Protocol for SDS-PAGE

1. Store the NOVEX pre-cast gels in a 4o refrigerator.

2. Once you have gotten the gel/s that are needed, cut open the wrapping and drain the liquid.

3. Pull the gel from the wrapping and then carefully pull the comb from the wells of the gel.

a. It is best to loosen each side and go back and forth pulling a little bit of the comb out at a time. Remember: go slowly so the wells are not damaged.

4. Once the comb is out, wash the wells with MilliQ water 5x. 

a. Just use the squirt bottle and fill up the wells with the water and shake it out. 
5. Next, dry off the gel and outline the wells in permanent marker so you will be able to see the wells when loading the samples.

6. Remove the white strip on the bottom of the gel. The strip is on the opposite side of the well marks that were made.

7. Now set up the XCell SureLock Mini.

a. Make sure to have the gel or the buffer dam in the first. Then the buffer core, followed by another gel or the buffer dam. And finally the gel tension wedge.

b. Remember: if you are only using one gel, the buffer dam goes on the opposite side of the gel. But if you use two gels, you do not need the buffer dam at all

c. Remember: Always place the wells of the gel toward the buffer core.
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8. Now lock the gel into place and add the 1x Tris-Glysine SDS buffer.

a. In the outer compartment, add enough to cover the bottom of the lever.

b. In the inner compartment, add enough to cover over the tops of the wells.
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(this is in locked position)
9. Next, label .2 mL Epindorf tubes for each sample that you have.

10. Then add 20 L of the samples to the corresponding tube. Once the samples are added, add 10 L of PSM (pink dye) to each tube.

11. Now, poke holes in the top of each tube and boil the samples for 3-5 min. at 100oC.

12. Once they are finished boiling, spin the samples down for 1-2 sec.

13. Now, add approximately 26 L to the wells of the gel if you are using a 10 well gel. But if you are using a 15 well gel, add approximately 20 L to the wells.

a. Make sure that the samples do not overflow into other wells

b. Remember: Use the longer, white tips for the pipette and be careful not to poke any holes in the wells.

14. After your samples are loaded, place the top of the XCell SureLock Mini on the making sure that the black and red electrodes connect the correct side of the cell.

15. Finally turn on the power supply. Press set to set how many milli amps the gel should be run at. Then press norm and start. 
a. If you are running one gel, set the milli amps at 30.

b. If you are running two gels, set the milli amps at 40.
c. Remember: Make sure that the needle for milli amps goes up to what you set if at after you press start.
16. It should take about 2 hours to run one gel and about 2.5 hours to run two.
