abcam
ab215037

Anti-beta III Tubulin antibody [EPR19591] -
Neuronal Marker

Anti-beta III Tubulin antibody [EPR19591] (ab215037) is a rabbit monoclonal antibody detecting beta III Tubulin
in Western Blot, Flow Cytometry (Intra), IP, IHC-P, ICC/IF. Suitable for Human, Mouse, Rat.

- KO validated for confirmed specificity
- Biophysical QC for unrivalled batch-batch consistency

[ 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 EPR19591

Purification technique Affinity purification Protein A

Concentration 0.237 mg/mL The concentration of this product may be batch-dependent
Batch concentration finder -

Reactivity data

IP

Tested
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Species
Dilution info

Notes

Expected

Species
Dilution info

Notes

WB
Tested
Species

Dilution info

Notes

Species
Dilution info

Notes

Species
Dilution info

Notes

ICC/IF

Tested

Species
Dilution info

Notes

Expected

Human

1/30

Mouse, Rat

Use at an assay dependent concentration.

Mouse

1/2000

Rat

1/2000

Human

1/2000

Human

1/500
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Species Mouse, Rat

Dilution info Use at an assay dependent concentration.
Notes -
Flow Cyt (Intra)
Tested
Species Human
Dilution info 1/200
Notes -
Expected
Species Mouse, Rat
Dilution info Use at an assay dependent concentration.
Notes -
IHC-P
Tested
Species Mouse
Dilution info 1/2000
Notes Perform heat-mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before

commencing with IHC staining protocol.

Species Rat
Dilution info 1/2000
Notes Perform heat-mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before

commencing with IHC staining protocol.

Species Human
Dilution info 1/2000
Notes Perform heat-mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before

commencing with IHC staining protocol.
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Target data

See full target information TUBB3 #

Function

Storage

Shipped at conditions

Appropriate short-term
storage duration

Appropriate short-term
storage conditions

Appropriate long-term
storage conditions

Aliquoting information

Storage information

Notes

Tubulin is the major constituent of microtubules, protein filaments consisting of
alpha- and beta-tubulin heterodimers (PubMed:34996871, PubMed:38305685,
PubMed:38609661). Microtubules grow by the addition of GTP-tubulin dimers to
the microtubule end, where a stabilizing cap forms (PubMed:34996871,
PubMed:38305685, PubMed:38609661). Below the cap, alpha-beta tubulin
heterodimers are in GDP-bound state, owing to GTPase activity of alpha-tubulin
(PubMed:34996871, PubMed:38609661). TUBB3 plays a critical role in proper axon
guidance and maintenance (PubMed:20074521). Binding of NTN1/Netrin-1 to its
receptor UNC5C might cause dissociation of UNC5C from polymerized TUBB3 in
microtubules and thereby lead to increased microtubule dynamics and axon
repulsion (PubMed:28483977). Plays a role in dorsal root ganglion axon projection
towards the spinal cord (PubMed:28483977).

Conditional Ambient

1-2 weeks

+4°C

-20°C

Upon delivery aliquot

Avoid freeze / thaw cycle

What is this antibody validated in?

Anti-beta III Tubulin antibody [EPR19591] (ab215037) is a rabbit recombinant monoclonal antibody and is validated
for use in Western Blot (WB), Flow Cytometry (Intra), Flow Cytometry (Flow Cyt), Immunoprecipitation (IP),
Immunohistochemistry (IHC-P), Immunocytochemistry/immunofluorescence (ICC/IF) in Human, Mouse, Rat samples.

What is the molecular weight of beta III Tubulin?
Anti-beta III Tubulin [EPR19591] (ab215037) specifically detects a band for beta III Tubulin (UniProt: Q13509) at a

molecular weight of 50kDa.

Specificity confirmed

The specificity of Anti-beta III Tubulin antibody [EPR19591] (ab215037) has been confirmed by Western blot testing in

TUBB3 Knockout Hela cells.
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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.

Trial sizes available!
Test your antibody or perform pre-screening before committing to a larger quantity. Sold in 20pl. Discover our
selection of trial-size antibodies.

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

Activity summary Beta III tubulin often referred to as BIII tubulin or beta-tubulin 3 is a microtubule
element involved in the cellular cytoskeleton structure. This protein with a
molecular mass of approximately 55 kDa plays an important role in the
development and maintenance of neuron structures. It is most prominently
expressed in neurons within the central and peripheral nervous systems. In these
cells beta III tubulin contributes to microtubule polymerization facilitating the
formation of the intricate network necessary for cell shape intracellular transport

and division.
Biological function Beta III tubulin acts in stabilizing microtubules which are essential for proper
summary neuronal function. It exists as part of the tubulin dimer complex partnering with

alpha-tubulin to form the building blocks of microtubules. This particular isotype is
often used as a marker for neuronal differentiation due to its specific expression
pattern in neural tissues. Its regulation and expression levels are important for
neurogenesis and maintaining neuronal plasticity.

Pathways Beta III tubulin plays a role in neuron-specific intracellular transport and signaling
pathways like the Rho GTPase and MAPK signaling pathways. These pathways are
involved in cell cycle regulation and apoptotic processes. Relationships with other
proteins such as kinesins and dyneins are important in these pathways influencing
intracellular transport and signaling through binding and moving along the
microtubule tracks created by beta-tubulin isotypes including beta III tubulin.

Associated diseases and  Abnormal beta III tubulin expression has been associated with cancer particularly

disorders in tumors originating from neuronal lineage such as glioblastomas.
Overexpression or mutations can contribute to chemoresistance complicating
treatment for certain types of cancer. Beta III tubulin is also linked to
neurodevelopmental disorders as it affects proper neural network formation and
stability. Its relationship with tumor protein p53 is noted in cancer pathways as
p53 can influence beta III tubulin expression impacting cellular proliferation and
apoptosis in oncogenic processes.
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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.

17 product images

Flow Cytometry (Intracellular) - Anti-beta Il Tubulin antibody
[EPR19591] - Neuronal Marker (ab215037)

Beta Ill Tubulin Flow Cytometry (Intracellular) staining using rabbit Anti-beta Il Tubulin antibody

Copyright (2] 2023 Abcam Ple:

‘ Flow cytometry overlay histogram showing wild-type Hap1 (green line) and TUB3 knockout Hap1l
DR R PR P stained with ab215037 (red line). The cells were fixed with 4% formaldehyde (10 min) and then
Betall Tubulin - Alexa Fluer® 458 ©26040B71  permeabilised with 0.1% PBS-Triton X-100 for 15 min. The cells were then incubated in 1x PBS
containing 10% normal goat serum to block non-specific protein-protein interaction followed by
the antibody (ab215037) (1x 106 in 100pl at 0.2 pg/ml (1/10400)) for 30min at 22°C.

The secondary antibody Goat Anti-Rabbit IgG H&L (Alexa Fluor® 488) preadsorbed was incubated
at 1/4000 for 30min at 22°C

Isotype control antibody Recombinant Rabbit IgG, monoclonal [EPR25A] - Isotype Control was
used at the same concentration and conditions as the primary antibody (wild-type Hap1l - black
line, TUB3 knockout Hap1l - grey line). Unlabelled sample was also used as a control (this line is
not shown for the purpose of simplicity).

Acquisition of >5000 events were collected using a 50 mW Blue laser (488nm) and 525/40 bandpass
filter.
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This antibody gave a positive signal in Hap1l Fixed with 80% methanol (5 min) / permeabilised with
0.1% PBS-Triton X-100 for 15 min under the same conditions.

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) - Anti-beta 1l Tubulin antibody [EPR19591] - Neuronal
Marker (ab215037)

Beta Il Tubulin Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded sections) staining
using rabbit Anti-beta Ill Tubulin antibody

Immunohistochemical analysis of paraffin-embedded human lung adenocarcinoma tissue labeling
beta Ill Tubulin with ab215037 at 1/2000 dilution, followed by Goat Anti-Rabbit IgG H&L (HRP) at
1/500 dilution.

Cytoplasmic staining on human lung adenocarcinoma is observed.

Counter stained with Hematoxylin.

Secondary antibody only control: Used PBS instead of primary antibody, secondary antibody is
Goat Anti-Rabbit IgG H&L (HRP) at 1/500 dilution.

Perform heat mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before commencing with IHC
staining protocol.

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) - Anti-beta Ill Tubulin antibody [EPR19591] - Neuronal
Marker (ab215037)

Beta Il Tubulin Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded sections) staining
using rabbit Anti-beta Il Tubulin antibody

Immunohistochemical analysis of paraffin-embedded human cholangiocarcinoma tissue labeling
beta Il Tubulin with ab215037 at 1/2000 dilution, followed by Goat Anti-Rabbit IgG H&L (HRP) at
1/500 dilution.

Cytoplasmic staining on human cholangiocarcinoma is observed.

Counter stained with Hematoxylin.

Secondary antibody only control: Used PBS instead of primary antibody, secondary antibody is
Goat Anti-Rabbit 1gG H&L (HRP) at 1/500 dilution.

Perform heat mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before commencing with IHC
staining protocol.
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Flow Cytometry (Intracellular) - Anti-beta Il Tubulin antibody
[EPR19591] - Neuronal Marker (ab215037)

Count

Beta IIl Tubulin Flow Cytometry (Intracellular) staining using rabbit Anti-beta Il Tubulin antibody

Intracellular flow cytometric analysis of 4% paraformaldehyde-fixed U-87 MG (Human

e P P A glioblastoma-astrocytoma epithelial cell line) cells labeling beta Ill Tubulin with ab215037 at 1/200
TUBES - Alexa Fluor® 488 (530130 BP) dilution (red) compared with a rabbit monoclonal IgG isotype control (ab172730; black) and an
unlabelled control (cells without incubation with primary antibody and secondary antibody; blue).
Goat anti rabbit 1gG (Alexa Fluor” 488) at 1/2000 dilution was used as the secondary antibody.

Copyright (¢) 2016 Abcam Plo

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) - Anti-beta 1l Tubulin antibody [EPR19591] - Neuronal
Marker (ab215037)

Beta Il Tubulin Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded sections) staining
using rabbit Anti-beta Il Tubulin antibody

Immunohistochemical analysis of paraffin-embedded human glioma tissue labeling beta IlI
Tubulin with ab215037 at 1/2000 dilution, followed by Goat Anti-Rabbit IgG H&L (HRP) at 1/500
dilution.

Cytoplasmic staining on human glioma is observed.

Counter stained with Hematoxylin.

Secondary antibody only control: Used PBS instead of primary antibody, secondary antibody is
Goat Anti-Rabbit IgG H&L (HRP) at 1/500 dilution.

Perform heat mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before commencing with IHC
staining protocol.

Immunocytochemistry/ Immunofluorescence - Anti-beta Il Tubulin
antibody [EPR19591] - Neuronal Marker (ab215037)

Beta Il Tubulin Immunocytochemistry/ Immunofluorescence staining using rabbit Anti-beta IlI
Tubulin antibody

Immunofluorescent analysis of 4% paraformaldehyde-fixed, 0.1% Triton X-100 permeabilized SH-
SY5Y (Human neuroblastoma cell line from bone marrow) cells labeling beta Il Tubulin with
ab215037 at 1/500 dilution, followed by Goat anti-rabbit IgG (Alexa Fluor® 488) (ab150077)
secondary antibody at 1/1000 dilution (green).

Confocal image showing cytoplasmic staining on SH-SY5Y cell line.

The nuclear counterstain is DAPI (blue).

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

Secondary antibody only control: Used PBS instead of primary antibody, secondary antibody is
Goat anti-rabbit 1gG (Alexa Fluor® 488) (ab150077) at 1/1000 dilution.
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Immunocytochemistry/ Immunofluorescence - Anti-beta Il Tubulin
antibody [EPR19591] - Neuronal Marker (ab215037)

Beta Il Tubulin Immunocytochemistry/ Immunofluorescence staining using rabbit Anti-beta IlI
Tubulin antibody

Immunofluorescent analysis of 4% paraformaldehyde-fixed, 0.1% Triton X-100 permeabilized U-87
MG (Human glioblastoma-astrocytoma epithelial cell line) cells labeling beta 11l Tubulin with
ab215037 at 1/500 dilution, followed by Goat anti-rabbit 1gG (Alexa Fluor® 488) (ab150077)
secondary antibody at 1/1000 dilution (green).

Confocal image showing cytoplasmic staining on U-87 MG cell line.

The nuclear counterstain is DAPI (blue).

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

Secondary antibody only control: Used PBS instead of primary antibody, secondary antibody is
Goat anti-rabbit IgG (Alexa Fluor® 488) (ab150077) at 1/1000 dilution.

) e = . . . . .

o e 2. Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
- ® - ° N o o o o

58 T V3 ‘f & % sections) - Anti-beta Il Tubulin antibody [EPR19591] - Neuronal
et e.  PVs i

) %‘é it ¥ .{@é 2 Marker (ab215037)

ie '\5',. . % ot

2‘.‘: ¥ g':if“‘,' , "}‘;_’* Beta Il Tubulin Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded sections) staining
@ 0,0;’;? E“ 9"_‘ % usingrabbit Anti-beta Ill Tubulin antibody

e P Qe
b , - -
22 ® =.:.."‘QAmM Immunohistochemical analysis of paraffin-embedded human hepatocellular carcinoma tissue

labeling beta Il Tubulin with ab215037 at 1/2000 dilution, followed by Goat Anti-Rabbit IgG H&L
(HRP) at 1/500 dilution.
Negative staining on human hepatocellular carcinoma. (PMID: 25039376).

Counter stained with Hematoxylin.

Perform heat mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before commencing with IHC
staining protocol.

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) - Anti-beta Ill Tubulin antibody [EPR19591] - Neuronal
Marker (ab215037)

Beta Il Tubulin Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded sections) staining
using rabbit Anti-beta Il Tubulin antibody

Secondary antibody N s t N
rhuemil . L ?’{&mecyimam@mblc

Immunohistochemical analysis of paraffin-embedded human cerebral cortex tissue labeling beta
[Il Tubulin with ab215037 at 1/2000 dilution, followed by Goat Anti-Rabbit IgG H&L (HRP) at 1/500
dilution.

Cytoplasmic staining on human cerebral cortex is observed.

Counter stained with Hematoxylin.

Secondary antibody only control: Used PBS instead of primary antibody, secondary antibody is
Goat Anti-Rabbit IgG H&L (HRP) at 1/500 dilution.
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Perform heat mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before commencing with IHC
staining protocol.

250100 —gE— Immunoprecipitation - Anti-beta 11l Tubulin antibody [EPR19591] -
e Neuronal Marker (ab215037)
75kDa =

—— = 4= 1upes . . . .
S0 kDs— beta Il Tubulin was immunoprecipitated from 0.35 mg of U-87 MG (Human glioblastoma-
bkt astrocytoma epithelial cell line) whole cell lysate with ab215037 at 1/30 dilution.
§zs kDa — Western blot was performed from the immunoprecipitate using ab215037 at 1/1000 dilution.
S20 kDA w—
%moa =1 VeriBlot for IP Detection Reagent (HRP) (ab131366), was used for detection at 1/10,000 dilution
©10 kDA =

Lane 1: U-87 MG whole cell lysate 10pg (Input).

Lane 2: ab215037 IP in U-87 MG whole cell lysate.

Lane 3: Rabbit monoclonal IgG (ab172730) instead of ab215037 in U-87 MG whole cell lysate.
Blocking and dilution buffer and concentration: 5% NFDM/TBST.

Exposure time: 10 seconds.

All lanes:
Immunoprecipitation - Anti-beta Il Tubulin antibody [EPR19591] - Neuronal Marker (ab215037)

Predicted band size: 50 kDa

Observed band size: 50 kDa

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) - Anti-beta 1l Tubulin antibody [EPR19591] - Neuronal
Marker (ab215037)

Beta Il Tubulin Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded sections) staining
using rabbit Anti-beta Ill Tubulin antibody

Immunohistochemical analysis of paraffin-embedded mouse cerebral cortex tissue labeling beta
[1l Tubulin with ab215037 at 1/2000 dilution, followed by Goat Anti-Rabbit IgG H&L (HRP) at 1/500
dilution.

Cytoplasmic staining on mouse cerebral cortex is observed.

Counter stained with Hematoxylin.

Secondary antibody only control: Used PBS instead of primary antibody, secondary antibody is
Goat Anti-Rabbit IgG H&L (HRP) at 1/500 dilution.

Perform heat mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before commencing with IHC
staining protocol.
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A /;,‘"’ Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
. . sections) - Anti-beta Ill Tubulin antibody [EPR19591] - Neuronal

.+ Marker(ab215037)
i ¥ ey e L
*,1:-). 'J‘.f““ [J . 7

e # Beta Il Tubulin Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded sections) staining
- using rabbit Anti-beta Il Tubulin antibody

Ly
o

el Immunohistochemical analysis of paraffin-embedded rat cerebral cortex tissue labeling beta Il
Tubulin with ab215037 at 1/2000 dilution, followed by Goat Anti-Rabbit IgG H&L (HRP) at 1/500
dilution.

Cytoplasmic staining on rat cerebral cortex is observed.

Counter stained with Hematoxylin.

Secondary antibody only control: Used PBS instead of primary antibody, secondary antibody is
Goat Anti-Rabbit 1gG H&L (HRP) at 1/500 dilution.

Perform heat mediated antigen retrieval with Tris/EDTA buffer pH 9.0 before commencing with IHC
staining protocol.

Western blot - Anti-beta lll Tubulin antibody [EPR19591] - Neuronal

Marker (ab215037)
280 kDiat -
120 kDa - . - . . . . .
125 kDa - Beta Il Tubulin Western blot staining using rabbit Anti-beta Il Tubulin antibody
s Lanes 1- 2: Merged signal (red and green). Green - ab215037 observed at 50 kDa. Red - Anti-GAPDH
70 kDa- antibody [6C5] - Loading Control (ab8245) observed at 37 kDa.
ab215037 was shown to react with beta Il tubulin in wild-type HelLa cells in western blot. Loss of
50 kD - signal was observed when knockout cell line ab255358 (knockout cell lysate ab263857) was used.
Wild-type HeLa and TUBB3 knockout HeLa cell lysates were subjected to SDS-PAGE. Membrane
S was blocked for 1 hour at room temperature in 0.1% TBST with 3% non-fat dried milk. ab215037
30 kDa- and Anti-GAPDH antibody [6C5] - Loading Control (ab8245) overnight at 4°C at a 1 in 2000 dilution
25 kDa- and a 1in 20000 dilution respectively. Blots were developed with Goat anti-Rabbit IgG H&L
_— (IRDye®800CW) preadsorbed (ab216773) and Goat anti-Mouse IgG H&L (IRDye®680RD) preadsorbed
(ab216776) secondary antibodies at 1 in 20000 dilution for 1 hour at room temperature before
imaging.
All lanes:
Western blot - Anti-beta Il Tubulin antibody [EPR19591] - Neuronal Marker (ab215037) at 1/2000
dilution
Lane 1:

Wild-type Hela cell lysate at 20 ug

Lane 2:
TUBB3 knockout Hela cell lysate at 20 pg

Lane 2:
Western blot - Human TUBB3 (beta Il Tubulin) knockout HelLa cell lysate ( ) at 20 pug

Performed under reducing conditions.
Predicted band size: 50 kDa

Observed band size: 50 kDa
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1 2 3 4 5§ L

s = e Western blot - Anti-beta 11l Tubulin antibody [EPR19591] - Neuronal

150 kDa = 150 kDa =

o | | B Marker (ab215037)

37 kDa == 37 kD& =

2102 = 25402 = Beta Ill Tubulin Western blot staining using rabbit Anti-beta Il Tubulin antibody

20 kDa == 20 kD@ ==

15KDQ == 16 kDA ==

10403 = 10i0a= 3 Blocking/Dilution buffer: 5% NFDM/TBST.
Exposure time: Lane 1/7: 1 second; Lane 2/3: 5 seconds; Lane 4/5: 3 minutes; Lane 6:30 seconds.

Lanes1-5:
Western blot - Anti-beta Ill Tubulin antibody [EPR19591] - Neuronal Marker (ab215037) at 1/2000
dilution

Lanes6-T7:
Western blot - Anti-beta Il Tubulin antibody [EPR19591] - Neuronal Marker (ab215037) at 1/10000
dilution

Lane 1:
Human cerebellum lysate at 20 pg

Lane 2:
U-87 MG (Human glioblastoma-astrocytoma epithelial cell line) whole cell lysate at 20 ug

Lane 3:
SH-SY5Y (Human neuroblastoma cell line from bone marrow) whole cell lysate at 20 pg

Lane 4:
HEK-293 (Human epithelial cell line from embryonic kidney) whole cell lysate at 20 pug

Lane 5:
Human breast cancer lysate at 20 pg

Lane 6:
Human fetal kidney lysate at 10 pug

Lane 7:
Human fetal brain lysate at 10 pug

Secondary

All lanes:
Goat Anti-Rabbit 1gG Peroxidase Conjugate, specific to the non-reduced form of IgG at 1/10000
dilution

Predicted band size: 50 kDa

Observed band size: 50 kDa

Page 12



Western blot - Anti-beta 11l Tubulin antibody [EPR19591] - Neuronal

2B AP
250 kDa- Marker (ab215037)
180 kDa-
125 kDa- Beta Ill Tubulin Western blot staining using rabbit Anti-beta Il Tubulin antibody
20 kDa-

Lanes 1- 4: Merged signal (red and green). Green - ab215037 observed at 52 kDa. Red - Anti-GAPDH
70 kD - antibody [6C5] - Loading Control (ab8245) observed at 37 kDa.
ab215037 was shown to react with beta Il Tubulin in wild-type HCT116 cells in western blot. Loss

L of signal was observed when knockout cell line ab266900 (knockout cell lysate ab257070) was

25 kDa- used. Wild-type HCT116 and TUBB3 knockout HCT116 cell lysates were subjected to SDS-PAGE.
30 kD - Membrane was blocked for 1 hour at room temperature in 0.1% TBST with 3% non-fat dried milk.
23kDa- ab215037 and Anti-GAPDH antibody [6C5] - Loading Control (ab8245) overnight at4°C ata 1in

15 ko - 2000 dilution and a 1in 20000 dilution respectively. Blots were developed with Goat anti-Rabbit

IgG H&L (IRDye’800CW) preadsorbed (ab216773) and Goat anti-Mouse 1gG H&L (IRDye 680RD)
preadsorbed (ab216776) secondary antibodies at 1 in 20000 dilution for 1 hour at room
temperature before imaging.

All lanes:
Western blot - Anti-beta Il Tubulin antibody [EPR19591] - Neuronal Marker (ab215037) at 1/2000
dilution

Lane 1:
Wild-type HCT116 cell lysate at 20 pg

Lane 2:
Western blot - Human TUBB3 (beta Il Tubulin) knockout HCT116 cell lysate ( )at20 ug

Performed under reducing conditions.
Predicted band size: 50 kDa

Observed band size: 52 kDa

& o2 Western blot - Anti-beta Ill Tubulin antibody [EPR19591] - Neuronal
Marker (ab215037)

260 kDa —

160 kDa —
125 kDa —

90 kDa —

Beta Il Tubulin Western blot staining using rabbit Anti-beta Il Tubulin antibody

TOkDa —

Lanes 1 - 4: Merged signal (red and green). Green - ab215037 observed at 50 kDa. Red - loading
control, ab9484, observed at 37 kDa.

ab215037 was shown to specifically react with TUBB3 in wild-type HAP1 cells as signal was lost in
TUBB3 knockout cells. Wild-type and TUBB3 knockout samples were subjected to SDS-PAGE.
ab215037 and ab9484 (Mouse anti-GAPDH loading control) were incubated overnight at 4°C at a
1/2000 dilution and 1/20,000 dilution respectively. Blots were developed with Goat anti-Rabbit IgG
H&L (IRDye” 800CW) preabsorbed (ab216773) and Goat anti-Mouse lgG H&L (IRDye® 680RD)
preabsorbed (ab216776) secondary antibodies at 1/20,000 dilution for 1 hour at room temperature
before imaging.

50 kDa —

38 kDa —

30 kDa —
25kDa —

=
S
E
5
H
H
<
-
=
=
=
=
B
&
2
o

All lanes:
Western blot - Anti-beta 11l Tubulin antibody [EPR19591] - Neuronal Marker (ab215037) at 1/2000
dilution

Lane 1:
Wild-type HAP1 whole cell lysate at 20 pg

Lane 2:
TUBB3 knockout HAP1 whole cell lysate at 20 ug

Lane 3:
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Hela whole cell lysate at 20 pg

Lane 4:
HEK293 whole cell lysate at 20 ug

Predicted band size: 50 kDa

45

Cor o e Western blot - Anti-beta 11l Tubulin antibody [EPR19591] - Neuronal

100D = 100kDa =
100kDa =
75kDa = 2 100kDa = 75408 =

wet oT4 - . _ww  Marker (ab215037)

37 kDa = 50kDa = -
— 37 kDa
374Da =
25K0a = 25KDa =

25403 =
20408 = hesoa p— 2008 =

hoon R e BEE | Beta Il Tubulin Western blot staining using rabbit Anti-beta Il Tubulin antibody

1o ko= 10k0a = 1040 = 10kDa =

Blocking/Dilution buffer: 5% NFDM/TBST.
Exposure time: Lane 1/2: 1 second; Lane 3: 3 minutes; Lane 4/5: 30 seconds.

Lanes1-2:
Western blot - Anti-beta Il Tubulin antibody [EPR19591] - Neuronal Marker (ab215037) at 1/2000
dilution

Lane 3:
Western blot - Anti-beta 11l Tubulin antibody [EPR19591] - Neuronal Marker (ab215037) at 1/5000
dilution

Lanes4-5:
Western blot - Anti-beta Ill Tubulin antibody [EPR19591] - Neuronal Marker (ab215037) at 1/10000
dilution

Lane 1:
Mouse brain lysate at 10 pug

Lane 2:
Rat brain lysate at 10 ug

Lane 3:
Rat heart lysate at 10 pg

Lane 4:
C6 (Rat glial tumor cell line) whole cell lysate at 10 pg

Lane 5:
PC-12 (Rat adrenal gland pheochromocytoma cell line) whole cell lysate at 10 pg

Secondary

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

Predicted band size: 50 kDa

Observed band size: 50 kDa
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