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Ezh2 (D2C9) XP® Rabbit mAb

W, IP, IHC-P, IF-IC, IF-F, ChIP, ChIP-seq, F
Endogenous

H, M, R, Mk 98 kDa Rabbit IgG**

Background: The polycomb group (PcG) proteins are in-
volved in maintaining the silenced state of several develop-
mentally regulated genes and contribute to the maintenance 
of cell identity, cell cycle regulation, and oncogenesis (1,2). 
Enhancer of zeste homolog 2 (Ezh2), a member of this large 
protein family, contains four conserved regions including 
domain I, domain II, and a cysteine-rich amino acid stretch 
that precedes the carboxy-terminal SET domain (3). The 
SET domain has been linked with histone methyltransferase 
(HMTase) activity. Moreover, mammalian Ezh2 is a member 
of a histone deacetylase complex that functions in gene 
silencing, acting at the level of chromatin structure (4). Ezh2 
complexes methylate histone H3 at Lys9 and 27 in vitro, 
which is thought to be involved in targeting transcriptional 
regulators to specific loci (5). Ezh2 is deregulated in various 
tumor types, and its role, both as a primary effector and 
as a mediator of tumorigenesis, has become a subject of 
increased interest (6).  

Specificity/Sensitivity: Ezh2 (D2C9) XP® Rabbit mAb 
detects endogenous levels of total Ezh2 protein.

Source/Purification: Monoclonal antibody is produced 
by immunizing animals with a synthetic peptide correspond-
ing to residues surrounding Arg354 of human Ezh2 protein.

Storage: Supplied in 10 mM sodium HEPES (pH 7.5), 150 
mM NaCl, 100 µg/ml BSA, 50% glycerol and less than 0.02% 
sodium azide. Store at –20°C. Do not aliquot the antibody.

*Species cross-reactivity is determined by western blot.

** Anti-rabbit secondary antibodies must be used to 
detect this antibody.

Recommended Antibody Dilutions: 
Western blotting 1:1000 
Immunoprecipitation 1:300 
Immunohistochemistry (Paraffin) 1:50† 
 Unmasking buffer:  Citrate 
 Antibody diluent:  SignalStain® Antibody Diluent #8112 
Detection reagent:  SignalStain® Boost (HRP, Rabbit) #8114 
†Optimal IHC dilutions determined using SignalStain® Boost IHC 
Detection Reagent. 
Immunofluorescence (IF-IC) 1:200  
Immunofluorescence (IF-F) 1:100 
Chromatin IP 1:100 
Chromatin IP-seq 1:100 
Flow Cytometry 1:200

For product specific protocols and a complete listing 
of recommended companion products please see the 
product web page at www.cellsignal.com
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Applications Species Cross-Reactivity* Molecular Wt. Isotype

IMPORTANT: For western blots, incubate membrane with diluted antibody in 5% w/v BSA, 1X TBS,  
0.1% Tween® 20 at 4°C with gentle shaking, overnight.

Entrez-Gene ID #2146 
UniProt ID #Q15910 

Species Cross-Reactivity Key: H—human M—mouse R—rat Hm—hamster Mk—monkey Mi—mink C—chicken Dm—D. melanogaster X—Xenopus Z—zebrafish B—bovine

Dg—dog Pg—pig Sc—S. cerevisiae Ce—C. elegans Hr—horse All—all species expected Species enclosed in parentheses are predicted to react based on 100% homology.

Applications Key: W—Western IP—Immunoprecipitation IHC—Immunohistochemistry ChIP—Chromatin Immunoprecipitation IF—Immunofluorescence F—Flow cytometry E-P—ELISA-Peptide
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Western blot analysis of extracts from MCF7, Neuro-2a, and 
COS-7 cell lines using Ezh2 (D2C9) XP® Rabbit mAb.

Confocal immunofluorescent analysis of HeLa cells using Ezh2 
(D2C9) XP® Rabbit mAb (green) and S6 Ribosomal Protein 
(54D2) Mouse mAb #2317 (blue). Actin filaments were labeled 
with DyLight™ 554 Phalloidin #13054 (red).

Immunohistochemical analysis of paraffin-embedded human 
breast carcinoma using Ezh2 (D2C9) XP® Rabbit mAb.

®
 2

01
5 

Ce
ll 

Si
gn

al
in

g 
Te

ch
no

lo
gy

, I
nc

.
XP

, S
ig

na
lS

ta
in

, a
nd

 C
el

l S
ig

na
lin

g 
Te

ch
no

lo
gy

 a
re

 tr
ad

em
ar

ks
 o

f C
el

l S
ig

na
lin

g 
Te

ch
no

lo
gy

, I
nc

.

rev. 01/26/17

For Research Use Only. Not For Use In Diagnostic Procedures.

DyLight is a trademark of Thermo Fisher Scientific Inc. and  
its subsidiaries. 
Illumina is a registered trademark of Illumina, Inc.
NEBNext is a registered trademark of New England Biolabs, Inc.
Tween is a registered trademark of ICI Americas, Inc.
Ultra is a trademark of New England Biolabs, Inc.
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Ezh2 (D2C9) XP™ Rabbit mAb #5246
Normal Rabbit IgG #2729

Chromatin immunoprecipitations were performed with cross-
linked chromatin from 4 x 106 NCCIT cells and either  
5 µl of Ezh2 (D2C9) XP® Rabbit mAb or 2 µl of Normal Rabbit 
IgG #2729 using SimpleChIP® Enzymatic Chromatin IP Kit 
(Magnetic Beads) #9003. The enriched DNA was quantified 
by real-time PCR using SimpleChIP® Human HoxA1 Intron 1 
Primers #7707, SimpleChIP® Human HoxA2 Promoter Primers 
#5517, and SimpleChIP® Human α Satellite Repeat Primers 
#4486. The amount of immunoprecipitated DNA in each sample 
is represented as signal relative to the total amount of input 
chromatin, which is equivalent to one.

Immunohistochemical analysis of paraffin-embedded human 
cervical carcinoma using Ezh2 (D2C9) XP® Rabbit mAb.

Immunohistochemical analysis of paraffin-embedded human 
lymphoma using Ezh2 (D2C9) XP® Rabbit mAb.
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Flow cytometric analysis of human peripheral blood mononuclear cells untreated (left) and treated (right) with anti-human CD3 (10 µg/ml, 
coated plates) and anti-human CD28 (5 µg/ml) for 3 days at 37ºC using EZH2 (D2C9) XP® Rabbit mAb and co-stained with an anti-
human CD3 antibody. Anti-rabbit IgG (H+L), F(ab')2 Fragment (Alexa Fluor® 488 Conjugate) #4412 was used as a secondary antibody.

Hippocampus Cerebellum

Confocal immunofluorescent analysis of mouse hippocampus (left) and cerebellum (right) using Ezh2 (D2C9) XP® Rabbit mAb (green). 
Actin filaments were labeled with DyLight™ 554 Phalloidin #13054 (red). Blue pseudocolor = DRAQ5® #4084 (fluorescent DNA dye).
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B125 SIRPA ATRN CDS2 BMP2 PLCB1 SNAP25 SPTLC3 MACROD2 DSTN SLC24A3 XRN2 SSTR4 CST7 FRG1B DNMT3B ITCH PHF20 SRC ACTR5 MAFB PTPRT JPH2 SPINT4 NCOA3 DDX27 BCAS4 TSHZ2 CBLN4 PCK1 CTSZ CDH4 HAR1A

H3K27me3 (#9733)
[0-10]

EZH2       (#5246)
[0-10]

Chromatin immunoprecipitations were performed with cross-linked chromatin from 4 x 10 6 Hela cells and either 5 µl of Ezh2 (D2C9) XP® Rabbit mAb or 10 µl of Tri-Methyl-Histone H3 (Lys27) 
(C36B11) Rabbit mAb, using SimpleChIP® Enzymatic Chromatin IP Kit (Magnetic Beads) #9003. DNA Libraries were prepared from 5ng enriched ChIP DNA for EZH2 ChIP-seq and 50ng enriched 
ChIP DNA for H3K27me3 ChIP-seq using NEBNext® Ultra™ II DNA Library Prep Kit for Illumina®, and sequenced on the Illumina NextSeq. EZH2 and H3K27me3 are known to associate with each 
other on chromatin. The figure shows binding of both EZH2 and H3K27me3 across chromosome 20 (upper), including MYT1 gene (lower).
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