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1) 32P stock: Perkin Elmer NEG513H, 10 MBq (270μCi), α32P-dCTP, 27μl.
2) Thaw 32P container for ~ 30 mins before use. 

3) In a screw-capped Eppendorf:

· 5μl primer

· 150ng DNA

· DW to 25μl.
4) Vortex and spin.


5) Boil for 2 mins, ice for 2 mins. 

6) Add:

· 4μl dATP

· 4μl dGTP
· 4μl dTTP

· 5μl reaction buffer.
7) Vortex and spin.
Work behind Perspex screen from this step onwards and use forceps to handle tubes where possible.

· Add:
5μl 32P-dCTP (2 MBq), using filter tip, dedicated pipette and careful pipetting technique.

· 2μl Klenow enzyme (remove from and return to -20ºC as quickly as possible).

· Flick tube to mix. 
· Short spin.

8) Incubate at 37ºC for 30 mins in heat block behind Perspex screen.

9) Add:

· 50μl DW

· 20μl 500mM EDTA

· Flick to mix.

10) Add:

· 12μl 3M sodium acetate pH 4·8

· Flick to mix. Short spin.

11) Add: 250μl Ethanol, place tube in lead pot and precipitate at -80ºC for 3 hours, or at -20ºC O/N.
12) Spin for 10 mins.

13) Remove supernatant (using 1ml pipettor and filter tip) and transfer to waste Eppendorf tube #1. 

14) Wash pellet in 200μl 70% AR ethanol. Spin 2 mins.

15) Repeat wash. Save S/N each time, counts should decrease in wash S/N’s, pellet should remain hot.

16) Redissolve in 50μl DW. Boil 2-5mins. Place on ice 5 mins (in lead pot). Add to hybridization mix. 
Person must be trained in School chemical, biological and radiation safety procedures, spill safety procedures, and centrifuge operation.


PPE: long-sleeved gown, closed shoes, double gloves, safety glasses. A radiation monitoring badge must also be worn. 


Handle no more than 4MBq 32P on any one day. 


Monitor work area with Geiger counter to ensure that it is clean before and after use.








