
Supplemental Figure Legends 

Figure S1. Kinetics of EL4 killing. Specific lysis of EL4s by primary hepatic iNKT (A) or NK (B) 

cells was examined at 4, 8, 12, and 16hr (E:T ratio of 20:1) in cultures containing PBS44 or 

1000U/mL recombinant human IL2 (closed bars), or no stimuli (open bars). Data are 

representative of ≥ 2 experiments per cell type. 

 

Figure S2. iNKT cells kill  several CD1d-expressing targets. Specific lysis of MBL-2, RMA, 

J774 or A20-CD1d cells in the presence () or absence () of PBS44. Expression of CD1d is 

shown for each target cell line below the representative killing curve for that line. Data are 

representative of ≥ 2 experiments per tumor cell line. 

 

Figure S3. EL4s express low levels of NKG2D ligands while iNKT and NK cells express 

NKG2D. (A) NKG2DL expression (shaded histograms) on EL4 and YAC-1 cells versus that of 

cells stained with secondary antibody alone (open histograms). (B) Surface expression of 

NKG2D on hepatic TCR+NK1.1+CD1dTet+ iNKT cells (shaded histogram) and TCR-

NK1.1+CD1dTet– NK cells (open solid histogram) compared to staining with an isotype-matched 

irrelevant antibody (open hatched histogram). Data are representative of ≥ 2 experiments. 

 

Figure S4. Thymic but not splenic NKT cells kill EL4s in a GAg-dependent manner. 

Specific lysis of EL4s by thymic (A) or splenic (B) TCR+NK1.1+ cells in the presence () or 

absence () of PBS44. (C) The percentage of PBS57-loaded CD1d tetramer-binding iNKT cells 

within the TCR+ NK1.1+ cells from liver, thymus and spleen of B6 mice. Data in each panel are 

representative of ≥ 3 experiments. 
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Figure S5. DN3A4-1.2 NKT hybridoma cells kill GAg-loaded tumors. (A) Time course of 

lysis by DN3A4-1.2 cells cultured with EL4s and α-GalCer (E:T ratio = 5:1). (B) Specific lysis of 

EL4 cells cultured with TCRhi () or TCRlo () DN3A4-1.2 cells in the presence (closed 

symbols) or absence of α-GalCer (open symbols). (C) Specific lysis of EL4s by DN3A4-1.2 cells 

in the presence of α-GalCer and a CD1d-blocking () or isotype-matched antibody (). (D) 

Specific lysis of EL4s cultured with DN3A4-1.2 cells in the presence of OCH (white bars), α-

GalCer (grey bars) or PBS57 (black bars). (E) Specific lysis by DN3A4-1.2 cells of MBL-2, RMA, 

J774 and A20-CD1d cells in the presence () or absence () of PBS44. Data are 

representative of ≥ 2 experiments per cell type. 

 

Figure S6. CD4+ and CD4– 8– liver iNKT cells possess cytotoxic capacity. Specific lysis of 

EL4s by unfractionated, CD4+ or CD4–8– hepatic iNKT cells in the presence () or absence () 

of α-GalCer. Data are representative of ≥ 2 experiments per isolated NKT cell population. 

 

Figure S7. iNKT cell reconstitution of NSG mice is not associated with in vivo 

accumulation of contaminating NK cells.  Percentages of NK1.1+ TCR– NK cells in the 

hepatic mononuclear cell population examined directly ex vivo (Pre-sort), after sorting (Post-

sort) and in the liver and spleen of 1 representative EL4-LUC-challenged NSG mouse that had 

been reconstituted with WT iNKT cells 18 days previously. 

 


