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Acid Fast Bacteria (AFB) Stain Kit 
Description: The Acid Fast Bacteria (AFB) Stain Kit is intended for use in the 
histological visualization 
of Acid Fast Bacteria and Tubercle Bacilli. This kit is a rapid 15-minute 
procedure. The 
lipoid capsule of the acid-fast organism takes up carbol fuchsin and resists 
decolorization. 
Acid Fast Organisms: Red 
Background: Light Green 
Uses/Limitations: For In-Vitro Diagnostic use only. 
Histological applications. 
Do not use past expiration date. 
Use caution when handling these reagents. 
Control Tissue: Any well fixed section cut 3-5 microns or any air dried smear 
on clean slide. 
Availability/Contents: 
Kit Contents Volume Storage 
Carbol Fuchsin Solution 125 ml 15-30°C 
Acid Alcohol Solution (0.5%) 500 ml 15-30°C 
Light Green Solution 125 ml 15-30°C 
Precautions: Avoid contact with skin and eyes. 
Harmful if swallowed. 
Follow all Federal, State, and local regulations regarding disposal. 
Use in chemical fume hood whenever possible. 
Note: Carbol Fuchsin Solution should be filtered when a thick sheen 
develops on top of solution. To avoid 
possible contamination, gloves should be worn when performing this 
procedure. Do not use tap water prior 
to application of Carbol Fuchsin Solution as it is reported that Acid Fast 
Bacteria can be found in some 
systems. Therefore use of distilled water is recommended whenever 
possible. 
Procedure (Standard): 
1. Deparaffinize sections if necessary and hydrate to distilled water. 
2. Incubate slide in Carbol Fuchsin Solution for 15 minutes. 
3. Rinse for 2 minutes in running tap water followed by 2 changes of distilled 
water. 
4. Decolorize in Acid Alcohol Solution (0.5%) until sections are a pale pink 
color. 
5. Counterstain in Light Green Solution for 1-2 minutes. 
6. Rinse in several changes of distilled water. 
7. Dehydrate quickly through graded alcohols ending with 2 changes in 
absolute alcohol. 
8. Clear, and mount in synthetic res 

Summary and Explanation 
3,3'-Diaminobenzidine (DAB), is a widely used chromogen for 
immunoperoxidase staining,  and is well accepted among pathologists 
because of its increased sensitivity and decreased background when 
compared to amino ethylcarbazole (AEC).  Specimens stained with DAB can 
be dehydrated, cleared, and permanently mounted.  High Contrast DAB is 
more sensitive and stable than traditional working DAB solutions. High 
Contrast DAB offers several noteworthy improvements and benefits as 
compared to traditional working DAB solutions.  
 
High Contrast DAB is highly sensitive, providing the cost-effective option of 
further diluting the primary antibody. Being stable for 2 weeks (as opposed to 
6 hours for traditional DAB working solutions), High Contrast DAB allows the 
user the convenience of making one working solution for the entire week’s 
work. Hazardous waste generation from unused DAB solution is also 
significantly reduced. High Contrast DAB is ideal for high volume labs and 
automated stainers. High Contrast DAB stains dark chocolate brown and is 
easy to distinguish between other chromogens such as our PermaRed and 
Blue series when multiple chromogens are used on a single slide.  
 
Principles of the Procedures 
Substrate/chromogen in conjunction with peroxidase-based immunostaining 
systems. In the presence of hydrogen peroxide, DAB is converted to an 
insoluble brown reaction product and water by the enzyme horseradish 
peroxidase (HRP). 
 
Reagents Provided  

Kits Contents Volume 

Concentrated Dark Purple-Colored High 
Contrast DAB Chromogen 

5 mL 

Clear High Contrast DAB Substrate Buffer 200 mL 

Empty Mixing Bottle 1 

 
Prepare the Following Solutions Before Use 

1. Aliquot 1mL of High Contrast DAB Buffer in mixing bottle.  
2. Add 20µL (one drop) of concentrated High Contrast DAB 

Chromogen. Replace tip and mix. 
3. The working High Contrast DAB solution is stable for at least 1 

week and should be prepared in an opaque bottle.  
4. For better results use freshly prepared working solution. 

 
 
 
 
 
 

 
Materials Required But Not Provided 
Some of the reagents and materials required for IHC are not provided. 
Pretreatment reagents, detection systems, control reagents and other 
ancillary reagents are available from Diagnostic BioSystems. Please refer to 
the Diagnostic BioSystems website at www.dbiosys.com. 
 
Storage and Handling 
Store at 2-8°C. Reagents and working solution are light sensitive; protect from 
exposure to light. Store reagents and working solution in opaque bottle. Do 
not use beyond the expiration dates stated on the labels.  
 
Staining Procedure  

1. After peroxidase incubation, wash tissue sections with wash 
buffer.   

2. Wipe slides removing excess buffer. Add enough drops of working 
High Contrast DAB Solution to cover tissue sections. 

3. Incubate for 5-10 minutes at room temperature. For optimal 
results, observe reaction under the microscope for signal 
development. Once the desired signal to noise ratio is achieved, 
stop the reaction by washing slides in buffer. 

 
Precautions 
This product is a single-use, non-sterile, in vitro diagnostic device. 

1. DAB, a suspected carcinogen, can cause skin irritation upon 
contact. 

2. Avoid contact with clothes and exposed skin. 
3. If contacted, flush immediately with tap water. 
4. Consult local and/or state authorities with regard to 

recommended method of disposal.  
5. Materials of human or animal origin should be handled as 

biohazardous materials and disposed of with proper precautions.  
6. Avoid microbial contamination of reagents. Contamination could 

produce erroneous results.  
7. This reagent may cause irritation. Avoid contact with eyes and 

mucous membranes.  
8. If reagent contacts these areas, rinse with copious amounts of 

water.  
9. Do not ingest or inhale any reagents.  

 
Troubleshooting 
If unexpected staining is observed which cannot be explained by variations in 
laboratory procedures and a problem is suspected, contact Diagnostic 
BioSystems Technical Support at (925) 484-3350, extension 2 or 
techsupport@dbiosys.com. 
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