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Dear Editor
[bookmark: _GoBack]Please find the manuscript enclosed entitled ‘Monitoring eIF4F Assembly by Measuring eIF4E-eIF4G Interaction in Live Cells ‘ that we would like to be considered for publication in JoVE.  Enclosed below is the original cover letter.
In this work we have developed an innovative live cell protein-protein interaction (PPI) assay, using NanoBit technology (PROMEGA), which measures the eIF4E:eIF4G interaction and allows activity of the intracellular eIF4F complex to be quantitatively evaluated. eIF4F activity is frequently elevated in many cancers, usually as a direct consequence of commonly occurring cancer mutations that can be found in signal transduction pathways that feed into the translational machinery such as RAS/ERK e.g. RASG12D, B-RAFV600E and PI3K/AKT e.g. AKTE17K, PI3KE542K.  Hyper-activation of the eIF4F complex as a result of these mutations results in increased protein translation of a large group of proteins involved in oncogenic development (MCL-1, C-MYC and VEGF).  Regulation of the eIF4F complex by both these pathways is primarily through MNK mediated phosphorylation of eIF4E and mTORC1 mediated phosphorylation of 4E-BP1, respectively. Non phosphorylated 4E-BP1 prevents eIF4F complex formation through binding eIF4E directly and inhibiting its interaction with eIF4G. Using well known inhibitors of mTORC1 we showed that the eIF4E:4G live cell PPI assay could accurately detect the release of endogenously un-phosphorylated 4E-BP1. Additionally we could also differentiate these inhibitors in terms of potency and demonstrate the increased effectiveness of the ATP active site inhibitors,  P242,  over allosteric inhibitors (e.g. Rapamycin).
We envision that the eIF4E:4G live cell PPI assay could be a critical tool in identifying novel modalities that inhibit this interaction and in isolating new leads for therapeutic development programs.
Kind regards
Christopher Brown




