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Fig. 1 Principle of Solid phase radioimmunoassay
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INSULIN CONCENTRATIONS IN PLASMA
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INSULIN CONCENTRATION IN PLASMA
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EFFECT OF INCUBATION TIME ON INSULIN
CONCENTRATIONS IN PLASMA
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Determinations of insulin concentrations in plasma by solid phase

radioimmunoassay (Phadebas® Insulin Test).

Mitsuo Inada, Junichi Okabe, Yoshio Kazama, Hideo Takayama,
Momoe Haruna and Hiroshi Takahashi.

Endocrine Section, Department of Internal Medicine, and
Department of Clinical Pathology, Tenri Hospital, Tenri, Nara.

1) Determinations were made of insulin concen-
trations in plasma by Phadebas® insulin test. In this
new solid phase method of radioimmunoassay for
insulin, insulin antibodies were covalently coupled
to Sephadex as the solid phase support, and insulin
bound to Sephadex anti-insulin complex was easily
precipitated to separate from free insulin.

2) After incubation of plasma or insulin standard
with '*I-insulin and with Sephadex anti-insulin
complex, bound insulin was precipitated by centifu-
gation, and was washed with 0.9% saline solution.
127 activities of washed precipitates were assayed
by well type scintillation counter. The ratios of *I
activities of precipitates in standard and plasma sa-
mple to that in sample without addition of insulin
standard (zero sample) were calculated to construct
the standard curves and to determine the insulin
concentrations in plasma.

3) The effect of incubation time on insulin con-
centration in plasma was investigate from comparison

of insulin concentrations determined after 3, 5, 16

and 24 hours incubation at room temperature.

Insulin concentrations in plasma were clearly ele-
vated with prolongation of incubation time for 3to
16 hours and it was reached at plateau in incubation
of over 16 hours. The results indicated that incu-
bation time of over 16 hours was necessary to obtain
accurate insulin concentrations in plasma.

4) The ratios of activity of bound **I-insulin to
total '¥I activity at zero sample were 20.7%6.2%.
25.5+2.4%, and 28.3+3.9% in incubation time of
3, 16 and 24 hours, respectively, at room tempera-
ture. The highest ratio was obtained at incubation
time of 24 hours, indicating this condition was most
suitable to determine insulin concentrations in plasma
by the test.

5) Striking correlation was evident in the plots
of insulin concentrations in plasma by Phadebas®
insulin test and those by double antibody method.
The findings represent Phadebas® insulin test was
useful to determine the insulin concentrations in

plasma as routine test.
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