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1. Mix 1 g RNA (0.5 l of 2g/ml), 12 l H2O DEPC and 1l of reverse specific primer

2. Heat at 70ºC 5 min in thermocycler and cold on ice for 5 min

3. In the same tube add the following mix to final volume of 25 l

5X buffer              5l

RNAse Out           1l

dNTPS (10 mM)  2.5l

      AMV                     1l

      DEPC H2O           2 l 

4. In a thermocycler use the following programme:

30 min 37ºC

1.30 h  42ºC

5 min   80 ºC

      5 min     4ºC

5. Use 2 ml of cDNA from step 4 to the next mix:

cDNA          2




95 º  5min

      dNTPS        5




95º   1min

      buffer          5




45º    1min

      oligos          1+1



62º    X min

      Taq             1




62º    10 min

      H2O             35



4º       ∞

