HMM prep (Epstein lab)

MATERIALS:

· Resuspension Buffer pH 6.5

2M KCl

50mM PIPES

For 50mL:

25mL 4M KCl

0.756g PIPES

· Digestion Buffer pH 6.5

0.5M KCl

50mM KPO4

For 1L:

125mL 4M KCl

34.25mL 1M KH2PO4 

15.75mL 1M K2HPO4

· Dialysis Buffer pH6.5

20mM KCl

10mM KPO4

5mM BME or 1mM DTT

For 2L:

40mL 1M KCl

13.7mL KH2PO4

6.3mL K2HPO4

0.5mL of 14.3M BME 

or 

0.3085g of DTT

· 1mM HCl

· 0.1M PMSF in 70%

· alpha-chymotrypsin

· Dialysis cups

PROCEDURE:

Day1

1) Resuspend the myosin prep pellet (in ammonium sulfate) in small amount of resuspension buffer. Use just enough to get the myosin into solution.

2) Dialyze against Digestion buffer O/N @ +4oC.

Day2

3) Measure the [myosin]: (OD280 / 0.53) x dilution factor.

4) Equilibrate myosin to RT.

5) Make 0.5mg/mL alpha-chymotrypsin solution in 1mM HCl immediately prior to use.

6) Add alpha-chymotrypsin to make [final] 0.05mg/mL + [final] 10mg/mL myosin.

7) Rock at RT for exactly 10 minutes.

8) Add PMSF to make [final] 1mM.

9) Rock at RT for 1min.

10) Check the prep on 7.5% SDS-PAGE to determine the extent of digestion.

11) If looks OK, dialyze O/N against dialysis buffer @+4oC.

Day3

12) Spin: 60Ti rotor @30.000 rpm for 2.5hrs. Use thick wall tubes for small samples. (Or use TLA-100.3 rotor and spin at 60.000rpm for 1hr)

13) Take the super, it contains the HMM.

14) Measure the [HMM]: OD280 x dil factor x 222333 M-1cm-1
15) Check the prep on 7.5% SDS-PAGE to determine the extent of digestion. If looks clean, don’t do the next steps.

16) Slowly add ammonium sulfate to supernatant till 40% saturation (2/3 of the initial volume)

Should get almost no ppt, if the prep is clean.

17) Spin: 30.000 rpm for 20min (TLA-100.3 rotor).

18) Slowly add ammonium sulfate to supernatant till 55% saturation 

Should get a lot of ppt, which is HMM.

19) Spin: 30.000 rpm for 20min (TLA-100.3 rotor).

20) Prior to use, dialyze O/N against dialysis buffer.

