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0.025 ml

Please see the vial label for concentration. If unlisted please contact technical
services.

Store at 4C short term. Aliquot and store at -20C long term. Avoid freeze-thaw
cycles.

Polyclonal

5mM Sodium Azide

IgY

Ammonium sulfate precipitation
PBS

50 kDa

Chicken

7431

VIM

Human, Mouse, Rat

Human, mouse, and rat.

Mesenchymal Cells Marker

Recombinant human Vimentin purified from E. coli. [Swiss-Prot# P08670]

Western Blot, Immunocytochemistry/Immunofluorescence,
Immunohistochemistry, Immunohistochemistry-Paraffin

Immunohistochemistry-Paraffin 1:150, Western Blot 1:10000-1:20000,
Immunocytochemistry/Immunofluorescence 1:5000, Immunohistochemistry
1:150

This Vimentin antibody is useful for Immunohistochemistry paraffin embedded
sections, Western blot and Immunocytochemistry/Immunofluorescence.
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Images

Western Blot: Vimentin Antibody [NB300-223] - Western blot of crude
extract of human embryonic kidney Hek293 cells stained with NB300-
223, showing a single strong clean band at approx. 50kDa.

50kDa> ==

Immunocytochemistry/Immunofluorescence: Vimentin Antibody [NB300-
223] - View of mixed neuron/glial cultures stained with NB300-223
(green) and rabbit antibody to GFAP antibody NB300-141(red). Vimentin
is expressed alone in fibroblastic and endothelial cells, which are the
flattened cells in the middle of the image which appear green. Astrocytes
may express primarily GFAP, or GFAP and vimentin, and so appear red
(GFAP only) or golden yellow (GFAP and Vimentin). In cells which
express both GFAP and vimentin, the two protein assemble to produce
heteropolymer filaments.
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Procedures

Immunostaining of cells in tissue culture protocol specific for Vimentin Antibody (NB300-223)
Immunostaining of cells in tissue culture

The purpose of fixation is to denature the components of cells enough so that they stay on the dish and can be bound
by antibodies, hopefully without destroying cellular morphology. Fixatives such as formalin, paraformaldehyde and
glutaraldehyde chemically cross-link proteins, by binding to amino acid side chains. This chemical modification can
also have the consequence of blocking antibody binding sites. Substances such as acetone and methonal are not
true fixatives but are denaturants, which precipitate proteins without covalently modifying them. We routinely use a
combination of mild formalin fixation followed by cold methanol for neurons, mixed neuron/glial cultures and most
used cell lines. The formalin preserves the cellular morphology quite well, while the methanol further denatures the
proteins of the cells and helps keep what is left of the cell adherent to the dish. For soluble proteins it may be
necessary to skip the methanol step, but in this case you have to be very careful with the washing steps, as the cells
tend to wash off the dish. Certain antibodies may be very sensitive to formalin fixation, so you may have to
experiment a little, perhaps skipping that step. The following procedure work for antibodies to most cytoskeletal and
signaling molecules. This procedure is good for cells in 6 well dishes or in 35mm tissue culture plates.

1. Draw the culture medium with aspirator and add 1 ml of

3.7 % formalin in PBS solution to the dish (from 10mls Fisher 37% formalin plus 90mls PBS, the Fisher formalin
contains 37% formaldehyde plus about 1% methanol which may be relevant sometimes). Let sit at room temp for 1
minute (can add 0.1% Tween 20 to PBS used here and all subsequent steps to reduce background; probably best not
to do this first time around, though, as it may extract your antigen or help wash your cells off the dish).

2. Take off the formalin/PBS and add 1ml of cold methanol (-20C, kept in well sealed bottle in fridge). Let sit for no
more than 1 minute.

3. Take off methanol and add 1ml of PBS, not letting the specimen dry out. To block nonspecific antibody binding can
add ~10ml (=1%) of goat serum (Sigma), and can incubate for 30 minutes. Then add antibody reagents. Typically
100ml of hybridoma tissue culture supernatent or 1ml of mouse ascites fluid or crude serum. Incubate for 1 hour at
room temp. (or 37C for 30 minutes to 1 hour, or 4C overnight, exact time not too critical). Shake gently for well
adherent cell lines (3T3, HEK293, etc.).

4. Remove primary antibody and replace with 1 ml of PBS. Let sit for 5-10 minutes, replace PBS and repeat twice, to
give three washes in PBS.

5. Add 0.5 mis of secondary antibody. These are fluorescently labeled goat anti-chicken antibodies and are
conjugated to ALEXA dyes and are from Molecular probes (Eugene Oregon, the ALEXA dyes are sulphonated
rhodamine compounds and are much more stable to UV than FITC, TRITC, Texas red etc.). Typically make 1:2,000
dilutions of these secondaries in PBS plus 1% goat serum, BSA or non fat milk carrier. Incubate for 1 hour at room
temp. (or 37C for 30 minutes to 1 hour, or 4C overnight). Shake gently for well adherent cell lines (3T3, HEK293,
etc.).

6. Remove secondary antibody and replace with 1 ml of PBS. Let sit for 5-10 minutes, replace PBS and repeat twice,
to give three washes in PBS.

7. Drop one drop of Fisher mounting medium onto dish and apply 22mm square coverslip. View in the microscope.
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Novus Biologicals USA
8100 Southpark Way, A-8
Littleton, CO 80120

USA

Phone: 303.730.1950

Toll Free: 1.888.506.6887
Fax: 303.730.1966
novus@novusbio.com

Novus Biologicals Europe

19 Barton Lane

Abingdon Science Park

Abingdon, OX14 3NB, United Kingdom
Phone: (44) (0) 1235 529449

Free Phone: 0800 37 34 15

Fax: (44) (0) 1235 533420
info@bio-techne.com

Limitations

This product is for research use only and is not approved for use in humans or in clinical diagnosis.

Novus Biologicals Canada

461 North Service Road West, Unit B37
Oakville, ON L6M 2V5

Canada

Phone: 905.827.6400

Toll Free: 855.668.8722

Fax: 905.827.6402
canada@novushio.com

General Contact Information
WWW.Nnovushio.com

Technical Support: technical@novusbio.com

Orders: orders@novusbio.com
General: novus@novusbio.com

Primary Antibodies are guaranteed for 1 year from date of receipt.

For more information on our guarantee, please visit www.novusbio.com/guarantee.
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