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Supplementary Figure 1

Supplementery Figure 1. ATP-induced coexpression of IDO1/CD83 on  CD80+CD86+ mDCs.

FACS analysis of IDO1 and CD83 coexpression on CD80+CD86+immDCs (left panel) and mDCs treated with ATP at c=1 mM (right panel); one representative experiment is shown.
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Supplementary Figure 2. Induction of cytokines production by ATP-treated mDCs. 
FACS analysis of DC cytokine production. Supernatants of 100.000 (1x106 cells/ml) of immDCs and DCs treated for 48 hours with ATP (1mM) in presence or absence of P2Y11R (10µM) were assesed by LEGENDplex™ Human Cytokine Panel 2 (13-plex). The values are represented as fold change (FCH) of mean ± SEM of 3 independent experiments. (A) Analysis of IFN-α2, IL-1β, IL-11, IL-18, TSLP and IL-15 cytokines. (B) Analysis of IL-1α, IL-12p70, IL-23, IL-28 and IL-33 cytokines. (C) Analysis of IL-12p40 cytokine.  (D) Analysis of GM-CSF cytokine.
Supplementary Figure 3
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Supplementary Figure 3. Induction of T-cell proliferation by ATP-treated mDCs. 
FACS analysis of CFSE+ T cells alone or induced by immDCs, DCs treated with ATP (c=1 mM)  in presence or absence of α-P2Y11R (c=10 µM). CD3 alone was set at one and fold change was calculated. The values are represented as mean ± SEM of 3 independent experiments (A). One representative experiment is shown (B).
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Supplementary Figure 4. Induction of cytokines production by co-culture of ATP-treated mDCs and T cells. 
FACS analysis of cytokine production after co-culture of DCs and T cells . Supernatants of co-cultures composed of 20.000 immDCs or DCs treated for 48 hours with ATP (1mM) in presence or absence of P2Y11R (10 µM) and 200.000 allogeneic CD3+ T cells (1x106 cells/ml) for 48 hours. T cells alone were used as negative control and as positive control, T cells treated with ionomycin (IM, 500 ng/ml) and PMA (10 ng/ml) for 48 hours following by brefeldin A (2 µg/ml) overnight treatment were used (data not shown). The cytokines production was assesed by LEGENDplex™ HU Th Cytokine Panel (12-plex). The values are represented as fold change of mean ± SEM of 3 independent experiments. (A) Analysis of IL-17F, IL-2 and IL-22 cytokines. (B) Analysis of  IL-5, IL-13, IL-6, IL-9, IL-10, IFN-y, TNF-α and IL-17A cytokines. (C) Analysis of IL-4 cytokine.
Supplementary Figure 5
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Supplementary Figure 5. Inflammasome inhibitors Ac-YVAD-cmk-caspase1 and BAY-11-7082 are functionally active as demonstrated by inhibition of IL-1β production. (A) WB analysis of cytoplasmic IL-1β production by untreated DCs and DCs treated with LPS (c= 1µg/ml) in absence or presence of inflammasome inhibitor YVAD (c=8 µM). Expression of β-actin was used as reference. Densitometry of protein bands of mean ± SEM of 5 independent experiments is shown. **p ≤  0.01. (B) FACS analysis of intracellular production of IL-1β in untreated imm DCs and mDCs treated with ATP (c=1 mM) in absence or presence of α-P2X7R or α-P2Y11R (c=10 µM for both), in presence or absence of YVAD. DCs treated with LPS were used as positive control of IL-1β production. The values are represented as mean ± SEM of 5 independent experiments. ****p ≤  0.0001 refers to comparison between the conditions with and w/o YVAD. (C) Luminescence time corse analysis of IL-1β production by DCs treated with LPS in absence or presence of inflammasome inhibitorYVAD. The values are represented as fold change (untreated DCs=1) of mean ± SEM of 5 independent experiments. (D) Quantitative real-time PCR analysis of IL-1β mRNA expression in untreated DCs and DCs treated with LPS in absence or presence of BAY inhibitor. The values are represented as mean ± SEM of 5 independent experiments. *p ≤  0.05; **p ≤  0.01.
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Supplementary Figure 6. Separation of cytoplasmic and nuclear fraction of DCs for WB analysis. 

WB analysis of β-actin and H2A.X histone expression in nuclear and cytoplasmic fraction of DCs. One representative experiment is shown. 

Supplementary Figure 7
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Supplementary Figure 7. Western blott membranes.

Western blott of unedited membranes from indicated figures. Molecular weight markers are included. 
Supplementary Figure 8
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Supplementary Figure 8. Gating strategy of Tregs induction by ATP-treated mDCs expressing IDO1. 
FACS analysis of CD3+CD4+CD127-/lowCD25+/highFOXP3+ cells (total Tregs) and CD3+CD4+CD127-/lowCD25highCD45RA-FOXP3+/high cells (suppressive Tregs) induced by co-culture of immDCs or mDCs treated with ATP (c=1 mM) with autologous CD3+ T cells. FACS analysis of OX40, CD73, PD-1, CD39 and ICOS expression on suppressive Tregs. One representative experiment is shown.
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Supplementary Figure 9. Suppression test of Tregs. 
FACS analysis of proliferation of CFSE+CD3+ T cells activated  with α-CD3/α-CD28 microbeads after 5 days of co-culture alone (CD3+) or with autologous purificated CD4+ or CD4- T cells induced by 5-day co-culture of CD3+ T cells with DCs treated with ATP (mDCs-ATP) or immDCs. Proliferation index was evaluated using FlowJo_v10.8.1_CL  software. One representative experiment is shown.
