INSTRUCTIONS Thermo

Pierce® Amine-binding, Maleic
Anhydride 96-Well Plates

0462.7
Number Description
15100 Pierce Amine-binding, Maleic Anhydride Activated Plates (clear, 8-well strips), 5 each
15102 Pierce Amine-binding, Maleic Anhydride Activated Plates (clear, 8-well strips), 5 x 5 each
15110 Pierce Amine-binding, Maleic Anhydride Activated Plates (clear, 96-well), 5 each
15112 Pierce Amine-binding, Maleic Anhydride Activated Plates (clear, 96-well), 5 x 5 each
15108 Pierce Amine-binding, Maleic Anhydride Activated Plates (white, 96-well), 5 each

Activation Level: 200uL
Binding Capacity: ~125pmol biotin pentylamine (328Da)/well

Storage: Upon receipt store plates at room temperature. Product shipped at ambient temperature.

Introduction

The Thermo Scientific Pierce Maleic Activated Plates allow attachment of amine-containing peptides and other molecules to
microplate wells for use in binding assays. The plates are useful for immobilizing peptides and other ligands that do not coat
efficiently by passive adsorption. Reaction of the maleic anhydride groups with primary amines (-NH,) results in formation
of amide bonds that are stable at neutral pH and above (Figure 1). Acidic conditions hydrolyze the bond; for example, the
half-life of hydrolysis at pH 3.5 and 37°C is approximately 11 hours." Therefore, coating reactions are best performed at pH
8-9, and the reacted plates are best used at pH > 7 for ELISA and other methods.
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Figure 1. Immobilization reaction of Maleic Anhydride Activated Plate to an amine-containing molecule.

Procedure for Immobilizing Amine-containing Peptides
A. Additional Materials Required

e Immobilization Buffer: Phosphate-buffered saline (PBS: 0.1M sodium phosphate, 0.15M sodium chloride, pH 7.2;
Product No. 28372) or other alkaline, amine-free buffer such as carbonate/bicarbonate buffer (0.2M, pH 9.4; Product No.
28382). Do not use Tris-based buffer because it contains primary amines that compete with the intended reaction.

e  Amine-containing peptide or other ligand for immobilizing to the plate
e Protein Blocking Buffer: (e.g., Thermo Scientific SuperBlock Blocking Buffer, Product No. 37515 or 37535)
e Wash Buffer: PBS containing 0.05% Tween®-20 Detergent (Product No. 28320)
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B. Procedure
1. Wash plate wells three times with 200uL each of Wash Buffer.

2. Dissolve peptide at 10pg/mL in the Immobilization Buffer.
Note: Optimize coating concentration by testing several dilutions of the ligand or peptide (e.g., 1, 2, 5, 10 and 20ug/mL).

3. Add 100pL of peptide solution to each well.

4. Incubate plate on a shaker for 1 hour at room temperature or 37°C. For maximum binding, incubate plate overnight.

5. Remove peptide solution from plate wells.

6. Add at least 200pL of Protein Blocking Buffer per well and incubate plate for 1 hour at room temperature. This step
quenches remaining reactive maleic anhydride groups and also blocks remaining open sites on the plate surface.

7. Discard Protein Blocking Buffer and wash plate wells several times with Wash Buffer.

8. Proceed with ELISA or other assay method. Plates that have been blocked with SuperBlock® Blocking Buffer often can
be dried and stored at 4°C for several months without affecting ELISA detection.

Related Thermo Scientific Products

Refer to a current catalog or the web site for additional information about ELISA-related products, including wash buffers
and additives, blocking buffers, secondary antibodies and substrates.
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Tween is a trademark of Croda International Plc.

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.

© 2012 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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