In situ probe making
Amplify an exon fragment of a gene, using MeanGreen, which adds an A to each 3' end of the PCR product. The PCR band should be between 250 and 500 bp.
Gel-extract the fragment and then immediately ...
T/A clone the fragment into pGEM-TEasy.
Transform the construct into E. coli and put on Ampicillin plates overnight.

Pick 12 - 24 colonies and do colony PCR tests for, using home-made Taq polymerase and the M13F and M13R primer pair. (Note: The PCR bands will be about 500 bp longer than the originally amplified pieces from genomic DNA because they contain flanking vector regions.)
Make Mini preps for a few positive clones.

Determine if you should use the Sp6 or the T7 enzyme to make the anti-sense probe:
Do insertion direction PCR for each Mini prep! The logic is as follows:
Set up a two PCR reactions for each Mini prep with the following two primer pairs:
1) The M13F primer plus the gene-specific internal forward primer

2) The M13F primer plus the gene-specific internal reverse primer

Run the insertion direction PCR pairs on an agarose gel.

If the primer pair M13F and internal reverse give you the PCR band, use Sp6 to make the anti-sense probe:

M13F --- T7 --- >>> exon >>> --- Sp6 --- M13R:  (Use Sp6 to make the anti-sense probe)
--->         PCR product      <--- (internal reverse primer)
If the primer pair M13F and internal forward give you the PCR band, use T7 to make the anti-sense probe:

M13F --- T7 --- <<< exon <<< --- Sp6 --- M13R:  Use T7 to make the anti-sense probe
--->         PCR product      <--- (internal forward primer)

(Note in red that internal forward refers to the coding direction of your exon piece)

Now make the probe

PCR-amplify the exon from the Mini prep, using the M13F and M13R primer pair, using MeanGreen and 0.1 uL Mini prep as template.

Gel-extract the band and elute in 30 uL EB buffer.

Test 1 uL of the gel-extracted PCR band on an agarose gel. If the band looks good ...
Set up the in vitro transcription reaction:    
   6.5 uL purified PCR band
   1 uL 10x NTP labeling mixture (vial 7)
   1 uL 10x Transcription buffer (vial 8)
0.5 uL Protector RNAse inhibitor (vial 10)
   1 uL Sp6 RNA polymerase (vial 11) or T7 RNA polymerase (vial 12) (or use enzyme from 
Promega)

Incubate at 37°C for 2 h
Run 1 uL of the purified PCR product on the left and 1 uL of the newly made probe on an agarose gel to test the quantity of the obtained probe.

(Note: It is OK for the RNA to have a slightly different size than the PCR product.)

EtOH precipitate the remaining 9 uL probe with the help of Linear Acrylamide:

      9 uL probe (taken from 37oC)
      1 uL Linear Acrylamide [5 ug/uL] (2 mL tube in the fridge)
      1 uL 3M Sodium acetate pH 5.5 (wall cabinet)
22.5 uL pure EtOH (200 proof)

>10 min -20°C, spin at 4°C for 30 min, discard supernatant (pipette it off), air dry 5 min

Dissolve pellet in 50 – 100 uL Pre-hybridization buffer on ice by carefully pipetting up and down. 
(Note: If you are very happy with the RNA probe yield, use 100 uL; if you did not get a good yield, use 50 uL.)
