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Quantitation of bovine urinary progesterone by using high
performance liquid chromatography.

C. I. Yang*, W. J. Chang**, S. N. Lee*** Y. Y. Dong”, J. H. Lin”, and L. S. Wu”

ADbStract: The progesterone content in tissue fluids and excreta can be a reli—
able marker for monitoring ovulation ond corpus luteal function in animals. The
immunoassay, such as radio immunoassay (RIA) and enzyme immunoassay (EIA)
with the high sensitivity is commonly used for detecting progesterone levels.
However, the radioactive hazard caused by the former restricts its usage, and the
latter is limited to a few laboratories. High performance liquid chromatograph
(HPLC) method measured the absolute value of steroids may provide an alterna —
tive choice.

A rapid, sensitive method of HPLC to measured free progesterone in bovine

urine without complex preparing procedure was developed. One ml of urine

sample was extracted by CI8 cartridge, then 40% methanol was added to expel
the interfered substances from urine. Progesterone in the eluent was determined
by reverse phase HPLC. The results revealed that : retention time, 15.4 min; the
sensitivity of urinary sample was 0.25 ng /20 ul with the condition of 254 nm uv
wavelength, a mobile phase of acetonitrile /methanol /water (1:1:1,v/v/v) and
a flow rate of 0.8 ml /min. and the recovery rates were 70.3%, 74.6% for 5 ng/
ml P4 and 10 ng /ml P4 respectively.

This HPLC system for urinary progesterone determination was unable to detect
the urinary free progesterone of estrous dairy cow, due to the low concentrations.
After ether extract urinary sample, the free progesterone were between 0.6 ng/
ml~1.0 ng /ml, lower than the sensitivity of the HPLC system.
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