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standing of the basic epigenetic mechanisms regulating gene expression and genomic stability, and the
impact of epigenetic deregulation on cancer, inflammation, metabolism, and neurological diseases. Much
of our knowledge of the these mechanisms comes from the utilization of antibodies to probe the protein
levels and localization of transcription factors, chromatin regulators, and histone modifications in different

cell and tissue types, and across the genomes of a multitude of organisms. While antibodies have been a BRM (D9E8B) XP® Rabblt mAb #11966 HiStone Peptlde Arrays Optlmlzatlon Of CST AntibOdieS

key reagent driving advancements in epigenetic research, there are increasing numbers of publications

raising concerns about the quality of the antibodies being used in biomedical research. A very concerning USing the SimPIGChIP Klt PrOtOCOI
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including IF, Flow, IHC and ChIP (1-5). In addition, many scientific journals have responded by increasing
their requirements for clear demonstration of antibody specificity when manuscripts are submitted

for publication (6, 7). The ENCODE consortium recently published a set of guidelines for the validation
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using SimpleChIP® Plus Enzymatic Chromatin IP Kit #9005.
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SUMMARY o Peptide Competition ELISA

e CST provides rabbit mAbs that are thoroughly validated for specificity, sensitivity, and reproducibility oA S AN Tri-Methyl-Histone H3 (Lys27) (C36B11) Rabbit mAb #9733 CSAD
across multiple applications using biologically relevant cell and tissue model systems. Our validation S — >  HH —
criteria meet and exceed ENCODE guidelines for antibody validation. 1000000 1 ) | -
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e Antibodies are optimized for every application and come with recommended dilutions and protocols. Validation of Glucocorticoid Receptor (GR) rabbit mAb using overexpression = o000 !lz LMJ . B e on ety s

. . . .. . . and cell treatments. (A) \WB analysis of GR on extracts from 293T cells, either mock = s —— Mono-Methyl H3 (Lys27)

e Rabbit mADbs provide better lot-to-lot consistency than polyclonal antibodies and typically show higher . ¢ h na Mve/DDK full-| h = Di-Methyl H3 (Lys27)
binding affinities than mouse mAbs, resulting in better sensitivity, without sacrificing specificity across transtected or transtected with constructs expressing lyC 'ta.gg_ed ull- engt e 600000 1 —3¢— Tri-Methyl H3 (Lys27)
multiple applications. human GR-a, or Myc/DDK-tagged full-length human Mineralocorticoid Receptor (MR). & —3¥— Tri-Methyl H3 (Lys4) RNA Polymerase Il CTD antibodies are validated using WB, DB, and ChiP-seq.
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e CST has a large portfolio of over 225 ChIP-validated antibodies, including antibodies against 170 tran- In the. upper panel, eXtraCt.S are probed Wllth GlUCQCOFTICOId Receptgr (D6H2L) XP S | T::_Mgth; " EL;/zSé) (A) WB analysis OT cell extracts using PhOSphO Rop1 CTD (Ser2) (E1.Z3GI) Rabbit mAp
scription factor and co-factor proteins that span multiple areas of research. For a complete list of ChIP Rabbit mAb #12041 showing increased signal with GR-a transfection, but no detectable = 00000 Tri-Methyl H3 (Lys20) #13499. (B) Peptide DB analysis of various Phospho-Rpb1 CTD antibodies. Each antibody
products from CST, please visit our website at www.cellsignal.com/chip. increase with MR transfection. In the lower panel, extracts are probed with DYKDDDDK recognizes its specific phosphorylation site with no cross-reactivity with neighboring sites.

Tag Antibody #2368 showing appropriate expression of epitope-tagged GR-a and MR 0 o - 0.25 M - T - (C) ChlP-seq tracks of the ZNF740 gene using a panel of Rpb1 antibodies. ChIP was

proteins. (B) IF with the GR antibody on HelLa cells either untreated (left panel) or Blocking Peotide Concentration performed on Hela cells using SimpleChIP® Plus Enzymatic Chromatin IP Kit #9005.
R E F E R E N C E S dexamethasone-treated (right panel). Appropriate nuclear translocation is observed when Jren Libraries were constructed with the NEBNext® Ultra™ DNA Library Prep Kit for [llumina®

cells are treated with dexamethasone. (G) ChIP was performed on A549 cells either left Histone peptide competition ELISA showing Tri-Methyl Histone H3 (Lys27) (E7370S; New England Biolabs, Inc.) and sequenced using the lllumina NextSeq 500.
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