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63X WT

10X WT

63X WT

Tile scan confocal pictures of representative WT (C57BL/6-Ly5.1)tumours, day 
21.(A) Low power tile scan confocal picture (X10, 10X8). High power tile scan 
confocal pictures  (X63, 2X2),  (B) methanol fixed sections were stained for CD3 
(blue), CD4 (red), and CD8 (green); (C) stained with CD4 (green) Foxp3 (red) and 
CD31 (turquoise).  Schematisation of CD4 T cells in  magenta circles, CD8 T cells in 
turquoise circles and Tregs in red circles. Data represent (n>5) of three 
independent experiments. 



63X dKO

10X dKO

63X dKO

Tile scan confocal pictures of representative dKO (CD30KOOX40KO) tumours, day 
21.(A) Low power tile scan confocal picture (X10, 11X8). High power tile scan 
confocal pictures  (X63, 2X2),  (B) methanol fixed sections were stained for CD3 
(blue), CD4 (red), and CD8 (green); (C) stained with CD4 (green) Foxp3 (red) and 
CD31 (turquoise).  Schematisation of CD4 T cells in  magenta circles, CD8 T cells in 
turquoise circles and Tregs in red circles. Data represent (n>5) of three 
independent experiments. 



63X tKO

10X tKO

63X tKO

Tile scan confocal pictures of representative tKO (CD30KOOX40KO FoxP3KO) tumours, 
day 21.(A) Low power tile scan confocal picture (X10, 7X5). High power tile scan 
confocal pictures  (X63, 2X2),  (B) methanol fixed sections were stained for CD3 
(blue), CD4 (red), and CD8 (green); (C) stained with CD4 (green) Foxp3 (red) and 
CD31 (turquoise).  Schematisation of CD4 T cells in  magenta circles, CD8 T cells in 
turquoise circles and Tregs in red circles. Data represent (n>5) of three 
independent experiments. 
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5 x 105 B16F10 cells were injected subcutaneously into the right flank of tKO mice.  
At d14, mice were injected i.p. with either control or CD8 depleting Abs (A) tumour 
volume at d14, d21, and d26, (B) tumour weight at excision, (C) FACS analysis of 
tumour infiltrating T cells, gated on live CD45+CD3+ cells.
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Zap 70

25x106 Splenocytes
Roqsan/san 45.2+ 
I.P

Zap 70

25x106 Splenocytes
BoyJ 45.1+ 
I.P

25x106 Splenocytes
Mix: BoyJ+Roqsan/san

I.P

Zap 70

3 days later, all mice injected with 
B16F10 cells and culled at day 14
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