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Supplementary Fig. 1: Endosomal pH is unaffected by a-tocopherol. (a) Endosomal pH determined with the
intensiometric probe pHrodo Green linked to OVA for DCs incubated with or without a-tocopherol. The pH was
calibrated by measuring the fluorescence of pHrodo Green in buffers of known pH. (b—d) Intensiometric probes are
prone to artifacts caused by ROS-induced oxidation and we therefore confirmed the results from panel a with the
ratiometric probe SNARF-1 conjugated to dextran. (b) Confocal microscope images of DCs with SNARF-1 with and
without PAO. PAO results in endosomal acidification apparent from a green shift of the fluorescence of SNARF-1.
Scale bar, 10 um. (c) The pH calibration curve was created by imaging cells after uptake of SNARF-1-labeled
dextran and incubation with buffers of different pH and 0.003% Triton-X100. The curve was fitted with a standard
reaction model with pKa = 7.3 for SNARF-1 (at 37°C; Life Technologies; solid line). (d) Average of endosomal pH
of > 100 cells (pooled from 3 independent experiments) within 30-60 min after SNARF-1 uptake. PAO resulted in

acidification of endosomal compartments. Results show mean + S.E.M of 3 donors.
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Supplementary Fig. 2: Controls for the endosomal leakage experiments. (a) Representative FACS data for
uptake experiments of BSA conjugated to Alexa fluor 488 (BSA-AF488) by DCs. Left dot plot: side (SSC) and
forward (FSC) scatter plot for gating of DCs. Right histograms: fluorescence distributions of BSA-AF488 signal at
the indicated times after begin of uptake. (b-c) Uptake of BSA conjugated to Alexa fluor 488 (BSA-AF488) was
measured after 60 min for DCs cultured in the absence (Ctrl) or presence of a-tocopherol (a-Toc) or PAO (b) as well
as for NOX2"P DCs (c). NT: non-targeting siRNA control. PAO decreased uptake of BSA by ~50%. Results show

results of 3 donors (indicated with different colors).
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Supplementary Fig. 3: Short and long peptide controls for Jurkat T cell activation. (a) Representative FACS

data for analysis of CD69-positive T cells. Jurkat T cells were selected based on scatter (left dot plot) and gating on

Pl-negative, CD3-positive cells (middle histograms). Right histogram: CD69 intensity distribution for Jurkat T cells.



(b) Activation of Jurkat T cells by DCs incubated with a concentration range of short peptide (gp100 residues 280-
288). For all concentrations, we observed a maximum activation of ~55% CD69-positive T cells with short peptide.
(c-d) Jurkat T cells activation assay with DCs incubated with a-tocopherol (a-Toc), MG132 or lactacystein (c) and
with NOX2P DCs (d) after incubation with short peptide. (¢) Similar to panel b, but now for a concentration range
of long peptide (residues 272-300). (f) CD69 expression on T cells after incubation with DCs treated with irrelevant,
short or long peptide. As a negative control, T cells were incubated with long peptide in absence of DCs. As a

positive control, T cells were activated by PMA. Results show mean + spread of 2 donors.
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Supplementary Fig. 4: B3Z T cell activation assay with mouse BMDCs. (a) Time line of the B3Z T cell
activation assay with BMDCs presenting OVA. (b) B3Z T cell activation assay with BMDCs incubated with o-
tocopherol (a-Toc) after incubation with 5 ng/ml OVA peptide (SIINFEKL). (c) Toxicity of proteasome inhibitors
MG132 and lactacystin. BMDCs were treated with different concentrations of MG132 and lactacystin for 4 h at
37°C. After incubation, the medium was removed and 0.5 mg/ml MTT was added to each sample. After 1-4 hours
incubation, lysis buffer was added and absorbance was measured at 595 nm to determine cell viability. Results show

average + SEM of at least 3 experiments.



