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To examine the corticosterone levels as a marker of stress, a simple, rapid, sensitive and reliable ultra-pressure liquid 
chromatography coupled with tandem mass spectrometry method was developed and validated for the determination of 

corticosterone in rat plasma. After simple protein precipitation with acetonitrile, the corticosterone and the combined internal 
standards (corticosterone-d8) were separated on an Acquity UPLC BEH C18 column (50 mm×2.1 mm, 1.7 μm, Waters) 
using a mobile phase of MilliQ water with 0.1% formic acid (phase A) and acetonitrile with 0.1% formic acid (phase B) with 
gradient elution in 2 minutes. Mass spectrometric detection was conducted by Turbo spray IonDrive™ in positive ion multiple 
reaction monitoring modes using AB Sciex Triple Quad 6500 system. Linear calibration curves were obtained for the following 
concentration range: 5-1000 ng/ml. Intra-day and inter-day accuracy and precision were within the acceptable limits of ±20% 
at all of the concentrations. No carryover or ion suppression was observed. The assay is used in our laboratory to examine 
corticosterone levels as a marker of stress in rats.
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