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Supplementary FIGURE LEGENDS 

 

Supplemental Figure 1. Prediction and metabolic validation of the polyamine pathway as a 

candidate in regulating Th17 cell function. (A) Metabolomics analysis of Th17n (green) and 

Th17p (red) cells. Cells were differentiated as described (Methods) and harvested at 68h for 

LC/MS based metabolomics. Shown are 1,101 differentially expressed metabolites between 

Th17n and Th17p (BH-adjusted Welch t-test p < 0.05), 52 of which are identified and divided 

between lipids and amino-acid derivatives;  (B) Metabolomics analysis of the polyamine 

pathway as in Figure 1H. Cell lysates as well as media from Th17n and Th17p differentiation 

cultures are shown. (C-D) Carbon tracing in the polyamine pathway. Th17n and Th17p cells 

were differentiated as described (Methods), lifted to rest at 68 hours and pulsed with C13 labeled 

Arginine (C) or Citrulline (D) followed by LC/MS analysis at time points indicated.  

 

Supplemental Figure 2. Chemical and genetic interference with the polyamine pathway 

suppress canonical Th17 cell cytokines. (A) The effect of DFMO on cellular polyamine 

concentration is measured by an enzymatic assay. Th17p, Th17n and iTregs are differentiated in 

the presence of DFMO and harvested at 96 hours for analysis. (B) Additional analysis of 

cytokines in supernatant as in Figure 2C. (C) Protein and phospho-protein analysis by flow 

cytometry for Th17n and Th17p cells treated with control of DFMO. (D) The effect of DFMO on 

enzymes in the polyamine pathway as measured by qPCR. Th17p and Th17n cells were 

differentiated in the presence of control or DFMO and harvested at 48h for RNA extraction and 

qPCR analysis. (E) The effect of genetic perturbation of ODC1 on cytokine production from 

Th17p (upper panels) and Th17n cells (lower panels). Supernatant from Th17p and Th17n 
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differentiation culture was harvested at 96 hours and analyzed by legendplex for cytokine 

concentration.  

 

Supplemental Figure 3. DFMO treatment promotes Treg-like transcriptome and 

epigenome. (A) Volcano plots showing affected chromatin modifiers by DFMO treatment in 

Th17n, Th17p and iTreg cells. (B) Number of differentially expressed (DE) peaks between 

DFMO and vehicle-treated cells as a function of the significance threshold. Upper panel, log2FC 

used as threshold; Lower panel, BH-adjusted P used as threshold. (C) Motif enrichment analysis 

of in vitro differentiated Th17n in the presence (red) or absence (green) of DFMO for Th17 

specific genes. 

 

Supplemental Figure 4. Targeting ODC1 and SAT1 alleviate EAE. Cells were isolated from 

CNS or inguinal lymph node of WT or SAT1fl/flCD4cre mice on day 15 post EAE induction 

(similar experiments as in Figure 4F). (A) Intracellular cytokines were measured by flow 

cytometry after 4-hour PMA/ionomycine stimulation ex vivo in the presence of brefaldin and 

monensin. (B) Transcription factors were analyzed directly ex vivo by intracellular staining. 
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