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Complex protein signaling networks underlie all cellular behaviors. In order to quantitatively study these networks individual proteins of interest are isolated to study their interactions with other proteins. Proteins are most often immobilized onto a solid surface such as a biosensor chip, or microarray to analyze binding with other biomolecules. A major challenge of such bioconjugation is retaining the wild-type activity of the desired protein throughout purification and immobilization process. We have recently described a co-translational protein tagging mechanism carried out in vivo in Escherichia coli that enables selective and site-specific labeling of a protein of interest [1] . N-myristoyl transferase (NMT), selectively attaches myristic acid and myristic acid analogues to the N-terminus of proteins that carry a short amino acid NMT recognition peptide. We have demonstrated selective NMT-mediated tagging of recombinant proteins with an azide functionalized myristic acid analog. This enables click-chemistry bioconjugation of the tagged protein directly to cyclooctyne functionalized surfaces directly from clarified cell lysates; mitigating the need for protein purification.  
[bookmark: _GoBack]In this work, we express and co-translationally tag a protein of interest, Calmodulin (CaM), and conjugate it to Biolayer intraferometry (BLI) sensors, from Forte Bio, directly from clarified cell lysate. Calmodulin is a ubiquitously expressed Ca2+ sensor with many downstream Ca2+-CaM-dependent enzyme targets. We show the tag does not impede wild-type biological function of CaM. Furthermore, immobilization of CaM onto the surface of BLI sensors, allows for homogeneous presentation of the CaM proteins on the surface unlike the widely used primary amine coupling techniques that conjugate proteins via surface lysines.  Using the BLI technology from Forte Bio, which is similar in performance to surface plasmon resonance techniques, we measure the binding kinetics of surface conjugated CaM with free Calcineurin, a known binding partner. We find that the kon, koff, KD all agree with previously published values. 
This method is a powerful tool to tag and immobilize or isolate proteins while maintaining protein function. The work presented here is one example of the use of the NMT tagging platform to enable robust, quantitative protein interaction kinetics. We envision the use of this technology being applied to other protein-protein interaction partners and in other assay formats to enable detailed studies of protein biochemistry 
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