Myosin purification

Wash buffer:

15mM sodium phosphate (pH 7.0)

50mM NaCl

1mM EDTA

1mM PMSF

5mM DTT

High-salt buffer (pH 8.0):

20mM Tris–HCl

0.6M KCl

1mM PMSF

5mM DTT

For 500mL:

5mL 5M NaCl

1mL 0.5M EDTA

4.3mL 1M Na2HPO4

3.2 1M NaH2PO4
486.5mL dH20
For 500mL:

20mL 0.5M Tris-HCl (pH 8.0)

100mL 3M KCl

380mL dH20
Worms can be grown, harvested and stored at –80oC. 

When freezing, freeze quickly: just put the tube into –80oC freezer.

1) Thaw 5g of worms and add 10mL of wash buffer.

2) Spin: 5000g for 5min. (for 5415C Eppendorf centrifuge = 8000rpm)

3) Discard the supernatant.

4) Resuspend the pellet in 10mL of wash buffer.

5) Lyse worms in pre-cooled French press cell twice at 8000 lb/in2.

6) Add 10mL of wash buffer.

7) Spin the homogenate: 5000g for 10min.

8) Discard the supernatant.
9) Add 20mL of wash buffer. 

10)  Spin the homogenate: 5000g for 10min.

11)  Discard the supernatant.
12)  Add 20mL of wash buffer.

13)  Spin the homogenate: 5000g for 10min. (( P1)

14)  Discard the supernatant.
15)  Resuspend the pellet (P1) in 10mL of high-salt buffer.

16)  Spin: 20.000g for 15min (( P21 + S21)

17)  Repeat steps 15 & 16 for the pellet  (( P22 + S22) {Not necessary – prep would be cleaner without this step}
18)  Discard P2.

19)  (Combine and) spin S2: 100.000g for 3 hours (( P3 + S3)

20)  Gently resuspend P3 in 2.5mL of High-salt buffer + 5mM MgCl2 + 5mM ATP by using Dounce hand homogenator.

21)  Spin: 100.000g for 15min (( P4 + S4)

22)  Repeat steps 20 & 21 for the pellet (( P4 + S4).

23)  Quantify the total amount of protein in S4

24)  Mix 0.30 mg/ml of S4 and 0.25 mg/ml F-actin.

25)  Incubate for 30 min at 25 °C.

26)  Incubate for another 10 min with either 10 mg/ml apyrase

27)  Spin: 100,000g for 20 min.

28)  Resuspend the pellets and analyze on SDS-PAGE.

29)  Add ATP to make [final] = 5mM.

30)  Spin: 300.000g for 20min. (( P5 + S5)

27) Take the S5 and analyze on SDS-PAGE.

28) Use S5 for ANS experiments.

