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Novel Bovine Papillomavirus Type Discovered by Rolling-Circle Amplification Coupled with Next-Generation Sequencing 

DNA extraction, PV consensus PCR and Sanger sequencing
	For DNA isolation, ~1 g of papillomatous tissue of specimen 04AC14 was processed as previously described [1]. DNA extraction was carried out using a silica-based protocol [2]. Purified DNA was eluted in TE buffer and stored at −20°C. The DNA quality and quantity were evaluated by spectrophotometry and fluorometry, respectively.
Partial amplification of the L1 gene was performed with FAP59 and FAP64 primers [3]. Briefly, 100 ng of extracted DNA was mixed with 20 pmol of each primer, 1.5 mM of MgCl2, 200 μM of dNTPs, 1 U of Platinum Taq DNA polymerase and 1X PCR buffer (all reagents from Invitrogen, USA). The cycling conditions and reaction analysis were as previously described [1]. Sanger sequencing followed by BLASTn analysis was used to identify the PV aetiology [1]. 
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