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Supplementary methods:

Mice

Foxp3 KI mice. An IRES-EGFP derived from pMSCV-IRES-EGFP was subcloned into the ClaI site and BamHI site of the TKPbs-LoxP-Neo cassette. An SV40 polyadenylation sequence derived from pTRE vector (Clontech) was subsequently cloned into the BamHI site. A BAC clone (RP23-54C14) containing C57BL/6 Foxp3 genomic DNA was purchased from the BACPAC (CHORI) and was used as a template for PCR amplification to generate 5.3 kb and 1.7 kb arms. The 5.3 kb arm containing the 3’ un-translated region of the Foxp3 gene was generated using the primers 5’-GTCGACCAAGAAAAGACCATGAGACTGA-3’ and 5’-GCGGCCGCGTCCTCGCTTCCTCCCTATCTACT-3’. The 1.7 kb arm containing the exons 11, 12 and part of the exon 13 of the Foxp3 gene was generated using the primers 5’-ATCGATAGAGCTCTTGCTGCATCGTAG-3’ and 5’-ATCGATAAGTTCATCTTGGGGCTAGGTTG-3’, sequenced and sub-cloned into a ClaI site. The 5.3 kb arm was sub-cloned into the SalI/NotI site of the EGFP containing TKPbs-LoxP-Neo cassette.  The targeting construct was electroporated into Bruce4 ES cells. PCR amplification and southern blotting were performed for the identification of homologously recombined ES cells. Targeted ES cells were injected into BALB/c blastocysts and male chimeras were bred with female C57BL/6. 2D2 MOG specific TCR transgenic mice have been described previously 12. TgTGF-: The mutated porcine TGF-1 precursor cDNA was cloned down stream of the mouse IL-2 promoter-enhancer region to generate TGF transgenic mouse (TgTGF-1). Production of TGF-1 is induced in T cells only upon TCR ligation. C57Bl/6 and C57Bl/6 IL-6 deficient mice were purchased from the Jackson Laboratories, Barharbor, Maine. 

Suppression assay

Naïve cells (CD4+GFP-CD62Lhi) from Foxp3 KI mice were FACS sorted and stimulated with soluble anti-CD3, C57BL/6 irradiated spleen cells and either TGF- or TGF- plus IL-6 for 5 days. In the presence of TGF-, CD4+ T cells become GFP+ (Foxp3+); while in the presence of TGF- plus IL6, cells remain GFP- (Foxp3-).  To ensure purity, cells cultured in the presence of TGF- were sorted in GFP+ cells (TTGF-) and cells cultured in the presence of TGF- plus IL-6 were sorted in GFP- cells (TTGF-+IL-6). CD4+ CD25+ and CD4+ CD25- cells were FACS sorted from wild type C57BL/6 mice. FACS sorted CD4+ CD25- cells or GFP- cells differentiated with TGF- plus IL-6 (TTGF-+IL-6) (5x104 cells/well) were cultured in the presence of equal number (for 1:1 ratio) of FACS sorted CD4+ CD25+ cells or GFP+ cells differentiated with TGF- (TTGF-), irradiated C57Bl/6 spleen cells (8x105 cells/well) and anti-CD3 (1g/ml). Proliferation was determined by thymidine incorporation after 72h.

Cytokine production 

Spleen cells from immunized mice (5x106 cells/ml) or sorted naïve CD4+ T cells were stimulated with the indicated amount of LPS or MOG35-55 peptide in serum-free X-VIVO 20TM media (BioWhittaker) for 48h.  Cytokine concentration was determined by ELISA (antibodies for IFN-, IL-17, TNF-, IL-4, IL-10 from BD Biosciences and R&D Systems for TGF-). Supernatants were acidified for the measurement of total TGF-. 

Intracellular cytokine staining

Total CD4+ or sorted naïve CD4+ CD62Lhi T cells were stimulated with PMA (50ng/ml) (Sigma) and ionomycin (1nM) (Calbiochem) for 4-5 hours. Golgistop (BD) was added to the culture at the recommended amount during the last two hours. Cells were stained with: FITC conjugated anti-CD4 (L3T4) antibody and then fixed in 4% paraformaldehyde. Next, cells were permeabilized with PBS supplemented with 0.2% saponin, 0.05% sodium azide and then stained with allophycocyanin-conjugated anti-IFN- (XMG1.2) and phycoerythrin-conjugated anti-IL-17 (TC11-18H10) antibodies (BD). Data were acquired on a FACSCalibur (BD) and analyzed with FlowJo software.

Real time PCR

RNA was extracted from cells using RNAeasy columns (Qiagen). Complementary DNA was prepared as recommended (Biorad) and used as template for quantitative PCR. The expression of IL-17, IFN- and Foxp3 was performed using specific primers and probes (Applied Biosystems) on the GeneAmp 5500 Sequence Detection System (Applied Biosystems). Expression was normalized to the expression of the housekeeping gene, beta  actin. 

Statistical analysis  

EAE scores of each group (n=13) were subject to linear regression analysis.  The slopes of three groups are significantly different  (p< 0.0001).  To compare mean day of onset and maximal score, one-way Anova test was used followed by Newman-Keuls Mulitple comparison test as post-hoc when p<0.05.

