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Goals of the data analysis classes

* To understand the nature of metabolomics data

* To become familiar with three programs
* MS-DIAL (current version 4.80)
* Mzmine (current version 2.53)
* Metaboanalyst 5.0 (online at http://www.Metaboanalyst.ca)

* At this time, MS-DIAL is best run on Windows (10) as a GUI

¢ There are Linux and Mac versions
e Can be run on a Windows box at the command line
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A data set on urines from colleagues at Harvard

* This is part of a study of urines collected from COVID-19 patients,
some of whom developed acute kidney injury

* The study has been published in Kidney International Reports
(Raines et al.)

* There were 14 patients in each group

* Additional samples run were 3 pooled samples, 3 extraction blanks
and one reagent (methanol) blank

* Full scan MS1 data were collected at 4 Hz over a 0-8 min gradient

* The pooled sample was re-run, collecting MS1 data for 100 ms,
followed by 8 computer selected, 50 ms MSMS spectra

Locate and launch MS-DIAL
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Start a new project

L T
_ New project Jﬁ:spm navigator EIC of focused spot. Bar chart of aligned spot (OH) | EIC of aligned spot Basic peak property | Compound detail | Structure
Open project {
e lone . Annotation: NAE 12:0
Save 100% Num. 192 RT{min): 4.328|ref=5.2|diff=0872
Save parameter setting Adduct type M+H]+
Display filter m/z 244.2244|ref=244.2271|diff(mDa)=2.7
[¥] Ref. matched ] Suggested Peak heightjarea: 3184 (height average in samples)
CCS matched ] Unknown FormulalOntelogy:  C14H29NO2|NAE
[] MS2 acquired [_] Molecular ion InChiKey: QZXSMBBFBXPQHI-UHFFFAOYSA-N
[ elank fiter (] Unigue ions Comment:
Survey scan (MS1) spectrum Peak spot viewer Alignment spot viewer FESMW ion table | Exp.vs.Ref. MS2 Chrom. Rawvs.Purified Rep.vs. Ref.
g g File name R ® 5 m f
Measurement vs. Reference Measurement
100
-8 g1
504
-8 2
2 2 L
g
4 ]
Alignment navigator E §
g| s H
k]
&
50
-8R g
1004
ro ° v r + T T T
80 40 0 o 20 40 60 80 100 20 40 60 80 1
Relative abundance Retention time [min] g Reference

Region focus by I0:

RT(min): 1[5 mz 1[5

Information box: Ctr+D, metabolite name to ‘Unknown'

Define the path

% Start up a project

Project file path:

to the files

lonization type

@ Soft ionization (LC/MS, LC/MS/MS, or precursor-oriented GC/MS/MS)

O Hard ionization (GC/MS)

Separation type
@ Chromatography (GC, LC, CE, or SFC)

O lon mobility (now coupled with liquid chromatography)

MS method type
(® Conventional LC/MS or data dependent MS/MS

E:\Harvard_class_pos\2021_10_1_13_59_57.mtd

This path should be changed to where the

files are on your computer

(O SWATH-MS or conventional All-ions method (O All-ions with multiple CEs (cycled like 0V-10V-40V)

Experiment file:
Data type (MS1)

@ Profile data

O Centroid data

lon mode

® Positive ion mode

O Negative ion mode

@ Advanced: add further meta data

Browse

Data type (MS/MS)
@® Profile data

O Centroid data
Target omics
® Metabolomics

O Lipidomics

Next
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% New project window

Analysis file paths

Browse

File path

Click on <Browse>

File name Type

Class ID

Batch

Analytical order

Inject. volume (L) Included 1

Cancel

Date modified

Don’t have to use .abf files anymore

Click on this
dropdown tab
and select .wiff

~| | ABF file(:ab)

Cancel

2/14/2022



2/14/2022

Name Date modified a
[ Pos_ExtractionBlank-1.wiff 3/4/2021 10:05 PM
[ Pos_ExtractionBlank-2 wiff 3/4/2021 10:15 PM
[ pos_ExtractionBlank-3wiff 3/4 0:26 PM
[ Pos_MeOH Blankwiff 3/4/2021 9:54
[] Pos_NRSP_01.wiff 3/4/2021 10:57 PM
| Pos_NRSP_02wiff 021 11:08 PM
| Pos_NRSP_03.wiff 3/4/2021 11:18 PM . . .
|| Pos_NRSP_04.wiff 3/4/2021 11:29 PM nghllght aII the flles
[ Pos_MRSP_0S.wiff 4/2021 11:40 PM
[] Pos_NRSP_06.wiff / 1201 AM
[7] Pos_NRSP_07.wiff 3/5/2021 12:11 AM
j Pos_NRSP_08.wiff 3/5/2021 12:22 AM
[ Pos_NRSP_09.miff 1232 AM Select a file to preview
| Pos_NRSP_10.wiff /5/2021 12:43 AM
[7] Pos_NRSP_11.wiff 3/5/2021 1:15 AM
| Pos_NRSP_12.wiff 3/5/2021 1:25 AM
| Pos_NRSP_13wiff 3/5/2021 136 AM
_‘l Pos_NRSP_14.wiff 3/5/2021 1:46 AM
[7] Pos_NRSP_15.wiff 3/5/2021 2:08 AM
| Pos_NRSP_16.wiff 3/5/2021 218 AM
| Pos_NRSP_17.wiff 3/5/2021 229 AM
_‘l Pos_NRSP_18.wiff 3/5/2021 2:39 AM
[ Pos_NRSP_19.miff 3/5/2021 250 AM
| Pos_NRSP_20wiff 3/5/2021 311 AM
| Pos_NRSP_21.wiff 3/5/2021 332 AM
< . >
|| WIFF file(ewif -
Cancel
9
Name - Date modified &
R— -
[ Pos_NRSP_08wiff 3/5/2021 12:22 AM
[ Pos_NRSP_09.wiff 3/5/202112:32 AM
ij Pos_NRSP_10.wiff 3/5/2021 12:43 AM
[ Pos_NRSP_11.wiff 3/5/2021 1:15 AM
[ Pos_NRSP_12wiff 3/5/2021 1:25 AM
|] Pos_NRSP_13 wiff 3/5/2021 1:36 AM
[ Pos NRSP_14wiff 3/5/2021 1:46 AM
[ Pos_MRSP_15.wiff 3/5/2021 2:08 AM
[ Pos_NRSP_16.miff 3/5/2021 2:18 AM
[ Pos_MRSP_17.wiff 3/5/2021 2:29 AM
[ Pos MRSP_18.wiff 3/5/2021 2:39 AM
[ Pos_NRSP_19.wiff 3/5/2021 250 AM
] Pos_NRSP_20 wiff 3/5/2021 3:11 AM No prieview ayailable.
) Pos_NRSP_21.wiff 3/5/2021 3:32 AM
[ Pos_NRSP_22.wiff 3/5/2021 3:43 AM
] Pos_MRSP_23.wiff 3/5/2021 3:53 AM
|| Pos_NRSP_24.wiff 3/5/2021 4:14 AM
) Pos_NRSP_25 wiff 3/5/2021 4:25 AM
[ Pos_MRSP_26wiff 3/5/2021 4:35 AM
[] Pos_NRSP_27.wiff 3/5/2021 4:46 AM :
[] Pos_NRSP_28 wif 3/5/2021 4:57 AM Now click <Open>
| Pos_PocledSample MSMS_1.wiff 3/5/2021 5:18 AM
| ] Pos_PooledSample_1.wiff 3/4/2021 10:36 PM
|_] Pos_PooledSample_2.wiff 3/5/2021 1:04 AM
|| Pos_PooledSample_3.wiff 3/5/2021 3:21 AM %
< >
ample_3.wiff" “Pos_ExtractionBlank-1.wiff" “Pos_Extrac 3wiff" “Pos_MeOH Blankwiff* *Pos_NRSP_O1.wiff" “Pos_NRSP_02.wiff" "Pos_NRSP_03.wiff" "Pos_NRSP_04 | | WIFF @e(*.wiff) v
IT] Cancel
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& New project window - O X
Analysis file paths
File path File name Type Class ID Batch Analytical order Inject. volume (pL) Included

E:\Harvard_class_pos\Pos_ExtractionBlank- 1| Pos_Extracti Sample 1 1 1 1 ’z al
E\Harvard_class_pos\Pos_ExtractionBlank-2| Pos_Extractit Sample 1 1 2 1 )
E\Harvard_class_pos\Pos_Extractic 3| Pos_Extracti Sample 1 1 3 1 V]
E\Harvard_class_pos\Pes_MeQOH Blank.wiff | Pos_MeOH Blank Sample 1 1 4 1 3l .
EAHarvard_class_pos\Pos_NRSP_O0Twiff | Pos_NRSP_01 Sample 1 1 5 1 ] One can assign as class ID
E\Harvard_class_pos\Pos_NRSP_02.wiff | Pos NRSP_02 Sample 1 1 6 1 vl for each sample and use
E\Harvard_class_pos\Pos_NRSP_03.wiff Pos_NRSP_03 Sample 1 1 7 1 V] .
E\Harvard_class_pos\Pos_NRSP_04.wiff Pos_NRSP_04 Sample 1 1 8 1 [v] the Stats paCkages in MS-
E:\Harvard_class_pos\Pas_NRSP_05 wiff Pos_NRSP_05 Sample 1 1 9 1 (vl DIAL. However, we'II
E:\Harvard_class_pos\Pos_NRSP_06 wiff Pos_NRSP_06 Sample 1 1 10 1 [+ defer this until Iate r.
E:\Harvard_class_pos\Pos_MRSP_07.wiff Pos_NRSP_07 Sample 1 1 11 1 [v]
E\Harvard_class_pos\Pos_NRSP_08.wiff Pos_NRSP_08 Sample 1 1 12 1 (V]
E:\Harvard_class_pos\Pos_NRSP_09.wiff Pos_NRSP_09 Sample 1 1 13 1 [v]
E:\Harvard_class_pos\Pos_NRSP_10.wiff Pos_NRSP_10 Sample 1 1 14 1 )
E:\Harvard_class_pos\Pos_NRSP_11.wiff Pos_NRSP_11 Sample 1 1 15 1 ’z
E\Harvard_class_pos\Pos_NRSP_12.wiff Pos_NRSP_12 Sample 1 1 16 1 [v]
E:\Harvard_class_pos\Pos_NRSP_13.wiff Pos_NRSP_13 Sample 1 1 17 1 W]
E:\Harvard_class_pos\Pos_NRSP_14.wiff Pos_NRSP_14 Sample 1 1 18 1 i)
E\Harvard_class_pos\Pos_NRSP_15.wiff Pos_NRSP_15 Sample 1 1 19 1 )
E\Harvard_class_pos\Pos_NRSP_16.wiff Pos_NRSP_16 Sample 1 1 20 1 )
E:\Harvard_class_pos\Pos_NRSP_17 wiff Pos_NRSP_17 Sample 1 1 21 1 )
E:\Harvard_class_pos\Pes_NRSP_18.wiff Pos_NRSP_18 Sample 1 1 22 1 [v]
E:\Harvard_class_pos\Pos_NRSP_19.wiff Pos_NRSP_19 Sample 1 1 23 1 v Instead click on <Next>
E:\Harvard_class_pos\Pos_NRSP_20.wiff Pos_NRSP_20 Sample 1 1 24 1 [v]
E\Harvard_class_pos\Pos_NRSP_21.wiff Pos_NRSP_21 Sample 1 1 25 1 [v]
E\Harvard_class_pos\Pos_NRSP_22.wiff Pos_NRSP_22 Sample 1 1 26 1 [v] .

11

\N Analysis parameter setting
Data collection | Peak detection | MS2Dec
Mass accuracy (centroid parameter)
MS1 tolerance:

MS2 tolerance:

@ Advanced

Together with Alignment

Identification | Adduct | Alignment

= m] X
Mobility | Isotope tracking
001 pa
00| 0a Set <>MS tolerance> to 0.015

Do not click on <Finish>

Cancel

12
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L Analysis parameter setting
Data collection | Peak detection | MS2Dec
Mass accuracy (centroid parameter)

MS1 tolerance:
MS2 tolerance:

@ Advanced

Data collection parameters
Retention time begin:
Retention time end:

MS1 mass range begin:
MS1 mass range end:
MS/MS mass range begin:
MS/MS mass range end:

Isotope recognition
Maximum charged number:
Consider Cl and Br elements:

Multithreading

Number of threads:

Execute retention time corrections

Load [ Together with Alignment

Alignment

- a x

lity | Isotope tracking

001] pa

0015] pa

100 min

0 pa Set MS1 begin to 50
2000) pa Set MS1 end to 1000

2000| pa

1 Set <Number of threads> to 4

Do not click on <Finish>

Finish Cancel

13

% Analysis parameter setting
Data collection Peak detection | MS2Dec
Peak detection parameters
Minimum peak height:

Mass slice width:

@ Advanced

Identification | Adduct | Alignment

Load (] Together with Alignment

- =] X

ility | Isotope tracking

Booo| ampiitude

01 pa

No changes from default values

Do not click on <Finish>

Finish Cancel

14
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% Analysis parameter setting
Data collection | Peak detection MS2Dec | Identification | Adduct | Alignment
Deconvolution parameters
Sigma window value:

MS/MS abundance cut off:

() Advanced

Load [/] Together with Alignment

a X

Mobility | Isotope tracking

bs

0 amplitude

No changes from default values

Do not click on <Finish>

Cancel

15

% Analysis parameter setting
Data collection | Peak detection | MS2Dec | Identification | Adduct | Alignment
MSP file and MS/MS identification setting
MSP file:
Retention time tolerance:
Accurate mass tolerance (MS1):
Accurate mass tolerance (MS2):
Identification score cut off:
Use retention time for scoring: O

Use retention time for filtering: O

@ Advanced

Load [/ Together with Alignment

100
0.01
0.05

[m] X

ility | Isotope tracking

min
Da

Da Find the Dbase

Finish ‘ Cancel

16
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% Analysis parameter setting
Data collection | Peak detection | MS2Dec

MSP file and MS/MS identification setting

Identification | Adduct | Alignment

MSP file: G\ o

Retention time tolerance:
Accurate mass tolerance (MS1):
Accurate mass tolerance (MS2):
Identification score cut off:

Use retention time for scoring:

Use retention time for filtering:

@ Advanced

V] Together with Alignment

\Desktop\D: \MSM:

Public-Pos-VS15.msp

= a X ¥

Mebility | Isotope tracking

100] min
001 pa
0025 p,
20 o

\ Change the MS2 tolerance to 0.025

Do not click on <Finish>

17

L]

Data collection | Peak detection | MS2Dec

Identification | Adduct | Alignment

Mobility

Isotope tracking

Load [+ Together with Alignment

Adduct ion setting ’m
Molecular species Charge Accurate mass [Da] Included
M+H]+ 1 1007276 v Select the likely adducts besides [M+H]*
M+NH4)+ 1 18033823
(M+Na]+ 1 22.989218 Na* adduct
[M+CH30H+H]+ 1 33.033489 O
M+K]+ 1 38963158 L]
M+Li]+ 1 7.01600455 [
M+ACN+H]+ 1 42.033823 O
[M+H-H20]+ 1 -17.002191 V] Loss of water
[M+H-2H20]+ 1 -30.012756 [
[M+2Na-H]= 1 2497116 [ 2 Na* adduct
[M=+IsoProp+H]+ 1 61.06534 O
[M+ACN+Na]+ 1 64.015765 O
M+2K-H]+ 1 7691904 O
[M+DMSO+H]+ 1 79.02122 O
[M+2ACN+H]+ 1 83.06037 O
[M+IsoProp+Na+H]+ 1 84.05511 [
[M-C6H1004+H]+ 1 -145.050085 5] . . .
e Caiii00s 5 1 FETe o ? Polar metabolites found in urine
[M-C6HBO6+H]+ 1 -175.024265 v
2M+H]+ 1 1.007276 v
[2M+NH4]+ 1 18.033823 O
[2M+Na]+ 1 22989218 .
[2M+3H20+2H]+ 1 28.02312 O Dimer
2M+K]+ 1 38.963158 O
L I2Ma ACKN & Hl = | |42 033223 1 %

Finish Cancel |

Do not click on <Finish>

18
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3

Data collection | Peak detection | MS2Dec

Adduct ion setting

Identification = Adduct | Alignment | Mobility

Isotope tracking

User-defined adduct

Molecular species Charge Accurate mass [Da] Included
[M+2ACN+H]+ 1 33.06037 O
[M+IsoProp-+Na+H] + 1 8405511 O
[M-CEH1004+H]+ 1 -145.050085 V]
[M-CEH1005+H] + 1 -161.045 V]
[M-C6HBO6+H] + 1 -175.024265 V]
[2M+H]+ 1 1.007276 V)
[2M+NH4])+ 1 18.033823 L
[2M+Na]+ 1 22989218 vl
[2M+3H20+2H]+ 1 2802312 a
[2M+K]+ 1 38.963158 O
[2M+ACN+H}+ 1 42.033823 O
[2M+ACN+Na]+ 1 64.015765 O
[M+2H]2+ 2 1.007276 %
[M+H+NH4J2+ 2 9.52055 O
[M+H+Na2+ 2 11.998247 L]
[M+H+KI2+ 2 19985217
[M+ACN+2H]2+ 2 21.52055 C
[M+2Nal2+ 2 22989218 V]
[M+2ACN+2H]2+ 2 42033823 O
[M+3ACN=+2H]2+ 2 62.547097 O
M+3H]3+ 3 1.007276 v .
T : e P Higher charge states
[M+H+2Na]3+ 3 15.76619 vl
[M+3Na]3+ 3 22.989218 v

Load [V Together with Alignment

Cancel

Do not click on <Finish>

19
® Analysis parameter setting - [m} X
Data collection | Peak detection | MS2Dec | Identification | Adduct  Alignment | Mobility | Isotope tracking
Allgnment porameters seting Set the reference sample to the middle
Result name: alignmentResult_2021_10_1_14_15_26 sample or middle pooled sample
Reference file: Pos_PooledSample_2 v
Retention time tolerance: 015
MS1 tolerance: 0015 pa . .
Set the retention time tolerance
@ Advanced to0 0.15 min
Load | [ Together with Alignment Finish Cancel
Now you can click on <Finish>
20
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& ‘ — : MS-DIAL is running — loaded
public dBase and now samples

All Process
File progress: 0/36

Each process
Pos_ExtractionBlank-1
Pos_ExtractionBlank-2
Pos_ExtractionBlank-3
Pos_MeQOH Blank
Pos_NRSP_01
Pos_NRSP_02
Pos_NRSP_03
Pos_NRSP_04
Pos_NRSP_05
Pos_NRSP_06
Pos_NRSP_07
Pos_NRSP_08
Pos_NRSP_09

21
MS-DIAL is detecting peaks, identifying them from the dBase, aligning and gap filling
Peak spot viewer | Alignment spot viewer % Show ion table
g _File name
% progress of each step: peak detection, identification, and alignment X
-1 R Gap fillng: 3/36
s
° 0 2‘0 4‘0 60 80 100
Retention time [min]
22
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File navigator Peak spot navigator 'El_coeréuisedspot‘ Bar chart of aligned spot (OH) | EIC of aligned spot Basic peak property !Cclnpol.ldd!tﬂ I Structure
Pos ExtractionBlank-1 ~f 5 UnknownRT[min]=4.17 m/z=50.0141 Annotation: Unknown
Pos_ExtractionBlank-2 S e
Pos.ExtractionBlank.3 || Peak spots: 100% Num. 192 » i
Pos_MeOH Blank 7 u’s Adduct type M+H}+
Pos_NRSP_01 Display filter i m/z 5001407
Pos_NRSP_02 [ Ref. matched [ Suggested Peak height|area: 1068 (height average in samples)
Pos_NRSP_03
! = Fi la|Ontology:  NA|NA
Pos_NRSP.04 CCSmatched [ ] Unknown ormula|Cntology:  NA|
Pos_NRSP_0S [] Ms2 acquired [ ] Molecular ion InChiKey: NA
Pos_NRSP_06 [] Blank fiter [ Unique ions Class Comment:
i jewer | Alignment spot viewer ==ET Ref. Raw vs. Purifed | Rep. vs. Ref.
pos NRSP.08 ¢ | Alig; e Show ion table Eg}v: IMSZCMom{ v;.PmﬁedI p. vs. Ref.
Pos_NRSP_09 alignmentResult_2021_10_1_14_15 26 |.|8 m r‘*f\ m =’L;
Pos_NRSP_10 g
-8
Pos NRSP_11 g Measurement vs. Reference Measurement
Pos_NRSP_12 = b
2
Pos_NRSP_13 = 100
Pos_NRSP_14 E -8 2
Pos_NRSP_15 o 8
Pos_NRSP_16 '§ 50+
Pos_NRSP_17 B g
@ 2 8 g
Pos_NRSP_18 v 2 3 g
g 2g & H
Alignment navigator -] E H
: «©
> | s
v 2 €8l s H
g <7 = 5
z = £
i : ¢
Py - 50
22 g
£58
g e
]
gz
& 100-]
Se 2 [MeH)
o 2 8 10 o 2‘0 40 60 8'0 10]
¢ > Relative abundance Retention time {min] m/z Reference
\ Region focus by ID: 0[5  RTminy 468[5] vz [ so01407 Information box: Ctr+D, metabolite name to ‘Unknown'
Double click this

23

Clicked Ref matched

File navigator spot navigator EIC of focused spot| Bar chart of aligned spot (OH) | EIC of aligned spot. Basic peak property \anpwmamn Structure
Pos_ExtractionBlank-1 ~ | = = UnknownRT[min]=4.17 m/2=50.0141 Annotation: Unknown
Pos_ExtractionBlank-2 i s
3 min]: .
Pos_ExtractionBlank-3 ||| Peakgots:100%  Num.129 | -
Pos_MeOH Blank E n’g Adduct type (M+H]+
Pos_NRSP_01 Biay ftter ol iz 5001407
Pos_NRSP_02 [ Suggested En ) Peak heightlarea: 1068 (height average in samples)
Pos_NRSP_03 g
Pos_NRSP_04 Ccs matched [] Unknown 02 FormulalOntology:  NAINA
Pos_NRSP_05 [T M2 acquired [7] Molecular ion i InChiKey: NA
Pos_NRSP_06 [ Blank filter [ Unique ions Closs Comment:
Po ey Ms1) Al t spot vi — sh b e ! Rep. vs. Ref.
ignment spot viewer g ]
Pos_NRSP_08 2 P g POt \E ow ion table Emvsm‘h&ﬂm.‘kwv&mdﬁed p. vs. Ref.
Pos. NRSP 09 alignmentResult_2021_10_1_14_15_26 lﬂ ] m m ’TLZ
Pos_NRSP_10 18
Pos_NRSP_11 B g v
Pos_NRSP_12 % Ll =
Pos_NRSP_13 = 100
=3 L
Pos_NRSP_14 S g g
Pos_NRSP_15 o =
Pos_NRSP_16 =
2 504
Pos_NRSP_17 2 -8
2 g s
Pos_NRSP_18 | o3 H
5 H
> == 2
Alignment navigator ] E E
o © E
alignmentResult 202110 2 =18 = ® s
2 =¥ s @ £
3 27 ® ° :
£ = ® E
8~ =y
0 = o e 504
zs 3| & )
3= = | s, » °
ig ;. — F
25 2—__‘ ]
£3(8 o .
- : - . . - . - ' - .
80 40 0 ] 2 a s 10 ] 20 0 60 80 104
¢ > Relative abundance Retention time [min] m/z Reference
Region focus by ID: o/[5]  RTmin): 4.168] [5] vz [ 5001407][5] Information box: Cir+D, metabolite name to ‘Unknown

24
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Click on individual spots to reveal identity and comparison with reference spectra

File navigator Peak spot navigator EIC of focused spot chart of aligned spot (OH) | EIC of aligned spot Basic peak property | Compound detail ‘ Structure
Pos ExtractionBlank-1 21 . oo = Morphine_3_Glucuronide; LC-ESI-QTOF; MS2; CERT[min]=1.7 m/2=462.1757 Annotation Morphine_3_Glucuronide; LC-£S1-QTOF; MS:
Pos_BxtractionBlank-2 i s
Pos_ExtractionBlank-3 | | Peak spots: 100% Nom. 129 | i H
Pos_MeOH Blank % Adduct type MHI+
Pos_NRSP_01 Display fiter £ miz 462.17569]ref=452,17587|diff(mDa)=0.18
=
Pos_NRSP_02 ¥ Ret. matched_ [ Suggested | 3 Peak heightjarea: 393202 (height average in samples)
Pos_NRSP_03
- NRSP_ y FormulalOntolog; NO
Pos NS 04 €CS matched [] Unknown ot t Cashar
Pos_NRSP_05 [] MS2 acquired [] Molecular ion Yy InChiKey: WAEXKFONHRHFBZ-UHFFFAQYNA-N
Pos_NRSP_06 [ Blankfilter  [] Unique ions Class Comment:
Pos_NRSP_07 = 7 = - - :
Py Survey scan (MS1) spectrum Peak spot viewer| Alignment spot viewer EE Show ion table Emvs.M.| MS2 Chrom.  Raw vs. Purified Rep. vs. Ref.
Pos_NRSP_09 i i e
NROF S alignmentResult 2021 10 1_14_15_26 D 5 m ;
Pos_NRSP_10 g i r\ La
Pos NRSP_11 = § : MS2 spectra Precursor: 462.1767  Measurement
Pos NRSP_12 = 286.1457
Pos_NRSP_13 = 100
Pos_NRSP_14 3 r3 g
Pos_NRSP_15 g 462.172
Pos_NRSP_16 3 50
Pos_NRSP_17 = -8
Pos_NRSP_18 = g 8 :
gs % y ]
Alignment navigator R E 1D #: 16928; RT(min): 1.7; m/z: 462.1j§7 S [85.0583
& © F L
alignmentResult 2021.10_| £ % s -8 g . H 229.086
£ e = Found in'upper M8/MS ® £ |
Eg 52 ) : 462.1751
-
EZ = 50
3 = 3 - CEHBOGRH
B~ "‘ ~ 1 = ® L
£S %
g g a
3 % —
— = i "
238 2 1 s 286.1429
80 40 o 0 2 4 6 8 10 200 250 300 350 400 450
Relative abundance Retention time [min] m/t Reference
Region focus by ID: 16928/ [>]  RT(min): 169 [5]  m/z [ 46217569][5]  information box: Cir+D, metabolite name to ‘Unknown'

File navigator Peak spot navigator EIC of focused spot | Bar chart of aligned spot (OH)  EIC of aligned spot Basic peak property | Compound detail | Structure
Pos_ExtractionBlank-1 Labet: [ . _ EICs of aligned results; Exact mass: 462.1757; Tolerance: 0.01 Annotation: Morphine_3_Glucuronide; LC-ESI-QTOF; MS2;
Pos_ExtractionBlank-2 ‘;; RTfmin]: 1.696
Pos. ExtractionBlank-3 ||| Peak spots: 100% Num. 134 %;.gg. : :

Pos_MeOH Blank $1a0 Adductiype Ikl
Pos_NRSP_01 Display filter 210 m/z 462.17569ref=462.17587|diff(mDa}<0.18
3100 ‘ )
Pos_NRSP_02 [¥] Ref. matched [ ] Suggested g g:g Peak heightlarea: 393202 (height average in samples)
Pos_NRSP_03 b
= = 3 0.40 F la]Ontology:  C23H27NO9|Morphinan:
S ‘ormuiaj S
Pos NRSD.04 CCS matched [_] Unknown %0201 | ay: |Morpl
|_] MS2 acquired Molecularion | < 0.00- T T T u T T InChiKey: WAEXKFONHRHFBZ-UHFFFAOYNA-N
Pos_NRSP_03 - g o 1400 1500 1700 1800 1900  2.000
Pos_NRSP_06 [] Blank filtter ~ [] Unigue ions Retention time [min] Comment:
Pos_NRSP_07 = : 7 , — = | ]
Pos NRSP. 08 Survey scan (MS1) spectrum Peak spot viewer Alignment spot viewer @ Show ion table | Exp. vs. Ref. ! MS2 Chrom. | Raw vs. Purified | Rep. vs. Ref.
= o 0w
Pos NRSP_08 alignmentResult_2022 2 14 13 36_13 R ® rah m K
Pos_NRSP_10 3
=1
Pos_NRSP_11 r § B MS2 spectra Precursor: 462.1767  Measurement
Pos_NRSP_1 -
s NRSELA2 286.1457
Pos_NRSP_13 = t 100
=]
Pos_NRSP_14 2 -8 -
2
Pos_NRSP_15 ] [ o
_NRSP_ & [ 462.172
Pos_NRSP_16 g,i |
o r 50-
Pos_NRSP_17 -] | o
3 re 2 s
Pos_NRSP_18 - ] | 27 g
] I & S
Alignment navigator R J 3 185.0583
ATy © 3 1
alignmentResult 20222 1| 2 § s |8 ) - ¥ 229.086
) - < < [M+H]+ o @ =
3 b Found iflipper MS/MS 3z |
£s = @ @@ s 462.1757
£ m ) €
53 . s0
= =) =) 7
=8 8 = ®
£S e =
t 2l # %
=]
|2
7 8|2 ol 100
238 ° 286.1429
—_—— T T T T T r r T T T T T - -
80 40 0 0 2 4 6 B 10 150 200 250 300 350 400 450
¢ > Relative abundance Retention time [min] m/z Reference
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File navigator Peak spot navigator FIC of focused spot | Bar chart of aligned spot (OH)  EIC of aligned spot Basic peak property | Compound detail Structure —
Pos_ExtractionBlank-1 ~ EICs of aligned results; Exact mass: 462.1757; Tolerance: 0.01
Label: | None v = L &
Pos_ExtractionBlank-2 v OH OH
Pos_ExtractionBlank-3 Peak spots: 100% Num. 134 =180
& ¥ 160
Pos_MeOH Blank £ 140 HO
Pos_NRSP_01 Display filter E i;g O
Foe NRSP-02 [ Ref. matched [] Suggested 05
Pos.NRSE.03 €CS matched (] Unkno 3 040 O
2 0.
Pos_NRSP_04 matche ni wn é 0.20-
Ms2 ired Molecular i 0.0 T T T T T
Pos NRSP_05 ™ cfecu ‘ar on . 1.400 1500 1600 1700 1800 1900  2.000 HO
Pos_NRSP_06 [] Blank fiter  [_] Unique ions Retention time [min]
7
:25-:::-33 Survey scan (MS1) spectrum Peak spot viewer Alignment spot viewer (o]
s NRSP_
Pos_NRSP_09 alignmentResult_2022_2_14_13_36_13
Pos_NRSP_10 -8
Pos_NRSP_11 1= g1
Pos_NRSP_12 =
Pos_NRSP_13 £ o (0]
Pos_ NRSP_14 3 k]
=1 | 81
Pos_NRSP_15 3 { =
Pos_NRSP_16 2 i N
+
Pos_NRSP_17 B Le - \
Pos_NRSP_18 v S | 8
e [
Alignment navigator S £ HO
O ]
alignmentResult 2022.2. 1| 2 § s |8 g MeH]+
E g : = = ( I Found iftbpper MS/MS . Exp. vs. Ref. ‘ MS2 Chrom. ‘ Raw vs. Purified Rep. vs. Ref.
EZ = ® « 4 oies
= & ® i
53 La
= 8‘ g g4 ®
R B ] a
5 Sle -:"‘ e MS2 spectra Precursor: 462.1767  Measurement
2ol
E '?A E: ;.OD* 286.1457
228 o o g 462.172
e—_—— T T T T T 3 507
80 40 0 0 2 4 6 8 10 H 185.0583
< > Relative abundance Retention time [min] N ° 229.086
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Proline-hydroxyproline
File navigator Peak spot navigator EIC of focused spot| Bar chart of aligned spot (GH) | EIC of aligned spot Basic peak property | Compound detail  Structure
Pos_ExtractionBlank-1 ~ Proline-hydroxyprolineRT[min]=0.82 m/2=229.1192 Prol
s, ExtractionBlani-2 [ 2 L2 =
ractionBlank-
- = RTImin]: 0824
Pos_ExtractionBlank-3 || Peak spots: 100% Mum129 | o]
Pos_MeOH Blank 210 Adduct type M+H]+
Pos_NRSP_01 Display filter Sos m/z 229.11925ref=229.11829]diff(mDa)=0.96
=
Pos_NRSP_02 o 53 O supgested ing.: Peak heightlarea: 376001 (height average in samples)
Pos_NRSP_03 -
- ] FormulalOntology: ~ C10H16N2O4[Dipeptides
Pos_NRSP.04 CCS matched [_] Unknown 0.2 ¢ ay: [Dipep
Pos_NRSP_05 [ Ms2 acquired [_] Molecularion | 0.0 InChiKey: ONPXCLZMBSILSP-UHFFFAOYNA-N
& = 1
Pos_NRSP_06 [ Blank fiter  [] Unique ions Class Comment:
Pos_NRSP_0T T
g Survey Spot vi Alignment spot viewer how ion table E:p.vxagf.‘mzam‘mvxwri&d Rep. vs. Ref.
POSNRSP:00 alignmentResult_2021_10_1_14_15_26 R®H M@
Pos_NRSP_10 .8
g
Pos_NRSP_11 8 E MS2 spectra Precursor: 229.11972  Measurement
FOSIRS-12 2 70.0657
Pos_NRSP_13 = 1001 4
Pos_NRSP_14 b g g ] 229.1187
Pos_NRSP_15 a o
g
Pos_NRSP_16 g 50 132.0654
Pos_NRSP_17 = -8
%0 87 o
Pos_NRSP_18 ] 2 g
28 < <
Alignment navigator ® 32 E H
0 © o '
alignmentResult_2021.10| & g L8 2 a s l86.0608
Z S_% g [+ g e H
g =77 s
Z 51 E 132.0657
x & | 1D #: 4446; RTgnin): 0.82; miflls 2281152
AR = 229.118¢
23 =3 & 50
s 8 ] ] °
g5 % i H] » .
g E g — i
T2 R —
iy r
$38 = 7 1991 70.0659
80 a0 0 0 2 8 10 60 80 100 120 140 160 180 200 220 240
¢ y Relative abundance Retention time [min] Reference
Region focus by ID: 2a36|[5]  RT(min): 0824] 5] mvz [ 22911925 [5]  Information box: Ctr+D, metabolite name to Unknown
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Hippuric acid

File navigator Peak spot navigator EIC of focused spot  Bar chart of aligned spot (OH) | EIC of aligned spot Basic peak property | Compound detail | Structure
Pos ExtractionBlank-1 ~ | [ = Hippuric acid; CE0; QIAFMBKCNZACKA-UHFFFAOYSA-NRT[min]=2.91 m/z=180.0645 Annotation: Hippuric acid; CEQ; QIAFMBKCNZACKA-UHF
Pos_ExtractionBlank-2
5 = 1.6- RT{min}: 2.913(ref=1.363diff=1.55
Pos_ExtractionBlank-3 | | Peak spots: 100% L L ‘ o
Pos_MeOH Blank $12 Adduct type M+H]+
Pos_NRSP_01 Display filter Eé-: m/z 180.06454]ref=180.06552|diff(mDa) =0.98
Pos_NRSP_02 ] Re i [ suggestea 50:5 Peak heightlarea: 441244 (height average in samples)
Pos NRSP_03 0.4+ s L
Pos_NRSP_04 CCs matched [ Unknown 02 FormulalOntology:  COHONO3|Hippuric acids
Ms2 ed [ Molecul o4 InChiKes QIAFMBKCNZACKA-UHFFFAOYSA-N
Pos_NRSP_05 O acquired [_| Molecular ion iy 'y
Pos_NRSP_06 [] Blank filter ~ [[] Unigue ions Closs Comment:
Pos_NRSP_07 =
Pyt Survey scan (MS1) spectrum Peak spot viewer | Alignment spot viewer how ion table | Exp. vs. Ref. ] MS2 Chrom. ‘ Raw vs. Purified | Rep. vs. Ref.
Pos NRSP_09 alignmentResult_2021_10_1_14_15_26 LB ;Q ti} m ‘;L;:;
Pos_NRSP_10 8
Pos NRSP_11 - é MS2 spectra Precursor: 180,06551 Measurement
Pos_NRSP_12 = 105.0339
Pos_NRSP_13 = 100
s L
Pos_NRSP_14 g g 2l
Pos NRSP_15 a =
3
Pos_NRSP_16 3 50
Pos_NRSP_17 = g
= 8 g1 &
Pos_NRSP_18 J ok N H 77.0388 180.0667
Alignment navigator =R . E 5 |sroz21
2 = o s T T
alignmentResult_2021_10_ g g8_-8 2] ~ E 77.0383 162.0559
5 i F =
E = : L K}
x A ) 180.066%
g =8 8 . 50
3 ] 21 2 - .
£ % ¥ Found | er M5/MS
§2 ] ——= F ettle | FoundIn@hoer s/
R —
] 100-
g5 e ° 105.0335
8 4 0 0 2 a 6 8 10 40 60 80 100 120 140 150 180
< » Relative abundance Retention time [min] m/z Reference
Region focus by ID: 2569/ [5]  Ri(miny: 2913 [5]  mvz [ 18006454 [5]  information box: Ctr+D, metabolite name to ‘Unknown
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Phenylacetylglutamine

File navigator Peak spot navigator EIC of focused spot | Bar chart of aligned spot (CH) | EIC of aligned spot Basic peak property .Cﬂnpomddml } Structure:
Pos_ExtractionBlank-1 ~ Labet (e = PhenylacetylglutamineRT[min]=2.9 m/z=265.1184 = ] =
Pos_ExtractionBlank-2 B Kt i
Pos_ExtractionBlank-3 | | Peaksporsi100% - Num.129 | i
as_MeOH Blank $ 1.2 i o
Pos NRSP_01 Display filter 'E‘é-g miz 265.11844]ref=265.11829/diff{mDa)=0.15
Pos_NRSP_02 Kok maiched [ Suggested | S0 Peak heightlerea: 535711 (height average in samples)
::—:ﬁ:—'ﬁ CCSmatched [ Unknown g:: FormulalOntology:  C13H16M204|N-acyl-alpha amino acids
Pos NRSP05 [ Ms2 acquired [] Molecular ion | 0 : InChikey: JFLIEFSWGNOPL-UHFFFAGYNA-N
Pos_NRSP_06 [J Blank filter ] Unique ions Closs Comment:

Pos_NRSP_07 - = = o= - . -
i iR 00 Survey scan (MS1) spectrum Peak spot viewer| Alignment spot viewer ES?’IW ion table Ew-\'S-M| M2 Chros | Rewvs. Purified | Rep. vs Ref.
Pos NRSP_09 alignmentResult_2021_10_1_14_15 26 IR ) :11 m K
Pos_NRSP_10 8
8
Pes. HRSPZ11 i R MS2 spectra Precursor: 265.12027 Measurement
Pos_NRSP_12 = 130.0485
Pos_NRSP_13 o o 100
Pos_NRSP_14 3 "2 al
Pos_NRSP_15 2 8
Pos_NRSP_16 3 50+
Pos_MRSP_17 = g
2 8 g y
Pos_NRSP_18 | s 31 £
« ]
Align g § 3 =) "55 Il | | 265.119;
B @ M+ £ s |
alignmentesult 2021.10.| & g s ° s |1 ' 265.118:
e e | T [ ] £
2 = ’ y P ] 045
z 52 ID #: 668 Agkmin}: 2.9; mg: M5.1184 . K
é 2 = 50
=g -8 g Mgl (Foundin upper Ms/Ms @
gE|. —= ¢ s
iy —m=a -
PElE _——=
E———
2|8 100
238 -o 1 1300499
80 40 0 o 2 4 6 8 10 50 100 150 200 250
< > Relative abundance Retention time [min] miz Reference
Region focus by ID: 6063 [  Ri(min): m/z: | 265.11844] [5]  information box: Cir+D, metabolite name to “Unknown’
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S-adenosyl methionine

File navigator e i EIC of f Bar chart of aligned spot (OH) | EIC of aligned spot Basic peak property. ‘m“pmam| Structure
Pos_ExtractionBlank-1 ~ Lebei D S-Adenosyl-L-methionine; LC-ESI-QTOF; MS2; CERT[min]=0.58 m/z=399.1442 < ionine; LC-ESI-QTOF; MS]
Pos_ExtractionBlank-2 ) z

T . RT[min]: 0.581
Pos_Extractionlank-3 | [ Peakspotsi100%  Num.129 |
Pos MeOH Blank i Adduct type [M+H]+
Pos_NRSP_01 Display fitter 1'} a0 m/z 399.14423]ref=399.1445diff(mDa) =0.27
Pos_NRSP_02 3 c [ suggested | § 20- Peak heightjarea: 13221 (height average in samples)
:ﬁ’::i’;j CCSmatched [] Unknown 10 FormulajOntology:  C15H22N605S|5 -deoxy-5-thionucleosides
Pos_NRSP_05 [] Ms2 acquired [] Molecular ion [ 0 i InChikey: MEFKEPWMEQBLKI-AIRLBKTGSA-N
Pos_NRSP_06 ] Blank filter ] Unique jons Closs Comment:
Pos_NRSP_07 :
PM_NRSP_UB Survey scan (MST) spectrum Peak spot viewer Alignment spot viewer Enum[MSmem-‘&mvs.n ned| Rep.vs. Ref.
o —
s RSP 09 alignmentResult_2021_10_1 14_15_26 BB m \a
Pos_NRSP_10 8
PR RS 1 - g MS2 spectra Precursor: 309.13879 Measurement
Pos_NRSP_12 2 250.0898
Pos_NRSP_13 2 . 100
Pos_NRSP_14 § re 2]
Pos NRSP._15 g = 136.0602
Pos_NRSP_16 3 50-
Pos_NRSP_17 = E &
% 2 ] 5
Pos_NRSP_18 ~ 2 3 g
- 22 8 5
Algnment navigator | % & H H | [
5 ® : ; in): " 442
preergmn 2 g s #:13349; RT(min): 0.58 m/z: o.1a2 .
Zz He— EN Chrematogram similae @ £
g =72 3
£ 5 : ® ] 2980972 399.145
PR 3 Foufllin dpre S /S =
zs 8 B ¥ °
gy ——= M+ HeHEO EIe
P—
55| 8 —e— 136.063
2|2 & 100
23| -o 250.0945
e ]
80 40 0 o 2 1 6 H 10 100 150 200 250 300 350 400
< > Relative abundance Retention time [min] m/z Reference
Region focus by ID: 13349 [5]  RT(min): 0581 [5]  mvz [ 399.14423|[5] information box: Ctr+D, metabolite name to Unknown
Uric acid

File navigator Peak v EIC of for Bar chart of aligned spot (OH) | EIC of aligned spot Basic peak property | Compound detail [ Structure
pos BitractionBlank1 ~ | e = ; CE10; LEHOTFFKMJEONL-UHFFFAOYSA-NRT[min]=1.38 m/z=169.0358 Aol Urie acid: CE10; LEHOTFFKMJEONL-UHFFFA]
Pos_ExtractionBlank-2 :

- : RT(min: 1381 Iref=6.3491diff=4.968
Pos_ExtractionBlank-3 | Peak spots: 100% Num. 129 ﬂ:g
Pos_MeOH Blank i = Adduct type M+H]+
Pos_NRSP_01 Display filter San m/z 169.03577]ref=169.03561 iff(mDa)=0.16
Pos_NRSP_02 [¥] Ret. matched [ ] Suggested ;;fs.o Peak heightlarea: 460505 (height average in samples)
2.0
x’::s'gj CcSmatched [[] Unknown 10 FormulafOntology:  CSHANAO3Xanthines
M:NRspjos [ Ms2 acquired [] Molecular ion . ] InChiKey: LEHOTFFKMIEONL-UHFFFAOYSA-N
Pos_NRSP_06 [ Blank filter  [] Unique ions Class Comment:
Pos_NRSP_07 = -
%'NRSP'UB vey L POt Vi Alignment spot viewer how ion table &num]mmm. ‘ Raw vs. Purified  Rep. vs. Ref.
Pos NRSP_09 alignmentResult_2021 10_1 14 15 26 I.B i r@ m
Pos_NRSP_10 3 L8
Pos NRSP_11 = H E’ MS2 spectra Precursor: 169.03664 Measurement
Pos_NRSP_12 =
LI 2 169.0359
Pos_NRSP_13 2 ‘e 100
Pos_NRSP_14 § '3 gl
Pos_NRSP_15 a
Pos_NRSP_16 ] ;§ 50
One nipED 17 - 88 g g 141.0401
: T3 H
Alignment navigator | e H | |
£ 2
alignmentResult_2021_10 | E g g Found in ugper MS/MS > ; 98.0355 |
E 3 . ° 3 152.01
g ] 2 ﬁM., o . B w0 43.0168 141.0413
] g =8 24 ®
=95 = = - - 'Y
g 3ls ,
22|18 A ST
238 ————— 100/
232 la o 169.0365
|
80 40 0 [ 2 a 6 8 10 40 60 80 100 120 140 160 180
¢ > Relative abundonce Retention time min] mie Reference
Region focus by ID: 2152)[5]  RT(min}: 1381 [5]  m/z [ 16903577 Information box: Cr+D, metabolite name to Unknown
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File navigator

Pos_ExtractionBlank-1

k]
iz;

Uric acid

{ Bar chart of aligned spot (OF)  EIC of aligned spot

Basic peak property ;c@,nmmdqui Structure
Annotation: Uric acid; CE10; LEHOTFFKMIEONL-UHFFFA]

sl bt S 7 = EICs of aligned results; Exact mass: 169.0358; Tolerance: 0.01
s_ExtractionBlank- Ey =
: & RT[min]: 1.381jref=6.349|diff=4.968
bos_ExtractionBlank-3 | | Peak spots: 100% Num. 129 :;.;ﬁ iy ! ‘
pos_MeOH Blank Eost Adduct type M<H]+
pos_NRsP_01 Display filter B 200 m/z 169.03577lref=169.03561diff(mDa)=0.16
pos_NRSP_02 [ Ref. matched [ Suggested S 300 Peak heightjarea: 460505 (height average in samples)
bos_NRSP_03 5 200
- 3 FormulalOntology:  CSHAN4O3JXanthines
Lo Rse_os CCS matched [ Unknown % mﬂ} 1 ay: |
MS2 acquired [] Melecular ion 0.00° T r T g InChi LEHOTFFKMJEONL-UHFFFAOYSA-N
fos-NRSP_05 o auired (] s 0.900 1.000 1.100 1.300 1.400 =
pos_NRsP_06 [ Blank filter  [] Unique ions Retention time [min] Comment:
bos_NRsP_07 — - - = = T
?US-NRSP-N Survey scan (MS1) spectrum Peak spot viewer Alignment spot viewer Exp. vs. Ref.. MS_?G’Irdm.les.F ified] Rep. vs. Ref.
o]
s, RSP 00 alignmentResult_2021_10_1_14_15 26 .B :Q ﬁ m
fos_NRSP_10 2 iR §
os NRSP_11 E i § MS2 spectra Precursor: 169.03664 Measurement
fos-NRSP_12 o 169.0359
bos NRsP_13 i ) 100 iy
bos NRsP_14 3 1.2 8
RSP 3 H
pos NRSP_15 2
pos_NRsP_16 2 Lg 50
L wioco 17 B g g 1410401
prm—— IR s
Alignment navigotor | ¥ H ]
£ 3
plignmentResult 2021_10_| £ H
g -8 g Found in uger MS/MS K 080355 |
£ 3 g k] 152.01
B | fE/R . £ 430168 141.0413
2g = : ® 50
o= g g ¥ ®
£9 - L] - W [}
g2l
-5 § freH]e
2G| |
< s 2 e e 100 169.0365
Y
80 4 0 0 4 6 40 60 80 100 120 140 160 180
Relative abundance Retention time [min] mi Reference
Region focus by ID: 2152 |:| Information box: Ctr+D, metabolite name to "Unknown'
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Pos_ExtractionBlank-1

Citalopram

Basic peak property

Labet R0 Z Annotation:
Pos_BxtractionBlank-2 .
Pos_ExtractionBlank-3 ||| Peakspats:100%  Num.125 | ;4 )
w Adduct type [M+H]+
Pos_MeOH Blank T60
Pos_NRSP_01 Display fiter E:'g miz 325.17169]ref=325.17108diff(mDa) =0.51
Ea
Pos NRSP_02 ) Ref. matched [ Suggested | 530 Peak heightlarea: 132930 (height average in samples)
Pos_NRSP_03 20
L FormulaOntology:  C20H21FNZO|Phenylbutylamines
Pos. NRSP. 04 CCSmatched [] Unknown 10- |Ontology. IPhenylbutyl
Pos_NRSP_05 [[] M2 acquired [] Molecularion | O- ) InChiKey: WSEQXVZVIXVFP-UHFFFAOYNA-N
Pos_NRSP_06 [ Blank fitter ] Unique ions Class Comment:
Pos_NRSP_07 o - —
ot Survey scan (MST) spectrum | Peak spotviewer  Alignment spot viewer Em.vs:lu.lmsz_u - |l|uvrvs ] Fep. v ret
Pos_NRSP_09 i ::"’1 m 5
i g alignmentResult_2021 R D W
Pos NRSP_11 B § MS2 spectra Precursor: 32517184 Measurement
Pos NRSP_12 2 325.171:
Pos_NRSP_13 = s 100
Pos_NRSP_14 5 -8 o]
Pos_NRSP_15 2 2
2
Pos_NRSP_16 3 50+
Pos_NRSP_17 g ‘8 5l [MeHL . 109.0457 262.1027
Pos_NRSP_18 ) H
= gz E £
Algoment navigator | % £ . : 2 . kL 1
alignmentResult 2021.10_| 2 5 -8 2] = v [s8.0651 |
S
5 = i ™ 5 109.0448
£ & E 262.1026
§ o = (Mg ¥ 50
R L AT s
iy ——= 2
L e
B3=2ig 1 100
£g® o = 325.1711
80 40 o o 4 6 50 100 150 200 250 300 354
< Relative obundance Retention time [min] s

Region focus by ID: 9309

Information box: Ctr+D, metabolite name to 'Unknown'
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Pos_ExtractionBlank-1 ~

Valsartan

EIC of focused spot | Bar chart o aioned spot (OH) | EIC of aigne spo

Basic peak property | Compound detail| Structure.

Labet:  [None = _ EICs of aligned results; Exact mass: 436.2362; Tolerance: 0.01 Annotation: Valsartan
Pos_ExtractionBlank-2 3 RT{eind 6060
Pos_ExtractionBlank-3 || Pek spots: 100% Num.129 | S350 : :
Pos_MeOH Blank | Sees Adduct type IMsH
Pos_NRSP_01 Display fiter Bido miz 436.23618]ref=436.23431|diff(mDa)=1.87
Pos_NRSP_02 [ Ref. matched [ Suggested : 1.50 Peak heightlarea: 80705 (height average in samples)
AR 5100 FormulalOntology:  C24H29NS03|Valine and derivatives
P CCS matched [] Unknown g 0 v:
MS2 acquired [ ] Molecular ion T T InChiKe: ACWBQPMHZXGDFX-UHFFFAOYNA-N
Pos NRSP.05 - caesd, [ i 5.700 5.800 5.900 6.000 6.100 6.200 6.300 6.400 %
Pos_MRSP_06 [ Blank fiter  [] Unigue ions Retention time [min] Comment:
Pos_NRSP_07 : —
Pnz_NRSP_ﬂﬂ ki Peakspotviewer, Alignment spot viewer E4p. V6. Ref. | MS2 Chrom. | Raw vs. Purified Rep. vs. Ref.
Pos_NRSP_09 = e
ke alignmentResult_2021 10_1 14 15 26 W m (
Pos_NRSP_10 T g "ﬁ m . LS
Pos NRSP_11 g - é MS2 spectra Precursor: 436.2348  Measurement
Pos_NRSP_12 ]
= [ 207.0946
Pos NRSP_13 2 ‘g 100
Pos NRSP_14 3 L} H 2911465
Pos_NRSP_15 2
Pos_NRSP_16 g 0 50
0oc noco 17 - 8 g g g :
e T 82 N H
Alignment navigator z 1 & . & 1D #: 15484; RT(min}: 6.07; m/z: 436.2362 E | I i | 362.2278
i 110 2 ’ £ 1 T r
signmentResu 202110 E 8| s - o S L I 2182207
= 3 ® e Imsilgy 3 362.2157
x & % 2 ° <
£g : E
S - 50
= £ 8| 8 & S o
e PR e e
-z 2911486
os 100
£z ] 235.0979
0 4 0 0 2 a 6 H 10 150 200 250 300 350 400
< > Relative abundance Retention time [min] m/z Reference
Region focus by ID: 15484 [5]  Ruimin: [ 6069] [5] mvz [ 43623618/ [5]  information box Ctr+D, metabolite name to ‘Unknown
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B-glucuronide of acetaminophen

fle n, EICo used | Bar aligned spot (OH) | EIC of aligned spot Basic peak property
Pos_ExtractionBlank-1 ~ Lebet [Tigng T = EICs of aligned results; Exact mass: 328.1018; Tolerance: 0.01
Pos_ExtractionBlank-2 T b S
Pos_ExtractionBlank-3 | [ Peakspots: 100%  Num.129 | 344, ' ’
Pos_MeOH Blank E 250 Adduct type: IMHH
Pos_NRSP_01 Display filter E 200 mz 328.10181jref=328.10269diff(mD2)=0.68
Pos NRSP_02 [4) Ref. matched [] Suggested = i’;: Peak heightlarea: 113669 (height average in samples)
::5':§:':i €CS matched [] Unknown Bah FormulalOntology:  C14H17NOBIPhenalic glycosides
S| ' 8"
MS2 acquired [] Molecularion | < 0.0 InChiKey: IPROLSVTVHAQLE-UHFFFAOYNA-N
Pos_NRSP_05 D i D vlert 1.650 1.700 1.750 1.800 1.850 1.900 1.950 2.000 2.050 o
Pas_NRSP_06 [ Blank fitter ] Unique ions Retention time [min] Comment:
ottt e Aligrment spot viewer JEES snow ion tble | E4p va R | MS2 Cvom. | Ravvs. P Rep.vs. e,
Pos_NRSP_08 | Mg i | ow ion table 5. Ref. Chrom. Raw vs. Puri p. 3
[Pas_NRSP_09 alignmentResult_2021_10_1_14_15_26 o) m K
Pos_NRSP_10 = L§ '
[Pos NSP_11 g " g MS2 spectra Precursor: 328.10352  Measurement
Pos NRSP_12 =
m | 152.0716
Pos NRSP_13 ] g 100
g E
Pos_NRSP_14 3 | g
Pos NRSP_15 2
Pos NRSP_16 ] ‘s 501
v 88 -8 2 g
o noco 17 S [ LB vt §
Ao p—— N3 & §
e z b H Wl 328,108
alignmentResult_2021.10_| & 4 ] 1 t 1
2 g 10 # g2 R 1.84; myz; B 1018 ® H 110.0603 328.1017
5 : W Ja ® E
L £
23 g oo | M sol
£s N7 ton correlatedid Saimp! »® el ® LJ
RIS ¢l 4
a = 3
AR E———— | it
g% 4
£z[8 -o & 152.0705
80 40 o o 2 4 6 8 10 50 100 150 200 250 300 30|
< » Relative abundance Retention time {min] m/z Reference
Region focus by ID: 9462 E RT{min): 1.842 El m/z 328.10181 Information box: Ctr+D, metabolite name to ‘Unknown’
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File navigator Peak spot navigator EIC of focused spot | Bar chart of aligned spot (OH) _E‘C__Dhlrgnep___snﬂ_l_‘ Basic peak property :compwmuem Structure
Pos_ExtractionBlank-1 ~ Laber  [Rioos = _ EICs of aligned results; Exact mass: 307.11( Annotation: Fluconazole; LC-ESI-ITFT; MS2; CE
Pos_ExtractionBlank-2 ‘S Rifmin] 357
Pos_ExtractionBlank-3 | | Peak spots: 100% Num. 129 | =449 3 5
Pos_MeOH Blank £120 Adduct type [M+H]+
Pos_NRSP_01 Display fiter ?; ;': mz 307.11072fref=307.11133(diff(mDa) =061
Pos_NRSP_02 [ Ref. matched [] Suggested '§ 060 Peak heightjarea: 293436 (height average in samples)
::::E:::j CCsmatched [ Unknown ;E 3,:: FormulalOntology:  C13H12F2N6O|Fluorobenzenes

o 3 RFHAQTPXVQNOHP-UHFFFACYSA-N
Pos_NRSP_05 [] Ms2 acquired [_] Molecular ion = T T P P 1500 - InChiKey: Qf
Pos_NRSP_06 [] Blank filter [ Unique ions Retention time [min] Comment:
Piipsips Survey scan (ST) spectrum | Peak spot viewer Alignment spot viewer =5 show ion table | Exp.vs.Ret. | M52 Chvom. | Raw s, Pusifed | Re. vs el
Pos_NRSP_09 3 X )
= = alignmentResult_2021_10_1_14_15_26 9 !
Pos_NRSP_10 2 g IB :gl m La
Pos NRSP_11 5 - é 1 MS2 spectra Precursor: 307.10947 Measurement
Pos_NRSP_12 =
mn 220.0686
Pos_NRSP_13 o 2 100
= K
Pos_NRSP_14 3 § 4
Pos_NRSP_15 2
Pos_NRSP_16 3 5 o 1620451 307.113¢
i B - -8 B .
o 2% i s ¢
i - R n
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5 £ 3 A
alignmentResult_2021_10_ £ g g e ) o H - 0‘ T 0512 !
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Region focus by ID: 8351/ [>]  Ri(min): 357 m/z | 307.11072| [5]  information box: Ctr+D, metabolite name to ‘Unknown'

File navigator Peak spot navigator EIC of focused spot | Bar chart of aligned spot (OH)  EIC of aligned spot Basic peak property } Compound detail |Structure
Pos_ExtractionBlank-1 = Labet: [ 5 _ EICs of aligned results; Exact mass: 172.1329; Tolerance: 0.01 Annotation: Gabapentin; LC-ESI-ITFT; MS2; CE
Pos_ExtractionBlank-2 H RT similarity: A
Pos_ExtractionBlank-3 Peak spots: 100% Num. 134 =250 similarity: N
Pos_MeOH Blank £ 2,00 /2 similarity: 994

= s

Pos_NRSP_01 Display filter T 1s0 Spectrum similarity:  (Dot)336 | (Rev)345
2
Pos_NRSP_02 Ref. matched [ ] Suggested S 1.00 (no available)
Pos_NRSP_03 i s s 7w
Pos. NRSP_ 04 €CS matched [ ] Unknown g 0.50 FormulalOntolegy:  CIH17NOZ|Gamma amino acids and derivati
MS2 acquired Molecular ion 0.00-~ T y T T SMILES: NCC(CC(0)=0)cccect
Pos_NRSP_05 O ) O 800 2.000 2.200 2.400 2.600 2.800
Pos_NRSP_06 [] Blank filter [] Unique ions Retention time [min] InChiKey: UGIMXCAKCUNAIE-UHFFFAOYSA-N
Pos_NRSP_07 - - - — - T =
il Survey scan (MS1) spectrum | Peak spot viewer Alignment spot viewer [f= show ion table | Exp.ve. Ref. | MS2 Chrom. | Raw vs. Purified Rep. vs. Ref.
‘ ) .
Pos NRSP_09 alignmentResult_2022_2_14_13 36_13 ||8 "] t%y m o
Pos_NRSP_10 . §
=1 o
Pos RSP v 81 MS2 spectra Precursor: 172,13216  Measurement
PasNPEA2 154.1218
Pos_NRSP_13 F‘ ) 100+
Pos_MRSP_14 3 -8
2 3|
Pos_NRSP_15 2 { ®
b L
Pos_NRSP_16 Y i
s NRSE = i 501
Pos_NRSP_17 @ | o
3 ra 84 ®
Pos_NRSP_18 2 { 5 2
N =
— & h-]
Alignment navigator | % X ! £ H 55.[}186 .
- @ €0 — H t
alignmentResult 2022 21| 2 3 s |s H I
g 20220 £ 2 S {8 g ¢ £ [P078 950855100856
3 § - O Follad in upper MS/MSy £ .
= = ) . & 137.0961
= & M=y, [
s 2 ] o L 50
g -8 8 5 PY 172.133:
£3 o
E’. =l % S0 (MeH]+
o5
n=Elg od 1001
s 2@ -e 154.1228
T T T T T T T T T T T T T
80 40 0 0 2 4 6 8 10 60 80 100 120 140 160 180
< > Relative abundance Retention time [min] m/z Reference
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File navigator Peak spot navigator EIC of focused spot| Bar chart of aligned spot (OH) | EIC of aligned spot Basic peak property | Compound detail [ Structure
Pos_ExtractionBlank-1 et [ 7 N-ACETYL-D-TRYPTOPHANRT[min]=3.74 m/z=247.1089 Annotation: N-ACETYL-D-TRYPTOPHAN
Pos_ExtractionBlank-2 N
Pos ExtractionBlank-3 | | Peakspotsi100%  Num. 134 R:‘z Rl 338
Pos_MeOH Blank P faducetype M- H]

Pos_NRSP_01 Display filter 22‘0 m/z: 247.10895|ref=247.11|diff(mDa)=1.05
Pos_NRSP_02 [¥] Ref. matched [ ] Suggested ;?:.'1‘5 Peak height|area: 60100 (height average in samples)
Pos_NRSP_03 10
Pcz_NRSP-OA CCS matched [ Unknown 05 FormulalOntology: ~ C13H14N203|NA
pcs-NRsp_os [T] MS2 acquired [] Molecular ion ¥ InChiKey: NA
Pos_NRSP_06 [] Blank filter ~ [_] Unique ions Class Comment:
Pos_NRSP_07 = =
B Survey scan (MS$1) spectrum Peak spot viewer Alignment spot viewer how ion table | Exp. vs. Ref. ‘ MS2 Chrom. ‘ Raw vs. Purified  Rep. vs. Ref.
Fos NRSP.09 alignmentResult_2022_2_14_13_36_13 B %N m
Pos_NRSP_10 2
—— = -8
NRSP_11 = 2
:LN:;;‘Z r S MS2 spectra Precursor: 247.11005 Measurement
S,
= = .07
Pos_NRSP_13 = | 100 R
Pos_NRSP_14 g -8 s
Pos_NRSP_15 £ | @
Pos_NRSP_16 £ {
< |3 50+
Pos_NRSP_17 2 ! § -
Pos_NRSP_18 v S | 2 g
e RS | < 3
Alignment navigator N 3 5 | J |
S e S 1:Nal+ = L ¢ )
alignmentResult 2022.2.1| 2 8 g ls 3] LGS s | 880397 ‘ [ [T I
=] =1 =3 @ H
£ g = Fougsl in upfr Ms/Ms 2 130.065
58
s 2 o o 501
= g 8 27 ™ [M+H]+ ®
R
=2 159.0915
2|8
Blg ] 100-|
g Ak Lo o 188.0704
L T T T T T r T T
8 40 0 0 2 4 5 8 10 100 150 200 250
< > Relative abundance Retention time [min] m/z Reference
File navigator Peak spot navigator EIC of focused spot | Bar chart of aligned spot (OH)  EIC of aligned spot Basic peak property Compound detail | Structure
Pos_ExtractionBlank-1 bt [[Noae z _ [EICs of aligned results; Exact mass: 225.0877; Tolerance: 0.01 Annotation: 3-Hydroxykynurenine
Pos_ExtractionBlank-2 e | .
Pos. Extractionglank.3 || Peak spots: 100% Num. 134 | &2509 RT similarity: NA
Pos_MeOH Blank ¢ 2-00-1 m/z similarity: 993
. s
Pos_NRSP_01 Display filter E 1.50i Spectrum similarity:  (Dot)821 | (Rev)911
37
Pos_NRSP_02 [/] Ref. matched [] Suggested < 1.007 (no available)
Pos_NRSP_03 g
oo MRS 04 CCS matched [ Unknown S 0507 FormulalOntology: ~ C10H12N204|Alkyl-phenylketones
_NRSP_ 3 1
[7] MS2 acquired [ ] Molecularion | = 0.00 T T ' T T § SMILES: Q=C(O)C(N)CC{=0)C=1C=CC=C(Q)CIN
Pos NRSP_05 ) 1450 1500 1550 1600 1650 1700 1750 1300
Pos_NRSP_06 [] Blank filter [7] Unique ions Retention time [min] InChiKey: VCKPUUFAIGNJHC-UHFFFAOYNA-N
Pos_NRSP_07 - =
e Survey scan (MS1) spectrum Peak spot viewer Alignment spot viewer Show ion table | Exp. vs. Ref. | MS2 Chrom. Raw vs. Purified Rep. vs. Ref.
Pos_NRSP_09 alignmentResult_2022_2 14_13 36_13 118 .ﬁk I}“l m =:L;;
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=1
1
zs—:g—1; 1™ E MS2 spectra Precursor: 225.08817 Measurement
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= !
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Pos_NRSP_18 ~ 5 I 2 ¢
| 82 | % 5
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N w 2, \ A n
alignmentesutt 2022 2.1 2 & = |s g s [se2sosl || T T !
é g = = g o £
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: - o 504
=g g g °
55 %
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aAanlo [M+H-H20}+ 100+
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File navigator

Pos_ExtractionBlank-1
Pos_ExtractionBlank-2
Pos_ExtractionBlank-3
Pos_MeOH Blank
Pos_NRSP_01
Pos_NRSP_02
Pos_NRSP_03
Pos_NRSP_04
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Alignment navigator

alignmentResult_2022_2_1

Peak spot navigator

Label: | None v
Peak spots: 100% Num. 134
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[ Ref. matched [] Suggested
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43

VS-DIAL spot 1D

“imiamine N-oxide; LC-ESI-QTOF; MS2; CE

O

ID

Metabolite Urocanic acid; LC-ESI-QTOF; MS2; CE

Property
Formula

Ontology
InChlkey

O

Comment

—

O

I ic acid
\ilamine N-oxide; LC-ESI-QTOF; MS2; CE

O Urocanic acid; LC-ESI-QTOF; MS2; CE

Metabolite

Property

O

Formula

Ontology
InChlkey

O

Comment

O

Download as MSP

COOH

C4Hg02

Carboxylic acids

InChiKey KQNPFQTWMSNSAP-UHFFFAOYSA-N

SMILES 0=C(0)c(C)C
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Metabolite
Property
Formula
Ontology
InChlkey

Comment

Download as MSP

° % |

Wiamine N-oxide; LC-ESI-QTOF; MS2; CE

O Urocanic acid; LC-ESI-QTOF; MS2; CE O

O

112

O

76.0755

Ontology Trialkyl amine oxides

Q InChiKey UYPYRKYUKCHHIB-UHFFFAOYSA-N
SMILES CN(C)(C)=0
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Inspecting the elution of trimethylamine N-oxide

File navigator Peak spot navigator EIC of focused spot [ Bar chart of aligned spot (OH)| EIC of aligned spot Basic peak property | Compound detal | Structure |
Pos_ExtractionBlank-1 | L1 | _ Eicsof aligned results; Exact mass: 76.0755; Tolerance: 0.01 Annotation: Trimethylamine N-oxide; LC-ESI1-QTOF; MS2;
Pos_ExtractionBlank-2 ? RT[min}: 0555
Pos ExtractionBlank-3 | | Peskspotsi100%  Num.129 | 3459 )

Pos_MeOH Blank £ 100 Adduct type M+H]+
Pos_NRSP_01 Display filter Tos0 miz 76.0755(ref=76.07569(0iff(mDa)=0.19
Pos_NRSP_02 [ Ref. matched [ Suggested E g-‘ﬂ; Peak heightiarea: 23637 (height average in samples)
:‘-:E:—:: CCS matched [] Unknown - FormulaOntology:  C3HINO[Trialkyl amine orides
s_| ? e
Pos_NRSP_0S [] MS2 acquired [] Molecularion | < 0.00 o 30 py InChlkey: UYPYRKYUKCHHIB-UHFFFAOYSA-N
Pos_NRSP_06 [ Blank filter  [] Unique ions ’ Comment:
:z—:ﬁ:—:; Alignment spot viewer E¥p.vs. Ref.| M52 Chrom. | Rew s, Purified Rep. vs. R
::5-"2"—"9 - alignmentResult_2021_10_1_14_15_26 .ﬁ o] rxi m o
s_NRSP_10 E .
g
[Pos_NRSP_11 5 1 MS2 spectra Precursor: 76.07736  Measurement
Pos NRSP_12 3
2 [ . 76.0752
Pos_NRSP_13 S g 58.0652
Pos_NRSP_14 3 ]
Pos_NRSP_15 5
Pos NRSP_16 g ‘e 20
o niDSD 17 & g 3 H
= 2 Z s
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- £ 2
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] - E £
E 3 H
iR | &
3 e P 50
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28|13 ot Wzl
L O 5
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B
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i Relative abundance m/z Reference
Region focus by ID: Information box: Ctr+D, metabolite name to ‘Unknown®
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one moco 17

File navigator
Pos_ExtractionBlank-1
Pos_ExtractionBlank-2
Pos_ExtractionBlank-3

-3

5-5’-methylthioadenosine

Label: | None v
Peak spots: 100% Num. 129

Display filter

[ Ref. matched [] Suggested
CCS matched [] Unknown

[] ms2 acquired [ | Molecular ion

[] Biank filter  [_] Unique ions

3

Absolute abundance {1e+4)
8 88283
P e

=i - -

p 7] Bar chart of aligned spot (OH)| EIC of aligned spot
EICs of aligned results; Exact mass: 298.1004; Tolerance: 0.01

2.100 2.150 2200

Basic peak property ‘Compound detail | Structure

5" LC-ESI-QTOF; M
RT{min]: 2308
Adduct type M+H]+
m/z 298.10037|ref=298.09683|diff(mDa)=3.54

Peak heightlarea: 7229 (height average in samples)
FormulaOntology:  C11H1SNSO3S|5'-deoxy-5"thionucleosides

Alignment navigator
alignmentResult_2021_10.

Survey scan (MS1) spectrum

MS1 spectra Max intensity: 2899
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‘Comment:
Exp.vs.Ref.  MS2 Chrom. | Rawys. Puriied | Rep. vs. Ref.

lﬁm m=LQ
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Region focus by ID:

Information box: Ctr+D, metabolite name to "Unknown
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ID
Metabolite
Property
Formula

Ontology

InChlkey

Comment

OH
7857
2.30782
298.1004
Formula C11H15N5S038

Ontology 5'-deoxy-5'-thionucleosides

InChiKey WUUGFSXJNOTRMR-IOSLPCCCSA-N

CSC[CBH]10[CEH] ([CEH](0)

Metabolite
Property
Formula
Ontology
InChlkey

Comment

NN OH

| OH
H N}M
N.

N/ 0

OH

6201
1.655442
m/z 268.1055

Formula C10H13N504

Ontology

InChiKey OIRDTQYFTABQOQ-KQYNXXCUSA-N

SMILES 0CC10C(N2C=NC=3C(=NC=NC32)N)C(0)C10
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Changing pane to show structure

i EIC of Bl lﬂa‘dmofﬂgnedspmm‘ EIC of aligned spot Basic peak prope cnmpmmm] Structure
Pos_ExtractionBlank-1 ~ I Z = EICs of aligned results; Exact mass: 298.1004; Tolerance: 0.01 Annotatic BE » t-tol-QTOF; MS|
Pos_ExtractionBlank-2 3 .
os_ExtractionBlank.3 || Peak spots: 100% Num. 128 % 5.00 RTimink 2308
F—— faoo Adduct type [M+H)+
Pos_NRSP_01 Display filter %300 mz 298.10037/ref=298.09683(diff(mDa)=3.54
Pos_NRSP_02 4 Ref. matched [ Suggested E-Z_w Peak heightlarea: 7229 (height average in samples)
::jz::: CCSmatched [J Unknown 2 100 [ FormulafOntology:  C11H1SNSO35]S'-deaxy-5"thionuclecsides

X 2
1 Ms2 acquired [ ] Molecul o InChiKey: WUUGFSXINOTRMR-IOSLPCCCSA-N
Pos NRSP_05 [ 452 acrpbed; [ Moleoutar o 2100 2150 2200 2250 2300 2.350 2.400 2.450 2.500
Pos_NRSP_06 [J 8lank fiter [ Unique ions Retention time [min] Comment:
Pos_NRSP_07 : - :
it ey s ver Alignment spot viewer how ion table | Exp. vs. Ref. | MS2 Chrom. | Rawvs. Puified | Rep. v. Ret
Pos_NRSP_09 . - . =
NRSP. alignmentResult_2021_10_1_14_15_26 :3] m |
Pos_NRSP_10 2 8 L Se—ne e "ﬂ A J La
Pos NRSP_11 E = E M52 spectra Precursor: 298.09436  Measurement
Pos_NRSP_12 ] 136.0614
Pos_NRSP_13 '] = 100- I
Pos_NRSP_14 3 8 g
Pos_NRSP_15 §
Pos_NRSP_16 [ =
o« Npeo 17 <1 8 % g g £ 298.100¢
=3 x H ’
Alignment navigator % T b
= £ 3
alignmentesuit 2021.10.| 2 s A 5 T 1
z = 1D #: M18; R(min); 2.48 /3 = £ et
-3 1  1; @il 2 B G MRR ciar ® £
FL: d g
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859 - ~ B W & ®
22|32 3
- 22
D= 100
$38 ° 136.0624
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< > Relative abundance Retention time [min] mE Reference
Region focus by ID: 7e57)[5]  Riming: 2308 5] ez [ 29810037 Information box: Ctr+D, metabolite name to “Unknown
i i BC of  Bar chartof ot (OH)| EIC of ligned spot  Basic peak property | Compound detail Structure
Pos_ExtractionBlank-1 ~ Laset [T 3 _ EICs of aligned results; Exact mass: 298.1004; Tolerance: 0.01 /
Pos_ExtractionBlank-2 I
: H
Pos Extraction@lani-3 | [ Peskspots:100%  Num.129 | = 500 HO S
Pos_MeOH Blank § 4.00- ))
Pos_NRSP_01 Display filter T 3.00 e
3 7
Pos_NRSP_02 [¥] Ref. matched [ ] Suggested & 200
Pos_NRSP_03 = 3 P
Pos_NRSP04 €CS matched [] Unknown 3 1.00
Tt MS2 red [ ] Molecul < o4 T u 4 . T T e
Pos NRSP_05 r] acquired [] Molecularon 2100 2150 2.200 2250 2300 2.350 2.400 2450 2.500 HO
Pos_NRSP_06 [ gtank fiter [ Unique ions Retention time [min] O
Pos_NRSP_07 TP =
gl Survey scan (MST) spectum | Peak spot viewer Alignment spot viewer [ show ion table
Pos_NRSP_09 alignmentResult_2021_10_1_14_15_26 N
Pos_NRSP_10 3 1 § \ N
Pos_NRSP_11 = L= g
Pos_NRSP_12 3 = ,
Pos_NRSP_13 o g /
Pos_NRSP_14 3 3 g N _—
z
Pos_NRSP_15 3 N
Pos_NRSP_16 -z s
0ne iDED 17 ‘128 2 84
—— &2
Alignment navigator | 3 NH2
‘@
alignmentResult_2021_10_| § - § E ® -
Eg 3 v ;R 254 5 A e ® Exp. vs.Ref. MS2 Chrom.  Rawvs. Purified Rep.vs. et
R - ! =
= 2 4] e
Eg =12 8 £a 'fM.Nl- ° ].8 m rgh m o
g9 B [ L 3 )
228|3 é 2 MS2 spectra Precursor: 298.09436  Measurement
EEEE—
i ‘ Fe " ' . oo 136.0614
80 40 0 o 2 a4 6 8 10 E 50
< > Relative abundance Retention time min] 5 298.100¢
Region focus by ID: 7857 RT(min): 2308] 5]  mvz [ 29810037 [5]  Information box: Cir+D, metabolite name to ‘Unknown’
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% Compound search . — [m] X
N
Other candidates from the Dbase
AConfidence | | BUnsettied | | Cunknown | [ Cancel Selected library ID: 252956 Name: 5'-S-Methylthicadenosine
RT similarity score: -1000
RT tol. [min]: 100 MS1 tol. [Dal: 0.01 MS2 tol. [Dal: 0.025 Accurate mass similarity score: 969.91
Dot product similarity score: 682.2743
File information
Reverse dot product similarity score:  815.5943
File ID File name RT[min] Accurate mass Molecular species |dentified Total score: 806.0453
2 |Pos_Pocledsample Msh| 2.204167 |298.0944 |M+HI1+ | 5'-5-Methylthicadencsine; L¢|
MS2 spectra Precursor: 298.09436  Measurement
Library information 1004 136.0614
Library ID Name Adduct RT[min] Pre.m/z  Dotprod. Rev.prod. Presense  Instrument Comment
252956 5'-5 ;| [M+H]+ -1 298.0968 0.68 0.82 0.67 in MassBank
262048 5'-Deoxy-5'-Me [M+H]+ -1 298.0968 0.68 0.82 0.67 registered in Respect
421 ds ine + C2HSS; PlaSh| [M+H]+ 2.7 298.097 0.69 0.70 0.10 level-2; PlaSM/
231073 5'-Methylthioadenosine [M+H]+ 1 298.0968 0.57 0.66 0.25 DB#=FiehnHILIC000114; o 50
231915 5" i i [M+H]+ 1 298.0968 0.54 0.54 0.18 DB#=FiehnHILIC001694; o
241714 NCGC00263645-02_C11H1| [M+H]+ 1 298.097 043 0.66 020 DB#=CCMSLIB000008539¢
237771 5'-METHYLTHIOADENOSIN| [M+H]+ 1 298.1 043 0.69 0.17 DB#=CCMSLIB000005778¢ % 298.100¢
235438 Erythraline [M+H]+ 1 298.1 0.19 013 0.25 DB#=CCMSLIB0000008122 '§ |
235441 Erythratidinone [M+H]+ 1 298.1 0.22 0.01 0.03 DB#=CCMSL 123 -:E o
261053 5'-Deoxy-5'-Methylthioade | [M+H]+ -1 298.0968 0.00 0.00 0.00 registered in Respect & I
261055 5'-Deoxy-5" I [M+H]+ 1 298.0968 0.00 0.00 0.00 i in Respect §
261120 5'-Deoxy-5" [M+H]+ 1 298.0968 0.00 0.00 0.00 =
261121 5'-Deoxy-5" [M+H]+ 1 298.0968 0.00 0.00 0.00 in Respect
261127 5'-Deoxy-5'-Methylthioade | [M+H]+ 1 298.0968 0.00 0.00 0.00 registered in Respect
261138 5'-Deoxy-5'-Methylthioade | [M+H]+ 1 298.0968 0.00 0.00 0.00 registered in Respect 50
100
150 200 250 300
mfz Reference
. . .
Indole-3-carboxylic acid — tryptophan metabolite
File navigator Peak spot navigator EIC of fo d | Bar chart of aligned [OH) | EIC of aligned spot Basic peak property  Compound detail Structure
Pos_ExtractionBlank-1 ~ Lobet [Tione = = EICs of aligned results; Exact mass: 162.0543; Tolerance: 0.01 H-inde boxylic acid; LC-ESI-QTOF; M
Pos_ExtractionBlank-2 H iR ks
Pos_Extractionglanic:3 ||| Peakspots: 100%  Num.129 | o gy !
Pos_MeOH Blank E 2.00- Adduct type [M+H]+
Pos_NRSP_01 Display fiter - m/z 162.05429)ref=162.05496]diff(mDa)=0.67
Pos_NRSP_02 [ Ref. matched [ Suggested § 1.00- Peak height|area: 10560 (height average in samples)
g cCs matched [] Unknown ;Eu.so FormulaiOntology:  CSHTNO acids and deriv
] 0.00- InChiKey: KMAKOBLIOCQGIP-UHFFFAOYSA-N
Pos_NRSP_05 CIs2 acpied L_ il 2850 3.000 3050 1100 3.150 3.200 3.250 3.300 3350 et
Pos_NRSP_06 [ Blank fiter ] Unique ions Retention time [min] Comment:
:os':::;'g: Survey scan (MS1) spectrum Peak spot viewer Alignment spot viewer ‘[:%smm ion table | Exp. vs. Ref. MS2 Chrom. ‘ Raw vs. Purified Rep. vs. Ref.
0s_NRSP_ == Shidhiiad
Pos_NRSP_09 b
IGES alignmentResult_2021_10_1_14_15_26 (o I m |
Pos_NRSP_10 3 - i r‘ 8
Pos NRSP_11 § = E' MS2 spectra Precursor: 162.05305 Measurement
Pos_NRSP_12 X
m 118.0639
Pos_NRSP_13 ] ls 100 G
Pos_NRSP_14 3 2 g § 162.053¢
Pos_NRSP_15 %
Pos_NRSP_16 ] 50
Reh s k¥ 8| g ¥
Alignment navigator | . < | g £
Z 3 | |
110 2 S o
alignmentResult_2021_10.| § % _gg 5 - H
=] 1 JFlind iguppegMs/Ms ] :E
&% g ) =
=8 =8 g - 144.045
& & = p
8 z 3 ¢ 4 O 1o Mogrom simiter
= E & [M+H]+
A ‘o o 1991 118068 162000
80 4 0 0 2 4 8 10 120 130 140 150 160
Relative abundance Retention time [min] m/z Reference
Region focus by ID: 1917 E RT(min): 3.165 B m/z | 16205429 Information box: Ctr+D, metabolite name to "Unknown
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% Compound search
.
Kcontdanee | [[Bunsstied | [[Cmimowm | [ Gameel | selecteativary D 251086 Records corresponding to the mass
RT tol. [min: 100 MS1tol.[Da): 001 MS2 tol. [Da): 0025
File information
File ID File name RT[min] Accurate mass Molecular species |dentified
2 Pos_PooledSample MSh|3.157433 | 162.0531 [m+H)+ | 1H-indole-3-carboxylic acid;
Library information
Library ID Name Adduct RT[min] Pre.m/z  Dotprod. Rev.prod. Presense  Instrument Comment
251286 1H-indole-3-carboxylic ac | [M+H]+ -1 162.055 0.89 0.89 1.00 registered in MassBank
| 251440 Indole-3-carboxylic acid; L| [M+H]+ -1 162.055 0.98 091 0.57 registered in MassBank
251441 Indole-3-carboxylic acid; L| [M+H]+ -1 162.055 0.95 083 0.50 registered in MassBank
262109 1H-indole-3-carboxylic ac | [M+H]+ -1 162.055 0.93 0.78 0.57 registered in Respect
253153 Indole-3-carboxylic acid; L| [M+H]+ -1 162.055 0.93 0.78 0.57 registered in MassBank
237458 Indole-3-carboxylic acid_1{[M+H]+ -1 162.055 0.97 0.79 0.36 DB#=CCMSLIBO00004784
231385 Indole-3-carboxylic acid  |[M+H]+ -1 162.055 0.94 0.83 0.33 DB#=FiehnHILICO00439; ¢
251870 Indole-3-carboxylic_acid; L| [M+H]+ -1 162.055 0.66 0.71 1.00 registered in MassBank
2472 Indole-3-carboxylic acid; (| [M+H]+ 1.455419 162.0549 0.85 0.73 0.36 MS2 deconvoluted using |
251871 Indole-3-carboxylic_acid; || [M+H]+ -1 162.055 0.65 0.70 1.00 registered in MassBank
251287 1H-indole-3-carboxylic ac | [M+H] + -1 162.055 0.79 0.67 0.57 registered in MassBank
251442 Indole-3-carboxylic acid; L|[M+H]+ -1 162.055 0.81 0.62 0.57 registered in MassBank
251872 Indole-3-carboxylic_acid; || [M+H]+ -1 162.055 0.61 0.65 1.00 registered in MassBank
231845 2,8-Quil i [M+H]+ -1 162.055 0.63 0.87 0.38 DB#=FiehnHILIC001623; ¢
251873 Indole-3-carboxylic_acid; || [M+H]+ -1 162.055 0.58 0.62 1.00 registered in MassBank
1132 Unknown (carbon number | [M+H]+ 3.27 162.0566 0.66 0.68 0.60 Annotation level-4; PlasM
2471 Indole-3-carboxylic acid; (| [M+H]+ 1.455419 162.0549 0.71 0.62 0.40 MS2 deconvoluted using |
232231 Indole-3-carboxylic acid | [M+H]+ -1 162.055 0.62 0.72 0.33 DB#=FiehnHILIC002011; ¢
2469 Indole-3-carboxylic acid; (| [M+H]+ 1.455419 162.0549 0.87 0.24 0.50 MS2 deconvoluted using ¢
2468 Indole-3-carboxylic acid; (| [M+H]+ 1.455419 162.0549 0.68 0.23 0.50 MS2 deconvoluted using ¢
| 230984 2,8-Quinolinediol [M+H]+ =], 162.055 0.29 046 1.00 DB#=FiehnHILIC000035;
96514 3-hydroxy-1,2-dimethylpy | [M+Na] + 3.22 162.05 0.24 0.73 0.50 Orbitrap spec_id=103220; origin=B| v
. .
Exporting the aligned data
File navigator Peak spot navigator EiCoffocusedspot | Pecklistresult Basic peak property | Compound detail | Structure
- " Alignment result < i
pos BaractionBlank-1 A L o 3 EICs of alig : 1 Annotation: 1H-indole-3-carboxylic acid; LC-ESI-QTOF;
bos_ExtractionBlank-2 3 3 Molecular spectrum networking export
bos_ExtractionBlank-3 | | Pedk spots: 100% Num. 129 |, 00 Copy screenshot to clipboard (emf) RTImin]: 3.165
Pos_MeOH Blank E 2.00- Parameter export (Tab-delimited text) Adduct type [M+H]+
pos_NRsP_01 Display filter B Export as lipoquality database format m/z 162.05429]ret=162.05496|diff(mDa) =0.67
pos NRsP_02 [ Ret. matched [ Suggested '§ 100 Export nomalization result Peak heightlarea: 10560 (height average in samples)
:5':§;‘g: €CS matched [ Unknown 3050 FormulaOntology:  CIH7NO2lIndolecarboxylic acids and derivat
s NRSP_ 3
it < 0,00 ’ T InChikey: KMAKOBLIOCQGIP-UHFFFAOYSA-N
[os.NRSP_05 L) wis2 acquired [] Molecutaion 2950 3.000 3,050 3100 3.150 3.200 3.250 3.300 3.350 g
pos_NRSP_06 [J Blankfitter  [] Unique ions Retention time [min] Comment:
P T
z::’:zp’g; Survey scan (MS1) spectrum Peak spot viewer Alignment spot viewer Bxp. vs. Ref. | MS2 Chrom. ‘ Raw vs. Purified Rep. vs. Ref.
pos_NRsP_09 ¢ o]
- ) alignmentResult_2021_10_1_14_15_26 | | m
bos_NRSP_10 2 g .t e s s '!B ;Q I':l L
s-NRSP1T § ) é' MS2 spectra Precursor: 162.05305 Measurement
pos_NRsP_12 &
Pos_NRSP_13 2 2 100 480628
_NRSP_ ] L
bos_NRsP_14 3 ! g L8 0859 162.053¢
Pos_NRSP_15 a
pos_MRsP_16 £ [ o so
b neco s - 8% B 8
Alignment navigator '; S | $ :
5
£ 3
blignmentResult_2021_10_| E % a § g el . ;
E 2 ¥ ; H
=2 3 iind iguppepMS/MS ) 2
= g =] g S0 144.045
ity —= | PP ol i
=l [M+H]+
22|13 100 162.06
238 -o o 118.068
80 40 0 0 2 4 6 8 10 120 130 140 150 160
Relotive obundance Retention time [min] mz Reference
Region focus by ID: 1917][5]  Ri(ming: 3165 [z]  m/z | 16205429][5] Information box: Cir+D, metabolite name to ‘Unknown
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L)

Directory: |C:\Users\sbarnes\Desktop\Data analysis class Browse
Export option

File: | alignmentResult 2022 2_14_13_36_13 W
[] Raw data matrix (Height) [] Peak ID matrix

[] Normalized data matrix [] Retention time matrix

[v] Raw data matrix (Area) [] m/z matrix

[] *Export as mztab-M [] MS/MS included matrix

[) GNPS export
[] S/N matrix export
[] Representative spectra

[] parameter

Filtered by blank peaks (must be checked in alignment parameter setting)

[ Filtering by the ion abundances of blank samples

Missing value option

[[] Replace zero values with 1/10 of minimum peak height over all samples

Isotope labeled tracking option Target file

[ Filtering by the result of isotope labeled tracking | Pos_ExtractionBlank

Export format:  msp =

Export Cancel

Before exiting MS-DIAL, go to Export (top bar) and select
<alignment result>. Then select where you are going to
save the export file.

De-select raw data matrix (height) and select raw data
matrix (area) and retention time matrix.

Then <Export>. The resulting file is in .txt format and can
be read into Excel on any platform and then saved in a
xlsx format — we’ll do that on Friday.

Also in MS-DIAL, make sure to save the MS-DIAL file —
click on <file> (top left corner) and <save>.
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