CHARACTERIZATION OF THE NUCLEAR LOCALIZATION SIGNAL (NLS) OF ORF1 OF NORA VIRUS.
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Nora virus is a picorna-like virus that is endemic in Drosophila melanogaster and referred to as D. melanogaster Nora virus (DmNV). The genome of DmNV contains four open reading frames (ORFs) known as ORF1, ORF2, ORF3, and ORF4. ORF1, the focus in this study, has a role in RNA interference, RNAi, suppression through inhibition of the RNA induced silencing complex, RISC. This allows Nora virus to remain persistent in its host.  Sequence analysis of ORF1 shows not one, but four potential putative bipartite nuclear localization signal (NLS) sites. The NLS 2 and 3 sites overlap and are considered together as one NLS or NLS 2. Knockout mutations for NLS 1, 2, 3, 1 & 2, 1 & 3, 2 & 3, and all three knockout mutations together (1, 2, & 3), were created and cloned into the pCR-TOPO vector. DNA sequencing verified that the intended mutations were created. The verified mutants were subcloned into pEGFPN3 for transfection into S2 cells. The S2 nucleus will be stained with DAPI, and cells visualized using confocal microscopy. This study will let us determine the identity of the ORF1 NLS responsible for translocation of DmNV to the nucleus. The project described was supported by grants from the National Institute for General Medical Science (GM103427 & 1U54GM115458).









