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WARNING! Read the Safety Data Sheets (SDSs) and follow the handling instructions. Wear appropriate protective eyewear,
clothing, and gloves. Safety Data Sheets (SDSs) are available from thermofisher.com/support.

Product description
Thermo Scientific™ PNPP (p-nitrophenyl phosphate disodium salt) is a widely used substrate for detecting alkaline phosphatase in
ELISA-based applications. The reaction produces a water-soluble yellow product that absorbs light at 405 nm.

Contents and storage

Product Cat. No. Amount Storage

Phosphatase Substrate Kit:
• Diethanolamine Substrate Buffer (5X) (5.1 M diethanolamine, pH 9.8)

• PNPP Tablets: Each tablet contains 5 mg of p-nitrophenyl phosphate disodium
salt with a balance of inert filler

37620
Buffer: 225 mL

Tablets: 105

Buffer: 4°C

Tablets: -20°C

Diethanolamine Substrate Buffer (5X) (5.1 M diethanolamine, pH 9.8) 34064 225 mL 4°C

PNPP Tablets: Each tablet contains 5 mg of p-nitrophenyl phosphate disodium salt
with a balance of inert filler 34047 105 tablets -20°C

PNPP 34045 25 g 4°C

The tablets are shipped on wet ice, and the buffer is shipped at ambient temperature.

Use PNPP phosphatase substrate in an ELISA

CAUTION! Avoid PNPP contact with eyes, skin, and clothing. For handling information, see the MSDS.

1. Equilibrate PNPP to room temperature before opening.

2. Dilute the Diethanolamine Substrate Buffer from 5X to 1X.

3. Dissolve 10 mg of PNPP or two PNPP Tablets in 10 mL of 1X Diethanolamine Substrate Buffer.

Note: Diethanolamine is effective at concentrations from 10 mM to 1 M.

4. Add 100 μL of the PNPP solution to each microplate well.

5. Incubate plate at room temperature for 30 minutes, or until sufficient color develops.

6. Add 50 μL of 2 N NaOH to each well to stop the reaction.

7. Measure the absorbance at 405 nm. Alternatively, monitor reaction in a kinetic ELISA reader.
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Related products

Product Cat. No.

EZ-Link™ Maleimide Activated Alkaline Phosphatase Kit 31493

Reagent Reservoirs, 200/pkg 15075

Microtube Racked System, 960 tubes 15082

Sealing Tape for 96-Well Plates, 100/pkg 15036

1-Step™ PNPP, 100 mL 37621

Streptavidin, Alkaline Phosphatase Conjugated, 3 mg 21323

NeutrAvidin™ Protein, Alkaline Phosphatase Conjugated, 2 mg 31002

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 at www.thermofisher.com/us/en/home/global/terms-and-conditions.html. If you have any questions, please
contact Life Technologies at www.thermofisher.com/support.

Pierce Biotechnology, Inc. | Thermo Fisher Scientific | 3747 N. Meridian Road | Rockford, Illinois 61101 USA
For descriptions of symbols on product labels or product documents, go to thermofisher.com/symbols-definition.

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

DISCLAIMER: TO THE EXTENT ALLOWED BY LAW, THERMO FISHER SCIENTIFIC INC. 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.
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