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Supplemental Figure Legends 

 

SUP FIGURE 1.  Foxp3 loss in Treg is tumor- and DTA-1 dose-dependent 

(A, B) Treg were transferred from tumor-bearing (A) or tumor-bearing and naïve (B) donors 

treated with control IgG or DTA-1 according to experiments outlined in figure 1B, C.  A) 

Transferred Treg recovered from IgG- or DTA-1-treated animals were assessed for early 

induction of apoptosis by measuring active Caspace 3.  B) FACS histogram shows pre-transfer 

mix of tumor-experienced (thy1.1NEG) and naïve (Thy 1.1+) Treg.   Absolute number of tumor-

experienced (GFP+CD45.2) and tumor-naïve (Thy1.1) Treg were calculated by counting total 

cells in tissue of DTA-1-treated animals, and multiplying it by % of Live, CD45+, CD3+, CD4+  

Thy1.1 or CD45.2 recovered.  Absolute numbers of cells in the tumor were normalized per gram 

of tumor.  .  C) Treg from tumor-bearing Foxp3-GFP mice were sorted by either high CD25 

expression or GFP before transfer into DTA-1-treated tumor-bearing mice.  Percentage of 

Foxp3+ donor cells is shown (Dashed line = Average % Foxp3+ in IgG-treated controls is shown).  

D) CD45.2 Teff (CD4+, GFPNEG), were loaded with 1µg/ml of CFSE (Invitrogen) and then twice the 

average number of Teff that normally contaminate Treg sorts (~100,000 cells) were transferred 

into CD45.1 tumor-bearing recipients.  Recipient mice were treated with 1mg of IgG or 1mg of 

DTA-1. E) Representative FACS plots show the % of Foxp3+ Treg in transferred population at 

titrated doses of DTA-1 (from 0.125m to 1mg) compared to IgG.  F) Mice received 1mg of DTA-

1, or therapeutic doses of anti-OX40 (500µg of OX86), anti-41BB (500ug of LOB12.3). Graph 

shows the mean +/- SEM of % foxp3+ transferred Treg recovered from the spleen of mice 

treated with DTA-1 compared to anti-OX40, or anti-4-1BB.  

  

SUP FIGURE 2.  Percentage of CD4+Foxp3+ Treg in IgG- vs DTA-1-treated tumors 

A) Average percentage +/- SEM   of intra-tumor CD4+Foxp3+ Treg gated on CD45+CD3+ T cells at 

Day 7, 10 and 14 of post tumor challenge from experiment shown in Figure 2.  B) Example FACS 

plot showing that Foxp3 staining is ablated when Treg are stimulated with PMA/Ionomycin as 

described in methods and the experiment outlined in figure 3.  


