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Polyclonal CD8ab T cells
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Supplemental figure legends 

 

Supplemental Figure 1 (relative to Figure 1). (A): Flow cytometry staining of SMAD4 and 

TGFβ-RII in T cells and non-T cells from WT, TKO, SKO, STKO and R2SKO mice. 

(representative of 2 experiments, n=6) (B): Representative H&E staining of duodenum and 

colon sections from 7 months-aged WT, TKO, SKO, STKO and R2SKO mice. Scale bar 

represents 100µm. Original magnification, ×20.  All data represent at least 2 independent 

experiments, n = 3 mice minimum.  

 

 Supplemental Figure 2 (relative to Figure 1). (A): Representative H&E staining of 

duodenum and colon sections of irradiated RAG2KO mice reconstituted with WT, R2KO, 

SKO, or R2SKO BM cells. Scale bar represents 100µm. Original magnification, ×20.   

 

Supplemental Figure 3 (relative to Figure 2). (A-B): Representative flow cytometry plots 

showing the frequency of CD4 and CD8αβ T cells after CD8 or CD4 antibodies treatment (A); 

TCRγδ and CD8αα (B) among CD45 cells in the MLN and intra epithelial lymphocytes of 

irradiated RAG2KO mice reconstituted with WT BM cells and injected with PBS or anti-CD8β 

or anti-CD4 depleting antibody. (C): Frequencies and numbers of CD8αβ, TCRγδ and CD8αα 

T cells in the IEL from the colon and small intestine of irradiated RAG2KO mice reconstituted 

with WT or SKO BM cells and injected with PBS or anti-CD8β. All data represent at least 3 

independent experiments and are presented as mean ± SD. Each symbol represents an individual 

mouse, n = 3 mice minimum.  Data were analyzed by unpaired Student t test. ns: nonsignificant; 

* p<0,05; **p < 0.01; ***p < 0.001; ****p < 0.0001. 

 

Supplemental Figure 4 (relative to Figure 2). (A): Change of body weight at day 35-40 after 

SKO (n=5-7 per condition) or WT (n=3-6 per condition) BM reconstitution and treatment with 



IgG isotypes (rat IgG1 isotype and rat IgG2b Isotype) or anti-CD8β or anti-CD4 antibodies. 

(B): Representative H&E staining of duodenum and colon sections of irradiated RAG2KO mice 

reconstituted with WT or SKO BM cells and treated with anti-CD4 or anti-CD8β depleting 

antibodies. Scale bar represents 200µm. Original magnification, ×20. (C): Representative 

pictures of colon and body weight shown as relative to WT of irradiated RAG2KO mice 

reconstituted with WT or R2SKO BM cells and treated with anti-CD8β depleting antibody or 

PBS. Data are presented as mean ± SD. Each symbol represents an individual mouse. This data 

is representative of 2 experiments. Data were analyzed by one-way ANOVA followed by 

Tukey’s multiple comparison test for other panels. ns: nonsignificant; * p<0,05; **p < 0.01; 

***p < 0.001; ****p < 0.0001.  

 

Supplemental Figure 5 (relative to Figure 2). (A-C): Experimental procedure for mixed BM 

chimera generation. RAG2KO mice were irradiated and reconstituted with 50/50 mixed WT 

and R2SKO BM cells. Plots show cells gated on total CD4+ T cells revealing the presence of 

both WT (CD45.1) and R2SKO (CD45.2) CD4 T cells (A); Flow cytometry plots showing the 

presence of CD4 Tregs (B); Photo of the colon (C); Change of body weight (C) at 35 days post-

reconstitution (C).  All data represent at least 2 independent experiments  

 

Supplemental Figure 6 (relative to Figure 3). (A): Histograms showing the absolute numbers 

of CD8αβ T cells in the spleen and colonic intra epithelial lymphocytes of 7 months aged WT, 

TKO, SKO, STKO and R2SKO mice. (B): Histograms showing the frequency of CD8αβ T 

cells in the peripheral lymph nodes (PLN), lungs and the skin of 7 months-aged WT, SKO and 

R2SKO mice.  (C): Flow cytometry staining of GZMA and GZMB in CD8αβ T cells of the 

epithelium of the small intestine of WT, TKO, SKO, STKO and R2SKO mice. (D): Histograms 

showing the frequency of TNF-α and CCL3 producing CD8αβ T cells in the colonic epithelium 



of 7 months-aged WT and SKO mice. (E): CD103 and GZMB staining showing that activated 

CD8αβ T cells are mainly CD103 positive and are present in the intestinal epithelium. (F): Flow 

cytometry staining of GZMA and GZMB in the colonic lamina propria CD8αβ T cells of WT, 

TKO, SKO, STKO and R2SKO mice. (G): The frequency of GZMB producing CD8αβ T cells 

in the PLN, lungs and the skin of 7 months-aged WT, SKO and R2SKO mice. All data represent 

at least 3 independent experiments and are presented as mean ± SD. Each symbol represents an 

individual mouse. n = 3 or more for each group. Data (A, B, and G) were analyzed by one-way 

ANOVA followed by Tukey’s multiple comparison test. Data (panel D) were analyzed by 

unpaired Student t test.  ns: nonsignificant; * p<0,05; **p < 0.01; ***p < 0.001; ****p < 0.0001. 

 

Supplemental Figure 7 (relative to Figure 3). (A): Frequency and numbers of CD4 T cells in 

the spleen, MLN, IEL, and Lamina Propria of colon from WT or SKO mice aged between 5 

and 8 months. (B): Frequency of Rort and IL17 expressing CD4 T cells in the spleen, MLN, 

IEL, and Lamina Propria from WT or SKO mice aged between 5 and 8 months. All data 

represent at least 3 independent experiments and are presented as mean ± SD. Each symbol 

represents an individual mouse (n = 4 or more for each group). Data were analyzed by unpaired 

Student t test. ns: nonsignificant; * p<0,05; **p < 0.01; ***p < 0.001; ****p < 0.0001. 

 

Supplemental Figure 8 (relative to Figure 3). (A-B): Analysis of effector gene expression in 

human intestinal T cells from Jaeger's single cell RNA-seq data and Smillie single cell RNAseq 

data as reported in Methods. The Violin plots show the distribution of indicated effector 

molecule expression (in arbitrary units) cross each cell type in CD (A) or UC (B) patients. P 

value for pairwise comparisons between groups is shown in the plot. * P<0.05, ** P<0.01, *** 

P<0.001, ****P<0.0001 (two-tailed Student’s t test). 

 



Supplemental Figure 9 (relative to Figure 4). (A): Representative pictures of colon and 

duodenum from F5 TCR transgenic WT, R2KO and SKO 8 months-aged mice. (n=3-4 mice 

per group) (B): Pie chart showing the frequency of each cluster (related to Figure 4B). (C): 

Gene Set Enrichment Analysis (GSEA) plot comparing gene expression arrays related to naïve 

or effector state of WT (n=4), R2KO (n=3), SKO (n=3), and R2SKO (n=4) CD8αβ T cells. (D): 

List of the 43 selected genes related to the CD8 T cell effector state.  

 

Supplemental Figure 10 (relative to Figure 5). (A): Quantitative RT-PCR analysis of the 

expression of indicated TGF-β regulatory genes in polyclonal CD8αβ T cells from spleen of 

WT, TKO, SKO, and R2SKO mice. All data represent at least 3 independent experiments and 

are presented as mean ± SD. Each symbol represents an individual mouse.  Data were analyzed 

by one-way ANOVA followed by Dunnett’s multiple comparison test (All were compared to 

WT). ns: nonsignificant; * p<0,05; **p < 0.01; ***p < 0.001; ****p < 0.0001. 

 

Supplemental Figure 11 (relative to Figure 7). (A): Flow cytometry staining of CD127 

expression on naïve (CD44 negative CD8 T cells) and memory (CD44 positive CD8 T cells) in 

the MLN of WT, SKO and R2SKO mice. All data represent at least 3 independent experiments 

and are presented as mean ± SD. Each symbol represents an individual mouse. Data were 

analyzed by one-way ANOVA followed by Tukey’s multiple comparison test. ns: 

nonsignificant; * p<0,05; **p < 0.01; ***p < 0.001; ****p < 0.0001. 

 

Supplemental Figure 12 (relative to Figure 8). (A): Histograms showing the expression of 

CD103 in splenic CD8 T cells from WT, TKO, SKO, and R2SKO mice. (B): Flow cytometry 

staining of CD103 on naïve (CD44 negative) or memory (CD44 positive) CD8 T cells from the 

MLN of WT, SKO and R2SKO mice. (C-D): Flow cytometry staining of CD103 versus CD44 



expression on CD4 T cells (C) compared to CD8 T cells from the MLN and spleen of WT, SKO 

and R2SKO mice (D). (E): CD103 expression on naïve (CD44-) and memory (CD44pos) CD8 

T cells from irradiated and transplanted mice. (F) Histogram showing the frequency of CD8αβ 

T cells among CD45 cells in the colonic epithelium of RAG2KO irradiated mice and 

reconstituted with WT, R2KO, SKO or R2SKO BM cells (G): Representative pictures showing 

immune-fluorescence staining of CD8β (green), E-cadherin (red), DAPI (blue) in the small 

intestine and colon sections of irradiated RAG2KO mice reconstituted with WT, R2KO, or 

R2SKO BM cells. All data represent at least 3 independent experiments and are presented as 

mean ± SD. Each symbol represents an individual mouse.  Each symbol represents an individual 

mouse, n = 4 mice minimum. Data were analyzed by one-way ANOVA followed by Tukey’s 

multiple comparison test. ns: nonsignificant; * p<0,05; **p < 0.01; ***p < 0.001; ****p < 

0.0001. 

Supplemental Figure 13 (relative to Figure 10). (A): Enriched heatmaps showing the 

SMAD4-occupancy signals in WT, SKO and R2KO (SKO was used as a negative control). (B): 

Biological pathway enrichment analysis in SMAD4 binding genes in WT and R2KO CD8 T 

cells.  (C): List of common genes that have a SMAD4 positive binding peak and are 

deferentially expressed between WT, SKO and R2KO naïve F5 CD8αβ T cells.  

 

Supplemental Figure 14 (relative to Figure 10). (A-B): Naïve F5 transgenic CD8 T cells 

were cultured with or without 10 ng/ml of TGF-1 or 10 ng/ml of BMP2 and/or 10 ng/ml of 

Activin. 3 days later, the expression of CD103 was determined on CD8 T cells.  (A): Cells were 

stimulated by the different indicated cytokines. (B): Cells were stimulated with anti CD3/CD28 

conjointly to the different indicated cytokines. Data represent a pool of 3 independent 

experiments and are presented as mean ± SD. Each symbol represents an individual mouse, n=8 



per group.  Data were analyzed by paired t test. ns: non-significant; * p<0,05; **p < 0.01; ***p 

< 0.001; ****p < 0.0001. 

 


