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UltraBio™ Anti-Flag (DYKDDDDK) Magnetic Beads

Cat. No.: A751537 | Packsize:0.2mL/1mL | Storage:2-8°C, do not freeze

Overview

The DYKDDDDK peptide (also known as Flag tag) is one of the most commonly used epitope tags in
the expression and purification of fusion proteins. It can be fused to the N-terminus, C-terminus, or
middle of the target protein sequence. This tag has excellent hydrophilicity, making it easy to display
on the surface of fusion proteins, and has minimal interference with the natural function of the
target protein. When fused to the N-terminus of the target protein, it can be specifically cleaved by
Enterokinase (EK) at the N-terminus of the lysine at the C-terminus of the sequence (cleavage site:
DYKDDDDKA, K), leaving no redundant amino acid residues after cleavage. As a classic epitope tag in
protein research, the DYKDDDDK (Flag) tag can be fused with the target protein through recombinant
DNA technology, facilitating the affinity purification, expression detection and other experimental
needs of the target protein. It is widely used in research fields such as Western blotting,
immunoprecipitation, and affinity purification.

Anti-DYKDDDDK antibody can specifically recognize target proteins fused with the DYKDDDDK (Flag)
tag, and is widely used for the expression verification, intracellular localization analysis of such fusion
proteins, as well as the affinity purification, qualitative and quantitative detection of fusion proteins.
All Anti-DYKDDDDK antibodies developed by our company have high affinity, can simultaneously
recognize DYKDDDDK tags fused at the N-terminus and C-terminus, and are suitable for various
immunological experiments such as Western blot (WB), Immunoprecipitation (IP), and
Immunohistochemistry (IHC).

The polymer magnetic beads used in this product perfectly combine superparamagnetic materials
and polymer matrices through advanced polymer polymerization technology. They have faster
magnetic responsiveness while maintaining excellent microsphere dispersibility, extremely low non-
specific adsorption, and more abundant binding sites. They can be efficiently adapted for the
conjugation of Anti-DYKDDDDK antibody and subsequent capture experiments of Flag-tagged fusion
proteins. For detailed performance parameters of the magnetic beads, see the table below.

Technical Parameters

o

Bead Matrix Polymer magnetic beads
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Ligand Anti-DYKDDDDK recombinant tag antibody (humanized)
Particle Size 1um

Bead Concentration 10 mg/mL

Storage Buffer Tris (pH 8.0), 0.01% Tween 20, 0.1% ProClin 300.

Usage Instructions

This protocol is primarily designed for protein interaction experiments. Each reaction uses 20 pL of
UltraBio™ Anti-Flag (DYKDDDDK) Magnetic Beads. The workflow can be referenced in Figure 1.
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Figure 1: Workflow for using UltraBio™ Anti-Flag (DYKDDDDK) Magnetic Beads

Aladdin Scientific | For Research Use Only | www.aladdinsci.com | © Aladdin Scientific Corp.

Page 2 of 7



ALADDIN SCIENTIFIC

° ®
a 1 I l Reagents - Kits - Standards
SCIENTIFIC Product Instructions

For Research Use Only
www.aladdinsci.com

1. Recommended Buffers (Self-prepared)

Wash Buffer 20 mM NazHPOgs, 0.15 M NaCl, 0.05% (v/v) Tween-20, pH 7.4
Elution Buffer 0.1 M Glycine, 0.15 M NaCl, pH 3.0
Neutralization Buffer 1 M Tris-HCl, pH 8.0

2. Bead Washing

2.1 Transfer 20 pL of thoroughly resuspended magnetic beads to a 1.5 mL microcentrifuge tube. Add
500 pL of Wash Buffer and gently invert the tube 5-10 times to mix (avoid vortexing).

2.2 Place the tube on a magnetic stand. Once the beads are fully captured (approximately 30 seconds
to 1 minute), carefully aspirate and discard all supernatant (avoid disturbing the bead pellet).

2.3 Repeat steps 2.1 and 2.2 four more times, for a total of five washes. After the final wash, remove
as much supernatant as possible, leaving the beads ready for use.

3. Sample Incubation

3.1 Add 500-1000 pL of your cell lysate sample to the washed beads. Incubate at room temperature
or 4°C for 60 minutes (incubation on a rotary mixer is recommended for thorough mixing).

3.2 After incubation, place the tube on the magnetic stand. Once all beads are captured, transfer the
supernatant to a new tube (keep for later analysis if needed).

3.3 Add 500 pL of Wash Buffer to the tube with the beads, gently invert 5-10 times, place on the
magnetic stand, and discard the supernatant once beads are captured.

3.4 Repeat step 3.3 five times.

Note: Recommended incubation temperature and duration: Room temperature for 0.5-2 hours or
4°C for 1-4 hours. Optimize incubation time based on actual binding efficiency. Overnight incubation
is generally not recommended as it may increase non-specific binding. During each wash step, after
adding Wash Buffer, the beads can be left on ice for 3—5 minutes.

4. Protein Elution
4.1 Elution Buffer Method

Add 40 pL of Elution Buffer per 20 uL of original bead volume. Incubate at room temperature or 4°C
for 5-10 minutes, gently mixing 3-5 times during incubation. Place the tube on the magnetic stand.
Once beads are captured, transfer the supernatant to a new tube. Add a small amount of
Neutralization Buffer to adjust the pH to neutral, then proceed to Western blot analysis.

4.2 SDS-PAGE Loading Buffer Method
Add 60 pL of 1x SDS Loading Buffer per 20 uL of original bead volume. Mix gently and heat at 95—

100°C for 5-10 minutes. Place the tube on the magnetic stand for 10 seconds, then collect the
supernatant for SDS-PAGE electrophoresis or Western blot analysis.
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Precautions

1. Storage: Store this product at 2-8°C. Do not freeze.
2. Appearance: Minor aggregation is normal and does not affect performance.

3. Reducing Agents: Do not use cell lysis samples containing high concentrations of reducing agents
(e.g., DTT), as these may cause antibody ligand detachment.

4. Urea Tolerance: This product can tolerate urea concentrations < 2 M. Higher concentrations may
cause antibody ligand detachment.

5. Handling: Avoid aspirating beads during washing and elution steps. Aspirating beads during
washing reduces final capacity; aspirating beads during elution affects protein quality and
electrophoresis results. After the first elution, you can transfer the eluate to a new tube and place it
on the magnetic stand again to capture any beads accidentally transferred.

Frequently Asked Questions (FAQ)

Q: What is the difference between polymer magnetic beads and agarose magnetic beads?
A:
Agarose beads are porous microspheres with a particle size of 30—100 um. During coupling, some

ligands enter the pores, resulting in relatively high binding capacity, making them suitable for rapid
protein purification.

Polymer beads typically have a particle size below 1-3 pum, with ligands mainly distributed on the
surface. This type of bead allows rapid protein binding with minimal steric hindrance, making them
suitable for protein interaction experiments like IP, Co-IP, and Pull-down, although their binding
capacity is not as high.

We recommend using agarose beads for protein purification experiments and polymer beads for
protein interaction experiments such as IP, Co-IP, and Pull-down.

Q: Why is the target protein not binding?
A:

e No or low expression of the target protein: It is recommended to check the original expression
level by Western blot (WB) before purification. If there is no WB signal, capturing the protein will
be difficult.

e Sample contains high concentrations of reducing agents (e.g., DTT, B-ME): These can break
antibody disulfide bonds, causing ligand detachment. Use mild lysis buffers without reducing
agents.

e Flag(DYKDDDDK) tag is sterically hindered: Protein folding may hide the tag. Try moving the tag
to the N-terminus/C-terminus or adding a flexible linker peptide (e.g., (GGS).).
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¢ Insufficient incubation conditions: Temperature/time not optimized (e.g., room temperature
incubation < 30 min, 4°C incubation < 1 h), or lack of rotation/mixing leading to incomplete
binding.

¢ [nsufficient bead amount: Adjust the bead volume according to the amount of target protein in
the sample (typically 20 pL beads for 1-5 mg total protein).

e Excessively vigorous washing: Vortexing can cause bound protein to detach. Gently invert the
tube instead.

Application Example

DYKDDDDK tag IP Experiment: Sample is an intracellularly expressed protein containing both His and
DYKDDDDK tags.
1. Take 0.5 mL of suspension cells (=1.5x10° cells), wash three times with 1xPBS (pH 7.4) at room
temperature, then quickly perform lysis and centrifugation.
2. Add 20 pL of pre-washed magnetic beads to the post-centrifugation supernatant and incubate
with shaking for 30 minutes.
3. Transfer the tube containing the beads to a magnetic stand to separate beads from liquid. Aspirate
the supernatant, leaving the beads.
4. Wash with Wash Buffer five times, then add 1x SDS Loading Buffer and heat at 99°C for 10 minutes
before proceeding to WB.
5. The detection antibody used was Anti-His-HRP mAb. The negative control (-) used beads without
the DYKDDDDK antibody incubated with the sample. Results are shown in Figure 2.
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Figure 2: Western blot after IP using UltraBio™ Anti-Flag (DYKDDDDK) Magnetic Beads.
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Figure 2 demonstrates that UltraBio™ Anti-Flag (DYKDDDDK) Magnetic Beads effectively capture the
DYKDDDDK-tagged fusion protein from the sample, with no non-specific protein binding.
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Specifications
N

Synonyms Anti-DYKDDDDK (Flag) Magbeads

Specifications & Purity BioReagent, for protein analysis, 10 mg/mL; Particle Size: 1 um

Stability and Storage Store at 2-8°C long term (24 months). Do not freeze.

Storage Store at 2-8°C, Do not freeze

Wet ice, Do not freeze.
Shipped In This product requires cold chain shipping. Ground and other economy

services are not available.

Recommended Applications

Co-immunoprecipitation (Co-IP) - immunoprecipitation (IP) - protein—protein interaction
studies - affinity capture and purification of tagged fusion proteins - Western blot sample preparation

Contact & Global Offices

Whether you have a technical question, need help with a quotation, or want to inquire about an
order, our regional teams are ready to assist. Please contact the office for your region; for general
inquiries, the North American office is the corporate primary.

NORTH AMERICAN SALES, SUPPORT & GENERAL INQUIRIES EU SALES, LOGISTICS & LOCALIZED SUPPORT
Aladdin Scientific Corporation Aladdin Biochem Deutschland GmbH
14078 Meridian Parkway, Riverside, CA 92518, USA Westring 2, 33142 Biiren, Germany
Phone: 1-833-552-7181 Phone: +02951 9383958

Sales: sales@aladdinsci.com Support: support.eu@aladdinsci.com

Customer Service: custserv@aladdinsci.com

Limitations & Disclaimer

For Research Use Only (RUO). Not for use in human or animal diagnostics, therapeutics, or in vivo
applications. Not for food, cosmetic, or household use.
This product is not a CE-marked in vitro diagnostic device under IVDR (EU) 2017/746 and is not an
FDA-cleared device under 21 CFR. Use is restricted to verified businesses, institutions, and qualified
professionals for research and development purposes.
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Where the product or any component is classified as hazardous under CLP (EC) 1272/2008 or OSHA
HCS (29 CFR 1910.1200), the product Safety Data Sheet (SDS) takes precedence over this document
for handling, storage, and disposal information.

Performance depends on sample type, sample condition, handling, and operator technique. Users
are responsible for validating the product for their specific application.

Aladdin product labels, SDS, COA, and approved specifications take precedence over this document.
If product formulation, label, SDS, storage conditions, pack size, or quality specifications change, this
document would be reviewed and reissued.
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