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Abstract

A radicimmunoassay of D-norgestrel using D-norgestrel-3-
oxime/(1251)—iodohistamine as radioactive ligand has been developed.
The antibody used was raiséd'in rabbit against D-norgestrel -3-
oxime-BSA and a final dilution of 1 160,000 was found to be most
practical and highly satisfagtory. No significant different
binding was obtained with the radioligand ranging from 5,000 -
10,000 cpm/tube. The incubation was performed at 4°c for 18 - 24
hour, and the separation of free and bound form was accomplished
by the addition of 2.5 mg charcoal in phosphate buffer PH Ted
at 4°c. The adsorption of charcoal was not significantly altered
by 0.5% gelatin phosphate buffer , but altered by 0.05 — 3.2 mg/
tube of dextran T 70, but these concentration cannot interfere
with the shape of standard curve of D—horgestrel. An ether extract
of milk samples were purified by sephadex LH 20 column and eluted
with isooctane : benzene : methanol 70 : 20 ¢ 10 V/V before assay.
The determination of D-norgestrel in serum was satisfactory without

the chromatographic step.



The reliability of the method showed that coefficient of
variation was less than 10% both for within and between assay.
Since the accuracy of the assay varied with the concentration of
the D-norgestrel in the reaction media, the final assay of the
sample. was carried out by adjusting the concentration to the level
which the accuracy range fall within 90 I 0 %e A scnsitivity of
b pg/cm3 was obtained. The antibody was considered to be highly
specific showing cross reaction of not morc than 30% with only
some of D-norgestrel derivatives. Determination of this synthetic
steroid in milk and serum from 6§ subjects who used pill cantaining
D-norgestrel 30‘u8/day‘showed gignificant amounts ranging from

20 -~ 160 pg/cm3 in milk apd 0.2 - 1.5 ng/cm3 in serum.
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