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Install the NIST26 Tandem Demo changes to folders, files, and Send accurate-mass tandem Seacchacomparaand
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vendor software

® The built-in XIC workflow is preferred for evaluating the Demo
® This video/handout documents the optional vendor-interface changes
® The same general concepts may help with several vendor programs

=1 A practical guide to optional vendor import with the NIST26 Tandem Demo

See Full Course on NIST26 with new Integrated Deconvolution/Library Searching for LC-MS/MS)!
link to course



https://mzinterpretation.com/2026/04/v4-0_of_nist_msms-copy/

Evaluating the NIST26 Tandem Demo as Delivered

The built-in XIC-based workflow is the best way to begin the evaluation.

*Fully functioning software: nistms.exe v4.0, as supplied with the 2026 NIST

Tandem Libraries RECOMMENDED
*Ready-to-use examples: data files and >500K MS/MS spectra

-Integljated proces§ing: chromatogram review, MS1/MS2 analysis, library Evaluate the Demo
searching, and Hybrid Search .

eVendor Spectrum Import: Fully incorporated in purchased version of as delivered
NIST26

*Using Integrated and Vendor Import: Very complimentary in data analyses This provides the easiest introduction

to its processing and search
capabilities without demo software
vendor-interface changes.

For most users, the built-in workflow is the preferred evaluation approach.

mzinterpretation.com | NIST26 Tandem Demo



Optional Configuration for Vendor-to-NIST Tandem Searching

Compatible vendor software can send spectra to NIST Library Search and can often be very useful.
However, the Demo is not configured for this workflow as delivered.

Changes may be required to: This tutorial demonstrates how to:
eFolder names and locations

*File names and contents
e|nitialization-file settings

*NIST executable names
*\/endor-specific interface requirements
eSeveral steps, but not very difficult

e|dentify the paths and nhames expected by the vendor
software

*Make the necessary configuration changes

eSend an accurate-mass LC-MS/MS spectrum to NIST
eSearch compatible libraries in NIST tandem format
eCompares integrated versus vendor import
approaches

Vendor integration is an advanced option—and can be very useful, not the preferred way for most

users to initially evaluate NIST26

mzinterpretation.com | NIST26 Tandem Demo



What This Handout Covers

This handout provides a practical example of configuring the NIST26 Tandem Demo to accept accurate-mass LC-MS/MS spectra sent from Agilent MassHunter. The general
configuration principles may also apply to other compatible vendor software.

[y

. Install the NIST26 Tandem Demo
Download the Tandem Demo from the NIST website
Install the program using the default installation options
. Configure the Demo for Vendor Import
Rename the NIST Tandem Demo program folder
Provide the nistmsS.exe filename expected by Agilent MassHunter
. Understand the different purposes of nistms.exe and nistmsS.exe
Recognize the limitations of the renamed-executable workaround
. Define the NIST Program Location
Locate and back up the Windows win.ini file
Enter the path to the NIST executable
. Understand how vendor software locates and starts NIST Library Search
Review the role of the automatically created autoimp.msd file
. Install Compatible MS/MS Libraries
Use the small demonstration library supplied with the Tandem Demo
Install the larger public MS/MS libraries available from mzinterpretation.com
Search other compatible NIST-format and user-created libraries
. Start and Initialize NIST Library Search
Create a new desktop shortcut after renaming the program folder
Select the directory containing the MS/MS libraries
Understand how the library location is stored in nistms.ini
. Configure the Search and Display Windows
Enter standard MS/MS library-search parameters
Configure the Library Search and Chromatogram windows
Display structures with head-to-tail spectral comparisons
Save the complete NIST window configuration
Use Switch to Caller to return to MassHunter
. Examples of Data-Processing Workflow
Send an accurate-mass LC-MS/MS spectrum from Agilent MassHunter to NIST
. Process Agilent native-format data in MassHunter
. Process mzML data using the NIST Chromatogram window
. Demonstrate the workflow using the forensic sample provided at mzinterpretation.com

*e N °

e W °

e o e o e Oy ° o o (1 o o o N o

~N



Installing NIST Demo Tandem (MS/MS) Program (1 of 3)

» Download the NIST Software from NIST Website (see Link)

« = C 25 chemdata.nist.gov/dokuwiki/doku.php?id=tandem_search_program_demo w

oo @ NewTab [] nomenclature [ sailboatrepairs M @ E James Little Church -... @ st_Pauls_Financials -... @ Adobe Acrobat  [f§] 2 2 new messages not... [} 7 7 new notifications... (.

NIIST | oo NIST Mass Spectrometry Data

U.S. DEPARTMENT OF COMMERCE

Tandem Search Program (demo)

New! The NIST MS Tandem Search program is available for download:

emaNIST MS Tandem Search Program (166MB)
g Download manual

It is a fully functioning version of the software provided with the 2026 version of NIST Tandem Libraries (nistms.exe

v.4.0), along with a small demonstration library and data files. This tool can access any library in the NIST tandem li-
brary format. Such libraries may be created from input .msp or .sdf files also int NIST format, which are available on
several sites (see public library list.pdf accompanying this software).



https://chemdata.nist.gov/dokuwiki/doku.php?id=tandem_search_program_demo

Installing NIST Demo Tandem (MS/MS) Program (2 of 3)

» Just double left click on the component within the Zip file to start installation

4 Downloads X +

<« S G J > Downloads >

® New~ % @ @ B U Nsort” =View B Extractall
> W Documents Name

» M Pictures “ nist_tandem_ms_search_4.0_demo.zip

<@ 0B E s WinZip - nist_tandem_ms_search_4.0_demo.zip

Unzip Edit Share Backup Tools Settings View Help Upgrade
E ?1 q @ Al files
B | & L

22 Location: re\ [ar " Unzip Cloud Search Selected Files
Unzip Unzip to Cloud Files
% Name Type Modified

— O >
Search Downloads Q
(B Details

Size R... Pa... Path

@N|ST_MS_Search_4.0_Tandem_Demo.e... Application 6/12/2026 2:57 PM

183.. 5.. 17...

.......................................



Installing NIST Demo Tandem (MS/MS) Program (3 of 3)

» Say yes to the WinZip caution window
» Accept all defaults in the installation process

WinZip Caution

This file has a potentially unsafe file type of .EXE: Yes
L
o NIST_MS_Search_4.0 Tandem_Demo.exe
No
You should not open this file if you received it from an
untrusted source, or in an attachment to an unexpected or More Info

suspicious e-mail message.

Do you still want to open this file?

"' Do not display this dialog box in the future when opening .EXE files.



Changing Name of Folder for NIST Tandem (MS/MS) Demo Program

Change the name of folder from C:\NIST26-TANDEM-DEMO to C:\NISTDT

Some possible problems with using hyphenated folder name in win.ini file in Windows Folder??

Picked “NISTDT” for NIST Demo Tandem

Not sure the limitations for this change, but this name works

Of course, will affect operation of any shortcuts in Program group created or other existing Window “shortcuts”

VVVVY

4 Downloads X NISTDT X o+
- « ~ ¢ O > ThisPC > Local Disk (C:) > NISTDT >
“ Local Disk (C:) X+
< ~ & 0 > ThisPC > Local Disk (C) > ® New ™ Sort T = View
<+ Downloads Name
@ % O @D W —
) New Sort = View ‘ pictures linked in S nistemn6A.dll
u839430 Name Date modified  handouts o ) : . y
MSSEARCH NIST26 4/22/2026 10:38 . Windows = nist26_flyers_tandem.p
Treasurer Information .
NIST26-TANDEM-DEMO 8/24/2026 10:26 . " Videos * MZTables.chm

1OKAC Aata filae

M Mspcalc-orig.exe
v ® This PC =) MspcalcINI
v *= Local Disk (C})
> Database
> Disk1-El
> EnvDemo ¥ MSPCALC.chm

< MSPCALC.EXE.HiDpi.bat

M Mspcalcexe



Changing Name of Program Executable for NIST Tandem (MS/MS) Demo Program

» Change the name of NIST executable from default in window on top to nistmsS.exe on bottom
» Executable located in C:/NISTDT/
» Agilent ChemStation assumes that the executable will be nistmsS.exe
» For more details on the process required of vendors, see Link
» Not sure if this will work for all vendors and for all situations
» NistmsS.exe is a loader program for nistms.exe, see nest slide
» However, just changing the application name works in this even though not actual “loader” program,
but instead and actual program executable
nistms-demo26.exe Date modified: 5/17/2026 3:00..
CANIST26DT Tydk Application Size: 5.32 MB
nistms$.exe Date modified: 5/17/2026 3:00..

CANIST26DT Type: Application Size: 5.32 MB



https://mzinterpretation.com/2011/08/using-nist-search-program-with-data-processing-and-drawing-programs/

nistms.exe versus nistmsS.exe (from ChatGPT)

File Purpose
nistms.exe The actual NIST MS Search program and user interface

A small loader that starts NIST MS Search while handling command-line options, including

nistmsS.exe . .
> information passed from other software

They serve different purposes:

NIST’s documentation specifically describes nistms.exe as the main executable and nistmsS.exe as the loader for command-line options. Older NIST installations even created the normal Start-menu shortcut to nistmsS$.exe, which then loaded the
main program. NIST MS Search documentation

Why some installations have only nistms.exe
Some stand-alone and demonstration packages are designed primarily to be opened directly. For example, NIST describes the current Tandem Demo as a fully functioning version based on nistms.exe v4.0. It apparently does not include every
auxiliary interface file distributed with some purchased or earlier installations. NIST Tandem Search Program Demo

Why vendor software may expect nistms$.exe

Vendor programs may launch NIST with command-line instructions containing:

. The spectrum or interchange-file location

. The requested search operation

. Information telling NIST to import and search the spectrum
. Other startup parameters

That is the type of invocation for which the $ loader was historically provided.

Important caution about copying and renaming
Making a copy of nistms.exe and naming it nistms$.exe can satisfy vendor software that merely checks for that filename. This explains why your renamed copy may appear to work.
However, it does not create the genuine NIST command-line loader—it is still just another copy of the main executable. It may open NIST successfully but could fail to process certain vendor-supplied commands or imported spectra correctly.

Therefore:

. For ordinary manual operation, use nistms.exe.

. For a vendor interface specifically expecting nistms$.exe, use the genuine loader when supplied.

. If the Demo lacks the loader, your renamed copy may work for a particular vendor, but it should be described as a workaround that needs testing—not as equivalent to the real nistms$.exe.

This difference is probably one reason the vendor-import configuration is substantially more complicated than evaluating the Demo through its built-in processing.

you should not assume nistmsS.exe is identical or interchangeable among NIST17, NIST20, NIST23, and NIST26.

NIST does not publish a clear version-by-version compatibility table for the loader. However:

. NIST distributes nistmsS$.exe alongside the corresponding nistms.exe and supporting DLLs.

. Older NIST upgrade instructions replaced the loader along with the main program files, indicating that NIST
regarded them as a matched software set.


https://chemdata.nist.gov/mass-spc/ms-search/docs/readme_v20.html
https://chemdata.nist.gov/dokuwiki/doku.php?id=tandem_search_program_demo
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Changing Location Vendor Program Expects to Find nistmsS.exe

Win.ini contains the location of nistmsS.exe, the program executable

C:windows is a system protected folder

Might not be able to edit directly, might need to save a copy to another folder, then modify

Edit the file with Windows Notepad

If so, make a copy in a another directly and make changes

Then copy back to C:/Windows directly to overwrite

Before editing, Best to make backup copy in the C:/Windows directory with name such as win_original.ini

Win.ini is a configuration file, so show file extensions to make sure it remains a configuration type
The folder for this stand-alone Tandem Demo program does not contain an AMDIS, since not used
Thus, NIST did not put executable in a subfolder like MSSEARCH which is standard approach

Windows * - . . - - - - - .
) . . £ win.ini win.ini wi2b.ini  2026-08-|
< ™ D > ThisPC > Local Disk (C) > Windows >
® New N sert = View File Edit View
A Gallery Name Date modified Type Size
v aj - Personal ' . . s
james -
# hhexe 7/29/2026 241 .. Application 40 KB |y for 16-bit app support
> Apps [fonts]
> Attachments - Isasetup.log 4/1/2024 2:43 AM  Text Document 2 KB [extensions]
> Desktop mib.bin 4/1/2024 3:22 AM  BIN File 43 KB [mci extensions]
files
> M Documents +! msdchem.ini 8/22/2026 2:11 P.. Configuration... 1KB %M l]]
> A Pictures . al
‘) notepad.exe 7/29/2026 2:42 ..  Application 352 KB MAPTI=1
= Desktop J PFRO.Iog 8/13/2026 3:52 P... Text Document 122 KB [NISTMS]
) Path32=C:\NISTDT\
1 u839430 % regedit.exe 7/29/2026 2:42 .. Application 564 KB WorkDir32=C: \NISTDT\
© MSSEARCH 1 setupact.log 7/29/2026 10:37 ... Text Document 34 KB [2222]
i 222=2222222222?
* Treasurer Information - setuperr.log 4/1/2024 243 AM  Text Document ok | IIEorErIETIIT
* LCMs data files o FRFPT=pRRRRRN?
.  splwowb4.exe 7/29/2026 242 .. Application 216 KB
- deposits
. Downloads =l system.ini 4/1/2024 3:24 AM  Configuration... 1KB
pictures linked in * twain_32.dll 7/29/2026 2:42 .. Application e... 94 KB
* handouts ) win.ini 8/22/2026 2:39 P.. Configuration... 1KB
© videos .
=l win_old.ini 5/14/2026 11:18 ... Configuration... 1KB
8 Pictures
=+l win_tandem.ini 8/18/2026 5:29 P... Configuration... 1KB
~ W This PC =l win_temp.ini 8/19/2026 1:00 P.. Configuration... 1KB
> = Local Disk (C)) | WindowsUpdate.log 8/22/2026 10:03 ... Text Document 1 KB
> Network 7 winhlp32.exe 1/9/2026 12:23 P... Application 12 KB
WMSysPro.prx 4/1/2024 409 AM  PRX File 310 KB )
- Plain text

Ln 1, Col1 174 characters
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Information in autoimp.msd File

Autoimp.msd tells the NIST program where it expects to find the temporary file with the exported spectrum in msp format

It will be found in the C:/NISTDE/MSSEARCH folder
It is not present initially, but created by MassHunter the first time it sends a spectrum to NIST search

No Need to edit this file
See contents created below when viewed in Notepad

For more details on process, see Link

= AUTOIMP.MSD X +
File Edit View

C:\UsersiJames Littled\AppData’localyTempiFILESPEC.TXT


https://mzinterpretation.com/2011/08/using-nist-search-program-with-data-processing-and-drawing-programs/

Free Libraries Available on My Website

Downloaded as Zip
Usually place them in C:/NISTDT directory

YVVVYY

This PC > Local Disk (C:) > NISTDT > TestFiles

™ Sort = View

Name

2026-04-25_QC-Std_Lumos_HCD60_mz80-1200_C18_CSH_30min_10ul_Neg.mzML
2026-04-25 QC-Std_Lumos HCD60_mz80-1200 C18 CSH_30min_10uL_Pos.mzML

FREE LC-MS/MS Libraries in NIST Format:

-Download >500K MSMS Spectra with >150K Structures (large file 1.2 GB)
-Description of FREE MSMS Spectra and Structures (PDF Read_me)
-User MS/MS Libraries

The NIST Tandem Demo comes with a small library, demo-lib, 830 reference spectra
Meant to be used with the Neg and Pos files shown below
My webpage offers a group of libraries with >500K MS/MS spectra and >150K associated structures, see Link

Any MS/MS library in NIST format can be searched including user-created ones

Library Search Options

Search

MS/MS

Libraries
Automation
Limits

Constraints

Available 522137 Spectra in 4 Libraries

demo-lib
maona_lcmsms
ms_dial_neg_v19
ms_dial_pos_v19

Included Libs: Hr o+

demo-lib
mona_lamsms
ms_dial_neg_v19
ms_dial_pos_v19

522137 Spedtra in 4 Libraries

Spectrum or Structure Search Spectrum search

OK Cancel Help

Library Search Options

Search Available 151234 Structures in 4 Libraries

ldemob |
MSKMS m lemsms

ms_dial_neg_v19
Libraries ms_dial_pos_v19
Automation
Limits
Constraints

=> Add =>
Included Libs: W4

demo-lib
mona_lcmsms
ms_dial_neg_v19
ms_dial_pos_v19

151234 Structures in 4 Libraries

Spectrum or Structure Search Structure search

OK Cancel

Help


https://mzinterpretation.com/2023/10/free-ei-and-msms-spectra-in-nist-format/
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shortcut)
» Many different ways to accomplish same task!

No Longer work to open NIST Search!

NIST M5 Seam%a Demo

Open-5hell

OpenText™ Core Endpoint Protection
PDF Candy Desktop

ProteoWizard 3.0.26033 64-bit

Servant Keeper

L

» MS Interpreter
MS Search v.4.0

M5 Search v.4.0 Manual (pdf)

Readme-Demo
Tandem Library Use

Understanding Hybrid Search Results

W N W N

This PC > Local Disk (C:) > NISTDT »

&p

Date modifie

4/27/2026 2

B U 1o = View

Name
# NISTMS.chm
& nistms$.exa

: Eg @ &)
*| nistcmn6<
Cut Copy Rena

= mSt26_ﬂyl me
¥ MZTables. & Open
M i

Mspcalc-c Send to My Phone
=l Mspcalc.ll .

P # Share with

*'MSPCALC

¥ Mspcalce
¥ MSPCALC
° msms_spe
¥ msms_spe
& Msms_C
~ msintreg.}
" msintreg.¢
< MSINT_UI
*' MSINT_RE
* msichi64.c

MS_Interg

MS_Interg

 Run as administrator
< Pin to Start

¢r Add to Favorites

0 Compress to...

Copy as path

Z Properties

EMATMHINIR T

® 0

Share Delete

Enter

>

Ctrl+Shift+C

Alt+Enter

© Back up with Carbonite

% Ask Copilot

i

Edit in Notepad
i WinMerge

&2 Show monﬁ:ptions

Starting NIST Search from Windows

After changing name, NIST search will not start from program group in start menu
Easiest for me was to send a shortcut to desktop
Right click on nistmsS.exe, then show more options, then send to Desktop (create

B Scan with OpenText™
Pin to taskbar
Copy as path
|&PShare
Restore previous versions
Send to
Cut
Copy
Create shortcut

Delete
Rename

Properties

File 4 KB
Document 3 KB
lication 51 KB
idows Batch File 1KB

@ Bluetooth device
= Compressed (zipped) folder
@ Desktop q:\tgeate shortcut)
2 Documents

* Mail recipient

2 Media Player Classic
&3 Medialnfo



First Time Opening NIST Tandem Demo Program

» First time opened, “Warning: Libraries not found..

» User can select the NISTDE

» Or can select another directory which contains their libraries
» Location is stored in an ASCII settings nistms.ini

"NIST MS Search 4.0 X

o Warning:Libraries not found. Press OK and specify location.

13

4

Browse for Folder X

' Select NIST MS Database Directory
€
MassHunter
MoNA-export-LC-MS-MS_Spectra
msms_libraries
ms_dial
NIST Mainlib older versions
NIST20
NIST26
NISTDE
~  NISTDT
demo-lib
identifications
MSPepSearch
RunMsps
TestFiles

OK Cancel

™ Sort

CANISTDT

& View #. Search options * Close search

¢ Nistms.INI
Type: Configuration settings

£  nistms.INI
File Edit View

[MATN]

Version=2.0

Library Directory=C:\NISTDTY
Program=NIST MS
Active Frame=g@
Placement flags=2
Placement show=3
Active Show=3

Display Warning=1

keb Permission=8

Web S0S Permission=8
Mode=2
Placement_minx=-1
Placement_miny=-1
Placement_maxx=-1
Placement_maxy=-1
Placement_left=-2796
Placement_top=393
Placement_right=-1117
Placement_bottom=1337
Wrong Libraries=
Display GADS Color=1
GADS Annotation=1

Date modified: 8/25/2026 12:2...
Size: 24.5 KB



Entering Standard Search Parameters in NIST Lib Search Window

» User sets up search parameters, open library search options
» See windows below for settings

& NIST MS Search 4
* File Search View T
r T 0 & R B B e 4

D& ?\1. +ESI Product It
S.. L«\} For...
0

Name
+ESI
+ESI
+ESI
+ES|

+F=l

nod oW R -
“rre e
S0 oo

© identity () Similarity
MS/MS MSMS v B In spectum
[ |_| braries Spectrum Scoring Options
d
ﬂ Automation Melhod Full Spectrum Search (Score) ~

Library Search Options

o [") compound Ubiquity Comrection
Limits
Constraints

Prasearch

OpDefaut (Fast ()oft Mass(Da) 1
() InChiKey

blank = match search spectrum InChiKey

Other Options
B8 Automation [~ Auto Report
B Apply Limits [Juse Constraints

Structure Similarity Search Options

8 Match Number of Rings ["] Show Homalogues

[ ok | cancel

| 1
Library Search Options

High Resolution Library Search Tolerances
s Sea rCh (Low resolution ibraries searched with 0.5 m/z tolerance)
M S/M S Search miz Tolerance
L . . Precursor+ B ppm -
Libraries
Product ions + 40 ppm b

'
€ Automation
"Ignore precursor ion region’; O=default

L|m|t5 B Precursor s 16 miz

Constraints (7] Mateh lon Polarity

Spectrum Search

Library Search Options

Sea rch Available 522137 Spectra in 4 Libraries
s -lib
M S/ MS me;“n:,lunsms
i ms_dial_neg_v19
Libraries ms_dial_pos_v19
| Automation
Limits

Constraints

Induded Libs: R

demo-lib
mona_lcmsms
ms_dial_neg_v19
ms_dial_pos_v19
Help

522137 Spectra in 4 Libraries

Spectrum or Structure Search ‘Specirum search

ok | cancal

Help

LIl

==

Structure Search
Library Search Options

Available 151234 Structures in 4 Libraries

Search

MS/MS

= . .
Libraries
ir

BT Automation

Limits

Constraints i
>> Add 34_

Included Libs:
demo-lib
mona_lcmsms
ms_dial_neg_v19
g ms_dial_pos_v19

151234 Structures in 4 Libraries

Spectrum or Structure Search Structure search

Library Search Options

Search

Number of Hits to Print
MS/MS @ Inciude Spectrum Plot in Report

; : 8 Draw Structure in Plots

Libraries ("] Apply Maximum Spectrum Length 2000
Automation
Limits .

|__JRetum Focus to Caller upon Completion
Constraints @ Automatic Search On



Entering Standard Search Parameters in NIST Lib Search Chromatogram Window

&I NIST MS Search 4.0 (Tandem mode) - [Untitled]

* File View Window Help

| ;ﬁﬂalyze MS/MS Input File
" Reopen MS/MS Results '

Delete MS/MS Results

. Exit

{Score  Mone

-

Libraries

Available 522137 Spectra in 4 Libraries

demao-lib
mona_lcmsms
ms_dial_neg_v19

ms_dial pos v19

[:-:» Add >4

Induded Libs:
demo-lib
mona_lcmsms
ms_dial_neg_v19
mis_dial_pos_v19

xr 4

522137 Spectra in 4 Libraries

0K Cancel

Help

F

Tolerance

mfz Tolerance
Precursor lon + E ppm
Product ions = 40 ppm

Min Abundance (%%) 0

| ok Cancel

Help



Setup “Structure on Plot” in Chromatogram Window

» Right click on window
> Check Structure on Plot

» Can do same thing in Library Search Window Middle Plot

309.0901
100+
281.0715
50+
241.0511
" 75.0213 . L 1 Lu 339.3628 394.1828 476.7814
v 73.04504 138.01008 ‘ o ||
%Print
Print Preview
50- Properties
g S— : . 309.08%6 _ . .
70 140 210 280 350 420 490
& ForTox_TestMix AMSMS.30] Head to Tail MF=674 Dot=856 [¥ Alprazolam
Head to Tail [ Side by Side }, Difference | Subtraction [

Chromatogram Properties x

Hit List (] Label peaks greater than (%) 0

Compare @ m/zisbel [ Formulajy-b

Chromatogram View | ‘o
8 structure on Plot

Text Info (| Independent vertical zoom

. Structure View XD 12 S

hi Color Settings

Scale

UPPER peaks/labels
- LOWER peaks/labels

Mixed neaks (diff )

Font Settings
Select Font Set for all views
OK Cancel Help

TIATTT

Library Search Head to Tail Middle Display

with Structure

-

Chromatogram Head to Tail Display
with Structure

309.0901

281.0715

2410511
" 75.0213 T A 339.3628 394.1828 476.7814
v 73.04504 138.01006 ' i ||
c
50
\'\_ _/
100 309.08969
T T T I S T T T
70 140 210 280 350 420 490
[aForTox_TestMix_AMSMS _30] Head to Tail MF=674 Dot=856 ¥ Alprazolam

Head to Tail / Side by Side }, Difference } Subtraction [

372.1583

3162 306.4352  327.7858 393.1202  413.3554 430.3858 4541670

479.6984 498.9918

350.7820 ‘
ul

372.1588
Library Search

Neutral Loss Display

Qut

T T T £00I T T
300 320 340 440 460

T
480 500

94 = razodone
=0p 552 894R 100.0P
‘odone Copy Plot 4
(pe: [M+H]+
ype: LC-ESI-QTOF
ergy: Ramp 23.7-35.6 &V Send To '
Viz: 372.1586 Print

19H22CIN50 . .
xact Mass: 371.151287 ID#: 150825 Print Preview

SMILES=c1ccn2c(c1)nn(c2=0)CCC

tpe: MS2
Bruker maXis Impact
.




Save Configuration Keeps all the Setting in All the NIST Search Program Windows

& NIST MS Search 4.0 (Tandem mo
* File Search View Tools Options V

&l Save As

> v A » This PC > Local Disk (C:) » NISTDT -

x

v G SearchNISTDT »

' Open... Ctrl+O
{ . ® Organize ~  New folder = (]
- Print Setup... — . -
Print R " Treasurer Information * Name Date modified  Type
rint Repo M fil »
Print Auto Report ~ :C s_‘:ata es . demo-lib 8/24/2026 10....  File folder
eposits
. Downloads . identifications 8/25/2026 8:2..  File folder
Switch to Caller pictures linked in mona_lcmsms 8/24/2026 11:...  File folder
S avekgonﬁguration handouts ms_dial_neg_v19 8/24/2026 11:...  File folder
Restore Configuration :]VI:T";TWS ms dial pos v19 8/24/2026 11:...  File folder
1 settings_MSMS.INI File name: B
. Save as type: INI Files(*.ini v
Exit typ (*.ini)
~ Hide Folders Save Cancel

Switch to Caller Brings the MassHunter Window Back into Focus

&I NIST MS Search 4.0 (Tandem mode) - [ precursor =
* File Search View Tools Options Window Help
PN SEED e T

@I F = 1. +ESIProduct Ton (rt: 5.0 - B E & 0¥
.. 5.. M.. For.. Name

1A 0 +ES| Product lon (rt: 5....
2L 0 +ESI Product lon (rt: 5....
3L 0 +ESI Scan (rt: 5.464 mi...
4L 0 +ESI Product lon (t: 5....
SL 0 +ESI Scan (rt: 5.209 mi...
6L 0 +ESI Product lon (rit: 5....



Agilent MS/MS Files Native Format

Examples of Data-Processing Workflow

Veterinary Sample Data File Agilent format

» Demonstrate file processing with Forensics Sample Forensics Sample Data File Agilent Format
. . . Pesticide Sample Data File Agilent Format

> Agl Ie nt N ative FO rmat for PI’OCGSSI ng M ass H unter Annotated Chromatograms for Components Identified in Above 3 Agilent De;

> m?z M L for‘mat fo r N |ST Ch rom atog ram W| N d ow Complex Mixture of Polyethylene Glycol Methyl Ether Ammonium Aducts in /

. . Complex Mixture of Polyethylene Glycol Methyl Ether Results Discussion
> See M to my WebSIte Uvinul 3000 Targeted MSMS Agilent Format
> Actua I Iy 3 f| Ies in Z| p f| |e’ Google ”bug” ShOWS on Iy 3 Annotated Chromatograms for Uvinul 3000 Results
| % zls31 m ””lsam “ e | Tw l” 122 “1 150 | is || & UAN LOATING Q Thermo MS/MS Files Native Format
0Ly b ) . lIJ 1 ori P i i sl Iy SO [ . S| TR ~‘<"°
10 20 30 40 50 60 70 80 90 100 110 120 130 140 150 160 170 180 190 200 (3(:\ j

Sample Data Files in Thermo Format

Search ...

Results for Four Sample Data Files
MSMS Files from Pesticide Study for 23 Components

Results of Files from Pesticide Study for 23 Components

mzML MS/MS Files (Originally Agilent Files Converted with ProteoWizard)

Three Files in mzML format for NIST test

Agilent, Thermo, JEOL,
and mzML MS/MS and El

LCMS_mzml.zip 2items

Name

Agilent, Thermo, and JEOL l
Example Data oIl Data Files

MS/MS and EI ‘ mzML Format Ready for Download

Support ma and Analysis

B Checkout TestMix AMSMS.mzML

B ForTox TestMix AMSMS.mzML


https://mzinterpretation.com/2024/10/agilent_and_thermo_msms_example_files/

Setup of Import Options for Import of Vendors’ Spectra

» Library Search Window

» Spectrum Import Options

» Accurate m/z radio button

» Decimals to the right of decimal for Tandem Spectrum Accuracy as shown
» DO NOT select ANY intensity threshold for filter out noise

» See fatal “but” on next page

. Spectrum Import Options X

& NIST MS Search 4.0 (Tandem mode) - [ precursor = 372. £ Spectiom mfz Rounding Tandem Spectrum Accuracy

. - 5 . 3 Multipl ini d spectra b Pri i
* File Search View Tools Options Window Help | il snsinnib il | piladesdagliy
1 an r(;undt to the 4 ~  decimal places
FQEGE T ? m!’z range nearest integer
. . i Example: Product ion m/z
@& = 1 +EstProductlon (t: 5 LiDrary Search Options ASHAR CTRCon 13 X000 a decimal places
. » Optional
1 f "':] For... NE:IBF'rod Speckum |mP0rt Optlons Add this term to all m/z
+ uc . HiRes No Precursor ion m/z
2L 0 +ESI Produc GOOglE SeaI:Ch DP“O“S . v 4 decimal places
3L 0 +ESIScan (1 Comment Field Display
4L 0 +ES| Production (s Adding spectra to Spec List Intensity threshold
5L 0 +ES| Scan (it: 5.209 mi.. i $22:spmnd et Ba k) L% oEtm s >
. 4 () Overwrit ;
6L 0 +ESI| Product lon (t: 5. ) e (replace) () absoute 0
7L 0 +ES| Product lon (rt: 5.... () Ask
8L 0 +ESI Product lon (1t: 8. Spectra without precursor ion m/z value are
9L 0 +ESI Product lon (rt: 7.... At i M b
[ Mames j Structures f (_) EI (nominal m/z) () In-source © Accurate m/z
' Lib. Search C
RI type if unspecified Unspecified
b [} Indude Synonyms Set default values
OK Cancel Help

BT SN



Software Bug: Intensity Threshold Bug in Spectrum Import Options Window

» When any Intensity Threshold is used, the imported spectra from Vendor’s Software are nominal
» Should be top spectrum with 4 digits to right of decimal

» Instead, nominal as shown on bottom spectrum

» DO NOT use

oo 176.0815
Spectrum Import Options X
EI Spectrum m/z Rounding Tandem Spectrum Accuracy
Multiply mjz in imported spectra by Precursar ion myz
1 and roun_d to the 4 «  decimal places
nearest integer 50H
Example: Product ion m/z 1480519
{CH2)n correction is 0.99388 )
4 -~ dedmal places
3721583
HiRes Mo Precursor ion mjz
4 - decmal places . 780343 , 237.1158 2829215 397.7079 394,
60 120 180 240 300 360
Adding spectra to Spec List Intensity threshold
0 Prepend (add to the top) B 2 of max. 3
() Overwrite {replace)
[ absolute 0
() Ask
Spectra without precursor ion mfz value are 1 -
Accurate mjz spectrum type 10
© EI (nominal m/z) () In-source (") Accurate m/z
RI type if unspecdified Unspecified ke
50+
B ndude Synonyms Set default values 148
o

5“0 ‘\ﬁD 1éD 1 EI$D 2“\ 0 2&0 ZITD 360 3f‘$D SéD
(TextFile) +ESI Product lon (rt: 5.426-5.502 min. 13 scans) Frag=150.0V (375.1575, 2442061, 143.0327. 394.1410 ... -




Version of Agilent MassHunter Used in Software Demonstration

- o
Help
inds View
G 2 -~ LAXS %%%E & = Minutes -3
) ForTox_TestMix_AMSMS.d
Agilen ‘
i
assHunter vworkstation |
I
- . - |
Qualitative Analysis |
|
Mot for use in diagnostic procedures. | ‘
C here for information. “ |
Version 10.0 © Agilent Technologies, Inc. 2006-2018 |
Build 10.0.10305.0 gilent.com
|
.
|
(im
| ‘ ‘
I B -~ . | _ -
,..Dm+smn[n‘5.ﬁmm) 5 5.02 5.04 5.06 508 51 512 514 528 53 532 534 536 538 54 542 544 546 548 55 552 554 556 558 56 562
il  Scan t: 5456 min) Counts vs. Acquisition Time (min)
Wbl = Product lon (rt: 5461 min) (3721577 -> **) lL Ms Spectrum Results
/il = Scan (rt: 5,456 min)
4l = Product lon (rt: 5461 min) (3721577 > %) 2ot QR ¢ X490 3 -0 HELD RHB%BAEB k=3
- [] Background Spectra
[] Compounds %105 +ES| Froduct lon (rt 5.461 min) Frag=150.0 CID@26.3 (372 1577[2=1] -> =) ForTox_TestMix_AMSMS d
124 z
1 ]
084 e
084 = 2
04 < 3 7 s = =
021 g 3 L = 3
o b e T & 8 1

105 +ES| Scan (1t 5.456 min) Frag=150.0V ForTox_TestMix_AMSMS.d

"~
121.0509

o -
143.0325
r’l’l\ﬁ?@
39413890

x105 |+ESI Product lon (rt: 5.461 min) Frag=150.0v CID@26.3 (372.1577[z=1] -> ™) ForTox_TestMix_AMSMS.d
164

144 =
12 3
£
1 =
084 =
3 o
054 P E
0.4 3 N Z = S
] s g = 5
02 = = =
o £ 2 g 8 b
40 e 0 100 130 i 160 180 200 20 240 260 280 300 320 o W0 380 400 40 440 460 480 500 520 540 560 580 600 60 640 650 60 700 720 740 760 780 800 80 ei0 850 830 900 90 940 960 980

Counts vs. Mass-to-Charge (miz)
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