Supplemental Figure Legends

Supp. Figure 1: Concomitant immunity mediates rejection of 10 times the lethal dose of B16
melanoma. Mice were inoculated with primary tumors in the right flank on day 0, treated with
anti-GITR on days 4 and 10, and challenged with either 1x10° or 1x10° B16 melanoma cells on

the left flank on day 6. Growth of challenge tumors is depicted.

Supp. Figure 2: Absolute T cell responses following anti-CD4 versus anti-GITR treatment. (A)
Mice were inoculated with B16-OV A tumors on days 0 and 6, and were left untreated, or were
treated with anti-GITR or anti-CD4 on days 4 and 10. On day 15, IFN-y ELISPOT was
performed on purified CD8 T cells from pooled spleens (6 mice/group). EL4 cells pulsed with no
peptide or with OVA were used as targets, as specified in the legend. Values represent the
average of four replicate wells per sample for anti-CD4 (left axes) versus anti-GITR (right axes)
treatment, and error bars represent standard deviations. (B) Mice were vaccinated in the footpad
with 10ug of OV A;s7 peptide emulsified in Titermax® and treated with anti-CD4 (day 0), LTF2
isotype control mAb (day 0) or anti-GITR (days 1 and 3). On day 5, cells pooled from lymph
nodes were restimulated with the specified concentration of OVA peptide and the percent of
antigen-experienced CD8 T cells secreting IFN-y was determined by flow cytometry. Y-axis
represents the percent of CD3" CDS" CD44" CD62L"Y cells secreting IFN-y when treated with
anti-CD4 (left axis) or anti-GITR (right axis). Each point represents a single mouse, and

horizontal lines represent averages.
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# spots/2x10° CD8" T cells

400 -
< 300 1
2 200 |

nt

<100 |

Lymph Nodes

d119-1uy

250 1

Anti-CD4

Spleen

200 ]

150 1

100 1

gl 1l Il i
0

10

[OVA;57.264] IN M

OVA Vaccination

] Anti-CD4
B Anti-GITR

-40
L ] Anti-CD4
W Anti-GITR [ 30
L 20
ﬂ i -10
5 i )
10 10° 10™ 10™
B
154
+>-
z
v 101
s Y
© o—
£ €
: <5
|
o
S 0
L

[OVA 57564l INM

—8

10°

-10

10°10710%10°10'°10''10210"®

4d115-nuy

1010 1011

0

35
30
25
20
15
10

d115-nuy



