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Human Histone H3 (Mutated K27M, K36M) + Histone H3.3
(Mutated G34W, G34V, G34R) Antibody Panel ab274411
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A AHistone H3 (Mutated K27M, K36M) + Histone H3.3 (Mutated G34W, G34V, G34R)}i{kH&

fhiE & Bt 5 X Bi: Human

7= i gt R Human Histone H3 (Mutated K27M, K36M) + Histone H3.3 (Mutated G34W, G34V, G34R)
Antibody Panel ab274411 contains multiple trial-sized versions of anti-human antibody clones
against Histone H3 (Mutated K27M), Histone H3 (Mutated K36M), Histone H3.3 (Mutated G34W),
Histone H3.3 (Mutated G34V) and Histone H3.3 (Mutated G34R), specifically selected for high
performance in various applications. They are provided as a sampler panel to allow you to easily
evaluate each antibody.
For guidelines on how to use each antibody within the panel, please consult the individual
datasheet for each antibody.
Panel contains:
- Rabbit monoclonal [EPR18340] to H3K27M (20 uL) ab190631
- Rabbit monoclonal [EPR23614-91] to H3K36M (20 uL) ab256384
- Rabbit monoclonal [EPR23581-39] to H3G34W (20 pL) ab272691
- Rabbit monoclonal [EPR23520-5] to H3G34V (20 pL) ab254401
- Rabbit monoclonal [EPR23519-91] to H3G34R (20 uL) ab254402

A Explore our range of antibody sample panels designed to provide you with a variety of trial-

size antibodies in a convenient and cost-effective format.

Directly conjugated versions of our antibodies are available and ready to use for multicolor flow
cytometry or immunocytochemistry analysis. Please refer to the ‘Associated products’ section
below.

Carrier-free formulations of our recombinant antibodies are also available for easy conjugation
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https://www.abcam.cn/ab190631.html
https://www.abcam.cn/ab256384.html
https://www.abcam.cn/ab272691.html
https://www.abcam.cn/ab254401.html
https://www.abcam.cn/ab254402.html
https://www.abcam.com/products?sortOptions=Relevance&keywords=panels&selected.classification=Primary+antibodies
https://www.abcam.com/primary-antibodies/pbs-only-formulations-for-recombinant-rabmab-antibodies

to labels of your choice and for multiplex applications. Please refer to the ‘Associated products’
section below.

1531
Ui B Store at-20°C. Please refer to protocols.
Hi 1 kit
ab190631 - Anti-Histone H3 (mutated K27 M) antibody [EPR18340] - ChIP Grade 2 x10pl
ab256384 - Anti-Histone H3 (mutated K36 M) antibody [EPR23614-91] 2 x10ul
ab254402 - Anti-Histone H3.3 (mutated G34 R) antibody [EPR23519-91] -ChIP Grade 2 x10ul
ab254401 - Anti-Histone H3.3 (mutated G34 V) antibody [EPR23520-5] - ChIP Grade 2 x10ul
ab272691 - Anti-Histone H3.3 (mutated G34 W) antibody [EPR23581-39] - ChIP Grade 2 x10ul
41 fa 58 6% Histone H3.3: Nucleus. Chromosome. Histone H3: Nucleus. Chromosome.
K
. ChPsHstone H3 (<27 mutated o M) 0b150631 Chromatin was prepared from HEK-293T transfected with myc-His
tagged Histone H3(K27 M) and Histone H3 WT cells according to
£ o | ‘ ‘ | the Abcam Dual-X-ChlIP protocol*. Cells were fixed with 1.5 mM
o I sy EGS for 30mins and then formaldehyde for 10min.
e e The ChIP was performed with 25 pg of chromatin, 2 ug of
‘ ab190631 (red), 2 ug of ab213204 (red) (bottom panel, served as
= internal control) or 2 pg of rabbit normal IgG ab172730 (gray) and
: | ‘ | | ‘ | | 20 pl of Protein A/G sepharose beads. The immunoprecipitated
I | | | : DNA was quantified by real time PCR (Tagman approach for active
s S e and inactive loci, Sybr green approach for heterochromatic loci).
Primers and probes are located in the first kb of the transcribed
ChlP - Anti-Histone H3 (mutated K27M) antibody region.

EPR18340] - ChIP Grade
[ ] *https://Iwww.abcam.com/resources?

keywords=X%20ChIP% 20protocol



https://www.abcam.cn/Histone-H3-mutated-K27M-antibody-EPR18340-ChIP-Grade-ab190631.html
https://www.abcam.cn/Histone-H3-mutated-K36M-antibody-EPR23614-91-ab256384.html
https://www.abcam.cn/Histone-H33-mutated-G34R-antibody-EPR23519-91-ChIP-Grade-ab254402.html
https://www.abcam.cn/Histone-H33-mutated-G34V-antibody-EPR23520-5-ChIP-Grade-ab254401.html
https://www.abcam.cn/Histone-H33-mutated-G34W-antibody-EPR23581-39-ChIP-Grade-ab272691.html
https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396728-antihistoneh3antibodyk27mepr18340chip.jpg
https://www.abcam.cn/ab190631.html
https://www.abcam.cn/ab213204.html
https://www.abcam.cn/ab172730.html
https://www.abcam.com/resources?keywords=X ChIP protocol
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Westem blot - Anti-Histone H3 (mutated K27M)
antibody [EPR18340] - ChIP Grade
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Westem blot - Anti-Histone H3 (mutated K27M)
antibody [EPR18340] - ChIP Grade

All lanes: Anti-Histone H3 (mutated K27 M) antibody [EPR18340]
(ab190631) at 1/1000 dilution.

Lane 1: HEK-293 transfected with Histone H3.1 (K27M)

expression vector containing a myc-His-tag, whole cell lysate, 10
ug.
Lane 2: HEK-293 transfected with Histone H3(WT) expression

vector containing a myc-His-tag, whole cell lysate, 10 ug.
Secondary (all lanes): ab97051 at 1/100000 dilution.
Predicted MW: 15 kDa.

Observed MW: 18 kDa.

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

Exposure time: 6 seconds.

All lanes: Anti-Histone H3 (mutated K27 M) antibody [EPR18340]
(ab190631) at 1/1000 dilution.

Lane 1: HEK-293 transfected with Histone H3.3 (K27M)

expression vector containing a myc-His-tag®, whole cell lysate, 10
ug

Secondary (all lanes): ab97051 at 1/100000 dilution.
Predicted MW: 15 kDa.

Observed MW: 18 kDa.

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

Exposure time: 3 seconds.


https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396729-antihistoneh3k27mutatedtomantibodyepr1834024westernblot293ttransfectedhistoneh3k27mutatedtomhuman.jpg
https://www.abcam.cn/ab190631.html
https://www.abcam.cn/ab97051.html
https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396730-antihistoneh3mutatedk27mantibodyepr18340chipgradewesternblottransfectedhek293.jpg
https://www.abcam.cn/ab190631.html
https://www.abcam.cn/ab97051.html

Immunocytochemistry/Immunofiuorescence - Anti-

Histone H3 (mutated K27M) antibody [EPR18340] -
ChIP Grade
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Westemn blot - Anti-Histone H3 (mutated K27M)
antibody [EPR18340] - ChIP Grade

Immunofluorescent analysis of 4% Paraformaldehyde-fixed, 0.1%
Triton X-100 permeabilized HEK-293T (human embryonic kidney
epithelial cell) cells labelling Histone H3 (K27 mutated to M) with
ab190631 at 1/5000 (0.2 ug/ml) dilution, followed by ab190631
anti- H3(K27 mutated to M) ab150077 AlexaFluor®488 Goat anti-
Rabbit secondary antibody at 1/1000 (2 ug/ml) dilution (Green).
Confocal image showing nuclear staining in HEK-293T cells
transfected with myc-tagged H3 (K27 mutated to M) expression
vector is observed. ab195889 Anti-alpha Tubulin antibody [DM1A] -
Microtubule Marker (Alexa Fluor® 594) was used to counterstain
tubulin at 1/200 dilution (Red). The Nuclear counterstain was DAPI
(Blue).

Secondary antibody only control: Secondary antibody is Ab190631
anti- H3(K27 mutated to M) ab150077 AlexaFluor®488 Goat anti-
Rabbit secondary at 1/1000 (2 ug/ml) dilution.

All lanes: Anti-Histone H3 (mutated K27 M) antibody [EPR18340]
(ab190631) at 1/1000 dilution.

Lane 1: His-tagged recombinant histone H3 K27M protein, 0.01 ug
Lane 2: His-tagged recombinant wild type histone H3 protein, 0.01
ug

Secondary (all lanes): ab97051 at 1/100000 dilution.

Predicted MW: 15 kDa.

Observed MW: 15 kDa.

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

Exposure time: 15 seconds.


https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396772-antihistoneh3k27mutatedtomantibodyepr1834024immunocytochemistry293thuman.jpg
https://www.abcam.cn/ab190631.html
https://www.abcam.cn/ab190631.html
https://www.abcam.cn/ab150077.html
https://www.abcam.cn/ab195889.html
https://www.abcam.cn/ab150077.html
https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396773-antihistoneh3mutatedk27mantibodyepr18340westernblot.jpg
https://www.abcam.cn/ab190631.html
https://www.abcam.cn/ab97051.html
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Westem blot - Anti-Histone H3 (mutated K36M)

antibody [EPR23614-91]
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Flow Cytometry (Intracellular) - Anti-Histone H3

(mutated K36M) antibody [EPR23614-91]

All lanes: Anti-Histone H3 (mutated K36 M) antibody [EPR23614-
91] (ab256384) at 1/1000 dilution.

Lane 1: HEK-293 transfected with Histone H3.3 (WT) expression

vector containing a myc-His-tag®, whole cell lysate, 10 ug

Lane 2: HEK-293 transfected with Histone H3.3 K36M (mutated)
expression vector containing a myc-His-tag®, whole cell lysate, 10
ug.

Secondary (all lanes): ab97051 at 1/100000 dilution.
Predicted MW: 15 kDa.

Observed MW: 20 kDa.

Blocking and diluting buffer and concentration: 5% NFDM/TBST

Exposure time: 26 seconds

Flow cytometric analysis of 4% paraformaldehyde fixed 90%
methanol permeabilized HEK-293T transfected with myc tagged
Histone H3 construct (Left) or myc tagged Histone H3 K36M
construct (Right) cells labelling Histone H3 (mutated K36 M) with

ab256384 at 1/500 compared with a isotype control and an

unlabelled control (cells without incubation with primary antibody
and secondary antibody) (Blue). A Goat anti rabbit IgG (Alexa
Fluor® 488, ab150077) at 1/2000 was used as the secondary
antibody.


https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396699-antihistoneh33mutatedk36mantibodyepr2361491westernblothek293transfectedwithhistoneh33hek293transfectedwithhistoneh33k36mlysates.jpg
https://www.abcam.cn/ab256384.html
https://www.abcam.cn/ab97051.html
https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396697-antihistoneh3mutatedk36mantibodyepr2361491flowcytometry293thuman.jpg
https://www.abcam.cn/ab256384.html
https://www.abcam.cn/ab150077.html
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Immunocytochemistry/Immunofluorescence - Anti-
Histone H3 (mutated K36M) antibody [EPR23614-
9]

Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-Histone H3 (mutated
K36M) antibody [EPR23614-91]

Immunofluorescent analysis of 4% Paraformaldehyde-fixed, 0.1%
TritonX-100 permeabilized HEK-293 cells labelling Histone H3
(mutated K36 M) with ab256384 at 1/50 dilution, followed by a
secondary antibody at 1/1000 dilution (Green). Confocal image
showing nuclear staining in HEK-293 cell line transfected with myc-
tagged Histone H3 K36M expression vector. 2233S Myc-Tag
(9B11) Mouse mADb (Alexa Fluor® 647 Conjugate) was used to
counterstain tubulin at 1/200 dilution (Red). The Nuclear

counterstain was DAPI (Blue).

Immunohistochemical analysis of paraffin-embedded human giant

cell tumor of bone tissue labeling Histone H3 (mutated K36 M) with

ab256384 at 1/4000 dilution followed by a ready to use Goat Anti-

Rabbit IgG H&L (HRP). Negative control: No staining in human
giant cell tumor of bone (PMID: 29757500). Counterstained with

Hematoxylin.

Secondary antibody only control: Secondary antibody is a ready to

use Goat Anti-Rabbit IgG H&L (HRP).

Heat mediated antigen retrieval using ab93684 (Tris/EDTA buffer,
pH9.0)


https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396698-antihistoneh33mutatedk36mantibodyepr2361491immunocytochemistryhek293.jpg
https://www.abcam.cn/ab256384.html
https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396700-antihistoneh33mutatedk36mantibodyepr2361491immunohistochemistryhumangiantcelltumorofbone.jpg
https://www.abcam.cn/ab256384.html
https://www.abcam.cn/ab93684.html
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Westem blot - Anti-Histone H3 (mutated K36M)

antibody [EPR23614-91]
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-Histone H3 (mutated
K36M) antibody [EPR23614-91]

All lanes: Anti-Histone H3 (mutated K36 M) antibody [EPR23614-
91] (ab256384) at 1/1000 dilution.

Lane 1: HEK-293 transfected with Histone H3.3 (WT) expression

vector containing a myc-His-tag®, whole cell lysate, 10 ug

Lane 2: HEK-293 transfected with Histone H3.3 K36M (mutated)
expression vector containing a myc-His-tag®, whole cell lysate, 10
ug.

Secondary (all lanes): ab97051 at 1/100000 dilution.
Predicted MW: 15 kDa.

Observed MW: 20 kDa.

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

Exposure time 62 seconds.

Immunohistochemical analysis of paraffin-embedded human
chondroblastoma tissue labeling Histone H3 (mutated K36 M) with
ab256384 at 1/4000 dilution followed by a ready to use Goat Anti-
Rabbit IgG H&L (HRP). Nuclear staining in human chondroblastoma
(PMID: 29757500). Counterstained with Hematoxylin.

Secondary antibody only control: Secondary antibody is a ready to
use Goat Anti-Rabbit IgG H&L (HRP).

Heat mediated antigen retrieval using ab93684 (Tris/EDTA buffer,
pH9.0)


https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396696-antihistoneh33mutatedk36mantibodyepr2361491westernblothek293human.jpg
https://www.abcam.cn/ab256384.html
https://www.abcam.cn/ab97051.html
https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396701-antihistoneh33mutatedk36mantibodyepr2361491immunohistochemistryhumanchondroblastoma.jpg
https://www.abcam.cn/ab256384.html
https://www.abcam.cn/ab93684.html

ChlP: Histone H3.3 G34W ab272691

ChlP: éx His tag ab213204
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ChlP - Anti-Histone H3.3 (mutated G34W) antibody
[EPR23581-39] - ChIP Grade
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Westem blot - Anti-Histone H3.3 (mutated G34W)
antibody [EPR23581-39] - ChIP Grade

Chromatin was prepared from HEK-293T transfected with myc-His
tagged Histone H3.3 mutated G34W and Histone H3.3 WT cells
according to the Abcam Dual-X-ChlP protocol*. Cells were fixed
with formaldehyde for 10min.

The ChIP was performed with 25 ug of chromatin, 2 ug of
ab272691 (red), or 2 g of rabbit normal IgG ab172730 (gray) and
20 pl of Protein A/G sepharose beads. The immunoprecipitated
DNA was quantified by real time PCR (Tagman approach for active
and inactive loci, Sybr green approach for heterochromatic loci).
Primers and probes are located in the first kb of the transcribed

region.

*https://www.abcam.com/resources?
keywords=X% 20ChIP% 20protocol

All lanes: Anti-Histone H3.3 (mutated G34 W) antibody
[EPR23581-39] - ChIP Grade (ab272691) at 1/1000 dilution.

Lane 1: HEK-293T (human embryonic kidney) transfected with
Histone H3.3 G34W expression vector containing a myc-His-tag®,

whole cell lysate, 40 ug.

Lane 2: HEK-293T transfected with Histone H3.3 (WT) expression

vector containing a myc-His-tag®, whole cell lysate, 40 ug.

Secondary (all lanes): Goat Anti-Rabbit IgG, (H+L), Peroxidase
conjugated (ab97051), 1/50000 dilution.

Predicted MW: 15 kDa.
Observed MW: 20 kDa.
Blocking and diluting buffer and concentration: 5% NFDM/TBST.

Exposure time: 3 minutes.


https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396774-antihistoneh33mutatedg34wantibodyepr2358139chip.jpg
https://www.abcam.cn/ab272691.html
https://www.abcam.cn/ab172730.html
https://www.abcam.com/resources?keywords=X ChIP protocol
https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396775-antihistoneh33mutatedg34wantibodyepr2358139westernblothek293t.jpg
https://www.abcam.cn/ab272691.html
https://www.abcam.cn/ab97051.html

293T+Histone H3.3 WT 203T+Histong H3.3 GHW Flow cytometric analysis of 4% paraformaldehyde-fixed 90%

methanol-permeabilized HEK-293T (Human embryonic kidney
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il o1

epithelial cell) transfected with myc tagged Histone H3.3 WT
construct (Left panel) and myc-tagged Histone H3.3 G34W
construct (Right panel) cells labelling Histone H3.3(mutated G34 W)
with ab272691 at 1/50 dilution (1ug). A Goat anti rabbit IgG (Alexa
Fluor® 488, ab150077) at 1/2000 dilution was used as the

[
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Histone H3.3 G4W Histone H3.3 GI4W
- Alexa Fluord4gs (301908F) - Alexa Fluor(4gs (530130BP)

secondary antibody.

Myc tag — Alexa Fluore647 (660/208P)
Myc tag — Alexa FlUuorE647 (660/20BP)

Copyriant (c) 2020 Abcam Flo
Copyriaht () 2019 Aboam Flo

Flow Cytometry (Intracellular) - Anti-Histone H3.3
(mutated G34W) antibody [EPR23581-39] - ChIP
Grade

Immunofluorescent analysis of 4% Paraformaldehyde-fixed, 0.1%
Triton X-100 permeabilized HEK-293T cells labelling Histone
H3.3(mutated G34 W) with ab272691 at 1/100 dilution, followed by
ab150077 Goat Anti-Rabbit IgG H&L (Alexa Fluor® 488) antibody
i at 1/1000 2 pg/ml dilution (Green). Confocal image showing nuclear
staining in HEK-293T cells transfected with Histone H3.3 G34W-
Myc plasmid, while no staining in HEK-293T cells transfected with
H3.3 WT -Myc plasmid. Myc-Tag Mouse mAb (Alexa Fluor® 647)

* an272691 was used to counterstain tubulin at 1/200 dilution (Red). The nuclear

counterstain was DAPI (Blue).

Secondary antibody only control: Secondary antibody is ab150077

Immunocytochemistry/immunofiucrescence - Arti- Goat Anti-Rabbit IgG H&L (Alexa Fluor® 488) at 1/1000 2 ug/ml

Histone H3.3 (mutated G34W) antibody [EPR23581- dilution.

39] - ChIP Grade


https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396776-antihistoneh33mutatedg34wantibodyepr2358139flowcytometry293t.jpg
https://www.abcam.cn/ab272691.html
https://www.abcam.cn/ab150077.html
https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396777-antihistoneh33mutatedg34wantibodyepr2358139immunocytochemistry293t.jpg
https://www.abcam.cn/ab272691.html
https://www.abcam.cn/ab150077.html
https://www.abcam.cn/ab150077.html
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-Histone H3.3 (mutated
G34W) antibody [EPR23581-39] - ChIP Grade
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-Histone H3.3 (mutated
G34W) antibody [EPR23581-39] - ChIP Grade

Immunohistochemical analysis of paraffin-embedded human giant
cell tumor of bone tissue labeling Histone H3.3(mutated G34 W)
with ab272691 at 1/250 dilution followed by ready to use Goat Anti-
Rabbit IgG H&L (HRP). Nuclear staining in human giant cell tumor of
bone (PMID: 29757500). Counterstained with Hematoxylin.

Secondary antibody only control: Secondary antibody is ready to
use Goat Anti-Rabbit IgG H&L (HRP).

Heat mediated antigen retrieval using ab93684 (Tris/EDTA buffer,
pH 9.0).

Immunohistochemical analysis of paraffin-embedded human
chondroblastoma tissue labeling Histone H3.3(mutated G34 W)
with ab272691 at 1/250 dilution followed by ready to use Goat Anti-
Rabbit IgG H&L (HRP).

Negative control: No staining in human chondroblastoma (PMID:
29757500).

Counterstained with Hematoxylin.

Secondary antibody only control: Secondary antibody is ready to
use Goat Anti-Rabbit IgG H&L (HRP).

Heat mediated antigen retrieval using ab93684 (Tris/EDTA buffer,
pH 9.0).


https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396779-antihistoneh33mutantibodyepr2358139immunohistochemistryhumangiantcelltumorofbone.jpg
https://www.abcam.cn/ab272691.html
https://www.abcam.cn/ab93684.html
https://www.abcam.cn/ps/products/274/ab274411/Images/ab274411-396778-antihistoneh33mutatedg34wantibodyepr2358139immunohistochemistryhumanchondroblastoma.jpg
https://www.abcam.cn/ab272691.html
https://www.abcam.cn/ab93684.html
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Dot Blot - Anti-Histone H3.3 (mutated G34W)
antibody [EPR23581-39] - ChIP Grade

ChlP: Histone H3.3 H3G34V ab254401
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ChlP - Anti-Histone H3.3 (mutated G34V) antibody
[EPR23520-5] - ChIP Grade

Dot blot analysis of Histone H3.3 (mutated G34 W) labeled with
ab272691 at 1/1000 dilution.

Lane 1: Histone H3.3 H3G34W peptide (aa28-37).
Lane 2: Histone H3.3 H3G34W peptide (aa33-43).
Lane 3: Histone H3.3 H3G34W peptide (aa28-43).
Lane 4: Histone H3.3 WT peptide (aa28-43).

Goat Anti-Rabbit lgG H&L (HRP) (ab97051) at 1/100000 dilution

was used as secondary antibody.
Blocking and dilution buffer: 5% NFDM/TBST.

Exposure time: 3 minutes.

Chromatin was prepared from HEK-293T transfected with myc-His
tagged Histone H3.3 mutated G34V and Histone H3.3 WT cells
according to the Abcam Dual-X-ChlP protocol*. Cells were fixed
with then formaldehyde for 10min.

The ChIP was performed with 25 pg of chromatin, 2 ug of
ab254401 (red), or 2 g of rabbit normal IgG ab172730 (gray) and
20 pl of Protein A/G sepharose beads. The immunoprecipitated
DNA was quantified by real time PCR (Tagman approach for active
and inactive loci, Sybr green approach for heterochromatic loci).
Primers and probes are located in the first kb of the transcribed

region.

*https://www.abcam.com/resources?
keywords=X%20ChIP% 20protocol
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Westem blot - Anti-Histone H3.3 (mutated G34V)

antibody [EPR23520-5] - ChIP Grade
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Flow Cytometry (Intracellular) - Anti-Histone H3.3

(mutated G34V) antibody [EPR23520-5] - ChiP

Grade
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All lanes: Anti-Histone H3.3 (mutated G34 V) antibody
[EPR23520-5] - ChIP Grade (ab254401 at 1/1000 dilution.

Lane 1: HEK-293T (human embryonic kidney) transfected with
Histone H3.3 G34V expression vector containing a myc-His-tag®,

whole cell lysate, 20 ug

Lane 2: HEK-293T transfected with Histone H3.3 (WT) expression

vector containing a myc-His-tag®, whole cell lysate, 20 ug.

Secondary (all lanes): Goat Anti-Rabbit IgG, (H+L), Peroxidase
conjugated (ab97051) at 1/100000 dilution.

Predicted MW: 15 kDa.
Observed MW: 20 kDa.
Blocking and diluting buffer and concentration: 5% NFDM/TBST.

Exposure time: 10 seconds.

Flow cytometric analysis of 4% paraformaldehyde-fixed, 90%
methanol-permeabilized HEK-293T (Human embryonic kidney
epithelial cell) transfected with myc tagged Histone H3.3 WT
construct (Left panel) and myc-tagged Histone H3.3 H3G34V
construct (Right panel) cells labelling Histone H3.3(mutated G34 V)
with ab254401 at 1/500 dilution (0.1ug). A Goat anti rabbit IgG
(Alexa Fluor® 488, ab150077) at 1/2000 dilution was used as the

secondary antibody.
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Immunocytochemistry/Immunofiuorescence - Anti-

Histone H3.3 (mutated G34V) antibody [EPR23520-

5] - ChIP Grade
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-Histone H3.3 (mutated
G34V) antibody [EPR23520-5] - ChIP Grade

Immunofluorescent analysis of 4% Paraformaldehyde-fixed, 0.1%
Triton X-100 permeabilized HEK-293T cells labelling Histone
H3.3(mutated G34 V) with ab254401 at 1/1000 dilution, followed by
ab150077 Goat Anti-Rabbit IgG H&L (Alexa Fluor® 488) antibody
at 1/1000 2 pg/ml dilution (Green). Confocal image showing nuclear
staining in HEK-293T cells transfected with Histone H3.3 H3G34V-
Myc plasmid, while no staining in HEK-293T cells transfected with
H3.3 WT -Myc plasmid. Myc-Tag Mouse mAb (Alexa Fluor® 647)
was used to counterstain tubulin at 1/200 dilution (Red). The nuclear

counterstain was DAPI (Blue).

Secondary antibody only control: Secondary antibody is ab150077
Goat Anti-Rabbit IgG H&L (Alexa Fluor® 488) at 1/1000 2 pg/ml

dilution.

Immunohistochemical analysis of paraffin-embedded human giant

cell tumor of bone tissue labeling Histone H3.3(mutated G34 V) with

ab254401 at 1/1000 dilution (0.542 ug/ml) dilution followed by

ready to use Rabbit specific IHC polymer detection kit HRP/DAB
(ab209101). Positive staining on human giant cell tumor of bone.
(PMID: 29241742). The section was incubated with ab254401 for
30 mins at room temperature. The immunostaining was performed
on a Leica Biosystems BOND® RX instrument. Counterstained with

Hematoxylin.

Secondary antibody only control: Secondary antibody is ready to
use Rabbit specific IHC polymer detection kit HRP/DAB
(ab209101).

Heat mediated antigen retrieval with Tris-EDTA buffer (pH 9.0,

epitope retrieval solution2) for 20 mins.
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-Histone H3.3 (mutated
G34V) antibody [EPR23520-5] - ChIP Grade

1 2 3
5ng ¢ .
. a
&
1ng = b
<L
<
S
0.1ng &
=
- L
=
0.01ng <
a

Dot Blot - Anti-Histone H3.3 (mutated G34V)
antibody [EPR23520-5] - ChIP Grade

Immunohistochemical analysis of paraffin-embedded human

chondroblastoma tissue labeling Histone H3.3(mutated G34 V) with

ab254401 at 1/1000 dilution (0.542 ug/ml) dilution followed by
ready to use Rabbit specific IHC polymer detection kit HRP/DAB

(ab209101).

Negative control: No staining on human chondroblastoma (PMID:

29241742).

The section was incubated with ab254401 for 30 mins at room
temperature. The immunostaining was performed on a Leica
Biosystems BOND® RX instrument. Counterstained with

Hematoxylin.

Secondary antibody only control: Secondary antibody is ready to
use Rabbit specific IHC polymer detection kit HRP/DAB

(ab209101).
Heat mediated antigen retrieval with Tris-EDTA buffer (pH 9.0,

epitope retrieval solution2) for 20 mins.

Dot blot analysis of Histone H3.3 (mutated G34 V) labeled with
ab254401 at 1/1000 dilution.

Lane 1: Histone H3.3 H3G34V peptide (aa28-40).
Lane 2: Histone H3.3 H3G34V peptide (aa26-38).
Lane 3: Histone H3.3 WT peptide (aa26-40).

Goat Anti-Rabbit lgG H&L (HRP) (ab97051) at 1/100000 dilution

was used as secondary antibody.
Blocking and dilution buffer: 5% NFDM/TBST.

Exposure time: 3 minutes.

14
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ChlP - Anti-Histone H3.3 (mutated G34R) antibody
[EPR23519-91] - ChIP Grade
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-Histone H3.3 (mutated
G34R) antibody [EPR23519-91] - ChIP Grade
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Westem blot - Anti-Histone H3.3 (mutated G34R)
antibody [EPR23519-91] - ChIP Grade

Chromatin was prepared from HEK-293T transfected with Histone
H3.3(mutated G34 R) and HEK-293T transfacted with Histone
H3.3(WT) cells according to the Abcam X-ChlIP protocol*. Cells
were fixed with formaldehyde for 10min.

The ChIP was performed with 25 pg of chromatin, 2 ug of
ab254402 (red), or 2 pg of rabbit normal IgG ab172730 (gray) and
25 pl of Protein A/G Dynabeads. The immunoprecipitated DNA was
quantified by real time PCR (Tagman approach for active and

inactive loci).

*https://Iwww.abcam.com/resources?

keywords=X% 20ChIP% 20protocol

Immunohistochemical analysis of paraffin-embedded human giant
cell tumor of bone tissue labeling Histone H3.3 (mutated G34 R)
with ab254402 at 1/2000 dilution followed by a ready to use Rabbit
specific IHC polymer detection kit HRP/DAB (ab209101). Nuclear
staining on human giant cell tumor of bone (PMID: 29241742). The
section was incubated with ab254402 for 30 mins at room
temperature. The immunostaining was performed on a Leica
Biosystems BOND® RX instrument. Counterstained with
Hematoxylin.

Secondary antibody only control: Secondary antibody is a ready to
use Rabbit specific IHC polymer detection kit HRP/DAB
ab209101).

Heat mediated antigen retrieval with Citrate buffer (pH 6.0, epitope

retrieval solution 1) for 20 mins

All lanes: Anti-Histone H3.3 (mutated G34 R) antibody
[EPR23519-91] - ChIP Grade (ab254402) at 1/1000 dilution.

Lane 1: HEK-293T (human embryonic kidney) transfected with
Histone H3.3 G34R expression vector containi a myc-His-tag®,

whole cell lysate, 20 ug.

Lane 2: HEK-293T transfected with Histone H3.3 (WT) expression

vector containing a myc-His-tag®, whole cell lysate, 20 ug.

Lane 3: HEK-293T (human embryonic kidney) transfected with
Histone H3.3 G34V expression vector containing a myc-His-tag®,

whole cell lysate, 20 ug.

Lane 4: HEK-293T (human embryonic kidney) transfected with

Histone H3.3 G34W expression vector containngi a myc-His-tag®,
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Flow Cytometry (Intracellular) - Anti-Histone H3.3

(mutated G34R) antibody [EPR23519-91] - ChiP
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Dot Blot - Anti-Histone H3.3 (mutated G34R)

antibody [EPR23519-91] - ChiP Grade

10’

whole cell lysate, 20 ug.

Secondary (all lanes): Goat Anti-Rabbit IgG, (H+L), Peroxidase
conjugated (ab97051), 1/100000 dilution.

Predicted MW: 15 kDa.
Observed MW: 20 kDa.
Blocking and diluting buffer and concentration: 5% NFDM/TBST.

Exposure time: 26 seconds.

Flow cytometric analysis of 4% paraformaldehyde fixed, 90%
methanol permeabilized HEK-293T (Human embryonic kidney
epithelial cell) (transfected with myc-tagged Histone H3.3 WT
expression vector) (Left) or myc-tagged Histone H3.3 G34R
expression vector (Right) cells labelling Histone H3.3 (mutated G34
R) with ab254402 at 1/5000 dilution (0.01ug) (Both panels). A Goat
anti rabbit IgG (Alexa Fluor® 488, ab150077) at 1/2000 dilution was

used as the secondary antibody.

Dot blot analysis of Histone H3.3 (mutated G34 R) labeled with
ab254402 at 1/1000 dilution.

Lane 1: Histone H3.3 H3G34R peptide (aa28-40).
Lane 2: Histone H3.3 H3G34R peptide (aa26-36).
Lane 3: Histone H3.3 WT peptide (aa26-40).

Goat Anti-Rabbit lgG H&L (HRP) (ab97051) at 1/100000 dilution

was used as secondary antibody.
Blocking and dilution buffer: 5% NFDM/TBST.

Exposure time: 3 minutes.
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-Histone H3.3 (mutated
G34R) antibody [EPR23519-91] - ChIP Grade

Why choose a
recombinont cntibody?

®@ O

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

Human Histone H3 (Mutated K27M, K36M) +
Histone H3.3 (Mutated G34W, G34V, G34R)
Antibody Panel (ab274411)

Immunohistochemical analysis of paraffin-embedded human testis
tissue labeling Histone H3.3 (mutated G34 R) with ab254402 at
1/2000 dilution followed by a ready to use Rabbit specific IHC
polymer detection kit HRP/DAB (ab209101). Negative control: no
staining on human testis. The section was incubated with ab254402
for 30 mins at room temperature. The immunostaining was
performed on a Leica Biosystems BOND® RX instrument.
Counterstained with Hematoxylin.

Secondary antibody only control: Secondary antibody is a ready to
use Rabbit specific IHC polymer detection kit HRP/DAB
(ab209101).

Heat mediated antigen retrieval with Tris-EDTA buffer (pH 9.0,

epitope retrieval solution2) for 20 mins.

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

e Response to your inquiry within 24 hours
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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.cn/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.cn/abpromise
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