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Product Description

CAS Registry Number: 6578-06-9
Molecular Formula: CgHeBrCINO4P - C7H9N
Formula Weight: 433.62

Synonyms: BCIP® p-toluidine salt, X-phosphate
p-toluidine salt

Storage temperature: -20 °C
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5-Bromo-4-chloro-3-indolyl phosphate (BCIP®) and
nitro blue tetrazolium (NBT) are commonly used in
tandem for the colorimetric detection of alkaline
phosphatase-labeled molecules.!-3 The BCIP®/NBT
substrate system is versatile and functions in a
variety of applications, including:

e Northern, Southern, and Western blotting*>
e in situ hybridization®

e immunohistochemistry’

BCIP® p-toluidine salt is soluble in dimethylformamide

(DMF). DMF may be used to prepare a stock solution.
A portion of the BCIP® stock solution is then
combined with NBT in a reaction buffer to form a
substrate solution for alkaline phosphatase. This
substrate system, when incubated with alkaline
phosphatase, produces an insoluble NBT diformazan

product?® that is easily observable with its purple color.

(See Figure 1 for a reaction scheme.)
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BCIP® is prepared synthetically. Cat. No. B6777 is

tested for the absence of proteases, and thus is
suitable for molecular biology applications. Several
theses® and dissertationsi?-2! have cited use of

product B6777 in their protocols.

Precautions and Disclaimer

For R&D use only. Not for drug, household,
or other uses. Please consult the Safety Data
Sheet for information regarding hazards and
safe handling practices.

Solubility

BCIP® p-toluidine salt is tested for solubility in
dimethylformamide (DMF) at 20 mg/mL.

Storage/Stability

Store BCIP® lyophilized product at —20 °C, protected
from light and moisture.

A BCIP® stock solution in DMF remains active for

~2 weeks kept in the dark at 2-8 °C. However, a
working solution in aqueous buffer is only good for
one day. One publication has reported that 50 mg/mL
stock solutions of BCIP in 100% DMF can be stored

at —20 °C.?2
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Figure 1. BCIP®/NBT Reactions
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Notice

We provide information and advice to our customers on application technologies and regulatory matters to the best
of our knowledge and ability, but without obligation or liability. Existing laws and regulations are to be observed in
all cases by our customers. This also applies in respect to any rights of third parties. Our information and advice do
not relieve our customers of their own responsibility for checking the suitability of our products for the envisaged
purpose.

The information in this document is subject to change without notice and should not be construed as a commitment
by the manufacturing or selling entity, or an affiliate. We assume no responsibility for any errors that may appear in
this document.

Technical Assistance

Visit the tech service page at SiamaAldrich.com/techservice.

Terms and Conditions of Sale

Warranty, use restrictions, and other conditions of sale may be found at SigmaAldrich.com/terms.

Contact Information
For the location of the office nearest you, go to SiamaAldrich.com/offices.

The life science business of Merck operates
as MilliporeSigma in the U.S. and Canada.

Merck, BCIP and Sigma-Aldrich are trademarks of Merck KGaA, Darmstadt, Germany or its
affiliates. All other trademarks are the property of their respective owners. Detailed

information on trademarks is available via publicly accessible resources. MERCK
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