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Labelling ladders with 32P
Using T4 PNK:

Ensure that ladder fragments have 5’ overhangs or blunt ends
Mix


1µg ladder


5µl NEBuffer 3

H​2​O to 49µl


Add 1µl Calf Intestinal Phosphatase (CIP) and mix by pipetting

Incubate 30min at 37(
Clean using PCR clean up column, elute in 38µl

Mix:

37µl CIP treated ladder


5µl 10x T4 PNK buffer


5µl 100mM DTT


H2O to 47µl


Add 1µl T4 Polynucleotide Kinase

Go to hot lab and add 2µl (-[32P]ATP, mix by pipetting

Incubate 30min at 37(
Clean using mini-QuickSpin column (Roche)

Load 20-50cps per lane on a gel (measured by holding 1µl up to a Geiger counter)

Freshly made ladder is very hot, normally needs dilution of about 1:100, the stock solution is usable for about 6 months, but more needs to be used as it gets older.
Using klenow:
Check that the ladder can be labelled by a DNA polymerase I or Klenow Fill-in reaction using α-dCTP (most manufacturers will state this in the manual, it requires a single stranded 5’ DNA overhang that contains at least one G nucleotide).
Mix 
1µg Ladder


5µl of dATP/dGTP/dTTP each at 333µM


5µl NE Buffer 2


H2O to 48µl 


1µl Klenow 3’-5’ exo-
go to hot lab and add


1µl α-32P-dCTP

Mix well by pipetting and incubate 30min at 37(
Clean using mini-QuickSpinn column (Roche)

Load 20-50cps per lane on a gel (measured by holding 1µl up to a Geiger counter)

Freshly made ladder is very hot, normally needs dilution of at least 1:100, the stock solution is usable for about 6 months, but more needs to be used as it gets older.
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