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Anti-CD146 antibody [EPR3208] - BSA and Azide free ab210072
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Fmat Anti-CD14631{A[EPR3208] - BSA and Azde free

sk R EHK[EPR3208] to CD146 - BSA and Azide free

B Rabbit

2 WA R A 5&HF: Flow Cyt (Intra), WB, ICC/IF, HC-P

HE RN B [ i : Mouse, Rat, Human

R Synthetic peptide. This information is proprietary to Abcam and/or its suppliers.

PRt XTI ICC/IF: A375 cells. HC-Fr: Mouse spleen tissue. IHC-P: Melanoma, breast carcinoma vessel,
urinary bladder transitional carcinoma vessel, glioma vessel, normal tonsil and normal spleen
tissue. WB: HeLa and HAP1 cell lysates. Flow Cyt (intra): A375 and HUVEC cells.

P U B ab210072 is the carrier-free version of ab75769.

Our carrier-free antibodies are typically supplied in a PBS-only formulation, purified and free of
BSA, sodium azide and glycerol. The carrier-free buffer and high concentration allow for
increased conjugation efficiency.

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.

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.

This product is a recombinant monoclonal antibody, which offers several advantages including:

- High batch-to-batch consistency and reproducibility
- Improved sensitivity and specificity

- Long-term security of supply

- Animal-free production

For more information see here.

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


https://www.abcam.cn/products/primary-antibodies/cd146-antibody-epr3208-bsa-and-azide-free-ab210072.html#description_references
https://www.abcam.cn/ab75769.html
../../../primary-antibodies/pbs-only-formulations-for-recombinant-rabmab-antibodies
../../../kits/fluorochrome-enzyme-and-gold-antibody-conjugation-kits
/primary-antibodies/recombinant-antibodies
https://www.abcam.cn/rabmabpatents
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The Abpromise guarantee

Liquid
Shipped at 4°C. Store at +4°C. Do Not Freeze.

pH: 7.2
Constituent: PBS
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Use at an assay dependent concentration.
ab199376 - Rabbit monoclonal IgG, is suitable for use as an
isotype control with this antibody.

Use at an assay dependent concentration. Predicted molecular
weight: 72 kDa.

Use at an assay dependent concentration.

Use at an assay dependent concentration. Perform heat
mediated antigen retrieval via the pressure cooker method before
commencing with IHC staining protocol.

See IHC antigen retrieval protocols.

Plays a role in cell adhesion, and in cohesion of the endothelial monolayer at intercellular junctions
in vascular tissue. Its expression may allow melanoma cells to interact with cellular elements of the
vascular system, thereby enhancing hematogeneous tumor spread. Could be an adhesion
molecule active in neural crest cells during embryonic development. Acts as surface receptor that
triggers tyrosine phosphorylation of FYN and PTK2, and a transient increase in the intracellular
calcium concentration.

Detected in endothelial cells in vascular tissue throughout the body. May appear at the surface of
neural crest cells during their embryonic migration. Appears to be limited to vascular smooth
muscle in normal adult tissues. Associated with tumor progression and the development of
metastasis in human malignant melanoma. Expressed most strongly on metastatic lesions and
advanced primary tumors and is only rarely detected in benign melanocytic nevi and thin primary
melanomas with a low probability of metastasis.


https://www.abcam.cn/abpromise
https://www.abcam.cn/ab199376.html
../../../../protocols/ihc-antigen-retrieval-protocol

FHlEptE Contains 3 Ig-like C2-type (immunoglobulin-like) domains.
Contains 2 Ig-like V-type (immunoglobulin-like) domains.
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Lane 1: Wild-type HAP1 whole cell lysate (40 ug)

& o g
Lane 2: CD146 knockout HAP1 whole cell lysate (40 pg)

260 kDa —
160 kD3 — Lane 3: A375 whole cell lysate (20 ug)
125 kD3 —
— Lanes 1 -4: Merged signal (red and green). Green - ab75769
70 kDa — observed at 120-72 kDa. Red - loading control, ab9484, observed
at 37 kDa.
50 kDa —
. ab75769 was shown to specifically react with CD146 in wild-type
SANGE HAP1 cells as signal was lost in CD 146 knockout cells. Wild-type
25kDa= and CD146 knockout samples were subjected to SDS-PAGE.
15 kDa —

ab75769 and ab9484 (Mouse anti-GAPDH loading control) were

incubated overnight at 4°C at 1/10000 dilution and 1/20000 dilution
Westem blot - Anti-CD146 antibody [EPR3208] -

BSA and Azide free (ab210072)

respectively. Blots were developed with Goat anti-Rabbit IgG H&L
(IRDye® 800CW) preabsorbed ab216773 and Goat anti-Mouse
lgG H&L (IRDye® 680RD) preabsorbed ab216776 secondary
antibodies at 1/10000 dilution for 1 hour at room temperature

before imaging.

This data was developed using the same antibody clone in a
different buffer formulation containing PBS, BSA, glycerol, and
sodium azide (ab75769).

Intracellular Flow Cytometry analysis of A375 (human malignant
Lon melanoma) cells labeling CD 146 with unpurified ab75769 at 1/20
dilution (10ug/mL) (red). Cells were fixed with 4%

paraformaldehyde and permeabilised with 90% methanol. A Goat
7] anti rabbit IgG (Alexa FIuor®488) at 1/2000 dilution was used as the

Count

secondary antibody. Rabbit monoclonal IgG (Black) was used as
the isotype control, cells without incubation with primary antibody

and secondary antibody (Blue) was used as the unlabeled control.

Copyright (¢) 2016 Abcam Plc

P S P T P This data was developed using the same antibody clone in a
CD146- Alexa Fluor® 488 (530/30 BP) different buffer formulation containing PBS, BSA, glycerol, and

sodium azide (ab75769).
Flow Cytometry (Intracellular) - Anti-CD146 antibody

[EPR3208] - BSA and Azide free (ab210072)


https://www.abcam.cn/ps/products/210/ab210072/Images/ab210072-316894-anti-cd146-antibody-epr3208-western-blot.jpg
https://www.abcam.cn/ab75769.html
https://www.abcam.cn/ab9484.html
https://www.abcam.cn/ab75769.html
https://www.abcam.cn/ab75769.html
https://www.abcam.cn/ab9484.html
https://www.abcam.cn/ab216773.html
https://www.abcam.cn/ab216776.html
https://www.abcam.cn/ab75769.html
https://www.abcam.cn/ps/products/210/ab210072/Images/ab210072-328292-anti-cd146-antibody-epr3208-flow-cytometry.jpg
https://www.abcam.cn/ab75769.html
https://www.abcam.cn/ab75769.html
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Immunocytochemistry/ Immunofluorescence - Anti-
CD146 antibody [EPR3208] - BSA and Azide free
(ab210072)

280 kDa-

180 kDa-
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Westemn blot - Anti-CD146 antibody [EPR3208] -
BSA and Azide free (ab210072)

Immunocytochemistry/Immunofluorescence analysis of A375
(human malignant melanoma) cells labelling CD 146 with purified
ab75769 at 1/250. Cells were fixed with 4% paraformaldehyde and
permeabilized with 0.1% Triton X-100. ab150077, an Alexa Fluor®
488-conjugated goat anti-rabbit IgG (1/500) was used as the
secondary antibody. DAPI (blue) was used as the nuclear
counterstain. ab7291, a mouse anti-tubulin (1/1000) and
ab150120, an Alexa Fluor® 594-conjugated goat anti-mouse IgG

(1/1000) were also used.

Control 1: primary antibody (1/100) and secondary antibody,
ab150120, an Alexa Fluor® 594-conjugated goat anti-mouse IgG
(1/500).

Control 2: ab7291 (1/1000) and secondary antibody, ab150077, an
Alexa Fluor® 488-conjugated goat anti-rabbit IgG (1/500).

This data was developed using the same antibody clone in a
different buffer formulation containing PBS, BSA, glycerol, and
sodium azide (ab75769).

All lanes : Anti-CD146 antibody [EPR3208] (ab75769) at 1/1000

dilution

Lane 1 : Wild-type HelLa cell lysate
Lane 2 : MCAM CRISPR/Cas9 edited HelLa cell lysate

Lysates/proteins at 20 ug per lane.

Performed under reducing conditions.

Predicted band size: 72 kDa
Observed band size: 120 kDa

This data was developed using the same antibody clone in a
different buffer formulation containing PBS, BSA, glycerol, and
sodium azide (ab75769).

Lanes 1-2: Merged signal (red and green). Green - ab75769
observed at 120 kDa. Red - Anti-GAPDH antibody [6C5] - Loading
Control (ab8245) observed at 37 kDa.

ab75769 was shown to react with CD146 in wild-type HelLa cells in
western blot. The band observed in CRISPR/Cas9 edited cell line


https://www.abcam.cn/ps/products/210/ab210072/Images/ab210072-328290-anti-cd146-antibody-epr3208-immunofluorescence.jpg
https://www.abcam.cn/ab75769.html
https://www.abcam.cn/ab150077.html
https://www.abcam.cn/ab7291.html
https://www.abcam.cn/ab150120.html
https://www.abcam.cn/ab150120.html
https://www.abcam.cn/ab7291.html
https://www.abcam.cn/ab150077.html
https://www.abcam.cn/ab75769.html
https://www.abcam.cn/ps/products/210/ab210072/Images/ab210072-409609-anti-cd146-antibody-epr3208-western-blot-hela-edited-lysates.jpg
https://www.abcam.cn/ab75769.html
https://www.abcam.cn/ab75769.html
https://www.abcam.cn/ab75769.html
https://www.abcam.cn/ab8245.html
https://www.abcam.cn/ab75769.html
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-CD146 antibody
[EPR3208] - BSA and Azide free (ab210072)

hE

CcCD 146

Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-CD146 antibody
[EPR3208] - BSA and Azide free (ab210072)

Image from Davaine J.M et al. PLoS One. 2014 Sep

26;9(9):e107642. doi: 10.1371/journal.pone.0107642.
eCollection 2014.

ab261790 (CRISPR/Cas9 edited cell lysate ab256985) lane below

120kDa may represent truncated forms and cleaved fragments.
This has not been investigated further. Wild-type HeLa and MCAM
CRISPR/Cas9 edited Hel a cell lysates were subjected to SDS-
PAGE. Membrane was blocked for 1 hour at room temperature in
0.1% TBST with 3% non-fat dried milk. ab75769 and Anti-GAPDH
antibody [6C5] - Loading Control (ab8245) were incubated
overnight at4°C ata 1 in 1000 dilution and a 1 in 20000 dilution
respectively. Blots were developed with Goat anti-Rabbit IgG H&L
(IRDye®800CW) preadsorbed (ab216773) and Goat anti-Mouse
IgG H&L (IRDye®680RD) preadsorbed (ab216776) secondary
antibodies at 1 in 20000 dilution for 1 hour at room temperature

before imaging.

This IHC data was generated using the same anti-CD146 antibody
clone, EPR3208, in a different buffer formulation (cat# ab75769).

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) analysis of human spleen tissue labelling CD146 with
purified ab75769 at 1/250. Heat mediated antigen retrieval was
performed using Tris/EDTA buffer pH 9. ab97051, a goat anti-
rabbit IgG H&L (HRP) was used as the secondary antibody (1/500).
Negative control using PBS instead of primary antibody.

Counterstained with hematoxylin.

Immunohistochemistry experiments were used to compare
symptomatic carotid plaques (SC) and asymptomatic carotid
plaques (AsC)

Asymptomatic lesions presented higher CD146" pericyte
infiltration, p

ab75769 used at 1/200 dilution.

(After Figure 2 of Davaine et al)

This data was developed using the same antibody clone in a
different buffer formulation containing PBS, BSA, glycerol, and
sodium azide (ab75769).

Perform heat mediated antigen retrieval via the pressure cooker

method before commencing with IHC staining protocol.


https://www.abcam.cn/ab261790.html
https://www.abcam.cn/ab256985.html
https://www.abcam.cn/ab75769.html
https://www.abcam.cn/ab8245.html
https://www.abcam.cn/ab216773.html
https://www.abcam.cn/ab216776.html
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Flow Cytometry (Intracellular) - Anti-CD146 antibody
[EPR3208] - BSA and Azide free (ab210072)
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Immunohistochemistry (Formalin/PFA-fixed paraffin-

embedded sections) - Anti-CD146 antibody
[EPR3208] - BSA and Azide free (ab210072)

Immunohistochemistry (Formalin/PFA-fixed paraffin-

embedded sections) - Anti-CD146 antibody
[EPR3208] - BSA and Azide free (ab210072)

Intracellular Flow Cytometry analysis of HUVEC cells labelling
CD146 with purified ab75769 at 1/50 (red). Cells were fixed with
2% paraformaldehyde. A FITC-conjugated goat anti-rabbit IgG
(1/150) was used as the secondary antibody. Black - Isotype
control, rabbit monoclonal IgG. Blue - Unlabelled control, cells

without incubation with primary and secondary antibodies.

This data was developed using the same antibody clone ina
different buffer formulation containing PBS, BSA, glycerol, and
sodium azide (ab75769).

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) analysis of melanoma tissue labelling CD146 with
unpurified ab75769 at 1/250. A HRP/AP polymerized secondary

antibody was used.

This data was developed using the same antibody clone ina
different buffer formulation containing PBS, BSA, glycerol, and
sodium azide (ab75769).

Perform heat mediated antigen retrieval via the pressure cooker

method before commencing with IHC staining protocol.

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) analysis of breast carcinoma vessels tissue labelling
CD146 with unpurified ab75769.

This data was developed using the same antibody clone ina
different buffer formulation containing PBS, BSA, glycerol, and
sodium azide (ab75769).

Perform heat mediated antigen retrieval via the pressure cooker

method before commencing with IHC staining protocol.
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Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) analysis of urinary bladder transitional carcinoma vessels
tissue labelling CD146 with unpurified ab75769.

This data was developed using the same antibody clone ina
different buffer formulation containing PBS, BSA, glycerol, and
sodium azide (ab75769).

Perform heat mediated antigen retrieval via the pressure cooker

method before commencing with IHC staining protocol.
Immunohistochemistry (Formalin/PFA-fixed paraffin-

embedded sections) - Anti-CD146 antibody

[EPR3208] - BSA and Azide free (ab210072)

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) analysis of glioma vessels tissue labelling CD 146 with
unpurified ab75769.

This data was developed using the same antibody clone ina
different buffer formulation containing PBS, BSA, glycerol, and
sodium azide (ab75769).

Perform heat mediated antigen retrieval via the pressure cooker

method before commencing with IHC staining protocol.
Immunohistochemistry (Formalin/PFA-fixed paraffin-

embedded sections) - Anti-CD146 antibody

[EPR3208] - BSA and Azide free (ab210072)

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) analysis of normal tonsil tissue labelling CD146 with
unpurified ab75769.

This data was developed using the same antibody clone ina
different buffer formulation containing PBS, BSA, glycerol, and
sodium azide (ab75769).

Perform heat mediated antigen retrieval via the pressure cooker

method before commencing with IHC staining protocol.

Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-CD146 antibody
[EPR3208] - BSA and Azide free (ab210072)
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Immunohistochemistry (Formalin/PFA-fixed paraffinrembedded
sections) analysis of normal spleen tissue labelling CD146 with
unpurified ab75769.

This data was developed using the same antibody clone in a
different buffer formulation containing PBS, BSA, glycerol, and
sodium azide (ab75769).

Perform heat mediated antigen retrieval via the pressure cooker

method before commencing with IHC staining protocol.

Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-CD146 antibody
[EPR3208] - BSA and Azide free (ab210072)

Why choose a
recombinant ontibody?

@ O

Research with Long-term and

confidence scalable supply
Consistent and Recombinant
reproducible results technology

® O

Success from the Ethical standards

first experiment compliant
Confirmed Animal-free
specificity production

Anti-CD146 antibody [EPR3208] - BSA and Azide
free (ab210072)

Please note: Al products are "FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES"

Our Abpromise to you: Quality guaranteed and expert technical support

e Replacement or refund for products not performing as stated on the datasheet
e Valid for 12 months from date of delivery

e Response to your inquiry within 24 hours

e We provide support in Chinese, English, French, German, Japanese and Spanish
e Extensive multi-media technical resources to help you

e We investigate all quality concerns to ensure our products perform to the highest standards

If the product does not perform as described on this datasheet, we will offer a refund or replacement. For full details of the Abpromise,
please visit https://www.abcam.cn/abpromise or contact our technical team.

Terms and conditions
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e Guarantee only valid for products bought direct from Abcam or one of our authorized distributors
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