
Product name Anti-p21 antibody

Description Rabbit polyclonal to p21

Host species Rabbit

Specificity Detects a clean band at 21kDa corresponding to p21, as well as a cross-reacting band at 26kDa.

Tested applications Suitable for: ICC/IF, Sandwich ELISA, WB, IHC-P

Species reactivity Reacts with: Rat, Cow, Human

Predicted to work with: Cat, Dog

Immunogen Synthetic peptide conjugated to KLH derived from within residues 100 to the C-terminus of
Human p21. Read Abcam's proprietary immunogen policy (Peptide available as ab18623.)

Positive control This antibody gave a positive signal in the following whole cell lysates: HeLa; Hela - Bleomycin
Treated (40U/ml); HeLa Whole - Irradiated (5Gy); Hela - Hydroxyurea Treated (48hr, 1uM); PC12.

Form Liquid

Storage instructions Shipped at 4°C. Store at +4°C short term (1-2 weeks). Upon delivery aliquot. Store at -20°C or -
80°C. Avoid freeze / thaw cycle.

Storage buffer Preservative: 0.02% Sodium Azide
Constituents: 1% BSA, PBS, pH 7.4

Purity Immunogen affinity purified

Clonality Polyclonal

Isotype IgG
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Overview

Properties

Applications

Our Abpromise guarantee covers the use of ab18209 in the following tested applications.

The application notes include recommended starting dilutions; optimal dilutions/concentrations should be determined by the end user.
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Function May be the important intermediate by which p53/TP53 mediates its role as an inhibitor of cellular
proliferation in response to DNA damage. Binds to and inhibits cyclin-dependent kinase activity,
preventing phosphorylation of critical cyclin-dependent kinase substrates and blocking cell cycle
progression. Functions in the nuclear localization and assembly of cyclin D-CDK4 complex and
promotes its kinase activity towards RB1. At higher stoichiometric ratios, inhibits the kinase
activity of the cyclin D-CDK4 complex.

Tissue specificity Expressed in all adult human tissues, with 5-fold lower levels observed in the brain.

Sequence similarities Belongs to the CDI family.

Domain The PIP-box K+4 motif mediates both the interaction with PCNA and the recuitment of the
DCX(DTL) complex: while the PIP-box interacts with PCNA, the presence of the K+4 submotif,
recruits the DCX(DTL) complex, leading to its ubiquitination.
The C-terminal is required for nuclear localization of the cyclin D-CDK4 complex.

Post-translational
modifications

Phosphorylation of Thr-145 by Akt or of Ser-146 by PKC impairs binding to PCNA.
Phosphorylation at Ser-114 by GSK3-beta enhances ubiquitination by the DCX(DTL) complex.
Ubiquitinated by MKRN1; leading to polyubiquitination and 26S proteasome-dependent
degradation. Ubiquitinated by the DCX(DTL) complex, also named CRL4(CDT2) complex,
leading to its degradation during S phase or following UV irradiation. Ubiquitination by the
DCX(DTL) complex is essential to control replication licensing and is PCNA-dependent: interacts
with PCNA via its PIP-box, while the presence of the containing the 'K+4' motif in the PIP box,
recruit the DCX(DTL) complex, leading to its degradation.

Cellular localization Cytoplasm. Nucleus.

Application Abreviews Notes

ICC/IF (1) Use a concentration of 5 µg/ml.

Sandwich ELISA Use a concentration of 0.5 µg/ml.
For sandwich ELISA, use this antibody as Detection at 0.5µg/ml
with ab118 as Capture.

WB (3) Use a concentration of 1 µg/ml. Detects a band of approximately
21 kDa (predicted molecular weight: 21 kDa).

IHC-P (1) Use at an assay dependent concentration. Perform heat
mediated antigen retrieval before commencing with IHC staining
protocol.

Target

Images
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Western blot - Anti-p21 antibody (ab18209)

Lane 1: Wild-type HAP1 cell lysate (20 µg)

Lane 2: p21 knockout HAP1 cell lysate (20 µg)

Lane 3: HT1080 cell lysate (20 µg)

Lane 4: MCF7 cell lysate (20 µg)

Lanes 1 - 4: Merged (red and green) signal

ab18209 was shown not to specifically react with p21, when p21

knockout samples were used. Wild-type and p21 knockout samples

were subjected to SDS-PAGE. ab18209 and ab8245 (loading

control to GAPDH) were diluted 1 μg/mL and 1/2000 respectively

and incubated overnight at 4°C. Blots were developed with goat

anti-rabbit IgG (H + L) and goat anti-mouse IgG (H + L) secondary

antibodies at 1/10 000 dilution for 1 h at room temperature before

imaging.

Immunohistochemistry (Formalin/PFA-fixed paraffin-

embedded sections) - Anti-p21 antibody (ab18209)

IHC image of p21 staining in human lung FFPE section, performed

on a BondTM system using the standard protocol F. The section

was pre-treated using heat mediated antigen retrieval with sodium

citrate buffer (pH6, epitope retrieval solution 1) for 20 mins. The

section was then incubated with ab18209, 5ug/ml, for 15 mins at

room temperature and detected using an HRP conjugated compact

polymer system. DAB was used as the chromogen. The section

was then counterstained with haematoxylin and mounted with DPX.

Immunocytochemistry/ Immunofluorescence - Anti-

p21 antibody (ab18209)

ab18209 staining p21 in serum starved PC-3 cells treated with β-

lapachone (ab141097), by ICC/IF. Increase of p21 nuclear

expression correlates with increased concentration of β-lapachone,

as described in literature.

The cells were incubated at 37°C for 6 hours in media containing

different concentrations of ab141097 (β-lapachone) in DMSO, fixed

with 100% methanol for 5 minutes at -20°C and blocked with PBS

containing 10% goat serum, 0.3 M glycine, 1% BSA and 0.1%

tween for 2h at room temperature. Staining of the treated cells with

ab18209 (5 µg/ml) was performed overnight at 4°C in PBS
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containing 1% BSA and 0.1% tween. A anti-rabbit DyLight® 488
(ab96899) at 1/250 dilution was used as the secondary antibody.

Nuclei were counterstained with DAPI and are shown in blue.

Immunocytochemistry/ Immunofluorescence - Anti-

p21 antibody (ab18209)

ICC/IF image of ab18209 stained human HeLa cells. The cells were

methanol fixed (5 min) and incubated with the antibody (ab18209,

1µg/ml) for 1h at room temperature. The secondary antibody

(green) was Alexa Fluor® 488 goat anti-rabbit IgG (H+L) used at a

1/1000 dilution for 1h. Image-iT  FX Signal Enhancer was used as

the primary blocking agent, 5% BSA (in TBS-T) was used for all

other blocking steps. DAPI was used to stain the cell nuclei (blue).

Alexa Fluor® 594 WGA was used to label plasma membranes

(red).

Immunocytochemistry/ Immunofluorescence - Anti-

p21 antibody (ab18209)

Ludovic Vallier, University of Cambridge

The image shows staining of human embryonic stem cells with

ab18209. Staining appears to be nuclear.

TM
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Western blot - Anti-p21 antibody (ab18209)

All lanes : Anti-p21 antibody (ab18209) at 1 µg/ml

Lane 1 : HeLa (Human epithelial carcinoma cell line) Whole Cell

Lysate

Lane 2 : HeLa Whole Cell Lysate - Irradiated (5Gy)

Lane 3 : PC12 (Rat adrenal pheochromocytoma cell line) Whole

Cell Lysate

Lysates/proteins at 10 µg per lane.

Secondary
All lanes : Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at 1/50000

dilution

Developed using the ECL technique.

Performed under reducing conditions.

Predicted band size: 21 kDa

Observed band size: 21 kDa

Exposure time: 30 seconds

This blot was produced using a 4-12% Bis-tris gel under the MES

buffer system. The gel was run at 200V for 35 minutes before being

transferred onto a Nitrocellulose membrane at 30V for 70 minutes.

The membrane was then blocked for an hour using 2% Bovine

Serum Albumin before being incubated with ab18209 overnight at

4°C. Antibody binding was detected using an anti-rabbit antibody

conjugated to HRP, and visualised using ECL development solution

ab133406
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Western blot - Anti-p21 antibody (ab18209)

Anti-p21 antibody (ab18209) at 1 µg/ml + HeLa whole cell lysate at

20 µg/ml

Secondary
Alexa Fluor Goat polyclonal to Rabbit IgG (700) at 1/10000 dilution

Predicted band size: 21 kDa

Observed band size: 21 kDa

Additional bands at: 26 kDa (possible cross reactivity)

Western blot - Anti-p21 antibody (ab18209)

All lanes : Anti-p21 antibody (ab18209) at 1 µg/ml

Lane 1 : HeLa (Human epithelial carcinoma cell line) Whole Cell

Lysate 

Lane 2 : Hela Whole Cell Lysate - Bleomycin Treated (40U/ml)

Lane 3 : HeLa Whole Cell Lysate - Irradiated (5Gy)

Lane 4 : Hela Whole Cell Lysate - Hydroxyurea Treated (48hr, 1uM)

Lysates/proteins at 20 µg per lane.

Secondary
All lanes : Goat polyclonal to Rabbit IgG - H&L - Pre-Adsorbed

(HRP) at 1/3000 dilution

Developed using the ECL technique.

Performed under reducing conditions.

Predicted band size: 21 kDa

Observed band size: 21 kDa

Additional bands at: 36 kDa, 56 kDa. We are unsure as to the

identity of these extra bands.

Exposure time: 20 minutes
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Sandwich ELISA - Anti-p21 antibody (ab18209)

Standard curve for p21 (Analyte: ab56278); dilution range 1pg/ml to

1µg/ml using Capture Antibody Mouse monoclonal [AC8.3] to
p21 (ab118) at 5µg/ml and Detector Antibody Rabbit polyclonal
to p21 (ab18209) at 0.5µg/ml.

Western blot - Anti-p21 antibody (ab18209)

Anti-p21 antibody (ab18209) at 1 µg/ml + Recombinant Human p21

protein (ab56278) at 0.01 µg

Secondary
Goat polyclonal to Rabbit IgG - H&L - Pre-Adsorbed (HRP)

(ab65484) at 1/5000 dilution

Developed using the ECL technique.

Performed under reducing conditions.

Predicted band size: 21 kDa

Exposure time: 150 seconds

ab56278 is a tagged recombinant protein, with a predicted

molecular weight of 46kDa.

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

Our Abpromise to you: Quality guaranteed and expert technical support

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

Response to your inquiry within 24 hours

We provide support in Chinese, English, French, German, Japanese and Spanish

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.com/abpromise or contact our technical team.

Terms and conditions

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