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- Species Antibody Epitope/ Host Molecular .
A e Cross-Reactivity Isotype Region Species Weight MBI 7
ChIP, WB H, M IgG Trimethyl Lys27 Rb kDa NM_003493
Background i
ChIP Primers pl16, Cat.# CS200602. One
All  ChIPAb+ antibodies are individually

validated for chromatin precipitation, every lot,
every time. Each ChIPAb+ antibody set
includes control primers (tested every lot by
gPCR) to biologically validate your IP results in
a locus-specific context. The qPCR protocol
and primer sequences are provided, allowing
researchers to validate ChIP protocols when
using our antibody in their chromatin context.
Each set also includes a negative control
antibody to ensure specificity of the ChIP
reaction.

The ChIPAb+ Trimethyl-Histone H3 (Lys27)
set includes the Anti-Trimethyl-Histone H3
(Lys27) antibody, a negative control antibody
(purified rabbit 19G), and qPCR primers which
amplify a 170 bp region within the promoter of
the murine pl6 promoter. The Trimethyl-
Histone H3 (Lys27) and negative control
antibodies are supplied in a scalable "per
ChIP" reaction size and can be used to
functionally validate the precipitation of
Trimethyl-Histone  H3  (Lys27)-associated
chromatin.

Presentation

25 assays per set. Recommended use: ~4 ¢
antibody per chromatin immunoprecipitation
(dependent upon biological context).

Components:

Anti-trimethyl-Histone H3 (Lys27) (rabbit
polyclonal 1gG), Cat.# CS200603. One vial
containing 100 pg protein A purified 1gG in
100 L buffer containing 0.1 M Tris-Glycine,
pH 7.4, 0.15M NaCl with 0.05% sodium
azide. Store at -20°C.

Normal Rabbit IgG, Cat. #PP64B. One vial
containing 125 g purified Rabbit IgG in 125

L storage buffer containing 0.1% sodium
azide. Store at-20C

vial containing 75 pL of 5 M of each control
primer specific for mouse pl6 promoter.
Store at -20°C.

FOR: ACA CTC CTT GCC TAC CTG AA
REV: CGA ACT CGA GGA GAG CCATC
Specificity

The antibody recognizes
histone H3 (Lys27), Mr 17 kDa.
Species Cross-reactivity
Human, Mouse. The immunogen sequence
for the antibody is identical in a wide range of
animal and plant species, so broad cross-
reactivity is expected.

Immunogen

The antibody is made against KLH-
conjugated, synthetic 2X-branched peptide
containing the sequence AR(me3K)SAP

in which me3K corresponds to trimethyl-
lysine at residue 27 of human Histone H3.
Molecular Weight

~17 kDa

Storage and Handling

Stable for 1 year at -20C from date of
receipt. Aliquot upon thawing, avoid freeze
thaw cycles.

Control

trimethylated

Includes negative control mouse I1gG antibody
and control primers specific for murine p16
promoter.

Quality Control Testing

Chromatin Immunoprecipitation:

Sonicated Chromatin prepared from 3x10°
NIH3T3 L1 cells were subjected to chromatin
immunoprecipitation using 4 pg purified
antibody or normal rabbit IgG and the Magna
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ChIP A kit (Cat. #17-610). Successful
enrichment of trimethyl-Histone H3
(Lys27) associated DNA fragments was
verified by qPCR using ChIP Primers
mouse pl6 (Cat. #CS200602) flanking
the mouse p16 promoter.

Please refer to the EZ-Magna ChIP A
(Cat. #17-408) or EZ-ChIP (Cat. #17-
371) kit protocols for experimental details.

Figure 1:
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Additional Application Testing

ChIP Analysis:

Representative lot data. Sonicated chromatin prepared from
2x10° HelLa cells were subjected to chromatin
immunoprecipitation using 4 g purified anti-trimethyl-Histone
H3 (Lys27) antibody or normal rabbit IgG and the Magna
ChlP™ A kit (Cat. #17-610). Successful enrichment of
trimethyl-Histone H3 (Lys27) associated DNA fragments was
verified by qPCR using ChIP Primers GAPDH (Cat. #22-004)
flanking the human GAPDH promoter and primers targeting
the promoter of human MyoD.

Please refer to the EZ-Magna ChIP™ A (Cat. #17-408) or EZ-
ChIP™ (Cat. #17-371) kit protocols for experimental details.
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Immunoblot Analysis:

Representative lot data. Recombinant Histone H3 (Lane 2) and
HelLa cell acid extracts (Lane 1) were resolved by
electrophoresis, transferred to nitrocellulose and probed with a
1:5000 dilution of anti- trimethyl histone H3 Lys27 (0.4 g/mL).

Proteins were visualized using a goat anti-rabbit secondary
antibody conjugated to HRP and a chemiluminescence
detection system.

Arrow indicates Histone H3 (17kDa).

PROTOCOLS
gPCR Protocol

gPCR run parameters and reagent setup are listed below. Preparing gPCR master mix is recommended for multiple PCR reactions. We
suggest performing triplicate for qPCR of each individual ChlIP reaction.

qPCR reagent assembly for 1 reaction:

ChIP final product 20 nL
ddH,0 95 nL
SYBR-Green Master Mix 12.5 nL
Primer mix 1.0 nL
Total 25.0 nL

qPCR parameters:

Initial Denaturation: 94C 10 min

Denature: 94C 20 sec .
50 times
Anneal and Extension: 60C 1 min
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