Suppl Figure 1. Gating strategy for PD-1HI T cell subset. 

Lymphocytes were identified based upon size and granularity. The lymphocyte population was filtered through side scatter area vs side scatter high histogram to eliminate doublets from the analysis. Single cells were analyzed using Live/Dead Aqua dye exclusion and then CD4+ and CD8+ populations were defined based on dual expression with CD3. These two populations were plotted against PD-1. Fluorescence minus one (FMO) controls were used to define the PD-1+ T cell populations. The PD-1HI T cell population was defined by cluster and population analyses of the flow cytometry plots plus a mean fluorescence intensity cut off of at least 5-fold higher than the PD-1-negative T cells.
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Suppl Figure 2. Evaluation for non-specific staining of anti-PD-1 monoclonal antibody clone M1H4. 

HEK-293 cell lines were transfected with plasmid pBufCD4.1/iRFP-hPD-1, as previously published (Garcia-Bates et al. 2016) and were combined with HEK-293 cell lines without plasmid transfection at fixed ratio and both were stained with the anti-PD-1 monoclonal Ab clone M1H4. Histogram showed distinct peak separation between the two cell lines with minimal non-specific staining observed.
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Suppl Figure 3. Comparison of mean fluorescence intensity (MFI) between PD-1-expressing cell populations and between different timepoints. 

(A) Bar graphs show median and interquartile range of MFIs for the CD4+ (left panel) and CD8+ (right panel) PD-1HI (PD-1hi), PD-1+ but non-PD-1HI (PD-1lo), and PD-1 negative (PD-1neg) populations. Each population was significantly different from the other (Kruskal-Wallis test with Dunn’s multiple comparison test). PD-1HI CD4+T cells had a 14-fold higher median MFI than the PD-1-negative population [median (Q1, Q3) of 28919 (19014, 48877) for PD-1HI vs 1447 (788, 2738) for PD-1 negative] while PD-1HI CD8+ T cells had an 11-fold higher median MFI [29167 (18647, 53974) for PD-1HI vs 1732 (909, 3357) for PD-1 negative]. PD-1HI CD4+ T cell had a 2.5-fold higher median MFI compared to the PD-1LO population [median 8954 (7742, 13512) for PD-1LO] while PD-1HI CD8+ also had a median of 2.5-higher median MFI [median 8420 (7412, 11359)].
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(B) Bar graphs show median and interquartile range of MFIs for the CD4+ (left panel) and CD8+ (right panel) PD-1HI T cell population pre-ART (Year 0) and at 1 (Year 1) and 4 (Year 4) years on-ART. No significant differences were observed between the three different timepoints. 
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Suppl Figure 4 Correlation between frequencies PD-1+ and PD-1HI CD4+ and CD8+ T cells pre-ART. Pre-ART CD4+ PD-1+ frequencies significantly correlated with CD8+ PD-1+ frequencies (r=0.96; p<0.001; 4A). Significant correlations were also observed between PD-1HI CD4+ and CD8+ T cells (r=0.80; r<0.001; 4B). Meanwhile %CD4+ PD-1+ and %CD4 PD-1HI only modestly correlated (r=0.23; p=0.036; 4C). Modest correlations were also observed between %CD8+ PD-1+ and %CD8+ PD-1HI (r=0.23; p=0.037; 4D).
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Suppl Figure 5. Association between frequencies of total PD-1+ and PD-1HI CD4+ and CD8+ T cells with levels of T cell immune activation, defined as the frequencies of T cells co-expressing HLA-DR and CD38.
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