Western Blotting:

Nitrocellulose membrane

100mL 10X transfer buffer + 100mL methanol + 800mL water ddH2O

100V for 1hr

Block with 10% milk in transfer buffer overnight at +4oC.

Antibody incubation:

1. Wash in 1X TBST for 15 min.

2. Cut the lanes.

3. Anti-myosin A (5-6) antibody final concentration in milk: 2µg/mL
OR

Anti-myosin B (28.2) antibody final concentration in milk: 5µg/mL

4. Incubate for 1hr at RT.

5. 3 Washes: 1X TBST for 10min each.

6. HRP linked-secondary antibody (1:1000 dilution in milk from 0.4µg/mL stock)

7. Incubate for 1hr at RT.

8. 3 Washes: 1X TBST for 10min each.

9. Expose to film for different periods (20sec, 30sec, 45sec).

10. Develop

