Supplementary File S4. Identification of metabolites. Chromatograms and spectra of study samples and pure chemical standards.

General notes:

Chromatograms and spectra are from representative study samples and pure chemical standards when available.

All chemical standards were from IROA Technologies’ Mass Spectrometry Metabolite Library, except Phenylacetylglutamine (MetaSci),

Decanoylcarnitine (Sigma), Glycochenodeoxycholic acid (Sigma), Indole-3-propionic acid (MetaSci), Indoleacetic acid (Sigma), Isatin (Sigma),
Propionylcarnitine (Sigma), Tetradecanoylcarnitine (Sigma), and y-CEHC (Chem Cruz)

e Chromatograms and isotope patterns: Find Compounds by Formula searches in Agilent MassHunter Qualitative Analysis B.06.00 SP1

e |sotope patterns: Red rectangles represent an isotope pattern calculated from the elemental composition (shown in the title of each

spectra), bars inside the rectangles show the observed isotope peaks

e MS/MS spectra: Precursor is indicated with a blue dot above the ion. Collision energy is on top of the spectra, e.g. CID@20.0.
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Valine
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Hypoxanthine
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Caffeine
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LysoPC (16:1)
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LysoPC (15:0)
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Decanoylcarnitine (C10:0)
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Dodecanoylcarnitine (C12:0)
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Glycochenodeoxycholic acid
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Hippuric acid

x104 Cpd 1: C9 H9 N O3: +ESI EIC(180.0655) Scan Frag=175.0V NR210114_015_.. x104 Cpd 1: C9 H9 N O3: + FBF Spectrum (3.076 min) NR210114_015_sQC25.d  x104 +ESI Product lon (3.078 min) Frag=185.0V CID@10.0 (180.0657[z=1] -> **) N...

N 3.076 4] 180.0666 8
35 (M+H)+ 3.59 8_
2.5 7 A 3
- 3] 34 e
24 ] 2.5
Sample 25
1.5 2 21
(=23
i 1.5 &
N 8 181.0688 o B =2 o
N M)+ " g3 gs g
0.54 . S o5 =
2.832 0.54 [ﬁ . N = g
0- 0 il ol . | [ N | A4
x106 Cpd 1: C9 H9 N O3: +ESI EIC(180.0655) Scan Frag=175.0V NR210114_003_l.. 'x106 Cpd 1: C9 H9 N O3: + FBF Spectrum (3.087 min) NR210114_003_IROA448 .. 106 +ESI Product lon (3.071 min) Frag=185.0V CID@10.0 (180.0657[z=1] -> **) N..
3.087 180.0662 454 e
54 6 (M+H)+ N 3
_ 3
4 54 3.54 °
4 .
34 51
Standard . s
i 5]
5]
1.5
29 181.0691 s 0 =
14 (M+H)+ 182.0709 B ] g
" (M+H)+ 051 I g
Il ' 1 4
o 0/ 1l - 0/ I
285 29 295 3 305 31 315 32 325 33 335 180 180.5 181 181.5 182 182.5 60 70 80 90 100 110 120 130 140 150 160 170 180
Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)

+ESI EIC Product lon Frag=185.0V CID@10.0 (180.0657[z=1] -> 77.0396) NR.. = 102 +ESI EIC Product lon Frag=185.0V CID@10.0 (180.0657[z=1] -> 84.9599) NR..

74 11
6
054
5
4 0
3 x10 1 +ESI EIC Product lon Frag=185.0V CID@10.0 (180.0657[z=1] -> 121.0083) N...

o = N
T T 0
N

04

2 +ESI EIC Product lon Frag=185.0V CID@10.0 (180.0657[z=1] -> 105.0338) N.. = 409 1 +ESI EIC Product lon Frag=185.0V CID@10.0 (180.0657[z=1] -> 116.9804) N.

N
MS/MS fragments of hippuric 08 2] W\/M
. . . 0
acid coelute with the M+H+ ion 061
04 x10 17 +ESI EIC Product lon Frag=185.0V CID@10.0 (180.0657[z=1] -> 149.0035) N...

0.2

§

27 28 29 3 31 32 33 34 35 27 28 29 3 31 32 33 34 35
Counts (%) vs. Acquisition Time (min) Counts (%) vs. Acquisition Time (min)

Additional fragments in the MS/MS
spectrum are unrelated to hippuric acid
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Indoleacetic acid

x104 |Cpd 1: C10 H9 N O2: +ES| EIC(176.0706) Scan Frag=175.0V NR210122_sQC.. x104 Cpd 1: C10 H9 N 02: + FBF Spectrum (4.142 min) NR210122_sQC25.d

64

0.8
0.6
0.4+

0.2

x104 |+ESI Product lon (4.150 min) Frag=185.0V CID@10.0 (176.0716[z=1] -> **) N...

x104 +ESI Product lon (4.150 min) Frag=215.0V CID@40.0 (176.0716[z=1] -> **) N...

4142 7{ 176.0710 = w0
(M+H)+ 4 8 1.64 5 2
1 M pid 1.4 8 S
3.5 3 ’ IS 8
57 34 1.24 ~ - 5
Sample 44 254 1 g
J 0.8 3
34 2 i
J 0.6 -
2] 177.0757 5 o 8 N z
(M+H)+ 178.0694 1 S 2 041 8§ 8 2
3.837 4.446 " 0 (M+H)+ 051 2 N 02{ & 5 =
o~ ol L _ ol ‘ l ‘ ‘ L odi Tl b [ .
Cpd 1: C10 H9 N 02: +ESI EIC(176.0706) Scan Frag=175.0V NR210122_IRO... 'x106 Cpd 1: C10 H9 N O2: + FBF Spectrum (4.137 min) NR210122_IROA470_Ind.. x104 +ESI Product lon (4.164 min) Frag=175.0V CID@10.0 (176.0711[z=1] -> **) 1.. x104 +ESI Product lon (4.145 min) Frag=175.0V CID@40.0 (176.0711[z=1] -> **) 1...
1.6 w0 J
4137 176.0711 259 8 2 o
144 (M+H)+ 1] I
2 s 1 2
1.2 - @ N
] 0.8 2
1 1.5 2 €
0.84 J ]
Standard 1 06 2 8
J J 3
06 s 041 g T oo
0.4 177.0747 S S 2
(M+H)+ 178.0772 0.5 < 02{ 2 2
0.2 (M+H)+ D3 : ) =
3.721 = .
T 0- - ; ‘m . = T S T S S RS oL . L W
36 37 38 39 4 41 42 43 44 45 46 47 438 176 176.5 177 177.5 178 60 70 8 90 100 110 120 130 140 150 160 170 180 50 60 70 80 90 100 110 120 130 140 150 160 170

Counts vs. Acquisition Time (min)

Indole-3-propionic acid

x104 Cpd 1: C11 H11 N 02: +ESI EIC(190.0863) Scan Frag=175.0V NR210114_01...

Counts vs. Mass-to-Charge (m/z)

Counts vs. Mass-to-Charge (m/z)

Counts vs. Mass-to-Charge (m/z)

x104 Cpd 1: C11 H11 N O2: + FBF Spectrum (4.587 min) NR210114_015_sQC25.d x104 +ESI Product lon (4.585 min) Frag=185.0V CID@10.0 (190.0870[z=1] -> **) N.._ x10 4 +ESI Product lon (4.580 min) Frag=195.0V CID@20.0 (190.0870[z=1] -> **) N...

5 4.587 6 190.0861 4 o 71 i
(M+H)+ 35 § 8
4 5 ’ S 6+ 3
34 2 2
5]
3 41 251
2 4
,| Sample 3 ] » N o
2 191.0907 151 5 B z
1 A o
11 (M+H)+ 14 x 5 b 3 21 b o g 2 8 3 §
192.0911 S 15 E s o g o 8 8 3 S
" (M+H)+ 05+ 8 - 3 1 e = S
m 0 3 ‘ NS g = 3 ~
o0- 0d - 0 N . | J 0 Lol i O Al | AR L *
x106  Cpd 1: C11 H11 N 02: +ESI EIC(190.0863) Scan Frag=175.0V NR210114_01.. 4106 Cpd 1: C11 H11 N O2: + FBF Spectrum (4.573 min) NR210114_014_STD144.. x106 +ESI Product lon (4.583 min) Frag=185.0V CID@10.0 (190.0870[z=1] > **) N... x10 6 +ESI Product lon (4.580 min) Frag=195.0v CID@20.0 (190.0870[z=1] -> **) N..
64 4573 74 190.0872 451 iy | 2
(M+H)+ 5 & 5 &
54 81 o 8 3
5 3.5 - 44 @
4] 34
4 25 31
4 [
Standard 3] 2 s o o 2
191.0894 1.54 ° g5 3 N
2 ] > S 0 © 3 8 x ©
1 | (M+H)+ 192.0923 193.0042 iy g N g 1 © 8 L2 3 S
B M+H)+ 4 3 1) S < o
4.289 I (MHy (M) 05 © ‘ | N 8 T 3 £ .
0- : : : : : - - - - : - - 0- = 0 ‘ R e e B S e S e e ey
41 42 43 44 45 46 47 48 49 5 51 52 1895 190 1905 191 1915 192 1925 193 30 40 50 60 70 80 90 100 110 120 130 140 150 160 170 180 190 40 50 60 70 80 90 100 110 120 130 140 150 160 170 180 190

Counts vs. Acquisition Time (min)

Counts vs. Mass-to-Charge (m/z)
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Indolelactic acid

x103 Cpd 4: C11 H11 N 03: +ESI EIC(206.0812) Scan Frag=175.0V NR210114_01.. ' x103 Cpd 4:C11 H11 N O3: + FBF Spectrum (3.857 min) NR210114_015_sQC25.d = x103 +ESI Product lon (3.851 min) Frag=185.0V CID@10.0 (206.0823[z=1] -> *) N..| x103 +ESI Product lon (3.852 min) Frag=195.0V CID@20.0 (206.0823[z=1] -> **) N...

206.0797 5 |
° (M+Hy+ 3 g e 2 4 2
84 m 5 8 2 o ~ 35 =2
; 2.5+ o ~ % o 1) o o
] 8 % E g &5 § 3] g
& 3 g 2 & g 251 g S
5+ ~ * 3 8
1.54 & - 2 S 2 @
4 © 3 — o < IN 0 I
3 3 154 poy ® 2 5 3 ~
© . < p > 0 o o
3 14 S e S @ < S e ©
2 ® ¢ w8 5 T 8s &,
0.5 = 8 =
y | i ol b 5T
o L 04 1 [ il il | o h Al ol “ | L |
x106 | Cpd 5: C11 H11 N O3: +ESI EIC(206.0812) Scan Frag=175.0V NR210114_00.. ' x106 Cpd5: C11 H11 N O3: + FBF Spectrum (3.855 min) NR210114_007_STDO058.. 105 +ESI Product lon (3.850 min) Frag=185.0V CID@10.0 (206.0823[z=1] -> **) N... x105 +ESI Product lon (3.851 min) Frag=195.0V CID@20.0 (206.0823[z=1] -> **) N..
2.25 3.855 206.0818 a 3 3 2
N 2.5 (M+H)+ 354 o S & 8
" ) 3 o s 2.5 3 3
1.754 2] 34 S 5 s 7 9
1.5 32 o * P ©
} 251 = ® 2 5
1.25 1.54 ) - § 15 2 2
] 1 82 3 3 1 s 8 g =
1 Standard 15l g g 8 ° - B’
0.754 1 5 s 2 2 3 1] 2 S
05 207.0855 N h= g 8 3 ® 2
-] 0.5 (M+H)+ 208.0877 S 05l 2 g
0.254 (M+H)+ 0.5 = - ‘ ‘ g
o- 04 L m - o4 |l ‘ 04 . PP || IR \ h '
35 36 37 38 39 4 41 42 43 44 206 206.5 207 207.5 208 40 60 80 100 120 140 160 180 200 40 60 80 100 120 140 160 180 200
Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
x102 +ESI EIC Product lon Frag=185.0V CID@10.0 (206.0823[z=1] -> 160.0759) N... x10 1 +ESI EIC Product lon Frag=185.0V CID@10.0 (206.0823[z=1] -> 97.9687) NR...
1
5
0.8
0.6 01
04 x10 1 +ESI EIC Product lon Frag=185.0V CID@10.0 (206.0823[z=1] -> 127.9576) N...
0.2 54
o4
o4
x101 }E&Vﬂodud lon Frag=185.0V CID@10.0 (206.0823[z=1] -> 188.0707) N.. x102 +ESI EIC Product lon Frag=185.0V CID@10.0 (206.0823[z=1] -> 141.9598) N...
14
4 05
MS/MS fragments of indolelactic 6
54 o4
. . . o
acid coelute with the M+H+ ion s x10 1 +ESI EIC Product lon Frag=185.0V CID@10.0 (206.0823[z=1] -> 173.9596) N...
2+ 44
1 2]
o4
o4
36 365 37 375 38 385 39 395 4 405 41 415 36 gl6s 37 375 38 385 39 395 4 405 41 415
Counts (%) vs. Acquisition Time (min) Counts (%) vs. Acquisition Time (min)

Additional fragments seen in the MS/MS
spectra are unrelated to indolelactic acid
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Isatin

x103 Cpd 1: C8 H5 N O2: +ESI EIC(148.0393) Scan Frag=175.0V NR210114_017_..

x103 Cpd 1: C8 H5 N O2: + FBF Spectrum (3.329 min) NR210114_017_Batch3_V-..

94 148.0398
8| 3.3209 o (Mt
7 -
61 6
5
Sample 5
4
4
3 3]
24
24
04 AVaW) oJ
x105 Cpd 4: C8 H5 N O2: +ES| EIC(148.0393) Scan Frag=175.0V NR210114_016_.. ;105 Cpd 4: C8 H5 N 02: + FBF Spectrum (3.318 min) NR210114_016_STD097_|I...
7 3318 148.0408
N 8- (M+H)+
74
51 64
4 51
./ Standard 4]
2 3
2 149.0436
14 il (M+H)+ 150.0459
14 (M+H)+
27 28 29 3 31 32 33 34 35 36 37 38 39 4 148 1485 149 1495 150

Counts vs. Acquisition Time (min)

Counts vs. Mass-to-Charge (m/z)

x10 3 +ESI Product lon (3.334 min) Frag=185.0V CID@10.0 (148.0394{z=1] -> **... x103 +ESI Product lon (3.315 min) Frag=195.0V CID@20.0 (148.0394[z=1] -> **) N... x102 +ESI Product lon (3.316 min) Frag=215.0V CID@40.0 (148.0394[z=1] -> **) N...

4.5
4]
35
3]
25
5]
1.5
1]
0.5
0/
x105

2.59

'

61.0297
65.5462

+ESI Product lon (3.310 min) Fi

40

50

60

-65.0390

70

-77.0389

80

84.9610

[}

[}

2

o

*

3
8 g &
< = o
Q < =
E g 8
] i 1

185.0V CID@10.0 (148.0394[z=1] -> **..

)

=

S

=

3
© ~ 5
-9 5 5
2 8 g &
& 8 S 8
o 2 [
I 1 . 1

90 100 110 120 130 140 150

Counts v§. Mass-to-Charge (m/z)

1.84
1.64
1.44
1.24

14
0.8
0.6
0.4
0.2

0/

x104

o]

8

7]

64

5

44

3

2]

1

0J

9
8

84.9581

77.0406
102.0873
130.0283

92.0499
——105.9529

——59.0698
#48.0974

—65.0379
——69.9833
—120.0823

]

+ESI Product lon (3.313 min) Frag=195.0V CID@20.0 (148.0394[z=1] -> **) N.. x10 4

#48.0397

65.0394
77.0398
92.0498
102.0343
120.0453
130.0299

50 60

L . 0-
80 90 100 110 120
Counts vs. Mass-to-Charge (m/z)

70

Due to low precursor ion intensity, some unrelated background ions
(e.g. m/z 84.9610 can be seen (see hippuric acid for details)
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58.0645
65.0399

40.9701
51.0241
77.0328

——102.0359
#48.0339

+ESI Product lon (3.312 min) Frag=215.0V CID@40.0 (148.0394[z=1] -> **) N...

o
N
S 8
- 2]
w (=}
0
©
(=)
=3 <
Q 3
g 8 &
=1 " ]
] ° _ e
by
(=]
o
o
W . \‘ | L .
0 ) g | g g | ] ] i ] .
40 50 60 70 80 90 100 110 120 130 140 150

Counts vs. Mass-to-Charge (m/z)



Proline

x105 Cpd 3: C5 H9 N O2: +ESI EIC(116.0706) Scan Frag=175.0V NR210114_015_.. x105 Cpd 3: C5H9 N O2: + FBF Spectrum (0.722 min) NR210114_015_sQC25.d x10 5 +ESI Product lon (0.725 min) Frag=185.0V CID@10.0 (116.0712[z=1] -> **) N... x10 5 +ESI Product lon (0.723 min) Frag=195.0V CID@20.0 (116.0712[z=1] -> **...

9 0.722 6+ 116.0706 ' =
(MH)+ 34 g 34 g
5 b ]
4 g g
Sample 25/ b 25/ ]
4
34 5] 2]
©
34 8
2l 1.5 g 154
©
29 1 N 1 ~
1] 117.0737 @ S 5 N 5
1 (M+H)+ 0.5 B 0.54 S 3 8 3
0- 04 Ll 0 o4 < o & ;’ 8 *
x10 6 Cpd 3: C5 H9 N O2: +ESI EIC(116.0706) Scan Frag=175.0V NR210114_001_I.. x106 Cpd 3: C5 H9 N O2: + FBF Spectrum (0.718 min) NR210114_001_IROA052_.. x106 +ESI Product lon (0.726 min) Frag=185.0V CID@10.0 (116.0712[z=1] -> *) N... x10 6 +ESI Product lon (0.725 min) Frag=195.0V CID@20.0 (116.0712[z=1] -> **...
64 0718 116.0723 4] 3 451 @
6 (M+H)+ E 44 &
5] 354 E: E:
i 3.59
.l Standard s 3 :
4 254 25
34 - 5
3 21 S 5]
o
2 ) 154 3 154
- - ~ - =
11 v 118.0799 2 oe 2 ] g
14 ( )+ e} b= 3 8 2
(M+H)+ 0.5 < 0.5 S = g ©
o)L 0434 ol |l 0 _ o) @ o & g % >
04 05 06 07 08 09 1 10 ‘ 116 116.5 117 117.5 118 " 30 40 50 60 70 8 9 100 110 120 " 30 40 5 60 70 8 90 100 110 120
Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)

Propionylcarnitine (C3:0)

x103 Cpd 4: C10 H19 N O4: +ESI EIC(218.1387) Scan Frag=175.0V NR210114_02.. x104 Cpd 4: C10 H19 N O4: + FBF Spectrum (1.424 min) NR210114_022_Batc.. x103 +ESI Product lon (1.407 min) Frag=185.0V CID@10.0 (218.1382[z=1] -> **) N...  x10 3 +ESI Product lon (1.425 min) Frag=195.0V CID@20.0 (218.1382[z=1] -> **) N...

8 Olssf Tpaz4 1.24 218.1397 2.254 2 5 5
(M+H)+ 2 el I
7 " M 1.75 ] 2
o Sample 754 R 2 4 8
0.8 1.5 2
5 1.25 =3 < 3
44 0.6+ 1] 0 é
39 041 0.751 o 2 & ] 8
21 ' 219.1408 220.1461 054 ] 7 e 8
1 02 (e (MeH)+ ' 8 & " e
0.254 .
o- 04 U m o) 04 | | 11 | \h“' [ 1l ‘ 0J [ [ I itum .
x106 ' Cpd 5: C10 H19 N O4: +ESI EIC(218.1387) Scan Frag=175.0V NR210114_00.. x106 Cpd 5: C10 H19 N O4: + FBF Spectrum (1.407 min) NR210114_005_STD.. x106 +ESI Product lon (1.409 min) Frag=185.0V CID@10.0 (218.1382[z=1] > **) N.. x10 6 +ESI Product lon (1.427 min) Frag=195.0V CID@20.0 (218.1382[z=1] -> **) N...
1.407 74 218.1404 251 2 41 &
54 (M+H)+ 2 3.5 S
6 © % ’ I
I 21 & - 3 ©
4 i o
4 Standard 5 o
£ 2.5
3 44 154
1 5l
1 ©
2 3 1 = i 15
o
2 219.1427 b = 14 a2
14 (M+H)+ 220.1448 0.51 = L 2
1 (M+H)+ 8 0.5 S
04 0/ L il = 0/ . ) 0/ il L ¢
08 09 1 11 12 13 14 15 1.6 1.7 1.8 1.9 2 21 22 218 2185 219 219.5 220 2205 40 60 80 100 120 140 160 180 200 220 40 60 80 100 120 140 160 180 200 220
Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
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Tetradecanoylcarnitine (C14:0)

x104 Cpd 1: C21 H41 N O4: +ES| EIC(372.3108) Scan Frag=175.0V NR210129_Bat.. | x104 'Cpd 1: C21 H41 N O4: + FBF Spectrum (6.117 min) NR210129_Batch3_V-22..

x104 +ESI Product lon (6.106 min) Frag=185.0V CID@10.0 (372.3109[z=1] -> *) N... x10 4 +ESI Product lon (6.099 min) Frag=195.0V CID@20.0 (372.3109[z=1] -> **) N...

1 6.117 5] 372.3113 8 251 =3
(M+H)+ 51 & S
i I >
4 4 n N 2 @
3]
Sample 3 N 15
<
2 24 373.3152 2 14 © o
(M+H)+ - ~ = - N © o
5.954 - 2 N ) 2 ] 3 5
1 1 374.3173 375.3249 1 8 8 8 os{ & = S =
(M+H)+ (M+H)+ S © g e = 5
6.512 g8 9 & = N
0- J u (=] - 04 i | L 04 o L ) |
x106 Cpd 1: C21 H41 N O4: +ES| EIC(372.3108) Scan Frag=175.0V NR210129_ST.. x106 Cpd 1: C21 H41 N O4: + FBF Spectrum (6.106 min) NR210129_STDO042 Tet.. x106 +ESI Product lon (6.103 min) Frag=185.0V CID@10.0 (372.3109[z=1] -> *) N.. x10 6 +ESI Product lon (6.105 min) Frag=195.0V CID@20.0 (372.3109[z=1] -> **) N...
] 6.106 254 3723120 2.25 ® 9 3
222— (b 24 o 1.4 S
29 1.754 N 1.2 &
1.75 : - :
154 15l 159 1]
1251 Standard 1251 08 g
] 14 b
14 3733158 0.6 et
4 N ] N
075 (MH)+ 075 - 9 0al 2 © 8 g s
0.5 0.5 374.3179 375.3213 051 5 & ] 3 = 8 o
’ M+H)+ ; 8 s & g < = el
0.251 ( (M+H)+ 0.25] e g 2 0.2 @ 3 £ by
o0- o il (=} - o4 e | h o4 do i h |
5.8 5.9 6 6.1 6.2 6.3 6.4 6.5 3725 373 3735 374 3745 375 3755 50 75 100 125 150 175 200 225 250 275 300 325 350 375 50 75 100 125 150 175 200 225 250 275 300 325 350 375
Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
Theobromine
x104 Cpd 3: C7 H8 N4 O2: +ESI EIC(181.0720) Scan Frag=175.0V NR210114_015..  x104 Cpd 3: C7 H8 N4 O2: + FBF Spectrum (2.396 min) NR210114_015_sQC25.d  x105 +ESI Product lon (2.413 min) Frag=185.0V CID@10.0 (181.0721[z=1] -> **) N... x10 3 +ESI Product lon (2.411 min) Frag=195.0V CID@20.0 (181.0721[z=1] -> **...
2711 1 181.0723 © 84 9 4 g .
5 2.3% a2 (MH) 12] g 7 8 g3 3
5] 1 > b 2 > © 5
.| Sample N 3 ol B g 4 9 £ g
4 2 N g I =
- 7 D —
3 2122 0.8+ N Rl ~ 8 g 3
34 4 |3 S 5 &
0.6 0 ~ S S ©
2- © 2 N 34 S = o
# 182.0754 0.4 0 & 2. v g S o =2 ;
. ~ N o < o 9 > N © N
N N (M+H)+ 183.0765 o2l & 38 8 > &5 ggsg & g 3%
(M+H)+ 218 &8 d 8 ||fsg 3 g w© B
i 3 88 SElRE® ¢ £ LIkl M
04 . o — o4 ¥ © © |, T Ll R s - o4 . M Y ALY T T 1
x10 6 Cpd 1: C7 H8 N4 O2: +ESI EIC(181.0720) Scan Frag=175.0V NR210114_002.. x106 Cpd 1: C7 H8 N4 O2: + FBF Spectrum (2.405 min) NR210114_002_IROA336.. x106 +ESI Product lon (2.407 min) Frag=185.0V CID@10.0 (181.0721[z=1] -> *) N... x10 6 +ESI Product lon (2.412 min) Frag=195.0V CID@20.0 (181.0721[z=1] > **...
6 2.405 7 181.0729 * 1
(M+H)+ 3.5 -
61 X
Standard ) % 08 g g
2,54 3 Q i
3 “ 2 ] g S *
0
34 1.54 o 0443 3 s =
21 + e ~ 2 3 b
24 182.0748 1 ~ ¥ o S o = N
1 (M) 183.0767 $ % 33 & g5 5 g & 2 02{ | ©
1 (M+H)+ 0548 3 88 8§ &5 2 23 8 H H
o © ™~ o < © o = N < -
o- o M - 0 ¥ w O~ ®© o= 5 = Jd = | o . N AN ‘\
2 21 22 23 24 25 26 27 28 181 1815 182 182.5 183 183.5 50 60 70 80 90 100 110 120 130 140 150 160 170 180 50 60 70 80 90 100 110 120 130 140 150 160 170 180

Counts vs. Acquisition Time (min)

Counts vs. Mass-to-Charge (m/z)
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Theophylline

x105  Cpd 1: C7 H8 N4 02: +ESI EIC(181.0720) Scan Frag=175.0V NR210114_015..

x104 Cpd 1: C7 H8 N4 02: + FBF Spectrum (2.822 min) NR210114_015_sQC25.d

x10 5 +ESI Product lon (2.826 min) Frag=185.0V CID@10.0 (181.0723[z=1] -> **...

x10 4 +ESI Product lon (2.827 min) Frag=195.0V CID@20.0 (181.0723[z=1] -> **) N...
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Counts vs. Acquisition Time (min)

y-CEHC

x104 |Cpd 3: C15 H20 O4: +ESI EIC(265.1434) Scan Frag=175.0V MetaboCCC_NR...

Counts vs. Mass-to-Charge (m/z)

x104 Cpd 3: C15 H20 O4: + FBF Spectrum (5.264 min) MetaboCCC_NR160307_V... x10 3 +ESI Product lon (5.289 min) Frag=185.0V CID@10.0 (265.1430[z=1] -> **) N...

Counts vs. Mass-to-Charge (m/z)

Counts vs. Mass-to-Charge (m/z)
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x106 Cpd 1: C24 H50 N O7 P: + EIC(496.3398) Scan MetaboCCC_NR160222_V-20...
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x105 Cpd 1: C24 H50 N O6 P: + EIC(480.3449) Scan MetaboCCC_NR160222_V-18..
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LysoPC (16:0)

x105 Cpd 1: C24 H50 N O7 P: + FBF Spectrum (6.962, 7.043-7.185 min) Metab...
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LysoPC (P-16:0)

x104 Cpd 1: C24 H50 N O6 P: + FBF Spectrum (7.098-7.128 min) MetaboCCC _...
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Counts vs. Mass-to-Charge (m/z)
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x104 +ESI Product lon (7.219 min) Frag=175.0V CID@10.0 (480.3478[z=1] -> **) 0...
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Counts vs. Mass-to-Charge (m/z)

x10 5 +ESI Product
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LysoPC (17:0)

x102 Cpd 1: C25 H52 N O7 P: + EIC(510.3554, 511.3588) Scan MetaboCCC_NR16...

x105 Cpd 1: C25 H52 N O7 P: + FBF Spectrum (7.087-7.148 min) MetaboCCC_...

x104 +ESI Product lon (7.229 min) Frag=175.0V CID@10.0 (510.3541[z=1] -> **) 0...

x105 | +ESI Product lon (7.229 min) Frag=175.0V CID@40.0 (510.3541[z=1] -> **...
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LysoPC (18:0)

x102 Cpd 1: C26 H54 N O7 P: + EIC(524.3711, 525.3744) Scan MetaboCCC_NR16...
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x106 Cpd 1: C26 H54 N O7 P: + FBF Spectrum (7.219, 7.260 min) MetaboCCC... = x10 & +ESI Product lon (7.330 min) Frag=175.0V CID@10.0 (524.3713[z=1] -> **...
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x10 5 +ESI Product lon (7.328 min) Frag=175.0V CID@40.0 (524.3713[z=1] -> **..
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Bilirubin
Bilirubin typically exhibits high number of ions in electrospray (see the spectra below). MS/MS was acquired from [M+H]"

x102 | Cpd 1: C33 H36 N4 O6: + EIC(585.2708, 586.2739) Scan MetaboCCC_NR160..  x105 | Cpd 1: C33 H36 N4 O6: + FBF Spectrum (7.914-7.955 min) MetaboCCC_NR.. | 105 +ES| Scan (7.935 min) Frag=175.0V MetaboCCC_NR160222_V-27958-A572.. 4103 +ESI Product lon (7.940 min) Frag=175.0V CID@20.0 (585.2698[z=1] -> ) E..
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x102 Cpd 1: C33 H36 N4 O6: + EIC(585.2708, 586.2739) Scan 067.d x104 Cpd 1: C33 H36 N4 O6: + FBF Spectrum (7.907-7.958 min) 067.d «104 +ESI Scan (7.928 min) Frag=175.0V 067.d x104 +ESI Product lon (7.944 min) Frag=175.0V CID@20.0 (585.2700[z=1] -> **) 0...
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Counts (%) vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
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Bilirubin isomers 1 and 2:

Two bilirubin isomers, possible photodegradation products (for details, see Ennever et al. J Clin Invest. 1987;79:1674 and Pediatr Res. 1985;19:205)

x105 Cpd 2: C33 H36 N4 O6: +ESI EIC(568.2442, 569.2474, 585.2708, 586.2739.. x105 Cpd 2: C33 H36 N4 O6: + FBF Spectrum (5.109 min) MetaboCCC_NR160...
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7.923 159
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6
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Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z)
Bilirubin

Two structural isomers of bilirubin that
can be formed by light exposure.

Isotope patterns and MS/MS spectra
matching with those of bilirubin.

Detailed identification using the same
instrumentation and method: Stepien
etal., IntJ Cancer 2021;148:609-25
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+ES| Product lon (5.250 min) Frag=185.0V CID@10.0 (585.2690[z=1] -> **) N...
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Decenoylcarnitine (C10:1), isomer 1 and 2

x105 Cpd 1: C17 H31 N O4: +ESI EIC(314.2326) Scan Frag=175.0V MetaboCCC... 105 Cpd 1: C17 H31 N O4: + FBF Spectrum (4.957 min) MetaboCCC_NR160307.. x104 +ESI Product lon (5.014 min) Frag=185.0V CID@10.0 (314.2327[z=1] -> **.. x104 +ESI Product lon (5.012 min) Frag=195.0V CID@20.0 (314.2327[z=1] -> **) N...
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’ M 351 3 s
3 11 - - 34 8
3]
2.5 251
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x105 Cpd 2: C17 H31 N O4: +ES| EIC(314.2326) Scan Frag=175.0V MetaboCCC..  x105 Cpd 2: C17 H31 N O4: + FBF Spectrum (4.876 min) MetaboCCC_NR160307.. x104 +ESI Product lon (5.117 min) Frag=185.0V CID@10.0 (314.2327[z=1]-> **... x10 4 +ESI Product lon (5.115 min) Frag=195.0V CID@20.0 (314.2327[z=1] -> **) N..
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Dodecenoylcarnitine (C12:1)

x104 Cpd 1: C19 H35 N O4: +ES| EIC(342.2639) Scan Frag=175.0V MetaboCCC_N.. x104 Cpd 1: C19 H35 N O4: + FBF Spectrum (5.453-5.524 min) MetaboCCC_NR1.. x10 3 +ESI Product lon (5.621 min) Frag=185.0V CID@10.0 (342.2638[z=1] -> **) N... x10 3 +ESI Product lon (5.616 min) Frag=195.0V CID@20.0 (342.2638[z=1] -> **) N..
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Hexadecadienoylcarnitine (C16:2)

x105 Cpd 3: C23 H41 N O4: +ESI EIC(396.3108) Scan Frag=175.0V MetaboCCC_N.. x105 Cpd 3: C23 H41 N O4: + FBF Spectrum (5.926 min) MetaboCCC_NR160307.. x103 +ESI Product lon (6.036 min) Frag=185.0V CID@10.0 (396.3105[z=1] -> **) N.. x10 3 +ESI Product lon (6.034 min) Frag=195.0V CID@20.0 (396.3105[z=1] -> **) N...
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o 0/ L 0 = 0J [ | [1, TR 04 il il | I I 1l I I
L e S T 7 T T T T T T N s e S e B e W S Sy WY e e S e T T T T T T T T T T T T 1
54 55 56 57 58 59 6 6.1 6.2 6.3 6.4 65 6.6 6.7 6.8 6.9 396.5 397 397.5 398 398.5 399 50 75 100 125 150 175 200 225 250 275 300 325 350 375 400 50 75 100 125 150 175 200 225 250 275 300 325 350 375 400
Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
Hexadecenoylcarnitine (C16:1)
x104 Cpd 2: C23 H43 N O4: +ES| EIC(398.3265) Scan Frag=175.0V MetaboCCC_N.. x104 Cpd 2: C23 H43 N O4: + FBF Spectrum (6.099 min) MetaboCCC_NR160307... x10 3 +ESI Product lon (6.200 min) Frag=185.0V CID@10.0 (398.3263[z=1] -> **) N... x103 +ESI Product lon (6.199 min) Frag=195.0V CID@20.0 (398.3263[z=1] -> **) N...
5.4 .
4.6+ 4
4.75- 398.3268 4
4.4 6.099 (M+H)+ 6.5 & 3.8 =
4.5 N - 2]
4.2+ © I
4 4254 ]| 64 o 3.64 S
3 34l ]
3.84 44 554 -
: 3.2
3.64 3751 5
3.4 54 1
3.5+ <
3.2 8 2.84
3.254 4.54 @
34
2 Ry 264 2 .
2.8 4 244 238 &
2.6 2.751 g S
244 25 3.5 221 2 g
2.2 ] ’ 2y 9 4
o 2.25 3] 184
1.8 21 1.6
1.6+ 1.75+ 2.5+ 14l
1.44 1.54 399.3304 24 1.2
1.2 1.254 (M+H)+ ° 1]
14 1 1.5+ = o
0.84 il 3 |& o 0.84
0.75+ 4 S |2 Irel 4
0.6 400.3322 ! © |3 B 06
0.4 0.5 (M+H)+ 401.3414 2 0.4
0.54 @
0.2 0.25 (M+H)+ ‘ 0.2 ‘ ‘ ‘ ‘
o] o)l i - o) | - Cll o) [T N R TR
T L s i | ; | | | 0 N S S A S N S S S N S S S S B S
54 55 56 57 58 59 6 6.1 6.2 6.3 6.4 65 6.6 6.7 6.8 6.9 398.5 399 399.5 400 400.5 401 401.5 50 75 100 125 150 175 200 225 250 275 300 325 350 375 400 50 75 100 125 150 175 200 225 250 275 300 325 350 375 400
Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
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x104 Cpd 4: C13 H25 N O4: +ESI EIC(260.1856) Scan Frag=175.0V MetaboCCC_N.. x104 Cpd4: C13 H25 N O4: + FBF Spectrum (3.336 min) MetaboCCC_NR160307...

o]
8.5
8]
7.5
71
6.5
61
5.5
5]
4.5
4]
3.5
3]
2.5
2]
1.59
11
0.5
0J

x105 | Cpd 4: C15 H29 N O4: +ESI EIC(288.2169) Scan Frag=175.0V MetaboCCC_N... x10 5 Cpd 4: C15 H29 N O4: + FBF Spectrum (4.423 min) MetaboCCC_NR160307..

Hexanoylcarnitine (C6:0)

3.336

9.54
9
854
8
7.54
74
6.54
64
554
5]
454
4
354
3]
254
2
1.5
1
0.54

260.1862
(M+H)+

261.1893
(M+H)+

262.1909
(M+H)+

s}

31 32 33 34 35 36

Counts vs. Acquisition Time (min)

w

29

Octanoylcarnitine (C8:0)

37 38 39

260

2605

261 2615
Counts vs. Mass-to-Charge (m/z)

262

x104 +ESI Product lon (3.453 min) Frag=185.0V CID@10.0 (260.1855[z=1] -> **) N..

1.24
1.154
1.14

60.0822

85.0298

165.9382
201.1117
209.9289

——179.9140

Il il \‘ 1} H‘\ b

#60.1872

40

120 140 160 180 200
Counts vs. Mass-to-Charge (m/z)

220 240 260

x104 +ESI Product lon (3.450 min) Frag=195.0V CID@20.0 (260.1855[z=1] -> **) N..

1.05
14
0.95-
0.9+
0.85-
0.8+
0.75-
0.7+
0.65-
0.6
0.55-
0.5+
0.454
0.4+
0.35-
0.3
0.25-

85.0296

150.9143

60.0818
71.0866
133.9106
165.9382
195.9148

Z_99.0798
= 178.9086

—-43.0183
—-120.0724

|5,

| R

120 140 160 180 200 220 240

Counts vs. Mass-to-Charge (m/z)

N
S
o
15}
3
S
o4
S

x104 | +ESI Product lon (4.565 min) Frag=185.0V CID@10.0 (288.2177[z=1] -> *) N.. x10 4 +ESI Product lon (4.555 min) Frag=195.0V CID@20.0 (288.2177[z=1] -> **) N...

288.2179 b 6.5
3.8 381  (M+H)+ 5 ® SN
4423 475 N N
3.69 3.6 i 759 g 6 g
3.4 3.4 4.5+ ®
1 5.5
3.24 321 4.25
3 3 41 5
2.8 2.8 3.759 45
264 2.6 332: ~
244 2.4 ) 3’ 44
229 2.2 ]
21 5 2.754 354
18 1 2.5
84 1.8 205 34
1.6 1.6 o
24 3 25
1.4 1.4 175 ]
: 5
1.2 1.2 154 £ 2
1 " 125 w0 154
081 084 289.2204 1 b ) I
- (M+H)+ 1 = S ~
0.6 0.6 0.754 0 ~ ] 1 S © § ©
04/ 041 290.2223 0.5 2 = @ = o 2
021 0.24 (M+H)* 0.25 8 o 057 o ] *
o ol U =) ol | RS ol x ol \ \
4 41 42 43 44 45 46 47 48 49 288.25 2885 28875 289 289.25 289.5 289.75 290 290.25 40 60 80 100 120 140 160 180 200 220 240 260 280 300 40 60 80 100 120 140 160 180 200 220 240 260 280 300

Counts vs. Acquisition Time (min)

Counts vs. Mass-to-Charge (m/z)
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LysoPC (14:0) (isomer 1)

x104 Cpd 2: C22 H46 N O7 P: +ESI EIC(468.3085) Scan Frag=175.0V MetaboCCC..  x104 Cpd 2: C22 H46 N O7 P: + FBF Spectrum (6.648 min) MetaboCCC_NR16030.. x102 +ESI Product lon (6.650 min) Frag=175.0V CID@10.0 (468.3086[z=1] -> **) L.. x102 +ESI Product lon (6.668 min) Frag=175.0V CID@20.0 (468.3086[z=1] -> **) L...

1.74 6.729 s 4.64
1 1.4 = 4.4 -
1o 468.3076 6.5 ; oy 3
1.5 131 (MH+ k- ) S
6 4 3
1.4+ 1.2 3.8+ AR
1.34 114 5.5 3.64
6.648 : s 3.4
1.24 N 32
1.1 4.5 N 34
. 094 2 2.8
iy 44 © 2.6
0.9+ . ]
354 b 24
0.8 0.74 : ~ 2.2
. I ) o
3 o 2 0
0.7+ 4
06 g 1.8 g 2
064 0.5 469.3132 2.5 164 ) &
(M+H)+ ] P
059 0.4+ 2 2 1: ¥
0.4+ S <7
0.3 1.5 ;l 1]
0.3 o 0.8
0.24 0.24 470.3169 14 0.64
- (M+H)+ 0.4
0.14 0.14 0.54 0'2
0- T T T T T T T T 0- —— T T T T T T T \[D T 0- T T T T T T T T T T .07 T T T T T T T T T T
6.5 6.55 6.6 6.65 6.7 6.75 6.8 6.85 468.25 468.5 468.75 469 469.25 469.5 469.75 470 470.25 470.5 50 100 150 200 250 300 350 400 450 500 50 100 150 200 250 300 350 400 450 500
Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
LysoPC (18:1)
%106 Cpd 1: C26 H52 N O7 P: +ES| EIC(522.3554, 523.3588) Scan Frag=175.0V M..  x106 Cpd 1: C26 H52 N O7 P: + FBF Spectrum (7.064 min) MetaboCCC_NR16030.. x104 +ESI Product lon (7.112 min) Frag=185.0V CID@10.0 (522.3557[z=1] -> *) N... x104 +ESI Product lon (7.119 min) Frag=195.0V CID@20.0 (522.3557[z=1] -> **) N...
] 3.6 5 o
224 <
Iy 2.4+ o
214 7.064 1.8 iﬁ;ﬁ‘f‘ 34] 8 g
2] 1.74 - 32] 3 2.29 g
1_37 ol 4 2 g
’ 157 2.8 7 2
1.74 144 =) &
1.6 ) 264 1.8+ n N
1.59 139 2.4 16 -
4 1.24 07
Ig 11 227
7 M 2l 1.44
1.24 1
1 0.9 181 124
I 1.6
094 0.8 ool N
0.8 0.71 ’
1.24
0.7 0.6 523.3619 %
061 0.54 (M+H)+ 1 2
054 0.4l 084 =] 9 0.64 8
0.4 ’ bS 5 3
. | S S )
03 0.34 06 - < 2 0.4 0 b3
-3 02 524.3630 041 @ s 2 ) o
029 6.902 6.983 “] (M+H)+ 525.3640 ’ 3 ¥ 02 2
o : o1 (M+H)+ 0.2 L= B ’ ®
: 6.841 . m 5
0- 04 il = 0d ... . . R A ol 04 v w lil " I Ll TR . EFRRTIVE K S
; i i i i i ; i i i i g i g i g i | v | V | i | ; | i | i ] | . | i | ! | ] | i
6.7 6.8 6.9 7 71 72 73 74 75 522 522.5 523 523.5 524 5245 525 525.5 50 100 150 200 250 300 350 400 450 500 550 50 100 150 200 250 300 350 400 450 500 550
Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
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LysoPC (20:4)

x10 6 Cpd 5: C28 H50 N O7 P: +ESI EIC(544.3398, 545.3431) Scan Frag=175.0V M.. x105 Cpd 5: C28 H50 N O7 P: + FBF Spectrum (6.891 min) MetaboCCC_NR16030.. x104 +ESI Product lon (6.948 min) Frag=185.0V CID@10.0 (544.3402[z=1] -> **) N... x10 4 +ESI Product lon (6.947 min) Frag=195.0V CID@20.0 (544.3402[z=1] -> **) N...

124 9.5 467 24
7 544.3406 a4l - 1 -
6.891 4 - = 3 I
1.14 91 (M+H)+ 42 § 24 8 5
8.5+ m 4 3 1.9 s §
i 8 381 1.84 = o
09 7.5 3.6 1.74 §
' 74 3.4 164 A
08l 65 321 154 3
6 31 1.4
07 2.8 134
5.5 2.6 1.24
0.6 54 2.4 114
4.5 2.21 1]
0.51 4 2 0.9
1.8+ 08
041 3.5 545.3445 164 -89
’ 3 (M+H)+ 14] 0.74
03] 7.064 254 1.2 064
0.54 -3
2| 14 8 2
0.2 15 081 g 8 - 0.4+ 8 5 3
’ 546.3456 06 g S S 03 w03 8 g
011 1 (M+H)+ 547.3418 04| 3 o 02{ & o
J 7237 4,9 | 051 I (M) 02 [ 3 017 8 &
04 04 L = 04 . . L b 04 0 T Y [ | N B . I Y
T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
6.5 6.6 6.7 6.8 6.9 7 71 7.2 73 74 544.5 545 545.5 546 546.5 547 50 100 150 200 250 300 350 400 450 500 550 50 100 150 200 250 300 350 400 450 500 550
Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
LysoPC (20:5)
x105 Cpd 5: C28 H48 N O7 P: +ES| EIC(542.3241, 543.3275) Scan Frag=175.0V M..  x104 Cpd 5: C28 H48 N O7 P: + FBF Spectrum (6.770 min) MetaboCCC_NR16030.. x102 +ESI Product lon (6.786 min) Frag=195.0V CID@20.0 (542.3229[z=1] -> **) N... x10 3 +ESI Product lon (6.804 min) Frag=215.0V CID@40.0 (542.3229[z=1] -> **) N...
1 6.912 5.75{ 542.3244 84
| 557 (M+H)+ 75 © 1.3
0.959 525{ [T : Q S
< 1.2 ~
0.94 54 74 3 =]
<
0.85- 4751 6.51 T 1.1 2
0.84 454
0.75 4.25 6 1
0.7 6.770 4+ 554
3.75 091
0.65 5] 0
061 332: 81 g
.25+ 4.5+ < P
0.554 5] o 8 071 o 8
051 2751 = 2
0.45+ 25 3.54 = n i 0.6+ S
041 6.841 225 3 2
N 2 34 o 0.54
] 543.3276 3
0.354 2 (M+H)+ 25 £? i
031 1.754 57 S5 0.4
1.5 2 2 =3
0.251 - 2y 3 b -3
1.25+ =] S N 0.34
0.2 ; 15 @ Q 3
0.154 544.3311 9 0.2
0.751 (MR 1
0.14 0.51 545.3333 04 ¢
0.05 025 D] (M+H)+ | 054 - ‘ ‘ ‘
0- T T T T T T T T 0- — T T T T T = T 0- L T T T T T T T T T T T 0- L T T T T T T T T T T T
6.6 6.65 6.7 6.75 6.8 6.85 6.9 6.95 542.5 543 543.5 544 544.5 545 50 100 150 200 250 300 350 400 450 500 550 50 100 150 200 250 300 350 400 450 500 550
Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
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LysoPC (22:5)

x105 Cpd 4: C30 H52 N O7 P: +ESI EIC(570.3554, 571.3588) Scan Frag=175.0V.. x105 Cpd 4: C30 H52 N O7 P: + FBF Spectrum (6.962 min) MetaboCCC_NR16.. ' x102 +ESI Product lon (6.973 min) Frag=195.0V CID@20.0 (570.3538[z=1] -> **.. . x10 3 +ESI Product lon (6.965 min) Frag=215.0V CID@40.0 (570.3538[z=1] -> **..
1.154

1.59 94 Fo) ©
124 570.3566 R 1.14 5
6.962 4 =)
141 (M+H)+ 85 T 1.05- 3
1.14 M 8- =} 1] £
1.3 =l .
7.54 @ 0.95
1.24 iy 71 a3 0.9
R
73 0.85+
1.14 4 4
09 65 081
1 03 64 0.754
0.94 551 3 0.79
0.74 5 5 0.65-
0.84 s 0.6 R
0.6+ 451 R 0.55 2
0.7 B o . g
44 = 0.54 -
0.6 0.5 354 3 0.454
0.4+ o 0 o
0.5 044 571.3582 34 0351 3 Q § S - Q
(MH)+ - =1 S h T s [S] [ R
0.4] 254 03l S sgog88 o S B
B . o © & < Q0o
034 2] @ K28y 3 @5
0.34 6.901 0.25] g ¢ g
024 1.5 0.2 n__i#.
0.24 ’ 572.3593 4 0.15
0.1 7.145 0.14 (M+H)+ 5(7M3-+3H5)‘i4 0.1
6.830 m 0.5 0.054
0- T T T T T T T T T T T T 07\ —= T T T T T = T 0- T T T T T T T T T T T T 0- T T T T T T T T T T T T
67 675 68 685 69 695 7 705 71 715 72 7.25 570.5 571 571.5 572 572.5 573 573.5 50 100 150 200 250 300 350 400 450 500 550 600 50 100 150 200 250 300 350 400 450 500 550 600
Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)

LysoPC (22:6)
x105 Cpd 2: C30 H50 N O7 P: +ESI EIC(568.3398, 569.3431) Scan Frag=175.0V M.. x105 Cpd 2: C30 H50 N O7 P: + FBF Spectrum (6.883 min) MetaboCCC_NR16.. = x103 +ESI Product lon (6.939 min) Frag=195.0V CID@20.0 (568.3390[z=1] -> **.. x10 3 +ESI Product lon (6.942 min) Frag=215.0V CID@40.0 (568.3390[z=1] -> **..
5.75 4.6+ 4.8+ 55l
5.5 4.44 568.3414 4.6 N - N
5.251 6.883 4.2 (M+H)+ 4.4 2 361 3
5] 4] m 4.2 3 3.4 o ®
4.75] 3.8 4 5 3.24 g7 'f:
45] 3.64 3.84 5 2 34 % ®
4.25] 3.4 3.64 3 & i
3.4 2 0 28
4 3.2 - ]
3754 3] 3.2 2.6
35 28| zg’ 2.4+
3.25 2.6 2'6’ 2.2
34 2.4 24] 2]
275 224 22 184
2.5 2 5] 164
2.251 1.84 12l X
24 1,64 569.3441 B 1.4+
: (M+H)+ 1.6
1.75 1.4+ 14/ 1.2 -
1.5 1.2 1.2 P, 14 é §
1.254 14 oo . 2 08| & 3
1 0.8 0.8 o = Q 06l © =
0.75 0.64 570.3461 06l S 5 B :
051 0.4 (MeH)y 04 ? 041
0.25 0.24 m 0.24 ‘ ‘ 0.2 ‘ ‘ ‘ +
o o) LU o) L1 I | | |1 dbaal L od il b il I | ‘ |
665 6.7 675 68 68 69 695 7 705 71 715 7.2 568 568.5 569 569.5 570 570.5 50 100 150 200 250 300 350 400 450 500 550 50 100 150 200 250 300 350 400 450 500 550
Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
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Nonanoylcarnitine (C9:0)

x105 Cpd4: C16 H31 N O4: +ESI EIC(302.2326) Scan Frag=175.0V MetaboCCC_N.. x105 Cpd4: C16 H31 N O4: + FBF Spectrum (4.625 min) MetaboCCC_NR1602.. x10 3 +ESI Product lon (4.777 min) Frag=185.0V CID@10.0 (302.2323[z=1] -> **.. 10 3 +ESI Product lon (4.783 min) Frag=195.0V CID@20.0 (302.2323[z=1] -> **..

3 4]
21 2.14 302.2340 2
- w
1.9 4625 24 (M+H)+ 2.8 & 389 §
1.8 Y R— P 3.6 2
’ ’ 264 3 @ S
1.7 1.84 3.4+ ES
164 1.7 2.4 g 3.2 8
1.5 1.6 221 8 3
1.4 1.5 5 2.8
5]
1.34 1.44 2.6
12l 1.34 1.8 2.44
1.2
1.14 @ 2.24
1.14 1.6 3
1 & 2
0.9 N 4 2 1.84
0.8 0.8 12 161
07 0.8 2
] 0.7- N g 14]
0.64 o 1.2
0.6 03] P -
059 ’ 3 14 &
0 0.5+ 303.2369 ° = 2
7 0.4 (M+H)+ 069 o < 0.84 y = 1SRN o 2
0.3 - N | ™ R S @ < X
0.3 0.4 2 0.6 & s s @ N N
> 4 N
0.21 0.2 304.2390 305.2403 0.4+ s 2 S 3
0.1 4808 01/ (Mt (MsH)r | 021 | H ‘ | 02 ‘ ‘ ‘ ‘
a1 | S O 88 e 1 A v T
42 43 44 45 46 47 48 49 51 52 302.5 303 3035 304 3045 305 40 60 80 100 120 140 160 180 200 220 240 260 280 300 40 60 80 100 120 140 160 180 200 220 240 260 280 300
Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
PC (36:4)
B
x10 6 Cpd 2: C44 H80 N O8 P: +ES| EIC(782.5694, 783.5728) Scan Frag=175.0V M.. 105 Cpd 2: C44 H80 N O8 P: + FBF Spectrum (8.639 min) MetaboCCC_NR16..  x104 +ESI Product lon (8.709 min) Frag=195.0V CID@20.0 (782.5728[z=1] > **... x104 +ESI Product lon (8.701 min) Frag=215.0V CID@40.0 (782.5728[z=1] -> **...
1 754 7825721 34 5.54 3
1.14 (M+H)+ 9 5.25] 2
1054 8.639 7 o 281 g o s
14 3 ?9
6.5 264 ® 4754
0.957 2 45J
0.9 [ 2.4+ 8 425
i 251
Oi)si 55 2.2 ® 4
7 3.754
i J 2|
o7s s 35
0.65 459 1.84 3251
. 783.5759 16 3]
056 4 (M+H)+ 7 275
0551 35 1.4 ;
0.54 - rh B 2.5
0.45 34 1.2 2.259
0.4 2
0.35- 259 b 1.751
0.34 24 0.84 154
0.259 1.251
024 9.065 151 7(%‘;%14 0.6 "o
0.154 1 © 2 0.754 8 e <
014 7855778 © a 05 2 2§ 3 5
0.051 8.507 0.5 M)+ 029 4 < 0254 2 % & g o
S S E - 3 £
04 o4 L LU | 04 vl e sl 04 Du L1
78 8 82 84 86 88 9 92 94 96 98 10 7825 783 7835 784 7845 785 7855 50 100 150 200 250 300 350 400 450 500 550 600 650 700 750 800 50 100 150 200 250 300 350 400 450 500 550 600 650 700 750 800

Counts vs. Acquisition Time (min)

Counts vs. Mass-to-Charge (m/z)
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PC (38:4)

x105 Cpd 1: C46 H84 N O8 P: +ESI EIC(810.6007, 811.6041) Scan Frag=175.0V M...

x105 Cpd 1: C46 H84 N O8 P: + FBF Spectrum (9.208 min) MetaboCCC_NR16...

x10 3 +ESI Product lon (9.250 min) Frag=195.0V CID@20.0 (810.5964[z=1] -> **...

x10 3 +ESI Product lon (9.286 min) Frag=215.0V CID@40.0 (810.5941[z=1] -> **..

124 3.2+ 64
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9.208 3 @ o
1.54 114 M)+ @ 551 s
- 2.8 1 i
1.4 3 2 5 3
" 2.6 5 * kL
1.34 3
| 2.4+ = 4.5
124 09
2.2
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1 07 3.5
0.94 - 1.84
0.8 061 811.6048 169 3
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0.7 054 2.5
0.6 1.24
0.4+ 24
0.5 14
0.4 0.3 0.8 1.54
031 812.6057 0.6 ©
0.2 0 o 1 =3
02] %8 M+ 04] 8 g g2 | g ¢ 5 e
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014 0.1 (M+H)+ 0.24 © [ 0.59 < ) o ~ =
Y ) ‘ N I3 Q 3 >
0- 04 LU | 04 | | 04 1 L | | 1
8 85 9 9.5 10 10.5 1 8105 811 8115 812 8125 813 8135 50 100 150 200 250 300 350 400 450 500 550 600 650 700 750 800 50 100 150 200 250 300 350 400 450 500 550 600 650 700 750 800

Counts vs. Acquisition Time (min)

Tetradecadienoylcarnitine (C14:2)

Counts vs. Mass-to-Charge (m/z)

x104 Cpd 1: C21 H37 N O4: +ESI EIC(368.2795) Scan Frag=175.0V MetaboCCC_N.. x104 Cpd 1: C21 H37 N O4: + FBF Spectrum (5.620 min) MetaboCCC_NR1603...

Counts vs. Mass-to-Charge (m/z)

x10 3 +ESI Product lon (5.744 min) Frag=195.0V CID@20.0 (368.2799[z=1] -> **...

Counts vs. Mass-to-Charge (m/z)

x10 4 +ESI Product lon (5.744 min) Frag=215.0V CID@40.0 (368.2799[z=1] -> **...

1 | 368.2804 o 1.05 -
8 5.620 854 (M+H)+ 2 14 2
N 754 8 0.95{ 2
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Tetradecenoylcarnitine (C14:1)

x105 Cpd 2: C21 H39 N O4: +ESI EIC(370.2952) Scan Frag=175.0V NR210114_02...

x105 Cpd 2: C21 H39 N O4: + FBF Spectrum (5.929 min) NR210114_022_Batc...

x104 +ESI Product lon (5.943 min) Frag=195.0V CID@20.0 (370.2959[z=1] -> **...

x10 4 +ESI Product lon (5.946 min) Frag=215.0V CID@40.0 (370.2959[z=1] -> **..
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Counts vs. Acquisition Time (min)

LysoPC (14:0) (isomer 2)

Counts vs. Mass-to-Charge (m/z)

x105 Cpd 1: C22 H46 N O7 P: +ESI EIC(468.3085) Scan Frag=175.0V MetaboCCC.. x105 Cpd 1: C22 H46 N O7 P: + FBF Spectrum (6.729 min) MetaboCCC_NR16...

x10 3 +ESI Product lon (6.838 min) Frag=185.0V CID@10.0 (468.3090[z=1] -> **...

Counts vs. Mass-to-Charge (m/z)

Counts vs. Mass-to-Charge (m/z)

x10 3 +ESI Product lon (6.797 min) Frag=195.0V CID@20.0 (468.3090[z=1] -> **...
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Choline

x10 6 | Cpd 20: C5 H14 N O: +ES| EIC(104.1070, 105.1148) Scan Frag=175.0V Meta.. | x106 Cpd 20: C5 H14 N O: + FBF Spectrum (0.583 min) MetaboCCC_NR16030.. |Acquired spectrum Acquired spectrum
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Counts vs. Acquisition Time (min) Counts vs. Mass-to-Charge (m/z) m/z miz
Library spectra: Agilent MassHunter METLIN Metabolomics Database and Library B.04.00
Phenylacetylglutamine
x104 Cpd 1: C13 H16 N2 O4: +ES| EIC(265.1183) Scan Frag=175.0V MetaboCCC_.. x104 Cpd 1: C13 H16 N2 O4: + FBF Spectrum (3.112 min) MetaboCCC_NR16030.. ' x104 +ESI Product lon (3.106 min) Frag=185.0V CID@10.0 (265.1190[z=1] -> *) N.. x10 4 +ESI Product lon (3.102 min) Frag=195.0V CID@20.0 (265.1190[z=1] -> **) N...
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x10 6 Cpd 1: C13 H16 N2 O4: +ES| EIC(265.1183) Scan Frag=175.0V NR210114_0.. x106 Cpd 1: C13 H16 N2 O4: + FBF Spectrum (3.102 min) NR210114_009_STD50.. x105 +ESI Product lon (3.102 min) Frag=185.0V CID@10.0 (265.1190[z=1] -> *) N.. x10 5 +ESI Product lon (3.106 min) Frag=195.0V CID@20.0 (265.1190[z=1] -> **) N...
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Carnitine

x10 6 Cpd 1: C7 H15 N O3: +ESI EIC(162.1125) Scan Frag=175.0V MetaboCCC_N...

x10 6 Cpd 1: C7 H15 N O3: + FBF Spectrum (0.613 min) MetaboCCC_NR160307_...

x104 +ESI Product lon (0.642 min) Frag=185.0V CID@10.0 (162.1105[z=1] -> **) N...
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Docosahexaenoic acid

x105 | Cpd 1: C22 H32 02: +ESI EIC(329.2475) Scan Frag=175.0V MetaboCCC_NR.. x105 Cpd 1: C22 H32 02: + FBF Spectrum (7.231 min) MetaboCCC_NR160222 V.. 103 +ESI Product lon (7.175 min) Frag=185.0V CID@10.0 (329.3488[z=1] -> **) N.. x10 3 +ESI Product lon (7.159 min) Frag=215.0V CID@40.0 (329.3493[z=1] -> **) N...
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7.233 329.2469 7 1
1.84 24 (M+H)+ ol 8 6 8
1.6 s 1 2 1 3
1.754 3 S
1.4 S d d 15 5 5 2
1.2 tandar X
N 1.254 44 4]
1 1 34 39
08 0754 330.2508 2
0.6 : (M+H)+ 24 i 24 o 18
0.4+ 0.5 331.2536 g 8 (3
0.2 0.251 (M+H)+ B g |2
7.071 *
0- 04 LU fra] 0. L L P P od bbbt P P P
7 705 71 715 72 725 73 735 74 745 75 329.25 3295 329.75 330 330.25 330.5 33075 331 331.25 60 80 100 120 140 160 180 200 220 240 260 280 300 320 340 360 40 60 80 100 120 140 160 180 200 220 240 260 280 300 320 340

Counts vs. Acquisition Time (min)

Counts vs. Mass-to-Charge (m/z)

Page 27

Counts vs. Mass-to-Charge (m/z)

Counts vs. Mass-to-Charge (m/z)



