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  Figure S1.   Naive I L27Ra  � / �    mice have unaltered levels of Foxp3 +  T reg  and decreased levels of IFN- � –producing CD4 +  cells.  (A) Spleens, mLNs, 

and colonic lamina propria (cLP) cells were isolated from naive WT or  Il27ra   � / �   mice and analyzed for intracellular Foxp3 levels. (B–D) Alternatively, cells 

were stimulated with PMA, ionomycin, and brefeldin A and analyzed for intracellular IFN- �  (B), IL-17 (C), and IL-22 (D). Data are representative of two 

individual experiments. ***, P < 0.001.   
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  Figure S2.    Il27ra  � / �    CD4 + CD25 +  cells have normal suppressive function in vitro and in vivo.  (A) Proliferation of FACS-sorted CD4 + CD25  �   re-

sponder T cells (T eff ) from WT mice cultured alone or at the indicated ratios with CD4 + CD25 +  T reg  in the presence of irradiated APCs (splenocytes depleted 

with anti-CD90) and soluble anti-CD3 for 72 h. (B) Foxp3 staining of FACS-sorted CD4 + CD45Rb hi  cells from WT and  Il27ra   � / �   mice. (C) Rescue of wasting 

disease, measured as percentage of initial weight, and terminal weights (D), in WT CD45Rb hi -transferred Rag2  � / �   recipients either without further treat-

ment or with administration of 10 6  WT or  Il27ra   � / �   CD4 + CD25 +  cells 7 wk after CD45Rb hi  transfer. All groups received 4 × 10 5  CD45Rb hi  cells at time 0 to 

initiate disease. Flow cytometry analysis of Foxp3 expression, gated on CD4 +  cells, in the spleen (E) and mLNs (F). *, P < 0.05. Data in A and B are represen-

tative of two experiments and in C–F are from one single experiment.   
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  Figure S3.   Transfer of  Il27ra  � / �    CD45Rb hi  cells fails to attenuate preexisting colitis.  (A) Relative weight loss of CB17 SCID mice transferred with 

3 × 10 5  CD45.1 +  CD45Rb hi  cells at week 0 to initiate colitis, and subsequently left untreated or transferred with WT or  Il27ra   � / �   (KO) CD45.2 +  CD45Rb hi  

cells at week 5. Terminal weights relative to initial weight (B) and colon lengths (C) were determined. (D) Frequency of CD45.2 +  cells and (E) frequency and 

(F) absolute numbers of Foxp3 +  cells in the spleen and mLN. (G-I) Intracellular cytokine staining of IFN- �  (G), IL-17A (H), and IL-22 (I). **, P < 0.01; ***, P < 

0.001. All error bars represent SEM. Data are from one experiment representing two independent experiments.   
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  Figure S4.   Cytokine expression profi le in the colons of mice receiving either WT or  Il27ra  � / �    CD45Rb hi  cells.  Colons were collected 12 wk after 

cell transfer in RNALater (Ambion) and homogenized with a TissueLyser (QIAGEN). Total RNA from colons was isolated with the RNeasy kit (QIAGEN) using 

DNA-free DNase I digestion (Ambion). Taqman quantitative RT-PCR was performed with a 7500 Real Time PCR System according to the instructions of 

the manufacturer (Applied Biosystems). (A) Expression of the gene of interest was normalized to expression of Rpl19 mRNA. Arbitrary relative expression 

units were calculated by division of expression of the gene of interest by Rpl19 mRNA expression and multiplication of the result by 1000. Results are 

from one experiment ( n  = 5 mice per group). (B) Primer and probe sequences for Taqman analysis in 5 �  to 3 �  direction. IL27p28 assay was from Applied 

Biosystems.   
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  Figure S5.   Transfer of IFN- �   � / �   CD45Rb hi  cells results in increased wasting disease and decreased colitis.  (A) CB17-SCID mice were transferred 

with FACS-sorted CD45Rb hi  cells from either WT or IFN- �  KO donors (Jackson ImmunoResearch Laboratories;  BALB/c  background) and monitored for 

weight loss, which is reported relative to initial weight. (B) Terminal percentage of initial weight at time of 5.5 wk and (C) histological analysis of colitis. 

Quantifi cation of frequencies of Foxp3 +  cells (D) and absolute numbers of CD4 +  T cells (E) in the spleen and mLNs. Data are from one experiment. *, P < 

0.05; ***, P < 0.001.   
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