abcam
ab227637

Anti-Met (c-Met) antibody [SP44] - C-terminal

Anti-Met (c-Met) antibody [SP44] - C-terminal (ab227637) is a rabbit monoclonal antibody detecting Met (c-Met)
in Flow Cytometry (Intra), IHC-P, Western Blot. Suitable for Human.

- KO validated for confirmed specificity
- Biophysical QC for unrivalled batch-batch consistency
- Over 10 publications

[ Recombinant ] [ RabMAb ] [ KO Validated ] [ 20ul selling size ]

Key facts
Isotype IgG
Host species Rabbit
Storage buffer pH: 7.6 Preservative: 0.1% Sodium azide Constituents: PBS, 1% BSA
Form Liquid
Clonality Monoclonal
Immunogen The exact immunogen used to generate this antibody is proprietary information.
Clone number SP44
Purification technique Affinity purification Protein A/G
Concentration 0.226 mg/mL The concentration of this product may be batch-dependent
Batch concentration finder -
Purification notes Purified from TCS by protein A/G.
Reactivity data
IHC-P
Tested
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Species
Dilution info

Notes

Flow Cyt (Intra)

Tested

Species
Dilution info

Notes

WB

Tested

Species
Dilution info

Notes

Target data

See full target information MET

Function

Human
1/50

Primary antibody incubation for 30 minutes at room temperature.
Perform heat-mediated antigen retrieval with citrate buffer pH 6 before
commencing with IHC staining protocol.

Human
1/20-1/100

Primary antibody incubation for 30 minutes at 4°C.

Human

1/1000

g

Receptor tyrosine kinase that transduces signals from the extracellular matrix into
the cytoplasm by binding to hepatocyte growth factor/HGF ligand. Regulates many
physiological processes including proliferation, scattering, morphogenesis and
survival. Ligand binding at the cell surface induces autophosphorylation of MET on
its intracellular domain that provides docking sites for downstream signaling
molecules. Following activation by ligand, interacts with the PI3-kinase subunit
PIK3R1, PLCG1, SRC, GRB2, STAT3 or the adapter GAB1. Recruitment of these
downstream effectors by MET leads to the activation of several signaling cascades
including the RAS-ERK, PI3 kinase-AKT, or PLCgamma-PKC. The RAS-ERK activation
is associated with the morphogenetic effects while PI3K/AKT coordinates
prosurvival effects. During embryonic development, MET signaling plays a role in
gastrulation, development and migration of neuronal precursors, angiogenesis
and kidney formation. During skeletal muscle development, it is crucial for the
migration of muscle progenitor cells and for the proliferation of secondary
myoblasts (By similarity). In adults, participates in wound healing as well as organ
regeneration and tissue remodeling. Also promotes differentiation and
proliferation of hematopoietic cells. May regulate cortical bone osteogenesis (By
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similarity). (Microbial infection) Acts as a receptor for Listeria monocytogenes
internalin InIB, mediating entry of the pathogen into cells.

Storage
Shipped at conditions Conditional Ambient
Appropriate short-term 1-2 weeks

storage duration

Appropriate short-term +4°C
storage conditions

Appropriate long-term -20°C
storage conditions

Aliquoting information Upon delivery aliquot
Storage information Avoid freeze / thaw cycle
Notes

What is this antibody validated in?
Anti-Met (c-Met) antibody [SP44] - C-terminal (ab227637) is a rabbit recombinant monoclonal antibody and is
validated for use in Flow Cytometry (Intra), Immunohistochemistry (IHC-P), Western Blot (WB) in Human samples.

Collaboration
Anti-Met (c-Met) [SP44] - C-terminal (ab227637) is a clone from the portfolio of Spring Bioscience (Roche) SP clones
which have been optimised for immunohistochemistry (IHC).

Trusted by the scientific community
Anti-Met (c-Met) [SP44] - C-terminal (ab227637) was first used in a scientific publication in 2018 and has been cited
over 10 times in peer-reviewed journals.

Specificity confirmed
The specificity of Anti-Met (c-Met) antibody [SP44] - C-terminal (ab227637) has been confirmed by Flow Cytometry
testing in MET Knockout HAP1 cells.

Other related products

We have a range of other formats of antibody clone [SP44] also available for your convenience: ab227637, Carrier
free - ab243930, APC - ab310844, PE - ab310915, Alexa Fluor® 647 - ab311109, Alexa Fluor® 568 - ab313008, Alexa
Fluor® 488 - ab314588, Alexa Fluor® 750 - ab321431

Trial sizes available!
Test your antibody or perform pre-screening before committing to a larger quantity. Sold in 20pl. Discover our
selection of trial-size antibodies.
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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.
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pellet labeling MET (c-MET) with ab227637 at 1/50 dilution, followed by a ready to use
LeicaDS9800 (Bond™ Polymer Refine Detection). Positive staining in human HelLa wt and negative
staining in human HelLa MET KO cells. The section was incubated with ab227637 for 15 mins at
room temperature. The immunostaining was performed on a Leica Biosystems BOND® RX
instrument Counterstained with Hematoxylin. Secondary antibody only control : Secondary
antibody is a ready to use LeicaDS9800 (Bond™ Polymer Refine Detection). Heat mediated antigen
retrieval was performed with Citrate buffer (pH 6.0, Epitope Retrieval Solution 1) for 20 mins
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Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) - Anti-Met (c-Met) antibody [SP44] - C-terminal (ab227637)

Met (c-Met) Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded sections) staining
using rabbit Anti-Met (c-Met) antibody

Formalin-fixed, paraffin-embedded human colon adenocarcinoma tissue stained for Met (c-Met)
using ab227637 at 1/50 dilution in immunohistochemical analysis.

Flow Cytometry (Intracellular) - Anti-Met (c-Met) antibody [SP44] - C-
terminal (ab227637)

Counts

Met (c-Met) Flow Cytometry (Intracellular) staining using rabbit Anti-Met (c-Met) antibody

Copyright [2]2020 #bcam Ple

Flow cytometry overlay histogram showing wild-type HAP1 (green line) and MET knockout HAP1
cells stained with ab227637 (red line). The cells were fixed with 4% formaldehyde (10 min) and
then permeabilized with 0.1% PBS-Triton X-100 for 15 min. The cells were then incubated in 1x PBS
containing 10% normal goat serum to block non-specific protein-protein interaction followed by
the antibody (ab227637) (1x108 in 100 pl at 0.04 pg/ml) for 30 min at 22°C.

S N—

T
o' w? w? 0 10°
¢-Met - Alexa Fluor® 488 (530/30 BF)

The secondary antibody Goat anti-rabbit IgG H&L (Alexa Fluor® 488, pre-adsorbed) (ab150081) was
used at 1/2000 for 30 min at 22°C.

Isotype control antibody was Rabbit IgG (monoclonal) (ab172730) used at the same concentration
and conditions as the primary antibody (wild-type HAP1 - black line MET knockout HAP1 - grey
line). Unlabelled sample was also used as a control (this line is not shown for the purpose of
simplicity).

Acquisition of >5000 events were collected using a .

Flow Cytometry (Intracellular) - Anti-Met (c-Met) antibody [SP44] - C-
: terminal (ab227637)

Met (c-Met) Flow Cytometry (Intracellular) staining using rabbit Anti-Met (c-Met) antibody

Flow cytometric analysis of HT-29 (Human colorectal adenocarcinoma cell line) cell line labeling
Met (c-Met) with ab227637 at 1/100 dilution (green) compared with a negative control of rabbit IgG
(blue).

| Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
He sections) - Anti-Met (c-Met) antibody [SP44] - C-terminal (ab227637)

Met (c-Met) Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded sections) staining
using rabbit Anti-Met (c-Met) antibody

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded sections) analysis of Human colon
carcinoma tissue sections labeling Met (c-Met) with ab227637 at 1/50 dilution (4.52 pg/ml). Heat
mediated antigen retrieval was performed Heat mediated antigen retrieval with sodium citrate
buffer (pH 6.0, epitope retrieval solution 1) for 10 mins. Rabbit specific IHC polymer detection kit
HRP/DAB (ab209101) was used as the secondary antibody. Negative control: PBS instead of the
primary antibody. Hematoxylin was used as a counterstain.
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Flow Cytometry (Intracellular) - Anti-Met (c-Met) antibody [SP44] - C-
terminal (ab227637)

Met (c-Met) Flow Cytometry (Intracellular) staining using rabbit Anti-Met (c-Met) antibody

Flow Cytometry analysis of HepG2 (Human liver hepatocellular carcinoma cell line) cells labeling
Met (c-Met) with purified ab227637 at 1/20 dilution (11.3 yg/ml) (red). Cells were fixed with 4%
paraformaldehyde and permeabilised with 90% methanol. A Goat anti rabbit IgG (Alexa Fluor® 488,
ab150077) secondary antibody was used at 1/2000 dilution. Isotype control - Rabbit monoclonal
IgG (ab172730) / Black. Unlabeled control - Unlabelled cells / blue.

Western blot - Anti-Met (c-Met) antibody [SP44] - C-terminal
(ab227637)

Met (c-Met) Western blot staining using rabbit Anti-Met (c-Met) antibody

Blocking and diluting buffer and concentration: 5% NFDM/TBST.

The B chain undergoes degradation, resulting in lower molecular weight fragments (PMID:
32522525). To minimize protein degradation, cells/tissues were lysed immediately after harvest
and then applied to a gel and transfer membrane for Western blotting right away.

In Western blot, Anti-GAPDH antibody [EPR16891] - Loading Control (ab181602) staining at
1/1000000 dilution.

All lanes:
Western blot - Anti-Met (c-Met) antibody [SP44] - C-terminal (ab227637) at 1/1000 dilution

Lane 1:
Fresh HelLa cell lysate at 20 pg

Lane 2:
Frozen Hela cell lysate at 20 ug

Secondary

All lanes:

Western blot - Goat Anti-Rabbit IgG H&L (HRP) ( ) at 1/20000 dilution

Observed band size: 145-175 kDa, 35-55 kDa

Exposure time: 60s

Western blot - Anti-Met (c-Met) antibody [SP44] - C-terminal
(ab227637)

Met (c-Met) Western blot staining using rabbit Anti-Met (c-Met) antibody

Western blot: Anti-Met (c-Met) antibody [SP44] - C-terminal ab227637 staining at 1/1000 dilution,
shown in green; Mouse anti GAPDH ab8245 loading control staining at 1/20000 dilution, shown in
magenta. A band was observed at 50, 140 kDa in Wild-type HelLa cell line with no signal observed
at this size in MET (C-MET) knockout Hela cell line. To generate this image, samples were run on
an SDS-PAGE gel then transferred onto a nitrocellulose membrane. Membranes were blocked in
5% Milk in TBS-0.1 % Tween® 20 (TBS-T) before incubation with primary antibodies overnight at 4
°C. Blots were washed four times in TBS-T, incubated with secondary antibodies for 1 h at room
temperature, washed again four times then imaged. Secondary antibodies used were Goat anti-
Rabbit 800CW and Goat anti-Mouse 680RD at 1/20,000 dilution.

All lanes:
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Western blot - Anti-Met (c-Met) antibody [SP44] - C-terminal (ab227637) at 1/1000 dilution

Lane 1:
Wild-type Hela cell lysates at 20 pg

Lane 2:
Western blot - Human MET (Met (c-Met)) knockout Hela cell line ( ) at20 ug

Lane 3:
T-47D cell lysates at 20 pg

Secondary

All lanes:
Goat anti-Rabbit 800CW & Goat anti-Mouse 680RD at 1/20000 dilution

Performed under reducing conditions.
Predicted band size: 35-55 kDa, 145-175 kDa

Observed band size: 50 kDa, 140 kDa

o Western blot - Anti-Met (c-Met) antibody [SP44] - C-terminal

o B T (a b227637)

100 kDa ==

75kDa =

Met (c-Met) Western blot staining using rabbit Anti-Met (c-Met) antibody

2 sioa— -
g chain Degradstions
§ e } Blocking and diluting buffer and concentration: 5% NFDM/TBST.
§ ks = c-Met can undergo glycosylation, resulting in a higher molecular weight. It can also be cleaved into
S s a and B chains (PMID: 34210960). The B chain undergoes degradation, resulting in lower molecular
" e weight fragments (PMID: 32522525). This antibody detects both the full-length c-Met and the B
chains.
o

In Western blot, Anti-GAPDH antibody [EPR16891] - Loading Control (ab181602) staining at
1/1000000 dilution.

All lanes:
Western blot - Anti-Met (c-Met) antibody [SP44] - C-terminal (ab227637) at 1/1000 dilution

Lane 1:
Wild-type Hela cell lysate at 20 ug

Lane 2:
MET knockout Hela cell lysate at 20 ug

Secondary

All lanes:
Western blot - Goat Anti-Rabbit IgG H&L (HRP) ( ) at 1/20000 dilution

Observed band size: 145-175 kDa, 35-55 kDa

Exposure time: 60s
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=_ Met (c-Met) Western blot staining using rabbit Anti-Met (c-Met) antibody

- For Western blotting of c-Met, we recommend ab227637 instead of this ab216574.

20kDa —

15kD8 =

. ab227637 detects both the full-length c-Met and the B-chain, including B-chain degradation

products between 35-55 kDa, and generally produces cleaner Western blot results than ab216574.
S .

)

AB227637 AB216574

c-Met can undergo glycosylation, resulting in a higher molecular weight. It can also be cleaved into
a and B chains (PMID: 34210960).

The B-chain undergoes degradation, resulting in lower molecular weight fragments (PMID:
32522525).

Blocking and diluting buffer and concentration: 5% NFDM /TBST.

Lanes1-2:
Western blot - Anti-Met (c-Met) antibody [SP44] - C-terminal (ab227637) at 1/1000 dilution

Lanes 3 - 4:
Western blot - Anti-Met (c-Met) antibody [EPR19067] ( ) at 1/1000 dilution

Lanes 1and 3:
Wild-type Hela cell lysate at 20 ug

Lanes 2 and 4:
MET knockout Hela cell lysate at 20 ug

Secondary

All lanes:
Western blot - Goat Anti-Rabbit IgG H&L (HRP) ( ) at 1/20000 dilution

Observed band size: 35-55 kDa, 145-175 kDa

Exposure time: 60s

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