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Also known as: 3, 3'-Diaminobenzidine (DAB) Substrate Solution 
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Product Information 

 Contents: eBioscience™ DAB Advanced 

Chromogenic Kit 
 Catalog Number: 8801-4965 

 Handling Conditions: Reagent A (DAB 

Chromogen) is a suspected carcinogen, 
avoid contact with skin and eyes and dispose 
in accordance with local regulations.  
Reagent B (DAB Diluent) contains hydrogen 
peroxide solution, avoid contact with skin and 
eyes. 

       
Temperature Limitation: Store at 2-8°C. 

 Batch Code: Refer to vial 

 Use By: Refer to vial 

  
 

    
Description 

This DAB Advanced Chromogenic Kit contains the necessary reagents to prepare a DAB substrate working solution.  
The enzyme peroxidase (Horseradish Peroxidase/HRP) utilizes the DAB substrate (3, 3’-diaminobenzidine 
tetrahydrochloride) producing a brownish-red precipitate. These precipiates are insoluble in organic solvent.  This 
enzyme/substrate reaction can be used on tissue sections or cells (grown on culture slides or cytospins) to visualize 
the localization of an HRP-conjugated antibody in immunocytochemistry and immunohistochemistry applications. 
 
Components 
Reagent A (DAB Chromogen) (cat. 00-4966-34): 250 μL; store at 2-8°C. 
Reagent B (DAB Diluent) (cat. 00-4967-23): 6 mL; store at 2-8°C. 
Labeled Empty Dropper Bottle (cat. 00-4968-60): for storage and application of working DAB solution 

 
Applications Reported 

This DAB Advanced Chromogenic Kit has been reported for use in western blotting, microscopy, 
immunohistochemical staining, and immunocytochemistry. 
 
Applications Tested 

This DAB Advanced Chromogenic Kit has been tested by immunohistochemistry of formalin-fixed paraffin embedded 
human tissue with and without antigen retrieval. 
 
Related Products 

00-4953 eBioscience™ IHC /ICC Blocking Buffer - Low Protein 
00-4954 eBioscience™ 20X TBS  Wash Buffer for IHC/ICC 
00-4955 eBioscience™ IHC Antigen Retrieval Solution – Low pH (10X) 
00-4956 eBioscience™ IHC Antigen Retrieval Solution – High pH (10X) 
 

 



 

For Research Use Only. Not for use in diagnostic procedures. 

3, 3’-Diaminobenzidine (DAB) Substrate Solution 

Introduction 
This DAB Substrate Solution contains the necessary reagents to prepare a DAB substrate working solution. The enzyme peroxidase 

(Horseradish Peroxidase/HRP) utilizes the DAB substrate (3, 3’-diaminobenzidine tetrahydrochloride) producing a brownish-red 

precipitate. This enzyme/substrate reaction can be used on tissue sections or cells (grown on culture slides or cytospins) to visualize the 

localization of an HRP-conjugated antibody in immunocytochemistry and immunohistochemistry applications. 

General Protocol: 

Materials Needed 

 Reagent A: DAB Chromogen, 250 uL; store at 2-8°C 

 Reagent B: DAB Diluent, 6 mL; store at 2-8°C 

 Empty Dropper Bottle: for storage and application of working DAB solution 

Handling: Reagent A (DAB Chromogen) is a suspected carcinogen. Avoid contact with skin and eyes and dispose in accordance 

with local regulations. Reagent B (DAB Diluent) contains hydrogen peroxide. Avoid contact with skin and eyes. 

Other Materials Needed 

 PBS without sodium azide 

 Hematoxylin (optional) 

 Ethanol (70%, 90%, 100%) (optional) 

 Histoclear II or equivalent (optional) 

 Permount Mounting Medium (optional) 

Experimental Procedure 

Preparation of Working DAB Substrate Solution 

1. Add 20 uL of Reagent A (DAB Chromogen) to 500 uL Reagent B (DAB Diluent) in dropper bottle (enough for approximately 5 

slides depending on tissue size). 

2. Mix carefully but minimize foaming, which will result in poor tissue coverage when applied. 

3. Use working solution within two weeks after preparation. 

4. Store at 2-8°C protected from light. 

Staining Procedure 

1. Following incubation with a peroxidase (HRP) detection antibody, wash slides in PBS without sodium azide. The presence of 

sodium azide will inhibit the enzymatic activity. 

2. Apply the working DAB solution using the dropper bottle. 

3. Cover the tissue section completely with solution and incubate at room temperature until desired color intensity develops (up to 20 

minutes). For best results, monitor slides during development process using a brightfield microscope. 

4. Wash the slides well with water. 

5. Counterstain with hematoxylin, if desired. 

6. Dehydrate in graded series of alcohol and clear with Histoclear II. 

7. Mount slides with Permount. 
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Documentation and support 

Customer and technical support 

Visit thermofisher.com/support for the latest in services and 

support, including: 

 Worldwide contact telephone numbers 

 Product support, including: 

- Product FAQs 

- Software, patches, and updates 

 Order and web support 

 Product documentation, including: 

- User guides, manuals, and protocols 

- Certificates of Analysis 

- Safety Data Sheets (SDSs; also known as MSDSs) 

Note: For SDSs for reagents and chemicals from other 

manufacturers, contact the manufacturer. 

Limited product warranty 

Life Technologies Corporation and/or its affiliate(s) warrant 

their products as set forth in the Life Technologies' General 

Terms and Conditions of Sale found on Life Technologies' 

website at www.thermofisher.com/us/en/home/global/terms-

and-conditions.html. If you have any questions, please contact 

Life Technologies at thermofisher.com/support. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

The information in this guide is subject to change without notice. 

DISCLAIMER: TO THE EXTENT ALLOWED BY LAW, LIFE TECHNOLOGIES AND/OR ITS AFFILIATE(S) WILL NOT BE LIABLE FOR SPECIAL, INCIDENTAL, INDIRECT, PUNITIVE, 
MULTIPLE, OR CONSEQUENTIAL DAMAGES IN CONNECTION WITH OR ARISING FROM THIS DOCUMENT, INCLUDING YOUR USE OF IT. 

Important Licensing Information: These products may be covered by one or more Limited Use Label Licenses. By use of these products, you accept the terms and conditions of all 
applicable Limited Use Label Licenses. 

Corporate entity: Life Technologies | Carlsbad, CA 92008 USA | Toll Free in USA 1.800.955.6288 

©2017 Thermo Fisher Scientific Inc. All rights reserved. All trademarks are the property of Thermo Fisher Scientific and its subsidiaries unless otherwise specified. All other trademarks 
are properties of their respective owners. 
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