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Polyhook preparation with endogenous biotinylation and analysis by EM
Large culture volumes used in the polyhook preparation made exogenous biotinylation unpractical so endogenous biotinylation was carried out as follows.  Cultures, containing the pET21a-BirA plasmid, were grown in 1 L TB overnight at 30 oC, in the presence of ampicillin, 180 µM IPTG, and 10 µM biotin to an OD600 of ~ 1.  Polyhooks were purified using the shearing method 1.  Cells were harvested by centrifugation (5,000 g x 23 mins, 4 oC), resuspended in 60ml 10 mM HEPES (pH 7), and sheared with a hand-held blender (30s x full power).  Cells were then pelleted by centrifugation (11, 000 g x 20 mins, 4 oC).  The supernatant (full of polyhooks) was retained and then spun again using an ultracentrifuge (Type 45 Ti rotor, 44,000 rpm x 100mins, 4 oC).  The resulting small translucent pellet was gently resuspended in 300 µl TE.  Cells were then incubated with/without 100 µM streptavidin for 20 mins before being stained with 2 % uranyl acetate and imaged on a Tecnai 12 TEM.  Curvatures were determined using custom software.
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