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BCIP-NBT Solution (Ready To Use)
A ready to use solution of chromogenic substrate of alkaline phosphatase (AP). It can be used in a wide range of 

applications, such as detection of alkaline phosphatase (AP) bound by antigen-antibody reaction and endogenous 

alkaline phosphatase (AP) of stem cells and osteoblasts, in blotting and tissue or cell staining.

Ready to use

Can be used in wide range of applications such as immunochemical staining or endogenous AP staining.

Can be used in in situ hybridization (ISH), as it is tested for DNase and RNase.

Application 1: Endogenous AP staining of iPS cells and osteoblasts

iPS cell

BCIP-NBT Solution

Company A

Red AP chromogenic substrate

<Experiment conditions>

Cell : iPS cell (01B7 line*), feeder cell (SNL)

Fixation

10 minutes at room temperature

Staining : 60 minutes at room temperature

Detection : (Upper) Scanner (Seiko Epson)

*

Osteoblasts

Added BMP-2 (100 ng/mL)

Cultured for 3 weeks

No BMP-2 

Cultured for 3 weeks

<Experiment conditions>

Cell : MC3T3-E1 Cell

Fixation

Staining : BCIP-NBT Solution (Ready To Use), 30 minutes at room temperature

Detection



Application 2: Western blotting detection of UCP1 protein from mouse brown adipose tissue

Company D

BCIP-NBT (Substrate Set) BCIP-NBT Solution

<Experiment conditions>

Sample

Blotting

Primary antibody : Anti-UCP1 antibody (Rabbit) (Self-preparation) 2,000x diluted

Secondary antibody

Detection : 1 minute for each staining solution.

【 】

Data reference: Professor Goto, Tsuyoshi, Department of Food and Biological Sciences, Graduate School of Agriculture,

Comparison: Detection sensitivity by dot blotting

Calf Intestine Alkaline Phosphatase
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BCIP-NBT Solution 

(one bottle type)

Company B – BCIP-NBT 

(Kit) 

Company C – BCIP-NBT 

(one bottle type)

Company D – BCIP-NBT 

(one bottle type)

Company A – Red AP 

chromogenic substrate



Application 3: In situ hybridization (ISH)

detection, such as is required with in situ hybridization (ISH).

Antisense strand Sense strand

<Experiment conditions>

Tissue

Hybridization

Blocking

Primary antibody

Staining : BCIP-NBT Solution (Ready To Use), 4 hours at room temperature; Counterstain: Kernechtrot dye, 10 seconds at room temperature
®

Application 4: Immunohistochemical staining

(Reaction time)

10 minutes

30 minutes

<Experiment conditions>

Tissue

Blocking

Primary antibody

Secondary Antibody

Used tTBS as an antibody diluent

Staining

a

b

a

b

a

a

b
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Measurement principle

BCIP, a chromogenic substrate for alkaline phosphatase (AP), produces an indigo color by reaction. In the same reaction, NBT is 

reduced and turns into an insoluble purple precipitate.

Usage

Procedure for staining endogenous alkaline phosphatase (AP). For other applications of usage, please refer product instruction.

1.

2.

3.

4. When an appropriate stained image is obtained, wash with water to stop the reaction.

Ordering information

Product Name Grade Storage Catalog Number PKG Size

BCIP-NBT Solution (Ready To Use)  SP Refrigerator 100 mL 

Related product

Product Name Grade Storage Catalog Number PKG Size

Blocking One Histo SP Refrigerator

HistoVT One (10x, pH 7.0) SP Room temperature
100 mL 

SP Refrigerator 100 mL 


