
Affinity Purification of Antibodies

(Miniprep using antigen immobilized on PVDF, Olmest, JBC 256: 11955-11957, 1981)

Solutions (keep ice-cold):

700 mls TBS: 150 mM NaCl, 25 mM Tris-HCl, pH 8.0

10 mls TBS-BSA: add 2% BSA

400 mls TBS-TX: add 0.1% Triton X-100

200 mls TBS-EDTA: add 1 ml of 500 mM EDTA

100 mls PBS

5 mls PBS-BSA: add 0.5% BSA

50 mls 0.2M Glycine-HCl pH 3.0: 7.5 g glycine / 500 mls H2O, pH w/ HCl

2N NaOH: 8g NaOH pellets in 100 mls H2O

Protocol:

1. Cut out 0.5 x 2.0 cm strip of PVDF. Wet membrane in methanol, equilibrate in TBS.
2. Spot antigen onto PVDF:
a. Put down a few dry paper towels on bench.
b. Wet (don’t saturate) a piece of Whatman.
c. Place PVDF strip on top of wet Whatman; contact must be intimate to produce capillary force.
d. Spot 20-50µg of antigen onto membrane; it should immediately flow through membrane.
3. Let membrane dry for 30-60 minutes.
4. Wet membrane in methanol; equilibrate in TBS.
5. Block strip in TBS + 2% BSA for 60-90 minutes at 4°C.
6. Wash strip in PBS for 5 minutes, RT.
7. Place strip in a screw-cap microfuge tube; add 1 ml of antiserum and nutate 2 hours at 4°C.
8. Wash 4X in TBS-TX for 5 minutes, RT.
9. Wash 2X in TBS-EDTA for 5 minutes, RT. 
10. To elute:
a. Determine how much 2N NaOH is required to bring 1 ml glycine (pH 3.0) to pH 7.5-8.0 (about 14-17 µl). 
b. Transfer strip to a tube containing 1 ml ice-cold 0.2M glycine (pH 3.0).
c. Squirt ice-cold glycine onto strip for 2 minutes.
d. Remove strip and immediately add 2N NaOH (as determined in a.)
e. Repeat elution with another 1 ml and pH again.
f. Dry and save antigen strip in bag at 4°C; can be re-used.
11. Transfer eluted antibody into outer-chamber of concentrator and add 2 ml PBS-BSA and 2 mls of PBS. Centrifuge 1750 x g, 4°C for 8 minutes; should end up with 1 ml volume remaining.
12. Store antibody at 4°C.

