
Figure S1 

UV-mediated peptide exchange and MHC ELISA were used to assess the affinity of the predicted 
HLA-binding peptides for (A) HLA-A2 and (B) HLA B7. Y-axes: The relative rescue provided by 
each peptide compared to a virus-derived control peptide, given as Abs405 test-peptide/Abs405 

control peptide. Blacks bars indicated by arrow to the left represents viral controls, and blacks bars 
indicated by arrow to the right represents the level of residual HLA molecules after UV induced 
exchange with a non-HLA matching virus derived peptide (negative control). Horizontal black line 
represents the selection threshold of 60%  

 

Figure S2 

FACS plot representing responses towards the 35 different peptides. Data was acquired on an LSRII 
and analysed with FACS Diva software  

 

Figure S3 

Scatter plot showing the number of LTA/STA responses in relation to MCPyV status in MCC. No 
significant difference (p=0.39, two tailed unpaired T test) is observed between the distribution of 
LTA/STA responses in relation to MCPyV status in MCC.  

 

Figure S4 

Expression, of LTA following  mRNA  electroporation and HLA-I expression pre/post INFγ 
stimulation. (A) Expression of LTA protein in K562 cells transfected with LTA mRNA was 
investigated using western blotting. Cells were harvested after 2, 4 and 24 hours post transfection 
and lysed directly in reducing sample buffer (BioRad, Laemmili sample buffer, cat# 161-0737) 
supplemented with DNase and boiled for 5 min before loading. Proteins were separated on a 4-20% 
mini protean TBX gel (BioRad), transferred to a nitrocellulose membrane (BioRad, Transblot 
Turbo, cat# 170-4158) using semi dry blotting (Thermo Scientific, Owl HEP-1), blocked for 1h in 
PBS, 0,05% tween 20, 5% skimmed milk powder and incubated with anti MCPyV large T antigen 
antibody, CM2B4 (Santa Cruze, sc-136172) diluted 1:1000 ON at 4˚C. The membrane was washed 
and incubated with HRP conjugated anti mouse antibody (KPL, 1:10000) for 1 h and washed. 
Proteins were visualized by addition of Supersignal, West femto substrate (Thermo Scientific, cat# 
34096) and analyzed on a Fujifilm Las-1000 intelligent Darkbox II. Expression of LTA was visible 
4h after electroporation of LTA mRNA . (B) Expression of HLA-1 on MCC cell lines, MKL-2 and 
Waga are MCPyV and A2 positive and MCC 13 is MCPyV negative and A2 positive. HLA class I 
expression was investigated with and without INFγ stimulation using 2000U/ml INFγ for 72 h.   

 



Figure S5 

Alignment of all 88 available MCPyV LTA sequence from NCBI. In the bottom of the figure * 
marks the identical amino acids in the identified T cell epitopes and reveals significant homology in 
the area. Gray boxes indicate altered amino acids. 

 

 

 


