13% SDS-PAGE

Protein Gel:

We are using a discontinuous gel, so we will use a stacking gel in addition to the resolving gel:

 The protein will accumulate in the stacking gel before separating.

Resolving gel:


TOTAL 15ml

· 3.75 ml of 1.5M Tris.

· 4.875 ml of 40% acrylamide *
· 150 ml of 10% SDS

· 6.225 ml of H2O 

Add later when ready to pour gel

· 50 ul of 10% APS

· 10 ul of TEMED **
· Acrylamide is toxic and carcinogenic.  Wear gloves, eye protection,  and lab coat when using.

·  TEMED is toxic,  Wear gloves, eye protection, and lab coat                             when using.

Add the gel solution to the disposable cassette using a 10ml pipette and slowly pour gel to the top line of the cassette (like 1mm from top).  Fill the top of cassette with 50/50 H2O/EtOH solution.  This solution will help to flatten the top of the gel.  Polymerization will probably take 30 minutes.

50/50 H2O/ EtOH

50 ml of H2O

10 ml of EtOH

Stacking Gel:

TOTAL 5ml

· 1.25ml 0.5M Tris

· 488ml of 4% acrylamide

· 50ml of 10% SDS

· 3.162ml of H2O

· 25ul of 10% APS

· 5ul of TEMED

Remove the 50/50 H2O/EtOH solution and pour your stacking gel on top of the set resolving gel using a 5ml pipette and place your comb.  Let it polymerize for 30 minutes.   

Materials needed:

Tris base (Fisher BP152-500)

40% acrylamide solution (Fisher BP1408-1)

SDS (Fisher BP166-100)

APS (Fisher BP179-100)

Temed (Fisher BP150-20)

Ethanol (Fisher A407-1)

HCl (Fisher A144-500)

Disposable cassettes (Invitrogen NC 2010)

Serological pipettes

Solutions:

50/50 EtOH

50 ml H20

50 ml EtOH

Store at room temperature

1.5M Tris  pH 8.8

45.5g of Tris Base in 100ml H2O, adjust pH to 8.8 with 6N HCl, and bring to volume to 250ml with di H2O. Filter solution through 0.45uu filter.

Store at 4°C up to one month

0.5M Tris  pH 6.8

6g of Tris base in 60ml of distilled H2O and, adjust pH to 6.8 with 6N HCl.  Bring total volume to 100ml with distilled H2O. Filter the solution through 0.45um filter.  Stored at 4°C up to one month.

10% SDS
Dissolve 10g in 90ml of distilled H2O with gently stirring.  Bring the volume to 100ml.

Store at room temperature

10% APS

Dissolve 100mg of Ammonium persulfate in 1ml of distilled water.  Store for one week.

10X Electrode (running) Buffer, pH 8.3

30.3g of Tris base

144.0g of Glycine

10.0g of SDS

( into 1000ml of distilled water

For running a gel, use a 1X solution.  This is 50 ml of 10X solution in 450 ml of H2O

For 6N HCl

(12N)X=6N (100ml)

X=50ml of Conc. HCl and 50 ml of H2O.
