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Certificate of Analysis
Product: Affinity Purified Anti-mTOR pS2448 (Rabbit)
Code: 600-401-422 Lot #: 18341
Size: 100 pg Physical State: Liquid (sterile filtered)
Antibody Concentration: 1.50 mg/ml (by UV absorbance at 280 nm)
Buffer: 0.02 M Potassium Phosphate, 0.15 M Sodium Chloride, pH 7.2
Stabilizer: None Preservative: 0.01% (w/v) Sodium Azide
Storage Conditions: Store vial at -20° C prior to opening. Dilute only prior to immediate use. For extended storage aliquot
contents and freeze at -20° C or below. Avoid cycles of freezing and thawing. Expiration date is one (1) year from date of
opening.

Background Information: Mammalian target of rapamycin

(mTOR) is a serine and threonine protein kinase that
regulates numerous cellular functions, in particular, the 1 2
initiation of protein translation. Rapamycin is a natural

product macrolide that induces G; growth arrest in yeast, Figure 1. Immunoblotting. Afinity Puri-

Drosophlla_, and mammallan _ceII_s. mTOR_ has a long Ilst_of fied Ant-mTOR pS2448 (Rabbit) is
synonyms including FK506 binding proteinl2 - rapamycin — 250 shown to detect a 250 kDa band
associated protein 1, FK506 binding proteinl12 - rapamycin jam (indicated) corresponding to phosphor-
associated protein 2, FRAP1, FRAP2, RAFT1, RAPT1 200 ylated human mTOR present in a 293T
and/or FKBP12-rapamycin associated protein (FRAP). whole cell lysates. Cells were serum-

. . S . starved for 24 hours prior to harvest.
mTOR is one of a family of proteins involved in cell cycle ~20ug of lysate was loaded per lane for
progression, DNA recombination, and DNA damage SDS-PAGE. Untreated cells are shown
detection. In rat, mTOR is a 245-kD protein referred to as in lane 1, whereas cells in lane 2 were
RAFT1 with significant homology to the Saccharomyces treated with IGF-1 (100 ng/ml) for 20
cerevisiae protein TOR1 and has been shown to associate min prior to harvest. Follow reaction of
with the immunophilin FKBP12 in a rapamycin-dependent 97 antibody with a 1:2000 dilution of HRP

. . ) N Goat-a-Rabbit IgG for visualization.
fashion. The FKBP12-rapamycin complex is known to inhibit oaka-Rabbit 1g% for visualization

progression through the G; cell cycle stage by interfering
with mitogenic signaling pathways involved in G1 progression 66
in several cell types, as well as in yeast. The binding of

MTOR to FKBP12-rapamycin correlates with the ability of

these ligands to inhibit cell cycle progression.
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R R o, ° . Figure 2. Immunohistochemistry. ROCKLAND's affinity purified
L T o 2y Nl anti-mTOR pS2448 antibody was used at 5 pg/ml to detect
"" ‘5 Jred i signal in a variety of tissues including multi-human, multi-brain
3 e \'-_~__,‘ = 2 and multi-cancer slides. This image shows moderate staining of
: 4 | v / proximal convoluted tubules of the kidney. Tissue was formalin-
i O 2 % fixed and paraffin embedded. The image shows localization of
4 ; ; i the antibody as the precipitated red signal, with a hematoxylin

purple nuclear counterstain. Personal Communication, Tina
Roush, LifeSpanBiosciences, Seattle, WA.
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Application Note(s): This affinity purified antibody has been tested for use in immunohistochemistry, ELISA and western
blotting. Western blotting shows reactivity specific for phospho mTOR detecting a band at approximately 250 kDa. Reactivity
in other immunoassays is unknown.

Recommended Dilutions: ELISA 1:15,000 - 1:65,000
WESTERN BLOT 1:500 - 1:2,000
IMMUNOHISTOCHEMISTRY 5.0 pg/ml
OTHER APPLICATIONS User Optimized

Figure 3. Immunoblotting. Metabolic and autocrine

regulation of the mTOR pathway by p-cells. Purity and Specificity: This is an affinity purified antibody

produced by immunoaffinity chromatography using the

Growth Factors ® Insulin immunizing peptide after immobilization to a solid phase.
Reactivity occurs with phosphorylated mTOR from human
derived tissues and cells. Reactivity against mTOR from other
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Ao T "‘,f;‘,'(’;”\% e il species has not been determined, however, reactivity with
Acids 4 uptake & Akt mouse and rat is suggested based on protein sequence

: homologies.
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Protein Translation
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Immunogen: This affinity purified antibody was prepared from
whole rabbit serum produced by repeated immunizations with
a synthetic peptide corresponding to amino acids 2440-2457 of
human mTOR.

Relevant Links:

ExXPASYy http://www.expasy.org/cgi-bin/niceprot.pl?P42345
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Note: This product is for research use only and is not intended for therapeutic or diagnostic applications. Please contact a technical service
representative for more information.

All products of animal origin manufactured by Rockland Immunochemicals are derived from starting materials of North American origin.
Collection was performed in United States Department of Agriculture (USDA) inspected facilities and all materials have been inspected and
certified to be free of disease and suitable for exportation.

All properties listed are typical characteristics and are not specifications. All suggestions and data are offered in good faith but without
guarantee as conditions and methods of use of our products are beyond our control. The prospective user must determine the suitability of
our materials before adopting them on a commercial scale. Suggested uses of our products are not recommendations to use our products in
violation of any patent or as a license under any patent of Rockland Immunochemicals, Inc. If you require a commercial license to use this
material and do not have one, then return this material, unopened to: Rockland Inc., P.O. BOX 326, Gilbertsville, Pennsylvania, USA.
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