Acid-urea Gel electrophoresis


Purpose : To separate small cationic peptides according to their charge.
1. Assemble a glass plate and a white plate with two side spacers and clamp.
2. Stand assembly upright using clamps as support. 

1 3. Mix 20% resolving gel as desired.

2 ①          Mix 10M acetic acid 275 μl (0.55M), 6M  Urea 275 μl (0.55M) and D.D.W 62 μl, 30% Acylamide 3333 μl 

3 ②          Mix 10% APS 60 μl

4 ③          Mix TEMED 20 μl

4. Pour so the level is 3/5 of the gel plate. Use a 1ml pipet. Try not to trap any bubbles.

5. Gently layer top with water. : this layering ensures a flat interface.

6. Let it harden for 30 min. 

7. Mix 5% stacking gel as desired.

1 ①          Mix 10M acetic acid 90 μl (0.45M), 6M  Urea 667 μl (2.0M) and D.D.W 810 μl, 30% Acylamide 333 μl 

2 ②          Mix 10% APS 80 μl

3 ③          Mix TEMED 20 μl

8. Put in the comb of the gel plate, pour onto top of gel plate. Use a 1ml pipet. Try not to trap any bubbles.

9. Let it harden for 30 min.

10. Setting up the gel. 

11. Before taking out the comb, you may consider marking the well positions. 

12. Take out comb by gently pulling it straight out. Wash wells with running buffer, using 1ml pippet.

13. Clamp tightly gel to the gel mini vertical unit using large binder clamps.

14. Pour running buffer in.

     * Running buffer for total 300.0ml
         Glacial acetic acid : 16.5ml
         D.D.W : 283.5ml
15. Run the gel in reverse polarity. Pre-electrophoresis the gel to remove acetate ions from the gel at 150V (constant        voltage) for 1-2 hr. When the current no longer drops, pre-electrophoresis is complete. 

16. The buffer can be discarded and replaced with new buffer.

17. Load sample near the bottom of the well. 

18. Run gels at 120-150V using PS 500XT DC power supply (Hoefer Scientific Instruments)

until the methyl green has run off the bottom of the gel.

 

            * 1X sample loading buffer for total 5ml
                     10M Acetic acid            275ul (0.55M)
                     6M Urea                    1250ul (1.5M)
                     D.D.W                         3475ul  

             * Tracking dye for total 100ul
                    2% Methyl green                  5ul
                    1X sample loading buffer        95ul

             * 10M Acetic acid ( 5.775ml/10ml)
                    6M  Urea ( 10.81g urea/30ml)

