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Advancing target identification of nitrated phospholipids in biological systems by HCD specific fragmentation fingerprinting in Orbitrap platforms
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Figure S1: (A) HCD-MS/MS spectra of [NO2-POPC+H]+ ions at m/z 805.5 obtained at low (20), medium (25), and high (30) NCE for NO2-POPC. Neutral loss of HNO2 can be observed at m/z 758.5. (B) Effect of low (20), medium (25), and high (30) NCE in the intensity of the reporter ions of nitro POPC (NO2-POPC, m/z 805.5) observed in positive ion mode that corresponds to the neutral loss of nitro group (HNO2, m/z 758.5).
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Figure S2: (A) HCD-MS/MS spectra of [NO2-POPE+H]+ ions at m/z 763.5 obtained at low (20), medium (25), and (30) NCE for NO2-POPE. Neutral loss of HNO2 can be observed at m/z 716.5. (B) Effect of low (20), medium (25), and high (30) NCE in the intensity of the reporter ions of nitrated POPE (NO2-POPE, m/z 763.5) observed in positive ion mode that corresponds to the neutral loss of nitro group (HNO2, m/z 716.5).
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Figure S3: (A) HCD-MS/MS spectra of [NO2-POPE−H]− ions at m/z 761.5 obtained at low (20), medium (25), and (30) NCE for NO2-POPE. Neutral loss of HNO2 can be observed at m/z 714.5. (B) Effect of low (20), medium (25), and high (30) NCE in the intensity of the reporter ions of nitrated POPE (NO2-POPE, m/z 761.5) observed in negative ion mode that corresponds to the neutral loss of nitro group (HNO2, m/z 714.5).
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Figure S4: Effect of low (20), medium (25) and high (30) NCE in the intensity of the fragment ions with lower m/z values observed in the HCD-MS/MS spectra of NO2-POPC in positive ion mode (from the [M+H]+ ions, A) and of NO2-POPE both in positive (from the [M+H]+ ions, B) and negative ion mode (from the [M−H]− ions, C) obtained when using three concentrations of NO2-PL (1 µg mL−1, 2 µg mL−1 and 4 µg mL−1). Fragment ions at m/z 575.5 correspond to the combined neutral loss of HNO2 with phosphocholine (NL 47 plus 183 Da) or phosphoethanolamine polar heads (NL 47 plus 141 Da). Fragment ions at m/z 496.3 and 478.3 (A) and at m/z 454.3 and 436.3 (B) correspond to the neutral loss of nitrated oleic acid (NO2-OA) as keto (NL of 309 Da, (NO2-OA−H2O)) and acid derivatives (NL of 327 Da, NO2-OA), respectively. Fragment ions at m/z 328.2 and 310.2 (A and B) correspond to the [NO2-OA+H]+ and [NO2-OA−H2O+H]+ ions, respectively. Fragment ions at m/z 452.3 and 434.3 (C) correspond to the neutral loss of nitrated oleic acid (NO2-OA) as keto and acid derivative, respectively, and fragment ions at m/z 326.3 and 308.3 correspond to the [NO2-OA−H]− and [NO2-OA-H2O−H]− ions, respectively.
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