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Legends  to supplementary figures 

 

Supplementary Figure 1. CTX effect on tumor growth in RAG-/- mice. A, C57BL/6-RAG-1--

/- mice were injected on day 0 with 5 x 105 TC-1 cells. On day 24, they received 2.5 mg CTX 

i.p. or 200 μl PBS. The number of tumor-free mice on day 60 relative to the total number of 

animals included, the percent surviving on day 60 and the p-value determined by likelihood 

ratio test comparing tumor growth in the CTX-treated groups with tumor growth in the PBS-

treated group are indicated for each set of experiments. B, Kaplan-Meier plot of mouse 

survival. The log-rank test was used to compare the group receiving CTX with the group 

treated with PBS (p = 0.22). Mice were killed when tumor diameter reached 20 mm or when 

necessary due to the sanitary status of the animals. Pooled data of two independent 

experiments are shown. 

 

Supplementary Figure 2. Evaluation of CTX doses. A, C57BL/6 mice were injected on day 

0 with 5 x 105 TC-1 cells. On day 24, they were left untreated or received 100 mg/kg or 300 

mg/kg of CTX i.p. On day 25, mice were injected with PBS or 50 μg CyaA-E7.  The number 

of tumor-free mice on day 75 relative to the total number of animals included, the percent 

surviving on day 75 and the p-value determined by likelihood ratio test comparing tumor 

growth in the group treated with 300 mg/kg CTX with tumor growth in the group treated with 

100 mg/kg CTX are indicated for each set of experiments. B, Kaplan-Meier plot of mouse 

survival. The log-rank test was used to compare the group receiving 300 mg/kg CTX with the 

group receiving 100 mg/mg CTX (p = 0.95). Mice were killed when tumor diameter reached 

20 mm or when necessary due to the sanitary status of the animals. Pooled data of two 

independent experiments are shown. 
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Supplementary Figure 3. Antitumoral efficacy of a second administration of tritherapy. A, 

C57BL/6 mice were injected on day 0 with 5 x 105 TC-1 cells. On day 39, they were left 

untreated or received 2.5 mg CTX i.p. On day 40, control mice were injected with PBS and 

mice treated with tritherapy were injected i.v with 50 μg CyaA-E7 and 30 μg CpG-

B/DOTAP. A group of mice were also treated with CTX on day 54 and with CyaA-E7 and 

CpG-B/DOTAP on day 55. The number of tumor-free mice on day 90 after treatment relative 

to the total number of animals included, the percent surviving on day 90 after treatment and 

the p-value determined by likelihood ratio test comparing tumor growth in the group treated 

with tritherapy on day 40 with tumor growth in the PBS-treated group or the group treated 

with tritherapy on days 40 and 55 versus the group treated with tritherapy on day 40 are 

indicated for each set of experiments. B, Kaplan-Meier plot of mouse survival. The log-rank 

test was used to compare the group receiving tritherapy on day 40 with the group treated with 

PBS (p < 0.0001) and the group treated on days 40 and 55 with the group treated on day 40 

(p=0.0012). Mice were killed when tumor diameter reached 20 mm or when necessary due to 

the sanitary status of the animals. Pooled data of two independent experiments are shown. 

 

Supplementary Figure 4. Evaluation of tritherapy in the EL4-E7 model. A, C57BL/6 mice 

were injected on day 0 with 4 x 106 EL4-E7 cells and were left untreated or received 2.5 mg 

CTX i.p on day 6, 13 or 20. Mice were injected i.v with PBS on day 7 or 50 μg CyaA-E7 and 

30 μg CpG-B/DOTAP on day 7, 14 or 21. The number of tumor-free mice on day 90 relative 

to the total number of animals included and the percent surviving on day 90 are shown. B, 

Kaplan-Meier plot of mouse survival. The log-rank test was used to compared various CyaA-

E7-treated groups with PBS-treated mice: CyaA-E7 on day 7, day 14 or day 21 (p < 0.0001). 

Mice were killed when tumor diameter reached 25 mm or when necessary due to the sanitary 

status of the animals. Pooled data of two independent experiments are shown. 
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Supplementary Figure 5. Phenotype of myeloid cells induced by tritherapy and by tumor 

growth. C57BL/6 mice were injected on day 0 with 5 x 105 TC-1 cells. Tritherapy treated 

mice received on day 24, 2.5 mg CTX i.p and 24 h later, 50 μg CyaA-E7 and 30 μg CpG-

B/DOTAP. PBS treated mice received 200 μl of PBS on day 25. Control mice without tumors 

received similar treatments. All mice were sacrificed 11 days after treatment (36 days after 

tumor inoculation). Spleens were excised, ground to prepare the cell suspensions, stained and 

analyzed by flow cytometry. A representative experiment of two is shown (n = 6 mice). Bars 

represent mean values and the error bars correspond to standard error of the mean. The 

percentages of CD11b+CD124+ and CD11b+Ly6G+ cells are presented in panels A and B, 

respectively. 

 

Supplementary Figure 6. Immunostaining of CD3. C57BL/6 mice were injected on day 0 

with 5 x 105 TC-1 cells. On day 24 or 39, they received 2.5 mg CTX i.p. On day 25 or 40, 

mice were treated i.v with 50 μg CyaA-E7 and 30 μg CpG-B/DOTAP. Eleven days after 

treatment, mice were sacrificed. Non-treated tumor-bearing mice were sacrificed on days 25 

and 40. Immunostaining of tumors for CD3 was done as described in Materials and Methods. 

 

 

 

 


