RT-PCR

1. This procedure requires use of cDNA prepared previously with Ready-To-Go You-Prime First Strand Beads.  (This is the RT step).

2. Remove the appropriate number of  PCR tubes from the packaging and label them.  Make sure to include a negative control.

3. Prepare a “master mix” containing all of the components needed except the cDNA.  The final volume in each PCR tube will be 25ul.  

Example:  for PlGF RT-PCR: each tube needs: cDNA               2ul

                                                                            PlGF 1S          1ul

                                                                            PlGF 2AS        1ul

                                                                            18S Pr.       0.25ul

                                                                            18S Comp. 9.75ul

                                                                             H20              11ul

                                                                                     Total vol.    25ul

                               Master mix for 10 PCR tubes: PlGF 1S           10ul

                                                                                PlGF 2AS        10ul

                                                                                18S Pr.           2.5ul

                                                                                18S Comp.   97.5ul

                                                                                H20                110ul
                                                                                   Total vol.     230ul

4. Add 23ul of master mix to each tube.  

5. Add 2ul of cDNA to each tube.

6. Cap and gently vortex each tube.

7. Place in thermal cycler and run the appropriate PCR program.  (For PlGF RT-PCR it is program #RT 6072)

8. Store products at 4˚C.

Materials Needed:

Ready-To-Go PCR Beads (Amersham #27-9553-01)

Quantum RNA 18S Int. Stds (Ambion #1716)

PlGF Primers (Sigma Genosys custom made)

