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Advanced Unknown Identification ———— |
Advanced strategies for identifying challenging unknowns
using tandem mass spectral libraries. \

Featuring 3.2 MILLION MS/MS spectra, multiple library searching,
hybrid search, structure search, MS Interpreter and the new NIST26 workflow.
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STRUCTURE SEARCH

Molecular formula and

HYBRID SEARCH
Find structurally related
with confidence

compounds substructure searching

MS INTERPRETER

Relate fragment ions to

chemical structures

—"~  CONFIDENT IDENTIFICATION

Integrate accurate mass, isotope patterns

MS/MS libraries, and structural evidence

@ Integrating accurate mass, isotope patterns, tandem mass spectral libraries, hybrid searching, and structural interpretation for advanced unknown identifications.



Sending MS/MS (Tandem) Spectra to NIST26 Search

Introduction:

» NIST26 Software includes integrated data processing software in Chromatogram tab
» However, in some cases useful to send spectra from Vendor Software for processing

Examples for Not Processing in Chromatogram :

1. Data processing requires conversion (Proteowizard/Msconvert) to mzML format. If deconvolution is not needed
and only a few peaks to analyze, more efficient to send from vendor software directly

2. File format of vendor’s file not compatible when converted to mzML format.

3. Nominal mass data is not supported in Chromatogram tab. Thus, no choice in this case. See separate video link
and handout link for details for this type of data.



youtube.com/watch?v=7zzykXbq_nA&feature=youtu.be
https://mzinterpretation.com/wp-content/uploads/2026/04/low-resolution.pdf

Process for Vendor Incorporating Sending MS/MS Spectra to NIST Library Search

Instructions for Vendor incorporating “Send NIST Lib option” found on my website, see link.

Waters, Agilent (MassHunter and Open Lab), and Thermo (names to left linked to my site info) incorporate NIST
“Send NIST Lib option”

Wiley KnowltAll software imports spectra to NIST search. They have a good manual software package supporting
many vendor data file formats.

Don’t think Sciex or Bruker employ, might have to export from them as txt or msp ASCIl format and import into Spec
List in Lib Search

Process Your Data
Prepare and examine spectra with your favorite software

Integrate. Interpret. Identify.

7 Search with Confidence
Submit spectra to the NIST Search Program

Using NIST Search Program

with Data Processing and Drawing Programs

Powerful Tools. Seamless Workflow. Confident Results.

for high quality library matches.

~/ Interpret with Structure

Transfer results to drawing programs
for visualization and reporting.

1. Vendor’s Data Processing 2. NIST Search Program

5 herrval Purval Secoum § Presewd: Omtadt 240 el

3. Drawing Program

Sl . P - sava metars ol t < PO ORI ST
- Ch2.,0
-llll-lllllllllll“l Il - | g X t Exact Mass: 220 182715
- - - - & ool 2 sl sanl Xy v
i~ e ‘ X : . CAS®: 128-37-0
- % NISTH. 467190
10%: 41485 D8: repib

CHONSP

NONAMEQT SK2 Modified

EFFICIENT & RELIABLE /\/ PRACTICAL SOLUTIONS
Teach C

ost Save time while ng

COMPLETE WORKFLOW @ HIGH QUALITY RESULTS
Fro W y best S
NW%  accuracy and pr ty I Scien:

interpretation Teaching the Art and Science of Identification.



https://mzinterpretation.com/2011/08/using-nist-search-program-with-data-processing-and-drawing-programs/
https://mzinterpretation.com/2024/10/using-agilent-masshunter-to-perform-nist-msms-search/
https://mzinterpretation.com/wp-content/uploads/2024/12/NIST-searches-from-OpenLab.pdf
https://mzinterpretation.com/2024/11/using-thermo-freestyle-to-perform-nist-msms-search/

Software 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
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Software Bug in Chromatogram Window Software

The values used in the Spectrum Import Options “echoed” in the Chromatogram Tab
Normally these values are shown to 4 significant figures to right of decimal

When set as zero to import low-resolution spectra, truncated to values selected
DOES NOT affect the results in accurate mass deconvolution/library searching table!
Just the “head-to-head” display at top of Chromatogram Tab
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