Affinity Chromatography Protein G - Antibody Purification

Note:
Filter all culture sup over Whatman paper to remove 


debris before running over any column.
1.
Equilibrate column to pH=7 and point zero on the chart with 1X 
PBS.  Use syringe to pull solution 
into the column tubing when 
necessary.

2.
Wash column with several column volumes of 0.05M Glycine-
HCl pH=2.8 until column pH changes to 2.8.  (Check with pH 
paper.)  The column can also be shaken at this point to 
dislodge any packed particles.

3.
Re-equilibrate column with 1X PBS and attach column to UV 
monitor.  Attach column output tubing to the lower portal of 
monitor and position waster container beneath upper tubing of 
monitor.  Find the baseline and/or zero the pen on the chart 
paper.

4.
Run filtered supernatant over the column.  Make sure sup is 
equilibrated to room temperature.  Save waste in a clean 
container in case it is necessary to run the same sup again.

5.
Equilibrate column with 1X PBS and check baseline.  Use zero 
knob to make any adjustments.

6.
Elute Ab by running Glycine-HCl pH=2.8 over column.  Begin 
collecting Ab in 10ml of t.c. PBS as soon as pen begins to 
move up the chart.  Collect until the pen completes its descent.  
Neutralize Ab with NaOH one drop at a time.  (Check with pH 
paper.)

7.
Re-equilibrate column with 1X PBS (+NaN3) until the pen 
returns to baseline and the pH=7.  Store column* in the 
refrigerator.

8.
If the antibody peak is significant, run the sample again.

*Store Protein G columns in 70% EtOH.

0.05M Glycine-HCl
Glycine

3.8g

milli-Q H2O

1L

pH to 2.8 with stock HCl

