Supplementary Figure 1. Loss of WT 1126134 pentamer positive CD8" T-cells after
vaccination

Flow cytometry analysis of patient 4 (AML)-derived PBMC samples collected prior to
vaccination and at day 42 and 84. Cells were gated on CD3"CD8" events within the
lymphocyte gate and counterstained with WT 1126.134, Pr3169-177, ahd HIV rr476-484 peEntamer.
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Supplementary Figure 2. Loss of | FNy secreting WT 1126 134-Specific CD8" T-cells after
vaccination.

Flow cytometry analysis of patient 1 (AML)-derived PBMC samples collected prior to
vaccination and at day 42 and 84. IFNy production of CD8" T-cells after 7 daysin vitro re-
stimulation followed by ICC assay is presented. Cells were gated on CD3"CD8" events within
the lymphocyte gate, stimulating peptides are indicated.
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Supplementary Figure 3. Lack of expansion of I L 2 secreting PADRE-specific CD4" T-
cells after vaccination.

Flow cytometry analysis of patient 2 (AML)-derived PBMC samples collected prior to
vaccination and at day 42 and 84. IFNy, TNFa and IL2 production of CD8" T-cells after 7
daysin vitro re-stimulation with PADRE followed by ICC assay is presented. As negative
control MUC1;s3.178 peptide pool was used. Cells were gated on CD3"'CD4" events within the
lymphocyte gate, stimulating peptides are indicated.
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Supplementary Figure 4. Sensitivity of WT 116 134-Specific pentamers. Titration of a

WT 1126.134 Specific T-cell cloneinto 10° CD8" T-cells. WT1106.134 specific T-cell cloneswere
detected until 1000 into 10° CD8" T-cells (0.1%) but not at 100 (lowest panel |eft). Lowest
panel right are only CD8"T-cells without WT1126.134 specific T-cell clones,
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Supplementary Table 1. Cytokine production of MUC1-specific CD4" T-cells before and
after vaccination. MUC1-specific cytokine production of CD4" T-cells expression was
measured by intracellular cytokine production assay (ICC) without further extensivein vitro
stimulation (left columns) or 7 days after PADRE-specific stimulation (right columns). Bold
numbers indicate the specific detection of cytokine secreting CD4" T-cells; underlined
numbers indicate a 2 fold change as compared to day -7. * Only 1 of the indicated time points
was analyzed. n.d.: not determined due to lack of material.

Direct ex vivo analysis After 7 daysof MUC1s3.17s
MUC1453178 specific ex vivo expansion
Day -7 42 & 84 -7 42 & 84
6 MM | IFNy | <0.1 <0.1 n.d. n.d.
TNFa | <0.1 <0.1 n.d. n.d.
IL2 <0.1 <0.1 n.d. n.d.
7MM | IFNy | <0.1 <0.1 n.d. n.d.
TNFa | <0.1 04& 0.2 n.d. n.d.
IL2 n.d. n.d. n.d. n.d.
8MM | IFNy | <0.1 <0.1* n.d. n.d.
TNFa | <0.1 <0.1* n.d. n.d.
IL2 <0.1 n.d. n.d. n.d.
9MM | IFNy <0.1 <0.1 01 <0.1
TNFa 0.1 <0.1 <0.1 <0.1
IL2 0.1 <0.1 <0.1 <0.1
Direct ex vivo analysis | After 7 daysof MUC1;3g.1e45p€cific X vivo expansion
MUC113g.164
6 MM | IFNy <0.1 01 n.d. n.d.
TNFo | <0.1 <0.1 n.d. n.d.
IL2 <0.1 <0.1 n.d. n.d.
7MM | IFNy <0.1 <0.1 n.d. n.d.
TNFo | <0.1 <0.1 n.d. n.d.
IL2 n.d. n.d. n.d. n.d.
8 MM | IFNy <0.1 0.1* n.d. n.d.
TNFo | <0.1 <0.1* n.d. n.d.
IL2 <0.1 <0.1 n.d. n.d.
9MM | IFNy <0.1 <0.1 0.3 <0.1
TNFa | <0.1 <0.1 <0.1 <0.1
L2 <0.1 <0.1 <0.1 <0.1
Pre-exisitng 0/8 1/2
Induction 1/8 0/2

Loss 0/8 1/2




Supplementary Table 2. Frequency of immature and mature plasmacytoid dendritic in the
peripheral blood and prior to and after vaccination.

PBMCs were collected prior to and at day 42 and 84 after vaccination and percentages of anti-
BDCA-2 (CD303)-FITC labelled (plasmacytoid dendritic) cells of total PBMCs are shown.
Anti-CD86-PE staining was used to assess the percentage of maturated plasmacytoid
dendritic cells of all plasmacytoid dendritic cells. n.d.: not determined.

Day -7 42 84

%pDC total | Y%maturated | % pDC total | Y%ematurated | % pDC total | % maturated
1AML 0.1 22 0.1 21 0.2 20
2AML 04 15 0.1 22 0.1 21
3AML 01 16 0.1 24 0.1 23
4 AML 01 17 0.1 19 0.1 29
5MM n.d. n.d. n.d. n.d. n.d. n.d.
6 MM n.d. n.d. n.d. n.d. n.d. n.d.
7MM 01 17 0.1 12 0.1 13
8 MM 01 23 0.1 7 01 8
9MM 0.3 37 0.2 39 0.3 22




