abcam
ab284754

Anti-DAB2 antibody [EP2297Y] - BSA and Azide free

[ Recombinant ] [ RabMAb ]

Key facts
Isotype IgG
Host species Rabbit
Storage buffer pH: 7.2 - 7.4 Constituents: PBS
Form Liquid
Clonality Monoclonal
Immunogen The exact immunogen used to generate this antibody is proprietary information.
Carrier free Yes
Clone number EP2297Y
Purification technique Affinity purification Protein A
Concentration 1.016 mg/mL The concentration of this product may be batch-dependent
Batch concentration finder -
Reactivity data
ICC/TF
Tested
Species Human

Dilution info -

Notes -
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IP

Tested

Species
Dilution info

Notes

WB

Tested

Species
Dilution info

Notes

Flow Cyt (Intra)

Tested

Species
Dilution info

Notes

Target data

Human

Human

Human

See full target information DAB2 &

Function

Adapter protein that functions as a clathrin-associated sorting protein (CLASP)
required for clathrin-mediated endocytosis of selected cargo proteins. Can bind
and assemble clathrin, and binds simultaneously to phosphatidylinositol 4,5-
bisphosphate (PtdIns(4,5)P2) and cargos containing non-phosphorylated NPXY
internalization motifs, such as the LDL receptor, to recruit them to clathrin-coated
pits. Can function in clathrin-mediated endocytosis independently of the AP-2
complex. Involved in endocytosis of integrin beta-1; this function seems to
redundant with the AP-2 complex and seems to require DAB2 binding to
endocytosis accessory EH domain-containing proteins such as EPS15, EPS15L1 and
ITSN1. Involved in endocytosis of cystic fibrosis transmembrane conductance
regulator/CFTR. Involved in endocytosis of megalin/LRP2 lipoprotein receptor
during embryonal development. Required for recycling of the TGF-beta receptor.
Involved in CFTR trafficking to the late endosome. Involved in several receptor-
mediated signaling pathways. Involved in TGF-beta receptor signaling and
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facilitates phosphorylation of the signal transducer SMAD2. Mediates TFG-beta-
stimulated JNK activation. May inhibit the canoniocal Wnt/beta-catenin signaling
pathway by stabilizing the beta-catenin destruction complex through a competing
association with axin preventing its dephosphorylation through protein
phosphatase 1 (PP1). Sequesters LRP6 towards clathrin-mediated endocytosis,
leading to inhibition of Wnt/beta-catenin signaling. May activate non-canonical
Wnt signaling. In cell surface growth factor/Ras signaling pathways proposed to
inhibit ERK activation by interrupting the binding of GRB2 to SOS1 and to inhibit
SRC by preventing its activating phosphorylation at 'Tyr-419'. Proposed to be
involved in modulation of androgen receptor (AR) signaling mediated by SRC
activation; seems to compete with AR for interaction with SRC. Plays a role in the
CSF-1 signal transduction pathway. Plays a role in cellular differentiation. Involved
in cell positioning and formation of visceral endoderm (VE) during embryogenesis
and proposed to be required in the VE to respond to Nodal signaling coming from
the epiblast. Required for the epithelial to mesenchymal transition, a process
necessary for proper embryonic development. May be involved in myeloid cell
differentiation and can induce macrophage adhesion and spreading. May act as a
tumor suppressor.

Storage

Shipped at conditions Blue Ice

Appropriate short-term +4°C
storage conditions

Appropriate long-term +4°C
storage conditions

Notes

ab284754 is the carrier-free version of ab76253

Patented technology

Our RabMAb® technology is a patented hybridoma-based technology for making rabbit monoclonal antibodies. For
details on our patents, please refer to RabMAb® patents.

Conjugation ready

Our carrier-free antibodies are typically supplied in a PBS-only formulation, purified and free of BSA, sodium azide
and glycerol. This conjugation-ready format is designed for use with fluorochromes, metal isotopes,
oligonucleotides, and enzymes, which makes them ideal for antibody labelling, functional and cell-based assays,
flow-based assays (e.g. mass cytometry) and Multiplex Imaging applications.

Use our conjugation kits for antibody conjugates that are ready-to-use in as little as 20 minutes with 1 minute hands-
on-time and 100% antibody recovery: available for fluorescent dyes, HRP, biotin and gold.

Compatibility
This product is compatible with the Maxpar® Antibody Labeling Kit from Fluidigm, without the need for antibody
preparation. Maxpar® is a trademark of Fluidigm Canada Inc.

Page 3


https://www.abcam.com/en-us/products/all/ab76253
https://www.abcam.com/legal/rabmab-patents
https://www.abcam.com/legal/rabmab-patents
https://www.abcam.com/products/conjugation-kits

Product promise

Tested

We have tested this species and application combination and it works. It is covered by our product promise.

Expected

We have not tested this specific species and application combination in-house, but expect it will work. It is covered by
our product promise.

Predicted

This species and application combination has not been tested, but we predict it will work based on strong homology.
However, this combination is not covered by our product promise.

Not recommended

We do not recommend this combination. It is not covered by our product promise.

We are dedicated to supporting your work with high quality reagents and we are here for you every step of the way
should you need us.

In the unlikely event of one of our products not working as expected, you are covered by our product promise.

Full details and terms and conditions can be found here:
Terms & Conditions.

6 product images

Immunocytochemistry/ Immunofluorescence - Anti-DAB2 antibody
[EP2297Y] - BSA and Azide free (ab284754)

DAB2 Immunocytochemistry/ Immunofluorescence staining using rabbit Anti-DAB2 antibody

This data was developed using ab76253, the same antibody clone in a different buffer
formulation.ab76253 (unpurified) stained HelLa cells. The cells were 4% formaldehyde fixed for 10
minutes at room temperature and then incubated in 1%BSA / 10% normal goat serum / 0.3M
glycine in 0.1% PBS-Tween for 1hour at room temperature to permeabilise the cells and block non-
specific protein-protein interactions. The cells were then incubated with the antibody (unpurified
ab76253 at 1/100 dilution) overnight at +4°C. The secondary antibody (pseudo-colored green)

was Goat Anti-Rabbit IgG H&L (Alexa Fluor® 488) preadsorbed (ab150081) used at a 1/1000 dilution
for 1hour at room temperature. Alexa Fluor® 594 WGA was used to label plasma membranes
(pseudo-colored red) at a 1/200 dilution for 1hour at room temperature. DAPI was used to stain the
cell nuclei (pseudo-colored blue) at a concentration of 1.43uM for 1hour at room temperature.

A ' Flow Cytometry (Intracellular) - Anti-DAB2 antibody [EP2297Y] - BSA
AT ' and Azide free (ab284754)

Counts
=

Al \ 7 7 DAB2 Flow Cytometry (Intracellular) staining using rabbit Anti-DAB2 antibody

16" 107 10°
DAB2 - DyLight® 488
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This data was developed using ab76253, the same antibody clone in a different buffer
formulation.Overlay histogram showing Hela cells stained with unpurified ab76253 (red line). The
cells were fixed with 80% methanol (5 min) and then permeabilized with 0.1% PBS-Tween for 20
min. The cells were then incubated in 1x PBS / 10% normal goat serum / 0.3M glycine to block non-
specific protein-protein interactions followed by the antibody (ab76253, 1/100 dilution) for 30 min
at 22°C. The secondary antibody used was DyLight® 488 goat anti-rabbit IgG (H+L) (ab96899) at
1/500 dilution for 30 min at 22°C. Isotype control antibody (black line) was rabbit IgG (monclonal)
(1pg/1x10°% cells) used under the same conditions. Acquisition of >5,000 events was performed.
This antibody gave a positive signal in HeLa cells fixed with 4% paraformaldehyde (10
min)/permeabilized with 0.1% PBS-Tween for 20 min used under the same conditions.

Immunocytochemistry/ Immunofluorescence - Anti-DAB2 antibody
[EP2297Y] - BSA and Azide free (ab284754)

DAB2 Immunocytochemistry/ Immunofluorescence staining using rabbit Anti-DAB2 antibody

This data was developed using ab76253, the same antibody clone in a different buffer
formulation.Immunocytochemistry/ Immunofluorescence analysis of HeLa (Human cervix
adenocarcinoma epithelial cell) cells labeling DAB2 with purified ab76253 at 1/100 dilution (1.1
pg/mL). Cells were fixed in 4% Paraformaldehyde and permeabilized with 0.1% TritonX-100. Cells
were counterstained with ab195889 Anti-alpha Tubulin antibody [DM1A] - Microtubule Marker
(Alexa Fluor® 594) 1/200 (2.5 pg/mL). Goat anti rabbit IgG (Alexa Fluor® 488, ab150077) was used as
the secondary antibody at 1/1000 (2 pg/ml) dilution. DAPI (blue) was used as nuclear counterstain.
PBS instead of the primary antibody was used as the secondary antibody only control.

DAPI|  Secondary antibody only control

Flow Cytometry (Intracellular) - Anti-DAB2 antibody [EP2297Y] - BSA
. and Azide free (ab284754)

Count

DAB2 Flow Cytometry (Intracellular) staining using rabbit Anti-DAB2 antibody

This data was developed using ab76253, the same antibody clone in a different buffer
formulation.Intracellular Flow Cytometry analysis of HeLa (Human cervix adenocarcinoma
DAB2 - Alexa Fluor@488 (530/30BP) epithelial cell) cells labeling DAB2 with purified ab76253 at 1/100 dilution (lug/mL) (Red). Cells
were fixed with 4% Paraformaldehyde and permeabilised with 90% Methanol. A Goat anti rabbit
IgG (Alexa Fluorr°488, ab150077) secondary antibody was used at 1/2000. Isotype control - Rabbit
monoclonal IgG (Black). Unlabeled control - Cell without incubation with primary antibody and
secondary antibody (Blue).

Copyright (¢) 2020 Abcam Ple

Immunoprecipitation - Anti-DAB2 antibody [EP2297Y] - BSA and
e — [ Azide free (ab284754)

100 kD@ == =
75kDa =

This data was developed using ab76253, the same antibody clone in a different buffer formulation.
Purified ab76253 at 1/20 dilution (0.5 pg) immunoprecipitating DAB2 in HeLa whole cell lysate.

, S0kDa —

Lane 1 (input): HeLa (Human cervix adenocarcinoma epithelial cell) whole cell lysate 10 pg

FE— Lane 2 (+): ab76253 + HeLa whole cell lysate.

Lane 3 (-): Rabbit monoclonal IgG (ab172730) instead of ab76253 in HeLa whole cell lysate.
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VeriBlot for IP Detection Reagent (HRP) (ab131366) (1/1000 dilution) was used for Western
blotting.

Blocking Buffer and concentration: 5% NFDM/TBST.
Diluting buffer and concentration: 5% NFDM/TBST.

Observed band size: 105 kDa
All lanes:
Immunoprecipitation - Anti-DAB2 antibody [EP2297Y] ( )

Predicted band size: 82 kDa

1 2 Western blot - Anti-DAB2 antibody [EP2297Y] - BSA and Azide free
20K0a = (ab284754)
150 kD@ ==
100 kDa = w— e DAB2 Western blot staining using rabbit Anti-DAB2 antibody
75 kD3 =

This data was developed using ab76253, the same antibody clone in a different buffer formulation.
50 kD@ = All lanes:

P Western blot - Anti-DAB2 antibody [EP2297Y] ( ) at 1/1000 dilution
o -

Lane 1:

%g Egg : PC-3 (Human prostate adenocarcinoma epithelial cell) whole cell lysate at 20 pug

T3 kg = Lane 2:

10 kD@ == HeLa (Human cervix adenocarcinoma epithelial cell) whole cell lysate at 20 pg
Secondary
All lanes:

Goat Anti-Rabbit IgG (HRP) with minimal cross-reactivity with human IgG at 1/2000 dilution
Predicted band size: 82 kDa

Observed band size: 105 kDa

Please note: All products are 'FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC OR THERAPEUTIC PROCEDURES".
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