














Supplementary Fig. 1: 

Genomic analysis of wild-type C57Bl/6 and transgenic Ret-Cal mice 

HLA phenotyping was performed by PCR of a C57Bl/6 control mouse and eight Ret-Cal 

mice. All mice revealed an H2-Kb phenotype resulting in a 203 base pair product after 

amplification. For PCR the primers CCCACACTCGCTGAGGTATT (sense) and 

CCTTGGCTTTCTGTGTCTCC (antisense) were used for the analysis of H-2Kb (203 bp). 

Transgenic mice revealed a H-2Kb phenotype similar to wild-type C57BL/6 mice. 

 

Supplementary Fig. 2: 

Structure of xenogenic calcitonin peptides and epitope sequences of used tetramers  

(A) Amino acid sequence of murine and amino acid-modified (salmon) calcitonin shows 

differences in 17 positions (marked by bars). (B) Three different calcitonin tetramers 

(octamers) were chosen using SYFPEITHI epitope prediction software (www.syfpeithi.de). 

The binding sides of the MHC H-2kb molecule are found in the position five and eight 

preferring the amino acids Leu, Phe or Tyr (44). The calculated binding score of Cal2-9 was 

14, while the scores of Cal2-9 and Cal5-12 were 12. These tetramers were used for detecting 

tumor antigen-specific CD8+ T lymphocytes. 

 

Supplementary Fig. 3: 

Representative FACS analysis for bone marrow-generated dendritic cells 

Bone marrow-generated dendritic cells show typical phenotypic characteristics of mature 

DCs at three days of culture as previously described (21). These are characterized by high 

expression of co-stimulatory molecules CD80 and CD86 as well as HLA class I and class II 

molecules. DC maturation markers CD1d and CD11c were also highly expressed, as were 

markers for highly activated DCs such as the homing receptor CD62L and collagen-binding 

integrin complex α1β2 (CD49b/CD29). 
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Supplementary Fig. 4: 

Positive control for tetramer staining 

T cells from TCR transgenic OT-1 mice overexpressing CD8β and CD8+ specific for OVA257-

264 were used for control in each tetramer analysis. OT-1 cells were purchased from Orpegen 

(Orpegen, Heidelberg, Germany). (A) Viable activated spleen cells (R1) were gated using 

propidium iodide to exclude dead cells. (B) Single anti-CD8 staining and (C) anti-tetramer 

staining was performed first to verify (D) double positive events. These results demonstrate 

that more than 90% of CD8+ T cells were SIINFEKL tetramer-specific. 

 

Supplementary Fig. 5: 

Intracytoplasmatic IFN- cytokine staining of calcitonin-specific CD4+ T cells 

Splenic T cells of calcitonin-immunized Ret/Cal mice were isolated using a Pan T cell 

isolation kit from Miltenyi (left panel). Thereafter, cells were incubated with calcitonin and IL-

2. After 18 hours cells were investigated for the presence of CD4+ IFN--secreting T 

lymphocytes. As shown on the right panel, up to 40.2% of all  T cells were CD4+ and IFN--

secreting indicating an antigen-specific Th1-driven immune response in immunized mice. 

Middle panel shows the adequate isotype control. 

 

Supplementary Fig. 6: 

Representative flow-cytometric analysis on a MTC cell line 

A murine medullary thyroid carcinoma cell line (mMTC) showing characteristic staining for 

different neuroendocrine markers including strong staining for (A) carcinoembryonic antigen 

and (B) chromogranin A. Strong positivity for surface calcitonin (C) and for intracellular 

calcitonin (D) was also characteristic for MTC cells. Negative controls from secondary 

antibody staining are shown in an overlay (black line). 
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Supplementary Fig. 7: 

Calcitonin receptor expression, mixed leucocyte reaction and calcitonin uptake of 

dendritic cells 

Panel A shows a strong (86.5%) calcitonin receptor (CaR) expression on bone marrow-

derived progenitor cells as formerly described. After 6 days of culturing with GM-CSF, CaR 

expression declined (55.7%) which has already been demonstrated formerly. Panel B shows 

a mixed leucocyte reaction revealing a cell ratio-dependent proliferation of T cells. 

Coculturing with anti-CaR-specific monoclonal antibodies (10 µg/ml) induced a slight 

decrease of absolute proliferation counts. Panel C shows a time-dependent und 

temperature-dependent uptake of exogenous calcitonin. After 20 minutes of incubation, 

almost 80% of DCs were calcitonin-positive. 
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