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Supplementary Figure 1. FoxP3
+
 cells representation in tunor-free and TS/A-LACK 

tumor-bearing mice. Cells derived from the LN of tumor-free and TS/A-LACK 

tumor-bearing (tumor-draining and tumor-non draining) 16.2� Tg mice, and analyzed 

by flow cytometry after staining with anti-CD4, anti-CD25 and isotype control or (A) 

anti-FoxP3 mAb (B). The frequency of CD4
+
 CD25

+
 FoxP3

+
 T cells is depicted. 

 

Supplementary Figure 2. In vivo BrdU labeling. BrdU was delivered in the LN 

draining established TS/A-LACK or into the LN of tumor-free mice (see methods). 

Twenty-four hours later the mice were sacrificed and BrdU
+
 (red) and CD3

+
 (green)  

cells were identified by confocal microscopy (A) or flow cytometry (B-C). A) A 

representative LN area of a section of the LN contra lateral to the site of BrdU 

injection is depicted. The scale bar depicted in the figure represents 100μm. B-C) 

Single cells suspension of pools of BrdU-injected LNs (n=3) were analyzed by flow 

cytometry after staining with anti-CD4, anti-CD8 and anti-CD44 mAb. Data indicate 

that CD4
+
 rather than CD8

+
 CD44

high
 cells preferentially expand in tumor-bearing 

mice.  D-G) EdU was delivered in the LN draining established TS/A-LACK. Twenty-

four hours later the mice were sacrificed and Edu
+
 (red) and CD3

+
 or CD4

+
 (green) 

cells were identified by confocal microscopy. Confocal orthogonal sections of tumor-

draining (D, F) and controlateral (E, G) lymph nodes probed for CD3/EdU (D, E) and 

CD4/EdU (F, G) detections.  Scattered CD3/EdU double positive cells were detected 

in both draining and contra-lateral lymph nodes (D, E). Adjacent sections probed for 

CD4/EdU detection revealed the presence of several double positive cells in both 

lymph nodes (F, G). Scale bar 100μm. 



 

Supplementary Figure 3. Impaired persistence of Ag-pulsed targets is independent 

of IFN-�,  and not restricted to tumor-bearing mice. A) Tumor-free, TS/A or TS/A-

LACK tumor-bearing wild type and IFN-� -/- BALB/c mice received an i.v. injection 

of differentially CFSE-labeled splenocytes respectively pulsed with OVA (CFSE
low

) 

or LACK (CFSE
high

) peptides. B) C57BL/6 females were sensitized to male Ag by 

vaccination with male BM-derived cells (see methods). Two weeks later mice 

received an i.v injection of differentially CFSE-labeled spleen-derived cells pulsed 

with OVA or Dby peptides. The representation of I-A
d+

 cells was quantified 48 hours 

later by flow cytometry. Data depict I-A
d+

-LACK or Dby-specific cytotoxicity. 

Representative experiments with at least 4 mice per group of at least three 

independent determinations are depicted. 

 

Supplementary Figure 4. Relative representation of naïve T cells in DC draining LN 

of tumor-free and tumor-bearing mice. TS/A-LACK tumor-bearing mice were 

vaccinated with the indicated numbers of dendritic cells pulsed with 2 μM or 20 μM 

LACK peptide. Five days post vaccination cells from the LN draining or distal to the 

site of vaccination of tumor-free and tumor-bearing mice were analyzed by flow 

cytometry. The frequency of I-A
d
/LACK

+
 CD44

low
 CD62L

high
 (naïve) after gating on 

CD4
+ 

TOPRO
-
 CD8

-
 B220

-
 CD11b

- 
cells is depicted. Data is representing four mice 

per group and is shown as mean ± SEM. Results were reproduced in an independent 

set of mice. 
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