Phospho-NF-xB p65 (Ser536)
(93H1) Rabbit mAb

| Small 100 pl
(10 western blots)
_Ilarge 300 pl

(30 western blots)
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This product is intended for research purposes only. This product is not intended to be used for
therapeutic or diagnostic purposes in humans or animals.

Applications Species Cross-Reactivity* Molecular Wt. Isotype
W, IP, IF-IC, F H, M, R, Mk, Pg, Hm, (Dg) 65 kDa Rabbit IgG**

Endogenous
Background: Transcription factors of the nuclear factor \Da Hela NIH/3T3
& B (NF-xB)/Rel family play a pivotal role in inflammatory 140
and immune responses (1,2). There are five family members 100
in mammals: RelA, c-Rel, RelB, NF-kB1 (p105/p50) and 80 Phospho-
NF-xB2 (p100/p52). Both p105 and p100 are proteolyti- &0 - - *NSFKg;ﬁ“
cally processed by the proteasome to produce p50 and p52, 50 (8era36)
respectively. Rel proteins bind p50 and p52 to form dimeric 140 —
complexes that bind DNA and regulate transcription. In 100 |
unstimulated cells, NF-kB is sequestered in the cytoplasm 80 |
by 1B inhibitory proteins (3-5). NF-kB-activating agents 60 IR T e —— B — NFB &5
can induce the phosphorylation of 1B proteins, targeting 50
them for rapid degradation through an ubiquitin-proteasome — 1 T\Fa

pathway and releasing NF-«B to enter the nucleus where

% Cell Signaling

TECHNOLOGY®

Orders W 877-616-CELL (2355)
orders@cellsignal.com
877-678-TECH (8324)
info@cellsignal.com

www.cellsignal.com

Support =

Web m

Entrez-Gene ID #5970
Swiss-Prot Acc. #Q004206

it requlates gene expression (6-8). NIK and IKKa: (IKK1)
regulate the phosphorylation and processing of NF-xB2
(p100) to produce p52, which is then translocated to the
nucleus (9-11).

Specificity/Sensitivity: Phospho-NF-kappaB p65
(Ser536) (93H1) Rabbit mAb detects NF-xB p65 only when
phosphorylated at Ser536. It does not cross-react with the

Western blot analysis of extracts from HelLa and NIH/3T3 cells,
untreated or TNF-o treated (#2169, 20 ng/ml for 5 minutes), us-
ing Phospho-NF-xB p65 (Ser536) (93H1) Rabbit mAb (upper)
or NF-xB p65 Antibody #3034 (lower).

Source/Purification: Monoclonal antibody is produced
by immunizing animals with a synthetic phosphopeptide

corresponding to residues surrounding Ser536 of human
NF-«B p6b5.

p50 subunit or other related proteins.

Confocal immunofluorescent analysis of Hela cells, untreated (left) and TNF-a treated (#8902 at 20 ng/ml for 20 min, right), using
Phospho-NF-xB p65 (Ser536) (93H1) Rabbit mAb (green). Actin filaments have been labeled with Alexa Fluor® phalloidin 555 (red).

IMPORTANT: For western blots, incubate membrane with diluted antibody in 5% w/v BSA, 1X TBS,
0.1% Tween-20 at 4°C with gentle shaking, overnight.

W—Western  IP—Immunoprecipitation ~ IHC—Immunohistochemistry
R—at

Hr—Horse

ChIP—Chromatin Immunoprecipitation
Mi—mink

Applications Key:

Cell Signaling Technology® is a trademark of Cell Signaling Technology, Inc.
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Species Cross-Reactivity Key: ~ H—human ~ M—mouse Hm—hamster C—chicken

Dg—dog Pg—pig Sc—S. cerevisiae Ce—C. elegans

Mk—monkey
All—all species expected

IF—Immunofluorescence

Dm—D. melanogaster X—Xenopus

Storage: Supplied in 10 mM sodium HEPES (pH 7.5), 150
mM NaCl, 100 ug/ml BSA, 50% glycerol and less than 0.02%
sodium azide. Store at —20°C. Do not aliquot the antibody.

*Species cross-reactivity is determined by western blot.

**Anti-rabbit secondary antibodies must be used to
detect this antibody.

Recommended Antibody Dilutions:

Western Blotting 1:1000
Immunoprecipitation 1:50
Immunofluorescence (IF-IC) 1:200
Flow Cytometry 1:800

For application specific protocols please see the web
page for this product at www.cellsignal.com.

Please visit www.cellsignal.com for a complete listing
of recommended companion products.
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Rabbit monoclonal antibody is produced under license (granting certain rights
including those under U. S. Patents No. 5,675,063 and 7,429,487) from
Epitomics, Inc.

Alexa Fluor® is a registered trademark of Molecular Probes, Inc.

E-P—ELISA-Peptide

B—Dovine

F—Flow cytometry
Z—zebrafish

Species enclosed in parentheses are predicted to react based on 100% homology.
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Western blot analysis of extracts from THP-1 cells, differentiated with TPA
(#9905, 80 nM for 24h) and treated with 1 ug/ml LPS for the indicated times,
using Phospho-NF-kB p65 (Ser536) (93H1) Rabbit mAb (upper) and NF-xB p65
(C22B4) Rabbit mAb #4764 (lower).

Events
1

Phospho-NF-«B p65 (Ser536)

Flow cytometric analysis of HeLa cells, untreated (blue) or
TNF-a-treated (green), using Phospho-NF-kB p65 (Ser536)
(93H1) Rabbit mAb compared to a nonspecific negative control
antibody (red).
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