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Supplemental Figure 1. TLR activation of 

BMDC resulted in increased CD86 expression. 

Bone marrow derived dendritic cells (BMDC) 

were derived from C57BL/6 mice and incubated 

with TLR ligands for 24 hours. The cells were 

harvested and stained for flow cytometry 

analysis as described in Materials and methods. 

(A) Representative flow cytometry plots for 

BMDC gating strategy are shown. (B) 

Histograms show levels of CD86 expression on 

total CD11c+ BMDC from one representative 

experiment of two performed.!
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Supplemental Figure 2. Strategy for sorting of dNKT cells and comparison with MACS 

enriched dNKT cells for TLR/BMDC induced IFN-! production. dNKT cells were MACS 

enriched (A) or FACS sorted (B) from spleens of 24!" mice, and BMDC were derived from 

C57BL/6 mice.  (A) Enriched 24!" dNKT cells were stimulated with BMDC and FSL1. At 

24 hours, cells were harvested, stained and analyzed by flow cytometry. 24!" dNKT cells 

were gated using antibodies specific for the V-genes of the transgenic TCR (V"9 and V!3.2, 

upper left panel) and displayed for the expression of CD4 versus NK1. and CD5 versus 

NK1.1 (upper middle and right panels). The lower left panel shows intracellular IFN-# 

staining of FSL1/BMDC stimulated 24!" dNKT cells gated as above. 24!" dNKT cells were 

further gated as indicated into IFN-# positive or negative cells, and displayed for the 

expression of CD4 versus NK1.1 (left dotplots) and CD5 versus NK1.1 (right dotplots). B) 

MACS enriched (black bars) and FACS sorted (white bars) 24!" dNKT cells were stimulated 

with BMDC in the presence of different TLR ligands. Supernatant was collected at 24 hours, 

and IFN-# measured by ELISA. Bars indicate mean and SD of triplicate cultures. The results 

shown are from one of two similar experiments. 
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Supplemental Figure 3. Complete gating strategy for FACS sorting of dNKT cells. 24!" 

dNKT cells were sorted from spleens of 24!" mice using antibodies to B220, CD5 and 

NK1.1. B330-CD5+NK1.1+ cells gated as shown were sorted and used as sorted pure dNKT 

cells as indicated in experiments.  

 

 

Supplemental Figure 4. Role of CD80/86 and IL-23p19 expression in BMDC for TLR/BMDC 

stimulation of dNKT cell IFN-! production. dNKT cells were MACS enriched from spleens 

of 24!" mice, and BMDC were derived from C57BL/6 mice or the indicated knock-out (KO) 

mice. Enriched dNKT cells were cultured with BMDC from CD80/86-KO mice (A) or from 

IL-23p19-KO mice (IL-23-KO) (B) or from C57BL/6 control mice in the presence of 

different TLR ligands. Supernatants were harvested at 24 hours and IFN-! measured by 

ELISA. Bars indicate mean and SD of triplicate cultures, and results are representative of 

three (A) or two (B) experiments. 
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Supplemental Figure 5. Role of cytokines and cell bound signals in the activation of dNKT 

cells. dNKT cells were MACS enriched (A) or FACS sorted (B, C) from spleens of 24!" 

mice, and BMDC were derived from C57BL/6 mice or CD40-/- mice. (A) dNKT cells were 

cultured with BMDC in the presence of different TLR ligands. Concentration of IL-12p70 

was measured in supernatants harvested at the indicated time points. Supernatants from 

triplicate wells were pooled and analyzed for IL-12p70 by ELISA. The results are from one of 

two similar experiments. (B) dNKT cells were co-cultured with C57BL/6 (wild-type, WT) or 

CD40-/- BMDC in the presence of different doses of IL-12 as indicated, and IFN-! was 

measured by ELISA in culture supernatants after 24 hours (as in Figure 4B). Bars indicate 

mean and SD of triplicate cultures. Statistical comparisons are shown for NKT cells + WT-

BMDC vs. NKT cells (*) and NKT cells + WT-BMDC vs. NKT cells + CD40-/-BMDC (#) 

(ordinary two-way ANOVA). (C) dNKT cells were cultured in the presence of IL-12 and IL-

18 as indicated in Figure 4D Flow cytometry based Th1/Th2/Th17 cytokine bead array 

analysis was performed with the culture supernatants from the experiments shown in Figure 

4D.  No other tested cytokines were detected besides IFN-!, therefore only data from cultures 

with the highest amount of IL-12 are shown. Bars indicate mean and SD of three independent 

experiments. ND - not detectable; other tested cytokines were not detectable in these cultures, 

besides IFN-!.  
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Supplemental Figure 6. Complete gating strategy for cell trace violet analysis of dNKT cell 

proliferation. dNKT cells were FACS sorted from spleens of 24!" mice, and BMDC were 

derived from C57BL/6 mice. Sorted dNKT cells were stained with cell trace violet (CTV) and 

co-cultured with BMDC+FSL1 (or other stimuli, see Figure 5). Cells were harvested after 60 

hours and analysed for CTV dilution on BD-FACS LSR II after addition of 7AAD. All the 

CTV positive cells gated on total live cells (7AAD negative) were considered as dNKT cells 

and further represented in histograms for CTV fluorescence. 

 

 
Supplemental Figure 7. Complete flow cytometry gating strategy to sort CD62L+ and CD62L- 

dNKT cells. dNKT cells were FACS sorted from spleens of 24!" mice. CD62L+ and CD62L- 

dNKT subsets were gated as shown and sorted from the CD5+NK1.1+ dNKT cell population 

and used for experiments. 


