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Radioimmunoassay of High-Density Lipoprotein in Japanese Quail Serum
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Natural Products Rescarch Institute, Secul Naticnal University, Seoul 110, Korea

Abstract—The development of radioimmunoassay (RIA) for high-density lipoprotein (HDL) in Japanese
quail serum will contribute to the screening of drugs acting on cholesterol transport. We have developed a
double antibody RIA method for J. quail HDL. The first antibody was raised in rabbit by immunization
of HDL isolated by the dextrane sulfate-Mn* precipitation method. For the preparation of radiociodinated
antigen, HDL was further purified by combination of electrophoretic procedure. Using the second antibody
raised in goat by rabbit IgG, we have furnished the RIA method for HDL. It showed high specificity and
sensitivity of working assay range, 0.1~33ug HDL/tube. There was no correlation between the radioim-
munoassay of HDL and the enzyme assay of HDL-cholesterol.

Keywords—radioimmunoassay of high-density lipoprotein, HDL, Japanese quail.
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Fig. 1—Electrophorogram of Japanese quail lipo-
proteins isolated by the dextrane sulfate- @ buffer 2.4 x 16°
Mn?* precipitation method on cellulose
acetate plates (25x76mm). Electrophoresis Fig. 2—Purification of radio-iodinated high-density

was carried out in 0.05M borate buffer, lipoprotein by electrophoresis. The HDL
pH 8.6 at 275 volts for 10min. The bands band was scraped off and [1251) HDL was
were developed with oil red Om reagent extracted with saline containing 0.01M
for lipid staining (a) and amide black EDTA, 0.0IM NaN; and 0.1% bovine
10B reagent for protein staining (b). serum albumin.
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Fig. 3—Antibody dilution curve. All dilutions were
made in 0.01M phosphate buffer (pH 7.4)
containing 0.01M NaCl and 0.01M NaNs.
The assay was carried out in plastic test
tubes which were precoated with 1% gelatin
buffer solution. The following additions
were made : 20, 000cpm of [1?°I] HDL in
Tracer 1004, 100pl of buffer and 100ul of anti-
g HDL. After 1hr of incubation at 37°C,
100pl of goat anti-rabbit IgG serum(diluted
1:10) was added. After l1hr of further
incubation at 37°C, 800gl of 20% (w/v)
polyethylene glycol was added. And then
the tubes were centrifuged at 3, 000rpm
over 30min and the supernatents were aspi-
rated out. The tubes were counted in a
1 1 1 | L gamma counter. The curve labelled “tracer
1 10! 102 103 104 10° and inhibitor” was obtained after addition
Antibody dilution number of cold HDL (0.42pg in 100gl) in place

of buffer.
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Table I—Contents of HDL and cholesterol in Japanese quail serum (n=11)

Cholesterol (mg/dl)
HDL (mg/dD)

HDL total
male 470.61:59. 4 58.9114.0 134.1+21.5
female 349.6+41.7 54.2414.3 118.5:£13.2
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Fig. 4—Calibration curve. 20, 000cpm of (**I) HDL Fig. 5—Correlation between radioimmunoassay of
in 100xl and 100gl of anti-HDL (1 : 500) HDL and enzyme assay of HDL-chole-
were incubated with 0.042 to 42pg of sterol.

standard HDL. The following procedures
were performed as described in Fig. 3.
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