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SUPPLEMENTARY FIGURES LEGEND 

 

Suppl. Fig. 1. Immunophenotypic characterization of CD4+CD25bright cells and other T-cell 

subsets isolated from peripheral blood of healthy donors. CD4+CD25bright cells were 

isolated by immuno-magnetic selection from the peripheral blood of 10 healthy donors, based 

on their expression of CD4 and CD25. Shown are plots from one representative donor 

illustrating the expression of CD25 and FoxP3 by CD4+CD25bright (Panel A) and 

CD4+CD25depleted control cells (Panel B), assessed by FACS analysis after selection. Gates on 

the plots indicate CD25++, CD25+ or CD25neg cells. The graphs summarize the analysis (mean ± 

SEM) for all 10 donors. Panel C illustrates the purity of T-cell subsets (CD45RO+CD62L+, 

CD45RO+CD62L–, CD45RA+CD62L– cells) isolated from PBMC after immunomagnetic selection. 

Bars are mean ± SEM of 6 experiments. 

 

Suppl. Fig. 2. Titration of the inhibitory function of Tregs and selection of Tregs by flow 

cell sorting. We performed suppression assays in which the number of Tregs was titrated to 

ensure that the limited ability of IL-2 to drive T-cell proliferation in the presence of Tregs was not 

related to the consumption of the cytokine by Tregs themselves. Panel A shows the proliferation 

of T cells in the presence of IL-2 (25 U/ml) and the indicated ratios of PBMC:Tregs. Panel B. 

Tregs were also selected using Moflow based on their expression of CD45RA and CD25 and 

then tested for suppressive function in the absence or in the presence of IL-2 or IL-15. Panel C 

shows the proliferation of T cells in the presence of CD25++CD45RA+ (resting Tregs), 

CD25+++CD45RA– (activated Tregs) (fraction 1 and 2) or CD4+CD25++CD45RA– cells (known to 

lack suppressive activity, fraction 3) in the absence or in the presence of IL-2 or IL-15. Data 

confirm our observed protection by IL-15 on T cells in the presence of pure Tregs (resting or 

activated Tregs). 
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Suppl. Fig. 3. Comparison of different doses of IL-2 and IL-15 and role of the IL-15Rα. The 

graph in Panel A illustrates the percentage of inhibition of T cells in the presence of Tregs when 

increasing doses of IL-15 (black area) or IL-2 (gray area) are used in a CFSE-based 

suppression assay. The square indicates the cytokine concentration used for all the 

experiments described (2.5 ng/ml for IL-15 and 25 IU/ml for IL-2). Shown is the average for 3 

donors. We also investigated whether the complex IL-15/IL-15Rα plays any role in our 

experimental setting. Panel B shows that, using a specific ELISA assay, the IL-15/IL-15Rα 

complex was undetectable in the culture supernatants. Shown are supernatant of controls (only 

IL-15, only IL15Rα and the complex IL-15/IL-15Rα) and supernatants collected at the indicated 

time points in culture experiments. Panel C shows a representative T-cell proliferation with 

control cells or Tregs in the absence (upper histograms) or in the presence of IL-15 (middle 

histograms) or in the presence of the IL-15/IL-15Rα complex (lower histograms). Data indicates 

that low doses of IL-15 can rescue T-cell proliferation from Treg-mediated inhibition, when 

added to the culture as heterodimeric complex with the IL-15Rα.  

 


