Size Exclusion Chromotography

1. Obtain a 1.5 X 30 cm column place it in a Ring stand with two clamps making sure that it is vertically level.  

2. Use enough sephedex g-100 media to pour a 30 ml Column.  The slurry percentage will be given at class time.  

3. Under flow Let the column settle maintaining a constant head height of 30 cm.  Be careful to not disturb the settling gel.  The column should settle in about 30 min.  

4. Once the bed has settled remove the excess buffer from the head space to within a cm of the top of the column and then let the remainder of the buffer flow just to the top of the column bed.  

5. Apply 1 ml of sample with a pasture pipette with out disturbing the top of the column bed 

6. Let the sample flow into the column stopping with the sample is just within the top of the column bed.  

7. Apply 1 cm of buffer to the top of the column taking care to not disturb the top of the column bed 

8. Let the cm of buffer flow into the column.  Collect the fractions in 1/2ml /10 drop fractions.

9. Add additional buffer with out disturbing the top of the column bed start the flow  and then fill the column with buffer to a head height of 30 cm again with out disturbing the top of the column bed.  

10. Continue to Collect 1/2 ml /10 drop fractions.  You should have about 60 fractions

11. Stop collecting fractions once the DNPglycine (yellow) or the Bomothymol Blue(Blue)comes off the column

12. Determine the presence of protein in the fractions collected by adding 2 ml of BCA reagent to the fractions and incubating at 60° for 30 min after cooling to room temperature visually check the color to determine the presence of protein.  Use a ½ ml sample of elution buffer as a control.  

13. If time permits use the spectrophotometer to determine the optical density of the fractions. 

DATA analysis

14. Plot intensity vs fraction to determine peaks.  

15. Plot Peak fractions vs log of molecular wt assume that proteins are eluted in order of there molecular mass.  

Question 

1.  Are portions of the semi log plot liner/non linar

2.  What is the suggested resolving power of the media 

3.  What is the resolving power of the media in the context used.  

Sample:  Blue Dextran Huge Hexokinase 100 kd hemoglobin 64 kd  Ovalbumen 45 kd   Carbanic anhydrase 29 kd  myogloben 17 kd  each at 2 mg/ml   

