
Supplementary materials 

Supplementary Method S1. The real-time quantitative PCR (RT-qPCR) for bacteriophage MS2 

RNA detection. We used primer-probe sets in the bacteriophage MS2 RNA detection assay (sequences 

of primer were 5‘-CGTTCACAGGCTTACAAAGTAACCT-3’ and 5’-

CCAACAGTCTGGGTTGCCAC-3’, and the sequence of the probe was FAT-

AGAATCGCAAATACACCATCAAAGTCGAGGT-TAMRA) [1]. For this primer-probe set, RT-

qPCR was performed using One Step Prime Script III RT-qPCR Mix (Takara Bio, Othu, Japan). 

Twenty microliters of reaction mix comprised 10 µL of enzyme mix, 1 µL of each 0.5 µM primer, 1 

µL of 0.5 µM probe, 6.0 µL of RNase Free H2O, and 1 µL of extracted RNA. RT-PCR was performed 

on a Mygo Mini S Real Time PCR (IT-IS Life Science, Dublin, Ireland) with the following cycle 

parameters: 5 min at 52 °C for reverse transcription and 10 s of pre-heating at 95 °C followed by 40 

cycles of 10 s at 95 °C and 30 s at 60 °C. 

 

Supplementary Method S2. Real-time qPCR (RT-qPCR) for the detection of SARS-CoV-2 RNA. 

We used a Primer/Probe N2 (2019-nCoV) (Takara Bio, Othu, Japan) in SARS-CoV-2 detection assay 

targeting the N2 region (sequences of primer were 5’-AAATTTTGGGGACCAGGAAC-3’ and 5’-

TGGCAGCTGTGTAGGTCAAC-3’, and sequence of probe was FAM-

ATGTCGCGCATTGGCATGGA-BHQ) [2]. For this primer-probe set, RT-qPCR was performed using 

One Step Prime Script III RT-qPCR Mix (Takara Bio, Othu, Japan). Twenty microliters of the reaction 



mix comprised 10 µL of enzyme mix, 4 µL of primer/ probe mix, 1 µL of RNase Free H2O, and 5 µL 

of extracted RNA. RT-PCR was performed on a Mygo Mini S Real Time PCR (IT-IS Life Science, 

Dublin, Ireland) with the following cycle parameters: 5 min at 52°C for reverse transcription and 10 s 

of pre-heating at 95 °C followed by 45 cycles of 10 s at 95°C and 30 s at 60°C. Positive Control RNA 

Mix (2019-nCov) (Takara Bio, Othu, Japan) was used as positive control.  
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