Bovine Ephemeral Fever virus (BEFV), member of the genus Ephemerovirus within the family Rhabdoviridae, is an arthropod-borne virus transmitted by many species of biting midges and mosquitoes. It can have serious economic impacts due to losses in milk production and of general condition in beef cattle and water buffalo. Although in Europe this disease has not been reported yet, the main threat is represented by possible spreading through neighbouring countries (especially Middle East). The viral genome encodes five structural and four accessory proteins. In this work, a recombinant structural nucleoprotein (N), was expressed and its use in competitive ELISA was evaluated. The sequence JX234572.1 was used as a template to design the primers set. The complete N coding region was inserted into a pET45b plasmid through double digestion, cloned in OneShot TOP10 cells and expressed in BL21(DE3) cells. The recombinant protein was purified through Ni-NTA Agarose and checked in SDS page. It was tested and characterized in western blotting, indirect, and competitive ELISA with a panel of 19 mAbs previously produced against the inactivated virus through the hybridoma technology. A total of six BEFV naturally infected bovine sera (VNT titre ranging from 1/8 to 1/256) and 50 negative sera were tested with the recombinant N in a competitive ELISA prototype, previously set up with the inactivated viral antigen. The recombinant protein was successfully expressed and purified with yield of 20 mg/l in bacterial culture. The SDS page showed a band at 50 kDa, consistent with the expected 49 kDa product weight. Ten out of 19 available mAbs were able to recognise a linear epitope in western blotting. The recombinant N was then tested in indirect ELISA and 16 out of 19 mAbs were likely recognising it. Two mAbs, namely 3E6 and 3A2- HRP, previously selected to design a competitive ELISA with the complete viral antigen, showed to work well also with the recombinant N, allowing to discriminate between BEF positive and negative sera. Considering that viral antigens are difficult and expensive to produce, heightening the biosecurity issues, a valid alternative to their use in diagnostic assays is fundamental. The aim of this study, therefore, was to develop a more convenient and cost-effective competitive ELISA with a recombinant protein. Our preliminary results suggest that the recombinant N reproduces the antigenic and immunogenic features of the viral one, showing to be suitable for the set-up of methods usable for the serological BEF diagnosis 
