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HAOHE

Had Anti-MMP14 antibody [EP1264Y]

oM Rabbit monoclonal [EP1264Y] to MMP 14

HkE Rabbit

77Vr—vay A ®D: HC-P, IP, Flow Cyt (Intra), WB, ICC/IF

HxEN 3 Z#: Mouse, Rat, Human
ZEFFHMSNZIHWE: Cow 4

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

(Peptide available as ab185123)

RKIFT47T-avbO-N IHC-P: Human endometrium carcinoma and kidney tissues. WB: Human fetal spleen, esophagus
and lung cancer tissue lysates, mouse and rat spleen tissue lysates; A431 wild-type cell lysate
and Caco-2 whole cell lysate. Flow Cyt (intra): HT-1080 cells. IP: A431 cell lysate. ICC/IF: HT-
1080 cells and wild-type A431 cells.

HREFEE The mouse and rat recommendation is based on the WB results. This antibody may not be
suitable for IHC with mouse or rat samples.

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.

HanrtE

HE0KE Liquid

REHE Shipped at 4°C. Store at +4°C short term (1-2 weeks). Upon delivery aliquot. Store at -20°C long

term. Avoid freeze / thaw cycle.

Ky77— pH: 7.20
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Preservative: 0.01% Sodium azide
Constituents: PBS, 40% Glycerol, 0.05% BSA

AR Protein A purified
RUE/ ®/90-FI
ho-v4 EP1264Y
PAVE4T IgG

VDL EVEV)
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IHC-P (4) 1/100. Perform heat mediated antigen retrieval with Tris’/EDTA

buffer pH 9.0 before commencing with IHC staining protocol.

IP 1/20. For unpurified use at 1/100.
Flow Cyt (Intra) 1/200.
WB 8) 1/5000. Predicted molecular weight: 66 kDa.Can be blocked with

MMP14 peptide (ab185123). For unpurified use at 1/2000.

ICC/IF (6) Use a concentration of 0.2 ug/ml.

S—-FyME#

e Seems to specifically activate progelatinase A. May thus trigger invasion by tumor cells by
activating progelatinase A on the tumor cell surface. May be involved in actin cytoskeleton
reorganization by cleaving PTK?7.

HewRH Expressed in stromal cells of colon, breast, and head and neck. Expressed in lung tumors.

EXFELE Belongs to the peptidase M10A family.
Contains 4 hemopexin-like domains.

FA> The conserved cysteine present in the cysteine-switch motif binds the catalytic zinc ion, thus
inhibiting the enzyme. The dissociation of the cysteine from the zinc ion upon the activation-
peptide release activates the enzyme.

HREEN The precursor is cleaved by a furin endopeptidase.

HRRBE Membrane. Melanosome. Identified by mass spectrometry in melanosome fractions from stage |
to stage IV.
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Westem blot - Anti-MMP14 antibody [EP1264Y]
(ab51074)

All lanes : Anti-MMP 14 antibody [EP1264Y] (ab51074) at 1/2000

dilution

Lane 1 : Wild-type A-431 (Human epidermoid carcinoma cell line)
whole cell lysate

Lane 2 : MMP 14 knockout A-431 (Human epidermoid carcinoma
cell line) whole cell lysate

Lane 3 : Caco-2 (Human colorectal adenocarcinoma cell line)

whole cell lysate

Lysates/proteins at 20 ug per lane.

Performed under reducing conditions.

Predicted band size: 66 kDa
Observed band size: 54 kDa

Lanes 1 - 3: Merged signal (red and green). Green - ab51074
observed at 54 kDa. Red - loading control, ab8245 (Mouse anti-
GAPDH antibody [6C5]) observed at 37kDa.

ab51074 was shown to react with MMP 14 in A431 wild-type cells in
Western blot. Loss of signal was observed when MMP 14 knockout
sample was used. A431 wild-type and MMP 14 knockout cell lysates
were subjected to SDS-PAGE. Membranes were blocked in 5%
Milk in TBS-T (0.1% Tween®) before incubation with ab51074 and
ab8245 (Mouse anti-GAPDH antibody [6C5]) overnight at 4°C ata
1in 2000 dilution and a 1 in 20000 dilution respectively. Blots were
developed with Goat anti-Rabbit IgG H&L (IRDye® 800CW)
preabsorbed (ab216773) and Goat anti-Mouse IgG H&L (IRDye®
680RD) preabsorbed (ab216776) secondary antibodies at 1 in

20000 dilution for 1 hour at room temperature before imaging.
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MERGED ab51074

Wild-type A431 cells
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Immunocytochemistry/ Immunofluorescence - Anti-

MMP14 antibody [EP1264Y] (ab51074)
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Westem blot - Anti-MMP14 antibody [EP1264Y]
(ab51074)

ab51074 staining MMP 14 in wild-type A431 cells (top panel) and
MMP14 knockout A431 cells (bottom panel) (ab261890). The cells
were fixed with 4% paraformaldehyde (10 min) then permeabilized
with 0.1% Triton X-100 for 5 minutes and then blocked with 1%
BSA/10% normal goat serum/0.3M glycine in 0.1% PBS-Tween for
1h. The cells were then incubated with ab51074 at 0.2ug/ml

concentration and ab7291 (Mouse monoclonal to alpha Tubulin) at

1/1000 dilution overnight at 4°C followed by a further incubation at
room temperature for 1h with a goat secondary antibody to rabbit
IgG (Alexa Fluor® 488) (ab150081) at 2 pg/ml (shown in green) and
a goat secondary antibody to mouse IgG (Alexa Fluor® 594)
(ab150120) at 2 ug/ml (shown in red). Nuclear DNA was labelled in
blue with DAPI.

Image was taken with a confocal microscope (Leica-Microsystems
TCS SP8).

All lanes : Anti-MMP 14 antibody [EP1264Y] (ab51074) at 1/2000

dilution (unpurified)

Lane 1 : Human fetal spleen tissue lysate
Lane 2 : Human lung cancer tissue lysate
Lane 3 : MCF7 (Human breast adenocarcinoma cell line) whole

cell lysate

Lysates/proteins at 15 ug per lane.

Secondary

All lanes : Anti-Rabbit IgG (HRP), specific to the non-reduced form
of IgG at 1/2000 dilution

Predicted band size: 66 kDa

Observed band size: 60,63 kDa

Exposure time: 10 seconds
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Westem blot - Anti-MMP14 antibody [EP1264Y]
(ab51074)

Immunohistochemistry (Formalin/PFA-fixed paraffin-

embedded sections) - Anti-MMP14 antibody
[EP1264Y] (ab51074)

Blocking/Diluting buffer and concentration 5% NFDM/TBST
63 kDa: pro-form; 60 kDa: active form.

MCF7 is a MMP 14 negative or weakly expressed cell line (PMID:
25977338 and PMID: 19208838).

All lanes : Anti-MMP 14 antibody [EP1264Y] (ab51074) at 1/5000
dilution (purified)

Lane 1 : Human fetal spleen lysate
Lane 2 : Human lung cancer lysate
Lane 3 : Mouse spleen lysate
Lane 4 : Rat spleen lysate

Lane 5 : Human esophagus lysate

Lysates/proteins at 20 ug per lane.

Secondary
All lanes : Anti-Rabbit IgG (HRP), specific to the non-reduced form
of IgG at 1/2000 dilution

Predicted band size: 66 kDa
Observed band size: 66 kDa

Blocking and diluting buffer: 5% NFDM/TBST.

Immunohistochemical analysis of paraffin-embedded Human endometrial cancer
labeling MMP14 with ab51074 at 1/500 (3.26 ug/ml) dilution followed by a ready
to use Rabbit specific IHC polymer detection kit HRP/DAB

(ab209101). Postive staining on the human endometrial tumour
stroma cells and weak staining on the tumour cells. The section was
incubated with ab51074 for 30 mins at room temperature. The
immunostaining was performed on a Leica Biosystems BOND® RX

instrument. Counterstained with Hematoxylin.

Heat mediated antigen retrieval using Bond™ Epitope Retrieval Solution 2 (pH

9.0) for 20 minutes.
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-MMP14 antibody
[EP1264Y] (ab51074)

Immunohistochemistry (Formalin/PFA-fixed paraffin-

embedded sections) - Anti-MMP14 antibody
[EP1264Y] (ab51074)

Immunohistochemical analysis of paraffin-embedded Human endometrial cancer
labeling MMP14 with ab51074 at 1/500 (3.26 ug/ml) dilution followed by a ready
to use Rabbit specific IHC polymer detection kit HRP/DAB (ab209101). Positive
staining on human endometrial cancer. The section was incubated with ab51074
for 30 mins at room temperature. The immunostaining was performed on a Leica

Biosystems BOND® RX instrument. Counterstained with Hematoxylin.

Heat mediated antigen retrieval using Bond™ Epitope Retrieval Solution 2 (pH

9.0) for 20 minutes.

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) analysis of human endometrium carcinoma tissue
sections labeling MMP 14 with purified ab51074 at 1/100 dilution
(1.7 pg/ml). Heat mediated antigen retrieval was performed using
EDTA Buffer, PH9. Hematoxylin was used to counterstain.
ab97051, a Goat Anti-Rabbit IgG H&L (HRP) secondary antibody
was used at 1/500 dilution.

PBS instead of the primary antibody was used as the negative

control (inset).
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MCF7 (-ve cell line)

ab51074

Immunocytochemistry/ Immunofluorescence - Anti-

MMP14 antibody [EP1264Y] (ab51074)
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Immunoprecipitation - Anti-MMP14 antibody
[EP1264Y] (ab51074)
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MMP14 - Alexa Fluor2488 (530/308P) MMP14-Alexa FluorE48s (530/308P)

Flow Cytometry (Intracellular) - Anti-MMP14
antibody [EP1264Y] (ab51074)
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ab51074 staining MMP14 in HT-1080 (human fibrosarcoma
epithelial cell) cells by ICC/IF

(Immunocytochemistry/Immunofluorescence).

Cells were fixed with 4% paraformaldehyde and permeabilized with
0.1% Triton X-100. Samples were incubated with primary antibody
at 1/1000 dilution (0.2 pg/ml). An Alexa Fluor® 488 Goat anti-rabbit
(ab150077) was used as the secondary antibody at 1/1000 dilution
(2 pg/ml). Anti-alpha Tubulin antibody [DM1A] - Microtubule Marker
(Alexa Fluor® 594, ab195889) was used as the counterstain
antibody at 1/200 dilution (2.5 pg/ml). DAPIwas used as a nuclear
counterstain. Confocal image showing cytoplasmic and weakly

membranous staining in HT-1080 cell line.

Negative control (bottom panels): MCF7 PMID: 19208838.

ab51074 (purified) at 1/20 dilution (2 pg) immunoprecipitating

MMP14 in A431 (human epidermoid carcinoma) whole cell lysate.

Lane 1: A431 whole cell lysate 10ug

Lane 2: ab51074 + A431 whole cell lysate

Lane 3: Rabbit monoclonal IgG (ab172730) instead of ab51074 in
A431 whole cell lysate

For western blotting, ab131366 VeriBlot for IP (HRP) was used for
detection (1/1000).

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

Intracellular Flow Cytometry analysis of MCF7 (Human breast
adenocarcinoma epithelial cell, Left) / HT-1080 (Human
fibrosarcoma epithelial cell, Right) cells labeling MMP 14 with
ab51074 at 1/200 dilution (0.1 pg) (red). Goat anti-rabbit IgG (Alexa
Fluorr® 488, ab150077) was used as the secondary antibody at
1/2000 dilution. Rabbit monoclonal IgG (ab172730) / black was
used as the isotype control. Cells incubated with secondary
antibody only (blue) was used as the unlabeled control. Gated on

viable cells.
Positive control (Right panel): HT-1080 cells.

Negative control (Left panel): MCF7 cells.
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ab51074 (unpurified) at 1/500 staining human kidney tissue
sections by HC-P.

The tissue was formaldehyde fixed and a heat mediated antigen
retrieval step (in Triss/EDTA) was performed. The tissue was then
blocked with serum and incubated with the primary antibody. A

biotinylated donkey anti-rabbit IgG was used as the secondary.
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-MMP14 antibody
[EP1264Y] (ab51074)

This image is courtesy of an anonymous Abreview

Why choose a
recombinont antibody?
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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-MMP14 antibody [EP1264Y] (ab51074)

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

¢ 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.co.jp/abpromise or contact our technical team.

Terms and conditions


https://www.abcam.co.jp/ps/products/51/ab51074/Images/ab51074-62971-anti-mmp14-antibody-ep1264y-immunohistochemistry.jpg
https://www.abcam.co.jp/ps/products/51/ab51074/Images/ab51074-12-benefits-of-recombinant-antibodies.png
https://www.abcam.co.jp/abpromise

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