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Description The Novex® Reversible Membrane Protein Stain Kit allows complete, reversible
staining of proteins on nitrocellulose and PVDF membranes, providing highly
sensitive protein band detection (<10 ng bovine serum albumin) with minimal
background. The staining procedure is complete in less than 10 minutes, result-
ing in blue protein bands and provides higher sensitivity than the standard
Ponceau S staining method. The staining reaction is fully reversed in 5 additional
minutes.
Subsequent western blot detection is unaffected by the staining and erasing
process, and in some cases higher sensitivity is achieved.
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Preparing
Solutions

Prior to first use of the kit, add ethanol (analytical grade, >99%) to the Stain
Solution, Destain Solution, and Eraser according to instructions on the label.
Mix well. Mark on the label that ethanol is added. Store solutions at room 
temperature.

Kit
Contents

Item Amount*

Stain solution 167 ml

Destain Solution 150 ml

Eraser (contains sodium carbonate) 150 ml

*Sufficient amount is 
supplied for reversible
staining and erasing of
10 (8 cm x 8 cm) 
membranes

Materials
Needed

• Nitrocellulose or PVDF transfer membrane containing the transferred proteins
• Plastic staining tray, 1 tray per membrane 
• Absolute ethanol, analytical grade (>99%)
• Ultrapure water
• Rotary shaker
• Latex or vinyl gloves

Important
Guidelines

• Use clean, plastic staining trays for staining
• For best results, do not reuse any solutions
• Wear gloves and laboratory coat while handling solution and staining 

membranes
• Make sure that the size of the container permits free movement of the 

membrane during shaking and complete immersion in solution while 
performing the staining and washing steps

• Perform all incubations for the protocol at room temperature on a rotary 
shaker set at 75 rpm

• Avoid touching the working surface of the membrane, even with gloves
• Work quickly when changing solutions to avoid the membrane from drying 

during the procedure. 

protocol continued behind
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Limited
Use Label
License
No. 5:
Invitrogen
Technology

The purchase of this product conveys to the buyer the non-transferable right to use the 
purchased amount of the product and components of the product in research conducted by
the buyer (whether the buyer is an academic or for-profit entity). The buyer cannot sell or
otherwise transfer (a) this product (b) its components or (c) materials made using this 
product or its components to a third party or otherwise use this product or its components
or materials made using this product or its components for Commercial Purposes. The
buyer may transfer information or materials made through the use of this product to a 
scientific collaborator, provided that such transfer is not for any Commercial Purpose, and
that such collaborator agrees in writing (a) not to transfer such materials to any third party,
and (b) to use such transferred materials and/or information solely for research and not for
Commercial Purposes. Commercial Purposes means any activity by a party for considera-
tion and may include, but is not limited to: (1) use of the product or its components in 
manufacturing; (2) use of the product or its components to provide a service, information, or
data; (3) use of the product or its components for therapeutic, diagnostic or prophylactic
purposes; or (4) resale of the product or its components, whether or not such product or its
components are resold for use in research. For products that are subject to multiple limited
use label licenses, the most restrictive terms apply. Invitrogen Corporation will not assert a
claim against the buyer of infringement of patents owned or controlled by Invitrogen
Corporation which cover this product based upon the manufacture, use or sale of a 
therapeutic, clinical diagnostic, vaccine or prophylactic product developed in research by
the buyer in which this product or its components was employed, provided that neither this
product nor any of its components was used in the manufacture of such product. If the 
purchaser is not willing to accept the limitations of this limited use statement, Invitrogen is
willing to accept return of the product with a full refund. For information on purchasing a
license to this product for purposes other than research, contact Licensing Department,
Invitrogen Corporation, 5791 Van Allen Way, Carlsbad, California 92008. Phone (760) 603-
7200. Fax (760) 602-6500. Email: outlicensing@invitrogen.com.
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Procedure The volume of solutions listed in the protocol below is for a transfer membrane
from one mini (8 cm x 8 cm) gel. 
For staining a transfer membrane from one midi (8 cm x 13 cm) gel, double all 
solution volumes while maintaining the incubation times.
1. Rinse the nitrocellulose or PVDF transfer membrane containing transferred 

proteins with 25 ml ultra pure water for 1 minute, then decant.
2. Stain the protein bands with 25 ml Stain Solution containing ethanol for 

40 seconds with gentle shaking. Decant the solution.
3. Destain (background removal) with 5–10 ml Destain Solution containing 

ethanol for 2 minutes. Decant the solution. Perform an additional destaining 
step with 10 ml Destain Solution containing ethanol for 3 minutes. Decant 
the solution. Record the results before reversing the protein staining.

4. Erase the stained protein bands with 25 ml Eraser containing ethanol for 
3–5 minutes with gentle shaking. Decant the solution.

5. Wash the membrane with 25 ml ultrapure water for 1 minute with gentle 
shaking to prepare the membrane for immunodetection protocol.

Trouble-
shooting

Problem Cause Solution

Incomplete stain
reversal

High protein concentra-
tion on specific membrane
site

Reduce protein concentration in the
transferred gel.

In some cases, proteins
reduced with DTT may
not erase completely

Extend erasing step in the Eraser for
up to 5 minutes.

Stain precipitates
in reaction tray

Presence of detergent Use clean trays when applying the
stain. Use separate trays for 
downstream processing such as
immunodetection. 


