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Protein A Protein B

Translating close proximity
into a covalent bond
~ 20-30 Å

Structural information from LC-MS/MS
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PhoX allows for removal of linear peptides

Phosphonic acid Xlinker
(PhoX)

Mimic of phosphorylation
> IMAC enrichment <

Rock stable P-C bond

50 – 500 μg input
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Can ion mobility remove the remaining mono-links?

Our premise:
Ion mobility can separate the final frontier of 
mono- and cross-links.

The timsTof Pro produces excellent cross-link 
peptide fragmentation spectra.

This data quality across the board.



[1] XL-MS on timsTof Pro; Steigenberger et al; MCP; 2020

Cross-linked peptide fragmentation optimization

Direct infusion of synthetic, XL’d peptide

With optimized parameters



[1] XL-MS on timsTof Pro; Steigenberger et al; MCP; 2020

Physical separation on TIMS of mono- & cross-links

Our premise:
Ion mobility can separate the final frontier of 
mono- and cross-links?

Yes!!
Based on a linear model and distances to the 
central line we observe physical separation.
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A data acquisition routine for mobility-driven XL-MS

Translation of the mobiligram to mono-isotopic 
mass uncovers excellent separation
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Applied to high complexity mixtures
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