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NB100-91713
Claudin-5 Antibody

Product Information
Unit Size
Concentration
Storage

Clonality

Preservative

Purity

Buffer

Target Molecular Weight

Product Description
Host

Gene ID

Gene Symbol
Species

Reactivity Notes
Immunogen

Product Application Details

Applications

Recommended Dilutions

Application Notes
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0.1ml
1.0 mg/ml

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

Polyclonal

0.05% Sodium Azide
Immunogen affinity purified
PBS (pH 7.2)

23 kDa

Rabbit

7122

CLDN5

Human, Mouse, Rat

Human, Mouse and Rat.

Synthetic peptide, corresponding to amino acids 171-220 of Human Claudin-5.

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

Western Blot 1:500-1:1000, Immunohistochemistry 1:10-1:500,
Immunocytochemistry/Immunofluorescence 1:50-1:200, Immunohistochemistry-
Paraffin 1:50-1:200

Western blot (WB) analysis of Claudin 5 (S201) pAb in extracts from A549 cells.
Immunohistochemistry (IHC) analyzes of Claudin 5 (S201) pAb in paraffin-
embedded human brain tissue.
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Publications

Ding R, Chen Y, Yang S et al. Blood-brain barrier disruption induced by hemoglobin in vivo: Involvement of up-
regulation of nitric oxide synthase and peroxynitrite formation. Brain Res. 2014 May 09 [PMID: 24814387] (IHC-P,
WB, Rat)

Madlambayan GJ, Butler JM, Hosaka K et al. Bone marrow stem progenitor cell contribution to neovasculogenesis is
dependent on model system with SDF-1 as a permissive trigger. Blood :blood-2009-2003-211342. 2009 [PMID:

19717647]
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Procedures

Western Blot Protocol for Claudin 5 Antibody (NB100-91713)
Western Blot Protocol:

1. Prepare cell / tissue lysate(s) (see cell / tissue lysis protocol)

2. Make up lysates to a total volume of 10-20 ul with 4x SDS sample buffer (see recipes) containing a reducing agent
(either 10% B-ME or 0.3M DTT in the 4x SB).

3. Prepare SDS-PAGE gel (see SDS-PAGE gel pouring).

4. Place gel in running chamber and fill with 1 x SDS Running Buffer. Use 10x stock (see recipes).

5. Heat samples at 95-100C for 5 minutes.

6. Load 5ul of a control pre-stained protein ladder to track sample migration in the first lane of the gel. This is also
useful for the transfer step to verify the procedure is successful. These are widely available for most suppliers
(Invitrogen, Biorad, Fermentas, etc).

7. Load boiled samples. Electrophorese at constant 100V until the blue bromophenol dye reach the bottom of the gel.

Protein Transfer:

1. Place gel and blotting pads in transfer buffer solution.

2. Transfer gel to filter paper wetted in transfer buffer solution.

3. Assemble transfer sandwich by orientating cathode, filter paper, gel, membrane (nitrocellulose / PVDF), filter paper,
anode so protein transfer goes in the direction of cathode to anode. These are typically coloured black (cathode) and
red (anode). The choice of membrane (nitrocellulose / PVDF) depends on the protein studied and the antibodies
used. Generally you will get the use instructions you need through antibody guidelines. PVDF is particularly useful if
you are working with small or highly charged proteins. Remember to make PVDF soaked in methanol for 5 minutes
prior to use.

4. Electrophorese for 90 minutes at 100V or overnight at 4 degrees C at 20V. Proceed electrophoresis on ice orin a
cold room as the transfer generates a lot of heat!

5. Check membrane for transfer of control protein ladder. If using nitrocellulose, sample transfer and relative
concentration can be assessed by staining the membrane with Ponseau S solution (0.1% ponceau, 5% acetic acid).
This is a reversible stain which is removed by a simple wash in TBST.

Protein Labeling:

1. Incubate membrane in blocking solution for 1 hour at room temperature or at 4 degrees C overnight with shaking.
The blocking solution is normally composed of 5% non-fat milk in TBS-T, and some antibodies require BSA in place
of milk. This is normally clear in the manufacturers instructions for the antibody for testing. To make TBS-T, using 10
X TBS, add Tween-20 to a final concentration of 0.05%.

2. Incubate primary antibody overnight or at room temperature for 2 hours prepared in 5% milk/TBST.

3. Remove antibody solution and wash membrane three times for 5-15 minutes in TBST.

4. Incubate membrane with an appropriate secondary antibody (peroxidase conjugated) for 1 hour at room
temperature in 5% milk/TBST. For example if your primary antibody was raised in rabbit, a goat anti-rabbit HRP
should be used as a secondary antibody.

5. Remove antibody solution and wash membrane three times for 5-15 minutes in TBST.

Protein Detection:

1. There are numerous commercial available chemiluminescence reagents (Amersham, Pierce, Invitrogen) and a
range of sensitivities of detection levels is included. These typically take the form of two solutions which are combined
and then incubated immediately on the membrane for 1 - 5 mintues.

2. Make membrane exposed to X-ray film for 1 minute to 1 hour, depending on protein signal and chemiluminesence
method.
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Novus Biologicals USA
10730 E. Briarwood Avenue
Centennial, CO 80112

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

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@novusbio.com

General Contact Information
WWW.Nnovushio.com

Technical Support: technical@novusbio.com

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

This product is for research use only and is not approved for use in humans or in clinical diagnosis.
Primary Antibodies are guaranteed for 1 year from date of receipt.

For more information on our 100% guarantee, please visit www.novusbio.com/guarantee

Earn gift cards/discounts by submitting a review: www.novushio.com/reviews/submit/NB100-91713

Earn gift cards/discounts by submitting a publication using this product:

www.novusbio.com/publications
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