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Method validation for determination of norovirus and hepatitis A virus in food using real-time RT-PCR
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Abstract

Norovirus (NoV) and hepatitis A virus (HAV) are the main cause of foodborne and waterborne outbreak. In
order to prepare for analytical services, Bureau of Quality and Safety of Food validated methods for determination of
NoV and HAV in 4 groups of foodstuffs: salad vegetables (lettuce, iceberg lettuce, green oak and red oak lettuce),
strawberry, raw oyster meat and drinking water by using real-time RT-PCR technique. This study validated analytical
methods according to ISO/TS 15216-2:2013 but applied to use two control materials instead of living virus including
virus-like particle (RNA process control kit; Roche) for positive control in the extraction process and use plasmid
DNA of NoV and HAV inform RNA transcripts for positive control in PCR process. The results showed that sensitivity
of methods were 100% for detecting lettuce, iceberg lettuce, strawberry and raw oyster meat while drinking water,
red oak and green oak lettuce were 90, 70 and 60% respectively. Specificity of methods were 100% and limit of
detection (LOD) of RNA transcripts of NoV (Gl and Gll) and HAV were 5 ng/Rxn and 500 ng/Rxn respectively. It can
be concluded that the validated methods were shown to have good sensitivity for determination of NoV and HAV in
lettuce, iceberg lettuce, strawberry, raw oyster meat and drinking water but red oak and green oak lettuce still need

to develop method to increase sensitivity.
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