Bandshift Assay

Gel Preparation:

Clean plates for Protean system (20cmx20cm and 22cmx20cm) Rinse with 70% EtOH and dH2O

Gel Recipe for thick spacers (1.5mm):

10xTAE


2.5mls

30% acrylamide (37.5:1)
7.5mls

10% ammonium persulphate
350ul

Temed



50ul

DH2O



to 50mls

(can be prepared the night before and left in the cold room)

10x Binding Buffer: (can keep at room temp for a couple of months)







Stock
For 10mls

200mM
Hepes pH7.9


1M
2ml

10mM

EDTA



0.5M
0.2ml

30mM

MgCl2



1M
0.3ml

500mM
NaCl



5M
1ml

0.5%

Triton-X-100


20%
0.25ml

50mM

2-Mercaptoethanol

14M
36ul



dH20




to 10mls

Bandshift Reaction:

Set up in round bottomed microtitre plate on ice.

Total reaction volume is 30ul

Typical reaction:

50% glycerol


6ul

10x buffer


3ul

protein (10-100ng)

xul  
(plus competitor)

0.1% bromophenolblue*
10ul

probe (2500cpm/ul)

4ul

dH2O



10 30ul

* The dye is added to track the samples on the gel.  The volume can be varied.  It does not interfere with the reaction but can be left out of the reaction mix and added prior to loading.

Add the probe last and incubate on ice for 30 mins.  (In some cases other temps work better – room temp or 37 degrees)

Make 2l of 0.5x TAE and pre run gel at 100V for 1-2 hrs before loading samples.

Gels are run for around 4-5hrs at 120-150V in the cold room.  The dye front should be at least half way down the gel.

Dismantle and dry onto DE81 paper.

