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

Storage: Supplied in 10 mM sodium HEPES (pH 7.5), 150 mM

Applications Species Cross-Reactivity* Source Motif
. NaCl, 100 pg/ml BSA and 50% glycerol. Store at —20°C.
W, IP, IHC-P, IF-IC, E-P, ChIP All Rabbit XXX(Kac)XXX Do ot aliquot the antibody,
Endogenous
*Species cross-reactivity is determined by western blot.
Background: Acetylation o_f Iys_ine, Ii_ke phosphorylat.ion kba 1 2 3 4 Acetylated- **Anti-rabbit secondary antibodies must be used to
of selnlne,_lhreomne or lyrosm(_a, is a_nllmportanl reversible 165 ’ Lysine detect this antibody.
modification controlling protein activity. The conserved -
amino-terminal domains of the four core histones (H2A, 105 | - . -— R Recommended Antibody Dilutions:
H2B, H3, and H4) contain lysines that are acetylated by his- 76 -— — Western Blotting 1:1000
tone acetyltransferases (HATs) and deacetylated by histone Immunoprecipitation 1:100
deacetylases (HDACs) (1). Signaling resulting in acetyla- 57 : = Immunohistochemistry (Paraffin) 1:800t
tion/deacetylation of histones, transcription factors, and 46.5 - 4 Unmasking buffer: Citrate
other proteins affects a diverse array of cellular processes 375 Antibody diluent:  SignalStain® Antibody Diluent #8112
including chromatin structure and gene activity, cell growth, Detection reagent: SignalStain® Boost (HRP, Rabbit) #8114
differentiation, and apoptosis (2-6). Recent proteomic tOptimal IHC dilutions determined using SignalStain® Boost IHC
surveys suggest that acetylation of lysine residues may be a -— - Detection Reagent.
widespread and important form of posttranslational protein Immunofluorescence (IF-IC) 1:100
modification that affects thousands of proteins involved = = == = -MARK ELISA-Peptide 1:1000
in control of cell cycle and metabolism, longevity, actin - . - . TSA Chromatin IP 1:50

polymerization, and nuclear transport (7,8). The regulation F duct i tocols ol h b
of protein acetylation status is impaired in cancer and poly-  Western blot analysis of extracts from COS cells, untreated or product specitic protocols please see the weh page
glutamine diseases (9), and HDACs have become promising 07 TSA-treated, grown in 10% FBS (lanes 1 and 2) or serum for this product at www.cellsignal.com.

. : tarved for 18 hours (lanes 3 and 4), using Acetylated-Lysine i : cofi
targets for anti-cancer drugs currently in development (10). 4" ’ h Please visit www.cellsignal.com for a complete listing
Antibody (upper) or p44/42 MAP Kinase Antibody #9102 of recommended complementary products.

Specificity/Sensitivity: Acetylated-Lysine Antibody de- (lower).

tects proteins posttranslationally modified by acetylation on

the epsilon-amine groups of lysine residues. The antibody ~ Source/Purification: Polyclonal antibodies are produced
recognizes acety|ated |ysine inawide range of sequence by immuniziﬂg animals with a Syﬂlhetic acetylated IySiHE‘
contexts. It has been demonstrated to recognize acetylated  containing peptide. Antibodies are purified by protein A and
histones, p53, CBP, PCAF and chemically acetylated BSA. ~ Peptide affinity chromatography.

The antibody has been shown to react with as little as 0.04
ng of chemically acetylated BSA while not recognizing up to
25 pg of nonacetylated BSA. (U.S. Patent No's.: 6,441,140;
6,982,318; 7,259,022; 7,344,714; U.S.S.N. 11,484,485; and
all foreign equivalents.)
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o~ Histone tail A0, Double-stranded DNA

- + Sodium Butyrate
treatment

Western blot analysis of extracts from NIH/3T3 cells, unireated  jmmunohistochemical staining of a paraffin-embedded hu- IMPORTANT: For western blots, incubate membrane
or sodium butyrate-treated (5 mM for 24 hours), showing an in- man preast tumor section, showing nuclear and cytoplasmic with diluted antibody in 5% BSA, 1X TBS, 0.1%
crease in histone acetylation, using Acelylated-Lysine Antibody.  jogalization of proteins with acelylated lysine residues using Tween® 20 at 4°C with gentle shaking, overnight.

Acetylated-Lysine Antibody.

License/Use Restrictions: Use of CST Motif Antibodies within certain methods (e.g., U.S. Patent No.’s 7,198,896 & 7,300,753) | Alexa Fluor® s a registered trademark of Molecular Probes, Inc.
may require a license from CST. For information regarding academic licensing terms please have your technology transfer office DRAQ5® is a registered trademark of Biostatus Limited.
contact CST Legal Department at CST_ip@cellsignal.com. For information regarding commercial licensing terms please contact

CST Pharma Services Department at ptmscan@cellsignal.com. Tween® is 2 registered trademark of ICI Americas, Inc.

Applications Key: ~ W—Western IP—Immunoprecipitation ~ IHC—Immunohistochemistry ~ ChIP—Chromatin Immunoprecipitation  IF—Immunofluorescence F—Flow cytometry ~ E-P—ELISA-Peptide

SignalStain®, SimpleChIP® and Cell Signaling Technology® are trademarks of Cell Signaling Technology, Inc.

© 2013 Cell Signaling Technology, Inc.

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.
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Confocal immunofluorescent analysis of NIH/3T3 cells, un-
treated (upper) or SAHA-treated (lower), labeled with Acetylated-
Lysine Antibody (green). Actin filaments have been labeled with
Alexa Fluor® 555 phalloidin (red). Blue pseudocolor = DRAQ5®
#4084 (fluorescent DNA dye).
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Immunoshitochemical analysis of paraffin-embedded human
colon carcinoma using Acetylated-Lysine Antibody.

— . r K-Ac-p53
oW
= + UV treatment

Western blot analysis of immunoprecipitated p53 showing an
increase in p53 acetylation using Acetylated-Lysine Antibody
(upper) or p53 antibody (lower). p53 was immunoprecipitated
from lysates from 293 cells, untreated or UV-treated, using p53
Antibody #9282.
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Immunohistochemical analysis of paraffin-embedded NIH/3T3
untreated (upper) or TSA-treated (lower) using Acetylated-Lysine
Antibody.
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Specificity and sensitivity of Acelylated-Lysine Antibody assayed
on acelylated BSA (4; 1, 0.2; 0.04 or 0.008 ng in lanes 1-5) or
nonacetylated BSA (25,000; 5,000; 1,000 or 200 ng in lanes 6-9).

B Acetylated-Lysine Antibody #9441
B Normal Rabbit 1gG #2729

Signal relative to input

0.04
0.02
o | | | |

GAPDH RPL30  MyoD1 MYT-1

Chromatin immunoprecipitations were performed with cross-
linked chromatin from 4 x 10° HeLa cells and either 10 pil of
Acetylated-Lysine Antibody or 2 uil of Normal Rabbit [gG #2729,
using SimpleChIP® Enzymatic Chromatin IP Kit (Agarose Beads)
#9002. The enriched DNA was quantified by real-time PCR,
using SimpleChIP® Human GAPDH Exon 1 Primers #5516, Sim-
pleChIP® Human RPL30 Exon 3 Primers #7014, SimpleChiP®
Human MyoD1 Exon 1 Primers #4490, and SimpleChIP® Human
MYT-1 Exon 1 Primers #4493. The amount of immunoprecipi-
tated DNA in each sample is represented as signal relative to the
total amount of input chromatin, which is equivalent to one.
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