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[bookmark: _GoBack]Abstract: The development of efficient vaccines or antivirals requires addressing the fundamental questions about viral replication and pathogenesis. Elucidating the latter requires functional culture and reverse genetics systems. Indeed, reverse genetics has become a key tool to recover viruses from a cDNA copy of the genome of an RNA virus. To date, various systems of reverse genetics have been successfully established. However, the viral population recovered from these methods display different properties that have been insufficiently characterized so far, especially in terms of genetic heterogeneity and viral fitness. Using the human rhinovirus (HRV B14) as a model, the present study compared the viral population and the replicative fitness of viruses generated from diverse reverse genetics methods, including the frequently used transfection of RNAs produced by in vitro T7 transcription, a CMV promoter-driven infectious clone, the rapid PCR-based ISA method comprising the transcription promoter and the terminator, the ISA-derived methods Haiku presenting the promoter and the terminator as separated amplicons, and the enzymatic digestion-based SuPReMe method.  Our results showed that CMV-promoter driven infectious clone and the SuPReMe methods allow the generation of almost clonal viral population, while other methods led to viral population with a higher genetic diversity. In addition, the length of the poly(A) tail present in 3’ of the reverse genetics construct was studied. Our data revealed that poly(A)25 is the optimal length to attain a full success to recover HRV14. This could be used to recover any other polyadenylated RNA viruses.
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