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Supplementary Figure 1. Image processing steps to quantify nuclear translocation of NF-kB.
DAPI (pseudocolor blue) and NF-kB (pseudocolor yellow) input images were taken at the Opera
Phenix High-content screening system (Perkin Elmer, Waltham, Massachusetts, USA). The output
image contains the nuclear and cytoplasm masks, which were used to calculate the mean NF-xB p65
intensities within the cytoplasm and the nucleus. Scale bar = 50 pum.
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Supplementary Figure 2. SDS PAGE of unmodified ATI and nitrated ATI samples.

5 ug of each ATI sample was analyzed by sodium dodecyl sulfate polyacrylamide gel electrophoresis
(SDS PAGE). Molecular weight (MW) is shown in kDa. A: Oligomers can be found for all nitrated
ATI samples (indicated with arrows). B: Quantification of oligomers was carried out by Image lab
software (Biorad). Results are presented as means = SEM from n = 2 independent SDS PAGE and

nitration experiments.
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Supplementary Figure 3. TLR4 stimulation by Mock nitration on HeLa TLR4 dual reporter
cells.

HelLa TLR4 dual reporter cells were treated for 7 h with equivalent volumes of mock nitrated solution,
LPS [25 ng/mL] served as positive control. The relative luciferase activity was calculated by dividing
the Renilla luciferase (TLR4) signal to the Firefly luciferase (viability) signal. The resulting values
were normalized to the value obtained for LPS treated cells. Shown are the means + SD of three
independent experiments carried out in triplicates, using two independently nitrated probes.
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Supplementary Figure 4. Expression of maturation markers as well as pro-inflammatory
cytokines by human immature DCs upon stimulation with Mock TNM

Immature DCs were left untreated or pulsed with ATl or ATI TNM [15 pug/mL] or equivalent volumes
of mock nitrated solution on day 6. 48 h later the cells were stained for expression of the indicated
surface markers and analyzed by flow cytometry (A+B). Before, supernatants were taken for
determination of MCP-1, IL-1p, IL-6, IL-8 and TNF-alpha by magnetic multiplex assay (C-G). Shown
are the means = SEM from n > 6 independent experiments/donors, ¥*P<0.05, ***P<(.001.
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Supplementary Figure 5. T cell proliferation as well as Th1 and Th2 cytokine production of
CD4* T cells stimulated with autologous Mock TNM pulsed mature DC.

Immature DC were left untreated or pulsed with ATI or ATI TNM [15 pg/mL] or equivalent volumes
of mock nitrated sample and matured with pro-inflammatory cytokines as described in Materials and
Methods. After 48 h, mature DC were washed and co-cultivated with autologous CD4™ T cells for 5
days. A-G: Supernatants (50 pL) were collected before thymidine administration to determine the
production of IL-4, IL-17A, IL-5, IL-6, IL-10, IL-13 and IFN-gamma by multiplex assay. H: T cell
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proliferation was measured by [®H]-thymidine incorporation and proliferation index was calculated
related to untreated cells. Results are presented as means + SEM from n > 6 independent
experiments/donors.



Supplementary Material

HH

100 A

H

Relative TLR4 stimulation [%]

. =
50 -
ol mmemem B 11
\,Q@@s\‘\'@ /\\\& o/\*‘ v/\\\x,g\\x o/d&
<
N\ v v:g\

Supplementary Figure 6. TLR4 stimulation by ATI combined with pure nitrotyrosine.

HeLa TLR4 dual reporter cells were treated for 7 h with ATI [7.5 pg/ml] with or without addition of
tyrosine or nitrotyrosine [30 puM], LPS [25 ng/mL]. The relative luciferase activity was calculated by
dividing the Renilla luciferase (TLR4) signal to the Firefly luciferase (viability) signal. The resulting
values were normalized to the value obtained for LPS treated cells. Shown are the means = SD two
independent experiments carried out in duplicates.



