
Saliva Collection and RNA amplification 
 

 
 
 
1. Lysis of saliva samples Mix crude saliva at 1:1 ratio with QuickExtract DNA Extraction 
Solution. Incubate at 95 °C for 5 min to ensure complete lysis of virus and inactivation of 
proteinase K.  
 
2. NASBA reaction Take 1 µl from the product of Step 1 and add into the NASBA reaction 
mixture to make a total volume of 20 µl. Reaction mixture can either be prepared in-house or 
from the Life Sciences NASBA liquid kit (see tables below). a. Reaction mixture without the 
enzyme mix is incubated at 65 °C for 2 min followed by a 10-min incubation at 41 °C. Following 
that, 5 µl enzyme mix is added into the reaction and incubated at 41 °C for a further of 90-120 
min. b. Alternatively, reaction mixture including the enzyme mix is prepared and incubated 
directly at 41 °C for a total of 90-120 min. 
 



3. At the end of the NASBA reaction, RNA is purified from the end-product using Direct-zol RNA 
Miniprep kit, and eluted with 30 µl of RNase free water. After purification, 4.2 µl of purified RNA 
is mixed with 1.8 µl of FAM labelled RNA capture oligo and 84 µl of PCRD extraction buffer (see 
table below). Take 75 µl of mix to the sample well of a PCRD test cassette. Results will be 
shown within 10 min. 
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