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Number Description
89875 Pierce Albumin/IgGRemoval Kit, sufficient to process 25 samples of~10uL serum
Kit Contents:

Immobilized Cibacron Blue/Protein A,2.2mL settled gel
Support: Beaded agarose supplied as a 50% slurry (4.4mL total volume) in 0.02% sodiumazide
Binding/Wash Buffer,4.25mlL, contains 25mM Tris, 25mM NaCl, 0.01% sodiumazide; pH7.5

Spin Columns and Accessories, 27 columns, caps and plugs
Storage: Upon receiptstore at 4°C. Product shipped with an ice pack. Do not freeze product.

Introduction

The Thermo Scientific™ Pierce™ A Ibumin/IgG Removal kit removes human serumalbumin (HSA) and the major
subclasses of gamma globulin (IgG) from serum, plasma or spinal fluids. This kit uses a classicalmixed bed of cibacron
blue/Protein A gel foran economical means for sample preparation. Analysis of serumand plasma is complicated by high
concentrations ofalbumin and gamma globulins that can make up more than 70% oftotal serumprotein. Removal ofthese
proteins is often essential for the study of serumproteins. The Pierce Albumin/IgGRemovalKit allows samples to be
processedin less than 40 minutes usinga convenient disposable spin format. The processed sample is compatible with
downstreamapplications such as Western blotting, 2D electrophoresis or 2D-LC mass spectrometry.

Important Product Information
e This kit is compatible with human, monkey, swineandrabbit samples.

e Because ofthe highconcentration ofalbumin present in serum, each 170pL of slurry can bind sufficientalbumin and

IgG to process ~10uL (600pg) of serum. However, the amountof HSA and IgGin plasma or other fluid samples will
vary considerably. Forbestresults, optimize the ratio of sample to gel vo lume for each specific application.

¢ Binding ofalbumin and IgG will occurusinga pHrange from6.0 to 9.0. However, for proper albumin binding, sample
must be free ofexcess salts. [f sample contains >500mM NaCl, desalt or dialyze into a low-salt buffer.

e Tween™-20 Detergentor similar detergentadded to the Binding/Wash Bufferat a final concentration 0of~0.01% may

reduce nonspecific binding. However, detergents are not compatible with all types ofapplications and may reduce
binding capacity foralbumin.

e 1.5-2.0mL microcentrifuge tubes are required for sample collection (two persample).

Procedure for HSA and IgG Removal
A. ResinPreparation
1. Place one spin column into a microcentrifuge tube for each sample to be processed.

2. Swirl the bottle containing the Immobilized Cibacron Blue/Protein A Gelto obtain an evensuspension. The gelslurry
must be homogeneous before pipetting.

3. Toensure proper gelslurry dispensing, use a wide bore or cut pipettetip. Add 170uL of gelslurry into the spin column.

4. Place column in to a microcentrifuge collection tubeand centrifuge at 10,000 % g for 1 minute. Discard storage buffer.
Insert plug into bottomofcolumn containing the gel bed.
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B. Sample Processing
1. Dilute sample to 75uL with Binding/Wash Buffer.

2. Addthediluted sample to the gel bed and cap column. Briefly vortexcolumn to form a suspension. Place column intoa
microcentrifuge tube.

3. Incubate for 10 minutes at roomtemperature onan orbital shaker usinga mixing speed sufficient to keep the mixture
suspended, or vortexevery few minutes.

4. Removebottomplug fromthe column and loosen cap. Return column to microcentrifuge tube and centrifuge at
10,000 x g for 1 minute.

Recover filtrate and reapply to resin bed. Cap and re-plugcolumn.
Incubate for 10 minutes at roomtemperature onan orbital shaker or vortexevery few minutes.

Remove bottomplug fromthe column and loosen cap. Return column to the tubeand centrifugeat 10,000 x g for
1 minute to collect filtrate.

8.  Add75uL of Binding/Wash Bufferto the gelbed and centrifuge at 10,000 x g for 1 minute to collect wash in same tube
as the filtrate from Step 7.

9. Filtrate contains sample with albumin and IgGremoved. The sample canbe used for immediate analysis or for further
processing (i.e.,desalting and concentrating), or it may be stored for lateruse.

10. Discard spin column containing gelor proceedto Section C. Optional Elution Protocols.

C. Optional Flution Protocols

1. Washthe gelby adding 100puL of Binding/W ash Bufferto gelbed. Centrifuge 10,000 X g for I minute in a new
microcentrifuge tube.

2. Transfercolumn to anew collectiontube and add 100uL of either ofthe following elution agents as appropriate for the
downstreamapplication:

e 1D SDS-PAGE: 1X SDS Sample Buffer free of reducing agents
e 2D Electrophoresis: 1X 2D electrophoresis buffer free of reducing agents and ampholytes
e Native proteins: IgG Elution Buffer (Product No.21004) or Gentle Ag/Ab Elution Buffer (Product No.21030)

3. Incubate for 10 minutes. Centrifuge at 10,000 x g for 1 minute to collect eluted fraction.

Troubleshooting

Problem Possible Cause Solution
Incomplete removal of Sample exceeds binding capacity Reduce amountofsample processed
albumin or IgG — - —
£ Incomplete binding Increase incubation time
Insure sample and gel remain mixed during
incubation
Incompatible substance in sample Dialyze or desalt sample before processing
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Related Thermo Scientific Products

89871 In-Gel Tryptic Digestion Kit

89849 Polyacrylamide Spin Desalting Columns, 7KMWCO, 0.7mL, 25/pkg
69705 Pierce Spin Columns — ScrewCap, 25/pkg

24612 Pierce Silver Stain Kit

24592 GelCode™ Blue Stain Reagent, 3.5L

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 fiee 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 ffom 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 ex clusive 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 thermofisher.com. Fora faxed copy, call 800-874-3723 or contact your local distributor.

© 2017 Thermo Fisher Scientific Inc. All rights reserved. Tween is a trademark of Croda International Plc. Unless otherwise indicated, all trademarks are
property of Thermo Fisher Scientific Inc. and its subsidiaries. Printed in the USA.
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