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09.15 0866 DEMONSTRATION OF COMPLEXES BETWEEN FACTOR IX AND IGG ANTIBODIES
FROM HEMOPHILIA B PATIENTS

K.H. Orstavik, Institute of Medical Genetics, University of Oslo, Oslo,
Norway.

Plasma from three patients with hemophilia B- and an acquired inhibitor

to factor IX (titres: 5 U/ml, 0.73 U/ml and 0.32 U/ml) were incubated with
purified factor IX and submitted to crossed immunoelectrophoresis against
a rabbit antiserum to factor IX. A heterogenous precipitin arc was seen
instead of the homogenous precipitin arc seen when a control plasma from

a patient with hemophilia B- and no acquired inhibitor was used for the
incubation. Human IgG antibodies were demonstrated in the cathodal part

of the precipitin arcs. This was achieved by incubation of the agarose
gels, after the electrophoresis, with a peroxidase conjugated rabbit anti-
serum to human IgG. The IgG antibodies from the two patients with the
highest inhibitor titre contained both kappa and lambda light chains, and
were thus of a polyclonal nature. It is concluded that IgG antibodies from
low-titred as well as high-titred inhibitor plasmas form complexes with
factor IX. The detection of IgG in complex with factor IX may be a sensi-
tive technique for the detection of low-titred inhibitors to factor IX.

09.30 0867 BINDING OF ALLO- AND HETEROANTIBODIES TO HUMAN FACTOR IX (F.IX)

H.M. Reisner*
PathoTogy an

R.M. Lewis, E.A. Strand, K.S. Chun
Medicine, University of Nort

and H.R. Roberts, Departments of
CaroTina, ChapeT HiTT, North Carolina, U.S.A.

Study of the binding properties of human alloantisera to F.IX is made difficult by the
nonprecipitating nature of the antibodies. Most studies have relied on F.IX coagula-
tion neutralization to characterize such immune inhibitors. We have directly measured
the binding of antibodies to highly purified radiolabelled F.IX (*251-F.IX) by using
either differential precipitation [employing ammonium sulfate (AS) or polyethylene
?1yco1 (PEG)] or column chromatography to separate antigen-antibody complexes from free
2°I-F.IX. The two heteroantisera and four immune alloantisera studied all form stabile
immune complexes with '25I-F.IX in vitro. The various antibodies require different
Tevels of AS or PEG for optimal precipitation of complexes. Precipitability is not re-
lated to antibody titer as measured by radioimmunoassay or coagulation inhibition but
may be related to the size of the immune complex. Using column chromatography on agar-
ose A-5m, two alloantisera studied form complexes with molecular weights of less than
5 x 10% daltons. The low molecular weight of such complexes suggests that a limited
number of antigenic sites on the F.IX molecule are recognized by alloantisera.

09.45 0868 ACTIVATION OF NORMAL AND ABNORMAL (GENETIC VARIANT) HUMAN FACTOR IX

R.M. Bert:inal and I.X. van der Linden, Haemostasis and Thrombosis Research Unit, Leiden
University Hospital, Leiden, The Netherlands.

Isolated human factor IX (single chain;zgw 63,000) has been activated in three ways:

a) in the presence of factor XIa and Ca active 2-chain factor IXa (MW 47,000; HWHC
27,500) is formed via an inactive 2-chain intermedia&g'(uw 63,000; Mw ~ 44,500);

b) in the presence of thromboplastin, factor VII and Ca essentially the same sequence
of reactions takes place as sub a;

c) in the presence of RVV-X active 2-chain factorZEXa (MW 63,000; Mw 30,000) is formed.

The dependance of these three reactions on the Ca concentration has been studied.
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A genetic variant of factor IX was found that likeZEIVKA IX can be separated from normal
factor IX by electropheresis in the presence of Ca . Again like PIVKA IX this variant
shows a strongly redusgd affinity for binding to ALl(OH).,. These findings suggested an
abnormality in the Ca binding properties of this variant.

The activation of the isolated variant factor IX by the forementioned activators will be
compared with that of normal factor IX.



