Autoradiography protocol

1. Pull-down from 1mg of lysate O/N w/ 10 l of FLAG-agarose for each reaction.

2. Wash: 2X w/ LB; 
3. If IP for target: 1X w/ LB+500mM NaCl; 
4. Wash: 1X w/ Buf A.

5. Add 35 l of Master Mix.

6. Incubate for 10-60min at 30oC.

7. Stop the reactions by adding 12.5 l of 5X SDS-PAGE sample dye.

Buffer A: 50 mM Tris-HCl pH 7.5, 0.1 mM EGTA

Reaction conditions: 50 l reaction volume, 0.1% 2-mercaptoethanol, 10 mM MgAc, 100 μM  -32P ATP.
Master Mix (50 l x [7+1] – 15 l target volume):

	1X
	8X
	 

	20
	160
	Buf A

	5
	40
	1mM 32PATP

	10
	80
	50mM MgAc

	0.05
	0.4
	100% BME


1. Add 15 l of 5X SDS-PAGE sample dye. 

2. Denature the samples at 95oC for 5min in the shaker with 1000rpm shaking.

3. Run 20 l of samples on 10% SDS-PAGE (keep the BPB front inside).

4. Cut out the BPB front ± 1cm and trash it with hot waste.

5. Stain with home-made Coomassie for 30min.

6. Destain (20% MeOH, 10% Acetate).

7. Place the gel in a transparent folder and expose for 10min, 40min, O/N using the sensitive X-ray film from Amersham.

