2nd(or 3d) PCR AMPLIFICATION OF cDNA

1. Gather and prepare:  cDNA template, dNTP’s, 10X Plat Buffer, 50mM MgCl, PCR H20, Forward Primer, Poly-T 

2. Thaw on Ice

3. Prepare a 1,5 ml tube labeled MIX:

4. For 141 ( of PCR MIX add:

5.  112.125 ( DepC water (RNAse free)

6.  15 ( 10X Plat Buffer

7.  7.5 ( MgCl

8.  3.75 ( dNTP’s

9.  1.5 poly T (50 pmol/microliter)

10.  1.125 ( of Plat Taq

11.  7.5 MDS4 (10 pmol/microliter)

12.  Aliquot 24.75 ( of PCR MIX into a PCR tube 

13. Add to remaining 123.75 ( of PCR MIX:

14. Template: cleaned ATG3 1:20 diluted in MilliQ water

15. 1.5 ( Poly T (Reverse Primer)

16. Aliquot 5 x 25 ( of PCR MIX into PCR tubes

17. Place tubes in PCR machine T-GRADIENT Thermocycler (Whatman Biometra)

18. To run program go to subdirectory “NHN” (press “Start/Stop”, scroll with cursor keys, see the T-Gradient Manual for instructions)

19. Chose program 2 “45–55” (confirm program with D and start with D)

GEL ELECTROPHORESIS

1. 5 ( PCR product

2. 2 ( loading dye

3. 5 ( MilliQ water
PCR-Program 2, “45-55”

1. 95 ˚C

12 min

2. 95 (C
  
  1 min

3. 45 – 55 (C
30 sec


4. 72 (C

  2 min

5. go to 2, 39 times

6. 72 (C

10 min

7. 4 (C

forever
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