
LABELLING OF RNA PROBES BY LN YITRO TRANSCRLPTION 

All rcagcnU should be made up in DEPC-mated water 

1. Add the following to a sterile micmfugc  be at room temperam in order: 

5 X transcription buffer 

t Plarmid DNA (I pg 1 pl) 

Radiolabelled (%) or (JIP (=P) 2.5 p1 (25 pCi ) 

t RNA polymenv 1 Ill (20 uniu) 
Mix on v m x  and spinfor afcw seconds up to 10.000 g. 

2. Incubate the above m i x m  for a minimum of I hour at 37 'C. 

3. To terminate h e  mxription. add I PI RNau-frsc DNasc and incubatc for 
10 minutes at 37 'C to dermy h e  template. 

4. Scpuslr h e  probe from unincorporated nuclmtida by adding h e  following: 
t *tRNA l0ugA1I I PI 

t PhcnoUchlomform (I: I) 200 pl ( is approx. q u a l  volume of above m i x m  ) 

5. Mix, spin for 5 minutcs a1 12 000 g in a mimfugc and coUcft h e  upper aqumus 
phase ( 4-200 id). E x m t  again with an equal volume of chlorofom then nix by 
;onc.& and s& for 5 min;tes at 12 000 ;. 

6. Rcci~itation :To saond aquoeur phax add: 
- 7 M Ammonium Acclate 100 @ ( 2.5 M final conc.) 
- Absolute Ehanol (kept at - 20 C ) 750 pl ( approx. 2 3  vol.) 

v o n u  and spin to 10.000 g -leave to p d p i l a t e  ovanight at - 20 C or for 2 horn at - 80 C 

7. Spin in a microfugc at 12 000 g for 25 minutes at 4 "C and discard h e  supernatant 
using a capilliary  be. Dry h e  RNA peUct undcr speed vacuum (approx 3 minutes, 
maximum 5 minutes) and, when dry. dissolve it in 20 DEPC-treated walu. 
Remove I pl for assessment of incorporarion of radioactivity. 

8. Store n ~ - l a b e ~ e d  probes at -20 'C and US-labeUed probes at -80 'C. 

9. Count h e  radioactivity of.& probe in a bela counter. wing a standard scintillation fluid, 
and calculate h e  spcdfic activity of the probe. . I-Rna from B a h g e r -  Mannhcirn 1 109541 . Rnasin -Promega 1 PR-N211-2500 U . hbopmbe ~ u i m t i d c  m u m  Promega 1P-1221 lCmM cach m 0.5 ml 
Mu rATP.dXPKiTP 10111 of eachand 10 ul of Depc-H20 = 40 ul IS s b x h i x m  


