H-NS Protein pugification

pl of H-NS = 5.1 - should require an anion exchange column!
Grow JL culture to OD650 of 0.600.

Induce with 1 mM IPTG fqr two hours.
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Collect cells and resuspended ig\buffer A [20 mM Tris-HCI (pH 7.2), 1 mM EDTA, $mit-f=
mersaptocthangl, 10% glycerol], containing 100 mM #getand 1 mg/ml PMSF.
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Sonicate and clear lysate by centrifugation at #6860 r.p.m. for2s& h at 4°C.
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The supernatant was directly loaded onto a«R==column pre-equilibrated with the same
buffer.
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A linear NGl gradient up to 1 M was applied and H-NS eluted around 886 mM NHs&I.

The buffer with NH.Cl was replaced with buffer'A, containing 100-mM NaCl bydiajysis~
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Subsequently the distysatemastoadeshonto-apre—equilibrated-Heparin-cetumn.
ssvile vmn toadcd o Qe “»(.««..\*'
H-NS eluted around 550 mM NaCl. H-NS containing fractions ;Nere dialysed against a buffer
solution containing 20 mM Tris-HCI (pH 7.2), 300 mM KCl and 10% glycerol.

All buffers contained 100 ug/ml PMSF (Sigma) and 2 mM benzamidine (Sigma) to prevént
proteolytic cleavage of the H-NS protein. The purity of the H-NS protein was verified on an
SDS-PAGE gel and the protein concentration was determined with the Bio-Rad protein assay
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