Cross-linking IgG on Protein A/G Dynabeads
Materials & Reagents

50μL Dynabeads with Protein A or G

1-10μg IgG of interest

0.1M borate buffer (pH ~8.5)

BS3 crosslinking reagent (Thermo/Pierce 21580), 100mM stock in H2O or borate buffer
1M Tris-HCl pH 7.4

Notes

The volumes indicated should be sufficient for up to 50μL of Dynabead slurry.  For larger quantities of beads, increase volumes as necessary.
Procedure

1. Bind antibody to protein A/G Dynabeads using standard protocol.  Place on magnet and remove supernatant after final wash.

2. Wash antibody+beads 3 times with 500μL borate buffer.  Place on magnet and remove supernatant after final wash.
3. Mix 12.5μL BS3 stock solution with 237.5μL borate buffer to make 5mM BS3 solution.  Resuspend washed beads in the BS3 solution, incubate at room temperature for 30 minutes with gentle agitation (e.g. rotator) or 2 hours at 4°C.

4. Quench reaction by adding 5μL Tris-HCl solution (~20mM final) and incubate 5 minutes at room temperature with agitation.

5. Place tube on magnet and remove supernatant.  Wash beads 3 times, 5 minutes per wash, with 500μL PBST.  Place beads on magnet, remove supernatant, and proceed with immunoprecipitation.
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