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OVERVIEW

Utility of the UPLC™/tandem MS approach in the rapid de-
tection and characterization of metabolites of structurally di-

RESULTS

Fig 1. Representative UPLC™/MS/MS extracted product ion chroma-
tograms of Buspirone (base) and its metabolites obtained by CID of the

Fig 6. Representative UPLC™/MS/MS precursor ion chromatograms of
the Indomethacin amide 1 and its metabolites in human liver micro-
somal incubations.
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CONCLUSIONS

Materials: Buspirone, indomethacin, indomethacin amide, ==
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Compared with traditional HPLC/MS/MS, UPLC™/MS/
MS demonstrates significant advantages such as faster
separations, sharper peaks, and increased sensitivity with
minimal sample preparation and without changing the de-
tection system.

-The UPLC™ methods presented here have resulted in a

Microsomal Incubations: Stock solutions of test com-
pounds were prepared in methanol. The final concentration of
methanol in the incubation media was 0.2% (vol/vol). Incuba-
tions were carried out at 37°C for 60 min in a shaking water
bath. The incubation volume was 1 mL and consisted of the fol-

lowing: 0.1 M potassium phosphate buffer (pH 7.4), human | o e = j/\
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(1.2 mM) and test substrates (20 mM). The reaction mixture
was prewarmed at 37°C for 2 min before adding NADPH and
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decrease in analysis time from 45 minutes to 5-6 min
utes, resulting in approximately a 7-9-fold increase in

incubations were terminated by the addition of ice-cold ace- ™ e e PrOdL-’CﬁV”Y- o

tonitrile (1 ml). The solutions were centrifuged (3000 rpm for =* jL i -The lncreas.ec?l 5‘?”3'“‘"*)’ of UPLC™ has enabled us to

10 min) and the supernatants were dried under a steady nitro-  wifrzRE T o TR s, reduce our injection volume by 4-fold, from 20 pl fo 5

gen stream. The residue was reconstituted with mobile phase ] e pl of sample.

and analyzed for metabolite formation. " K @ « An extensive metabolite ID profile was generated in 2
B R T I P I I AT A e T e e e analysis runs or less with the described methods. It has

previously required a minimum of six scan functions per
run in precursor or product ion mode to generate the data
necessary for preliminary metabolite identification.

« This UPLC™/Quattro Premier™ combination facilitates the

LC/MS/MS Conditions:

Waters® Micromass® Quattro Premier™ mass spectrometer
Desolvation Gas Flow: 700 L/hr

Source Temperature: 120° C

Fig 5. Representative UPLC™/MS/MS extracted product ion chroma-
tograms of Indomethacin amide 1 (neutral) and its metabolites obtained
by CID of the MH* ion in human liver microsomal incubations.
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