
Product name Human ARRB2 (Beta Arrestin 2) knockout Hep G2 cell line

Parental Cell Line HepG2

Organism Human

Mutation description Knockout achieved by using CRISPR/Cas9, Homozygous: 1 bp deletion in exon 4

Passage number <20

Knockout validation Sanger Sequencing, Western Blot (WB)

Tested applications Suitable for: WB

Biosafety level 1

General notes

All seeding densities should be based on cell counts gained by established methods.
A guide seeding density of 2x10  cells/cm  is recommended.

Recommended control: Human wild-type HepG2 cell line (ab257304). Please note a wild-type
cell line is not automatically included with a knockout cell line order, if required please add
recommended wild-type cell line at no additional cost using the code WILDTYPE-TMTK1.

Cryopreservation cell medium: Cell Freezing Medium-DMSO Serum free media, contains
8.7% DMSO in MEM supplemented with methyl cellulose.

Culture medium: MEM + 10% FBS

Initial handling guidelines: Upon arrival, the vial should be stored in liquid nitrogen vapor phase
and not at -80°C. Storage at -80°C may result in loss of viability.

1. Thaw the vial in 37°C water bath for approximately 1-2 minutes.
2. Transfer the cell suspension (0.8 mL) to a 15 mL/50 mL conical sterile polypropylene centrifuge
tube containing 8.4 mL pre-warmed culture medium, wash vial with an additional 0.8 mL culture
medium (total volume 10 mL) to collect remaining cells, and centrifuge at 201 x g (rcf) for 5
minutes at room temperature. 10 mL represents minimum recommended dilution. 20 mL
represents maximum recommended dilution.
3. Resuspend the cell pellet in 5 mL pre-warmed culture medium and count using a
haemocytometer or alternative cell counting method. Based on cell count, seed cells in an
appropriate cell culture flask at a density of 2x10  cells/cm . Seeding density is given as a guide
only and should be scaled to align with individual lab schedules.
4. Incubate the culture at 37°C incubator with 5% CO2. Cultures should be monitored daily.

Subculture guidelines:
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A partial media change 24 hours prior to subculture may be helpful to encourage growth, if
required.
Cells should be passaged when they have achieved 80-90% confluence.
This product is subject to limited use licenses from The Broad Institute and ERS Genomics
Limited, and is developed with patented technology. For full details of the limited use licenses and
relevant patents please refer to our limited use license and patent pages.

Number of cells 1 x 10  cells/vial, 1 mL

Viability ~80%

Adherent /Suspension Adherent

Tissue Liver

Cell type epithelial

Disease Hepatocellular Carcinoma

Gender Male

Antibiotic resistance Puromycin 1.00µg/ml

Mycoplasma free Yes

Storage instructions Shipped on Dry Ice. Store in liquid nitrogen.

Storage buffer Constituents: 8.7% Dimethylsulfoxide, 2% Cellulose, methyl ether

Function Functions in regulating agonist-mediated G-protein coupled receptor (GPCR) signaling by
mediating both receptor desensitization and resensitization processes. During homologous
desensitization, beta-arrestins bind to the GPRK-phosphorylated receptor and sterically preclude
its coupling to the cognate G-protein; the binding appears to require additional receptor
determinants exposed only in the active receptor conformation. The beta-arrestins target many
receptors for internalization by acting as endocytic adapters (CLASPs, clathrin-associated sorting
proteins) and recruiting the GPRCs to the adapter protein 2 complex 2 (AP-2) in clathrin-coated
pits (CCPs). However, the extent of beta-arrestin involvement appears to vary significantly
depending on the receptor, agonist and cell type. Internalized arrestin-receptor complexes traffic
to intracellular endosomes, where they remain uncoupled from G-proteins. Two different modes of
arrestin-mediated internalization occur. Class A receptors, like ADRB2, OPRM1, ENDRA, D1AR
and ADRA1B dissociate from beta-arrestin at or near the plasma membrane and undergo rapid
recycling. Class B receptors, like AVPR2, AGTR1, NTSR1, TRHR and TACR1 internalize as a
complex with arrestin and traffic with it to endosomal vesicles, presumably as desensitized
receptors, for extended periods of time. Receptor resensitization then requires that receptor-
bound arrestin is removed so that the receptor can be dephosphorylated and returned to the
plasma membrane. Mediates endocytosis of CCR7 following ligation of CCL19 but not CCL21.
Involved in internalization of P2RY1, P2RY4, P2RY6 and P2RY11 and ATP-stimulated
internalization of P2RY2. Involved in phopshorylation-dependent internalization of OPRD1 and
subsequent recycling or degradation. Involved in ubiquitination of IGF1R. Beta-arrestins function
as multivalent adapter proteins that can switch the GPCR from a G-protein signaling mode that
transmits short-lived signals from the plasma membrane via small molecule second messengers
and ion channels to a beta-arrestin signaling mode that transmits a distinct set of signals that are
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initiated as the receptor internalizes and transits the intracellular compartment. Acts as signaling
scaffold for MAPK pathways such as MAPK1/3 (ERK1/2) and MAPK10 (JNK3). ERK1/2 and
JNK3 activated by the beta-arrestin scaffold are largely excluded from the nucleus and confined to
cytoplasmic locations such as endocytic vesicles, also called beta-arrestin signalosomes. Acts as
signaling scaffold for the AKT1 pathway. GPCRs for which the beta-arrestin-mediated signaling
relies on both ARRB1 and ARRB2 (codependent regulation) include ADRB2, F2RL1 and PTH1R.
For some GPCRs the beta-arrestin-mediated signaling relies on either ARRB1 or ARRB2 and is
inhibited by the other respective beta-arrestin form (reciprocal regulation). Increases ERK1/2
signaling in AGTR1- and AVPR2-mediated activation (reciprocal regulation). Involved in CCR7-
mediated ERK1/2 signaling involving ligand CCL19. Is involved in type-1A angiotensin II
receptor/AGTR1-mediated ERK activity. Is involved in type-1A angiotensin II receptor/AGTR1-
mediated MAPK10 activity. Is involved in dopamine-stimulated AKT1 activity in the striatum by
disrupting the association of AKT1 with its negative regulator PP2A. Involved in AGTR1-mediated
chemotaxis. Appears to function as signaling scaffold involved in regulation of MIP-1-beta-
stimulated CCR5-dependent chemotaxis. Involved in attenuation of NF-kappa-B-dependent
transcription in response to GPCR or cytokine stimulation by interacting with and stabilizing
CHUK. Suppresses UV-induced NF-kappa-B-dependent activation by interacting with CHUK.
The function is promoted by stimulation of ADRB2 and dephosphorylation of ARRB2. Involved in
p53/TP53-mediated apoptosis by regulating MDM2 and reducing the MDM2-mediated
degradation of p53/TP53. May serve as nuclear messenger for GPCRs. Upon stimulation of
OR1D2, may be involved in regulation of gene expression during the early processes of
fertilization. Also involved in regulation of receptors others than GPCRs. Involved in endocytosis of
TGFBR2 and TGFBR3 and down-regulates TGF-beta signaling such as NF-kappa-B activation.
Involved in endocytosis of low-density lipoprotein receptor/LDLR. Involved in endocytosis of
smoothened homolog/Smo, which also requires ADRBK1. Involved in endocytosis of SLC9A5.
Involved in endocytosis of ENG and subsequent TGF-beta-mediated ERK activation and
migration of epithelial cells. Involved in Toll-like receptor and IL-1 receptor signaling through the
interaction with TRAF6 which prevents TRAF6 autoubiquitination and oligomerization required for
activation of NF-kappa-B and JUN. Involved in insulin resistence by acting as insulin-induced
signaling scaffold for SRC, AKT1 and INSR. Involved in regulation of inhibitory signaling of natural
killer cells by recruiting PTPN6 and PTPN11 to KIR2DL1.

Sequence similarities Belongs to the arrestin family.

Domain The [DE]-X(1,2)-F-X-X-[FL]-X-X-X-R motif mediates interaction the AP-2 complex subunit
AP2B1.

Post-translational
modifications

Phosphorylated at Thr-382 in the cytoplasm; probably dephosphorylated at the plasma
membrane. The phosphorylation does not regulate internalization and recycling of ADRB2,
interaction with clathrin or AP2B1.
The ubiquitination status appears to regulate the formation and trafficking of beta-arrestin-GPCR
complexes and signaling. Ubiquitination appears to occurr GPCR-specifc. Ubiquitinated by
MDM2; the ubiquitination is required for rapid internalization of ADRB2. Deubiquitinated by
USP33; the deubiquitination leads to a dissociation of the beta-arrestin-GPCR complex.
Stimulation of a class A GPCR, such as ADRB2, induces transient ubiquitination and
subsequently promotes association with USP33. Stimulation of a class B GPCR promotes a
sustained ubiquitination.

Cellular localization Cytoplasm. Nucleus. Cell membrane. Membrane > clathrin-coated pit. Cytoplasmic vesicle.
Translocates to the plasma membrane and colocalizes with antagonist-stimulated GPCRs.
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The Abpromise guarantee

Western blot - Human ARRB2 (Beta Arrestin 2)

knockout Hep G2 cell line (ab262320)

All lanes : Anti-Beta Arrestin 2 antibody [3G1] (ab54790) at 1

µg/ml

Lane 1 : Wild-type HepG2 cell lysate

Lane 2 : ARRB2 knockout HepG2 cell lysate

Lane 3 : HeLa cell lysate

Lane 4 : Human Lung tissue lysate

Lysates/proteins at 20 µg per lane.

Performed under reducing conditions.

Predicted band size: 46 kDa

Observed band size: 50 kDa 

Lanes 1 - 4: Merged signal (red and green). Green - ab54790
observed at 50 kDa. Red - loading control ab181602 (Rabbit Anti-

GAPDH antibody [EPR16891]) observed at 37 kDa.

ab54790 was shown to react with Beta Arrestin 2 in wild-type

HepG2 cells in Western blot with loss of signal observed in ARRB2

knockout cell line ab262320 (knockout cell lysate ab257283). Wild-

type HepG2 and ARRB2 knockout cell lysates were subjected to

SDS-PAGE. Membranes were blocked in fluorescent western blot

(TBS-based) blocking solution before incubation with ab54790 and

ab181602 (Rabbit Anti-GAPDH antibody [EPR16891]) overnight at

4 °C at 1 µg/ml and a 1 in 20000 dilution respectively. Blots were

incubated with Goat anti-Mouse IgG H&L (IRDye  800CW)

preabsorbed (ab216772) and Goat anti-Rabbit IgG H&L (IRDye

680RD) preabsorbed (ab216777) secondary antibodies at 1 in

20000 dilution for 1 h at room temperature before imaging.

Our Abpromise guarantee covers the use of ab262320 in the following tested applications.

The application notes include recommended starting dilutions; optimal dilutions/concentrations should be determined by the end user.

Application Abreviews Notes

WB Use at an assay dependent concentration. Predicted molecular
weight: 46 kDa.
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Western blot - Human ARRB2 (Beta Arrestin 2)

knockout HEPG2 cell line (ab262320)

All lanes : Anti-Beta Arrestin 2 antibody [3G1] (ab54790) at 1/500

dilution

Lane 1 : Wild-type HepG2 cell lysate

Lane 2 : ARRB2 knockout HepG2 cell lysate

Lane 3 : A549 cell lysate

Lane 4 : K562 cell lysate

Lysates/proteins at 20 µg per lane.

Performed under reducing conditions.

Predicted band size: 46 kDa

Observed band size: 55 kDa 

Lanes 1- 4: Merged signal (red and green). Green - ab54790
observed at 55 kDa. Red - Anti-GAPDH antibody[EPR16891] -

Loading Control (ab181602) observed at 37 kDa.

 ab54790 was shown to react with ARRB2 in wild-type HepG2 cells

in western blot. Loss of signal was observed when knockout cell line

ab262320 (knockout cell lysate ab257283) was used. Wild-type

HepG2 and ARRB2 knockout HepG2 cell lysates were subjected to

SDS-PAGE. Membrane was blocked for 1 hour at room

temperature in 0.1% TBST with 3% non-fat dried milk. ab54790
and Anti-GAPDH antibody[EPR16891] - Loading Control

(ab181602) overnight at 4°C at a 1 in 500 dilution and a 1 in 20000

dilution respectively. Blots were developed with Goat anti-Mouse

IgG H&L (IRDye 800CW) preadsorbed (ab216772) and Goat Anti-

Rabbit IgG H&L (IRDye 680RD) preadsorbed (ab216777)

secondary antibodies at 1 in 20000 dilution for 1 hour at room

temperature before imaging.

Sanger Sequencing - Human ARRB2 knockout

HEPG2 cell line (ab262320)

Homozygous: 1 bp deletion in exon4

Please note:  All products are "FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES"
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Our Abpromise to you: Quality guaranteed and expert technical support

Replacement or refund for products not performing as stated on the datasheet

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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