Binding to streptavidin beads
1. 5-10mg of nuclear extract is thawed on ice and diluted to 150mM KCl final concentration by the dropwise addition of ice-cold HENG with gentle shaking. NP-40 is adjusted to 0.3% final concentration. (note: The concentration of salt at 150mM KCl is critical for the efficient binding of biotinylated proteins to streptavidin beads. We have found that even modest increases in salt concentration severely affect binding efficiency). 

2. We routinely use 200 l of resuspended paramagnetic streptavidin beads per 5mg of nuclear extract. The beads are blocked with 200ng/ml chicken egg albumin (CEA) in a final volume of 1ml (made up with HENG buffer), for 1 hour at room temperature on a rotating platform.

3. The beads are immobilized using a magnetic rack and the blocking solution is removed. The beads are then resuspended in the diluted nuclear extract and incubated on a rotating platform 4°C for 2 hours to overnight. 

4. The beads are immobilized on ice using the magnetic rack. The supernatant, corresponding to the unbound fraction or flowthrough, is collected and saved.

5. The beads are washed in 1 ml of washing buffer as follows: 2 quick rinses followed by 3 washes, 10 min each at room temperature on a rotating platform (note: before you proceed to the next step, see also comment below for on-bead trypsinization).

6. After the last wash, the beads are resuspended in 50 l of 1x Laemmli sample buffer. Bound proteins are eluted by boiling the beads for 5 min.

An aliquot of the eluted material can be tested By Western blot analysis to determine efficiency of binding, also including nuclear extract and an aliquot of the flowthrough as controls. The eluted material can be fractionated by SDS-PAGE and processed for analysis by mass spectrometry. Alternatively, bound material can be trypsinized on the beads and processed for mass spectrometry.
Buffers and reagents
1. Streptavidin paramagnetic beads (Dynabeads M280, Invitrogen)
2. Chicken Egg Albumin (Sigma-Aldrich)
3. Binding buffer: 1X TBS, 0.3% 0.3% NP-40 (Nonidet-40, Sigma-Aldrich)

4. HENG buffer: 10 mM HEPES-KOH, pH 9, 1.5 mM MgCl2, 0.25 mM EDTA, 20 % glycerol, 1mM PMSF (phenyl methyl sulfonyl fluoride, prepared as a 100x stock in ethanol and stored at –20oC)

5. Wash buffer: HENG buffer with 250 mM KCl and 0.3% NP-40. KCl and NP-40 concentrations can be varied to increase or reduce the stringencies of the washes.
6. Elution buffer: 1x Laemmli sample loading buffer (4x stock: 40% v/v glycerol, 20% v/v β mercaptoethanol, 8% SDS, 025M Tris HCl pH 6.8, 0.001% w/v Bromophenol b;ue )
7. Magnets: Dynal MPC-1 and MPC-S magnets, for large and small volumes respectively (Invitrogen).
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