Evaluation of a bracketing calibration-based isotope dilution liquid
chromatography-tandem mass spectrometry candidate reference measurement
procedure for 17a-hydroxyprogesterone in human plasma
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INTRODUCTION

17a-hydroxyprogesterone (17-OHP) is a C-21 endogenous progestrogen which produced during the glucocorticoids and steroids biosynthesis.
17-OHP measurements are reported to be inaccurate and highly variable by use of iImmunoassay methods. The levels of 17-OHP were always
overestimated In preterm infants, creating false-positive reports. To improve accuracy and meet the requirements of 17-OHP measurement In
clinical setting, a more sensitivity and specificity method which could reduce parental stress resulting from false-positive screening results Is In
urgent need. A specific, accurate, reliable and highly sensitive ID-LC-MS/MS candidate RMP (cRMP) for the quantitation of 17-OHP in human
plasma by liquid—liquid extraction with n-hexane/ethyl acetate (3:2, v/v) was developed. To achieve higher precision and accuracy, the
equilibration of 17-OHP In plasma with a spiked internal standard (IS) was evaluated In the sample preparation, and bracket calibrator was
used to assign plasma value. Chromatographic separation of 1/7-OHP from its analogues was demonstrated. Accuracy was evaluated by
comparing lyophilized human plasma samples containing 17-OHP with the certified values determined by recognized RMPs was made.
Moreover, the cRMP was successfully applied to measure 17-OHP In plasma samples and assessed the accuracy of an immunoassay In

clinical laboratory. RESULTS AND DISCUSSION
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4. The validated method was successfully applied to measure the
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