abcam
ab315971

Anti-Pofut1 antibody [EPR26782-194]

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

Key facts
Isotype IgG
Host species Rabbit
Storage buffer pH: 7.2 - 7.4 Preservative: 0.01% Sodium azide Constituents: PBS, 40% Glycerol
(glycerin, glycerine), 0.05% BSA
Form Liquid
Clonality Monoclonal
Immunogen The exact immunogen used to generate this antibody is proprietary information.
Clone number EPR26782-194
Purification technique Affinity purification Protein A
Concentration 0.514 mg/mL The concentration of this product may be batch-dependent
Batch concentration finder -
Reactivity data
WB
Tested
Species Human
Dilution info 1/1000
Notes -
Species Mouse
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Dilution info 1/1000

Notes -
Species Rat
Dilution info 1/1000
Notes -
Flow Cyt (Intra)

Tested
Species Human
Dilution info 1/500
Notes -
Species Mouse
Dilution info 1/50
Notes -

Expected
Species Rat
Dilution info Use at an assay dependent concentration.
Notes -

IHC-P

Tested
Species Human
Dilution info 1/1000
Notes Perform heat-mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before

commencing with IHC staining protocol.

Species Mouse
Dilution info 1/1000
Notes
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Perform heat-mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before
commencing with IHC staining protocol.

Species Rat
Dilution info 1/1000
Notes Perform heat-mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before

commencing with IHC staining protocol.

IP

Not recommended

Species Human, Mouse, Rat
Dilution info -

Notes -

ICC/IF

Not recommended

Species Human, Mouse, Rat
Dilution info -

Notes -

Target data

See full target information POFUT1

Function Catalyzes the reaction that attaches fucose through an O-glycosidic linkage to a
conserved serine or threonine residue found in the consensus sequence C2-X(4,5)-
[S/T]-C3 of EGF domains, where C2 and C3 are the second and third conserved
cysteines. Specifically uses GDP-fucose as donor substrate and proper disulfide
pairing of the substrate EGF domains is required for fucose transfer. Plays a crucial
role in NOTCH signaling. Initial fucosylation of NOTCH by POFUT1 generates a
substrate for FRINGE/RFNG, an acetylglucosaminyltransferase that can then
extend the fucosylation on the NOTCH EGF repeats. This extended fucosylation is
required for optimal ligand binding and canonical NOTCH signaling induced by
DLL1 or JAGGED1. Fucosylates AGRN and determines its ability to cluster
acetylcholine receptors (AChRs).

Storage
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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

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.

What are the advantages of a recombinant monoclonal antibody?
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 batch production

For more information, read more on recombinant antibodies.

Supplementary info
This supplementary information is collated from multiple sources and compiled automatically.

Activity summary The protein known as Pofut1 or protein O-fucosyltransferase 1 functions
mechanically by adding fucose a sugar molecule to serine or threonine residues on
proteins specifically within the epidermal growth factor-like (EGF-like) repeats of
substrates. Pofut1 has a molecular weight of approximately 50 kDa. This protein is
expressed in various tissues including heart liver and brain indicating its
significant role across different biological systems. Researchers commonly refer to
Pofut1 in studies focused on protein glycosylation processes.

Biological function Pofut1 is responsible for the proper folding and functioning of specific proteins

summary that undergo fucosylation. It does not technically form part of a multi-protein
complex but interacts tightly with substrates it modifies. Through its enzymatic
action Pofut1 influences essential biological activities in cell communication and
signaling. This glycosyltransferase also plays a pivotal role in modulating Notch
signaling a critical pathway in the development and tissue regeneration processes.
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Pathways The significance of Pofut1 is most notable within the Notch signaling pathway
where it modifies the Notch receptor enabling effective ligand-receptor
interactions. Dysregulation of this pathway can lead to critical developmental
defects. Pofut1 also connects to other pathways such as the Fringe-mediated
glycosylation pathway. In this context Pofut1-related proteins like Fringe
glycosyltransferases operate to further influence Notch signaling outcomes
through additional glycosylation processing.

Associated diseases and The functionality of Pofut1 has links to specific syndromes and malignancies. For

disorders instance aberrations in its activity are associated with congenital heart defects due
to disrupted Notch signaling affecting cardiac development. Additionally
overexpression or mutations in Pofut1 relate to cancer as improper Notch
signaling can lead to tumor progression. Relatedly proteins like Notch1 serve as
intermediaries linking Pofut1 activity to such conditions thereby highlighting
Pofutl's involvement in disease etiologies.

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.

10 product images
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Flow Cytometry (Intracellular) - Anti-Pofutl antibody [EPR26782-
194] (ab315971)

Count

Flow cytometric analysis of 4% paraformaldehyde fixed 90% methanol permeabilized HT-29

(human colorectal adenocarcinoma epithelial cell) cells labelling Pofutl with ab315971 at 1/500

dilution (0.1 ug)/Red compared with a Rabbit monoclonal IgG (ab172730) (Black) isotype control
P e and an unlabelled control (cells without incubation with primary antibody and secondary

Pofut! - Alexa Fluor® 488 (530/30 BP) antibody) (Blue).

Goat Anti-Rabbit 1gG (Alexa Fluor® 488, ab150081) at 1/5000 dilution was used as the secondary
antibody.

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) - Anti-Pofutl antibody [EPR26782-194] (ab315971)

Immunohistochemical analysis of paraffin-embedded Human kidney tissue labeling Pofutl with
ab315971 at 1/1000 (0.514 ug/ml) dilution, followed by a ready to use Rabbit specific IHC polymer
detection kit HRP/DAB (ab209101).

Secky sk ... Positive staining on human kidney.
The section was incubated with ab315971 for 30 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 Rabbit specific IHC
polymer detection kit HRP/DAB (ab209101).

Heat mediated antigen retrieval was performed with Tris-EDTA buffer (pH 9.0, Epitope Retrieval
Solution2) for 20 mins.

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) - Anti-Pofutl antibody [EPR26782-194] (ab315971)

Immunohistochemical analysis of paraffin-embedded Human placenta tissue labeling Pofutl with
ab315971 at 1/1000 (0.514 ug/ml) dilution, followed by a ready to use Rabbit specific IHC polymer
detection kit HRP/DAB (ab209101).

SW,“Y { w .. \~7  Positive staining on human placenta (PMID: 11524432; PMID: 25165882).
The section was incubated with ab315971 for 30 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 Rabbit specific IHC
polymer detection kit HRP/DAB (ab209101).

Heat mediated antigen retrieval was performed with Tris-EDTA buffer (pH 9.0, Epitope Retrieval
Solution2) for 20 mins.
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Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) - Anti-Pofutl antibody [EPR26782-194] (ab315971)

Immunohistochemical analysis of paraffin-embedded Rat kidney tissue labeling Pofutl with
ab315971 at 1/1000 (0.514 ug/ml) dilution, followed by a ready to use Rabbit specific IHC polymer
detection kit HRP/DAB (ab209101).

Seee) oy b Positive staining on rat kidney.
The section was incubated with ab315971 for 30 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 Rabbit specific IHC
polymer detection kit HRP/DAB (ab209101).

Heat mediated antigen retrieval was performed with Tris-EDTA buffer (pH 9.0, Epitope Retrieval
Solution2) for 20 mins.

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) - Anti-Pofutl antibody [EPR26782-194] (ab315971)

Immunohistochemical analysis of paraffin-embedded Mouse kidney tissue labeling Pofutl with
ab315971 at 1/1000 (0.514 ug/ml) dilution, followed by a ready to use Rabbit specific IHC polymer
detection kit HRP/DAB (ab209101).

e : ... Positive staining on mouse kidney (PMID: 12697902).
The section was incubated with ab315971 for 30 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 Rabbit specific IHC
polymer detection kit HRP/DAB (ab209101).

Heat mediated antigen retrieval was performed with Tris-EDTA buffer (pH 9.0, Epitope Retrieval
Solution2) for 20 mins.

Flow Cytometry (Intracellular) - Anti-Pofutl antibody [EPR26782-
194] (ab315971)

Count

Flow cytometric analysis of 4% paraformaldehyde fixed 90% methanol permeabilized C2C12
(mouse myoblast) cells labelling Pofutl with ab315971 at 1/50 dilution (1 ug)/Red compared with
a Rabbit monoclonal IgG (ab172730) (Black) isotype control and an unlabelled control (cells
without incubation with primary antibody and secondary antibody) (Blue).

Copyright (¢) 2023 Abcam Flc

Pofut1 - Alexa Fluor® 488 (530/30 BP)

Goat Anti-Rabbit IgG (Alexa Fluor® 488, ab150081) at 1/5000 dilution was used as the secondary
antibody.
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Western blot - Anti-Pofutl antibody [EPR26782-194] (ab315971)

Pofutl Western blot staining using rabbit Anti-Pofutl antibody

All lanes:
Western blot - Anti-Pofutl antibody [EPR26782-194] (ab315971) at 1/1000 dilution

Lane 1:
HT-29 (human colorectal adenocarcinoma epithelial cell) whole cell lysate at 20 ug

Lane 2:
MOLT-4 (human lymphoblastic leukemia T lymphoblast) whole cell lysate at 20 pug

Lane 3:
THP-1 (human monocytic leukemia monocyte) whole cell lysate at 20 pg

Lane 4:
C2C12 (mouse myoblast) whole cell lysate at 20 pug

Lane 5:
bEnd.3 (mouse brain endothelial cell) whole cell lysate at 20 pg

Lane 6:
PC-12 (rat adrenal gland pheochromocytoma cell) whole cell lysate at 20 ug

Lane 7:
C6 (rat glial tumor glial cell) whole cell lysate at 20 pg

Secondary

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

Observed band size: 44 kDa

Exposure time: 26s

Western blot - Anti-Pofutl antibody [EPR26782-194] (ab315971)

Pofutl Western blot staining using rabbit Anti-Pofutl antibody
Blocking and diluting buffer and concentration: 5% NFDM/TBST.
The identity of the lower MW band at approximately 75kDa in Lane 3 is unknown.

All lanes:
Western blot - Anti-Pofutl antibody [EPR26782-194] (ab315971) at 1/1000 dilution

Lane 1:
Human liver tissue lysate at 20 pg

Lane 2:
Mouse liver tissue lysate at 20 ug

Lane 3:
Rat kidney tissue lysate at 20 ug

Secondary

All lanes:
Western blot - Goat Anti-Rabbit IgG H&L (HRP) ( ) at 1/20000 dilution
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Mass (kDa)
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Vinculin
o120
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Observed band size: 44 kDa

Exposure time: 180s

Western blot - Anti-Pofutl antibody [EPR26782-194] (ab315971)

Pofutl Western blot staining using rabbit Anti-Pofutl antibody

Western blot: Anti-Pofutl antibody [EPR26782-194] ab315971 staining at 1/1000 dilution, shown in
green; Mouse anti-CANX ab238078 loading control staining at 1/20000 dilution, shown in magenta.
A band was observed at 44 kDa in Wild-type A549 cell line with no signal observed at this size in
POFUT1 knockout A549 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:

Western blot - Anti-Pofutl antibody [EPR26782-194] (ab315971) at 1/1000 dilution

Lane 1:
Wild-type A549 cell lysates at 20 pg

Lane 2:
POFUT1 knockout A549 cell lysates at 20 pg

Lane 3:
HCT 116 cell lysates at 20 ug

Lane 4:
THP-1 cell lysates at 20 ug

Secondary

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

Performed under reducing conditions.
Predicted band size: 44 kDa

Observed band size: 44 kDa

Western blot - Anti-Pofutl antibody [EPR26782-194] (ab315971)

Pofutl Western blot staining using rabbit Anti-Pofutl antibody
Blocking and diluting buffer and concentration: 5% NFDM/TBST.
In Western blot, Anti-Vinculin antibody [EPR8185] (ab129002) staining at 1/10000 dilution.

All lanes:
Western blot - Anti-Pofutl antibody [EPR26782-194] (ab315971) at 1/1000 dilution

Lane 1:
HCT 116 (human colorectal carcinoma epithelial cell) transfected with scrambled siRNA control
whole cell lysate at 20 pg
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Lane 2:
HCT 116 transfected with siRNA specifically targeting Pofutl whole cell lysate at 20 pg

Secondary

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

Observed band size: 44 kDa, 124 kDa

Exposure time: 26s

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