Supplementary Files:

Supplemental Table S1: Molecule Transition Results.

Molecule List Replicate Precursor  Precursor Precursor Frasment Ton Product Product Product Retention Area Backeround Peak
Name Name Mz Adduct Charge g Mz Adduct Charge Time g Rank
moleculesl 10ugspiked | 667.11493 [M+5] 5 precursor 667.11493 [M+5] 5 65.11 4.53665E+11 5238917120 1
moleculesl 20ugspiked | 667.11493 [M+5] 5 precursor 667.11493 [M+5] 5 64.74 5.91393E+11 | 20141570048 1
moleculesl 25ugspiked | 667.11493 [M+5] 5 precursor 667.11493 [M+5] 5 64.63 6.18731E+11 10158816256 1
moleculesl SOugspiked | 667.11493 [M+5] 5 precursor 667.11493 [M+5] 5 63.15 1.06029E+12 | 34631421952 1
moleculesl 100ugspiked | 667.11493 [M+5] 5 precursor 667.11493 [M+5] 5 63.5 1.23792E+12 | 32036059136 1
moleculesl 250ugspiked | 667.11493 [M+5] 5 precursor 667.11493 [M+5] 5 64.25 7.69301E+11 3751321344 1
moleculesl 500ugspiked | 667.11493 [M+5] 5 precursor 667.11493 [M+5] 5 69.52 3.78313E+11 15933358 1
moleculesl Sample 1 667.11493 [M+5] 5 precursor 667.11493 [M+5] 5 68.73 1593830400 9584490 1
moleculesl Sample 2 667.11493 [M+5] 5 precursor 667.11493 [M+5] 5 68.81 466066208 8304677 1
moleculesl Sample 3 667.11493 [M+5] 5 precursor 667.11493 [M+5] 5 68.8 568709696 43156132 1
moleculesl Sample 4 667.11493 [M+5] 5 precursor 667.11493 [M+5] 5 68.95 343968384 284106 1
moleculesl Sample 5 667.11493 [M+5] 5 precursor 667.11493 [M+5] 5 21.71 0 0 0
moleculesl Sample 6 667.11493 [M+5] 5 precursor 667.11493 [M+5] 5 41.62 95195 0 1
moleculesl 10ugspiked | 667.11493 [M+5] 5 ITon 452.26 [M+] 1 65.11 645333312 7763673 5
[452.260549/4
52.260549]
moleculesl 20ugspiked | 667.11493 [M+5] 5 Ion 452.26 [M+] 1 64.7 987145792 46208012 5
[452.260549/4

52.260549]
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Supplementary Figures:

precursor - 667.1149, +5
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Figure S1: LC-MS/MS Analysis of nisin peptide in urine. Nisin was enriched from urine (sample 2) and analyzed by parallel reaction monitoring on a Thermo Fusion Lumos
mass spectrometer. Representative extracted ion chromatograms of the intact +5 precursor ion (top) and fragment ions after collision induced dissociation of the precursor

(bottom) are shown.
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Figure S2: LC-MS/MS Analysis of nisin peptide in urine. Nisin was enriched from urine (sample 3) and analyzed by parallel reaction monitoring on a Thermo Fusion Lumos
mass spectrometer. Representative extracted ion chromatograms of the intact +5 precursor ion (top) and fragment ions after collision induced dissociation of the precursor
(bottom) are shown.
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Figure S3: LC-MS/MS Analysis of nisin peptide in urine. Nisin was enriched from urine (sample 4) and analyzed by parallel reaction monitoring on a Thermo Fusion Lumos
mass spectrometer. Representative extracted ion chromatograms of the intact +5 precursor ion (top) and fragment ions after collision induced dissociation of the precursor
(bottom) are shown.
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Figure S4: LC-MS/MS Analysis of nisin peptide in urine. Nisin was enriched from urine (sample 5) and analyzed by parallel reaction monitoring on a Thermo Fusion Lumos
mass spectrometer. Representative extracted ion chromatograms of the intact +5 precursor ion (top) and fragment ions after collision induced dissociation of the precursor
(bottom) are shown.
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Figure S5: LC-MS/MS Analysis of nisin peptide in urine. Nisin was enriched from urine (sample 6) and analyzed by parallel reaction monitoring on a Thermo Fusion Lumos
mass spectrometer. Representative extracted ion chromatograms of the intact +5 precursor ion (top) and fragment ions after collision induced dissociation of the precursor

(bottom) are shown.
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Figure S6: LC-MS/MS Analysis of nisin standards. Nisin (60 ng) was analyzed by parallel reaction monitoring on a Thermo Fusion Lumos mass spectrometer. Representative
extracted ion chromatograms of the intact +5 precursor ion (top) and fragment ions after collision induced dissociation of the precursor (bottom) are shown.
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Figure S7: LC-MS/MS Analysis of nisin standards. Nisin (120 ng) was analyzed by parallel reaction monitoring on a Thermo Fusion Lumos mass
spectrometer. Representative extracted ion chromatograms of the intact +5 precursor ion (top) and fragment ions after collision induced dissociation of the precursor
(bottom) are shown.
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Figure S8: LC-MS/MS Analysis of nisin standards. Nisin (250 ng) was analyzed by parallel reaction monitoring on a Thermo Fusion Lumos
mass spectrometer. Representative extracted ion chromatograms of the intact +5 precursor ion (top) and fragment ions after collision induced
dissociation of the precursor (bottom) are shown.
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Figure S9: LC-MS/MS Analysis of nisin standards. Nisin (500 ng) was analyzed by parallel reaction monitoring on a Thermo Fusion Lumos mass
spectrometer. Representative extracted ion chromatograms of the intact +5 precursor ion (top) and fragment ions after collision induced dissociation of the precursor
(bottom) are shown.
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Figure S10: LC-MS/MS Analysis of nisin standards. Nisin (1000 ng) was analyzed by parallel reaction monitoring on a Thermo Fusion Lumos
mass spectrometer. Representative extracted ion chromatograms of the intact +5 precursor ion (top) and fragment ions after collision induced
dissociation of the precursor (bottom) are shown.



