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Human RAB7A (RAB7) knockout HelLa cell line ab255423
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HaA Human RAB7A (RAB?7) knockout HeL a cell line

Parental Cell Line Hela

Organism Human

Mutation description Knockout achieved by using CRISPR/Cas9, Homozygous: 25 bp deletion in exon 2

Passage number <20

Knockout validation Sanger Sequencing, Western Blot (WB)

PFVr—2av EH®D: WB

Biosafety level 2

sl Recommended control: Human wild-type HeLa cell line (ab255928). 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: DMEM (High Glucose) + 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 pelletin 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 2x1 0% 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% CO,. Cultures should be monitored daily.

Subculture guidelines:

All seeding densities should be based on cell counts gained by established methods.

A guide seeding density of 2x10% cells/cm? is recommended.

A partial media change 24 hours prior to subculture may be helpful to encourage growth, if
required.


https://www.abcam.co.jp/products/cell-lines/human-rab7a-rab7-knockout-hela-cell-line-ab255423.html#description_references
https://www.abcam.co.jp/ab255928.html
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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.

We will provide viable cells that proliferate on revival.

1 x 109 cellsivial, 1 mL
Adherent

Cervix

epithelial
Adenocarcinoma
Female

Amelogenin X D5S818: 11,12 D13S317: 12, 13.3 D7S820: 8, 12 D16S539: 9, 10 vWA: 16, 18
THO1: 7 TPOX: 8,12 CSF1PO: 9, 10

Yes
Shipped on Dry Ice. Store in liquid nitrogen.

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

Key regulator in endo-lysosomal trafficking. Governs early-to-late endosomal maturation,
microtubule minus-end as well as plus-end directed endosomal migration and positioning, and
endosome-lysosome transport through different protein-protein interaction cascades. Plays a
central role, not only in endosomal traffic, but also in many other cellular and physiological events,
such as growth-factor-mediated cell signaling, nutrient-transportor mediated nutrient uptake,
neurotrophin transport in the axons of neurons and lipid metabolism. Also involved in regulation of
some specialized endosomal membrane trafficking, such as maturation of melanosomes,
pathogen-induced phagosomes (or vacuoles) and autophagosomes. Plays a role in the
maturation and acidification of phagosomes that engulf pathogens, such as S.aureus and
M.tuberculosis. Plays a role in the fusion of phagosomes with lysosomes. Plays important roles in
microbial pathogen infection and survival, as well as in participating in the life cycle of viruses.
Microbial pathogens possess survival strategies governed by RAB7A, sometimes by employing
RAB7A function (e.g. Salmonella) and sometimes by excluding RAB7A function (e.g.
Mycobacterium). In concert with RAC1, plays a role in regulating the formation of RBs (ruffled
borders) in osteoclasts. Controls the endosomal trafficking and neurite outgrowth signaling of
NTRK1/TRKA. Regulates the endocytic trafficking of the EGF-EGFR complex by regulating its
lysosomal degradation.

Widely expressed; high expression found in skeletal muscle.

Defects in RAB7A are the cause of Charcot-Marie-Tooth disease type 2B (CMT2B)
[MIM:600882]; also known as hereditary motor and sensory neuropathy Il (HMSN2). CMT2B is a
form of Charcot-Marie-Tooth disease, the most common inherited disorder of the peripheral
nervous system. Charcot-Marie-Tooth disease is classified in two main groups on the basis of
electrophysiologic properties and histopathology: primary peripheral demyelinating neuropathy or
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https://www.abcam.com/content/patents

CMT1, and primary peripheral axonal neuropathy or CMT2. Neuropathies of the CMT2 group are
characterized by signs of axonal regeneration in the absence of obvious myelin alterations,
normal or slightly reduced nerve conduction velocities, and progressive distal muscle weakness
and atrophy. CMT2B is clinically characterized by marked distal muscle weakness and a high
frequency of foot ulcers, infections and amputations of the toes. CMT2B inheritance is autosomal

dominant.
ErELE Belongs to the small GTPase superfamily. Rab family.
HlRNBE Late endosome. Lysosome. Cytoplasmic vesicle > phagosome. Melanosome. Cytoplasmic

vesicle > phagosome membrane. Co-localizes with OSBPL1A at the late endosome. Found in
the ruffled border (a late endosomal-like compartment in the plasma membrane) of bone-
resorbing osteoclasts. Recruited to phagosomes containing S.aureus or Mycobacterium.
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WB Use at an assay dependent concentration.
&
& All lanes : Anti-RAB7 antibody [EPR7589] (ab137029) at 1/1000
250 kDa -

dilution
150 kDa -

100 kDa -

75 kDa - Lane 1 : Wild-type Hela cell lysate

50 kDa - Lane 2 : RAB7A knockout HelLa cell lysate

37 kDa -

Lysates/proteins at 20 ug per lane.
25 kDa -

20 kD3 -
16 KDa - Performed under reducing conditions.

10 kDa -

Observed band size: 23 kDa

Westem blot - Human RAB7A (RAB7) knockout
Hela cell line (ab255423)

Lanes 1 - 2: Merged signal (red and green). Green - ab137029
observed at 23 kDa. Red - loading control ab7291 (Mouse anti-
Alpha Tubulin [DM1A]) observed at 55 kDa.

ab137029 was shown to react with RAB7 in wild-type HelLa cells in
Western blot with loss of signal observed in RAB7A knockout cell
line ab255423 (RAB7A knockout cell lysate ab263831). Wild-type
HelLa and RAB7A knockout cell lysates were subjected to SDS-


https://www.abcam.co.jp/abpromise
https://www.abcam.co.jp/ps/products/255/ab255423/Images/ab255423-465278-anti-rab7-antibody-epr7589-western-blot-wildtype-hela-rab7a-knockout-hela.jpg
https://www.abcam.co.jp/ab137029.html
https://www.abcam.co.jp/ab137029.html
https://www.abcam.co.jp/ab7291.html
https://www.abcam.co.jp/ab137029.html
https://www.abcam.co.jp/ab263831.html
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250 kDa -
150 kDa -

100 kDa -
74 kDa -

50 kDa -

37 kDa -

25 kDa -
20 kDa -

15 kDa -

10 kDa -

Westem blot - Human RAB7A (RAB7) knockout

HeLa cell line (ab255423)

PAGE. Membranes were blocked in 3 % milk in TBS-T (0.1 %
Tween®) before incubation with ab137029 and ab7291 (Mouse
anti-Alpha Tubulin [DM1A]) overnight at4 °C ata 1 in 1000 dilution
and a 1in 20000 dilution respectively. Blots were incubated 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 h at room temperature before imaging.

All lanes : Anti-RAB7 antibody [EPR7588(B)] - Late Endosome
Marker (ab126712) at 1/1000 dilution

Lane 1 : Wild-type HelLa cell lysate
Lane 2 : RAB7A knockout HeLa cell lysate

Lysates/proteins at 20 ug per lane.
Performed under reducing conditions.

Observed band size: 23 kDa

Lanes 1 - 2: Merged signal (red and green). Green - ab126712
observed at 23 kDa. Red - loading control ab7291 (Mouse anti-
Alpha Tubulin [DM1A]) observed at 55 kDa.

ab126712 was shown to react with RAB7 in wild-type HelLa cells in

Western blot with loss of signal observed in RAB7A knockout cell
line ab255423 (RAB7A knockout cell lysate ab263831). Wild-type
HelLa and RAB7A knockout cell lysates were subjected to SDS-
PAGE. Membranes were blocked in 3 % milk in TBS-T (0.1 %
Tween®) before incubation with ab126712 and ab7291 (Mouse
anti-Alpha Tubulin [DM1A]) overnight at4 °C ata 1 in 1000 dilution
and a 1in 20000 dilution respectively. Blots were incubated 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 h at room temperature before imaging.


https://www.abcam.co.jp/ab137029.html
https://www.abcam.co.jp/ab7291.html
https://www.abcam.co.jp/ab216773.html
https://www.abcam.co.jp/ab216776.html
https://www.abcam.co.jp/ps/products/255/ab255423/Images/ab255423-465276-anti-rab7-antibody-epr7588b-late-endosome-marker-western-blot-wildtype-hela-rab7a-knockout-hela.jpg
https://www.abcam.co.jp/ab126712.html
https://www.abcam.co.jp/ab126712.html
https://www.abcam.co.jp/ab7291.html
https://www.abcam.co.jp/ab126712.html
https://www.abcam.co.jp/ab263831.html
https://www.abcam.co.jp/ab126712.html
https://www.abcam.co.jp/ab7291.html
https://www.abcam.co.jp/ab216773.html
https://www.abcam.co.jp/ab216776.html

TR0 —— TWIGMGETH  Homozygous: 25 bp deletion in exon 2.

TN JUTELAETER
W TG GHAGATEACTCTAGMGHMG G GTGMGTTT

Sanger Sequencing - Human RAB7A knockout HeLa
cell line (ab255423)

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

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

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/255/ab255423/Images/ab255423-1-humanrab7aknockouthelacelllineHomozygous25bpdeletioninexon2.jpg
https://www.abcam.co.jp/abpromise
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