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FIH (D19B3) Rabbit mAb
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Applications Species Cross-Reactivity*

w H, M, R, Mk
Endogenous

Background: FIH (Factor inhibiting HIF-1, HIF asparagine
hydroxylase) is a dioxygen-dependent asparaginyl hydroxy-
lase that modifies target protein function by hydroxylating
target protein asparagine residues (1-3). Hypoxia-inducible
factor (HIF), a transcriptional activator involved in control of
cell cycle in response to hypoxic conditions, is an important
target for FIH regulation. FIH functions as an oxygen sensor
that regulates HIF function by hydroxylating at Asn803

in the carboxy-terminal transactivation domain (CAD) of
HIF (4,5). During normoxia, FIH uses cellular oxygen to
hydroxylate HIF-1 and prevent interaction of HIF-1 with
transcriptional coactivators, including the CBP/p300-inter-
acting transactivator. Under hypoxic conditions, FIH remains
inactive and does not inhibit HIF, allowing the activator to
regulate transcription of genes in response to low oxygen
conditions (4-6). FIH activity is regulated in through interac-
tion with proteins, including Siah-1, which targets FIH for
proteasomal degradation (7). The Cut-like homeodomain
protein CDP can bind the FIH promoter region to regulate
FIH expression at the transcriptional level (8). Phosphoryla-
tion of HIF at Thr796 also can prevent FIH hydroxylation on
Asn803 (9). Potential FIH substrates also include proteins
with ankyrin repeat domains, such as Ix-B, Notch, and
ASB4 (10-12).

Specificity/Sensitivity: FIH (D19B3) Rabbit mAb detects
endogenous levels of total FIH protein.

Source/Purification: Monoclonal antibody is produced
by immunizing animals with a synthetic peptide correspond-
ing to residues surrounding Tyr35 of human FIH protein.
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Western blot analysis of extracts from various cell types using
FIH (D19B3) Rabbit mAb.
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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.

Applications Key: =~ W—Western  IP—Immunoprecipitation
R—at

Hr—horse

Species Cross-Reactivity Key: ~ H—human ~ M—mouse

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

IHC—Immunohistochemistry

Hm—hamster

ChIP—Chromatin Immunoprecipitation
Mk—monkey ~ Mi—mink
All—all species expected

C—chicken

IF—Immunofluorescence

Dm—D. melanogaster X—Xenopus
Species enclosed in parentheses are predicted to react based on 100% homology.

Storage: Supplied in 10 mM sodium HEPES (pH 7.5), 150
mM NaCl, 100 pg/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

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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F—Flow cytometry
Z—zebrafish

E-P—ELISA-Peptide
B—Dovine



