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Fig. 2. Analysis of amplified BTV cDNA products from eRT-LAMP.
(Panel A): Agarose gel electrophoresis: Lane M:  molecular weight marker; Lane 2: Negative control; Lanes 1–6: Indian BTV strains IND2003/10, IND1982/01, IND2004/06,
IND2005/01, IND1998/01. (Panel B): products visualised under the UV light after addition of Picogreen. Tube N: Negative control; Tubes 1–6: Indian BTV strains IND2003/10,
IND1982/01, IND2004/06, IND2005/01, IND1998/01. (Panel C) products of BTV visualised by naked eye after addition of Picogreen. Tube N: Negative control; Tube P: Positive
control.

Fig. 3. Agarose gel electrophoresis of eRT-LAMP products amplified from BTV RNA (strain IND2003/10).
Lane M:  molecular weight markers; Lane 2: Negative control; (panel A): products generated at different temperatures. Lanes 1–6: temperature 60–65◦ centigrade in 60 min.
(panel  B and C): products generated at different time intervals, without loop primers. B lanes 1–4: 15, 30, 45 and 60 min; C lanes 1–4: 60, 80, 100 and 120 min. (Panel D):
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roducts generated at different time intervals, with loop primers. D lanes 1–5: Tim
ime  includes reverse transcription time of 30 min  at 50 ◦C.

um iodide could also be added to the solution after the reaction
s completed. However, analysis of LAMP products using agarose

el electrophoresis or colorimetric assays using intercalating dyes
oth require the reaction tubes to be opened, increasing the risk of
ubsequent contamination of other LAMP reaction solutions. Care
5, 60, 90, and 120 min. Times given are for LAMP amplification at 65 ◦C only. Total

needs to be taken to avoid such contamination, including the use
of separate rooms for LAMP setup and analysis.
The addition of hydroxy naphthol blue (HNB—an indicator for
calcium and a colorimetric reagent for alkaline earth metal ions)
to the pre-reaction solution, for colorimetric detection of the LAMP
reaction, generates a colour changes from violet (negative reaction)




