Subppmconverter method: see also Search LCMS.ppt and
Subppmconverter.ppt!

m Start by looking for background masses in eluents which
are plausible for internal lock mass. Average each mass
over multiple scans in the same file. Check that the

intensity is mostly above 20000 (ca. 5x noise).

. ) ; R —— 1)
= Make a list in wordpad and call the file

“Thermo_internal_mass_list.lbm”

Druk op F1 voor Help
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XAITIPIEC EXPETHTICT

m Sample A: containing ca. 220 known reference compounds.
This sample Is used for external mass correction/calibration.

m Sample B: preprocessed and concentrated urine sample.

. . rE Thermo_file_list.txt - WordPad ]
o | nJ e Ctl O n O rd e r : Bestand  Bewerken EE Invoegen E]@@

- 1 injection of sample A NEH S A 1 @8
- 1 injection of sample B
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Go to Subppm_converter.exe

Thermo_subppm_converter

Wi T oo Select raw data sets (data in previous
PP | slide)

Intensity dependant mass correction: set
to zero!

Put in the scan filter to use; check original
data for this.

Set a minimum threshold value for internal

S e lock masses; minimum threshold = ca. 6x

noise.

CEY_pol I_'.'fil file :

= Note : profile raw data Perform conversion and use the
become centroid netCDF data; output netCDF in metAlign.
correction for internal masses

= Note : profile raw data and centroid
netCDF data are in the same folder.

N R




ppm drift

ppm drift

Evaluate multiple internal lock correction: Besides netCDF output

there Is a csv output: create evaluation graphs in Excel

ppm drift vs. time for sample A

minutes

ppm drift vs. time for sample B

3
2.5 T3
2 : 7 ;
0 . w3
bo .::'. . o s ...'., 5
R N + (Y OIS 3 R < e
f g b RAECEIBET N L el t B, SRR SRR ot RRRR.C:
1Lk A 54 IR ERIL LR L s o O T L
SRR et NSRSV § e T
0.5 BHE . STESSOREEANI - T Y
7 RN X YA A i
O 1 E St . ‘t‘); \.: b T T
. o2 .- .'....'
) 5 1Q, - 45 . 20 25 30 35 40
-0.5 = =
No extremes due to loss
~f
-1 of tnternal-tock———

minutes

number of lock masses

number of lock masses

12

10 +

number of lock masses vs. retention for sample A

Enough lock masses

over whole range

0 5 10 15 20 25 30 35

minutes

number of lock masses vs. retention for sample B

4c

Enough Tock masses
over whole range

B O R N W A OO N O ©
‘ L

D 5) 10 15 20 25 30 35

minutes




Use metAlign to produce redms_acc files from the sample A data.

il L]
Metalign = RIKILT program for full scan MS comparison; Free Permanent License Version 230110 g@@ . O n |y part A IS

FART A PROGRAM COMFIGURATION, DATA SET SELECTION AND BASELINE CORRECTION

| BASELIME AND MOISE ELIMINATION PARAMETERS | needed

| 14, Program configuration "

” | e rate Mase Mbde 4. Retention Begin [Scan nr) 88, Peak Threshold Factor [x Moize]
| tazs Res = 50000 5. Retention End [Scan nr) 10000 8B. Peak Threshold [&hs. Valug) 3000 . O n |y Sam p | e A
SELECT IMPUT DATA SETS | ynonanooad .
6. Masimurn Ampitud 3, Average Peak Width at Half Height (5
|2-‘-\. o 17 s of [iats St | 2B. Select ” | Clear ” SR S TR R ieiaue Eeel i AL Aak HpIORt (B! El d ata (1 fl | eS)
and / or 7. Peak Slope Factor [ Moize] ‘

|3A. Group 2 List of Data Setsl| | 3B. Select ” | Eleari = 11. Run Bazeline Correction

| 1B. Mazs Resolution/Bin

= Run Button 11

-tartfrmaPrviousMemIignSesswon N Button 1 A [ [ Button 1 B B list_group?.txt - WordPad [ Button 3A E

Bestand Bewerken Beeld Inwoegen Opmaak Help

o B

T:\Dat exac 190110\Intern all lock 20000%Exa 090513 008.cdf %

Import Parameters, Configuration and/or Data from a Previous Session cELEERD T e Mass Resolution is Defined a3 Mass Divided by the Mass ‘Width at Half Height

{+ Accurate mass data : 4
Maszs Resolution : D B E @ & ﬁ

WARNING: Wrong mass resolution leads to peak loss!

Jefinition of Falders

. Amplitude range for accurate mass determination: i
Final Results Falder IT'\ER_W 90711 0%metalign_220909_fp20000_all_locksD efaul_ Browsze —
Fom _ [20000 |y, |999999999 | Druk op F1 voor Help
(riginal Data Foldsr |T:\E w1907 100 metalign_220309_fp20000_all_lock\Default_
&% without DRE [zaturation effects on mass]
Tempara Folder |T:\E % 1907100 metalign_220909_fp20000_all_lock\Default_

Set to 99900000 il
|f the mass Interval around mass peak:

INFUT FORMAT INPUT FUMCTION SELECTION OUTPUT FORMAT S h (0]V] I d be Percentage of amplitude of mass peak :

" MassLpnx Tatal number of functions: |:| " MassLyns take n fro m
(% i
' NetCDF Function number to be used |:| s MetCDF th e a 0 eX . R v et ipEr iy

Interval around mass peak

Jata Faormat and Function Selection

-

Z 2 SCAN FILTER OF 15T DATASET 4
" Realibur Use filter of scan: I:I 7 Kealibur Percentage of amplitude of mazs peak :

Interval offzet from mass peak

Cancel




Use Search LCMS to collect data on reference compounds
In sample A and to make a file for external calibration.

r

#= Search_LCMS

1. SELECT INPUT DATA SETS

m See Search LCMS.ppt for instructions;

® Redms_acc file input are from the baseline
folder from metalign output

Note : Crit_final.csv (search criteria) is easily made using large retention
windows and copying back from first search output.




In Search LCMS folder: Use polyfitmass and the Search LCMS
file ,“output.csv_polyfit”, to obtain polyfit_curve.csv.

_
I do.bat - Kladblok

and execute this by double click.

Top: Column A and C: blue

: : = Bottom: Col A and B : pink
= Polyfit_curve.csv is

m Bottom: Col A and C : yellow
created

N USe eX(—?el to create a = Top: Log (Col B) and Col E:
calibration graph blue |

Note : Bottom Col C is used for
external calibration of raw data




—

List of Therma Files Shew List of Files to Convert | Select | o See Sllde 2 and 3 (use a”

INTENSITYY RELATED MASS CORRECTION: PPM ERROR = & « [10Log Intenzity] + C

L]
o || ——— files)
INTERMAL MASS CORRECTION

Y e B = Include a “.csv_polyfit” file
=1 | for external calibration
= | (from the Search_LCMS
folder)

e ‘TZ\5digit_a||_|DCk_nD_BHt_intCDl.CSV_DD[','fM

Exit

= Note : profile raw data become Perform conversion and use the

centroid netCDF data; correction output netCDF in metAlign.
for internal and external masses.
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Use metAlign to produce the redms_acc file for the sample B data
DER

list_group1.txt - WordPad

estand  Bewerken Beeld Invoegen Opmaak Help O BUtton 3A
EeE £ # o

r[': h Dat exac 1901 104 Intern all lock 20000 intcor0Z4 minldiS fullpeskextcocal ib_zfiles‘-. Exa 090513 009.cdf

le op F1 woor Help

s BUTtON 1A zzee=_m Button 1B & = Only sample B

.
SELECT DATATYPE . Mass Resolution is Defined as Mass Divided by the Mass Width at Half Height d ata ( 1 fl | e)
(¥ Accurate mass data Mass Resolution - 50000

WARMIMG: Wrong mass resolution leads to peak loss!

Impart Parameters, Configuration andsor Data from a Previous S ession

Definition of Folders

Final Results Folder |T AEx_1901104metalign_220909_fp20000_all_lock\D efault_ Browse I
Original Data Folder |T SEx_1901104metalign_220909_fp20000_all_lock\D efault_ Browse
Temporany Folder ]T MEx_18011 04metalign_220903_fp20000_all_lock\D efault_ Browse

Amplitude range for accurate mass determination;

From 520000 ‘ o |999999999‘

UF withaut DRE [zaturation effects on mass]

Data Format and Function Selection S et to 9 9 9 O O OO O i suppression

IMPLIT FORMAT INFUT FUNCTION SELECTION OUTPUT FORMAT If the mass Interval around mass peak:

© MassLyris Total number of functions: [ || ¢ MassLprs ShOUId be
Percentage of amplitude of mass peak : D
3

+ NetCDF Furction number to be used: |:| (% NetCDF

=l SCAM FILTER OF 15T DATASET @ = etz taken from
™ Healbur Use fiter of scan: l:l " wealibur the a 0 eX . brrest Suppression

Interval around mass peak :

Percentage of amplitude of mass peak :
Interval offset from mass peak. : D
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Use metAlign to produce the redms_acc file for the sample B data

Metalign = RIKILT program for full scan MS comparison; Free Permanent License Version 230110

P&RT & PROGRAM CONFIGURATION, DATA SET SELECTION AND BASELINE CORRECTION

BASELIME AND MOISE ELIMINATION PARAMETERS
14, Program configuration ”

4. Retention Beain [Scan nr] 8. Peak Threshold Factor [x Moize]

|

1B. Mazs Fesolution/Bin

” | Accurate Mass Mode

| Mass Res = G0000 5. Fietention End [Scan mr] 10000 8E. Peak Threshold [&bs. Walue] 3000
SELECT INPUT DATA SETS

- B. Maxi Amplitud 1000000000 9 A Peak ‘width at Half Height (S
28, Group 1: List of Data Sets|| 2B. Select ” Clear || il Al ol e sk il L e highlt bacerd
and / or 7. Peak Slope Factor [x Moize] I:I

3. Group 2 List of Data Sels” 3B. Select || Clear || r

MLl

11. Run Baseline Camrection

P&RT B:  SCALING AND ALIGMING DATA SETS
12, SCALING OPTIONS 12, INITIAL PEAK SEARCH CRITERIA- 14 TUNING ALIGMNMENT OPTIONS AND CRITERIA - SELECT MIN. MR, PER PEAK SET

3 ] i ; & 18 Group 1:
ScanMr.  Mar. Shift R T I:I

or

Loittos 2o : BeginoHstHegionCl I:I & j : : 19, Group 2 I:I

2 le o - Calculation Criteria for Chrornatography Shift Profiles

- Run button 11 to do
S e S e I:I I:I 15.MaxlmumShlftper'IDDScansl:I o Al ‘ .

AT R I:I I:I Maszz Peak Selaction st Iteration Last Iteration P RT
Moss [100 ] A\ A
ase 1B. Min. Factor [ Moise] I:I I:I e
End of 2nd Region - np

17. Min. Nr. of Mazses

PART C:  PEAK SELECTIOM AND EXPORT TO MS S0FTWARE FORMAT FOR VISUALISATION
26 FILTER OM COMDITION
€ Group 2 & Gio

TOTAL FROCESSING
PEAK. SELECTION CRITERIA

22 Sigrificance Percentage

29, Tatal Procezsing

23, Minimum Ratio bebween Means

24, Minimum 5N R atio 30, Save and Exit

|

[~ 25 Eitherin Gr. 1 ar Gr. 28 3= I:I M azzes/Compound
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The "sample B.redms acc” can now be seached by the
Search LCMS module for compounds of interest.

r

#= Search_LCMS

1. SELECT INPUT DATA SETS

Lizt of compounds found; T:AE=_13011 DNidentification_2301108S earch_ LCMS_download 12 fphEx 2300171 0.caw

m See Search LCMS.ppt for instructions;

m Redms_acc file input is from the baseline
folder of the metalign output
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m See slides 14,15 and 16 in
Subppmconverter_multiple file_averaging_method.ppt
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edo this procedure from the start using an intensity correction of the mass

Thermo_subppm_converter. g|

Ligt of Thermo Files : Shaow List of Files to Convert ‘

seecl 4 Select raw data sets (data in slide 2)

INTENSITY RELATED MASS CORRECTION: PPM ERROR = A » [10Log Intensity) + C

Shopet conatanr | 1.45
L

INTERMAL MASS CORRECTION

Intensity dependant mass correction: set
to 0.24 and -1.45 (see previous slide)!

shract scang with scan filker az scan 1 inimum Amplitude of Backaround Mazess o Use . . . e
e e Put in the scan filter to use; check original
b [T o= ] = selig Al
.: Set a minimum threshold value for internal
””””” L = | lock masses:; minimum threshold = ca. 6x
EXTERNAL MASS CORRECTION nOise .
_cav_polyfit file : ‘ Sglect

Cotiver t

Exit

Perform conversion and use the
= Note : profile raw data output netCDF in metAlign.

become centroid netCDF data; _ " |
correction for internal masses Continue with slide 4 again!
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