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SDS PAGE analysis of proteins

A. Preparation of the gel:

1. Wash the glass plates well with soap and water, rinse thoroughly with distilled water and finally wash with 95% EtOH. Let air dry.

2. Lay the spacers down along both side of the bigger glass plate. Then place the other one on the top. Clamp plates together, making sure that the spacers and plates are in place.

3. Test with distilled water to see if it leaks. Pour out the water.

4. Mix solutions for separating gel (add AP and TEMED last!) and pour into  

plates, leaving about 2 cm at the top (so when the comb is inserted later   

                        there will be a 5-8mm distance between the floor of the wells and the 

                        top of the separating gel).  Overlay a small amount of ddH2O and allow to 

                        set.  

5. Once the gel has polymerized, pour off the water.  Prepare and pour the stacking gel mix the same way, then insert the comb. 

B. Electrophoresis:

1. While gel is polymerizing, set up the gel apparatus, make running buffer (about 800 ml for the mini gel apparatus). Once the gel is polymerized, carefully remove the comb and place gel in the gel rig.

2. Pour in 1x Tris-glycine running buffer. Make sure there is no leak.

3. Prepare the samples. Mix loading buffer with your samples 1:3 Vol. Vortex briefly and heat at 95-100 C for 5-10 min. Let cool down for a while.

4. Load samples into the wells. Each empty well should have 10-15 (l of loading buffer added, so the gel runs straight.

5. Run gel at 200v at constant voltage for 30-45 min until dye front is at the bottom of gel.

C. Staining:

1. Once the running is completed, disassemble the apparatus.

2. Carefully pry apart the gel plates. Make a mark on your gel to lable the orientation. Cut off the stacking gel part.

3. Rinse the gel briefly with dH2O, then place the gel in CB stain for 20 min-1h with gentle shaking.

4. Pour off stain. Rinse gel with dH2O. Transfer gel to destain solution. Destain gel for 20 min to overnight.

Solutions:

10 x Running buffer pH 8.3

1L

glycine




144 g

Tris




30.3 g

SDS




10 g

dH2O 




to 1L

Don’t adjust pH with acid or base. Store at 4C. If precipitation occurs, warm to RT before use.

4 x SDS loading buffer

5 ml
20 mM Tris (pH6.8)

2ml of 0.5 M Tris-Cl (pH 6.8)

2% (v/v) (-ME


100 (l (-ME

20% (v/v) glycerol

1 ml glycerol

8% SDS



0.4 g SDS

BPB



0.25%

ddH2O  



to 5 ml

Store ar 4 C

Dilute sample 1:4  with loading buffer and heat at 95 C for 4 min

Acrylamid/bis stock (30%):
100 ml

        Acrylamide 


29.2 g 

        Bisacrylamide 


 0.8 g 

        ddH2O       


to 100 ml

     filtered sterilized through 0.2 µm filter.

      1.5 M Tris, pH 8.8:  200 ml 

           36.3 g Tris. adjust pH to 8.8 

           ddH2O   to 200 ml 

0.5 M Tris, pH 6.8   100 ml
            6 g Tris, adjust pH to 6.8 

            ddH2O  to 100 ml

       10% ammonium persulfate (AP):  1 ml

0.1 g ammonium persulfate  in 1 ml ddH2O

10% SDS

3% Stacking gel: 

10 ml
 
ddH2O


 
6.3 ml

0.5 M Tris-Cl pH 6.8

2.5 ml

 
10% SDS


0.1 ml

 
Acr/bis (30%)


1.2 ml

 
TEMED


5 µl

10% AP 


50 µl

Mix the first 4 reagents before add TEMED and AP. Then swirl gently to initiate polymerization

Note: If you're interested in large proteins, more HCl will give better stacking. If you're interested in small proteins, less HCl will release more proteins from the "stack".

     G. Separating gel:

	
	10%
	12%
	15%

	ddH2O
	
	
	

	1.5 M Tris-Cl pH 8.8
	2.5 ml
	2.5 ml


	2.5 ml

	10%SDS
	0.1 ml 
	0.1 ml
	0.1 ml

	Acry/Bis  (30%)
	3.3 ml
	4.0 ml
	5.0 ml

	10% AP
	50 (l
	50 (l
	50 (l

	TEMED
	5 (l
	5 (l
	5 (l

	Total vol (ml)
	10 ml
	10 ml
	10 ml


Mix the first 4 reagents before add TEMED and AP. Then swirl gently to initiate polymerization.

CB stain

50% Mathanol (or ethanol)

10% Acetic acid

0.25% Coomassie blue-R (also known as Brilliant Blue)
Destaining solution

16.5% Etanol

5% Acetic acid 

or   (by Anna)

10% Acetic acid

40% Methanol

