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BACKGROUND

The Ob gene produces a protein, designated leptin, that is involved in the
regulation of food intake and energy expenditure. Mutations in the Ob gene
result in profound obesity and type II diabetes, which resembles morbid
obesity in humans. Leptin is secreted by adipocytes and mediates its function
through the leptin receptor, designated Ob-R. Ob-R is a single membrane-
spanning receptor that resembles the gp130 signal transducing component
of the IL-6, G-CSF and LIF receptors. The gene encoding Ob-R is alternatively
spliced to produce at least six isoforms, and it is highly expressed in the
hypothalamus and choroid plexus with lower expression in other regions of
the brain and peripheral tissues, including ovaries and testes. During leptin
signaling, phosphorylated tyrosine residues on Ob-R mediate distinct signal-
ing responses. Phosphorylation of mouse Tyr 1138, which corresponds to
Tyr 1141 of the human protein, binds Stat3 to modulate its tyrosine phos-
phorylation and transcriptional activation and regulate the inhibitory SOCS3
pathway. Phosphorylated Tyr 985 binds SHP-2 and mediates the activation
of ERK kinases and the inhibition of Ob-R-mediated Stat3 activation.

CHROMOSOMAL LOCATION

Genetic locus: LEPR (human) mapping to 1p31.3; Lepr (mouse) mapping to
4 C6.

SOURCE

p-Ob-R (Tyr 985) is available as either goat (sc-16419) or rabbit (sc-16419-R)
polyclonal affinity purified antibody raised against a short amino acid
sequence containing Tyr 985 phosphorylated of Ob-R of human origin.

PRODUCT

Each vial contains 200 µg IgG in 1.0 ml of PBS with < 0.1% sodium azide
and 0.1% gelatin.

Blocking peptide available for competition studies, sc-16419 P, (100 µg
peptide in 0.5 ml PBS containing < 0.1% sodium azide and 0.2% BSA).

APPLICATIONS

p-Ob-R (Tyr 985)-R is recommended for detection of Tyr 985 phosphorylated
Ob-R of mouse, rat and human origin by Western Blotting (starting dilution
1:200, dilution range 1:100-1:1000), immunoprecipitation [1-2 µg per 100-
500 µg of total protein (1 ml of cell lysate)], immunofluorescence (starting
dilution 1:50, dilution range 1:50-1:500), immunohistochemistry (including
paraffin-embedded sections) (starting dilution 1:50, dilution range 1:50-1:500)
and solid phase ELISA (starting dilution 1:30, dilution range 1:30-1:3000).

p-Ob-R (Tyr 985)-R is also recommended for detection of correspondingly
phosphorylated Ob-R in additional species, including equine and bovine.

Suitable for use as control antibody for Ob-R siRNA (h): sc-36115, Ob-R
siRNA (m): sc-36116, Ob-R shRNA Plasmid (h): sc-36115-SH, Ob-R shRNA
Plasmid (m): sc-36116-SH, Ob-R shRNA (h) Lentiviral Particles: sc-36115-V
and Ob-R shRNA (m) Lentiviral Particles: sc-36116-V.

Molecular Weight of p-Ob-R: 120 kDa.

Positive Controls: pervanadate treated TT whole cell lysate, SH-SY5Y cell
lysate: sc-3812 or COLO 320DM cell lysate: sc-2226.

RECOMMENDED SECONDARY REAGENTS

To ensure optimal results, the following support (secondary) reagents are rec-
ommended: 1) Western Blotting: for goat primary antibody (sc-16419): use
donkey anti-goat IgG-HRP: sc-2020 (dilution range: 1:2000-1:100,000) or Cruz
Marker™ compatible donkey anti-goat IgG-HRP: sc-2033 (dilution range:
1:2000-1:5000), for rabbit primary antibody (sc-16419-R): use goat anti-rabbit
IgG-HRP: sc-2004 (dilution range: 1:2000-1:100,000) or Cruz Marker™ com-
patible goat anti-rabbit IgG-HRP: sc-2030 (dilution range: 1:2000-1:5000),
Cruz Marker™ Molecular Weight Standards: sc-2035, TBS Blotto B Blocking
Reagent: sc-2335 (use 50 mM NaF, sc-24988, as diluent), Western Blotting
Luminol Reagent: sc-2048 and Lambda Phosphatase: sc-200312A. 2) Immuno-
precipitation: use Protein A/G PLUS-Agarose: sc-2003 (0.5 ml agarose/2.0 ml).
3) Immunofluorescence: for goat primary antibody (sc-16419): use donkey anti-
goat IgG-FITC: sc-2024 (dilution range: 1:100-1:400) or donkey anti-goat IgG-TR:
sc-2783 (dilution range: 1:100-1:400) with UltraCruz™ Mounting Medium:
sc-24941, for rabbit primary antibody (sc-16419-R): use goat anti-rabbit
IgG-FITC: sc-2012 (dilution range: 1:100-1:400) or goat anti-rabbit IgG-TR:
sc-2780 (dilution range: 1:100-1:400) with UltraCruz™ Mounting Medium:
sc-24941.
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STORAGE

Store at 4° C, **DO NOT FREEZE**. Stable for one year from the date of
shipment. Non-hazardous. No MSDS required.

RESEARCH USE

For research use only, not for use in diagnostic procedures.

p-Ob-R (Tyr 985)-R: sc-16419-R. Western blot analysis
of Ob-R phosphorylation in untreated (A), pervanadate
treated (B) and pervanadate and lambda protein
phosphatase (sc-200312A) treated (C) TT whole cell
lysates.
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p-Ob-R (Tyr 985): sc-16419-R. Immunoperoxidase
staining of formalin fixed, paraffin-embedded human
prostate tissue showing cytoplasmic staining of
glandular cells.


