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            Abstract
Protein complexes and protein interaction networks are essential mediators of most biological functions. Complexes supporting transient functions such as signal transduction processes are frequently subject to dynamic remodeling. Currently, the majority of studies on the composition of protein complexes are carried out by affinity purification and mass spectrometry (AP-MS) and present a static view of the system. For a better understanding of inherently dynamic biological processes, methods to reliably quantify temporal changes of protein interaction networks are essential. Here we used affinity purification combined with sequential window acquisition of all theoretical spectra (AP-SWATH) mass spectrometry to study the dynamics of the 14-3-3β scaffold protein interactome after stimulation of the insulin-PI3K-AKT pathway. The consistent and reproducible quantification of 1,967 proteins across all stimulation time points provided insights into the 14-3-3β interactome and its dynamic changes following IGF1 stimulation. We therefore establish AP-SWATH as a tool to quantify dynamic changes in protein-complex interaction networks.
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                    Figure 1: AP-SWATH workflow schematic.[image: ]


Figure 2: Complete quantitative data matrix from AP-SWATH.[image: ]


Figure 3: 14-3-3β protein interactions are confidently identified by enrichment over control APs.[image: ]


Figure 4: Quantification of 14-3-3β interactome after perturbation.[image: ]


Figure 5: AP-SWATH time-resolved data highlight sequestering of the mTORC1 inhibitory subunit AKTS1 but no change in mTORC2 bound to 14-3-3β.[image: ]


Figure 6: Dynamic range of 14-3-3β–interacting proteins.[image: ]
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