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Life Cycle for Metabolomics 
Studies involving Skyline
A few keys to success:
• Remember that Skyline is a hypothesis-

driven tool
• It has method export functionality for 

Agilent, Sciex, Shimadzu, Thermo, and 
Waters

• Semi-automated method optimization
• Data analysis includes targeted MS/MS, 

high resolution, and GC-MS
• Quantification can be relative or absolute

Adams KJ, Pratt B, Bose N, et al. Skyline for Small Molecules: A Unifying Software Package for 
Quantitative Metabolomics. J Proteome Res. 2020 Apr 3;19(4):1447-1458. 

https://pubmed.ncbi.nlm.nih.gov/31984744/


The Steps in a Targeted Metabolomics Study

Consultation & Study Design 
(email and in person)

Platform Selection or Platform 
Development (if necessary)

Sample Preparation and Data 
Collection

Data Reporting and Follow-Up 
Meeting

Publication of Results

Analytical Literature Review

Characterization of Standards by LCMS

Define Figures of Merit

Method Dev: Extraction, Calibration, 
Mini-Validation & Data Analysis

Platform Development Cycle (weeks to months)



Key Features of Skyline for Small Molecules

Restek.com (cannabinoids)
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Transition Lists

Molecular Formulas → 
m/z and isotope distributions

Ionization Adducts

Automated Method Optimization

Calibrated Quantification

Data Publication, Assay Translation 
Automated Data Import/QC

Spectral Library Support

Ion Mobility Separations



STEP 1

Vagisha Sharma

https://doi.org/10.1021/acs.analchem.9b02908 Thompson JW et al, Anal Chem 2019

Making Assays and Results Accessible

https://doi.org/10.1021/acs.analchem.9b02908


Resources for Small Molecule Support in Skyline

• Support and feature requests: 
https://skyline.ms/project/home/support/begin.view

• Brendan MacLean brendanx@proteinms.net

• Small Molecule Development (MRM, PRM, High Res, Spectral 
Libraries): Brian Pratt bspratt@proteinms.net

• Calibration: Nick Shulman nicksh@proteinms.net

• If you’re desperate: Will Thompson wthompson@908devices.com

https://skyline.ms/project/home/support/begin.view
mailto:brendanx@proteinms.net
mailto:bspratt@proteinms.net
mailto:nicksh@proteinms.net
mailto:wthompson@908devices.com


Where in the world do I go from here? 



Let’s dive in and answer that question 
together!


