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AA ... Non-reactive immunoglobulin Fc
BB ... Long-acting insulin conjugate
CC ... Impurities (multimer)
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(57) Abstract: The present invention relates to a method for
preparing a conjugate in which a physiologically active poly-
peptide, a nonpeptide polymer linker, and an immunoglobulin
constant region are connected by a covalent bond. More par-
ticularly, the present invention relates to a method capable of
etficiently preparing a physiologically active polypeptide con-
jugate by solving the problem of low production yield by us-
ing salt in a coupling reaction when preparing the physiolo-
gically active polypeptide conjugate. A physiologically active
polypeptide-nonpeptide polymer-immunoglobulin  constant
region conjugate can be prepared in high yield and purity by
means of the preparation method of the present invention. In
addition, the physiologically active polypeptide conjugate
prepared using the method can be effectively used in develop-
ing a long-acting formulation of a physiologically active poly-
peptide which can enhance industrial applicability by redu-
cing manufacturing costs and which can improve a patient's
medication adherence.
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