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0.05 ml

This product is unpurified. The exact concentration of antibody is not
guantifiable.

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

Polyclonal

0.035% Sodium Azide
IgG

Unpurified

Supplied as serum
8.5 kDa

Rabbit

6233

RPS27A

Human, Mouse, Rat

This antibody recognizes ubiquitinated inclusion bodies and both the mono- and
polyubiquitin forms. This recognizes aggresomes.

Purified ubiquitin conjugated with glutaraldehyde to KLH

Western Blot, Immunocytochemistry/ Immunofluorescence,
Immunohistochemistry, Immunohistochemistry-Frozen, Immunohistochemistry-
Paraffin, Proximity Ligation Assay

Western Blot 1:5000-1:10000, Immunohistochemistry 1:500-1:1000,
Immunocytochemistry/ Immunofluorescence 1:500-1:1000,
Immunohistochemistry-Paraffin 1:500-1:1000, Immunohistochemistry-Frozen
1:500-1:1000, Proximity Ligation Assay

This Ubiquitin antibody can be used for
Immunocytochemistry/Immunofluorescence, Immunohistochemistry, and
Western blot. IHC-Fr reported in scientific literature (PMID: 25898785). Use in
Proximity ligation assay reported in scientific literature (PMID:33053339).
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Images

Western Blot: Ubiquitin Antibody [NB300-129] - Analysis of HEK293 cell
lysates using rabbit Ubiquitin antibody, dilution 1:5000 (Green), and
mouse beta-Tubulin antibody, dilution 1:10000 (Red) used as a loading
control. [1] protein standard (Red), [2] cells maintained in normal
medium, [3] cells treated with proteasome inhibitor lactacystin (Lc) at
10uM for 16 hours. Lysed cells were lysed and the lysate subjected to
electrophoresis on a 4-20% SDS-PAGE gel, then electrophoretically
transferred to PVDF membranes. The smear detected above the 200kDa
standard represents accumulations of ubiquitinated proteins in the Lc
treated cells. The prominent band at ~8kDa corresponds to
monoubiquitin.

Immunocytochemistry/Immunofluorescence: Ubiquitin Antibody [NB300-
129] - Analysis of HelLa cells stained with rabbit pAb to ubiquitin, NB300-
129, dilution 1:1,000 in red, and costained with chicken pAb to vimentin,
dilution 1:10,000, in green. The blue is DAPI staining of nuclear DNA. [A]
Control HeLa cells maintained in normal medium, [B] HeLa cells treated
with 10uM of the proteasome inhibitor lactacystin (Lc) for 24 hours.
Proteasomal inhibition leads to formation of strongly ubiquitin positive
cytoplasmic inclusions. Note the diffuse cytoplasmic ubiquitin staining in
control cells and well defined ubiquitin positive inclusions in the Lc
treated cells.

Immunohistochemistry-Paraffin: Ubiquitin Antibody [NB300-129] - IHC
staining of Ubiquitin in human rectal cancer using DAB with hematoxylin &
counterstain. B

Immunocytochemistry/Immunofluorescence: Ubiquitin Antibody [NB300-
129] - Immunofluorescent staining of aggresomes of mouse L-cells
treated with lactacysteine, using NB300-129.
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Procedures

Immunohistochemistry-Paraffin Protocol Specific for NB300-129: Ubiquitin Antibody
Ubiquitin Antibody:
Materials

1) 1 Phosphate buffered saline (pH 7.6): NaCl 137mmol/L, KCI 2.7mmol/L, Na2HPO4 4.3mmol/L, KH2PO4 1.4
mmol/L

2) Citrate buffer, 0.01 M, pH6.0, Sodium Citrate 3g, Citric acid 0.4g

3) 3% Hydrogen peroxide

4) Primary antibody

5) Blocking serum (normal serum)

6) Biotinylated secondary antibody

7) DAB staining kit

Methods

1. Dewax and hydration of slides using xylene and EtOH:

Dry slides for 20 min in a 60 C oven

Add Xylene, 2 x 10 min

100%, 95%, 80%, and 70% EtOH, 5 min each EtOH concentration
Rinse in PBS, 5'

2 Antigen retrieval method (only for paraffin slides)

la. High-pressure antigen retrieval procedure (recommended method)

Place slides in a glass slide holder (ensure that the slide holder is completely filled with slides, slides without sections
if necessary, to ensure even heating. The entire slide holder is immersed in 1000 ml of Citrate buffer (0.01M, pH6.0)
within a pressure cooker

Once steam is produced, and ONLY when steam is visible, from the pressure cooker (usually 15-20 min), the
required high-pressure will have been reached, and slides will be incubated for 2 min.

Turn off heat, and allow buffer and slides to cool to room temperature

Slides are then rinsed in PBS for 5 minutes

Add 3% hydrogen peroxide solution, 10'at RT, then PBS, 3X5'

Normal blocking serum, 20'at RT

Incubate with Primary Ab, 4C overnight or 1.5 hours at 37C

Rinse with PBS, 3 X 5' each rinse

Add Biotin-conjugated second antibody, 10'at RT

Rinse with PBS, 3 X 5' each rinse

Add Streptavidin-Peroxidase, 10'at RT

. Rinse with PBS, 3 X 5' each rinse

10. Staining with DAB solution, 2-5'under microscope

11. Stop the reaction by washing in tap water

12. Counterstain in Haematoxylin for 3-5 minutes

13. 75%, 80%, 95% and 100% ethanol, 5x2', xylene 2 x 10'
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a bietechne brand

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
nb-customerservice@bio-techne.com

Bio-Techne Ltd

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.EMEA@bio-techne.com

Products Related to NB300-129

Bio-Techne Canada

21 Canmotor Ave

Toronto, ON M8Z 4E6

Canada

Phone: 905.827.6400

Toll Free: 855.668.8722

Fax: 905.827.6402
canada.inquires@bio-techne.com

General Contact Information
WWW.novusbio.com

Technical Support: nb-technical@bio-
techne.com

Orders: nb-customerservice@bio-techne.com
General: novus@novusbio.com

HAFO008 Goat anti-Rabbit IgG Secondary Antibody [HRP]
NB7160 Goat anti-Rabbit IgG (H+L) Secondary Antibody [HRP]
NBP2-24891 Rabbit IgG Isotype Control

NBP2-58398PEP

Limitations

Ubiquitin Recombinant Protein Antigen

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.novushbhio.com/reviews/submit/NB300-129

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

www.novusbio.com/publications
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