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The IgG Purification Kit (Protein A Based, Spin Column) is based on the affinity of IgG to
immobilized Protein A agarose and is used for purification of polyclonal antibodies. When a
suspension (e.g. serum, ascites fluid, tissue culture supernatant) containing mixture of
substances along with IgG are loaded on the column, the IgG binds to Protein A and is
recovered by elution.
Protein A is a cell wall component @&taphylococcus aureus. It consists of a single
polypeptide chain of 42 kDa which specifically binds to the Fc region of IgGs. HiMedia’'s
Protein A is a recombinant protei®rotein A, which contains five homologous antibody—
binding domains with high affinity for subclasses of IgG from many species e.g. human,
rabbit, mouse, sheep etc. and for some IgA and IgM. The binding site is located on the Fc
region of immunoglobulin. Protein A is covalently coupled to agarose to prepare an affinity
matrix for isolating IgGs from various species. As it binds specifically to the Fc region of
IgG molecules it is used for the following:

» Purification of IgG fractions (from crude serum, ascites fluid, tissue culture

supernatant)
» Isolation of antigen-antibody complex (during immunoprecipitation)
The kit contains pre-packed ready-to-aetumns of 0.2 mIProtein Aagarose resin bed
in 20% ethanol.

Binding capacity: Approximately 25 mg human IgG/ml resin
Ligand density: 3 mg "Protein A/ml resin

Kit Contents
uantit Storage
Product Code Reagents s N% 2y5 NO g
DBCAO09 Protein A Agarose Spin Column 5Nos 25 Nos | 2-8C
DS0095 10X Binding Buffer 20ml | 100ml | 2-8C
DS0096 Elution Buffer 10 ml 50ml | 2-8C
DS0097 Neutralizing Buffer 1ml 5ml | 2-8C

Materials needed but not provided

* MolecularBiology GradeWater(Product CodeML064)
e Collection tubes (2.0 ml)
» Tabletop Microcentrifugéwith rotor for 2.0 ml tubes)
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General Preparation Instructions

Dilute the 10X Binding Buffer to 1X using Molecular Biology Grade water before use.

Procedurefor purification of 1gG

1.

Elimination of the Preservative: Equilibrate column and buffers to room
temperatureRemove the lower cap of the column and pliade the 2 ml collection
tube. Centrifugeat 500 Xg for 1 minuteto allow elimination othe preservative.

Equilibration of the spin column: Equilibrate the spin column with 0.4 ml of
Binding Buffer and mix manuallyCentrifugeat 500 X g forl minuteand discard the
flow through. Repedhis step once. Do not ldte resin bed dry.

Application of the Sample: Close spin column outletith cap. Add up to 0.5 ml of
the samplécontainingthe immunoglobulino be purified) through the top of the spin
column. Close the lid and keep sample and resin in coftaett least 30 minutes
before removinghe bottom cap. Mix manualipvertingthe spin column. Centrifuge
at 500 Xg for 1 minuteand collecthe flow through.

Washing: Transfer the spin column to a new collectiobe. Add 0.4 ml of Binding
Buffer through the top to eliminatdl the proteins that have not been retaimethe
column. Mix manuallynvertingthe spincolumn. Centrifugeat 500 X g for 1 minute
and discard the flow through. Repdhe washing stepwice for a totalof three
washes.

Note: Wash the spin column with Binding Buffer until the OD 280 nm of the washes
reach théaselindevel.

Optional: Keep allthe washes if required.

Elution of pureimmunoglobulin: Transfer the spin column to a new collecttabe
and close the column outleith cap. Add 0.4 ml of ElutioBuffer and close the lid.
Mix thoroughly for 10 minutes before removing the bottoap. Centrifugeat 500 X
g for 1 minutecollectthe eluateand labelt. Repeathe elutionstep twice for a total
of three individuakluates.

Neutralization of eluents. Each 0.4 ml of eluteffaction can be neutralizelly the
additionof 40 i of NeutralizationBuffer. Assay protein concentratiday measuring
the absorbance at 280 nm and comltiefractions with highest absorbance.

Regeneration and Storage of Column: Regeneratethe immobilized Protein A
column by washingat least3 times with 0.4 ml of Elution Buffer. Columnscan be
regeneratedfor at least 5 times without significant loss in binding capacity. For
storagewashthe columnwith 5 ml of distilled waterand storeit uprightin 0.4 ml of
20% Ethanol at 2-8°C.



Troubleshooting Guide

to

"2

Sr. Problem Cause Solution
No.
1. | Target protein Conditions in binding or Optimize pH, flow,
iIs not bound elution are not the optimumtemperature and salt
to the column| ones. concentration.
Channels have formed [rRe-pack column.
column bed so loaded sample
runs through column without
interacting with Protein A.
Column has not been stored|iAlways follow the
recommended conditions alterecommended instructions
previous usage.
The antibody to be purified had.ook for bibliography on
low affinity with Protein A. the subject and, if that
observation is true, try an
alternative way of
purification.
Presence of proteases. Add protease inhibitors
sample loading/wash buffe
Work at lower temperature
(such as 2&C) to minimize
degradation.
2. | The antibody | Antibody can be unstable in | Follow usage instructions
is degraded. | elution conditions. neutralizing the fractions of
the eluted antibody.
3. | Antibodyis | The IgG subclass doesn’t bindUse another affinity column
not detected | to the resin. to purify the antibody.
in the elution
process.
4. | Column flows| There are air bubbles in samplBe-gas sample and buffers
very slowly. | or buffers that are blocking | used.
flow through pores.

Please refer disclaimer Overleaf.



Safety Information

The IgG Purification Kit (Protein A based, Spin Column) is for laboratory use only, not for
drug, household or other uses. Please refer the Material Safety Data Sheet (MSDS) for
information regarding hazards and safe handling practices.

Product Use Limitation & Warranty

HiMedia guarantees the performance of product in the manner described in the product
literature.The IgG Purification Kit (Protein A based, Spin Column) is designed and sold for
research and in vitro purposes only. The product is not to be used for human diagnostic or
drug purposes or to be administered to humans unless expressed clearly for that purpose by
the Food and Drug Administration or the appropriate regulatory authorities in the country of

use. All due care and attention should be exercised in the handling of many of the materials
described in the text.
Technical Assistance

At HiMedia, we pride ourselves on the quality and availability of our techsuggport. For
any kind of technical assistance,ihea mb@himedialabs.com

8°C Storage temperature
2°C

Do not use if package is
damaged
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Disclaimer :

User must ensure suitability of the product(s) in their application prior to use. Products conform solely to the information contained in
this and other related HiMedia™ publications. The information contained in this publication is based on our research and development
work and is to the best of our knowledge true and accurate. HiMedia™ Laboratories Pvt Ltd reserves the right to make changes to
specifications and information related to the products at any time. Products are not intended for human or animal or therapeutic use but
for laboratory,diagnostic, research or further manufacturing use only, unless otherwise specified. Statements contained herein should not
be considered as a warranty of any kind, expressed or implied, and no liability is accepted for infringement of any patents.
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