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Suppl. Fig 1 High resolution MS/MS data obtained upon fragmentation of the different ®NO,-CLA metabolites
from the effluent of ®NO,-CLA Langendorff-perfused isolated rat hearts. a) MS/MS data on peaks 1 and 2 indicate
12-">NO,-CLA and 9-">NO,-CLA respectively. b) Peaks 1 and 2 indicate dinor-10-"NO,-CLA and dinor-7->°NO,-CLA
respectively. (c) Peaks 1 and 2 indicate tetranor-8-">NO,-CLA and tetranor-5-""NO,-CLA respectively.

Suppl. Fig 2 Detection and confirmation of cysteine-conjugated nitro-fatty acids in urine. a) Chromatographic
profiles of Cys-NO,-CLA and its B-oxidation metabolites followed in the positive ion mode. The neutral loss of 47
(HNO,) is indicative of the presence of an organic nitro group. b) Chromatographic profiles of Cys-NO,-CLA and its -
oxidation metabolites followed as the neutral loss of 325.2 (NO,-CLA), 297.2 (dinor-NO,-CLA), 269.2 (tetranor-NO,-
CLA) and 241.2 (hexanor-NO,-CLA\) in the negative ion mode. ¢) Specific product ions and accurate mass determinations
for urine- and heart-derived Cys-NO,-CLA metabolites in the positive ion mode.

Suppl. Scheme 1 Proposed structures for product ions obtained upon fragmentation of Cys-NO,-CLA

Suppl Table 1 NO,-CLA concentration in urine samples obtained from 14 healthy human volunteers. Samples were
measured by quadruplicate in 2 consecutive days.



ad Peak1 Peak 2

307.2043 225.1261 307.2043
195.1023 C,,H,,0,°N=307.2045 C.H,,0;°N=225.1263 C,H,,0,"N=307.2045
C11H1503= 195.1027 -0.6840ppm -0.5758 ppm -0.5603ppm
157.0868 18072 ppm 211.1105
C.H,,0,= 157.0870 : C.H,:0,°N=211.1106
-1.6040 ppm 171.1025 213.1132 169.0999 -0.4559 ppm 289.1937
C,H,;0,= 171.1027 C,H,0,2213.1132 C,H,,0,"N=169.1000" C.H..0."N= 289.1939
—1 .1294 - -0. 181 1262 - .
ppm 0.6773ppm 0.5509 ppm 20,7505 ppm
SR I I S I T s MR A R T
100 140 180 220 260 300 100 140 180 220 260 300
279.1728
b Peak 1 2701728 Peak 2 183.0789 C,¢H,0,°N=279.1732
C,:H,.0,"N= 279.1732 C,H,,0,"N= 183.0793 14812 ppm
-1.9253 ppm
167.0706 1.4812 ppm PP 197.0946
1430711 C,H,,0,=167.0714 141.0685 C,,H,,0,°N= 197.0950
CH, 0, = 143.0714 -4.743ppm CH,;0,°N= 141.0687 1.8624 ppm
_— -1.8873 ppm

-1.6675ppm
pp\. ||l \ 4 | il |:|.u._|.|.|.||_.||

|
100 140 180 220 260 290 100 140 180 220 260 290

C Peak 1 Peak 2
207.1517 169.0634
C,H,,O"N=207.1521  251.1415 155.0475 C,H,,0,"°N= 169.0634 251.1415
-1.5633 ppm  C,,H,,0,N= 251.1419 C,H,0,"N= 115.0480 -1.3711ppm  C_H,,0,"N=251.1419
-1.4989 ppm -3.3445 ppm -1.4989 ppm
115.0399 157.0507 113.0374 207.1517
CH,0,= 115.0401 = C,H.0,°N= 113.0374 C,,H,,0"N=207.1521
C,H,0,= 157.0506 50,
-1.5065 ppm 0.4611 ppm -0.7357 ppm -1.5633 ppm
T T I T I T T T T T I I T L L T
100 140 180 220 255 100 140 180 220 255
m/z miz

Supp Fig. 1 Salvatore et al



Cys-Hexanor-NO,-CLA Cys-Tetranor-NO,-CLA Cys-Dinor-NO,-CLA Cys-NO,-CLA

MRM 363.3/316.3 MRM 391.3/344.3 MRM 419.3/372.3 MRM 447.3/400.3

b MRM 361.3/120 MRM 389.3/120 MRM 417.3/120 MRM 445.3/120

25 15 25 20
Tlme, min Tlme, min Tlme, min Tlme, min
(o
F t
Fragment Exp ragme.n .
Cys-NO,-FA . Theoretical Fragment Composition
[M+H] .
[M+H]

Cys-NO,-CLA 447.2519 447.2523 Cpy1H3oN,065"

Cys-Dinor-NO,-CLA 419.2206 419.2210 CyoH3sN,0¢S"

Cys-Tetranor-NO ,-CLA 391.1885 391.1897 Cy7H31N,06S"

Cys-Hexanor-NO,-CLA 363.1577 363.1584 Cy5Hy N, 065"
Cys-°NO,-CLA 448.2482 448.2492 C,1H3gN; °N;0,S"
Cys-Dinor->NO,-CLA 420.2289 420.2181 CaoH3sN; "N, 045"
Cys-Tetranor- °NO,-CLA 392.185 392.1868 CiyH3 N, PN, 0,S
Cys-Hexanor-""NO,-CLA 364.1537 364.1555 CysHyy NN, 0S5
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T}sz Exact Mass: 336.2512



1 0.49 0.05
2 3.86 0.82
3 2.11 0.64
4 3.19 0.45
5 0.8 0.19
6 4.43 1.05
7 3.37 1.02
8 41.95 5.64
9 42.58 2.24
10 1.81 0.03
11 1.21 0.27
12 24 417
13 7.26 4.39
14 2.56 0.78
Urinary levels of NO,-CLA:

9.97 +/-3.98 (pmol/mg creatinine)

9.22 +/- 4.31 (nM)
Range:

0.49-42.58 (pmol/mg creatinine)
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