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Abstract

Linker histones are an abundant and critical corepbrof the eukaryotic chromatin
landscape. They play key roles in regulating thghéi order structure of chromatin and
many genetic processes. Higher eukaryotes possessnher of different linker histone
subtypes and new data are consistently emergingnithiaate these subtypes are functionally
distinct. We were interested in studying one of thest abundant human linker histone
subtypes, H1.4. We have produced recombinant énlisth H1.4 inEscherichia coli. An N-
terminal Glutathione-S-Transferase tag was use@rémnote soluble expression and was
combined with a C-terminal hexahistidine tag talfiate a simple non-denaturing two-step
affinity chromatography procedure that results ighty pure full-length H1.4. The purified
H1.4 was shown to be functional vilavitro chromatin assembly experiments and remains
active after extended storage-é80 °C.
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Highlights

* Overexpression of human linker histone H1.£sacherichia coli using a rhamnose-
inducible vector

« A simple purification strategy for the full-lenggitotein using tandem GSH- and’Ni
affinity columns

» Purified recombinant H1.4 readily incorporates imteitro-assembled chromatin

 Recombinant H1.4 is stable and remains active kfitegy periods of storage at —80

Abbreviations

Glutathione-S-Transferase (GST); Glutathione (GSHgxahistidine (6xHis); Human
rhinovirus 3C (HRV-3C); immobilised metal affinighromatography (IMAC); Fast protein
liquid chromatography (FPLC); polyacrylamide gedatophoresis (PAGE); sodium dodecyl
sulphate PAGE (SDS-PAGE); amino acid (aa); TrissBe#EDTA (TBE); base pair (bp);
Molecular weight (MW); molecular weight cut-off (M@O); kanamycin (kan);
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