
DYE RESIN TEST KIT

Product Number KIT NO. RDL-9
Individual Dye Kits: CB-5,CB-10, RB72-5, RB72-10,
RY3-5,RY3-10, RG5-5,RG5-10, RB4-5,RB4-10,
RR120-5, RR120-10, RB10-5,RB10-10,
RY86-5,RY86-10, RG19-5,RG19-10
Storage Temperature: 2-8°C

Product Description
Dye chromatography is a rapidly expanding area of
affinity chromatography. One major reason for its
popularity is its variety of applications. Dye chroma-
tograhy can be utilized at almost any point in a
purification scheme. Extensive literature exists
supporting research in this area.

The ligand in dye-chromatography may perform in three
different ways:
   A) as a substance analog (i.e., dinucleotide fold)
   B) through hydrophobic interaction
   C) through ion exchange

Specific proteins may respond to one or a combination
of these effects.

We are providing a testing system that will be useful in
helping the researcher design a purification protocol for
individual proteins. Kit RDL-9 includes 9 columns with
different dye substitutions that will allow the researcher
to quickly and easily identify which dye resin can be
used to the best advantage in purifying a target protein.
The individual dye kits can be used for protocol
development or for further fine tuning a resin found to
be useful.

Suggestions for Use
1) Equilibration buffer: 0.01M Tris-HCl pH

7.5 to 8.0  (Other buffer systems may be substituted if
the target protein is unstable in Tris buffers). Some
hydrolysis dye leakage will occur in storage-free dye
must be removed by washing prior to use. Buffer
additions are acceptable and at time essential for
protein stability (i.e., Mercaptoethanol, EDTA).
Binding enhancers, such as divalent metal ions (i.e.,
Zn+2 Mg+2 Ca+2) may also be utilized.

2) Elution buffer: 0.01 M Tris-HCl pH 7.5-
8.0 + 1.5 m NaCl. Alternative salts may be used (KCl,
CaCl2,  NH4Cl (NH4)2SO4)

Specific eluents; (5 mM-50 mM nucleotides, cofactors,
coenzymes

Chaotropic agents; (0.5 M to 6 M) Urea, guanidine,
sodium thiocyanate, Triton X-100 (0.1%-2%) or
ethylene glycol (0.1%-2%)
pH shifts

3)  Sample Preparation:
      A) Centrifugation - to eliminate particles

- Minimize lipid or lipoprotein
content (this will aid in resin
cleaning and extent column
life)

        B) Concentration- between 1-10 mg/ml
        C) Equilibration to column conditions
             -by dialysis
             -by desalting columns
             -by diafiltration
             -by dilution

Procedure: Recommended running temperature 2-8°C
1) Equilibrate each column with 5-10 column
volumes of the appropriate buffer for the target protein.
Column size: 2.5 ml bed volume
2) Load the protein solution on to the column
3) Wash the load into the column with a small
volume (0.1-0.5 mls) of equilibration buffer.
4) Continue washing with equilibration buffer to
remove unbound protein. Washing may require 3-10
column volumes for complete removal of free protein.
5) Elute bound protein with the chosen elution
buffer [Note: Some proteins may require severe
conditions to elute from the column].
6) Assay elution fractions for the target protein.
7) Regenerate the column as directed below.
Regeneration
Wash the column with 10 column volumes of each:
1) 0.1 M Borate pH 9.8 + 1.0 M NaCl
2)  0.1 M Borate pH 9.8



3)  deionized water or distilled water.
4)  2.0 M NaCl



Storage/Stability
Store column upright with both caps in place at 2-8°C.
0.01 to 0.02% Thimerosal may be added for long term
storage. DO NOT FREEZE.

Sigma offers individual dye-agarose columns for further
testing and larger package sizes for scale-up. Bulk
quantities of dye resins are also available upon inquiry.
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