
 1

Online Supplementary Methods and Figure Legends 

 

Metastatic and other experimental tumor models. To examine metastatic tumor 

growth and survival, DEREG mice were inoculated intravenously (i.v.) with increasing 

doses of C57BL/6-derived B16F10 melanoma cells. Mice were treated with PBS or 1-

1000 ng of DT on the days indicated. Mice were monitored, harvested on day 14, and 

lung metastases quantified as previously described (1).  In some experiments mice were 

monitored for laboured breathing and hunching and the survival of mice was recorded.  
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Supplementary Figure 1.  Dose titration of DT in naïve DEREG mice. Groups of 3 

DEREG mice were treated with either a single dose of DT (100 ng) (A) or DT (10 

ng)(B). Inguinal lymph nodes (LN), spleen (Sp) and peripheral blood (Bld) were 

harvested on days 3, 7 and 14 after DT and representative FACS plots of the proportion 

of CD4+GFPFoxP3 cells are shown. 

 

Supplementary Figure 2. Partial Treg depletion using anti-FR4 has little impact on 

established MCA-induced fibrosarcomas.  Groups of 15 male C57BL/6 wild-type mice 

were injected s.c. on the flank with 400 μg MCA on day 0. When most sarcomas had 

established DEREG mice were treated on day 77, 84, 98, and 105 with either (A) cIg (50 

μg i.v.) or (B) anti-FR4 (50 μg i.v.). Mice were then monitored for tumor growth and 

results were recorded as the tumor growth curves (size in cm2) of individual mice in each 

group.  

 

Supplementary Figure 3. No effect of DT on growth of MCA-induced fibrosacomas. 

Groups of 10 male C57BL/6 wild-type mice were injected s.c. on the flank with 400 �g 

MCA on day 0. When all sarcomas had established mice were treated on day 112, 119, 

133, and 140 with either (A) PBS or (B) DT (1000 ng) as indicated. Mice were then 

monitored for tumor growth and results were recorded as the tumor growth curves (size 

in cm2) of individual mice in each group (A, B). The proportion of mice with developing 

tumors in each group is shown in parentheses.  
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Supplementary Figure 4. Complete Treg depletion reduces B16F10 metastases and 

enhances survival. Groups of 5 DEREG (A, C, D) or wild-type (B) mice were 

inoculated i.v. with either 2 x 105 B16F10 melanoma (A, B, D) or 7.5 x 105 B16F10 

melanoma (C) cells. Mice were treated with either PBS or DT (1000 ng) on the day (d0 

or d7) indicated. In (A-C) mice were sacrificed on day 14 and lungs harvested and tumor 

colonies counted as described in the methods. Results are shown for individual mice with 

cross bars representing the mean + SEM of each group. In (D) mice were monitored for 

survival and percentage survival recorded. (A-C) Statistical differences in metastases 

compared with PBS treated group were determined by a Kruskal-Wallis test, * p < 0.05. 

(D) Statistical differences in survival of mice compared with PBS treated group were 

determine by a Log Rank Mantel-Cox test, * p < 0.05. 

 

 


