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PCR para amplificacao de genes de ranavirus

e  AmplificagcBes com a Xpert Fast Hotstart Mastermix with dye 2X (Grisp) de 4 amostras de DNA viral + 1 amostra
de controlo negativo da reagdo de PCR (Total de 5 amostras).
e Misturas de reagdo de 8 pL: 6 puL de master mix + 2 uL de DNA molde.

Master mix de 40 pL (5 x 8 plL):

Xpert Fast Hotstart Mastermix 2X 20 uL

Primer Forward (F) 2 uL

Primer Reverse (R) 2 uL 4 pL F+R
(DNA molde 5 ulL)

H20 11 plL (até 40 L)

Distribuir 7 pL/tubo e adicionar 1 uL de DNA

Condig¢Ges de amplificagdo:
95°C, oo
95°C, 3 min.
35 cycles:
e 950C, 15 sec.
e 450C, 15 sec,
e 72°C,30sec

72°C, 3 min

12°C, oo

RegiGes a amplificar Primers Amplicdo (bp) ™ (°C)
Ranavirus Major capsid protein gene! OLT1/OLT2R 500 45
Ranavirus Putative virulence factor? Vif 2aF/Vif2aR 247 ou 1050 45
Ranavirus DNA polimerase*’ DNApol-F/DNApol-R 560 47
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