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Name: Email:
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Antibody Name: [NFkB p65 (C-20) Antibody: sc-372 Target: |NFKB p65/ RELA (EntrezGene ID 5970)
Company/ .
Santa Cruz Biotechnology
Source:
Catalog Number, database ID, laboratory 372 Lot Number |A2298

Antibod epitope mapping at the C-terminus of NFkB p65 of human origin
Dn oo tY _|[recommended for detection of NFKB p65 of mouse, rat and human origin
€SCHPHON: I NOTE: WE PRESENT DATA HERE ON USE IN HUMAN AND MOUSE CELL LINES

Target NFKB1 (MIM 164011) or NFKB2 (MIM 164012) is bound to REL (MIM 164910), RELA, or RELB (MIM 604758) to

Description: form the NFKB complex. The p50 (NFKB1)/p65 (RELA) heterodimer is the most abundant form of NFKB. The
" INFKB complex is inhibited by I-kappa-B proteins (NFKBIA, MIM 164008 or NFKBIB, MIM 604495), which

inactivate NFKB by trapping it in the cytoplasm. Phosphorylation of serine residues on the I-kappa-B

Species Target |Human Species Host |Rabbit

Validation Method #1 |Immunoprecipitatior Validation Method #2 |Motif Enrichment
Purification - Polyclonal/

Method Affinity Monoclonal Polyclonal

Vendor URL: http://www.scbt.com/datasheet-372-nfkappa

Reference (PI/
Publication
Information)

Please complete the following for antibodies to histone modifications:
ifyour specifications are not listed in the drop-down box,
please write-in the appropriate information

Histone Name AA modified AA Position Modification




Comment: In both human GM12878 cells and murine CH12 and MEL cells, a unique band of ~65kD is
detected by Western blotting with sc-372 and immunoprecipitated efficiently. Based on these
observations, this antibody meets this ENCODE criterion.

Validation #1
Analysis

Insert Validation Image (click here)




Validation 1: Immunoblot/immunoprecipitation with sc-372 (NFKB p65 )

Immunoprecipitations using sc-372 were carried out in GM12878 cells treated with TNFa (6 hrs), murine CH12 cells and murine MEL cells. NE= nuclear lysate, S=
supernatant from immunoprecipitation with sc-372, IP= bound material from immunoprecipitation with sc-372, IgG= bound material from immunoprecipitation
with control IgG. Arrows indicate band consistent with the expected size of NFKB p65. Bands indicated by * in GM12878 immunoprecipitation are IgG heavy and
light chains. These bands are absent from CH12 and MEL immunoprecipitations because antibody was crosslinked to Protein A beads prior to use in

immunoprecipitation. Molecular weights are indicated in kD.
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Validation #2
Analysis

Calculations were done by Pouya Kheradpour using a collection of known motifs available at
http://www.broadinstitute.org/%7Epouyak/motif-disc/human/. Table 1 shows the fold-enrichments,
enrichment p-values and fraction of peaks which contain the motif. The motif which produced the
largest value for each criterion is shown in Table 1. Note that while the maximally enriched motifs
may differ from the motif with the highest enrichment p-values and the most represented motif, the
motifs are highly similar (Figure 1) and thus all values are similar between motifs.

Motifs were identified using a matching stringency corresponding to 4-6 (6-mer). Peaks identified by
IDR (1% cutoff) were used in the analysis and +/-50bp from peak centers were considered.
Enrichments are for a given motif vs. a background consisting of +/- 50bp from the centers of all
Dnasel hypersensitive peaks. Repeat mask/simple repeats from UCSC and all gencode v7 exons
(including non-protein coding genes) were excluded from the analysis. Comparison to shuffle motifs
were used to correct for compositional bias. Enrichment is the corrected # of motifs in ChIP
peaks/corrected # of motifs in DNasel peaks.

The current ENCODE standard calls for >4-fold enrichment and >10% motif representation for this
criteria to be used for validation. The 11 NFKB datasets presented here exceed these thresholds and
the antibody is considered validated.

Insert Validation Image (Click here)
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Table 1. NFKB motif enrichment.

Cell Line Motif Enrichment (log2) Enrichment p-value (-log10) Fraction of peaks containing motif
NFKB_GM10847 3.38588 (NF-kappaB_known1) 1383.46 (NF-kappaB_knownl) 0.410202 (NF-kappaB_known5)
NFKB_GM12878 3.40875 (NF-kappaB_known1) 1847.76 (NF-kappaB_knownl) 0.331598 (NF-kappaB_known5)
NFKB_GM12878 3.50712 (NF-kappaB_known1) 1953.32 (NF-kappaB_known1) 0.336786 (NF-kappaB_known5)
NFKB_GM12891 2.98034 (NF-kappaB_known1l) 3158.79 (NF-kappaB_known1l) 0.311203 (NF-kappaB_known5)
NFKB_GM12892 3.58808 (NF-kappaB_known1) 1025.9 (NF-kappaB_known1) 0.485587 (NF-kappaB_known5)
NFKB_GM15510 2.1634 (NF-kappaB_knownb5) 1034.71 (NF-kappaB_known5) 0.206633 (NF-kappaB_known5)
NFKB_GM18505 3.48915 (NF-kappaB_knownl) 1451.5 (NF-kappaB_known1l) 0.383419 (NF-kappaB_known5)
NFKB_GM18526 3.9191 (NF-kappaB_known1) 446.627 (NF-kappaB_knownl) 0.642955 (NF-kappaB_known5)
NFKB_GM18951 2.63442 (NF-kappaB_known1l) 1560.49 (NF-kappaB_knownl) 0.265892 (NF-kappaB_known5)
NFKB_GM19099 3.44391 (NF-kappaB_knownl) 1719.2 (NF-kappaB_known1l) 0.449522 (NF-kappaB_known5)
NFKB_GM19193 3.49646 (NF-kappaB_knownl) 1175.42 (NF-kappaB_knownl) 0.477133 (NF-kappaB_known5)

Figure 2. Motif consensus sequences and position weight matrices for highly enriched NFKB motif.

NFKB_knownl

AATECCC

>NF-kappaB_knownl NF-kappaB-(p50)_ transfac_M00051 +

NFKB_known5

GGa.TTTCC

>NF-kappaB_known5 RELA_ jaspar MA0107.1 +

Position/ A C G T Position/ A C G T

Consensus - - — - Consensus — - - -
G 0.000000 0.000000 1.000000 0.000000 B 0.000000 0.222222 0.611111 0.166667
G 0.000000 0.000000 1.000000 0.000000 G 0.000000 0.000000 0.944444 0.055556
G 0.000000 0.000000 1.000000 0.00000O0 G 0.000000 0.000000 1.000000 0.000000
G 0.111111 0.000000 0.888889 0.000000 R 0.611111 0.000000 0.388889 0.000000
A 0.888888 0.055556 0.000000 0.055556 V 0.555555 0.166667 0.222222 0.055556
K 0.000000 0.000000 0.166667 0.833333 T 0.111111 0.000000 0.000000 0.888889
Y 0.000000 0.388889 0.055556 0.555555 T 0.000000 0.000000 0.000000 1.000000
C 0.000000 0.888889 0.000000 0.111111 T 0.000000 0.111111 0.000000 0.888889
C 0.000000 1.000000 0.000000 0.000000 C 0.000000 1.000000 0.000000 0.000000
C 0.000000 0.944444 0.055556 0.000000 CcC 0.000000 1.000000 0.000000 0.000000
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