Biotin Labeling Protocol

Reagents

EZ-link Sulfo-NHS-LC-Biotin,  Pierce (21335)

ImmunoPure Immobilized Stretavidin,  Pierce (20347)

Binding buffer (0.1M phosphate, 0.15 M NaCl pH7.2), Pierce (28372)
Elution buffer, ImmunoPure IgG, Pierce (21004)
Protocol

1)Wash confluent 25cm2 flask 3x with PBS@pH 8.0

2)Add 1ml of 1mg/ml Sulfo-NHS-LC-Biotin in PBS@pH 8.0 per flask

3)Incubate with shaking at 4°C for 30min

4)Quench reaction by washing cells 2x with ice cold PBS@pH7.5 with 50mm Tris base
5)Wash one time with PBS@pH7.5
6)Lyse cells in 1ml of Lysis Buffer (1%NP-40, 150mM NACl, 10mM Tris HCL pH7.4 +0.1% Protease Inhibitor)

7)Shake lysate at 4°C for 1hour, spin down@10,000xg for 10min@4°C and isolate supernatant.
8) Add 200ul of prewashed Streptavidin slurry to supernatant and incubate overnight@4°C on orbital shaker.
9)Wash resin 3x with 0.1% Lysis buffer minus protease inhibitor diluted in binding buffer.

10)Wash 2x with elution buffer*
11)Wash 3x with binding buffer 

12)Boil resin for 10min in 100ul 2xSDS loading buffer (0.125 M Tris-Cl pH6.8, 4% SDS, 20%glycerol, 10%2-mercaptoethanol) to elute biotin labeled protein. 
*note: mPR protein did not elute with elution buffer, remained strongly bound to resin and required boiling resin or incubation at 55°C for 1hour with SDS for removal.  However, the elution buffer wash did help remove contamination from weaker bound proteins.   

