Appendix: Probe synthesis

1. Linearization:

Cut plasmid with restriction enzyme as recommended (20l reaction volume).

Make up to 100l with dH2O.

Extract twice with 100l 24:1 chloroform:isoamyl alcohol

Add 20 l 3M NaOAc (sodium acetate pH5.2 and 500 l of 100% ethanol); invert. Place 2 hr at -200C.
Spin 15 mn 40C 14000g. Discard ethanol. Add 70% Ethanol. Spin, discard ethanol. Air dry pellet 20 mn. Resuspend in 20l ultrapure H2O (verify quality of linearization on 0.8% Agarose gel).
2. Transcription of DIG labelled single stranded RNA probe: 1g template DNA will yield 10g full length DIG labelled RNA.
For a 20l reaction volume, add 1g Linearized DNA template; 4l of 5x transcription buffer; 2l DIG-NTP 10x labeling mix (Roche Molecular Biochemicals #1277065); 0.5l RNase inhibitor (20 units; Fisher #PRN2511); 2l DTT (100mM); 2l RNA polymerase (2-3 units); adjust to 20l with dH2O. Mix, incubate 1 hr at 370C.
Add 3.2l of 0.5M EDTA. Adjust volume to 100 l.
Add 10l 4M LiCl and 250l ethanol. Invert, Place 6 hr to O/N at -200C.
Spin 15 mn at 40C at 14000g. Discard supernatant. Add ice cold 70% ethanol. Gently vortex to dislodge pellet; Spin 5 mn at 40C. Discard ethanol. Air dry pellet on ice.

Dissolve the pellet in ultrapure H2O at 1mg/ml; Aliquot at 5l and store at -700C. Run 0.8% Agarose gel to check probe quality.
3. Transcription of FITC labelled single stranded RNA probe. Proceed as for DIG, but use Fluorescein/NTP mixture instead of DIG, and omit DTT in transcription reaction.

To prepare Fluorescein/NTP mixture, you need Fluorescein-12-UTP (Roche #11427857910) and NTP Set (100mM; Fisher NC9355517).

Take 35l Fluorescein-12-UTP. Add to a vial containing 10l ATP (100mM stock),  10l CTP (100mM stock), 10l GTP (100mM stock), and 6.5l UTP (100mM stock). Use 2l of this FITC-NTP mix for a 20l transcription reaction. 
