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Supplemental item 1 relate to Main Figure 1 and Figure S1

Supplemental item 1a. Representative gating strategy for identification of DN(CD4-CD8-), DP(CD4+CD8+), 
SPCD4 and SPCD8 by Flow Cytometry.

Supplemental item 1b. Representative gating strategy for identification of stages R2 (CD69-TCRβlo),
R3 (CD69-TCRβhi), R4(CD69+TCRβhi), R5(CD69-TCRβhi) by Flow Cytometry.
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Supplemental item 2 relate to Main Figure 1 and Figure S1

non signalled
84.7%

signalled
15.1%

Supplemental item 2. Representative gating strategy for identification of signalled thymocytes (TCRβloCD5+),
non signalled thymocytes (TCRβhiCD5+), SM CD4 (TCRβhiCD5+CCR7+CD69+ MHCI-), M1 CD4 
(TCRβhiCD5+CCR7+CD69+ MHCI+), M2 CD4 (TCRβhiCD5+CCR7+CD69- MHCI+) by Flow Cytometry. 
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negative selection, gating strategy

Supplemental item 3. Representative gating strategy for identification of Wave 1a (TCRβ+CCR7-CD4+/-CD8+/-Helios+PD1+), 
CD4 Wave 1b (TCRβ+CCR7-CD4+CD8-CD24+CD69+Helios+PD1+),CD4 Wave 2a (TCRβ+CCR7+CD4+CD8-CD24+CD69+Helios+),
CD4 Wave 2b (TCRβ+CCR7+CD4+CD8-CD24+CD69+Helios+) by Flow Cytometry.
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thymic Tregs, gating strategy

Supplemental item 4. Representative gating strategy for identification of total thymic Tregs (CD4+CD25+FoxP3+), nascent
Tregs (CD4+CD25+FoxP3+CCR6-), recirculating Tregs (CD4+CD25+FoxP3+CD44hiCCR6+) by Flow Cytometry.
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Supplemental item 4, relate to Main Figure 2 and Figure S1
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Supplemental item 5 realte to Main Figure 2 

Supplemental item 5a. Representative gating strategy for identification of peripheral B cells  (TCRβ-B220+), 
CD4 (TCRβ+CD4+CD8-CD25-), memory CD4 (TCRβ+CD4+CD8-CD25-CD44hiCD62L-), 
naive CD4 (TCRβ+CD4+CD8-CD25-CD44hiCD62L-), anergic CD4 (TCRβ+CD4+CD44loFR4+CD73+) by Flow Cytometry.

Supplemental item 5b. Representative gating strategy for identification of peripheral recirculating regulatory 
Tregs (CD3+CD4+CD25+FoxP3+ICOS+CD103+) by Flow Cytometry. 
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Supplemental item 6 relate to Main Figure 3 and Figure S2 

Supplemental item 6b. Representative gating strategy for measurement of superoxide/mithochondial ROS vs. total
mitochondria in peripheral naive CD4 cells by Flow Cytometry.

Supplemental item 6c. Representative gating strategy for measurement of JC1 aggregates vs. monomers
in peripheral naive CD4 cells by Flow Cytometry.

a. tSTAT1 and pSTAT1, gating strategy

Supplemental item 6a. Representative gating strategy for identification and measurement of total STAT1 and pSTAT1
in naive CD4 cells by Flow Cytometry. 
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Supplemental item 7. Representative gating strategy for measurement of cytokines productions in a. Th1, b. Th2,
c. Treg, d. Th17 polarisation assays in peripheral naive CD4 cells by Flow Cytometry.
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Supplemental item 8 relate to Main Figure 5 and Figure S4
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Supplemental item 8a. Representative gating strategy for identification of T cells by Flow Cytometry.

Supplemental item 8b. Representative gating strategy for identification of Myeloid cells by Flow Cytometry.

Supplemental item 8c. Representative gating strategy for identification of B cells by Flow Cytometry.

Supplemental item 8b. Representative gating strategy for identification of ILC2 cells by Flow Cytometry.
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