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ab270704
Anti-DYKDDDDK tag 
Affinity Beads (Binds to 
FLAG® tag sequence)
A product of Expedeon, an 
Abcam company

Applicable to Expedeon product codes: AF0001, AF0005, AF0010,  
AF0025, AF0050

View ab270704
Anti-DYKDDDDK tag Affinity Beads (Binds to FLAG® tag sequence) 
datasheet:

www.abcam.com/ab270704
(use www.abcam.cn/ab270704 for China, or www.abcam.co.jp/ab270704 for Japan)

For simple, rapid purification of DYKDDDDK-tagged proteins from in 
vitro protein expression systems, bacteria, yeast and mammalian 
cells.

This product is for research use only and is not intended for 
diagnostic use.

http://www.abcam.com/ab270704
http://www.abcam.cn/ab270704
http://www.abcam.co.jp/ab270704
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1. Overview

Anti-DYKDDDDK tag Affinity Beads (Binds to FLAG® tag sequence) 
(ab270704) is an affinity chromatography medium designed for 
easy, one-step purification or immunoprecipitation of proteins 
tagged with the DYKDDDDK (flag) peptide at N-terminal, C-terminal 
and internal locations of a fusion protein. Anti-DYKDDDDK Affinity 
Beads are coupled with an anti-DYKDDDDK monoclonal antibody 
by a technique which generates a stable linkage between the 
antibody and the agarose beads.
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2. Materials Supplied and Storage

Store kit at +4°C immediately on receipt. Do not freeze or store the 
resin at room temperature. Freezing the suspension will damage the 
agarose beads. The resin is pre-swollen and defined. It is formulated 
in PBS containing 0.02% sodium azide.

Item
Quantity Storage 

temperatur
e

Anti-DYKDDDDK 
tag Affinity 
Beads (Binds to 
FLAG® tag 
sequence)

1 mL 5 mL 10 mL 25 mL 50 mL +4°C



Copyright © 2024 Abcam. All rights reserved

3. Materials Required, Not Supplied

These materials are not included in the kit, but will be required to 
successfully perform this assay:

 Binding buffer (see Section 4.2)
 Wash buffer (see Section 4.2)
 Elution buffer (see Section 4.2)
 Neutralization buffer (see Section 4.2)
 Regeneration buffers (see Section 4.2)
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4. Technical Consideration

1.1 Characteristics of the Resin:

Matrix 4% agarose

Ligand Anti-DYKDDDDK antibody

Binding capacity >1mg DYKDDDDK fusion 
protein/mL medium 

Particle size (μm) 45-165

Max pressure 0.1 MPa, 1 bar

Storage buffer PBS buffer with 0.02% sodium 
azide 

 For the purification of DYKDDDDK-tagged fusion proteins, 
Anti-DYKDDDDK tag Affinity Beads can be used in column 
chromatography, batch format and immunoprecipitation.

 For large volumes of sample, column chromatography or 
batch format are recommended to quickly capture the 
target protein from a large volume of extract.

 When a small amount of sample is being purified, 
immunoprecipitation procedure is recommended.

1.2 Recommended Buffers

Binding/wash buffer: 50 mM Tris, 0.15 M NaCl, pH 7.4

Chemical elution buffer: 0.1 M glycine, pH 3.0

Competitive elution buffer: 50 mM Tris, 0.15 M NaCl, pH 7.4, 
100 to 300 µg/mL peptide

Neutralization buffer: 1.0 M Tris-HCl, pH 8.5

Regeneration buffer 1: 0.1 M Tris-HCl, 0.5 M NaCl, pH 8.5

Regeneration buffer 2: 0.1 M NaACsodium acetate, 0.5 M NaCl, pH 
4.0
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1.3 Reagent compatibility

Reagent Maximum tolerable 
concentration

Comments

DTT ---

-mercaptoethanol ---

SDS ---

Urea 0.3 M

Do not use as will 
denature antibody

EDTA 5 mM

Tween-20 5%

Triton X-100 5%

NP-40 4%

Interferes with binding of 
fusion proteins to beads

NaCl 1 M Reduces non-specific 
binding to beads
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5. Sample Preparation

To ensure that proper ionic strength and pH are maintained for 
optimal binding, it is necessary to adjust the pH of the protein 
extract to pH 7–8. It is recommended filtering the sample solution by 
passing them through a 0.22 μm or 0.45 μm filter before use. If the 
expression level of the flag fusion protein is relatively low, it is 
recommended to concentrate the sample to a lower volume.

Note: If there are problems with protein stability, it may be 
desirable to add protease inhibitors to the sample. We recommend 
Protease Inhibitor Cocktail (ab270050) and Protease Inhibitor 
Cocktail (EDTA-free) (ab270055).
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6. Assay Procedure

 Equilibrate all materials and prepared reagents to desired 
purification temperature (4°C or RT) just prior to use and gently 
agitate.

 Anti-DYKDDDDK Affinity Beads can be used in column 
chromatography, batch format and immunoprecipitation.

 For large volumes of sample, column chromatography or batch 
format are recommended to quickly capture the target protein 
from a large volume of extract.

 When a small amount of sample is being purified, 
immunoprecipitation procedure is recommended.

1.4 Column purification:
1.4.1 Mix the slurry by gently inverting the bottle several times to 

completely suspend the Anti-DYKDDDDK Affinity Beads. Close 
the column outlet leaving the net covered with packing 
buffer. Transfer the slurry to the column.

1.4.2 Allow the resin to settle down and the buffer to drain from the 
column. Add 5 column volumes of Binding Buffer to the 
column to equilibrate the beads.

1.4.3 Load the sample to the column. Collect the flow-through in 
order to measure the binding efficiency to the beads, i.e. by 
SDS-PAGE. We recommend using our RunBlueTM Precast Gels.

1.4.4 Wash the column with 10-20 column volumes of Wash Buffer 
or until the absorbance of the effluent at 280 nm is stable.
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1.4.5 The flag fusion protein can be eluted from the beads either 
by low pH or by competition with DYKDDDDK peptide:

 Acid elution: Elute the target protein with Elution Buffer and 
collect the eluate at a fixed volume. Add a tenth of the 
volume of neutralizing solution to the eluate in advance.
Note: Equilibrate the beads with Binding Buffer after acid 
elution, do not leave it in the Elution Buffer for more than 
20 mins.

 Competitive elution: Elute the target protein with Elution 
Buffer and collect the eluate at a fixed volume. Add a tenth 
of the volume of neutralizing solution to the eluate.

1.5 Immunoprecipitation:
1.5.1 Completely resuspend Anti-DYKDDDDK Affinity Beads and 

add 40 μL suspension to 1.5-2 mL micro centrifuge tube. 
Centrifuge for 30 seconds at 5000 x g and discard 
supernatant. Be careful not to transfer any beads.

1.5.2 Add 500uL of Binding Buffer, centrifuge for 30 secs at 5000 x g 
and discard supernatant. Repeat this step twice.

1.5.3 Add the sample to the tube and gently invert the tube to 
mix. Incubate the tube at room temperature with mixing (on 
a shaker or rotator) for at least 1 hour or at 4°C overnight.

1.5.4 Centrifuge for 30 secs at 5000 x g and discard supernatant. If 
necessary, keep the supernatant for analysis.

1.5.5 Add 500μL of Wash Buffer to the tube and mix well; 
Centrifuge for 30 secs at 5000 x g and discard supernatant. 
Repeat this step 3 times and make sure all supernatant is 
removed.
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1.5.6 Different elution methods can be selected according to the 
needs of subsequent detection:

Note: When the protein is stable, you can choose acid 
elution. If the binding force between the protein and the filler 
is strong, acid elution can also be selected.it can also be 
tried to add a non-ionic detergent with a final concentration 
of 0.1% to the competitive elution buffer to improve the 
elution efficiency.
Competitive elution is a mild elution method, and the elution 
process has little effect on the activity of the protein. When 
the protein is not stable, it is recommended to use peptide 
elution.

1.5.7 Acid elution: Add 100 μL of Elution Buffer to each sample. 
Incubate the sample and controls with gentle shaking for 5 
mins at room temperature. Centrifuge for 30 secs at 5000 x g 
and transfer the supernatants to fresh tubes containing 10 μL 
of the Neutralization Buffer.

Note: For immediate use, store the supernatants at 2- 8°C. 
Store at -20°C for long term storage.

1.5.8 Competitive elution: Add 100 μL of Competitive Elution Buffer 
to each sample. Incubate the sample and controls with 
gentle shaking for 30 mins. Centrifuge for 30 secs at 5000 x g 
and transfer the supernatants to fresh tubes containing 10 μL 
of the Neutralization Buffer.

1.5.9 Denaturing elution: Add 20 μL of 2X SDS-PAGE Sample Buffer 
to the tube and mix well. Heat the tube at 100°C for five mins. 
Centrifuge for 30 secs at 5000 x g and transfer the 
supernatant containing desired sample into a new tube. 
Analyze the sample by SDS‐PAGE and western blot using anti-
DYKDDDDK or specific antibodies against the fusion protein.

Note: In order to minimize the denaturation and elution of 
the antibody, no reducing agent should be included in the 
sample buffer. The reducing agent will result in the 
dissociation of the heavy and light chains of the antibody. If 
reducing conditions are absolutely necessary, a reducing 
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agent may be added. Anti-DYKDDDDK Affinity Beads cannot 
be reused after treatment with the SDS-PAGE sample buffer.

1.6 Potential issues:

Issue Possible cause Solution

Sample too 
concentrated

Reduce sample 
concentration or 
increase bead volumeTarget protein in 

flow-through
Incubation times too 
short

Increase sasmpe 
incubation time

No fusion protein in 
sample

Ensure sample 
contains fusion protein 
of interest.
Use fresh lysates 
prepared at 4ºC.
Add protease 
inhibitors to the lysate

Target protein not 
detected in elution 

fractions

Interfering substances 
may be present in 
sample

Avoid interfering 
substances listed 
inTable above

Nob-specific protein 
binding to beads 
and/or tubes

Pre-clear lysate with 
the affinity beads or 
transfer to sample to 
clean tubes before 
detectionBackground too 

high

Insufficient washes

Increase number and 
duration of washes.
Increase salt 
concentration in wash 
buffers
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Technical Support
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registered trademark. All information / detail is correct at time of going to 
print.

For all technical or commercial enquiries please go to:

www.abcam.com/contactus

www.abcam.cn/contactus (China)

www.abcam.co.jp/contactus (Japan)
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