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PRODUCT INFORMATION

Catalog Number: ~ GM-1201 Clone: BCO-3H2

Description: purified monoclonal rat antibody Specificity: anti-human Epo-R

Isotype: lgG2b Purification: Protein G

Storage: short term: 2°C - 8°C; Buffer: phosphate buffered saline, pH 7.2

long term: -20°C
(avoid repeated freezing and thawing)

Immunogen: peptide immunization Selection: based on recognition of the complete
(GDSQGAQGGLSDGPYSN) from native protein expressed on
the cytoplasmic domain of human mammalian cells and the denatured
Epo-R protein in Western blotting and

immunohistochemistry

WORKING DILUTIONS

Flow cytometry only on permeabilised cells: 1.2 pg/10° cells
ELISA: 1:200 - 1:400 CELISA only on 1:200 - 1:400

permeabilised cells:
Western blotting: See ref. 5 Immunohistochemistry: See ref. 5

For each application a titration should be performed to determine the optimal concentration.

SPECIFICITY TESTING BY IMMUNOPRECIPITATION AND WESTERN BLOT

—> |dentification of hEpoR by Mass Spectroscopy:
o o =y . . .
SRR MDHLGASLWPQVGSLCLLLAG AAWAPPPNLPDPKFESKAALL AARGPEELLCFTER LEDLVCFWEEAASAGVGPGNYSFSYQLED Flg-1: Mass spectroscopic ana|y5|s of EP°R
gg 2 g EPWKLCRLHQAPTARG AVRFWCSLPTADTSSFVPLELRVTAAS GAPRYHRVIHINEVVLLDAPVGLVARLADESGHVVLRWLPP . ioitated from UT7 cells b
g g 55 PETPMTSHIRYEVDVSAGNGAGSVQRVEILEGRTECVLSNLRGRTRYTFAVR ARMAEPSFGGFWSAWSEPVSLLTPSDLDPLILTL immuno-precipitated from cells by
= SLILWILVLLTVLALLSHRRALKQKIWPGIPSPESEFEGLFTTHKGNFQLWLYQNDGCLWWSPCTPFTEDPPASLEVLSERCWGTM GM-1201 or GM-1202 that were further
TCE| IPP o | QAVEPGTDDEGPLLEPVGSEHAQDTYLVLDKWLLPRNPPSEDLPGPGGSVDIVAMDEGSEASSCSSALASKPSPEGAS AASFEYTI Ivsed on denaturine SDS-PAGE el
70- LDPSSQLLRPWTLCPELPPTPPHLKYLYLVVSDSGISTDYSSGDSQGAQGGLSDGPYSNPYENSLIPAAEPLPPSYVACS analysed on denaturing gels
o . » . o ) (identified in Western blot with GM-1201).
55._ —» Six EpoR-specific peptides were identified (shown in red) Segments of the gel were cut out for
analysis by mass spectroscopy.
For detailed information see Reference 5.
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CGE ANALYSIS OF GM-1201

The antibody was purified by protein G affinity chromatography from cell culture supernatants and verified by CGE (Fig. 2).
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f — light chain Fig.2: CGE analysis of purified GM1201 monoclonal antibody.

e Lane 1: molecular weight marker, Lane 2: 2 pg of purified GM1201 antibody.
., Proteins were separated by CGE (capillary gel electrophoresis, Agilent 2100

Bioanalyzer). Internal control bands (240 kDa / 7 kDa / 4,5 kDa).

BACKGROUND

Erythropoietin receptor (Epo-R) belongs to the cytokine receptor family and is a 507 amino acid type | transmembrane protein.
EpoR pre-exists as dimers which changes the homodimerized state after binding of its 34 kDa ligand erythropoietin (Epo) (1, 2.
Erythropoietin is the primary regulator of erythropoiesis, and promotes the survival, proliferation, and differentiation of erythroid
progenitor cells. Both, Epo and Epo-R are essential for the production of red blood cells due to Epo exerts its function through
the Epo receptor (3). The Epo-R is also expressed in many organs outside the bone marrow, suggesting that Epo is a pleiotropic
anti-apoptotic factor. Signaling pathways have been shown to influence numerous cellular functions in normal and tumor cells,
including proliferation, apoptosis, and drug resistance (4). Development and specificity testing of the GM-1201 antibody are
described in detail elsewhere (5).
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