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HROME
Had Anti-HDAC?2 antibody [Y461]
WS 0M Rabbit monoclonal [Y461] to HDAC2
HkE Rabbit
PIVr—v3y A ®D: WB, HC-P, ICC/IF, IP, Flow Cyt (Intra), ChIC/CUT&RUN-seq
HxEN 3 Z#: Mouse, Rat, Human
fER Synthetic peptide. This information is proprietary to Abcam and/or its suppliers.
wIF47-avbO-N WB: HAP1, A431, Hela and K562 cell lysate and rat brain tissue homogenate. IHC-P: Human
breast carcinoma and rat spinal cord tissue. ICC/IF: MCF-7 and wildtype HAP1 cells. Flow Cyt
(intra): HeLa cells. ChiIC/CUT&RUN-Seq: K-562 cells.
sl 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 production
For more information see here.
Our RabMAb® technology is a patented hybridoma-based technology for making rabbit
monoclonal antibodies. For details on our patents, please refer to RabMAb® patents.
Ha0RE
HE0RE Liquid
BREHE Shipped at 4°C. Upon delivery aliquot and store at -20°C. Avoid freeze / thaw cycles.
Nyo7— pH: 7.20
Preservative: 0.01% Sodium azide
Constituents: 59% PBS, 40% Glycerol (glycerin, glycerine), 0.05% BSA
AaE Protein A purified
RUFE) ®/o0-+i
hn-v4 Y461
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9) 1/2000. Predicted molecular weight: 55 kDa.

Use at an assay dependent concentration. Perform heat
mediated antigen retrieval with citrate buffer pH 6 before
commencing with IHC staining protocol.

Purified ab32117 at 1:1500 dilution.

1/250 - 1/500.
1/60.

1/60 - 1/100.
ab172730 - Rabbit monoclonal IgG, is suitable for use as an
isotype control with this antibody.

Use at an assay dependent concentration. 5 ug

Responsible for the deacetylation of lysine residues on the N-terminal part of the core histones
(H2A, H2B, H3 and H4). Histone deacetylation gives a tag for epigenetic repression and plays an
important role in transcriptional regulation, cell cycle progression and developmental events.
Histone deacetylases act via the formation of large multiprotein complexes.

Forms transcriptional repressor complexes by associating with MAD, SIN3, YY1 and N-COR.
Interacts in the late S-phase of DNA-replication with DNMT1 in the other transcriptional repressor
complex composed of DNMT1, DMAP1, PCNA, CAF1. Deacetylates TSHZ3 and regulates its
transcriptional repressor activity.

Widely expressed; lower levels in brain and lung.
Belongs to the histone deacetylase family. HD type 1 subfamily.

S-nitrosylated by GAPDH. In neurons, S-Nitrosylation at Cys-262 and Cys-274 does not affect the
enzyme activity but abolishes chromatin-binding, leading to increases acetylation of histones and
activate genes that are associated with neuronal development. In embryonic cortical neurons, S-
Nitrosylation regulates dendritic growth and branching.

Nucleus.
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Westem blot - Anti-HDAC2 antibody [Y461]
(@b32117)
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Westem blot - Anti-HDAC2 antibody [Y461]
(@b32117)

All lanes : Anti-HDAC2 antibody [Y461] (ab32117) at 1/1000

dilution

Lane 1 : HT-22 (mouse hippocampal neuronal cell) whole cell
lysate
Lane 2 : SW10 (mouse neuronal Schwann cell) whole cell lysate

Lane 3 : bEnd.3 (mouse brain endothelioma) whole cell lysate

Lysates/proteins at 20 pg per lane.

Secondary
All lanes : Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at
1/100000 dilution

Predicted band size: 55 kDa
Observed band size: 60 kDa

Exposure time: 26 seconds

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

All lanes : Anti-HDAC2 antibody [Y461] (ab32117) at 1/1000

dilution

Lane 1 : GH3 (rat pituitary epithelial cell) whole cell lysate
Lane 2 : L6 (rat skeletal muscle myoblast) whole cell lysate
Lane 3 : C6 (rat glial tumor glial cell) whole cell lysate

Lane 4 : AR42J (rat pancreatic tumor epithelial cell) whole cell
lysate

Lane 5: 2.4G2 (rat B cell ymphoma B lymphocyte) whole cell

lysate

Lysates/proteins at 20 ug per lane.

Secondary

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

1/100000 dilution

Predicted band size: 55 kDa
Observed band size: 60 kDa


https://www.abcam.co.jp/ps/products/32/ab32117/Images/ab32117-521718-anti-hdac2-antibody-y461-western-blot-cell-lysates-mouse.jpg
https://www.abcam.co.jp/ab97051.html
https://www.abcam.co.jp/ps/products/32/ab32117/Images/ab32117-521717-anti-hdac2-antibody-y461-western-blot-cell-lysates-rat.jpg
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-HDAC2 antibody [Y461]

(@b32117)

ab32117 DAPI

ab32117 DAPI MERGED

Immunocytochemistry/ Immunofluorescence - Anti-

HDAC2 antibody [Y461] (ab32117)

Exposure time: 37 seconds

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

Immunohistochemical analysis of paraffin-embedded fixed (A) Wild-
type HEK293T (human embryonic kidney epithelial cell) cell pellet.
(B) HDAC2 knockout HEK293T (ab266590) cell pellet staining
HDAC2 with ab32117 at 1/10000 dilution followed by a ready to
use LeicaDS9800 (Bond™ Polymer Refine Detection). Counter-
staining used was hematoxylin.

Positive staining on (A) Wild-type HEK293T cell pellet, no staining
on HDAC2 knockout HEK293T (ab266590) cell pellet.

The section was incubated with ab32117 for 30 mins at room
temperature.

The immunostaining was performed on a Leica Biosystems
BOND® RX instrument

Heat mediated antigen retrieval was performed with Tris-EDTA

buffer (pH 9.0, Epitope Retrieval Solution2) for 20 mins.

Immunocytochemistry/ Inmunofluorescence analysis of Wild-type
HEK293T/HDAC2 KO HEK293T (HDAC?2 knockout human
embryonic kidney epithelial cell) (ab266590) cells labeling HDAC2
with ab32117 at 1/200 dilution followed by ab150081 Goat Anti-
Rabbit IgG H&L (Alexa Fluor® 488) preadsorbed secondary
antibody at 1/1000 dilution (2 pg/ml). Cells were fixed in 4%
Paraformaldehyde and permeabilized with 0.1% tritonX-100. Cells
were counterstained with ab195889 Anti-alpha Tubulin mouse
monoclonal antibody - Microtubule Marker (Alexa Fluor® 594 ) at
1/200 dilution (2.5 pug/ml). DAPlwas used as nuclear counterstain.
PBS instead of the primary antibody was used as the secondary

antibody only control.

Confocal image showing nuclear staining in Parental HEK293T cell
line. Image was taken with a confocal microscope(Leica-

Microsystems, TCS SP8).


https://www.abcam.co.jp/ps/products/32/ab32117/Images/ab32117-521710-anti-hdac2-antibody-y461-immunohistochemistry-hek293-cells-human.jpg
https://www.abcam.co.jp/ab266590.html
https://www.abcam.co.jp/ab266590.html
https://www.abcam.co.jp/ps/products/32/ab32117/Images/ab32117-521709-anti-hdac2-antibody-y461-immunocytochemistry-hek293-cells-human.jpg
https://www.abcam.co.jp/ab266590.html
https://www.abcam.co.jp/ab150081.html
https://www.abcam.co.jp/ab195889.html
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ChlIC/CUT&RUN sequencing - Anti-HDAC2 antibody
[Y461] (@b32117)
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Westem blot - Anti-HDAC2 antibody [Y461]
(ab32117)

ChIC/CUT&RUN was performed using a pAG-MNAse at a final
concentration of 700 ng/mL, 2 x 105 K-562 (Human chronic
myelogenous leukemia lymphoblast) cells and 5 ug of ab32117
[Y461] . The resulting DNA was sequenced on the lllumina NovaSeq
6000 to a depth of 10 million reads. The negative IgG control
ab172730 is also shown.

Additional screenshots of mapped reads can be downloaded here.

The University of Geneva owns patents relevant to ChIC (Chromatin

Immuno-Cleavage) methods.

All lanes : Anti-HDAC2 antibody [Y461] (ab32117) at 1/10000
dilution (Purified)

Lane 1 : HeLa (Human cervix adenocarcinoma epithelial cell)
whole cell lysate
Lane 2 : Mouse brain lysate

Lane 3 : Rat brain lysate
Secondary
All lanes : Goat Anti-Rabbit IgG H&L (HRP) (ab97051) at 1/20000

dilution

Predicted band size: 55 kDa


https://www.abcam.co.jp/ps/products/32/ab32117/Images/ab32117-517350-anti-hdac2-antibody-y461-chic-cut-and-run-sequencing.jpg
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Purified ab32117 at 1:20 dilution (0.5ug) immunoprecipitating
S HDAC2 in HeLa whole cell lysate.

input  +

250 kDa = Lane 1 (input): HeLa (Human cervix adenocarcinoma epithelial cell)
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750 = Lane 2 (+): ab32117 + HelLa whole cell lysate.

o= Lane 3 (-): Rabbit monoclonal IgG (ab172730) instead of ab32127

whole cell lysate 10 pg.

37kDa ==
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0kDA = dilution) was used for Western blotting.
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T & 3 Blocking Buffer and concentration: 5% NFDM/TBST.
Diluting buffer and concentration: 5% NFDM/TBST.

Immunoprecipitation - Anti-HDAGC2 antibody [Y461] Observed band size: kDa
(@b32117)

Flow Cytometry analysis of K-562 (Human chronic myelogenous
leukemia lymphoblast) cells labelling HDAC2 with Purified ab32117
at 1:20 dilution (5 pg/ml) (Red). Cells were fixed with 4%
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Paraformaldehyde and permeabilised with 90% Methanol. A Goat
anti rabbit IgG (Alexa Fluor® 488, ab150081) secondary antibody

Count

was used at 1:2000. Isotype control - Rabbit monoclonal IgG

(Black). Unlabelled control - Cell without incubation with primary

antibody and secondary antibody (Blue).
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HDAC2 - Alexa Fluor®488 (530/30BP)

Flow Cytometry (Intracellular) - Anti-HDAC2 antibody

Immunocytochemistry analysis of HeLa (Human cervix
adenocarcinoma epithelial cell) cells labeling HDAC2 with Purified
ab32117 at 1:50 dilution (2.1 pg/ml). Cells were fixed in 4%
Paraformaldehyde and permeabilized with 0.1% tritonX-100. Cells
were counterstained with Ab195889 Anti-alpha Tubulin antibody
[DM1A] - Microtubule Marker (Alexa Fluor® 594) 1:200 (2.5 pg/ml).
ERGED Goat anti rabbit IgG (Alexa Fluor® 488, ab150077) was used as

the secondary antibody at 1:1000 (2 pg/ml) dilution. DAPI (blue)

was used as nuclear counterstain. PBS instead of the primary

[Y461] (ab32117)

antibody was used as the secondary antibody only control.

Secondary antibody only control

Immunocytochemistry/ Immunofluorescence - Anti-

HDAC2 antibody [Y461] (ab32117)


https://www.abcam.co.jp/ps/products/32/ab32117/Images/ab32117-15-anti-hdac2-antibody-y461-immunoprecipitation-hela-human.jpg
https://www.abcam.co.jp/ab172730.html
https://www.abcam.co.jp/ab32127.html
https://www.abcam.co.jp/ab131366.html
https://www.abcam.co.jp/ps/products/32/ab32117/Images/ab32117-14-anti-hdac2-antibody-y461-flowcytometry-k562-human.jpg
https://www.abcam.co.jp/ab150081.html
https://www.abcam.co.jp/ps/products/32/ab32117/Images/ab32117-13-anti-hdac2-antibody-y461-immunocytochemistry-hela-human.jpg
https://www.abcam.co.jp/ab150077.html

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) analysis of rat testis tissue sections labeling HDAC2 with
Purified ab32117 at 1:1500 dilution (0.071 ug/ml). Heat mediated
antigen retrieval was performed using Heat mediated antigen
retrieval using Bond™ Epitope Retrieval Solution 2 (pH 9.0) .
Tissue was counterstained with Hematoxylin. Rabbit specific IHC
polymer detection kit HRP/DAB (ab209101) secondary antibody
was used at 1:0 dilution. PBS instead of the primary antibody was

used as the negative control.
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-HDAC2 antibody [Y461]
(ab32117)

t'g?;%\ '\""1'5%3 ‘ \.\A";;{o‘" Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
i d 2 afa ; . . o . .
- sections) analysis of mouse testis tissue sections labeling HDAC2

with Purified ab32117 at 1:1500 dilution (0.071 ug/ml). Heat
mediated antigen retrieval was performed using Heat mediated
antigen retrieval using Bond™ Epitope Retrieval Solution 2 (pH 9.0)
. Tissue was counterstained with Hematoxylin. Rabbit specific IHC
polymer detection kit HRP/DAB (ab209101) secondary antibody
was used at 1:0 dilution. PBS instead of the primary antibody was
used as the negative control.

Secondary antibody. & < - .
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-HDAC2 antibody [Y461]
(ab32117)
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-HDAC2 antibody [Y461]
(ab32117)
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Immunohistochemistry (Formalin/PFA-fixed paraffin-
embedded sections) - Anti-HDAC2 antibody [Y461]
(ab32117)
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Immunohistochemistry (Formalin/PFA-fixed paraffinrembedded
sections) analysis of human testis tissue sections labeling HDAC2
with Purified ab32117 at 1:1500 dilution (0.071 pg/ml). Heat
mediated antigen retrieval was performed using Heat mediated
antigen retrieval using Bond™ Epitope Retrieval Solution 2 (pH 9.0)
. Tissue was counterstained with Hematoxylin. Rabbit specific IHC
polymer detection kit HRP/DAB (ab209101) secondary antibody
was used at 1:0 dilution. PBS instead of the primary antibody was

used as the negative control.

Immunohistochemistry (Formalin/PFA-fixed paraffin-embedded
sections) analysis of human breast cancer tissue sections labeling
HDAC?2 with Purified ab32117 at 1:1500 dilution (0.071 pg/ml).
Heat mediated antigen retrieval was performed using Heat
mediated antigen retrieval using Bond™ Epitope Retrieval Solution
2 (pH 9.0) . Tissue was counterstained with Hematoxylin. Rabbit
specific IHC polymer detection kit HRP/DAB (ab209101)
secondary antibody was used at 1:0 dilution. PBS instead of the

primary antibody was used as the negative control.


https://www.abcam.co.jp/ps/products/32/ab32117/Images/ab32117-12-anti-hdac2-antibody-y461-immunohistochemistry-testis-human.jpg
https://www.abcam.co.jp/ab209101.html
https://www.abcam.co.jp/ps/products/32/ab32117/Images/ab32117-480055-anti-hdac2-antibody-y461-immunohistochemistry-breast-cancer-human.jpg
https://www.abcam.co.jp/ab209101.html
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Westem blot - Anti-HDAC2 antibody [Y461]
(ab32117)

Immunocytochemistry/ Immunofluorescence - Anti-

HDAG2 antibody [Y461] (ab32117)

Why choose a
recombinant antibody?
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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

Anti-HDAC2 antibody [Y461] (ab32117)

Lane 1: Wild type HAP1 whole cell lysate (20 pg)

Lane 2: HDAC2 knockout HAP1 whole cell lysate (20 ug)
Lane 3: A431 whole cell lysate (20 ug)

Lane 4: Hela whole cell lysate (20 pg)

Lanes 1 - 4: Merged signal (red and green). Green - ab32117
observed at 60 kDa. Red - loading control, ab8245, observed at 37
kDa.

ab32117 was shown to specifically react with HDAC2 when
HDAC2 knockout samples were used. Wild-type and HDAC2
knockout samples were subjected to SDS-PAGE. ab32117 and
ab8245 (Mouse anti GAPDH loading control) were incubated
overnight at 4°C at 1/2000 and 1/10000 respectively. Blots were
developed with 800CW Goat anti Rabbit and 680CW Goat anti

Mouse secondary antibodies at 1/10000 dilution for 1 hour at room

temperature before imaging.

ab32117 staining HDAC?2 in wild-type HAP1 cells (top panel) and
HDAC2 knockout HAP1 cells (bottom panel). The cells were fixed
with 100% methanol (5min), permeabilized with 0.1% Triton X-100
for 5 minutes and then blocked with 1% BSA/10% normal goat
serum/0.3M glycine in 0.1% PBS-Tween for 1h. The cells were then
incubated with ab32117 at 1/250 dilution and ab195889 at 1/250
dilution (shown in pseudocolour red) overnight at +4°C, followed by
a further incubation at room temperature for 1h with a goat
secondary antibody to Rabbit IgG (Alexa Fluor® 488) (ab150081)
at 2 ug/ml (shown in green). Nuclear DNA was labelled in blue with
DAPI.

Image was taken with a confocal microscope (Leica-Microsystems,
TCS SP8).
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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

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
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