Actin – HMM Co-sedimentation Assay

Actin is in Buffer:

2mM Tris-HCl pH8.0

0.2mM CaCl2

0.2mM ATP

0.5mM DTT

HMM is in buffer:

20mM KCl

10mM KPO4 pH6.5

1mM DTT

Prepare co-sedimentation buffer:
For 10mL:

500 µL  0.5M imidazole pH 7.0

83.3 µL  3M KCl

160 µL  0.25M MgCl2

10   µL  1M DTT

1) Incubate 1.5-3.5µM HMM with 2.5 molar excess of F-actin for 10 min @ RT.

2) Add ATP to [final] = 3-5 mM and immediately spin at 200.000xg for 10min in a TL-100 centrifuge.

3) Resuspend the pellet in 100µL of 1X SDS loading dye.

When ATP is present in the solution, “ the good” HMM should not bind actin and co-sediment.

