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Anti-Flag Affinity Gel (Anti-Flag3=FI%EER)
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P2282-0.5ml Anti-Flag Affinity Gel (Anti-Flagsg FlEEE) 0.5ml
P2282-2ml Anti-Flag Affinity Gel (Anti-FlagsE FlEEER) 2ml
P2282-10ml Anti-Flag Affinity Gel (Anti-Flagsg FlEEE?) 10ml
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Cat. No. pP2282 pP2271
Product name Anti-Flag Affinity Gel (Anti-Flag& f&EER) Anti-Flag Affinity Gel (Anti-Flag% f&EER)
50% settled gel in 50% glycerol with 10 mM
phosphate-buffered saline and preservative (pH7.4)

Product content 50% settled gel in TBS with preservative (pH7.6)

Matrix 4% agarose 4% cross-linked agarose
Average bead size ~90um
Antibody Mouse monoclonal antibody against Flag-tag
Isotype 1gG2b
M.W. of antibody Approximately 150kDa
co'::(zlnt;?zg[)i/on Approximately 8mg Flag antibody per ml settled gel

Binding capacity Approximately 1mg Flag-tagged protein per ml settled gel

Acid, alkaline, neutral, peptide competitive or SDS-PAGE loading buffer elution. Note: If elute with
Elution method SDS-PAGE loading buffer, the light (~25kDa) and heavy (~50kDa) chain of antibody will be denatured
and release from the gel.

Reagent Chaotropic reagents will denature the target Flag-tagged protein. Do not exceed 0.3M GuHCl or 1.5M




compatibility Urea.

Application Suitable for IP. Co-IP and protein purification.
Storage -20°C | a°C
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P2282-0.5ml Anti-Flag Affinity Gel (Anti-Flag& f&EER) 0.5ml
P2282-2ml Anti-Flag Affinity Gel (Anti-Flagsg flEEi) 2ml
P2282-10ml Anti-Flag Affinity Gel (Anti-Flag& f&EER) 10ml
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Problem

Possible Causes

Solution

Large amount of
tagged protein
found in the flow

through.

Binding time is not enough.

If using batch method, increase the binding time experimentally; If
using column method, use a lower flow rate when loading samples.

Column is overloaded.

Reduce the amount of the sample added to the gel or increase the
amount of gel.

Tag is not accessible to gel.

Expose the epitope tag by adding low amount of denaturant to the
protein extract (dialysis may be needed before applying onto gel), or
fuse the tag to the other terminus of the target protein.

Gel has not been regenerated
since last purification.

Perform gel regeneration procedure prior to binding.

Reagent compatibility problem.

Dialyze the sample against TBS before purification procedure.

The target protein has been
degraded.

1. Prepare fresh lysates. Avoid using frozen lysates.

2. Perform purification at lower temperature, such as 4°C.

3. Use appropriate protease inhibitors in the lysate or increase their
concentrations to prevent degradation of the fusion protein.

Very few or no
tagged protein
exists in the

eluate.

Protein is not completely eluted.

Change elution methods.

No target protein expressed.

Make sure the protein of interest contains the tag by Western blot or
dot blot analyses.

Very low protein expression
level.

1. Use larger volume of cell lysate.
2. Optimize expression conditions to raise the protein expression level.

Washes are too stringent.

1. Reduce the number of washes.
2. Avoid adding high concentrations of NaCl to the mixture.
3. Use solutions that contain less or no detergent

Incubation times are inadequate.

Increase the incubation times with the affinity gel (from several hours
to overnight).

Interfering substance is present in
sample.

1. Lysates containing high concentrations of DTT, 2-mercaptoethanol,
or other reducing agents may destroy antibody function, and must be
avoided.

2. Excessive detergent concentrations may interfere with the
antibody-antigen interaction. Detergent levels in buffers may be
reduced by dilution.

Detection system is inadequate.

If Western blot detection is used:
1. Check primary and secondary antibodies using proper controls to
confirm binding and reactivity.
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2. Verify that the transfer was adequate by staining the membrane with
Ponceau S.
3. Use fresh detection substrate or try a different detection system.
T [ETEIEEn [ 00 S Il 2 e Purify the target protein at lower temperature, such as 4°C.
temperature.
Multiple protein Protein degradation due to
bands found in proteases activity during Add protease inhibitors to cell lysate.
the eluate. purification process.
e 1. Prepare cell lysate again.
Moigpzetie biwlig, 2. Add additional wash steps.
Proteins bind nonspecifically to | 1. Pre-clear lysate with Mouse 1gG-Agarose (P2055+A7028) to remove
the monoclonal antibody, the gel | nonspecific binding proteins.
beads, or the microcentrifuge 2. After suspending beads for the final wash, transfer entire sample to a
tubes. clean microcentrifuge tube before centrifugation.
1. Increase the number of washes.
Background is 2. Prolong duration of the washes, incubating each wash for at least 15
too high. minutes.
. - 3. Increase the salt and/or detergent concentrations in the wash
Washes are insufficient. solutions
4. Centrifuge at lower speed to avoid nonspecific trapping of denatured
proteins from the lysate during the initial centrifugation of the affinity
gel complexes.
MBX~=m:
LI 7 i 2 R f13%
P2006 Protein A Agarose (Fast Flow, 3 [1432%%) 2ml
P2009 Protein G Agarose (Fast Flow, i [14)3%) 2ml
P2012 Protein A+G Agarose (Fast Flow, i [14)%%) 2ml
P2051-2ml Protein A Agarose (Fast Flow, for IP) 2ml
P2051-10ml Protein A Agarose (Fast Flow, for IP) 10ml
P2051-50ml Protein A Agarose (Fast Flow, for IP) 50ml
P2053-2ml Protein G Agarose (Fast Flow, for IP) 2ml
P2053-10ml Protein G Agarose (Fast Flow, for IP) 10ml
P2053-50ml Protein G Agarose (Fast Flow, for IP) 50ml
P2055-2ml Protein A+G Agarose (Fast Flow, for IP) 2ml
P2055-10ml Protein A+G Agarose (Fast Flow, for IP) 10ml
P2055-50ml Protein A+G Agarose (Fast Flow, for IP) 50ml
P2265 Mouse 1gG Agarose (/> i 1gGEz g HE#ERR) 1ml/sml
P2267 Rabbit IgG Agarose (% 1gGEx g b &E ) 1ml/5ml
P2271-0.5ml Anti-Flag Affinity Gel (Anti-Flagsg FIEEE) 0.5ml
P2271-2ml Anti-Flag Affinity Gel (Anti-Flagsg FIEE) 2ml
P2271-10ml Anti-Flag Affinity Gel (Anti-Flagsg FlEEE) 10ml
P2282-0.5ml Anti-Flag Affinity Gel (Anti-Flagsg FlEEE?) 0.5ml
P2282-2ml Anti-Flag Affinity Gel (Anti-Flagsg flEEi) 2ml
P2282-10ml Anti-Flag Affinity Gel (Anti-Flagsg A& i) 10ml
P2285-0.5ml Anti-Myc Affinity Gel (Anti-Myc3EFIIEE) 0.5ml
P2285-2ml Anti-Myc Affinity Gel (Anti-Myc3EFIIEE) 2ml
P2285-10ml Anti-Myc Affinity Gel (Anti-Myc3EFIIEER) 10ml
P2287-0.5ml Anti-HA Affinity Gel (Anti-HASEFIEET) 0.5ml
P2287-2ml Anti-HA Affinity Gel (Anti-HAZEFIEE) 2ml
P2287-10ml Anti-HA Affinity Gel (Anti-HASEFIEET) 10ml
P2289-0.5ml Anti-V5 Affinity Gel (Anti-V53E FlEE ) 0.5ml
P2289-2ml Anti-V5 Affinity Gel (Anti-V53E FlEE ) 2ml
P2289-10ml Anti-V5 Affinity Gel (Anti-V53E FlEE ) 10ml
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