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Supplementary Figure 1 

 
 

 
 

 

Gate strategy of CFSE analysis. Naïve T cells were stained with CFSE at T=0 and then co-cultured 

with DCs for the allogeneic MLR. After 7 days, cells were stained with viability dye, anti CD3 Percp, 

anti CD4 Pevio615 and anti CD8 APCVIO770 antibody and analyzed by flow cytometry. The physical 

population corresponding to lymphocytes (PLOT A) was gated and live cells were selected (PLOT B). 

From plot b were selected the TCD3+ (PLOT C) and gated the CD4+ and CD8+ cells (PLOT D). CD3+, 

CD4+ and CD8+ populations were analyzed for proliferation (light blues spots) as CFSE fluorescence 

dilution. One representative experiment is shown. MLR = untreated co-cultures; MLR+SULF A = co-

cultures treated with 10 μg/mL SULF A; PHA= co-cultures treated with 1 μg/mL phytohemagglutinin. 
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Supplementary Figure 2 

 
 

 
 

 

TNFα release in supernatants after 48h of co-culture. Elisa assay was conducted on the supernatants 

of 6 experiments. MLR = untreated co-cultures; MLR+SULF A = co-cultures treated with 10 μg/mL 

SULF A. Values on the y axis represent the pg/mL of TNFα. 
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Supplementary Figure 3 
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Gating strategy for OX40L+ and ICOSL+ DCs. (A) After the selection of the physical population 

corresponding to DCs (PLOT A), live cells were gated (PLOT B) and that positive for the marker CD11c 

(PLOT C) were selected acquiring 5000 events. Additional gating of CD11c+ cells identified CD11c+ 

OX40L+ (PLOT D) and Cd11c+ICOSL+ (PLOT E) sub-populations. MLR = untreated co-cultures; 

MLR+SULF A = co-cultures treated with 10 μg/mL Sulfavant A. (B) A representative experiment of 

Fluorescence Minus One (FMO) control for OX40L and ICOSL in the samples stained for live CD11c+ 

cells. 
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Supplementary Figure 4 

 
 

 
 

 

Gating strategy relative to intracellular production of IFNγ, IL-4, TNFα and Il-17 in T Cells. After 

7 days of co-cultures cells were treated for 6 hours with PMA/Ionomycin and BFA. Analysis was 

performed by gating the physical population corresponding to lymphocytes (PLOT A). After, the 

selection of live cells (PLOT B), CD3+ cells were gated by acquiring 5000 events (PLOT C). From this 

population, CD4+ cells (PLOT D) were selected and analysed for the production of IFNγ, IL-4, TNF 

and IL-17. TNF and IL-17 were stained separately. MLR = untreated co-cultures; MLR+SULF A = co-

cultures treated with 10 μg/mL SULF A. 
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Supplementary Figure 5 
 

A) 

 
 

B) 

 
C) 

 
 

 

RNA Expression of the transcription factor RORγT (A), TGFβ (B) and IL-21 (C) measured by qPCR 

after 7 days from the addition of SULF A to the co-cultures. All qPCR results (mean ± s.d.) were 

normalized to 18S mRNA and analyzed by ΔCt method. MLR = untreated co-cultures; MLR+SULF 

A = co-cultures treated with 10 μg/mL SULF A. Statistical analysis (n = 6) was performed by paired non 

parametric Two-tailed T-test. *P < 0.05.  
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Supplementary Figure 6 
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Gate strategy for CD127-CD4+CD25+ subset. (A) After the selection of the physical population 

corresponding to lymphocytes (PLOT A), live cells were gated (PLOT B). Next selection was performed 

for the marker CD127 (PLOT C). Within cells negative for CD127, gating of the CD4+ population was 

performed (PLOT D) and 5000 events were acquired. Final selection identified cells double positive for 

CD4 and CD25 (PLOT E). MLR = untreated co-cultures; MLR+SULF A = co-cultures treated with 10 

μg/mL SULF A. (B) Information related to antibodies used in Figure 4 of the main text. 
 


