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—~ METHODS
Analysis of H-24921 was by high-performance liquid chromatographyhandem mass.
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SAMPLE PREPARATION & ANALYSIS

Aliquots (0.0233, 0.0270, and 0.0252 grams) of H-24921 were dissolved in Nanopure®
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CHROMATOGRAPHIC CONDITIONS
LCparametersfp owl Packard el 100HPLC
Column: Zorbax®RX-CS, 2.1mm x 150mm,
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CALIBRATION & QUANTITATION

A stock solution of the H-24921 (separate sample used as analytical reference) was
‘madein Nanopure®water. Appropriatealiquots ofthestockwere diluted‘with Nanopure®

‘watertomakecalibrationstandardsthatbracketedthetarget concentrationofthediluted

samplesolutions Lays verebroughttovolume,a appropriateamountof
intemal us added.
Analysisof24921 ws by high-performanceliuidchromatogssphy/tandem mass

MS/MS). Negative-ion electrospray is used to generate negatively charged
ons. ih fonsare selectedwiththe Coliigally digeoc
using Mon, Bhd a fragment oo is moni used 2s 0

internalstandard. Triplicateinjection ofthe fonsand calibrat
solutionswere madeandpeak areaswerecalculated lectronicaly.
“Thecalibrationcurve was generated by regression analysis usingthepeak arearatio fromthe
F242)an theinternal standard. Dataforestsolutionswerecompared o hecalibration
curves to evalua the concentrationsofthe F-24521.

RESULTS
H24921 eluted from the HPLC colum sa resolved peak witha retention time of
‘approximately 4.9 minutes for the negative ion. The sponsor reported a purity of hen
the sample was submited.

_ Table 1. The pert of a. ntheH-2497)sample anayeed September 4,2003.
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”» Togeed Messed Nominal
1 Ooms ogi 9%
2 oom oo %6s
3 Ooi oom 944

secagePercentNominal 966
Standacd Deviation 221
[Cotficientof Variation 2%
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