
 



Supplementary Figure 1 

(A) 8mm3 MC57 tumor fragments were transplanted s.c. into the flanks of BL/6 and CD27-/- 

mice, tumor growth was monitored and sizes of tumors were compared 14 and 30 days after 

transplantation. Numbers of transplanted and grown tumors are indicated. (B) 2x106 irradiated 

MC57-GP tumor cells were injected s.c. into the flanks of naïve BL/6 and CD27-/- mice. Eight 

days later, splenocytes and lymphocytes from inguinal LN were analyzed for TNF-� 

producing CD8+ T cells after in vitro restimulation with gp33. One representative out of three 

independent experiments with 4-5 mice per group is shown. (C) MC57 tumor fragments were 

transplanted into BL/6 and CD27-/- mice. Twenty to thirty days later, splenocytes, 

lymphocytes from tumor-draining inguinal LN and TILs were isolated and analyzed for TNF-

�-producing CD8+ and CD4+ T cells after in vitro restimulation with PMA/ionomycin (CD8, 

n=4 mice per group; CD4, n=8-9 mice per group from two independent experiments). (D) 

MC57 tumor fragments were transplanted s.c. into the flanks of BL/6 (n = 3) and CD27-/- 

(n = 5) mice. Fourteen days later, total RNA was isolated from growing tumors. Tumor size 

did not significantly differ between BL/6 and CD27-/- mice at this early time point 

(Supplementary Figure 1A). The expression of 92 genes that have implications in immune 

responses was assessed using a TaqMan® mouse immune array. 11 immune markers that did 

significantly differ between CD27-/- and BL/6 mice are shown. Expression of the remaining 

81 markers was similar (data not shown).  

 



 



Supplementary Figure 2 

(A) 8mm3 MC57 tumor fragments were transplanted s.c. into the flanks of BL/6 and CD27-/- 

mice. BL/6 mice were treated with 300μg of FR70 antibody or IgG from rat serum i.p. every 

third day, starting 18 days after tumor transplantation. CD27-/- mice were left untreated. 38 

days after tumor transplantation, tumors were isolated and analyzed for CD4, CD8, CD25 and 

FoxP3 expression. Frequencies and total cell number/cm3 of tumor tissue were determined for 

CD8+CD25+ and CD4+CD25+ T cells, total CD25+ Tregs and CD25+Helios+ nTregs. (B) 

2x104 MACS-sorted GFP+ BL/6 or CD27-/- CD4+ T cells were injected i.v. into irradiated (4.5 

Gy) BL/6 or CD27-/- mice. One day later, MC57 tumor fragments were transplanted. One 

group of CD27-/- recipients receiving CD4+ T cells from BL/6 mice was treated with 300�g of 

FR70 i.p. twice a week. Twenty days later, the frequencies of endogenous GFP-

CD4+CD25+FoxP3+ Tregs in the GFP-CD4+ T cell populations was analyzed in the spleen. 

(C) Annexin-V stainings of CD4+CD25+FoxP3- Teffs in spleens, inguinal LN and TILs of 

MC57 tumor-bearing BL/6 and CD27-/- mice and spleens and inguinal LN of naïve BL/6 and 

CD27-/- mice. (D) FACS-purified, CFSE labeled CD4+CD25hi T cells from spleens of naïve 

CD27-/- and BL/6 mice were co-cultured together with BL/6 or CD27-/- CD4+ T cell in the 

presence of 10�g/ml coated anti-CD3�, 5ng/ml rh-TGF-� and 5U/ml rm-IL-2. After two days, 

the frequencies and total numbers of proliferating CD4+CD25hi T cells were analyzed. 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 



 

 

 

Supplementary Figure 3 

(A, B) FACS-purified CD4+CD25hi T cells from BL/6 and CD27-/- mice were co-cultured 

with 2x105 naïve BL/6 CD8+ T cells at the indicated ratios in anti-CD3�-coated wells for 3 

days. Cell proliferation was analyzed in a standard 3H-thymidine incorporation assay.  

 


