INSTRUCTIONS Thermo
Immobilized D-Galactose Gel

20372 1841.1

Number Description
20372 Immobilized D-Galactose Gel, 5mL, supplied as 50% slurry in 0.02% sodium azide
Support: Crosslinked 6% beaded agarose o on

O //O
Binding Capacity: > 20mg of jacalin/mL of settled gel Qo/\/s\/\o HO oH

Storage: Upon receipt store at 4°C. Product shipped at ambient temperature.

Introduction

Thermo Scientific™ Immobilized D-Galactose Gel enables purification of lectins, toxins, and other galactose-,
N-acetylgalactosamine- or carbohydrate-binding proteins. This purification method may be more mild or specific than other
methods, allowing protein recovery in a manner that preserves activity for downstream applications.

Additional Materials Required
e Binding Buffer: For example, 0.1M sodium phosphate, 0.15M sodium chloride, pH 7.2 (Product No. 28372)

e Sample containing galactose-binding proteins dissolved with or dialyzed against Binding Buffer
e Elution Buffer: 0.1M D-galactose in Binding Buffer

e Empty gravity-flow chromatograph column such as the Disposable Polypropylene Columns (2-10mL bed volume;
Product No. 29922) or the Column Trial Pack (Product No. 29925) that contains two each of three column sizes.

Example Procedure for Protein Purification using Immobilized p-Galactose Gel

The following is a generalized procedure derived from literature examples. Specific applications may require optimization.
Prepare the Affinity Column

Insert a bottom frit into an empty chromatograph column and install the bottom cap.

Add the desired amount of Immobilized D-Galactose Gel slurry to the column and allow gel to settle.

Insert the top frit into the column and push it down to within 1mm of the gel bed.

Suspend the column over a collection vessel. Remove the bottom cap and allow the liquid to drain.
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Equilibrate the column by adding 10 gel-bed volumes of Binding Buffer and allowing it to flow-through.
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Purification of Galactose-binding Protein

1. Apply the prepared sample to the column and allow column to drain. Continue to add sample until the desired amount
has passed through the column.

2. Wash the column with 20-30 gel-bed volumes of Binding Buffer or until the absorbance at 280nm of the flow-through
approaches baseline. The column may require extensive washing to remove all nonbound proteins.

3. Recover the bound protein by adding 5-10 gel-bed volumes of Elution Buffer to the column and collect 0.5 or 1mL
fractions. Depending on the protein, more Elution Buffer may be required.

4. Measure the absorbance at 280nm of each fraction to determine which fractions contain the eluted protein.
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5. Pool the fractions containing protein and dialyze extensively against Binding Buffer (or other suitable buffer) to remove
free D-galactose.

6. For storage, wash column with five gel-bed volumes of water containing 0.02% sodium azide. When 0.5-1mL of
solution remains above the top frit, replace the bottom cap followed by the top cap. Store column upright at 4°C.

Troubleshooting

Problem Possible Cause Solution
Protein binding does not | Protein sample does not bind Determine if proteins are known to bind galactose and
occur galactose determine the optimal binding conditions
Protein is inactive Extract the proteins in a manner which preserves activity
Proteins do not elute Protein did not bind Verify the protein did bind the column
Elutions conditions are not Use a stronger elution such as 0.1M glycine-HCI, pH 2.3
appropriate

Related Thermo Scientific Products
28372 BupH™ Phosphate Buffered Saline Packs, 40 packs
69550 Slide-A-Lyzer® MINI Dialysis Units, 3.5K MWCO, 50/pkg

Additional Information

Please visit the website for additional information on this product including the following:
e Tech Tip #43: Protein stability and storage

e Tech Tip #20: Dialysis: an overview

e Tech Tip #6: Extinction coefficients guide
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Products are 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”). 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 Buyer. Any model or sample furnished to Buyer is merely illustrative of the general type and quality of goods and does not represent that
any Product will conform to such model or sample.

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 REPAIR, REPLACEMENT OF OR REFUND FOR THE NON-
CONFORMING PRODUCT(S) AT SELLER’S SOLE OPTION. THERE IS NO OBLIGATION TO REPAIR, REPLACE OR REFUND FOR PRODUCTS
AS THE RESULT OF (I) ACCIDENT, DISASTER OR EVENT OF FORCE MAJEURE, (1) MISUSE, FAULT OR NEGLIGENCE OF OR BY BUYER,
(111) USE OF THE PRODUCTS IN A MANNER FOR WHICH THEY WERE NOT DESIGNED, OR (IV) IMPROPER STORAGE AND HANDLING OF
THE PRODUCTS.

Unless otherwise expressly stated on the Product or in the documentation accompanying the Product, the Product is intended for research only and is not to
be used for any other purpose, including without limitation, unauthorized commercial uses, in vitro diagnostic uses, ex vivo or in vivo therapeutic uses, or
any type of consumption by or application to humans or animals.

Current product instructions are available at www.thermoscientific.com/pierce. For a faxed copy, call 800-874-3723 or contact your local distributor.

© 2013 Thermo Fisher Scientific Inc. All rights reserved. All (other) trademarks are the property of Thermo Fisher Scientific Inc. and its subsidiaries.
Printed in the USA.
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