* Wear gloves, eye protection, and lab coat while following this protocol.
Reverse Transcription with AMV-RT

This method is used to transcribe total RNA or mRNA to cDNA.

You will need the following for each 20ul reaction:

10 pmol oligo d(T)15                      =  1ul

10 ug RNA (in <5ul)                       =  ____

5X  AMV RT buffer                        =  4 ul

10mM dATP, dTTP, dCTP, dGTP = 1 ul each (4 ul total)

Rnasin                                           = 0.5 ul

AMV-RT                                         = 4 ul

DEPC H20 to 20 ul                        =  ____

                                 20 ul

1. Prepare a master mix of all ingredients except RNA and DEPC H20 for as many reactions as you will have.  Do this on ice.

2. Label 0.5ml tubes with sample data and add the appropriate amount of RNA and water.

3. Add 13.5 ul of master mix to each tube.

4. Incubate at 42°C for 2 hours.

5. Place samples at 95°C for 1-2 min., then chill on ice for at least 1 minute.

6. Freeze at -20°C if not used right away for PCR.

Materials needed:
1. Oligo d(T) 15 primer  (Promega #C1101)

2. AMV reverse transcriptase and 5X buffer  (Promega #M5101)

3. Rnasin  (Promega #N2111)

4. dATP, dTTP, dCTP, dGTP  (Invitrogen or Sigma – make sure it is 10mM)
5. DEPC water

6. micro centrifuge tubes

7. water bath at 42°C 

8. heat block at 95°
