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Product Description

The FLAG® peptide sequence, known also as
DYKDDDDK, is one of the most widely used protein
tags in recombinant protein expression and
purification.! Protein tagging with the FLAG® tag may
be done at the N-terminus, the N-terminus preceded
by a methionine residue, the C-terminus, or at
internal positions of the target protein. The small size
of the FLAG® tag or sequence and its high
hydrophilicity tend to decrease the possibility of
interference with the protein expression, proteolytic
maturation, antigenicity, and function. The N-terminal
FLAG® peptide sequence contains a unique
enterokinase cleavage site which allows it to be
completely removed from the purified fusion proteins.

Monoclonal ANTI-FLAG® M5 is a purified IgG;
monoclonal antibody that is isolated from mouse cell
culture. This antibody binds to N-terminal Met-FLAG®
fusion proteins. It is useful for detection of N-terminal
Met-FLAG® fusion proteins expressed in mammalian
and Drosophilae cells. M5 binding is not dependent on
calcium. Several theses? and dissertations3-8 cite of
use of product F4042 in their protocols.

Note: this monoclonal ANTI-FLAG® M5 product is not
recommended for detection of FLAG® fusion proteins
that have been expressed in E. coli.

Product Profile

Protein concentration: 2.0-5.0 mg/mL (exact value on
Certificate of Analysis for particular lot)

Antigenic binding site:
N-Met-Asp-Tyr-Lys-Asp-Asp-Asp-Asp-Lys-C
Specificity: Anti-FLAG® M5 monoclonal antibody
detects an N-terminal Met-FLAG® fusion protein in a

crude extract of mammalian cells with minimal cross
reactivity.
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Sensitivity: Anti-FLAG® M5 monoclonal antibody
detects less than 1 ng of Met-FLAG-BAP™ (bacterial
alkaline phosphatase) fusion protein on a dot blot
using chemiluminescent detection.

Reagent

This product is supplied as a buffered aqueous
solution with 10 mM sodium phosphate and 150 mM
NaCl, pH 7.4, and also containing 0.02% (w/v)
sodium azide.

Storage/Stability

Store undiluted antibody at -20 °C in working
aliquots. Repeated freezing-and-thawing is not
recommended.

Procedure for Western Blot

Note: To maximize detection sensitivity, adjust the
Anti-FLAG® M5 antibody concentration as needed.

1. Transfer the N-terminal Met-FLAGeBAP™ or
Met-FLAG® fusion protein of interest to a
nitrocellulose membrane.

2. Block the membrane using a solution of 5%
non-fat dry milk in TBS at 37 °C for 1 hour.

3. Wash the membrane twice for 1-2 minutes each
in TBS at room temperature.

4. Incubate the membrane with Monoclonal
ANTI-FLAG® M5 as the primary antibody at
10 pg/mL in TBS at room temperature for
30 minutes.

5. Wash the membrane three times for 1-2 minutes
each in TBS at room temperature.

6. Incubate the membrane with Anti-Mouse
IgG-Peroxidase as the secondary antibody at the
manufacturer's recommended concentration in
TBS. Incubate at room temperature for
30 minutes. Adjust the secondary antibody
concentration to maximize detection sensitivity
and to minimize background.
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7. Wash the membrane three times for 15 minutes
each in TBS at room temperature.

8. Treat the membrane with luminol sodium salt
(5-Amino-2,3-dihydro-1,4-phthalazinedione
sodium salt), Cat. No. A4685, or another
peroxidase substrate.
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Notice

We provide information and advice to our customers
on application technologies and regulatory matters to
the best of our knowledge and ability, but without
obligation or liability. Existing laws and regulations
are to be observed in all cases by our customers. This
also applies in respect to any rights of third parties.
Our information and advice do not relieve our
customers of their own responsibility for checking the
suitability of our products for the envisaged purpose.

The information in this document is subject to change
without notice and should not be construed as a
commitment by the manufacturing or selling entity, or
an affiliate. We assume no responsibility for any
errors that may appear in this document.

Technical Assistance

Visit the tech service page at
SiamaAldrich.com/techservice.

Standard Warranty

The applicable warranty for the products listed in this

publication may be found at SigmaAldrich.com/terms.

Contact Information
For the location of the office nearest you, go to

SiamaAldrich.com/offices.
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