
Legends of Supplementary Figures 

Figure S1: Effect of therapeutic immunizations of LM-LLO and LM-LLO-Mage-b311-660 

in vivo and in vitro. Mice were challenged with 4T1 tumor cells (105) at day 1, followed 

by three therapeutic immunizations at days 3, 10, and 17. Eighteen days after tumor 

challenge, mice were euthanized and analyzed for frequency of metastases (A) and tumor 

weight (B). Spleen cells of these vaccinated and control mice bearing 4T1 metastases and 

primary tumors were analyzed for Mage-b- and Listeria-specific immune responses by 

ELISPOT using BM cells (transfected with pcDNA3.1-Mage-b and pCMV1-GM-CSF), 

(C) and BM cells infected with LM-LLO (D), and analyzed for the production of IFNγ 72 

hrs later. The involvement of CD8 T cells was determined by negative depletion, using 

magnetic beads with anti-CD8, antibodies. Controls such as BM cells transfected with 

pcDNA3.1-Mage-b or pCMV1-GM-CSF, or non-transfected BM cells did not produce 

IFNγ (data not shown). The results shown here are the average of two independent 

experiments. In each experiment n=5 mice per group. The error bars represent the SEM. 

Significant differences between Mage-b and other groups were determined. Mann-

Whitney test: p<0.05 is significant. 

 

Figure S2: Depletion of CD8 T cells in vivo. CD8 T cells were depleted in 4T1-tumor-

bearing mice with 0.5 mg of anti-CD8 antibodies 2.43 (18) on days 3, 7, 8, 9, 14, 15, and 

16 while one preventive and two therapeutic immunizations with LM-LLO were given at 

days 1, 8, and 15, and tumor challenge at day 5. Mice were euthanized and analyzed for 

tumor weight and frequency of metastases 14 days after tumor challenge. As control, 

isotype-matched rat antibodies against HRPN were used. In each 2.43 group n=5 mice, 



and in each isotype control group n=3 mice. The error bars in all graphs represent the 

standard error of the mean (SEM). Significant differences between LM-LLO and other 

groups were analyzed using Mann-Whitney test. p<0.05 is significant. 

 

Figure S3: Listeria infects and kills normal cells in vitro. Both, LM-LLO and LM-LLO-

Mage-b311-660, infected primary cultures of BJ (human fibroblasts) and MEF (mouse 

embryo fibroblasts) with high efficiency after one hour of infection (A). Experiments 

were performed in triplicates, and repeated three times. The infection rate of MEF was 

three times higher than of BJ. The results presented in this figure are the average of three 

infection experiments. The error bars represent the SEM. Both LM-LLO and LM-LLO-

Mage-b311-660 killed BJ and MEF with the same efficiency (Unpaired t test p>0.05)(B). In 

this experiment, BJ and MEF cells were incubated with the Listeria bacteria for 3 hours 

and then treated with gentamycin. Next day, dead and alive tumor cells were determined 

with trypan blue. From each sample, nine fields were blinded analyzed by two different 

investigators. Experiments were performed in triplicates, and repeated two times. The 

results presented in this figure are the average of three experiments. The error bars 

represent SEM 


