cDNA PREPARATION

1. Spec polyA RNA for the species in consideration

2. For RNA (A at 260)(4000) = ng / (
3. Use about 500ng of mRNA

4. Make a cocktail containing:

5.  N ( of mRNA

6. .5 ( of RNAse free polyT (oligo dT)

7. 1 ( of RNAse free dNTP’s

8. DepC water to a volume of 12 (
9. Heat at 65(C for 5 min
10. Chill on ice for about 2 min
11. Spin down in centrifuge

12. Add:

13. 4 ( of 5X 1st Strand Buffer

14. 1 ( of RNAse out (RNAse inhibitor)

15. 2 ( of .1 M DTT
16. Heat to 42(C for 2 min
17. Now add

18. 1 ( of Superscript II (Reverse Transcriptase)

19. Incubate at 42(C for 1 hr
20. Heat kill the reaction at 65(C for 15 min
21. Store at -20(C

E:\NHN\EvoDevoCoelogyne\Labprotocols\cDNAPREPARATIONEK.doc   11/16/2006
Page 1 of 1

