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antibody [EPR21850-82] ab222754

Anti-PAI1 antibody [EPR21850-82]
Rabbit monoclonal [EPR21850-82] to PAI1
Rabbit

% A ®D: Flow Cyt (Intra), IP, ICC/IF, WB
BEABL: HC-P

X ZEHE: Mouse, Rat, Human

Recombinant fragment. This information is proprietary to Abcam and/or its suppliers.

WB: HepG2, HUVEC and Hepa1-6 whole cell lysate. Human, mouse and rat placenta lysate.
Human liver lysate. Rat lung lysate. Serum starved NIH/3T3 treated with TGF beta1 supernatant
lysate. Serum starved NIH/3T3 treated with TGF beta1 and Brefeldin A whole cell lysate. ICC/IF:
HUVEC cells. Serum starved NIH/3T3 treated with TGF beta and Brefeldin A cells. Flow Cyt
(intra): Serum starved NIH/3T3 treated with TGF beta and Brefeldin A cells, HUVEC cells. IP:
HepG2 whole cell lysate.

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.

Liquid
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.

pH: 7.2
Preservative: 0.01% Sodium azide
Constituents: PBS, 40% Glycerol, 0.05% BSA


https://www.abcam.co.jp/products/primary-antibodies/pai1-antibody-epr21850-82-ab222754.html#description_references
/primary-antibodies/recombinant-antibodies
https://www.abcam.co.jp/rabmabpatents
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1/60.
1/30.

Use a concentration of 0.1 pg/ml.
This product gave a positive signal in HUVEC (-ve: HEK293)
fixed with 4% formaldehyde (10 min).

1/1000. Predicted molecular weight: 45 kDa.

Is unsuitable for IHC-P.

This inhibitor acts as 'bait' for tissue plasminogen activator, urokinase, and protein C. Its rapid
interaction with TPA may function as a major control point in the regulation of fibrinolysis.

Found in plasma and platelets and in endothelial, hepatoma and fibrosarcoma cells.

Defects in SERPINE1 are the cause of plasminogen activator inhibitor-1 deficiency (PAF1D)
[MIM:613329]. It is a hematologic disorder characterized by increased bleeding after trauma,
injury, or surgery. Affected females have menorrhagia. The bleeding defect is due to increased
fibrinolysis of fibrin blood clots due to deficiency of plasminogen activator inhibitor-1, which
inhibits tissue and urinary activators of plasminogen.

Note=High concentrations of SERPINE1 seem to contribute to the development of venous but not
arterial occlusions.

Belongs to the serpin family.

Inactivated by proteolytic attack of the urokinase-type (u-PA) and the tissue-type (TPA), cleaving
the 369-Arg-
-Met-370 bond.

Secreted.


https://www.abcam.co.jp/abpromise

Flow cytometry overlay histogram showing left HUVEC positive
cells and right negative HEK293 stained with ab222754 (red line).

Positive cells Negative cells
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The cells were fixed with 80% methanol (5 min) and then

- ] permeabilised with 0.1% PBS-Triton X-100 for 15 min. The cells

were then incubated in 1x PBS containing 10% normal goat serum
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Counts
Counts

to block non-specific protein-protein interaction followed by the
antibody (ab222754) (1x 108 in 100ul at 0.2ug/ml (1/9900)) for
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" 30min at 22°C.
gt e e J e The secondary antibody Goat Anti-Rabbit IgG H&L (Alexa Fluor®
] Ll 0 0 ) 10
PAI1-lexa Flaord 435 (62540 BP) PAIT-leta Flaord 466 (52540 BP) 488) preadsorbed was incubated at 1/4000 for 30min at 22°C

Isotype control antibody (black line) was Recombinant Rabbit IgG,

Flow Cytometry (Intracellular) - Anti-PAI1 antibody

monoclonal [EPR25A] - Isotype Control used at the same
[EPR21850-82] (ab222754) . - . .

concentration and conditions as the primary antibody. Unlabelled

sample (blue line) was also used as a control.

Acquisition of >5000 events were collected using a 50 mW Blue
laser (488nm) and 525/40 bandpass filter.

This antibody gave a positive signal in HUVEC Fixed with 4%
formaldehyde (10 min) / permeabilised with 0.1% PBS-Triton X-100

for 15 min under the same conditions.

12 3 4 5 B 7 All lanes : Anti-PAI1 antibody [EPR21850-82] (ab222754) at

260102 = . 1?:3 ig: ol 1/1000 dilution

100KD8 = 1004Da =

Ly T5kD4 w Lane 1 : HepG2 (human liver hepatocellular carcinoma cell line)

S0H02 = oy oy .. & 0= g whole cell lysate

o 37D = - 53 Lane 2 : Human liver lysate

2 4D = E Lane 3 : Mouse placenta lysate

10403 == i: zg:: *3 Lane 4 : Rat placenta lysate

15kD3 m= 15kD3 = £ Lane 5 : Hepa1-6 (Mouse hepatoma epithelial cell line) whole cell

10kDa = 10402 = 3 lysate

) Lane 6 : Human placenta lysate

Westem blot - Anti-PAI1 antibody [EPR21850-82] Lane 7 : HUVEC (Human umbilical vein endothelial cell line) whole
(@b222754) cell lysate

Lysates/proteins at 20 ug per lane.

Secondary

Lanes 1-5 : Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at
1/20000 dilution

Lanes 6-7 : Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at


https://www.abcam.co.jp/ps/products/222/ab222754/Images/ab222754-11-anti-pai1-epr21850-82-huvec-flow-cytometry.jpg
https://www.abcam.co.jp/ps/products/222/ab222754/Images/ab222754-315255-anti-pai1-antibody-epr21850-82-western-blot.jpg
https://www.abcam.co.jp/ab97051.html
https://www.abcam.co.jp/ab97051.html
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Immunocytochemistry/ Immunofluorescence - Anti-

PAI1 antibody [EPR21850-82] (ab222754)

1/100000 dilution

Predicted band size: 45 kDa

Blocking/Dilution buffer: 5% NFDM/TBST.

Exposure times: Lane 1-4 and 6: 3 minutes; Lane 5: 37 seconds:

Lane 7: 8 seconds.

PAI1 forms complex with its target protease, t-PA (lane 7). The
molecular mass observed is consistent with what has been
described in the literature (PMID 21596853).

Lanes 6 and 7 were developed with a high sensitivity ECL

substrate.

ab222754 staining SERPINE1 in HUV-EC cells, with negative
expression in HEK293 cells. The cells were fixed with 4%
formaldehyde (10 min), permeabilised 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 overnight at +4°C with ab222754 at 0.1 pg/ml and
ab7291, Mouse monoclonal [DM1A] to alpha Tubulin at 0.5 ug/ml.
Cells were then incubated with ab150081, Goat polyclonal
Secondary Antibody to Rabbit IgG - H&L (Alexa Fluor® 488), pre-
adsorbed at 1/1000 dilution (shown in green) and ab150119, Goat
polyclonal Secondary Antibody to Mouse IgG - H&L (Alexa Fluor®
647), pre-adsorbed at 1/1000 dilution (shown in red). Nuclear DNA
was labelled with DAPI (shown in blue).Image was acquired with a
confocal microscope (Leica-Microsystems TCS SP8) and a single

confocal section is shown.


https://www.abcam.co.jp/ps/products/222/ab222754/Images/ab222754-488606-anti-pai1-antibody-epr2185082-immunocytochemistry-human.jpg
https://www.abcam.co.jp/ab7291.html
https://www.abcam.co.jp/ab150081.html
https://www.abcam.co.jp/ab150119.html

ab222754

Secondary antibody only control

Immunocytochemistry/ Immunofluorescence - Anti-

PAI1 antibody [EPR21850-82] (ab222754)
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PAI1 — Alexa Fluor®488 (530/30BP)

Flow Cytometry (Intracellular) - Anti-PAI1 antibody
[EPR21850-82] (ab222754)

Immunofluorescent analysis of 4% paraformaldehyde-fixed, 0.1%
Triton X-100 permeabilized HUVEC (Human umbilical vein
endothelial cell line) cells labeling PAI1 with ab222754 at 1/100
dilution, followed by Goat Anti-Rabbit IgG H&L (Alexa Fluor® 488)
(ab150077) secondary antibody at 1/1,000 dilution (green).
Confocal image showing cytoplasmic staining in HUVEC cell line.
The nuclear counter stainis DAPI (blue).

Counterstained with ab195889 Anti-alpha Tubulin antibody [DM1A]
- Microtubule Marker (Alexa Fluor® 594) at a 1/200 dilution (red).

The negative control is the secondary antibody only.

Intracellular flow cytometric analysis of 4% paraformaldehyde-fixed,
90% methanol permeabilized NIH/3T3 cells serum-starved for 4
hours, treated with TGF-3 (10ng/ml) for 3 hours, and then with TGF-
3 (10ng/ml) and BFA (300ng/ml) together for 18 hours (Red) /
Untreated control (Green) labeling PAI1 with ab222754 at 1/60
(red/green) compared with a Rabbit monoclonal IgG (ab172730)
(black) and an unlabeled control (cells without incubation with
primary antibody and secondary antibody) (blue). Goat anti rabbit
IgG (Alexa Fluor® 488, ab150077), at 1/2000 dilution was used as

the secondary antibody.

The expression of PAI-1 is induced by TGF-R in NIH/3T3 cell line
(PMID 17890327).


https://www.abcam.co.jp/ps/products/222/ab222754/Images/ab222754-315253-anti-pai1-antibody-epr21850-82-immunofluorescence.jpg
https://www.abcam.co.jp/ab150077.html
https://www.abcam.co.jp/ab195889.html
https://www.abcam.co.jp/ps/products/222/ab222754/Images/ab222754-315258-anti-pai1-antibody-epr21850-82-flow-cytometry.jpg
https://www.abcam.co.jp/ab172730.html
https://www.abcam.co.jp/ab150077.html
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Immunoprecipitation - Anti-PAI1 antibody
[EPR21850-82] (ab222754)
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Westem blot - Anti-PAI1 antibody [EPR21850-82]
(@b222754)

PAI1 was immunoprecipitated from 0.35 mg HepG2 (human
hepatocellular carcinoma epithelial cell line) whole cell lysate with
ab222754 at 1/30 dilution. Western blot was performed from the
immunoprecipitate using ab222754 at 1/1,000 dilution. VeriBlot for
IP Detection Reagent (HRP) (@ab131366), was used for detection at
1/5,000 dilution.

Lane 1: HepG2 whole cell lysate 10 ug (Input).

Lane 2: ab222754 IP in HepG2 whole cell lysate (+).

Lane 3: Rabbit monoclonal IgG (ab172730) instead of ab222754
in HepG2 whole cell lysate (-).

Blocking/Dilution buffer: 5% NFDM/TBST.

Exposure time: 3 minutes.

All lanes : Anti-HIF-1 alpha antibody [EPR16897] (ab179483) at
1/1000 dilution

Lane 1 : Mouse placenta tissue lysate
Lane 2 : Mouse lung tissue lysate
Lane 3 : Mouse liver tissue lysate
Lane 4 : Rat placenta tissue lysate
Lane 5 : Rat lung tissue lysate

Lane 6 : Rat liver tissue lysate

Lysates/proteins at 20 ug per lane.

Secondary
All lanes : Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at 1/20000

dilution

Predicted band size: 45 kDa
Observed band size: 45 kDa
Additional bands at: 37 kDa (possible non-specific binding)

Exposure time: 3 minutes

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

The expression levels of mouse and rat PAI1 may be low in normal
liver tissue (PMID: 21898503). This antibody detects a 37 kDa
extra band and no specific band in mouse liver and no bands in rat

liver.


https://www.abcam.co.jp/ps/products/222/ab222754/Images/ab222754-315259-anti-pai1-antibody-epr21850-82-immunoprecipitation.jpg
https://www.abcam.co.jp/ab131366.html
https://www.abcam.co.jp/ab172730.html
https://www.abcam.co.jp/ps/products/222/ab222754/Images/ab222754-388553-anti-pai1-antibody-epr21850-82-western-blot-placenta-lung-liver-rat-mouse.jpg
https://www.abcam.co.jp/ab179483.html
https://www.abcam.co.jp/ab97051.html
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Westem blot - Anti-PAI1 antibody [EPR21850-82]
(@b222754)

Although lung tissue is reported to be PAI1 positive (PMID:
21768189, PMID: 17032919), this antibody can’'t detect band of

target in mouse lung and detects weak target band in rat lung.

All lanes : Anti-PAI1 antibody [EPR21850-82] (ab222754) at
1/1000 dilution

Lane 1 : NIH/3T3 (Mouse embryonic fibroblast cell line) serum-
starved for 4 hours, whole cell lysate

Lane 2 : NIH/3T3 serum-starved for 4 hours then treated with 10
ng/ml TGF 31 (ab50036) for 3 hours, then with 10 ng/ml TGF 1
(ab50036) and 300 ng/ml Brefeldin A (BFA) together for 18 hours,

whole cell lysate

Lysates/proteins at 10 ug per lane.

Secondary
All lanes : Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at 1/20000

dilution

Predicted band size: 45 kDa

Exposure time: 32 seconds

Blocking/Dilution buffer: 5% NFDM/TBST.

The expression of PAI1 is induced by TGF-f in the NIH/3T3 cell line
(PMID 17890327). The 110 kDa band likely represents PAI-1 in
complex with its target protease, t-PA (PMID 21596853).

The blot was developed with a high sensitivity ECL substrate.


https://www.abcam.co.jp/ps/products/222/ab222754/Images/ab222754-315257-anti-pai1-antibody-epr21850-82-western-blot.jpg
https://www.abcam.co.jp/ab50036.html
https://www.abcam.co.jp/ab50036.html
https://www.abcam.co.jp/ab97051.html
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Westemn blot - Anti-PAI1 antibody [EPR21850-82]
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Immunocytochemistry/ Immunofluorescence - Anti-

PAI1 antibody [EPR21850-82] (ab222754)

All lanes : Anti-PAI antibody [EPR21850-82] (ab222754) at
1/1000 dilution

Lane 1 : NIH/3T3 (Mouse embryonic fibroblast cell line) serum-
starved for 18 hours, then collected the supernatant lysate

Lane 2 : NIH/3T3 serum-starved for 18 hours then treated with 10
ng/ml TGF 31 (ab50036) for 24 hours, then collected the

supernatant lysate
Lysates/proteins at 10 ug per lane.

Secondary
All lanes : Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at
1/100000 dilution

Predicted band size: 45 kDa

Exposure time: 26 seconds

Blocking/Dilution buffer: 5% NFDM/TBST.

The expression of PAI1 is induced by TGF- in the NIH/3T3 cell line
(PMID 17890327).

The blot was developed with a high sensitivity ECL substrate.

Immunofluorescent analysis of 4% paraformaldehyde-fixed, 0.1%
Triton X-100 permeabilized NIH/3T3 (Mouse embryonic fibroblast
cell line) cells labeling PAIM1 with ab222754 at 1/100 dilution,
followed by Goat Anti-Rabbit IgG H&L (Alexa Fluor® 488)
(ab150077) secondary antibody at 1/1,000 dilution (green).
Confocal image showing the signal is increased in 4 hour serum-
starved NIH/3T3 cells treated with TGF- (10 ng/ml) for 3 hours, then
with TGF-B (10 ng/ml) and BFA (300 ng/ml) together for 18 hours.
The expression of PAI1 is induced by TGF- in the NIH/3T3 cell line
(PMID 17890327). The nuclear counter stainis DAPI (blue).
Counterstained with ab195889 Anti-alpha Tubulin antibody [DM1A]
- Microtubule Marker (Alexa Fluor® 594) at a 1/200 dilution (red).

The negative control is the secondary antibody only.


https://www.abcam.co.jp/ps/products/222/ab222754/Images/ab222754-315256-anti-pai1-antibody-epr21850-82-western-blot.jpg
https://www.abcam.co.jp/ab50036.html
https://www.abcam.co.jp/ab97051.html
https://www.abcam.co.jp/ps/products/222/ab222754/Images/ab222754-315254-anti-pai1-antibody-epr21850-82-immunofluorescence.jpg
https://www.abcam.co.jp/ab150077.html
https://www.abcam.co.jp/ab195889.html

Why choose a
recombinont antibody?
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Research with Long-term and

confidence scalable supply
Consistent and Recombinant
reproducible results technology

Success from the Ethical standards

first experiment compliant
Confirmed Animal-free
specificity production

Anti-PAI1 antibody [EPR21850-82] (ab222754)

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

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

Terms and conditions

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


https://www.abcam.co.jp/ps/products/222/ab222754/Images/ab222754-9-benefits-of-recombinant-antibodies.png
https://www.abcam.co.jp/abpromise
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