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SUPPLEMENTAL FIGURES AND TABLE 
 

 

Supplementary Figure 1 Vaccination with CpG-TAP siRNA induces DC maturation in vitro and inhibits tumor 

growth when TAP is naturally or experimentally downregulated in tumors. A. Immunomodulatory activity of 

CpG-siRNA in DC2.4 cells.  Cells were treated with CpG or CpG-siRNAs and 24 h later the expression of 

costimulatory molecules, CD40 and CD80, was analyzed. Treatment with Poly I:C was used as positive control 

of DC maturation (n=2). B. MC38 immunotherapy experiment shown in Fiure 1I displaying tumor volumes of 

individual mice. Number and percentage of mice with tumors below 250 mm3 at day 18 are shown. C&D. 

Treatment of nonmetastatic 67NR (C) or metastatic 4T1 (D) breast carcinoma bearing mice with CpG-TAP and 

Nucl-TAP siRNAs. Arrows indicate treatment time points. CpG-siRNAs, red, Nucl-siRNAs, black. Shown are 

mean and SEM tumor volumes (7-14 mice/group, n=2). E. Analysis of murine TAP-2 mRNA expression by 

qRT-PCR. Shown are means and SEM performed in triplicates. Results from 2 independent experiments were 

combined.. F&G. MHC class I expression by flow cytometry. Shown are means and SEM performed in 

triplicates (n=2). G. Representative histograms. 



 2 

 

Supplementary Figure. 2. Vaccination against TAP or ERAAP downregulation induced antigens. A. Regimen 

of vaccination with CpG-TAP siRNA before and/or after RMA-S tumor implantation as indicated. Shown are 

mean and SEM tumor volume measurements (7 mice/group) (n=1). B. Vaccination against ERAAP 

downregulation induced peptides (ERAAP TEIPP)  in RMA tumor bearing mice. Mice were vaccinated with 

CpG-siRNA, implanted subcutaneously with RMA tumor cells, and treated with Nucl-siRNA as indicated. 

Shown are mean and SEM tumor volumes (7 mice/group, n=2). C. Tumor regression in MCA-induced 

immunotherapy experiment shown in Figure 2D. D. Pictures from mammary tumors at the indicated times in 2 

representative mice per group from the experiment shown in Figure 2E. Manual contours (dashed line) were 

used to indicate presence and size of tumors. 
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Supplementary Figure 3. Metastatic variant of a colorectal pair of human tumor cell lines expresses lower 

level of TAP mRNA and presents a TAP TEIPP. A. TAP-1 mRNA expression by qRT-PCR in the nonmetastatic 

SW480 and metastatic SW620 colorectal cancer cell lines. Shown are means and SEM performed in 

triplicates. Results from 3 independent experiments were combined. B &C. Presentation of a TAP deficiency-

induced peptide in SW620 metastatic variant. Tumor cells were cocultured with a CD8+ T cell clone that 

recognized the HLA-A2-p14 complex. B. In vitro cytotoxicity of the tumor cells after 4 h coculture was 

determine by lactate dehydrogenase assay. C. INFg production after 20 h stimulation was measured by ELISA. 

Means and SEM of quadruplicate wells (n=2). D. TAP-deficiency epitope enriched polyclonal CD8+T cells 

generated as in Figure 3C recognized SW620, but not SW480, cells. INFg production after 20 h stimulation 

was measured by ELISA. Means and SEM of quadruplicate wells (n=2). 
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Supplementary Figure 4. Tumor infiltrating immune subsets in mice subjected to vaccination against TAP 

TEIPP. A. Flow cytometric analysis of the indicated immune subsets in the experiment shown in Figure  4A. 

Each circle represents an individual mouse, means and SEM per group are shown. TAM1 and TAM 

percentages within a group are represented by box plot analysis. B. Gating strategy to identify the immune 

subsets shown in panel A. 
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Supplementary Figure 5. TRH4 tetramer positive memory CD8+ T cells in the lymph node and spleen of mice 

treated with CpG-TAP siRNA. Mice were vaccinated 3 times with CpG-TAP siRNA every 10 days and 30 days 

after last vaccination CD8+ T cells were isolated from the draining lymph node (A & B) and spleen (C & D). 
TRH4 tetramer positive CD44+KLRG-1- memory T cells (A & C) and CD62L+KLRG-1- central memory T cells 

(B & D) were analyzed by flow cytometry. E. Gating strategy for the memory (in blue) and central memory (in 

red) CD8+ T cells shown in panels A-D. 
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Supplementary Figure 6. Toxicity of vaccination against TAP TEIPP. A. Cytokine levels in the serum of mice 

after receiving combinatorial treatment with CpG-TAP and Nucl-TAP (4 mice/group). B. Inflammatory responses 

in tissue sections stained with hematoxylin and eosin and visualized by light microscopy at 10X magnification 

(Scale bar: 100 µm). One group of mice was also treated with 200 µg of CTLA-4 antibody that elicits a 

comparable antitumor effect. Arrows indicate inflammatory foci in mice. 

  



 7 

 
 

 
 
Supplementary Figure 7. Combination of TAP silencing and STAT3 blockade inhibits tumor growth in A20 B 

lymphoma-bearing mice. As described in Fig 6B. Shown are the representative BLI results from one of two 

independent experiments. 
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Table S1. Complete blood count analysis in Bab/c mice treated with Nucl-siRNA conjugates. Untreated mice 

were used as internal control (normal values for Balb/c mice from The Jackson Laboratory: 

http://phenome.jax.org/). Values are represented as mean ± SD (5 mice/group). No statistical differences were 

found comparing untreated mice to CpG-TAP and/or Nucl-TAP siRNA treated mice to controls. 

 
 
 
 
 
 


