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One-step immunopurification and lectinochemical characterization of the Duffy atypical
chemokine receptor from human erythrocytes.
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N-terminal extracellular domain of the Duffy glycoprotein carries
Fy(a)/Fy(b) blood group antigens and Fy6 linear epitope
recognized by monoclonal antibodies. Previously, we have
shown that recombinant Duffy protein expressed in K562 cells
has three N-linked oligosaccharide chains, which are mainly of
complex-type. Here we report a one-step purification method of
Duffy protein from human erythrocytes. DARC was extracted
from erythrocyte membranes in the presence of 1% n-dodecylβ-D-maltoside (DDM) and 0.05% cholesteryl hemisuccinate
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and
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glycoprotein was eluted from the column with synthetic
DFEDVWN peptide containing epitope for 2C3 monoclonal
antibody. In this single-step immunoaffinity purification method
we obtained highly purified DARC, which migrates in SDSpolyacrylamide gel as a major diffuse band corresponding to a
molecular mass of 40-47 kDa. In ELISA purified Duffy
glycoprotein binds anti-Duffy antibodies recognizing epitopes
located on distinct regions of the molecule. Results of circular
dichroism measurement indicate that purified DARC has a high
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content of α-helical secondary structure typical for chemokine
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receptors. Analysis of DARC glycans performed by means of
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lectin blotting and glycosidase digestion suggests that native
Duffy

N-glycans

are

mostly

triantennary

complex-type,

terminated with α2-3- and α2-6-linked sialic acid residues with
bisecting GlcNAc and α1-6-linked fucose at the core.
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