IDENTIFICATION OF A FLEXIBLE SEGMENT IN REV PROTEIN FIBERS BY TRIPLE RESONANCE HR-MAS NMR SPECTROSCOPY
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     The connexion between the formation of fibers by certain proteins in vivo and several human pathologies has given a boost to the development of new methods to determine the structure of these supramolecular assemblies. Advances in sample preparation, electron microscopy and specially the new developments in solid state NMR have been fundamental to describe with increased resolution the structure of some of these fibers1. However, structural data on the more flexible zones of the filaments are scarce. HR-MAS NMR spectroscopy provides the possibility of studying these kind of fibers by reducing the line broadening due to residual dipolar or chemical shift anisotropy interactions, resulting in quasi- liquid NMR spectra2. We have recorded standard triple resonance spectra under MAS on fibers of uniformly 13C and 15N enriched HIV Rev protein as well as on the fibers formed by Rev bound to an unlabelled 45 bases long RNA fragment of the Rev Response Element (RRE). The results indicate a similar behaviour at the molecular level of the protein in the context of the fiber either free or bound to RRE: the existence of two different segments, a flexible disordered one consisting of the last 25 residues at the C-terminus, and a rigid, invisible region that presumably forms part of the core of the fiber, spanning 90 residues from the N-terminus.
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