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INTRODUCTION

LC/MS/MS using tandem quadrupole mass 
spectrometers has become the technique of choice for 
quantitative analysis due to the wide range of 
compounds that can be detected and quantified. The 
most common mode of ionization for MS/MS systems 
is electrospray (ESI). Although the vast majority of 
compounds can be detected by the positive ESI, many 
compounds favor negative ESI. In order to 
simultaneously detect the widest range of compounds 
in a mixture, it is desirable to switch polarity during an 
analysis. The recent advancement of Ultra 
Performance LC™ (UPLC™) results in much faster 
analysis times and narrower peak widths (less than 2 
seconds), thus placing a significant challenge upon the 
data acquisition requirements of the MS systems.
This application note demonstrates the ability of the 
Waters® Micromass® Quattro micro™ Mass 
Spectrometer coupled with a Waters ACQUITY UPLC™

System to perform quantitative analysis while 
operating in polarity switching mode. The results 
obtained from the UPLC analysis were compared with 
that of an HPLC analysis carried out under similar 
conditions.  

FAST, ON-THE-FLY POLARITY SWITCHING

Polarity switching requires a specific period of time to 
allow the MS electronics to stabilize after the switching 
event. As a result, the detection cycle time for the mass 
spectrometer will be increased. Therefore, to perform 
polarity switching on-the-fly involves a balance 
between sensitivity and the number of data points that 
can be obtained across the LC peak. The delay time 
for the polarity switching for the Quattro micro is 
100 milliseconds. Figure 1 demonstrates the MRM 
chromatograms obtained from an ACQUITY 
UPLC/Quattro micro system with polarity switching. 
The peak width obtained was 1.8 seconds, and the 
scan number collected across each peak was 10.

Figure 1.  UPLC/MS/MS MRM chromatograms for 
Ibuprofen (ESI–) and Alprazolam (ESI+) obtained during 
a single injection with rapid polarity switching. 

EXPERIMENTAL CONDITIONS

LC Conditions
LC Systems: ACQUITY UPLC System (UPLC)

Waters Alliance® HT System (HPLC)
Column: ACQUITY UPLC BEH C18,

2.1 x 50 mm, 1.7 µm (UPLC) 
XTerra® MS RP C18,
2.1 x 50 mm, 3.5 µm (HPLC)

Flow Rate: 0.6 mL/min (UPLC and HPLC)
Mobile Phase: 10 mM NH4OAc 

A: 10% ACN, pH 5.0
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B: 80/20 ACN/MeOH 
Injection Vol: 5 µL 
Gradient (UPLC):
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MS Conditions
MS System: Quattro micro tandem 

quadrupole mass spectrometer
Ionization Mode: ESI+ and ESI–

Detection Mode: MRM
Capillary Voltage: 0.5 kV
Source Temp: 130 °C
Desolvation Temp: 350 °C
Desolvation Gas: 800 L/hr
Cone Gas Flow: 50 L/hr
Interscan Delay: 100 ms (UPLC and HPLC)
Interchannel Delay: 20 ms (UPLC and HPLC)
Dwell Time: 10 ms (UPLC), 

50 ms (HPLC, ESI+)
70 ms (HPLC, ESI–)

Figure 2.  LC/MS/MS MRM chromatograms of 
alprazolam and ibuprofen: HPLC vs. UPLC.

Figure 3.  UPLC/MS/MS Calibration curves for 
alprazolam (ESI+) and ibuprofen (ESI–) run with 
polarity switching. Both demonstrated good linearity 
and dynamic range.

Sample Preparation
The samples were prepared using neat standards 
prepared fresh from 1mg/mL methanol stock solutions 
purchased from Cerilliant Corp. (Round Rock, TX). 
Calibration standards were prepared by dilution of the 
stock solutions in 90% water/10% acetonitrile, yielding 
concentrations ranging from 0.05 to 1000 ng/mL. 

RESULTS AND DISCUSSION

Figure 2 displays the comparative MRM 
chromatograms with on-the-fly polarity switching. The 
alprazolam was analyzed by ESI+ (left), while the 
ibuprofen was analyzed by ESI– (right). The top 
chromatograms are from the HPLC analysis, and the 
bottom from the UPLC analysis. As demonstrated here, 
UPLC offered reduced LC run time with narrower peaks 
and increased signals. As a result, when compared 
with HPLC, UPLC peak areas increased more than 
2-fold, and signal-to-noise ratios increased more than 
4-fold.  

As can be seen in Figure 1, approximately 10 data 
points were collected across each of the UPLC peaks.  
Figure 3 shows the calibration curves for alprazolam 
obtained by ESI+ and ibuprofen obtained by ESI– with 
on-the-fly polarity switching. Both calibration curves 
demonstrated excellent linearity, with correlation 
coefficients greater than 0.993 over more than 4 orders 
of magnitude. 
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MS dwell time was optimized for both UPLC and HPLC to give approximately 20 data points across peaks. It is 
well accepted that for quadrupole (not T-Wave™) instruments, the sensitivity is reduced as the dwell time is 
shortened. Therefore, as we have only a 10 millisecond dwell for UPLC and a 30 millisecond dwell for HPLC, 
we are underestimating the actual increase in sensitivity for UPLC. But, in this experiment, we are aiming to 
maximize the response for both modes. Even under these somewhat unfavorable conditions, UPLC is proven to 
be significantly more sensitive than HPLC.

CONCLUSIONS

The Quattro micro tandem quadrupole mass spectrometer provides the speed and sensitivity required for 
on-the-fly polarity switching – whether combined with the superior chromatographic performance of the 
ACQUITY UPLC system or with a traditional HPLC system. As shown, additional benefits can be realized with 
the use of UPLC, providing significant increases in sensitivity and throughput when compared to HPLC.

Waters, Micromass, ACQUITY UPLC, Ultra Performance LC, UPLC, Quattro micro, XTerra, 
T-Wave, and Alliance are trademarks of Waters Corporation.
All other trademarks are the property of their respective owners.
©2005 Waters Corporation  Produced in the U.S.A.   Jan. 2005  720001418EN KJ-PDF



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /AGaramond-Bold
    /AGaramond-BoldItalic
    /AGaramond-Italic
    /AGaramondPro-Bold
    /AGaramondPro-BoldItalic
    /AGaramondPro-Italic
    /AGaramondPro-Regular
    /AGaramondPro-Semibold
    /AGaramondPro-SemiboldItalic
    /AGaramond-Regular
    /AGaramond-Semibold
    /AGaramond-SemiboldItalic
    /AgencyFB-Bold
    /AgencyFB-Reg
    /Algerian
    /Arial-Black
    /Arial-BlackItalic
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialRoundedMTBold
    /ArialUnicodeMS
    /BaskOldFace
    /Batang
    /Bauhaus93
    /BellMT
    /BellMTBold
    /BellMTItalic
    /BerlinSansFB-Bold
    /BerlinSansFBDemi-Bold
    /BerlinSansFB-Reg
    /BernardMT-Condensed
    /BlackadderITC-Regular
    /BodoniMT
    /BodoniMTBlack
    /BodoniMTBlack-Italic
    /BodoniMT-Bold
    /BodoniMT-BoldItalic
    /BodoniMTCondensed
    /BodoniMTCondensed-Bold
    /BodoniMTCondensed-BoldItalic
    /BodoniMTCondensed-Italic
    /BodoniMT-Italic
    /BodoniMTPosterCompressed
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /BookshelfSymbolSeven
    /BradleyHandITC
    /BritannicBold
    /Broadway
    /BrushScriptMT
    /CalifornianFB-Bold
    /CalifornianFB-Italic
    /CalifornianFB-Reg
    /CalisMTBol
    /CalistoMT
    /CalistoMT-BoldItalic
    /CalistoMT-Italic
    /Castellar
    /Centaur
    /Century
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CenturySchoolbook
    /CenturySchoolbook-Bold
    /CenturySchoolbook-BoldItalic
    /CenturySchoolbook-Italic
    /Chiller-Regular
    /ColonnaMT
    /ComicSansMS
    /ComicSansMS-Bold
    /CooperBlack
    /CopperplateGothic-Bold
    /CopperplateGothic-Light
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /CurlzMT
    /EdwardianScriptITC
    /Elephant-Italic
    /Elephant-Regular
    /EngraversMT
    /ErasITC-Bold
    /ErasITC-Demi
    /ErasITC-Light
    /ErasITC-Medium
    /EstrangeloEdessa
    /FelixTitlingMT
    /FootlightMTLight
    /ForteMT
    /FranklinGothic-Book
    /FranklinGothic-BookItalic
    /FranklinGothic-Demi
    /FranklinGothic-DemiCond
    /FranklinGothic-DemiItalic
    /FranklinGothic-Heavy
    /FranklinGothic-HeavyItalic
    /FranklinGothic-Medium
    /FranklinGothic-MediumCond
    /FranklinGothic-MediumItalic
    /FreestyleScript-Regular
    /FrenchScriptMT
    /FuturaStd-Bold
    /FuturaStd-BoldOblique
    /FuturaStd-Book
    /FuturaStd-BookOblique
    /FuturaStd-Condensed
    /FuturaStd-CondensedBold
    /FuturaStd-CondensedBoldObl
    /FuturaStd-CondensedExtraBd
    /FuturaStd-CondensedLight
    /FuturaStd-CondensedLightObl
    /FuturaStd-CondensedOblique
    /FuturaStd-CondExtraBoldObl
    /FuturaStd-ExtraBold
    /FuturaStd-ExtraBoldOblique
    /FuturaStd-Heavy
    /FuturaStd-HeavyOblique
    /FuturaStd-Light
    /FuturaStd-LightOblique
    /FuturaStd-Medium
    /FuturaStd-MediumOblique
    /Garamond
    /Garamond-Bold
    /Garamond-Italic
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /Gigi-Regular
    /GillSansMT
    /GillSansMT-Bold
    /GillSansMT-BoldItalic
    /GillSansMT-Condensed
    /GillSansMT-ExtraCondensedBold
    /GillSansMT-Italic
    /GillSans-UltraBold
    /GillSans-UltraBoldCondensed
    /GloucesterMT-ExtraCondensed
    /GoudyOldStyleT-Bold
    /GoudyOldStyleT-Italic
    /GoudyOldStyleT-Regular
    /GoudyStout
    /Haettenschweiler
    /HarlowSolid
    /Harrington
    /HighTowerText-Italic
    /HighTowerText-Reg
    /Impact
    /ImprintMT-Shadow
    /InformalRoman-Regular
    /Jokerman-Regular
    /JuiceITC-Regular
    /KristenITC-Regular
    /KunstlerScript
    /Latha
    /LatinWide
    /LetterGothicMT
    /LetterGothicMT-Bold
    /LetterGothicMT-BoldOblique
    /LetterGothicMT-Oblique
    /LucidaBright
    /LucidaBright-Demi
    /LucidaBright-DemiItalic
    /LucidaBright-Italic
    /LucidaCalligraphy-Italic
    /LucidaConsole
    /LucidaFax
    /LucidaFax-Demi
    /LucidaFax-DemiItalic
    /LucidaFax-Italic
    /LucidaHandwriting-Italic
    /LucidaSans
    /LucidaSans-Demi
    /LucidaSans-DemiItalic
    /LucidaSans-Italic
    /LucidaSans-Typewriter
    /LucidaSans-TypewriterBold
    /LucidaSans-TypewriterBoldOblique
    /LucidaSans-TypewriterOblique
    /LucidaSansUnicode
    /Magneto-Bold
    /MaiandraGD-Regular
    /Mangal
    /MaturaMTScriptCapitals
    /MicrosoftSansSerif
    /Mistral
    /Modern-Regular
    /MonotypeCorsiva
    /MS-Mincho
    /MSOutlook
    /MSReferenceSansSerif
    /MSReferenceSpecialty
    /NiagaraEngraved-Reg
    /NiagaraSolid-Reg
    /OCRAExtended
    /OldEnglishTextMT
    /Onyx
    /PalaceScriptMT
    /PalatinoLinotype-Bold
    /PalatinoLinotype-BoldItalic
    /PalatinoLinotype-Italic
    /PalatinoLinotype-Roman
    /Papyrus-Regular
    /Parchment-Regular
    /Perpetua
    /Perpetua-Bold
    /Perpetua-BoldItalic
    /Perpetua-Italic
    /PerpetuaTitlingMT-Bold
    /PerpetuaTitlingMT-Light
    /Playbill
    /PMingLiU
    /PoorRichard-Regular
    /Pristina-Regular
    /RageItalic
    /Ravie
    /Rockwell
    /Rockwell-Bold
    /Rockwell-BoldItalic
    /Rockwell-Condensed
    /Rockwell-CondensedBold
    /Rockwell-ExtraBold
    /Rockwell-Italic
    /ScriptMTBold
    /ShowcardGothic-Reg
    /SimSun
    /SnapITC-Regular
    /Stencil
    /Sylfaen
    /SymbolMT
    /Tahoma
    /Tahoma-Bold
    /TempusSansITC
    /TimesNewRomanMT-ExtraBold
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /TwCenMT-Bold
    /TwCenMT-BoldItalic
    /TwCenMT-Condensed
    /TwCenMT-CondensedBold
    /TwCenMT-CondensedExtraBold
    /TwCenMT-Italic
    /TwCenMT-Regular
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /VinerHandITC
    /Vivaldii
    /VladimirScript
    /Webdings
    /Wingdings2
    /Wingdings3
    /Wingdings-Regular
    /ZWAdobeF
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308030d730ea30d730ec30b9537052377528306e00200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /FRA <>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


