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Factor IX (FIX) is the most frequent use in replacement
therapy in comparison with other coagulation factors of
prothrombin complex (PCC). Usually, factor IX drug is
represented as PCC factors: I1, VII, IX, X. Clinical applications
of this drugs can lead to cases of venture thrombosis and
DIC-syndrome. In this regard, it is necessary to improve the
method of separation of vitamin K-dependent coagulation
factors in order to reduce or totally avoid such problems.

Often used are methods that combine two sequential
chromatography: with anion exchanger, which get PCC and
affinity chromatography on Heparin-Sepharose. However,

both of these two steps are not enough to obtain highly
purified protein preparation. Therefore, the development
of additional means for FIX purification clearing is an
important task for now.

The aim of our research. To develop and prove
experimentally the technology of FIX preparation’s obtaining
and purifying from PCC by using affinity chromatography
on modified silica carriers with ligands — triazyne dyes.

Objects of the research. The main object of the research
was factor IX, which is trypsin type serine proteinase, as well
as prothrombin complex proteins, which are obtained from

II and II+I1I plasma fractions by Cohn by means of alcohol,
salt and PEG-precipitation; subfractions of human blood
plasma and a number of synthesized affine sorbents.

Methods of the research. Synthesis of silica sorbents with
immobilized dyes was conducted in our laboratory according
to the methods described before (Danysh T. at al., 2008). The
purification method was based on dialysis, column affinity
chromatography, protein precipitation, buffer exchanges,
FIX protein elution, electrophoresis. The specific activity was
measured by one step coagulation method.

Results. Elution of purified coagulation FIX with a specific
activity above 15 IU/ml was conducted by 50 mM tris-HCI
buffer solution, within pH 7.5, which contained 0.25 M
e-aminocaproic acid and 25 % of isopropanol.

Electrophoretic properties of FIX preparation, previously
obtained by us in the process of affine chromatography,
is indicated by high degree of purification, similar to the
characteristics of branded drugs (“IMMUNINE’ firm
Baxter) and taken for control.




