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Number Description 
34040 BCIP (5-bromo-4-chloro-3'-indolylphosphate p-toluidine salt), 1g  
  
 Storage: Upon receipt store product at -20°C protected from moisture. Product is shipped at ambient 

temperature. 
 

Introduction 
An ideal system for blotting or staining applications is the combination of Thermo Scientific BCIP (5-bromo-4-chloro-3-
indolyphosphate p-toluidine salt) and NBT (nitro-blue tetrazolium chloride). Together they yield an intense, insoluble black-
purple precipitate when reacted with alkaline phosphatase. This reaction proceeds at a steady rate, allowing accurate control 
of sensitivity and development of the reaction. 

 
Protocol for Staining with BCIP and NBT 
A. Materials Required 
• Dimethylformamide (DMF, Product No. 20673). 

• NBT (nitro-blue tetrazolium chloride, Product No. 34035) Stock Solution: Dissolve 0.5g of NBT in 10mL of 70% DMF 
in water. Stock is stable at 4°C for ~1 year. 

• BCIP Stock Solution: Dissolve 0.5g of BCIP in 10mL 100% DMF. Stock is stable at 4°C for ~1 year. 

• Substrate Buffer: 100mM diethanolamine buffer (pH 9.5) containing 100mM NaCl and 5mM MgCl2, or use 
Diethanolamine Substrate (5X) Buffer (Product No. 34064). 

 
B. Method 
1. To prepare the NBT/BCIP Solution, add 66µL of stock NBT to 10mL of Substrate Buffer and mix well. Add 33µL of 

stock BCIP to the solution. Use the NBT/BCIP Solution within 1 hour. 

2. Place blot in a suitable container and add the NBT/BCIP Solution. Use 10mL of solution for a 15 × 15cm2 membrane. 
Incubate blot at room temperature with agitation until the bands are suitably dark. Typically, ~30 minutes is required for 
development.   

3. Remove the NBT/BCIP Solution and rinse blot with water to stop the reaction. 

 
Related Thermo Scientific Products 
34035 NBT (nitro-blue tetrazolium chloride), 1g   
34042 1-Step™ NBT/BCIP, 250mL 
31872 Normal Goat Serum, 2mL 
31884 Normal Rabbit Serum, 2mL 
32040 ABC Standard Alkaline Phosphatase Staining Kit 
31002 NeutrAvidin® Protein, Alkaline Phosphatase Conjugated, 2mg 
21323 Streptavidin, Alkaline Phosphatase Conjugated, 3mg 

0155.2 
 

34040 
 

BCIP 
 

http://www.thermoscientific.com/pierce


 
 
 
 

 
 

   Pierce Biotechnology PO Box 117 (815) 968-0747 www.thermoscientific.com/pierce 
   3747 N. Meridian Road Rockford, lL 61105 USA (815) 968-7316 fax  

 2 

General References 
Altman, F.P. (1976). Tetrazolium salts and formazans. Prog Histochem Cytochem 9:1-56. 
Cordell, J.L., et.al. (1984). Immunoenzymatic labelling of monoclonal antibodies using immune complexes of alkaline phosphatase and monoclonal anti-

alkaline phosphatase (APAAP Complexes). Histochem Cytochem 32:219-29. 
Leary, J.J., et al. (1983). Rapid and sensitive, colorimetric method or visualizing biotin-labeled DNA probes hybridized to DNA or RNA immobilized on 

nitrocellulose: bio-blots. Proc Natl Acad Sci USA  80:4045-9. 

 
 
This product (“Product”) is warranted to operate or perform substantially in conformance with published Product specifications in effect at the time of sale, 
as set forth in the Product documentation, specifications and/or accompanying package inserts (“Documentation”) and to be free from defects in material and 
workmanship. Unless otherwise expressly authorized in writing, Products are supplied for research use only. No claim of suitability for use in applications 
regulated by FDA is made. The warranty provided herein is valid only when used by properly trained individuals. Unless otherwise stated in the 
Documentation, this warranty is limited to one year from date of shipment when the Product is subjected to normal, proper and intended usage. This 
warranty does not extend to anyone other than the original purchaser of the Product (“Buyer”). 
No other warranties, express or implied, are granted, including without limitation, implied warranties of merchantability, fitness for any particular 
purpose, or non infringement. Buyer’s exclusive remedy for non-conforming Products during the warranty period is limited to replacement of or 
refund for the non-conforming Product(s).  
There is no obligation to replace Products as the result of (i) accident, disaster or event of force majeure, (ii) misuse, fault or negligence of or by Buyer, (iii) 
use of the Products in a manner for which they were not designed, or (iv) improper storage and handling of the Products. 
 
Current product instructions are available at www.thermoscientific.com/pierce. For a faxed copy, call 800-874-3723 or contact your local distributor. 
© 2011 Thermo Fisher Scientific Inc. All rights reserved. Unless otherwise indicated, all trademarks are property of Thermo Fisher Scientific Inc. and its 
subsidiaries. Printed in the USA. 
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