Protein Purification from Bac System

Column Preparation

In Cold Room

Clamp column

Transfer desired amount of Ni-NTA resin to centrifuge tube (1ml resin per 4-8mg protein) Cath used 5mls, Jillian used 3mls

Centrifuge at 1500g 5mins

Remove supernatent

Mix resin with one volume of wash buffer

Wash Buffer A (on ice)

20mM Tris HCl (pH 8.5 at 4 degrees C – 8.25 at room temp)

500mM KCL

20mM imidazole

5mM 2-mercaptoethanol

10% volume glycerol

Pour slurry into column

Equilibrate column with 5-10 volumes of wash buffer

N.B. Cath added prepared sample to slurry (equilibrated with lysis buffer) and rotated for an hour before applying whole lot to column.

Preparation of Sample

Harvested cells spun at 500g 5mins, in –70 freezer

Resuspend pellet in lysis buffer.  5 volumes per gram of cells.  15mls.

Lysis Buffer (on ice)

50mM Tris HCl(pH8.5)

5mM 2-mercaptoethanol

100mM KCl

1mM PMSF (poisons cabinet, dissolve in etoh)

1% Nonidet P-40

Invert the tube for 1 min

Sonicate breifly (30% output4, 1min)

Centrifuge 10000g 10mins

Transfer supernatent to new tube

May keep sample of pellet and supernatent to run on gel.

Purification

Add sample to equilibrated column

Wash with 10 volumes of Buffer A (10mls)

Wash with 2 volumes of Buffer B (10mls)

Wash with 2 volumes of Buffer A (10mls)

Keep flowthrough samples for gel.

Elute with 5-10 volumes Buffer C (4mls)

Collecting 0.5 ml fractions

Wash Buffer B (on ice)

20mM Tris HCl (pH8.5)

1M KCl

5mM 2-mercaptoethanol

10% glycerol

Elution Buffer C (on ice)

20mM Tris HCl (pH8.5)

100mM KCl

100-500mM imidazole

5mM 2-mercaptoethanol

10% glycerol

Run out gel:

Cell pellet

Whole protein

Flowthrough

Wash 1 (A)

Wash 2 (B)

Wash 3 (A)

Elution 1

Elution 2

Elution 3

etc

