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Negative Gel Stain MS Kit

It is known that protein bands separated by SDS/polyacrylamide gel elec-
trophoresis (SDS-PAGE) can be visualized as transparent bands against the
background of milky white gel stained by the negative gel stain with a
Zn/imidazol reagent. We have improved the method using a new imidazol
derivative reagent, which allows a clear and stable image of protein bands on
the gel as sensitive as that by the silver staining, with such the short times as 10
minutes. The staining technique is useful to obtain the clear and sensitive reso-
lution pattern of the gel before immunoblotting as well as to excise and purify
the band of interest from the gel without significant deterioration of amino acid
residues for the subsequent studies of protein such as sequencing and mass
analysis of peptide.

Features

1. Visualize protein bands on SDS-PAGE gel much more sensitively and
simply with a few steps than by CBB R-250 staining.

2. Optimize the staining intensity by either de-staining the excess stain or re-
staining following de-stain of the gel.

Contents

1. Staining Solution A 500 mL 1 bottle
2. Staining Solution B 500 mL 1 bottle
3. De-staining Solution 500 mL 1 bottle

Materials and apparatuses to prepare

A transparent 50-100 mL-vessel for stain of the gel
A rotator shaker

A sheet of black paper

Procedure

1. Immerse a SDS-PAGE gel into 25mL of Staining Solution A in a transpar-
ent vessel for staining, and gently shake it by a rotator shaker for 5-10
minutes.

2. Drain off the staining solution from the vessel, and then rinse the gel for
1 minute three times with 50mL of distilled deionized water.

3. Add 25mL of Staining Solution B to the vessel, and shake it for 10-50 se-
conds, while checking staining intensity of the gel against a sheet of black
paper.

4. Stop the staining by drain of the staining solution followed by wash of the
gel with distilled deionized water for 1 minute three times as described
above in 2. In case of excess staining of the gel, the gel could be de-stained
with 2% EDTA3Na solution prepared until a desirable density, and washed
with distilled deionized water as described above.

The image of stained gel rapped in a vinyl bag is stable for about 3 weeks at
2-10C.
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When used in subsequent explements such as Western Blotting and de-

staining, gel is de-stained by the follow treatment.

5. Immerse the gel into 25mL of De-staining Solution provided followed by
gentle stirring the vessel until the staining image reaches a desirable inten-
sity. It takes about 15 minutes for complete removal of the staining, which
can be used for the subsequent experiments such as Western Blotting as
well as re-staining after wash of the gel as described above.

Notes

1. Be careful not to mix the solutions provided to each other, otherwise, the
solutions are inactive or insensitive.
2. Wear the gloves on staining.

Reference
1. Fernandez-patron, ef al.: Anal. Biochem., 224, 263 (1995).
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