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Table 2. IMAC Sepharose 6 Fast Flow charged with Ni”"is compatible with the
following compounds, at least at the concentrations given.

Reducing agents* 5mM DTE
5mMDTT
20 mM R-mercaptoethanol
5 mM TCEP (Tris[2-carboxyethyl] phosphine)
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IMAC Sepharose 6 Fast Flow charged with Ni* has been shown to be
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Tip:
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If the proteins are sensitive to low pH, we recommend collecting



Elution at low pH:
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6. Purification procedure
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8. Regenerating the medium

When performing repeated purification cycles, the need for stripping and
re-charging is highly dependent on the sample properties, sample volumes,
metal ion, etc.

Before a new metal ion is immobilized, the medium must be stripped of the
immobilized metal ions. To ensure that the medium is totally free from metal
ions, wash with 0.5 column volumes of a 0.2 M solution of EDTA, 0.5 M NaCl,
pH 7. Remove residual EDTA by washing with at least 2-3 column volumes of
0.5 M NacCl.

Re-charge the medium according to the method previously described, see
“Charging the column with metal ions”.

Strongly bound ferric ions and ferric compounds can be removed by leaving
the medium in 50 mM EDTA overnight.

In some applications, substances such as denatured proteins or lipids are
not removed during the regeneration procedures. These can be removed by
Cleaning-In-Place.
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Histidine-tagged protein is found in the flowthrough and
purified fractions:
~] Capacity of IMAC Sepharose 6 Fast Flow is exceeded: Increase the
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11. Storage

Store the medium in 20% ethanol at 4°C to 30°C.

12. Further information

Visit www.gelifesciences.com/protein-purification
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Empty lab-scale columns Quantity Code No.
Tricorn 10/20 column, 10 mm i.d. 1 28-4064-13
Tricorn 10/50 column, 10 mmi.d. 1 28-4064-14
Tricorn 10/100 column, 10 mm i.d. 1 28-4064-15
XK 16/20 column, 16 mmi.d. 1 18-8773-01
XK 26/20 column, 26 mm i.d. 1 18-1000-72
XK 50/20 column, 50 mm i.d. 1 18-1000-71
XK 50/30 column, 50 mm i.d. 1 18-8751-01
Literature Quantity Code No.
Recombinant Protein Purification Handbook,

Principles and Methods 1 18-1142-75
Affinity Chromatography Handbook,

Principles and Methods 1
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For local office contact information, visit
www.gelifesciences.com/contact

GE Healthcare Bio-Sciences AB
Bjorkgatan 30
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