In vitro Transcription (Roche kit)
References:
Roche instructional manual "RNA Transcription"

Protocol provided by M.F. Chesselet

Summary:
This procedure is used to synthesize single-stranded RNA for whatever purpose; the procedure here is for digoxigenin (DIG) labeling of the transcript for use in in situ hybridization. At all steps, contamination with RNAse must be avoided by usual DEPC treatments, use of disposable plasticware, wearing gloves, etc. The procedure given is for: 

1 g/l DNA template (~0.425 pmol promoter); about 10-20 transcripts are synthesized per promoter. Always run sense and antisense in parallel.

Procedure:

1. Turn on 37oC heat block. Get the necessary reagents out on ice, leave the enzymes in -20oC and add last.

2. Add in order to 650 l microfuge tube on ice:

14.0 l Sterile milli-Q H2O 

2.0 l 10x Transcription Buffer 

2.0 l 10x NTP Labeling Mix 

0.5 l RNAsin 

1.0 l DNA template (linearized, 1 g/l)

0.5 l RNA polymerase 

20.0 l Total 

Vortex, spin down tube. 

3. Incubate at 37oC for 2 hours. Make pre-hybridization solutions.

4. After 2 hours, add: 

1.0 l DNAse 

0.5 l RNAsin 

Vortex, centrifuge, and incubate for 10 minutes at 37oC heat block.

5. Then, add: 

20.0 l EDTA, 100 mM

10.0 l STE Buffer, 10x 

48.5 l Sterile milli-Q H2O 

100.0 l Total 

6. Phenol/Chloroform extraction. Each time, extract by inverting tube, centrifuge for 1 minute; draw organic phase from bottom (aqueous phase is upper). 

50.0 l Tris-Phenol 

100.0 l Phenol/Chloroform 

50.0 l Chloroform (remove organic phase completely) 

7. Ethanol precipitation. Add: 

10.0 l 3 M Sodium acetate 

300 l 100% Ethanol, ice-cold 

Allow to precipitate overnight in -80oC freezer. (Clean up) 

8. After precipitation, centrifuge probe for 15 minutes on microfuge in 4oC or cold room

9. Then, carefully remove the supernatant without disturbing the pellet. Use a sterile cotton swab to wipe away extra moisture on the inner walls of tube.

10. When pellet is dry, resuspend in 20.0 l TE buffer and place microfuge tube in 37oC heat block to dissolve probe. Vortex gently and spin down.

11. Aliquot 5.0 l and store the rest in -80oC freezer. Run the aliquot volume on a gel (1.4% 1x TAE) to determine RNA transcript band presence.

