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ABSTRACT s 0 ECD - Electron Capture Dissociation A Phosphopeptide-enriched samples of both control and treated samples were analyzed by LC- Consistent with the global peptide results, phosphopeptide identifications from enriched
o N | o o i1 (multiply charged peptides a'jd pmite'_"sl MS/MS using either CID or EAD as shown in Figures 5 and 6. While CID produced the larger sample were about 2-fold higher for CID compared to EAD (Figure 5). Nevertheless,
- Phosphorylation is a critical post-translational modification whose measurement is critical ~ 5 Hot ECD - Hot Electron Capture Dissociation number of phosphopeptide identifications, the localization of the phosphorylation site is more confident localization of phosphorylation site was more robust using EAD as illustrated in
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for thorough understanding of biological signaling. e - _ confident based on the EAD data. Figure 6.
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electron activated dissociation (EAD) reaction cell and a Zeno trap for increased MS/MS R H| Rz H Roi | H|Rq Figure 4. MS/MS spectra of unmodified peptide TNEKVELQELNDR acquired using A) CID and B) EAD. (D6-40HT) vs control (D6-MeOH) cells.
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MATERIALS AND METHODS (inset) fragmentation nomenclature.
Sample preparation: CONCLUSIONS
Stable IMR90 human fibroblast that express the inducible ER:RASG12V upon (Z)-4- RESULTS
hydroxytamoxifen (4-OHT), were treated with 100 nM 4-OHT to induce senescence and . . . o o Phosphorylation is a key post-translational modification for understanding of biological
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Figure 3. Venn diagrams for global peptide ID for non-enriched D6-MeOH IMR90 and D6-40HT _ _ _ _ Trademarks and/or registered trademarks mentioned herein, including associated logos, are the property of AB Sciex
IMR9O0 cells detected by CID vs EAD. Figure 6. MS/MS spectra of phosphopeptide MFGGPGTASRPpSSSR acquired using A) CID and B) EAD. Pte. Ltd. or their respective owners in the United States and/or certain other countries (see www.sciex.com/trademarks).

EAD fragmentation provided more complete coverage across the peptide sequence including the
phosphorylation site providing more confident site assignment.

EAD, a reaction time of 20 ms was used in combination with an MS/MS accumulation time of

50 ms. The electron beam current was set to 3000 nA with 0 eV used for the kinetic energy.
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