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Background
9 o o ChIP Primers p16, Cat.# CS200602. One
All  ChlIPAb+ antibodies are individually vial containing 75 uL of 5 uM of each control

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 IgG), and gPCR primers which
amplify a 170 bp region within the promoter of
the murine p16 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 ug
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 pL 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 yg purified Rabbit IgG in 125
pL storage buffer containing 0.1% sodium
azide. Store at -20°C

primer specific for mouse p16 promoter.
Store at -20°C.

FOR: ACACTC 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 -20°C from date of
receipt. Aliquot upon thawing, avoid freeze
thaw cycles.

Control

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

trimethylated

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

Histone
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ChIP™ A kit (Cat. #17-610). Successful
enrichment of trimethyl-Histone H3
(Lys27) associated DNA fragments was
verified by gPCR using ChIP Primers
mouse p16 (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 0.2
ChIP Analysis:
Representative lot data. Sonicated chromatin prepared from 045 | 0.15
2x10®  HelLa cells were subjected to chromatin 'é_ )
immunoprecipitation using 4 pg purified anti-trimethyl-Histone £
H3 (Lys27) antibody or normal rabbit IgG and the Magna € 01
ChiP™ A kit (Cat. #17-610). Successful enrichment of §
trimethyl-Histone H3 (Lys27) associated DNA fragments was &£ 0.05 |
verified by gPCR using ChIP Primers GAPDH (Cat. #22-004)
flanking the human GAPDH promoter and primers targeting 0.00 0.01 0.01
the promoter of human MyoD. 0 — - —
19G H3K27me3 IgG H3K27me3
GAPDH MyoD
Please refer to the EZ-Magna ChIP™ A (Cat. #17-408) or EZ-
ChIP™ (Cat. #17-371) kit protocols for experimental details.
Figure 3:

Immunoblot Analysis:
Representative lot data. Recombinant Histone H3 (Lane 2) and
HelLa cell acid extracts (Lane 1) were resolved by 980
electrophoresis, transferred to nitrocellulose and probed with a
1:5000 dilution of anti- trimethyl histone H3 Lys27 (0.4 pg/mL). 180
Proteins were visualized using a goat anti-rabbit secondary 110
antibody conjugated to HRP and a chemiluminescence
detection system. a0

&0
Arrow indicates Histone H3 (17kDa). iﬂ
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PROTOCOLS
gPCR Protocol

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

gPCR reagent assembly for 1 reaction:

gPCR parameters:

ChlP final product 2.0 pL Initial Denaturation: 94°C 10 min
ddH,0 9.5 uL
- i Denature: 94°C 20 sec
SYBR Gr_een Master Mix 12.5 pL u 50 times
Primer mix 1.0 pL P .
Total 25.0 L Anneal and Extension: 60°C 1 min
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Western Blotting Protocol

1. Perform SDS-polyacrylamide gel electrophoresis (SDS-PAGE) on a cell lysate or tissue sample (cell lysis buffer: 50 mM Tris-HCI, pH
7.4; 1% NP-40; 0.25% sodium deoxycholate; 150 mM NaCl; 1 mM EDTA; 1 mM PMSF; 1 ug/mL each aprotinin, leupeptin, pepstatin;
1 mM NazVO,; 1 mM NaF) and transfer the proteins to PVDF (Immobilon-P). Wash the blotted PVDF (Immobilon-P) twice with
Tris/0.05% Tween®(TBST).

2. Block the blotted PVDF in freshly prepared TBST containing 5% nonfat dry milk (Catalog #20-200), for 30 minutes at room
temperature with constant agitation.

3. Incubate the PVDF with 2 ug/mL Anti-Trimethyl-Histone H3 (Lys27), diluted in freshly prepared TBST-MILK at room temperature for 2
hours (or overnight at 4°C) with agitation.

4. Wash the PVDF 3 times with TBST for 3-5 minutes each.

5. Incubate the PVDF in the secondary reagent of choice (a goat anti-rabbit HRP conjugated IgG (H+L), Catalog #AP182P was used) in
TBST-MILK for 60 minutes at room temperature with agitation.

6. Wash the PVDF 3 times in TBST for 3-5 minutes each wash. Use detection method of choice (enhanced chemiluminescence was

used).
RELATED PRODUCTS (specific) RELATED PRODUCTS (non-specific)
CAT # DESCRIPTION CAT # DESCRIPTION
17-608 ChIPAb+ HDAC1 IPVH00010 B Immobilon-P 26.5 cm x 3.75 m Roll PVDF 0.45 ym
17-613 ChIPAb+ p53 IPFLO0010 B Immobilon-FL 26.5 cm x 3.75 m Roll PVDF 0.45 um
17-601 ChIPAb+ Sp1 IPVH07850 B Immobilon-P 7 x 8.4 cm PVDF 0.45 mm (sheet) 50/pk
17-648 ChIPAb+ Dimethyl-Histone H3 (Lys9) ISEQ00010 B Immobilon-P SQ 26.5 cm x 3.75 m 1 roll PVDF 0.2 ym
17-625 ChIPAb+ Trimethyl-Histone H3 (Lys9) ISEQ07850 B Immobilon-P 7 x 8.4 cm PVDF 0.2 mm (sheet) 50/pk
17-603 ChIPAb+ Estrogen Receptor a IPFLO7810 B Immobilon-FL 7 x 8.4 cm PVDF 0.45 mm (sheet) 10/pk
17-604 ChIPAb+ LEF1 WBKLS0100 M  Immobilon Western Chemilum HRP Substrate 100 mL
17-615 ChIPAb+ Acetyl-Histone H3 17-373 B Spray & Glow™ ECL WB Detection System 1 ea
17-620 ChIPAb+ RNA Polymerase Il 2060 B Re-Blot Western Blot Recycling Kit
17-630 ChIPAb+ Acetyl-Histone H4 2500 B Re-Blot Plus Western Blot Recycling Kit
17-611 B Magna ChIP™ G Chromatin Immunoprecipitation Kit B2080- B Blot Quick Blocker Membrane Blocking Agent 175G

175GM

17-409 B EZ-Magna ChIP™ G Chromatin Immunoprecipitation Kit AP124P B Goat anti-mouse HRP conjugated IgG (H+L)
17-610 Bl Magna ChIP™ A Chromatin Immunoprecipitation Kit
17-408 B EZ-Magna ChIP™ A Chromatin Immunoprecipitation Kit
17-371 B EZ-ChIP™
17-295 B Chromatin Immunoprecipitation (ChIP) Assay Kit
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