptide candidates (nonamers, n=11) was 

analyzed by flow cytometry. Non-transduced (HLA-A*02+) and HLA-A*01-transduced T2 
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cells were pulsed with the respective candidate peptide (50 µg/ml) plus human β2-

microglobulin (5 µg/ml). T2 cells incubated without peptide served as controls. The 

immunogenic HLA-A*01- and A*02-restricted peptides (A01pp65YSEH and A02pp65NLVP) 

from human cytomegalovirus (CMV) phosphoprotein 65 (pp65) as well as the immunogenic 

HLA-A*01-restricted hexon-derived peptide (A01HexonTDLG) served as positive controls. 

HLA-A*01 and HLA-A*02 expression levels on T2 cells were analyzed after 15-18 hours of 

incubation. The fluorescence index (FI) was calculated as the mean fluorescence intensity 

(MFI) of HLA-A*01:01 and HLA-A*02:01 on non-transduced and A01-transduced T2 cells, 

respectively. The results are expressed as the mean of n=2 (HLA-A*01) and n=3 (HLA-

A*02) independent experiments ± standard deviation (SD). (B) For the definition of optimal 

T-cell stimulation conditions, concentration-dependent production of IFN-γ in response to the 

six identified immunodominant HAdV peptides (A02HeonTLLY , B08HexonDLQD, 

B08PentonDSKG, A01PentonSTDV, A02PentonILHT, and B08PentonDSKK) was determined in 

peripheral blood mononuclear cells (PBMCs) from healthy donors by IFN-γ EliSpot as 

described previously [1, 2]. 2.5x105 PBMCs were plated in triplicate wells and incubated 

overnight with peptides titrated at final concentrations of 100 µg/ml to 10 pg/ml. PBMCs 

cultured in medium with or without 1 µg/ml staphylococcal enterotoxin B (SEB) served as 

positive and negative controls, respectively. IFN-γ EliSpot results are expressed as the 

number of IFN-γ spots per 2.5x105 cells/well (spw). Referring to the peptide concentration, 

the functional avidity of HAdV-specific CTLs was measured as the concentration of peptide 

required to elicit a half-maximal response (sensitizing dose, SD50). The results of n=2 

(B08HexonDLQD, B08PentonDSKG, A01PentonSTDV, A02PentonILHT, and B08PentonDSKK) and 

n=3 (A02HexonTLLY ) independent experiments are expressed as the mean frequency of IFN-

γ
+ T cells ± SD. 
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