Using MS-DIAL in
metabolomics

Stephen Barnes, PhD
BBRB 711
934-7117, sbarnes@uab.edu

MS-DIAL

* Download MS-DIAL from
 http://prime.psc.riken.jp/compms/msdial/main.html

* Download ABF converter (scroll down — under “related” on right)
* You will need to register its use

* Download the two public MSMS databases
* http://prime.psc.riken.jp/compms/msdial/main.htmI#MSP

* Download MS-Finder
* http://prime.psc.riken.jp/compms/msfinder/main.html

* Unzip MS-DIAL, ABF converter, MS-Finder and database zip files and
place on desktop

* To use, locate the MS-DIAL folder (on your desktop)
* Double click to open the folder
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E RS |

#* Quick access
@ OneDrive

= This PC

P 3D Objects
Bl Desktop

{4 Documents
& Downloads
D Music

&= Pictures

B videos
g2305(C)

«= My Book (E)

«» My Book (E)

& Network

> ThisPC > Desktop > MSDIAL ver 4.48

Name
9 mseoriu.an

) mscorrc.debug.dll

[*] mscorrc.dll

3 MSDIAL

|1 MSDIALexe.config

4] MSDIAL

[] MsdialCommon.dil

[ ] MsdialCommon.dil.config
[+ MsdialCommonStandard.dil
[ ] MsdialConsoleApp.deps,json
[ MsdialConsoleAppdll . _ g»®
% MsdialConsoleApp &

[ ] MsdialConsoleApp.runtimeconfig.dev,json

’f

O MsdialConsoleApp.runtimeconfig json

[*] MsdialGemsProcess.dll

[] MsdiallLcmsProcess.dil

[] Msp20201228141756_converted.lbm2
[] netstandard.dll

{] NewtonsoftJson.dil

[+ PairwisePlotdll

[ PairwisePlot.dil.config

GUIl'version

11772020 1.3 rm
1/17/2020 2:47 AM
1/17/2020 2:47 AM
1/6/2021 1:46 PM
4/6/2020 4:00 PM
12/7/2020 10:04 PM
1/6/2021 1:46 PM
4/6/2020 4:00 PM
1/4/2021 1:30 PM

1

Command line

1/6/2021 1:30 PM
1/6/2021 1:30 PM
10/19/2020 12:38 PM
11/1/2020 12:52 PM
1/6/2021 1:30 PM
1/6/2021 1:30 PM
12/28/2020 2:47 PM
1/17/2020 4:49 PM
11/9/2019 12:56 AM
1/6/2021 1:46 PM
4/6/2020 4:00 PM

Type Size
APRICauon exerns.. 20 AD
Application extens... 175KB
Application extens... 13KB
Application 6,965 KB
CONFIG File 3KB
Configuration setti... 1KB
Application extens... 47 KB
CONFIG File 1KB
lication extens... 25 KB
giston 73K8
Application extens... 93 KB
Application 192 KB
JSON File 1KB
JSON File 1KB
Application extens... 168 KB
Application extens... 425 KB
LBM2 File 354,533 KB
Application extens... 112KB
Application extens.. 684 KB
Application extens... 98 KB
CONFIG File 1KB
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File navigator Peak spot navigator £IC of focused spot Bar Basic peak property | Compound detai
Labet: | None B Annotation:
Peak spots: 100% g 100 RF [mink
g
< 80 ccs:
5
Display filter g 60 m/z
g 3
H [ Ref. matched [] Suggested = 40 Peak heightlarea:
Select new project = 3
[] ccs matched [[] Unknown = 20 Formula|Ontology:
MS2 acquired Molecular ion or T T T T 1 InChiKey:
u i - 20 40 60 80 100
[J lank filter ] Unique ions Retention time [min] Comment:
Survey scan (MST) spectrum | Peak spot viewer | Alignment spot viewer JE showion table | Exp.v. Rer. | MS2 Chiom. | Raw . Puified | Rep.va. Ret.|
File name m m
2| = AAR®
Measurement vs. Reference Measurement
100-|
-2 =3
e S
50
2 8 "
3 s
— :
S o
-8 2 H
=
E
50
L °
]
100-|
T o ° \
80 40 0 o 20 40 60 20 100 0 20 40 60 20 100
Relative obundance Retention time [min] mz Reference
Region facus by ID: K B RT(min): | 1 m/z K] Information box: Ctr+D, metabolite name to "Unknown"




y

Project file path: 1 Browse

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

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

Data type (MS1)
® Profile data

Data type (MS/MS)

® Profile data

D Centroid data O Centroid data

lon mode Target omics

® Positive ion mode ® Metabolomics
O Negative ion mode O Lipidomics

@ Advanced: add further meta data

Default opening page

Project file path: C:\Users\sbarnes\Desktop\Tollefsbol G4thruG6_neg\2021_2_12_13_3_44.mtd Browse
lonization type
® Soft ionization (LC/MS, LC/MS/MS, or precursor-oriented GC/MS/MS)
Hard ionization (GC/MS)
Separation type
® Chromatography (GC, LC, CE, or SFC)
lon mobility (now coupled with liquid chromatography)
MS method type
® Conventional LC/MS or data dependent MS/MS
SWATH-MS or conventional All-ions method All-ions with multiple CEs (cycled like OV-10V-40V)
Experiment file:
Data type (MS1) Data type (MS/MS)
® Profile data ®) Profile data
Centroid data Centroid data
lon mode Target omics
Positive ion mode ® Metabolomics
® Negative ion mode Lipidomics
9 Advanced: add further meta data
Next

Select the folder where the
.abf data are located

Soft ionization

Chromatography

Conventional

Profile data for MS and MSMS

lon mode = negative

Omics = metabolomics

_
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3 Quick access
| @ OneDrive

% This PC
¥ 3D Objects
[ Desktop
7 Documents
¥ Downloads
b Music
&= Pictures
B videos
25 0s(C)
w~- My Book (E)
- My Book (E))

¥ Network

<

Name

1 Neg_C4.abf
| Neg_C5.abf
1 Neg_C6.abf
| Neg_Gé.abf
| Neg_G5.abf
[] Neg_G6.abf

Highlight the .abf files and then press open

File name:

ABF file(*.abf)

Qpen

Cancel

File path File name Type Class ID Batch Analytical order Inject. volume (pL) Included
C:\Users\sbames\Desktop\Tollefsbol G4thru| Neg_C4 Sample 1 1 [
C:\Users\sbarnes\Desktop\Tollefsbol G4thru| Neg_C5 Sample ) | 2
C\Users\sbames\Desktop\Tollefsbol G4thru| Neg_Cé Sample 1 3
C:\Users\sbarnes\Desktop\Tollefsbol GAthru| Neg_G4 Sample 1 4
C:\Users\sbames\Desktop\Tollefsbol Gdthru| Neg_G5 Sample 1 5
C:\Users\sbarnes\Desktop\Tollefsbol G4thru| Neg_G6 Sample 1 6

Adjust the class ID to reflect the two groups

Analysis file paths Browse \

File path File name Type Class ID Batch Analytical order Inject. volume (pL) Included
C:\Users\sharnes\Desktop\Tollefsbol G4thru [ Neg_C4 Sample 1 1 1 1 [v]
C:\Users\sbarnes\Desktop\Tollefsbol G4thru| Neg_C5 Sample 1 1 2 1 (V]
C:\Users\sbames\Desktop\Tollefsbol Gathru | Neg_C6 Sample 1 ; 1 3 1 [v]
Ci\Users\sbarnes\Desktop\Tollefsbol Gdthru| Neg_G4 Sample 2 1 4 1 [V
C:\Users\sbarnes\Desktop\Tollefsbol G4thru| Neg_G5 Sample 2 1 5 1 [v]
C:\Users\sbarnes\Desktop\Tollefsbol G4thru| Neg_G6 Sample 2 1 6 1 [v]
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%
Data collection | Peak detection | MS2Dec | Identification | Adduct | Alignment = Mobility | Isotope tracking Setting the sea rch para metel’S

Mass accuracy (centroid parameter)

MS1 tolerance: 001 pa G ——

MS2 tolerance: 0015 pa h
(%) Advanced

Load [ Together with Alignment finish || Ccancel Do not press the finish button
9
S Making edits to the parameters
Data collection | Peak detection MS2Dec | |dentification | Adduct | Alignment | Mobility | Isotope tracking u Si ng th e st ri p
Deconvolution parameters
Sigma window value: 05
MS/MS abundance cut off: 0| amplitude

{
() Advanced

Load [¥] Together with Alignment Finish Cancel Do not press the finish button

10
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L]

Data collection | Peak detection | MS2Dec | Identification | Adduct | Alignment | Mo

MSP fite and MS5/MS identification setting

MSP file: CAUsers\sbarnes\Desktop\Database\MSMS-Public-Neg-V515.msp

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

Load [] Together with Alignment

Isotope tracking

oo |

100 min

Select the MSMS database

001/ p, .
¢ Selecting the mass tolerance
0025 p,

80| o

Finish Cancel

Name

f@ MSDIAL-TandemMassSpectra...

ﬁ MSDIAL-TandemMassSpectra...

& MSMS-Public-Neg-VS14

12 MSMS-Public-Neg-VS15 — <mmmmmmm—
72 MSMS-Public-Pos-VS14

#® MSMS-Public-Pos-VS15

Do not press the finish button

L

Data collection | Peak detection | MS2Dec | Identification Adduct | Alignment | Mobility

Adduct ion setting

Isotope tracking

User-defined adduct ‘

Molecular species Charge Accurate mass [Da] Includ
IM-HI- 1 -1.007276 1]
[M-H20-H]- 1 -19.01839 v
[M+Na-2H]- 1 20974666 ]
[M+Cll- 1 34.969402 |
[M+K-2H]- 1 36.943606 [v]
[M+FA-H]- 1 44998201 (]
[M+Hac-H]- 1 59.013851 [
[M+C2H3N+Na-2H]- 1 62.001215 v
[M+Bi]- 1 78918885 [l
[M+TFA-H]- 1 112.985586 ]
[M-C6H1004-H]- 1 -147.065735 [v]
[M-C6H1005-H]- 1 -163.06065 v
[M-C6H806-H]- 1 -177.039915 w1
[M+CH3COONa-H]- 1 8099579853 [
[2M-H)- 1 -1.007276 ]
[2M+FA-H)- 1 44998201 v
[2M+Hac-H]- 1 59.013851 L]
[3M-H]- 1 1.007276 ]
[M-2H]2- 2 -1.007276 =]
[M-3H]3- 3 -1.007276 OJ

Load [ Together with Alignment Finish Cancel

Select the possible adducts —

besides the molecular ion [M-H]-,

we expect to see

* loss of water,

* Na and K adducts,

* formic acid adducts,

* ions formed in the interface,
dimers and trimers,

* and multiply charged ions

Do not press the finish button
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%

Data collection | Peak detection | MS2Dec | Identification | Adduct = Alignment | Mobility | Isotope tracking

Alignment parameters setting
Result name:
Reference file:
Retention time tolerance:

MS1 tolerance:

@ Advanced

Load [¥] Together with Alignment

alignmentResult_2021_2_12_13_16_31
Neg_C6 v
0.05

0.015

min

Da

Now you can press Finish

Finish Cancel

13

5

All Process

Each process

Neg_C4 [ |
Neg_C5

Neg_C6

Neg_G4

Neg_G5

Neg_G6

File progress: 0/6

14
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EIC of focused spot

Bar chart of aligned spot

EIC of aligned spot

Basic peak prope: Compound detail

Label: None Annotation:
Peak spots: 100% 100 RT [min}:
= ] g
< 80 ccs:
) H
Display filter s 60 wz
Ref. matched Suggested % 40 Peak heightiarea:
CCSmatched || Unknown & 20 FormulajOntology:
MS2 acquired Molecular ion o T T T T 1 InChiKey:
0 20 100
Blank filter | Unigue ions Retention time [min] Comment:
Peak spot viewer | Alignment spot viewer B show ion tabie [ £xp.vs. Ret. | M52 Chrom. | Raw vs. Purified | Rep. vs. Ref.
3 T
AAROEMAT
alignment > asurement vs. Reference Measurement
Gap filling: 2/6
50
-8 3
g
N s
T H
5
3
s
Lg ol
B e 3
3
£
504
le s
] 2
100
80 40 o 0 20 40 60 80 100 0 20 40 60 80 100
Relative abundance Retention time [min] m/z Reference
Region focus by ID: RT(min): a3 me n box: Ctr+ nkno

-1

15

EIC of focused spot

Basic peak property

Neg_C4 Labet: | N | EIC chromatogram of 191.0212 tolerance [Da]: 0.01 Max intensity: 10858 Annotation: Citric acid (Not validated, isomer of 227); Pla}
Neg_C5 _ . ’
N Peakspors 100%  Num. 3970 | 8 70 RT[min}: 6.482|ref=1.64{diff=4.842
Neg_G4 | 3 6@ Adduct type [M-H]-
g 50 2
Neg_G5 Display filter *:’:‘ 0 m/z 191.02122|ref=191.01939]diff(mDa)=1.83
Neg_G6 [ Ref. matched [ Suggested %’ 30 Peak heightjarea:  8016{235848
CCS matched [ ] Unknown & ig FormulalOntology: ~ C6HB07|Organic acids
[] MS2 acquired [_] Molecular ion o A A = 2 24 InChiKey: KRKNYBCHXYNGOX-UHFFFAOYSA-N
[] Blank filter  [_] Unique ions Retention time [min] Comment:
Exp. vs. Ref.
Sample #1 K " 5 g
’ . AAROHMAC
showing all o8] 8
. T ! MS2 spectra Precursor: 191.02122 Measurement
detected ions " g T
% = 100-{ 1
2 g
2 o
g & &
x ~
=} ~
= -
2 = 504
;; glg 8 87.0102 191.019
= 8
N 2 g ] “
o @ 5 s
Sw < £
* £ E H |
£3 'é 57. q355 L i L
alignmentResutt 2021.2.1| 2 % o 1 H || 173.0107
£ 21 ¥ 3 191.019
53 = 3 87.0086 !
z =
5 z €
33 -
ppe =] o 50+
= ] g
Click on alignment £33
-9 =2k
2|z 100
2 |
zE= | o ol 111.0085
e T ¥ T T T T T T T T T T T
80 40 o 5 10 15 20 25 40 60 80 100 120 140 160 180 200
< > Relative abundance Retention time [min] mfz Reference
Region focus by ID: RT(min): 6482 El m/z | 19 Information box: Ctr+D, metabolite name to "Unknown'

16
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Select Ref matched

Peak spot navigator ncwmw‘ Bar chart of aligned spot (OH) | EIC of aligned spot
UnknownRT[min]=26.02 m/z=61.8036
Label: | None v
Peak spots: 100% Num. 6665 1.2
1.0
Zos
Display filter ED'B
0.
[] Ref. matched [] Suggested foa

CCS matched [] Unknown
[[] MS2 acquired [ ] Molecular ion

[[] Blank filter  [] Unique ions

0.2
0.0

Class

Basic peak property | Compound detail

Annotation: Unknown

RT[min}: 26017

Adduct type M-H]-

m/z 61.80365

Peak heightlarea: 1214 (height average in samples)
Formulz[Ontology:  NAINA

InChiKey: NA

Comment:

spot viewer

alignmentResult_2021_2_12_13_16_31

= show ion table

Exp.ve.Ref. MS2Chvom.  Rawvs. Purified Rep. vs. Re.

ROTM-

2r8| g
. ﬁ bl =1 1 Vs,
All ions detected % ot
2 = 100
across all samples = o -
& = ]
z g
o g 50
-] cle
= g g ¥
] &7 g
E—— 5 5
e 22 T B
Alignment navigator R F
] z
alignmentResutt 202121 = € 1l o e s
ZE B g =5 £
s = S - 2
2R i ]
e o =
- =
3 50
iz gl &
£ ¢
23|g
o 5|=
-8 i
25 . o 100
B0 40 o0 0 30 0 20 0 60 80 104
< > Relative abundance Retention time [min] m/z Reference
Region focus by ID: 0 B RT(min): 26017 B m/z | 61.80365 E| Information box: Ctr+D, metabolite name to ‘Unknown’
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‘Peak spat navigator

EIC of focused spot| Bar chart of aligned spot (OH)

Basic peak property VWI‘W‘ detail

Neg_C4 Tl s = UnknownRT[min]=26.02 m/z=61.8036 - Unknown
Neg_C5 .
Neg_C6 Peak spots: 100% Num.166 | 12 RTmink: 26017
Neg_G4 E 10 Adduct type [M-H]-
Neg_GS5 Display filter ig-i m/z 6180365
Neg_G6 [ Ref. matched [] Suggested -50:‘ Peak heightjarea: 1214 (height average in samples)
CCS matched [] Unknown 0.2 FormulalOntalogy:  INAJNA
[] MS2 acquired [_] Molecular ion 0.0 : 3 InChiKey: NA
[] Blank filter  [] Unique ions Class Comment:
. Survey scan (MST) spectrum | Peak spot viewer Alignment spot viewer S show ion table | Bxp.vs. Ref. | M2 Chrom. | Raw s, Purified | Rep. vs. R
The ions shown are fr—— .
: —— RO M|
those found in the . alignmentResult_2021 2 12 13 16 31 i ] e
wirs g
database and meet o g Measurement vs. Reference Measurement
2
. = d
the selection 2 5 100-
b 3 o
parameters 8 ~[8 g
2 =
aQ ~N
2 2 50
l 3 2 Y
o~ 2 k=4 o
@ A e g
22 & ® 2
nment navigator ® 3 ? E
- = - ) 3
alignmentResult_2021_2_1 g S 2 _§ E G L) %
53 S e Ce® £
' EG g3 P ™ & cal ? g
g3 = L J 50-1
s = g = 1 ®
=8 —3¢% g ® ®
£ 8| - ®
239|8 = El
|2 _—= o
= 1
g r_é 2 [ < 100
L r r - r T v v v T T v )
80 40 0 0 H 10 15 20 25 30 [} 20 40 60 80 10
< > Relative abundance Retention time [min] m/z Reference
Region focus by ID: o/[5]  Ritmin: 26017 m/z: | 6180365 Information box: Cir+D, metabolite name to ‘Unknown’

18
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File navigator ch‘ { Bar chart of aligned spot (OH) E[dmgaedspol Basic peak property 1Cmmlﬂdﬂ
Neg_C4 i = Baicalin; LC-ESI-QTOF; MS2; CERT[min]=15.55 m/z=891.1568 Enncintion Bicalis L sk C310m Wd: G
Neg_CS )
Neg.C6 Peak spots: 100% Num. 166 18 RT[min]: 15553
Neg G4 wae Adduct type [2M-H]-
. L
Neg_G5 Display filter e m/z 891.1568|ref=891.16254{diff(mDa)=5.74
Neg_G6 [ Ref. matched [ ] Suggested sgg Peak heightlarea: 92624 (height average in samples)
CCS matched [] Unknown 0 Formula|Ontology:  C21H18011[Flavoncid-7-O-glucuronides
[[] Ms2 acquired [] Molecularion | 0.0 z s InChiKey: IKIZLYTISPENI-ZFORQUDYSA-N
. Blank filter | Unique ions Comment:
The database says it’s |~ L ria Closs _
the isoflavone : n (MS1) spectn Peak spot vi i g spot viewer }Eshqwiontable Em.mM[MSZOImleW Rep. vs. Ref.
baicalin —it’s e alignmentResult_2021_2_12 13 16 31 ,]8 Q fg( m '«LQ
genISteln and its ﬁ_ ﬁ; | g‘ MS2 spectra Precursor: 891.16492 Measurement
. . ~Ny
glucuronide. [M-H]"is| 3 §| 100] 269.0457
R 3
m/z 445 — [ZM'H] at § I’é s | [2M-H}-
o = o
m/z 891.169 2 3
§ 2 50+
o
2 “rg| sl g
= % . g Found in upper MS/MS £ 113.0254
Alignment navigator | 2 S E H i 445.072%
e £ 0 1 1
alignmentResult 202121 2 8 g ¢ [
£ LA H
£8 s 113.0581
% & 445.085€
A 504
§2(8
25
= u 100+
22" ~o o 269.0613
80 4 o 0 5 10 15 20 25 30 50 100 150 200 250 300 350 400 450
¢ > Relative abundance Retention time [min] mfz Reference
Region focus by ID: 6596 B RT(min): 15.553 E] m/z | 891.1568 Information box: Ctr+D, metabolite name to ‘Unknown'

19

File navi EIC of focused spot. Bar chart of aligned spot (OH) | EIC of aligned spot Basic peak property |Compound detai
Neg_C4 di . N2,N2-DimethylguanosineRT[min]=9.83 m/z=310.114 Anciotatiof: N2.N2-Dimethylguanasine
Neg C5 "
. RT[min]: 983
Neg.C6 Peakspots: 100%  Num.165 | &5 Tl
Neg_G4 Tas Adduct type M-H]-
3.0 -
Neg_G5 Display filter 325 miz 310.11398jref=310.11569|diff(mDa)=1.71
Neg G& [ Ref. matched (] Suggested ;? "l’g Peak heightjarea: 2831 (height average in samples)
CCS matched [ ] Unknown é-g FormulajOntology:  C12H17NS05[Purine nucleosides
[] MS2 acquired [ ] Molecularion | 0.0 ] InChiKey: RSPURTUNRHNVGF-UHFFFAOYNA-N
1
[ Blank filter  [_] Unique ions Class Comment:
Survey s F er| Alig spot viewer EESMwinnlablﬁ mel'&m|mﬁw‘ Rep. vs. Ref.
) alignmentResult_2021_2_12_13_16_31 B9 :}i m s
o § S
7| R s MS2 spectra Precursor: 310.11444 Measurement
2
: 178.0721
£ = 100
3 s
z g o
: SHE
o =
g 3 ol 310.116
b=} = § w
g § £
2% 3 e H 133.0145
Alignment navigator 23 £ § I
B = s T
stgnmenthesun 2021.2.1| £ § g 1z]| s \ H 1330146
£3 Z s ® H
s = 3
N ® 2 g
g § : [MH] 50
M i
S u =] s ®
g8 i = y l y . o 310.1161
58|m - .
g3|8 ® o Pl e A
522
g - 100
ga -o o 178.0727
80 40 0 o 5 10 15 20 25 30 50 100 150 200 250 300
< 3 Relative abundance Retention time [min] m/z Reference
@iun focus t_rx ID: RT(mis

20
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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
Neg_C4 bt [P " Baicalin; LC-ESI-QTOF; MS2; CERT[min]=15.55 m/z=891.1568 Annotation: Baicalin; LC-ESI-QTOF: MS2: CE
Neg_C5 _—
Neg C6 Peakspots: 100%  Num.166 | 1.8 R{min]: 15553
g L6 IM-H]-
Neg_G4 E 14 Adduct type [ I}
Neg G5 Display filter - }g m/z 891.1568|ref=891.16254|diff(mDa)=5.74
£
Neg_G6 [ Ref. matched [] Suggested § grg Peak heightjarea: 92624 (height average in samples)
CCS matched [_] Unknown g-; Formula|Ontology:  C21H18011|Flavonoid-7-O-glucuronides
[] MS2 acquired [ ] Molecular ion 0.0 T 5 InChiKey: IKIIZLYTISPENI-ZFORQUDYSA-N
[] Blank filter ] Unique ions Class Comment:
Survey scan (MS1) spectrum Peak spot viewer Alignment spot viewer Show ion table | Exp. vs. Ref. J MS2 Chrom. ‘ Raw vs. Purified Rep. vs. Ref.
o o
) alignmentResult_2021_2_12_13_16_31 /71[8 0D :}1 m o
.8
K] g
ot =] MS2 spectra Precursor: 891.16492  Measurement
ol
8 = 100] 269.0457
< avf .
2 8 [2M-H]-
.} ] 9 | [2
g e[*] 8
] =
2 2 50
*® a
< © o
g g - s :
g Z & - Found in upper MS/MS é 113.0254
Alignment navigator %= E 5 | | 445.0725
5 £ L v
8 9
alignmentResult_2021_2_1 z 8 2 ® é |
5= = & <
S . ] 113.0581
£5 (] iz @ =
< &5 ‘& 445.085¢
=2 o ol 4 ° 50
-1 8 2@ & o @ @
E8|m o » g o i i
£3|8 ® 0 P8ay,
7z 3 b
o=@ 100-
sz -o < 269.0613
T T T T r T v T T T T T T
80 40 0 0 5 10 15 20 25 30 50 100 150 200 250 300 350 400 450
Relative abundance Retention time [min] m/z Reference
Region focus by ID: 6596 [>|  Ri(min): 15553 [5]  m/z [ 891.1568][5] Information box: Ctr+D, metabolite name to ‘Unknown’
D m|
A:Confidence ‘ | B:Unsettled | [ C:Unknown ‘ l Cancel Selected library ID: 10276 Name: Baicalin; LC-ESI-QTOF; MS.
RT similarity score: -1000
RT tol. [min}: | 100 MS1tol. [Da]: 001 MS2tol. [Da]:  0.025 Accurate mass similarity score: 991.1213
Dot product similarity score: 844264
File information
Reverse dot product similarity score:  699.6223
File ID File name RT[min] Accurate mass Molecular species Identified Total score: 8185488
5 Neg_G6 15.55782 |BQ‘I.1 649 I [2M-H]- Baicalin; LC-ESI-QTOF; MS2; (|
_MS2 spectra Precursor: 891.16492 Measurement
i i .0457
Library information 100 269.045
Library ID Name Adduct RT[min] Pre.m/z  Dotprod. Rev.prod.  Presense  Instrument Comment
10276 Baicalin; LC-ESI-QTOF; MS:| [2M-H]- -1 891.1625 084 0.70 046 in MassBank
10274 Baicalin; LC-ESI-QTOF; MS:| [2M-H]- -1 891.1625 0.90 041 088 in MassBank
10871 Baicalin; LC-ESI-ITTOF; MS:| [2M-H]- -1 891.1625 073 0.34 044 in MassBank
50-

113.0254

o

445.072¢
1

Relative abundance
o

50

100

T
50

T T T T T T T T
100 150 200 250 300 350 400 450

m/z

Re@rence

22
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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
Neg_C4 et [ s Baicalin; LC-ESI-QTOF; MS2; CERT[min]=15.55 m/2=891.1568 Annotation: Baicalin; LC-ESI-QTOF; MS2; CE
Neg_C5 . -
Neg C6 Peak spots: 100%  Num. 166 18 Rimin: 15553
- 16
Neg_G4 T1a Adduct type [2M-H)-
Neg G5 Display filter g{:ﬁ m/z 891.1568]ref=891.16254|diff(mDa)=5.74
Neg_G& [ Ref. matched [] Suggested E‘g-g Peak heightjarea: 92624 (height average in samples)
CCS matched [_] Unknown g-g FormulalOntology:  C21H18011|Flavoncid-7-O-glucuronides
[ MS2 acquired [] Molecular ion 0.0 T 3 InChiKey: IKIIZLYTISPENI-ZFORQUDYSA-N
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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
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L12 891.1568]ref=891.16254|diff(mDa)=5.74
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Neg_G6 ¥ Ref. matched [] Suggested | 3 8'2 Peak heightjarea: 92624 (height average in samples)
CCS matched [ ] Unknown g»; FormulajOntology:  C21H18011|Flavonoid-7-O-glucuronides
[[] MS2 acquired [_] Molecular ion 0. 5 InChiKey: IKIIZLYTISPENI-ZFORQUDYSA-N
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Directory: Directory: |C:\Users\sbames\Desktop\Tollefsbol G4thruG6_neg
Export option Export option
File: = alignmentResult_2021_2 12_13_16_31 | File: | alignmentResult_2021_2_12_13_16_31 v
[] Raw data matrix (Height) [] Peak ID matrix ['] Raw data matrix (Height) [] Peak ID matrix

[[] Normalized data matrix [C] Retention time matrix

[] Raw data matrix (Area) [] m/z matrix
[ *Export as matab-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
[] Filtering by the result of isotope labeled tracking | Neg_C4 v

Target file

centroid v

Export format: | mgf v Spectra type:

[] Normalized data matrix Retention time matrix

[/ Raw data matrix (Area) [ m/z matrix
] MS/MS included matrix
[ GNPS export

[] S/N matrix export

[ *Export as mztab-M

[] 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 | Neg_C4 ¥

Export format: | maf =

> [ o | [ com |

Spectra type: | centroid .
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