RT-PCR

Total cellular RNA is isolated by lysing the pellet of tissue, cells, larvae, etc in Holmes-Bonner lysis solution

1 chroroform extraction

2 phenol:chloroform extraction

EtOH precipitate and bring up in ddH2O

Dnase treatment of RNA sample prior to RT-PCR


RNA in water


1-8(l


10x Reaction buffer

1(l


RQ1 Rnase-Free Dnase
1u/(g RNA






10(l

· incubate at 37C for 30 min

· add 1µl of RQ1 Dnase Stop Solution to terminate rxn

· incubate at 65C for 10 min to inactivate the Dnase

Holmes-Bonner lysis solution

10mM Tris pH8.0

1mM EDTA

0.35 M NaCl

7 M Urea

· 2% SDS

