INSTRUCTIONS PIERCE

3747 N. Meridian Road
P.O. Box 117

Gentle Ag/ Ab Blndlng and Rockford, IL 61105
Elution Buffers
21012 21020 21013 21027 21030 0120.2

Number Description

21012 Gentle Ag/Ab Binding Buffer, pH 8.0, 3.75 liters
21020 Gentle Ag/Ab Binding Buffer, pH 8.0, 1 liter
21013 Gentle Ag/Ab Elution Buffer, pH 6.6, 3.75 liters
21027 Gentle Ag/Ab Elution Buffer, pH 6.6, 500 ml
21030 Gentle Ag/Ab Binding and Elution Buffer Kit

Kit Contents:
Gentle Ag/Ab Binding Buffer, pH 8.0, 100 ml
Gentle Ag/Ab Elution Buffer, pH 6.6, 100 ml

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

Introduction

Gentle Ag/Ab Elution Buffer is for dissociation of antigen/antibody (Ag/Ab) interactions without harsh or permanently
denaturing components. Unlike typical elution buffers that involve potentially damaging acidic or alkaline conditions, the
Gentle Ag/Ab Elution Buffer is a near-neutral (pH 6.55), high-salt solution for effectively dissociating affinity interactions
while preserving both antibody and antigen activities.

Gentle Ag/Ab Binding Buffer is specifically formulated for use with Immobilized Protein A, whose optimal antibody-binding
condition is pH 8.0. The Gentle Binding Buffer must be used with the Gentle Elution Buffer in this particular affinity system
because the regular IgG (Protein A) Binding Buffer (see Related Pierce Products) contains phosphate ions that form an
insoluble precipitate upon contact with the Gentle Elution Buffer salts. The Gentle Binding Buffer may not be optimal for
interactions other than Protein A binding.

Important Product Information

Avoid using binding and wash buffers that contain phosphate ions (e.g., phosphate-buffered saline, PBS) because these will
cause precipitation in the sample when the Gentle Elution Buffer is applied. Use a non-phosphate binding and wash buffer
that has the appropriate pH and ionic strength for the affinity interaction being used. Typical Ag/Ab binding interactions
occur optimally at physiological conditions (pH 7.2-7.4, 150 mM salt), and a solution with these parameters can be made
with Tris, HEPES, MOPS or another non-phosphate buffer. For more detailed suggestions for particular applications, refer to
the following example procedures.

Warranty: Pierce Biotechnology (hereafter “Pierce”) products are warranted to meet stated product specifications and to conform to label descriptions when stored and used
properly. Unless otherwise stated, this warranty is limited to one year from date of sale when used according to product instructions. Pierce’s sole liability for the product is limited
to replacement of the product or refund of the purchase price. Unless otherwise expressly authorized in writing by Pierce, products are supplied for research use only and are
intended to be used by a technically qualified individual. Pierce’s quality system is certified to ISO 9001. Pierce makes no claim of suitability for use in applications regulated by
FDA. Pierce strives for 100% customer satisfaction. If you are not satisfied with the performance of a Pierce product, please contact Pierce or your local distributor.



Gentle Antibody Purification with Immobilized Protein A or Protein A/G

Note: Do not use IgG (A) Binding Buffer or IgG (A/G) Binding Buffer if the Gentle Ag/Ab Elution Buffer will be used. For
a binding buffer, use either the Gentle Ag/Ab Binding Buffer (optimal) or a phosphate-free buffer such as Tris-buffered saline
(TBS, e.g., Product No. 28379).

1. Equilibrate buffers and column of Immobilized Protein A to the same temperature (e.g., room temperature or 4°C).

2. Prepare antibody sample for binding. Dilute concentrated samples such as serum and ascites fluid with an equal volume
of Gentle Ag/Ab Binding Buffer. Adjust cell culture supernatant and other dilute samples to pH 7.5-8.0 with phosphate-
free buffer. Centrifuge cloudy samples and use only the clear supernatant.

3. Wash and prepare the Protein A column by adding five gel-bed volumes of Gentle Ag/Ab Binding Buffer and allowing it
to flow through. Discard the flow-through storage buffer.

4. Add the prepared antibody sample to the Immobilized Protein A column and allow it to flow through. If desired, stop the
column occasionally or control the flow rate to ensure adequate binding time. Save the flow-through non-bound sample.

5.  Wash column by adding 5-10 gel-bed volumes of Gentle Ag/Ab Binding Buffer or other phosphate-free buffer and
allowing it to flow through. If desired, analyze flow-through fractions to determine if washing is complete.

6. Elute the purified antibody by adding 5-10 gel-bed volumes of Gentle Ag/Ab Elution Buffer and collecting the flow-
through in several small fractions. After the step 7, when fractions can be analyzed, those confirmed to contain antibody
may be pooled together, and the other fractions may be discarded.

7. Dialyze or use a desalting column to exchange the purified antibody fractions into a phosphate-free buffer for storage
and analysis.

Notes:
e Do not buffer-exchange directly into phosphate buffer because precipitation will occur.

e Do not mix eluted antibody sample directly with SDS-PAGE sample loading buffer because precipitation will result
and adversely affect electrophoresis.

Gentle Antibody Elution from Immobilized Protein G

Note: Do not use a binding/wash buffer that contains phosphate ions. For optimal results, use IgG (G) Binding Buffer for
both binding and wash steps. Alternatively, use a phosphate-free binding/wash buffer such as Tris-buffered saline (TBS, e.g.,
Product No. 28379).

1. Equilibrate buffers and column of Immobilized Protein G to the same temperature (e.g., room temperature or 4°C).

2. Prepare antibody sample for binding. Dilute concentrated samples such as serum and ascites fluid with an equal volume
of IgG (G) Binding Buffer. Adjust cell culture supernatant and other dilute samples to pH 6-7 with phosphate-free
buffer. Centrifuge cloudy samples and use only the clear supernatant.

3. Wash and prepare the Protein G column by adding five gel-bed volumes of IgG (G) Binding Buffer and allowing it to
flow through. Discard the flow-through storage buffer.

4. Add the prepared antibody sample to the Immobilized Protein G column and allow it to flow through. If desired, stop the
column occasionally or control the flow rate to ensure adequate binding time. Save the flow-through non-bound sample.

5.  Wash column by adding 5-10 gel-bed volumes of IgG (G) Binding Buffer or other phosphate-free buffer and allowing it
to flow through. If desired, analyze flow-through fractions to determine if washing is complete.

6. Elute the purified antibody by adding 5-10 gel-bed volumes of Gentle Ag/Ab Elution Buffer and collecting the flow-
through in several small fractions. After the step 7, when fractions can be analyzed, those confirmed to contain antibody
may be pooled together, and the other fractions may be discarded.

7. Dialyze or use a desalting column to exchange the purified antibody fractions into a phosphate-free buffer for storage
and analysis.

Notes:
e Do not buffer-exchange directly into phosphate buffer because precipitation will occur.

e Do not mix eluted antibody sample directly with SDS-PAGE sample loading buffer because precipitation will result
and adversely affect electrophoresis.
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Gentle Elution of Antibody/Antigen Interactions
Notes:

Do not use a wash buffer that contains phosphate ions. For optimal results, use a phosphate-free binding/wash buffer
such as Tris-buffered saline (TBS, e.g., Product No. 28379) or HEPES buffer. Gentle Ag/Ab Binding Buffer, which is a
borate buffer at pH 8.0, may not be optimal for the Ag/Ab binding interaction.

This example procedure assumes that an antigen (e.g., peptide) has been immobilized to a beaded agarose resin and is

being used in a column format to purify antibody from a serum or culture supernatant sample. Use the same procedure
for the converse purification scheme (i.e., immobilized antibody column to purify an antigen) by simply switching all

references to antigen and antibody.

Equilibrate buffers and column of immobilized antigen to the same temperature (room temperature or 4°C).

Prepare antibody sample for binding. Dilute concentrated samples such as serum and ascites fluid with an equal volume
of TBS or HEPES buffer, pH 7.2-7.4. Adjust cell culture supernatant and other dilute samples to pH 7.2-7.4 with
phosphate-free buffer. Centrifuge cloudy samples and use only the clear supernatant.

Wash and prepare the antigen column by adding five gel-bed volumes of binding buffer and allowing it to flow through.
Discard the flow-through storage buffer.

Add the prepared antibody sample to the antigen column and allow it to flow through. If desired, stop the column
occasionally or control the flow rate to ensure adequate binding time. Save the flow-through non-bound sample.

Wash column by adding 5-10 gel-bed volumes of phosphate-free buffer and allowing it to flow through. If desired,
analyze flow-through fractions to determine if washing is complete.

Elute the purified antibody by adding 5-10 gel-bed volumes of Gentle Ag/Ab Elution Buffer and collecting the flow-
through in several small fractions. After the step 7, when fractions can be analyzed, those confirmed to contain antibody
may be pooled together, and the other fractions may be discarded.

Dialyze or desalting to exchange the purified antibody fractions into a phosphate-free buffer for storage and analysis.

Note: Do not buffer-exchange directly into phosphate buffer because precipitation will occur. Do not mix eluted
antibody sample directly with SDS-PAGE sample loading buffer because precipitation will result and adversely affect
electrophoresis.

Gentle Elution of Immunoprecipitation (IP) Reactions
Notes:

Do not use a wash buffer that contains phosphate ions. For optimal results, use a phosphate-free binding/wash buffer at
pH 7.2-7.4, such as Tris-buffered saline (TBS, e.g., Product No. 28379) or HEPES buffer.

This example procedure assumes that 200 pl of settled agarose beads are being used in a spin-cup format, as in the
Seize” Classic, Seize® X, and Seize® Primary IP Kits or the ProFound™ Co-IP Kits (see related Pierce Products). For
different amounts of affinity beads, scale wash and elution volumes accordingly.

Wash and equilibrate the prepared Protein A, Protein G or immobilized antibody affinity gel (hereafter referred to as the
Affinity Gel) in the binding buffer that is recommended by the kit procedure (e.g., phosphate-buffered saline, PBS) or an
alternative phosphate-free binding/wash buffer.

Add the prepared immunoprecipitation sample to the prepared Affinity Gel, and incubate with mixing for 1 hour to
overnight, as recommended in the kit instructions.

Wash Affinity Gel with at least four times with a phosphate-free binding/wash buffer. Do not use PBS or any other type
of phosphate buffer for this step.

Elute the antigen with 4 x 190 pl aliquots of Gentle Ag/Ab Elution Buffer (i.e., Add 190 pl Elution Buffer, mix with
Affinity Gel, centrifuge, recover solution; Repeat 3 additional times).

Dialyze or use a desalting column to exchange the IP fractions into phosphate-free buffer for storage and analysis.

Note: Do not mix eluted antibody sample directly with SDS-PAGE sample loading buffer because precipitation will
result and adversely affect electrophoresis. Do not buffer-exchange directly into phosphate buffer because precipitation
will occur.
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Related Pierce Products

21004 1gG Elution Buffer, 1 L, pH 2.8 buffer for general affinity purification

21001 Protein A 19G Binding Buffer, 1 L, pH 8 buffer for optimal binding of IgG to Protein A

21011 Protein G 1gG Binding Buffer, 3.75 L, pH 5 buffer for optimal binding of IgG to Protein G

44667 Protein A 1gG Purification Kit, antibody purification using Immobilized Protein A

44441 Protein G 1gG Purification Kit, antibody purification using Immobilized Protein G

44902 Protein A/G 1gG Purification Kit, antibody purification using Immobilized Protein A/G

44894 AminoLink® Plus Kit, for covalent immobilization of amine-containing peptides and proteins
44895 SulfoLink® Kit, for covalent immobilization of sulfhydryl-containing peptides and proteins

44899 CarboxyLink® Kit, for covalent immobilization of carboxyl-containing peptides and proteins
45213 Seize® Classic (A) Immunoprecipitation Kit, traditional IP using Immobilized Protein A

45218 Seize® Classic (G) Immunoprecipitation Kit, traditional IP using Immobilized Protein G

45215 Seize® X Protein A Immunoprecipitation Kit, involving covalent crosslinking of IgG to Protein A
45210 Seize® X Protein G Immunoprecipitation Kit, involving covalent crosslinking of IgG to Protein G
45335 Seize® Primary Immunoprecipitation Kit, involving direct immobilization of IgG to agarose gel
23600 ProFound™ Co-Immunoprecipitation Kit, involving direct immobilization of IgG to agarose gel
69576, 69570 Slide-A-Lyzer® MINI Dialysis Units, 10K MWCO, for 10-100 pl samples

66385 Slide-A-Lyzer® Dialysis Cassettes, 10K MWCO, for 100-500 ul samples

66382 Slide-A-Lyzer® Dialysis Cassettes, 10K MWCO, for 0.5-3 ml samples

89882, 89883 Zeba™ Desalt Spin Columns, 0.5 ml, for desalting 30-130 pl samples

89889, 89890 Zeba™ Desalt Spin Columns, 2 ml, for desalting 200-700 ul samples

89891, 89892 Zeba™ Desalt Spin Columns, 5 ml, for desalting 500-2,000 ul samples

89893, 89894 Zeba™ Desalt Spin Columns, 10 ml, for desalting 700-4,000 pl samples
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Slide-A-Lyzer” Dialysis Cassette Technology is protected by U.S. Patent # 5,503,741 and 7,056,440.

Slide-A-Lyzer® MINI Dialysis Unit Technology is protected by U.S. Patent # 6,039,871.

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