GE Healthcare

Instructions 28-4020-89 AD Affinity media

Ni Sepharose™ 6 Fast Flow

CAUTION! Immobilized metal ion affinity chromatography (IMAC)
Contains nickel. exploits the interaction between chelated transition metal

May produce an
allergic reaction.
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1. Product description

Ni Sepharose 6 Fast Flow is highly stable and compatible with a wide range
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2. General considerations

Ni Sepharose 6 Fast Flow is supplied precharged with Ni*" ions. In
general, Ni
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3. Packing columns
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9. With the adapter inlet disconnected, push the adapter down into the
column until it reaches the mark. Allow the packing solution to flush the
adapter inlet. Lock the adapter in position.
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Method for measuring HE
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Peak asymmetry factor calculation:

b
A=
where:

a = 1" half peak width at 10% of peak height
b= 2" half peak width at 10% of peak height.

Figure 1 shows a UV trace for acetone in a typical test chromatogram in
which the HETP and A



7. Preparation before purification



To obtain highest purity, first determine the optimal concentration of
imidazole for sample loading, washing and elution. This can be done by
eluting with a linear or stepwise gradient of imidazole from 20 to 500 mM,
and testing fractions for the presence of target protein and impurities. See
Optimization.

When maximum binding and yield of the histidine-tagged protein (rather












Sample is too viscous:

~[ 8UcWTI[hbPcTlble TahletbRANAbISA TIeAWIVWIRATRT JcaPciA iAW~ beT] dR[TIRT
acid, continue sonication until the viscosity is reduced, and/or add
DNase | to 5 pg/ml, Mg% to 1 mM, and incubate on ice for 10-15 minutes.
Alternatively, draw the lysate through a syringe needle several times.

Protein is difficult to dissolve or precipitates during purification:
~[ The following additives may be used:









To recharge the water-washed column, load 0.5 column volumes of 0.1 M

NiSO, in distilled water. Salts of other metals, chlorides or sulfates, may also

be used (see Optimization).

Wash with 5 column volumes of distilled water followed by 5 column
volumes of binding buffer (to adjust pH) before storage in 20% ethanol.

In some applications, substances such as denatured proteins or lipids
cannot be eluted in the regeneration. These can be removed by Cleaning-
in-Place.

12. Cleaning-in-Place (CIP)

When an increase in back-pressure is seen, the column should be cleaned.

Before cleaning, strip off the Ni
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Empty lab-scale columns Quantity Code No.
Tricorn 10/20 column, 10 mmi.d. 1 28-4064-13
Tricorn 10/50 column, 10 mm i.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.
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