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Syndrome Virus RNA in Semen, Japan 

Appendix 

RNA Extraction 

We completed the following for serum, saliva, and semen samples.  

For each sample, we mixed a 250 μL volume with 750 μL of Isogen-LS (Nippon Gene, 

https://www.nippongene.com) and extracted RNA according to the manufacturer’s protocol. To 

efficiently extract RNA, we used Ethachinmate (Nippon Gene) as a co-precipitating agent in 

RNA precipitation with isopropanol. We dissolved the extracted RNA with 50 μL of RNase-free 

water and stored at 80°C until use. 

Real-time RT-PCR 

We measured Viral copy numbers by real-time RT-PCR as previously described (1). We 

designed SFTSV-specific primers and a probe based on the RdRp region. The sequence of 

forward (SFTS_QPCR_965F) primer was 5-GCRAGGAGCAACAARCAAACATC-3 and of 

reverse primer (SFTS_QPCR_1069R) was 5-GCCTGAGTCGGTCTTGATGTC-3. The 

PrimeTime qPCR probe was FAM/5-CTCCCRCCC-3/ZEN/5-TGGCTACCAAAGC-3/IBFQ 

(Integrated DNA Technologies, https://www.idtdna.com). The RT-PCR reaction was performed 

using a One Step PrimeScript RT-PCR Kit (Takara Bio Inc., www.takara-bio.com) and a 7500 

Real-time RT-PCR System (Applied Biosystems, https://www.thermofisher.com). We quantified 
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the copy numbers by a standard curve method. We prepared the standard RNA as previously 

described (2), and adjusted concentrations at 107, 106, and 105 copies/5 μL. We used 5 μL of the 

standard RNase-free water as negative control and extracted RNA samples for the quantification. 

We performed all measurements in duplicate. 
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