INSTRUCTIONS

Fluoraldehyde™
0-Phthalaldehyde Crystals

26015 0663.2

Number Description
26015 Fluoraldehyde o-Phthalaldehyde Crystals, 59

Molecular Weight: 134.12
Detection: Fluorescence (Aex = 340nm, Aey, = 455nm)

Storage: Upon receipt store at room temperature protected from moisture and air.

Introduction

The Thermo Scientific Fluoraldehyde o-Phthalaldehyde (OPA) Crystals are a specially purified fluorogenic grade of
o-phthalaldehyde. They are intended for high sensitivity detection of primary amines, including amino acids, peptides,
proteins and polyamines in pre- and post-column chromatographic effluents. First described by Roth'?for detection of amino
acids, the reagent solution formulation was later modified by Benson and Hare® for detection of peptides. The solution
formulation described in this instruction booklet is a further modification.

Important Product Information

Fluoraldehyde OPA Crystals and 2-mercaptoethanol are subject to atmospheric oxidation, and these oxidation products
can contribute to increased background fluorescence. Therefore, unless the reagent solution is protected from
atmospheric oxygen, it should be prepared just before use. The solution may be stored under nitrogen in closed glass
bottles at 4°C for up to two weeks without increased fluorescence.

The reagent solution described by Roth? contained 800mg of o-phthalaldehyde per liter. Because Fluoraldehyde OPA
Crystals are of much greater purity than that from other sources, reagent solutions containing 500mg Fluoraldehyde OPA
Crystals per liter have been used successfully. Even lower concentrations may be suitable for some applications, but
linearity of fluorescent response should be confirmed.

Fluorescence response with amino acids increases as the pH of the Fluoraldehyde OPA reagent solution is increased,
except with histidine, which shows a decrease in fluorescence. Any reagent solution pH value between 9.0 and 11.5 will
yield effective fluorescence. Above pH 11.5, the solution becomes unstable. It is important to carefully control pH of
each batch of reagent solution to ensure that the relative fluorescence of each assayed substance remains constant.

Additional Materials Required

Note: Use reagent grade materials.

Boric acid

2-Mercaptoethanol (Product No. 35602)

Potassium hydroxide, 45% solution

Brij®-35 Detergent, 30% solution (Product No. 20150)
Ultrapure water, preferably with resistance of 16megohm cm™
Methanol
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Preparation of OPA Reagent Solution for Detection of Amino Acids and Peptides

e  With stirring, dissolve 25g of boric acid in 950mL of ultrapure, deaerated water.

e Use a pH meter to monitor the pH and titrate with the potassium hydroxide solution (approximately 30mL will be
required) to a final pH of 10.40 + 0.02.

e Add 3.0mL of 30% Brij-35 Detergent solution.
e Add 2.0mL of 2-mercaptoethanol.

e Dissolve 500-800mg of Fluoraldehyde OPA Crystals (see Important Product Information Section) in approximately
10mL of methanol (or 95% ethanol) at room temperature using gentle swirling.

e Add the methanol-OPA solution to the boric acid buffer. Final volume is ~1000mL.

Note: For post-column analysis, Fluoraldehyde OPA Reagent Solution flow rate should equal that of the column
effluent.

e Fluoraldehyde OPA Reagent Solution has excitation maxima of 340nm (excitation range 330-390nm) and emission
maxima of 455nm (emission range 436-475nm).

Related Thermo Scientific Products
26025 Fluoraldehyde Reagent Solution, 120mL
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Brij 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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