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Supplemental Figures
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Supplemental figure 1. Expression of TGF-B1 in Foxp3-CD4* and Treg cells. (A) Sorted Foxp3-CD4*
or Foxp3+*CD4+ (Treg) cells from Foxp3YFP-CreTofb 17+ or Foxp3YF-CreTefb1MM were analyzed by qRT-PCR.
(B) Geometric mean fluorescence intensity (gMFI) of LAP among Foxp3- CD4*cells or Treg cells from
mesenteric lymph nodes (MLN) (n=4). Quantification plots show mean +SEM (A and B). **p<0.01 and
**#5<0.0001 by two-tailed Student’s t test.
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Supplemental figure 2. Treg cell phenotypes in control or T-cell specific TGF-B1-deficient mice.
(A) Flow cytometric analysis of Foxp3 expression in CD4* T cells from thymus, spleen (SPL),
peripheral lymph nodes (pLN) and MLN of Tgfb1/"! and Cd4CreTgfb1"/ mice at 8-15-week-old (n=5).
(B) Graph depicting the frequency of Foxp3* cells among gated CD4* cells from thymus, SPL, pLN
and MLN (n=5). (C) Expression of Nrpl in CD4*Foxp3* cells from thymus, SPL, pLN and MLN (n=4).
(D) Naive T cells from Cd4creTgfb17f and Tgfb1"! mice were differentiated to Treg cells in vitro for 3
days and analyzed for the expression of Foxp3 by flow cytometry. Data are representative of four (A-

C) or two (D) independent experiments. Quantification plots show mean +SD (B-D). **p<0.01,
***+p<0.001 and ***p<0.0001 by two-tailed Student’s t test.
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Supplemental figure 3. Expression of functional markers in Treg cells. (A) Frequencies of Helios*
cells in CD4*Foxp3* cells from thymus, SPL, pLN and MLN (n=4). (B) Expression of TIGIT and CTLA4
in CD4*Foxp3* cells from thymus, SPL, pLN and MLN (n=4). Quantification plots show mean +SD (A,
B; right graph) or +SEM (B; left graph). *p<0.05, **p<0.01 and ***p<0.001 by two-tailed Student’s t test.
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Supplemental figure 4. IL-17 expression in TGEF-Bl-sufficient or deficient T cells. (A) Flow
cytometric analysis of IL-4 or IL-17 expression in CD4*Foxp3* T cells from SPL, pLN and MLN of
Foxp3YFP-CreTofb 10+ and Foxp3YFP-CreTofb 17 mice at 8-week-old (n=4) (B) Purified Treg cells co-cultured
with bone marrow-derived dendritic cells (BMDC) in the presence of LPS. Quantification of IL-17-
expressing cells among CD4*Foxp3* or CD4*Foxp3- cells. (C) Mixed-Treg cell co-culture experiment.
Quantification of IL-17-expressing cells among CD4*Foxp3* or CD4*Foxp3- cells in CD45.1* (Wild-type
(WT); TGF-pl-sufficient) or CD45.2* (TGF-p1-deficient) cells. (D) WT naive T cells (CD45.1*) were
transferred to Ragl” mice with sorted YFP*Treg cells from Foxp3YF*-CeTefb1* or Foxp3YFP-CreTgfb1/!f
mice. Quantification of IL-17¢ cells among CD45.1* cells in SPL and MLN (n=4-5). Data are
representative of two (A, C, D) or five (B) independent experiments. Quantification plots show mean
+SD (A, B, D). *p<0.01 by two-tailed Student’s t test.



