Expr/Pur of (MBD)n peptides

DAY1

· grow ON culture in LB/Kana

DAY2 (-4)

· dilute ON culture into 1L

· Induce at OD600 .6-.8 with 1 mM IPTG

· Allow for protein expression 2-3 h

· Cool cells on ice

· Pellet cells

(can stop ON by freezing pellet (-20) and thaw on ice next day)

· Resuspend pellets in 20 ml His-denat buffer

· Sonicate

· Spin down insoluble pellet

(can stop ON by saving sup @ 0/4 degr and respinning next day)

· Add sup. to Ni-NTA(prewashed in His-denat buffer

· Bind 1-2h @ 4 degree

· wash 1x in batch in 10-15 ml His-denat buffer

· Resuspend in 10-15 ml His-denat buffer

· pour onto column (disposable, BioRad)

· wash 10 ml His-denat buffer – be careful not to disturb resis bed when adding buffers to column

· Refold: 
wash in His-denat buffer with decreasing conc of GuHCl (.5M per step)

use 5-10 ml/step – this can take a long time...

· Wash in add 10 ml native buffer

· Elute in 4 1.5 ml elution fractions

(can stop ON by saving elution fractions @ 0/4 degr)

· Repeat refolding/wash/elution if protein is not pure (add denat-His buffer to eluate in excess to start the procedure). (Have to run SDS-PAGE to check)

· Run elution fractions (5-10 ul per fraction) onto gels 

((MBD1)4 - use 12%, (MBD1)1 use 15%)

· dialyse the protein containing fractions to PBS/10% glycerol

-use 2L dialysis buffer, leave each batch of buffer >2h (last one can be ON)

· collect protein from dialysis tube

· spin protein 10' max speed @ 4 degree

· transfer sup to new labelled tube

· measure protein conc using Bradford assay

· Analyse purity by running 2 ug protein onto gel

His-denat buffer

6M GuHCl, .3M NaCl, .1M NaxHxPO4 , .01M Tris.Cl, 10 mM b-ME, 10mM Imidazole, pH 8

His-native buffer

.3M NaCl, .1M NaxHxPO4 , .01M Tris.Cl, 10 mM b-ME, 10mM Imidazole, pH 8

Elution buffer

.3M NaCl, .1M NaxHxPO4 , .01M Tris.Cl, 10 mM b-ME, 250mM Imidazole, pH 8

