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Extended Methods 

T cell isolation 

Single-T lymphocyte populations were isolated using nylon wool columns (1). Briefly, a cell 

suspension was obtained by grinding spleens between the ground ends of two microscope 

slides. Sample was depleted of red blood cell using ammonium chloride–mediated lysis. Cells 

were then resuspended in RPMI 1640 with 10% FBS, 100 U/ml penicillin and 100 μg/ml 

streptomycin, and incubated for 2 h at 37°C in a 5% CO2 incubator. The non-adherent 

lymphocytic population was further subjected to nylon wool column (Polysciences) purification 

by letting the cells to adhere to the column for 1h at 37°C. T cells were then eluted using warm 

RPMI 1640.  

 

In vitro T cells activation  

T lymphocyte activation was analyzed by CD69 surface expression (2). For that purpose, T 

lymphocytes were resuspended at 2.5 x 106 cells/ml in RPMI 1640 with 10% FBS, 100 U/ml 

penicillin and 100 μg/ml streptomycin. Cells were activated with antibodies against CD3e (0.5 

μg/ml, Biolegend,100303) and CD28 (1 μg/ml, Biolegend, 102101). After 24 h of activation, cells 

were stained with PE-conjugated anti-mouse CD69 (BD Pharmingen, 0150513) or the isotype 

control antibody. Data collection was performed in a Beckman Coulter Gallios flow cytometer in 

FL2, and analyses were done using Kaluza software (Beckman Coulter). 

 

T cell proliferation 

T cell proliferation was measured using the CellTrackerTM Deep red dye (Molecular Probes) 

following the manufacturer instructions. Briefly, Isolated T lymphocytes were incubated in 0.1 % 

BSA-PBS with 2 μM of the probe at 37 oC for 30 min in the dark. Cells were then placed in 

RPMI 1640 with 10% FBS, 100 U/ml penicillin and 100 μg/ml streptomycin and stimulated with 

antibodies against CD3e (0.5 μg/ml, Biolegend,100303) and CD28 (1 μg/ml, Biolegend, 102101) 

for 6 days. Fluoresce intensity was measured using the Beckman Coulter Gallios flow cytometer 

in FL6. Analysis were performed with Kaluza software (Beckman Coulter) and ModFit LT 

software. 
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Supplemental Figure S6. E ects of exogenous IL-23 on DSS-induced in amma on in 
wt animals (related to Fig. 7). Wt animals were treated with DSS with or without a 
daily injec on of 400 ng recombinant IL-23 for 6 days. A, representa ve photographs 
of H&E-stained colon sec ons where ulcers can be observed. Original magni ca on
was 10x. Tissues were obtained 8 days a er ini a on of treatments. B, colonic 
histology scores for regenera ve changes, architectural distor on and mucosal ulcers, 
calculated as indicated in M&M (n=4). C, abundance of mRNA for the indicated genes 
were analyzed by qPCR. Gapdh was used as the reference gene (n=3). The amount of 
each mRNA in just DSS-treated colons was given an arbitrary value of 1. Data in B-E 
represents mean ± SEM, *p<0.05, **p<0.01. Di erences were not sta s cally 
signi cant by Student’s t test. 
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Supplemental Figure S7. 
colon cancer data sets. A-B, analysis performed in the GSE41328 data set (n=21). A, Box 
plots showing LPIN1 

LPIN1 and 
IL6, COX2, IL23, and IL11

LPIN1 and IL6, COX2, IL23, and IL11
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Supplemental Figure S8. 
A-B, analysis performed in the GSE9452 data set (n=36). A, Box 

plots showing LPIN1

LPIN1 and IL6, and NOS2 
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