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IP with Dynabeads® M-280 Sheep anti-Mouse IgG (Invitrogen)
Beads are separated from supernatant by placing the Eppendorf tube on a magnetic device for 2 min and removing the supernatant while the tube is on the magnet. The tube is then removed and the beads are resuspended in the respective buffer.

Antibody binding:
For each IP: 50 µl bead solution (the bead volume is much smaller) coupled to 4 µg anti-AFP 3E6
· Wash the total volume of Dynabeads (e.g. 150 µl for 3 reactions) twice in 1 ml PBS to remove preservatives.

· Resuspended in 150 µl PBS (original volume), add anti-AFP rotate sample at 4°C for 4-6 h.
· Remove antibody and wash beads twice in 1ml PBS
Antibody crosslinking:
Triethanolamine buffer 0.2 M pH 8.2:

Triethanolamine 7,534 M stock solution
0,664 
ml


ad 25 
ml ddH2O    → Adjust pH with HCl

Crosslinking buffer: 0.2 M Triethanolamine pH 8.2, 20 mM DMP 
(Prepare immediately before adding to beads):

Triethanolamine 7,534 M stock solution
0,332 
ml

DMP
0,06479 
g


ad 12,5 
ml ddH2O    →    Adjust pH with HCl

Tris buffer 50mM pH 7,5:

Tris, 1M stock solution
5
ml

ad 100 
ml ddH2O

· Wash beads twice in 1 ml triethanolamine buffer
· Incubate with 1 ml crosslinking buffer for 30 min, rotate sample at room temperature
· Stop reaction by resuspending beads in 1 ml Tris buffer and rotating 15 min at room temperature
· two washes in 1 ml PBS
· two washes in 1ml IP lysis buffer
· Resuspend beads in small volume of IP lysis buffer and add directly to lysate; keep small amount of “total lysate” for Western Blotting
Immunoprecipitation:
Elution buffer: 100 mM citric acid, pH=2

Neutralization buffer: 1,0 M Tris pH 9,0
· Incubate beads with cell lysate containing a GFP/YFP-tagged protein by rotating the tubes for 4 h at 4°C. (The amount of protein lysate has to be optimized on a case-by-case basis. For fusion proteins overexpressed in 293T cells, material recovered from a 10 cm dish may be enough. Likewise, a 50 ml culture of an S. pombe strain carrying a GFP-tagged protein expressed from the endogenous locus may be a reasonable starting amount.)
· Remove lysates with magnet and keep as “depleted lysates”, store at -80°C

· Wash beads 5 times with 1 ml IP lysis buffer, after second wash transfer to fresh tube

· Prior to the elution step, add 20.75 µl neutalization buffer to fresh tube

· After last wash, resuspend beads in 37.5 µl of elution buffer, incubate for 2 minutes with occasional vortexing, remove supernatant by use of the magnet and place into tube with the neutralization buffer.

· Store sample at -20°C; Analyze total and depleted lysates, as well as 2-3 µl of elution sample by Western blotting and 10% of elution sample by silver staining

· Concentrate and desalt 90% of the elution sample using Microcon ® Centrifugal Filter Devices from Millipore, YM-3 (check samples every 5 min) and analyze by silver staining. Bands can be cut for mass spec analysis.
Dynabeads® Protein G (Invitrogen)
Only differences:

· Binding of antibody to beads is carried out in Citrate-Phosphate washing buffer. This buffer has a pH of 5, since most Ig´s show optimal binding to the beads under these conditions. The same buffer was also used for all washes instead of PBS. 
· Binding of antibody to beads at room temperature for 40 min instead of 4-6 h at 4 °C.

Washing buffer for Dynabeads® Protein G, pH 5

Citric acid 
4,7 
g
Dibasic sodium phosphate, dehydrate
9,2 
g

ad 1 
l ddH2O

Antibodies:
IP: Anti-AFP 3E6 mouse monoclonal antibody from MPBiomedical
Western Blotting: Anti-GFP Living Colors® mouse monoclonal antibody from Clontech
