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Product Name:

3X FLAG Peptide

Cat. No.:

GP10149

Chemical Properties
Cas No.

N/A

Chemical
Name

3X FLAG Peptide

Canonical
SMILES

CCC(C)C(C(=O)NC(CC(=O)O)C(=O)NC(CC1=CC=C(C=C1)O)C(=O)NC(CCCCN)C(=O)NC(CC(=O)O)C(=
O)NC(CC(=O)O)C(=O)NC(CC(=O)O)C(=O)NC(CC(=O)O)C(=O)NC(CCCCN)C(=O)O)NC(=O)C(CC(=O)O)
NC(=O)C(CC2=CNC=N2)NC(=O)C(CC(=O)O)NC(=O)C(CCCCN)NC(=O)C(CC3=CC=C(C=C3)O)NC(=O)
C(CC(=O)O)NC(

Formula

C120H169N31O49S

M.Wt

2861.87

Solubility

≥143.1mg/mL in DMSO,
<14.35mg/mL in EtOH,
≥143.4mg/mL in H2O with gentle
warming

Storage

Desiccate at -20°C

General tips

For obtaining a higher solubility , please warm the tube at 37 ℃ and shake it in the ultrasonic bath
for a while.Stock solution can be stored below -20℃ for several months.

Shipping
Condition

Evaluation sample solution : ship with blue ice All other available size: ship with RT , or blue ice upon
request.

Caution: Producthasnot been fully validated for medical applications. For research use only.
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Structure

Protocol
ELISA experiment [1]:
Preparation method
The solubility of this peptide in sterile water is >10 mM. Stock solution should be splited and
stored at -80°C for several months.
Applications
3-Flag peptide has found widespread use as a mild puriﬁcation reagent for Flag-epitope
tagged recombinant proteins. Although its aﬃnity columns release monovalent ﬂagged
proteins in the absence of calcium, the antibody retains substantial aﬃnity for the Flag
sequence even in metal-free conditions, so that it has been impossible to use it to develop a
metal-sensitive ELISA assay. This is due to the ability of the antibody to remain bound to
polyvalent surface-coated antigen, for instance, when Flagged proteins are bound to ELISA
plates or blotting ﬁlters. The resultant antigen polyvalence raises the avidity of the Flag
antibody to a point where the reaction is essentially calcium-independent. However, when
the antibody itself was made monovalent, by proteolytic cleavage to the Fab, this situation
was reversed and the ELISA reaction became calcium-dependent. This new metal-dependent
ELISA assay was used to explore the metal requirements of the antibody in detail. Among
divalent metals, binding tapered oﬀ with increasing radius above that of calcium, or with
decreasing radius below that of calcium. Several smaller metals, such as nickel, acted as
inhibitors of the binding reaction. Substantial binding was demonstrated for heavy metals
such as cadmium, lanthanum and samarium. Because it is of interest to use this antibody for
the co-crystallization of recombinant Flag-fusion proteins, the ability to bind heavy metals
was a signiﬁcant ﬁnding.
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Background
The FLAG-tag system utilizes a short, hydrophilic 8- amino-acid peptide that is fused to the protein of interest1. The
FLAG peptide binds to the antibody M1. Whether binding is calcium-dependent manner2 or –independent3 remains
controversial. A disadvantage of the system is that the monoclonalantibody puriﬁcation matrix is not as stable as
others. In general, small tags can be detected with speciﬁc monoclonal antibodies.
To improve the detection of the FLAG tag the 3x FLAG system has been developed. This threetandem FLAG epitope
is hydrophilic, 22-amino-acids long and can detect up to 10 fmol of expressed fusion protein. The FLAG-tagged
maltodextrin-binding protein of Pyrococcus furiosus has been crystallized4 and the quality of the crystals was very
similar to that of crystals of untagged protein.
Finally, the FLAG-tag can be removed by treatment with enterokinase, which is speciﬁc for the ﬁve C-terminal amino
acids of the peptide sequence5.
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