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Supplementary Figure 1. SEC of 50 pg native FN in 150 mM (A) and 750 mM (B) NaCl-containing buffer.
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Supplementary Figure 2. HCD tandem mass spectra of cross-linked peptides. A) Spectrum of the quintuply-
charged di-Tyr cross-linked peptide (TFY3’2SCTTEGR) (Y3*?SFCTDHTVLVQTR), with precursor ion

of m/z 589.87. B) Spectrum of the quintuply-charged di-Tyr cross-linked peptide (GEW’TCKPIAEK)
(WZ50CHDNGVNYKIGEKWDR), with nitration of W?2%4 matching the precursor ion of m/z 708.527. C)
Spectrum of the di-Trp cross-linked peptide (W**>CGTTQNYDADQK) (W**DRQGENGQMMSCTCLGNGK),
with precursor ion having m/z 801.326. D) Spectrum of the Tyr-Trp cross-linked peptide
(VEY”**ELSEEGDEPQYLDLPSTATSVNIPDLLPGR) (W***°CHDNGVNYK), with the precursor ion of m/z 997.005.




Blue y and b fragments correspond to the a (shorter) peptide, while red y and b fragments correspond to

the B (longer) peptide.
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Supplementary Figure 3. EtHCD spectra of cross-linked peptides. A) Spectrum of the di-Tyr cross-linked
peptide (TFY?’2SCTTEGR) (Y**®*SFCTDHTVLVQTR). B) Spectrum of the di-Tyr cross-linked peptide
(GEWY’TCKPIAEK) (W**CHDNGVNYKIGEKWDR), C) Spectrum of the di-Trp cross-linked peptide
(W*SCGTTQNYDADQK) (W?2%*DRQGENGQMMSCTCLGNGK). Spectra were obtained from the software
MassAl. Peaks matching y and z fragment ions are indicated in blue, whereas those matching blue b and ¢
ions are shown in green. Peaks in red are unassigned ions.
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Supplementary Figure 4. Primary sequence of isoform 1 of human plasma fibronectin. Modified residues
are highlighted in bold, and color coded corresponding to the extent of modification for the 1 uM FN, 50
1M ONOOH and 150 mM NaCl condition. Residues involved in cross-links are underlined. Y and W residues
highlighted in red correspond to level of nitration higher than 30%; orange corresponds to a level of
nitration of 20 - 30%; yellow corresponds to 10 - 20%; and blue corresponds to a level of 1 - 10% nitration.
Green coloration corresponds to no detectable nitration; purple coloration corresponds to a residue that

was not detected. M residues in red were detected as the oxidized (+16, sulfoxide) species.



Supplementary Figure 5. Rendering of Tyr and Trp residues identified as nitrated in FN treated with 50 uM
ONOOH (150 mM NacCl). Red color corresponds to level of nitration higher than 30%; orange to nitration
between 20 - 30%; yellow to nitration between 10 - 20%; and blue color corresponds to between 1 - 10%

nitration. Green color corresponds to no detectable nitration. PDB structure: 109a (65), corresponding to
domains FNIy3 and residues 48-140.
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Supplementary Figure 6. Rendering of Tyr and Trp residues identified as nitrated in FN treated with 50 pM
ONOOH (150 mM NacCl). Red color corresponds to level of nitration higher than 30%; orange to nitration
between 20 - 30%; yellow to nitration between 10 - 20%; and blue color corresponds to between 1 - 10%

nitration. Green color corresponds to no detectable nitration. PDB structure: 2cku (63), corresponding to
domains FNI,;3 and residues 93-182.
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Trp205

Supplementary Figure 7. Rendering of Tyr and Trp residues identified as nitrated in FN treated with 50uM
ONOOH (150 mM NacCl). Red color corresponds to level of nitration higher than 30%; orange to nitration
between 20 - 30%; yellow to nitration between 10 - 20%; and blue color corresponds to between 1 - 10%

nitration. Green color corresponds to no detectable nitration. PDB structure: 1fbr (66) corresponding to
domains FNI4s and residues 183-275.
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Supplementary Figure 8. Rendering of Tyr and Trp residues identified as nitrated in FN treated with 50uM
ONOOH (150 mM NacCl). Red color corresponds to level of nitration higher than 30%; orange to nitration
between 20 - 30%; yellow to nitration between 10 - 20%; and blue color corresponds to between 1 - 10%
nitration. Green color corresponds to no detectable nitration. The purple color indicates that the residue

was not detected in the tryptic digests. PDB structure: 3m7p (56) corresponding to domains FNIg, FNII1-,,
FNIl7.9 and residues 297-604.
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Supplementary Figure 9. Rendering of Tyr and Trp residues identified as nitrated in FN treated with 50uM
ONOOH (150 mM NacCl). Red color corresponds to level of nitration higher than 30%; orange to nitration
between 20 - 30%; yellow to nitration between 10 - 20%; and blue color corresponds to between 1 - 10%

nitration. Green color corresponds to no detectable nitration. PDB structure: 1938 (67), corresponding to
FNIIl; and residues 631-705.
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Supplementary Figure 10. Rendering of Tyr and Trp residues identified as nitrated in FN treated with 50uM
ONOOH (150 mM NacCl). Red color corresponds to level of nitration higher than 30%; orange to nitration
between 20 - 30%; yellow to nitration between 10 - 20%; and blue color corresponds to between 1 - 10%
nitration. Green color corresponds to no detectable nitration. The purple color indicates that the residue
was not detected in the tryptic digests. PDB structure: 2N1K (68) corresponding to domains FNIIl; 3 and
residues 808-905.
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Supplementary Figure 11. Rendering of Tyr and Trp residues identified as nitrated in FN treated with 50uM
ONOOH (150 mM NacCl). Red color corresponds to level of nitration higher than 30%; orange to nitration
between 20 - 30%; yellow to nitration between 10 - 20%; and blue color corresponds to between 1 - 10%
nitration. Green color corresponds to no detectable nitration. The purple color indicates that the residue
was not detected in the tryptic digests. PDB structure: 6mfa (unpublished data deposited in PDB),
corresponding to domains FNIIlz.7, and residues 903-1268.
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Supplementary Figure 12. Rendering of Tyr and Trp residues identified as nitrated in FN treated with 50uM
ONOOH (150 mM NacCl). Red color corresponds to level of nitration higher than 30%; orange to nitration
between 20 - 30%; yellow to nitration between 10 - 20%; and blue color corresponds to between 1 - 10%
nitration. Green color corresponds to no detectable nitration. The purple color indicates that the residue
was not detected in the tryptic digests. PDB structure: 1fnf (69) corresponding to domains FNIlle.10 and
residues 1173-1540.
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Supplementary Figure 13. Rendering of Tyr and Trp residues identified as nitrated in FN treated with 50uM
ONOOH (150 mM NacCl). Red color corresponds to level of nitration higher than 30%; orange to nitration
between 20 - 30%; yellow to nitration between 10 - 20%; and blue color corresponds to between 1 - 10%
nitration. Green color corresponds to no detectable nitration. PDB structure: 3r8q (unpublished data
deposited in PDB) corresponding to domains FNIll12.5, and residues 1721-1991.
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Supplementary Figure 14. Rendering of Tyr and Trp residues identified as nitrated in FN treated with 50uM
ONOOH (150 mM NacCl). Red color corresponds to level of nitration higher than 30%; orange to nitration
between 20 - 30%; yellow to nitration between 10 - 20%; and blue color corresponds to between 1 - 10%
nitration. Green color corresponds to no detectable nitration, although Trp2264 was detected as nitrated in
a cross-linked peptide, see Table 2). PDB structure: 2ec3 (unpublished data deposited in PDB)
corresponding to domain FNIy; (residues 2241-2299).
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