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0.1ml
2.0 mg/ml

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

Polyclonal

0.05% Sodium Azide

19G

Immunogen affinity purified
Tris-Glycine and 0.15M NacCl

Novus Biologicals Rabbit Numb Antibody - BSA Free (NB500-178) is a
polyclonal antibody validated for use in WB, ICC/IF and Simple Western. Anti-
Numb Antibody: Cited in 7 publications. All Novus Biologicals antibodies are
covered by our 100% guarantee.

Rabbit

8650

NUMB

Human, Mouse, Chicken

Immunogen sequence has 90% identity to rat.

This is specific for all four isoforms of the NUMB protein.

A synthetic peptide made to a C-terminal region of mouse NUMB (between
residues 600-653). [UniProt# Q9QZS3]

Western Blot, Simple Western, Immunocytochemistry/ Immunofluorescence

Western Blot 0.2-0.5 ug/ml, Simple Western 1:200, Immunocytochemistry/
Immunofluorescence 1:500

In WB one may see any or all of the four isoforms. The molecular weight of
human and mouse NUMB is 72 kDa (isoform 1), 66 kDa (isoform 2), 71 kDa
(isoform 3), and 65 kDa (isoform 4). Multiple non-specific bands may be seen
with lower dilutions and/or longer exposure times than suggested in the protocol
we used to obtain our data.

In Simple Western only 10 - 15 uL of the recommended dilution is used per data
point.

See Simple Western Antibody Database for Simple Western validation: Tested in
A431 lysate 0.5 mg/mL, separated by Size, antibody dilution of 1:200, apparent
MW was 83 kDa. Separated by Size-Wes, Sally Sue/Peggy Sue.
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https://www.bio-techne.com/resources/simple-western-antibody-database?term
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Images

Western Blot: NUMB Antibody [NB500-178] - Detection of NUMB oo
isoforms 1 and 2 in A431 whole cell lysate (20 ug) using 0.5 ug/ml of [
NB500-178. ECL detection: 30 seconds. -

s = GokDa

= 45 kDa

- 21 kDa

— 14 kDa

Immunocytochemistry/Immunofluorescence: Numb Antibody [NB500-
178] - Rat FR cells were fixed in 4% paraformaldehyde for 10 minutes
and permeabilized in 0.05% Triton X-100 in PBS for 5 minutes. The cells
were incubated with (NB500-178) at 1ug/ml overnight at 4C and
detected with an anti-rabbit DyLight 488 (Green) at a 1:1000 dilution for
60 minutes. Nuclei were counterstained with DAPI (Blue). Cells were
imaged using a 40X objective.

s s, OPYTiEt © 2022 Novus Biologicals

Immunocytochemistry/Immunofluorescence: NUMB Antibody [NB500-  []
178] - The NUMB antibody was tested in HepG2 cells at a 1:500 dilution
against Dylight 488 (Green). Alpha-tubulin and nuclei were

counterstained against Dylight 550 (Red) and DAPI (Blue), respectively.

Immunocytochemistry/Immunofluorescence: Numb Antibody [NB500-
178] - HepG2 cells were fixed in 4% paraformaldehyde for 10 minutes
and permeabilized in 0.05% Triton X-100 in PBS for 5 minutes. The cells
were incubated with Numb Antibody (NB500-178) at 1ug/ml overnight at
4C and detected with an anti-rabbit DyLight 488 (Green) at a 1:1000
dilution for 60 minutes. Nuclei were counterstained with DAPI (Blue).
Cells were imaged using a 40X objective.

st s _OPYTight © 2022 Novus Biologicals
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Simple Western: Numb Antibody [NB500-178] - Simple Western lane

view shows a specific band for NUMB in 0.5 mg/ml of A431 lysate. This =
experiment was performed under reducing conditions using the 12-230
kDa separation system.

Characterisation of LNX1 interacting proteins.(A) Schematic diagram of "
the domain structure of LNX1p80 and LNX2 showing the RING and four
PDZ domains. N represents the NUMB-binding NPAY/NPAF motif. (B)
The ability of the indicated proteins to interact with transfected GFP-
tagged LNX constructs was assessed in HEK 293 cells. For each
interacting protein, top panels show western blots of cell lysates (Lys),
while the bottom panels show the output of a GFP “pull down" assay
(PD). In the panels on the left, the specificity of interactions for LNX1
versus LNX2 was assessed, while on the right the interaction site on
LNX1 was mapped to individual protein domains. Binding of endogenous
proteins to LNX was assessed for liprina-1, KIF7 and NUMB. For the L
other proteins, interactions of transfected HA or GST epitope-tagged ‘
proteins were assessed. For AKAP13, the mapping to LNX domains was "l
performed in two separate experiments. Successful expression and pull ‘— """"""" ‘
down of GFP-tagged LNX proteins was verified in all assays and = —
representative “pull down" blots probed for GFP are shown. n = 2-3. ‘ L.
Image collected and cropped by CiteAb from the following open e
publication (https://pubmed.ncbi.nlm.nih.gov/29121065), licensed under =~ | =~ B
a CC-BY license. Not internally tested by Novus Biologicals. —— R
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Publications

Das A, Adhikary S, Chowdhury AR, Barui A Chirality-induced Lineage Enforcement of Mechanosensitive
Mesenchymal Stem Cells Across Germ Layer Boundaries Stem cell reviews and reports 2023-11-16 [PMID:
37971671]

Das A, Adhikary S, Chowdhury AR Et al. Leveraging Substrate Stiffness to Promote Stem Cell Asymmetric Division
via Mechanotransduction-Polarity Protein Axis and Its Bayesian Regression Analysis Rejuvenation Res 2022-03-22
[PMID: 35316074] (ICC/IF)

Details:
Citation using the Texas Red version of this antibody.

Huang SC, Vu LV, Yu FH Et al. Multifunctional protein 4.1R regulates the asymmetric segregation of Numb during
terminal erythroid maturation The Journal of biological chemistry 2021-08-06 [PMID: 34364872]

Sikorski K, Mehta A et al. A high-throughput pipeline for validation of antibodies. Nat Methods 2018-01-11 [PMID:
30377371] (Human)

Details:
Antibody validation based on denaturing gel electrophoresis of biotinylated cell lysates (PAGE) followed by mass
spectrometry (MS) and antibody array analysis (MAP).

Lenihan JA, Saha O, Young PW et al. Proteomic analysis reveals novel ligands and substrates for LNX1 E3 ubiquitin
ligase PLoS One. 2017-11-08 [PMID: 29121065] (WB, Human)

Wang H, Xiang D, Liu B et al. Inadequate DNA Damage Repair Promotes Mammary Transdifferentiation, Leading to
BRCAL Breast Cancer Cell 2019-06-27 [PMID: 31251913] (Mouse)

Lenihan JA, Saha O, Heimer-McGinn V et al. Decreased Anxiety-Related Behaviour but Apparently Unperturbed
NUMB Function in Ligand of NUMB Protein-X (LNX) 1/2 Double Knockout Mice. Mol. Neurobiol. 2016-11-26 [PMID:
27889896] (WB, Mouse)
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Procedures

Western Blot protocol for Numb Antibody (NB500-178)

Numb Antibody:

Western Blot Protocol

1. Perform SDS-PAGE (4-12%) on samples to be analyzed, loading 20ug of total protein per lane.

2. Transfer proteins to Nitrocellulose according to the instructions provided by the manufacturer of the transfer
apparatus.

3. Stain the blot using ponceau S for 1-2 minutes to access the transfer of proteins onto the nitrocellulose membrane.
Rinse the blot in water to remove excess stain and mark the lane locations and locations of molecular weight markers
using a pencil.

4. Rinse the blot in TBS for approximately 5 minutes.

5. Block the membrane using 5% non-fat dry milk in TBS for 1 hour.

6. Dilute the rabbit anti-Numb primary antibody (NB 500-178) in blocking buffer and incubate 2 hours at room
temperature.

7. Wash the membrane in water for 5 minutes and apply the diluted rabbit-lgG HRP-conjugated secondary antibody
in blocking buffer (as per manufacturer's instructions) and incubate 1 hour at room temperature.

8. Wash the blot in TBS containing 0.05-0.1% Tween-20 for 10-20 minutes.

9. Wash the blot in type | water for an additional 10-20 minutes (this step can be repeated as required to reduce
background).

10. Apply the detection reagent of choice in accordance with the manufacturer's instructions (Amersham's ECL is the
standard reagent used at Novus Biologicals).

Note: Tween-20 can be added to the blocking buffer at a final concentration of 0.05-0.2%, provided it does not
interfere with antibody-antigen binding.
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L:j NOVUS

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 NB500-178
NB820-59461
NB500-178PEP
NBP2-33376H

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

A-431 Whole Cell Lysate
Numb Antibody Blocking Peptide
Blue Marker Antibody (6F4-F6) [HRP]

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

Limitations

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.novusbio.com/reviews/submit/NB500-178

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

www.novusbio.com/publications
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