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ANTI-FLAG ® BIOTINYLATED M5
MONOCLONAL ANTIBODY

Product Number F2922
Store at 0 to —20 °C

Product Description

Anti-FLAG BioM5 monoclonal antibody is a purified
murine 1gG; monoclonal antibody that is covalently
attached to biotin by hydrazide linkage. Anti-FLAG
BioM5 antibody will recognize the FLAG sequence at
the Met-N-terminus of FLAG fusion proteins. It can be
detected by avidin or streptadivin conjugates
Anti-FLAG BioM5 monoclonal antibody is useful for
Western blotting, microscopy applications and
formation of avidin-biotin complexes (ABC) in
mammalian and Drosophila cells. Anti-FLAG BioM5
antibody in combination with an avidin or streptavidin
conjugate is the preferred anti-FLAG antibody for
detection of FLAG fusion proteins expressed in mouse
cells.

Binding of anti-FLAG BioM5 monoclonal antibody is not
calcium dependent.

Anti-FLAG BioM5 is not recommended for detection of
FLAG fusion proteins in E. coli.

Anti-FLAG BioM5 monoclonal antibody is supplied in
10 mM sodium phosphate, 150 mM NacCl, pH 7.4,
containing 0.02% sodium azide.

Storage

Store undiluted antibody at 0 to - 20 °C in working
aliquots. Repeated freezing and thawing is not
recommended.

Preparation Instructions

Dilute the anti-FLAG BioM5 monoclonal antibody
solution to 2 mg/ml in Tris Buffered Saline (TBS).

Adjust the antibody concentration to maximize detection
sensitivity and to minimize background.

Tris Buffered Saline (TBS):
0.05 M Tris, 0.15 M NaCl, pH 7.4

Productinformation

Procedure
Procedure for Western Blot

1. Transfer the N-terminal 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 30 minutes.

3. Wash the membrane twice for 5 minutes each in
TBS at room temperature.

4. Incubate the membrane with anti-FLAG BioM5
antibody at 2 mg/ml in TBS at room temperature for
30 minutes.

5. Wash the membrane ten times for a total time of
10 minutes in TBS at room temperature.

6. Incubate the membrane with avidin- or
streptavidin-peroxidase conjugate at the
manufacturer's recommended concentration in
TBS. Incubate at room temperature for 30 minutes.
Adjust the conjugate concentration to maximize
detection sensitivity and to minimize background.

7. Wash the membrane ten times for a total of
10 minutes in TBS at room temperature.

8. Treat the membrane with luminol (5-amino-2,3-
dihydro-1,4-phthalazinedione, Product No. A4685)
or other peroxidase substrate.

Procedure for immunostaining of cultured mammalian
cells using avidin-biotin complexes (ABC)

1. Wash cells grownina9 cm? culture dish with 5 ml
of TBS containing 1 mM calcium chloride (TBS/Ca).

2. Fix with 2 ml of a freshly prepared 1:1 mix of
acetone:methanol.



3. Wash four times with 2.5 ml of TBS/Ca. Product Profile
Antigenic binding site:

4. Incubate with 2 ng/ml of anti-FLAG BioM5 N-Met-Asp-Tyr-Lys-Asp-Asp-Asp-Asp-Lys-C
monoclonal antibody in TBS/Ca for 1 hour. Specificity: Anti-FLAG BioM5 monoclonal antibody

detects a single band of protein on a Western blot

5.  Wash five times with 2 ml of TBS/Ca. from a mammalian crude cell lysate containing a

FLAG<BAP fusion protein.

6. Add preformed ABC complexes prepared according Sensitivity: Anti-FLAG BioM5 monoclonal antibody at
to the manufacturer's instructions, e.g. Vectastain® the recommended concentration detects 1 ng of
ABC kit with horseradish peroxidase conjugate. N-terminal Met-FLAG- BAP fusion protein on a dot
Incubate 30 minutes at room temperature blot using streptavidin-peroxidase.

7. Wash five times with 2 ml of TBS/Ca. 12/01

8. Stain with peroxidase substrate e.g. o-dianisidine
(Product No. D9154). Monitor staining by
microscopy. Stop reaction by washing with distilled
water.

Vectastain is a registered trademark of Vector Labs, Inc.

These products and/or their use are covered by one or more of the following

patents:US 5,011,912, US 4,703,004, US 4,782,137, US 4,851,341, EP 150126,EP 335899, JP 1983150,JP 2665359, CA 1307752. Use of these
products are subject to the terms of a license provided in the product packaging, a copy of which will be provided upon request. FLAGO and ANTI-
FLAGO registered trademarks of Sigma-Aldrich Biotechnology LP. The product designations of pFLAGO, p3XFLAGO, pFLAG-10 ,pFLAG-

20 ,pFLAGSHIFTO ,pFLAG-CTSO ,pFLAG-ATSO pFLAG-MAQD ,pFLAG-CMV O ,YEpFLAGO, and FLAG-BARD are trademarks of Sigma-Aldrich
Biotechnology LP.

LICENSE AGREEMENT

The enclosed DNA expression vector and/or antibody are specifically adapted for a method of producing selected protein molecules covered by one or
more of thefollowing patents owned by Sigma-Aldrich Co.: U.S. Patent Nos. 5,011,912, 4,703,004, 4,782,137 and 4,851,341; EP Patent No. 150,126 (Austria,
Belgium, Switzerland, France, United Kingdom, Italy, Netherlands and Sweden); EP Patent No. 335,899 (Belgium, Switzerland, Germany, France, United
Kingdom, Italy, Luxembourg and Sweden); German Patent No. P3584260.1; Canadian Patent No. 1,307,752; and Japanese Patent Nos. 1,983,150 and 2,665,359.
Y our payment includes alimited license under these patents to make only the following uses of these products:

A. Vector License: You may use the enclosed vector to transform cells to produce proteins containing the amino acid sequence DY KDDDDK for
research purposes provided, however, such research purposes do not include binding an unlicensed antibody toany portion of this amino acid sequence nor using
such proteins for the preparation of antibodies having an affinity for any portion of this amino acid sequence.

B. Antibody License: You may only use the enclosed antibody for research purposes to perform amethod of producing a protein in which the
protein is expressed in ahost cell and purified by use of the antibody in accordance with aclaim in one of the above patentsin force in a country where the use
actually occurs so long as: (1) you perform such method with a DNA expression vector licensed from Sigma Aldrich Co.; and (2) you do not bind (or alow others
to bind) an unlicensed antibody to any DYKDDDDK epitope of any fusion protein that is produced by use of the method.

This license does not indude any rights under any other patents. Y ou are not licensed to use the vector and/or antibody in any manner or for any
purpose not recited above. As used above, the term "unlicensed antibody" means any antibody which Sigma-Aldrich Co. has not expresdy licensed pursuant to
Paragraph B, above. Sigma-Aldrich Co. hereby expressly retains all rightsin the above listed patents not expressly licensed hereunder.

If thetermsand conditions of this License Agreement are acceptable to you, then you may open the vessel(s) containing the vector and/or antibody
and, through such act of opening avessel, will have shown your acceptance to these terms and conditions.

If the termsand conditions of this License Agreement are not acceptable to you, then please return the vessel (s) unopened to Sigma-Aldrich Co. for a
complete refund of your payment.

For additiona licensing information or to receive a copy of any of the above patents, please contact the Sigma-Aldrich Co. licensing department at
telephone number 314-771-5765.

Sigma brand products are sold through Sigma-Aldrich, Inc.
Sigma-Aldrich, Inc. warrants that its products conform to the information contained in this and other Sigma-Aldrich publications.
Purchaser must determine the suitability of the produc t(s) for their particular use. Additional terms and conditions may apply.
Please see reverse side of the invoice or packing slip.



