Small Scale purification of Antibody with Protein A/G Sepharose
Neutralization Buffer (100 ml):

1 M Tris-HCl, pH 8.0

1 mM EDTA

0.05% sodium azide

Elution Buffer, pH 2.7 (100 ml):

50 mM Glycine, pH 2.7 (with HCl)

Elution Buffer, pH 1.9 (100 ml):

50 mM Glycine, pH 1.9 (with HCl)
1) Thaw 2 ml crude serum at 37°C until just thawed.

2) Add 10 μl 10% sodium azide (final concentration 0.05%) to thawed antibody. Wear gloves and handle sodium azide with care!
3) Spin the antibody at 15,000g for 15 minutes at 4°C.

4) Transfer the liquid that lies between the floating lipid and the pellet to a new tube. Discard the pellet and the lipid.

5) Use a pipet to transfer 1 ml 50% Protein A/G Sepharose slurry to a clean column (0.5 ml bed volume). Never let the column run dry!! See the Pierce Antibody Purification Overview to determine whether to use Protein A or Protein G.
6) Wash the column with 5 ml ice-cold TBS.

7) Add the supernatant from Step 4 to the column and save the flow-through. Pass the supernatant through the column 2 more times and save the flow-through (in case the antibody does not bind to the column).

8) Wash the column with 20 ml ice-cold TBS.

9) Prepare thirty 1.5 ml eppendorf tubes for collection of antibody. Add 10 μl Neutralization Buffer to each tube.

10) Once the column has been washed, drain the TBS from the column bed to avoid unnecessary dilution of the Elution Buffer. Do not the let column stand dry!
11) Gently add 100 μl Elution Buffer, pH 2.7 at room temperature to the column. Be careful not to disrupt the column bed. Collect fraction in one tube and put column in next tube and add another 100 μl. Repeat until 20 fractions are collected. After each fraction is collected, vortex immediately and place on ice.

12) Gently add 100 μl Elution Buffer, pH 1.9 at room temperature to the column. Be careful not to disrupt the column bed. Collect fraction in one tube and put column in next tube and add another 100 μl. Repeat until 10 fractions are collected. After each fraction is collected, vortex immediately and place on ice.

13) Add 1 ml TBS to column and cap the column to stop flow of liquid. Perform a protein assay on all 30 fractions (A280 or Bradford).

14) If the fractions are good, wash the column with 20 ml TBS with 0.05% azide and store in 4°C.

15) Combine the highest concentration fractions and do a new protein assay with the combined fractions. Run 10 μg on a 10% gel with 10 μg crude antibody. Coomassie stain gel. Add 50% glycerol and store at -20°C.

