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Summary : A new analytical method which characterized the ability of plasma vWF to
bind to purified F. VIII in a small amount of plasma was established.

In the assay, plasma vWF was immobilized and immunopurified on a polystyrene well,
using an anti-vWF monoclonal antibody. Then, purified F. VIII was incubated in the well
and the bound F. VIII was measured with a chromogenic assay. The minimum volume of
plasma for the assay was 0.5ml with 0.01U/ml of vWF antigen. The F. VIII binding to vWF
processed in about 15 min, and the ability of vWF in citrated and heparinized plasma was

identical.

These results indicate that the assay was useful for detecting the binding ability of vWF

to F. VIII in plasma samples.
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Fig. 1. Scheme of binding of purified Factor Vil to plasma vWF.
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Fig. 2. Dose-response curve of purified Factor Vil to immobilized vWF from serial dilutions of pool plasma
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Fig. 3. Saturation curve of purified Factor Vll to immobilized vVWF from several dilutions of pool

plasma.
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Fig. 4. Binding of purified Factor VIl to immobilized
vWF from pool plasma.

2x
X

R=0.97
R=0.99

e y=-012+1119-10"
oy=-017+1114:10"
1.2 -

0.6 -

BOUND F.VIII (A 405 nm)

0 6000 12000
IMMOBILIZED vWF (cpm)

(635)

--11.27) X107 CH-otz. —F F. VIFEEAEOETT5
new variant vWD FEI(6)? regression line »” fHE"
W ARDOR I HEEIAT1.96--2.42X 10 L 1EH « 7 —
Mg v F ) 10.54 X105l L CELLETERL
7.
5) HERTOBRE

BxDRweBFBF Vil vWF oS FIg T8
RFEoWTEFORF 21T - .
a. LK

F. VIFRntg, #9154 TvWF ~oD F. VA A 23,
ZOHPLRETEALZRD bhic. ZOETIE, #&F.
VOB HERAKBL L BbDEZE L bhi. X, B
Bt vWF &% 4X107*U/well X b 5 X10~U % °£&1k
TR CHABOKENIE B (Fig. 6).
b, ~U v

HRE S U/mlo~-< Y vinf#fy v 71 ch vyWF
D F. VAR 7 = VBRI OB A LR TH - e
(Fig. 7). X, AL F. Ve ~-% Y v ZEML-5E, M
AL F. VG NBTCE AL vWE &~ ) VIS CALE L
TBE, X bichlifh F. VIS ERE{L vWF E &Mz ~<
) VENZEBEOZRERT, K& 2.0mg (50,000 U
/ml) D~y VEEETY F. VRSS20 b
nich ot

% ES

AR 35\ T IR E R B 53 5 SE VIR T & ifn/ M
— &P RIZE < von Willebrand RF 13 &k %

Oy=016+10.5410"5x R=0.96
Ay=006+ 201 105x R=0.76
@y=003+ 212:10°%x  R=062

Ay=005+ 242-10°5x  R=082
M y=-008+ 1.96-10 3%

R=10.72

BOUND F.VIII (A 405 nm)

IMMOBILIZED vWF (cpm)

Fig. 5. Binding of purified Factor VIl to vWF from several subjects.

Pool plasma; [

Normal individuals; @
Plasma from a patient at different times;

Ao LN



(636)

o
v

BOUND F.VIII (A, 405 nm)

0.5 1.0 2.0
INCUBATION TIME (Hour)

Fig. 6. Binding of purified Factor Vil to vWF from
pool plasma at various periods during incuba-
tion time.
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