USING CHROMATOGRAPHIC RESOLUTION TO INCREASE SENSITIVITY AND SPECTRAL INFORMATION

IN LC/MS PEPTIDE MAPPING
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INTRODUCTION

The combination of MS detection with LC separation
as a peptide mapping technique is fundamental to
the characterization of proteins. Tandem MS
techniques are often useful for extracting structural
information from incompletely resolved peptides.
The best sensitivity and the most readily interpreted
spectra are, however, observed with
chromatographically resolved single peptides. This
resolution for a typically complex protein digest
requires the best possible chromatographic
techniques. We describe here the use of very small
particle packings to maximize chromatographic
resolution and sensitivity. This approach s
evaluated with respect to the usability of the mass
spectra obtained.

METHODS

MS Conditions

Waters Q-Tof micro™ Hybrid Tandem Mass Spectrometer

Capillary: 3500 V
Cone: 30V
Source Temperature: 150°C

Desolvation Temperature:  300°C
Collision Energy: 5.0eV
Scan Range: 400 to 1800 m/z

Scan Rate: 2 scans/sec

Chromatographic Conditions

Waters AQUITY UPLC™ System

Columns: (A) Peptide Separation Technology
ACQUITY UPLC™ BEH 130 C18, 1.7 pm 2.1 x 100mm
ACQUITY UPLC™ BEH 300 C18, 1.7 pm 2.1 x 100mm

(B) Conventional 300 A C18, 3.5 pm 2.1 x 100mm

Injection Volume: 10 pl

Temperature: 40°C

Flow Rate: 100 pL/min (unless otherwise noted)

Mobile Phase A:  0.02, 0.05 or 0.1% TFA in water

Mobile Phase B: 0.018, 0.05 and 0.1% TFA in acetonitrile

Respectfully.

Mixer: High Sensitivity Peptide Analysis (P/N 205000403)
Gradient Slope: 1.5%/column volume
Gradient Table: Time %A %B  Curve

0 100 O initial

115.4 50 50 6

124.4 10 90 1

160 100 O 1

UV Detection: 214 nm

Detection Rate: 10 scans/sec

Test sample was Waters MassPREP™ Digest Standard Phosphorylase b .
Dissolved in 0.5 mL of 95% water and 5% Acetonitrile with 0.02% TFA,
resulting in a concentration of 2 pmoles/plL.

RESULTS

Figure 1A— Effect of Particle Size on Peptide Separations
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Figure 1A. Comparison of the separation of tryptic peptides of Phos-
phorylase b with HPLC and UPLC. ACQUITY UPLC™ BEH130 1.7 pm
Peptide Separation Technology Column provides narrower and sharper
peaks, resulting in better resolution and better sensitivity. More peaks,
especially low abundance peptides, can be identified.

Figure 1B— Band Broadening in Peptide Mapping
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Figure 1B. Elution volumes of specific peaks were measured on the HPLC
and UPLC materials. The improved resolution and sensitivity is a direct
result of peaks that elute in a smaller volume because less band broaden-
ing occurred during the separation.

Figure 1C Chromatographic Resolution and Mass Spectra
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Figure 1C. Mass Spectra of Separated Peptides. Spectra were extracted
from chromatographic peaks in the UPLC and in the HPLC separations.
As expected, the overlapping HPLC peaks leading strong signals for mul-
tiple masses while the well-resolved UPLC peaks show the simple spec-
trum of a single peptide

Figure 2A—Effects of Mobile Phase Modifier
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Figure 2a. Comparison of the separation of Phosphorylase b peptides
with FA and TFA mobile phase modifiers. Formic acid is often preferred
as the mobile phase modifier in LC-MS peptide mapping because
sensitivity is better than with TFA. That substitution usually is best with
specific columns that do not require ion-pairing for peptide separations.
With UPLC BEH material, narrow symmetrical peaks are observed with
either acid. Retention is greater with TFA and signal intensity is better
with formic acid. Tracking of individual peaks as described in Table 1
shows the changes in selectivity associated with changing the modifier.

Figure 2B—Spectral Effects of Mobile Phase Modifier
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Figure 2c.  Spectral effects of mobile phase modifier. Spectra were
extracted from several peaks in both the TFA and FA maps, representing
a singly, doubly, and triply charged peptides. As expected the signals
are much more intense in formic acid than in TFA. The effect is greater
for larger peptides. As expected the relative proportions of the different
charge states also change, with the formic acid tending to give greater
intensity for higher charge states.
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Figure 3A—Effects of Modifier Concetration
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Figure 3A. Phosphorylase b peptides separated at different TFA
concentrations. Altering a peptide separation to obtain better resolution is
desirable but most offen involves simple changes in gradient slope.
Other options include adjustments of the mobile phase modifier for
different slectivity. As shown in Figure 2A, FA and TFA five different
sselectivity. ~ Here we also see changes in selectivity with TFA
concentration. Although the overall trend is toward lower retention with
lower TFA concentration, we observe some specific large selectivity

changes, e.g., the reversal of peptides T72 and T23.

Figure 3B—Spectral Effects of Modifier Concentration
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Figure 3b. Peptide spectra at different concentrations of TFA. The useful
chromatographic effects of mobile phase manipulation can also affect the
mass spectra. Reduced sensitivity is expected when TFA is used in
preference to formic acid. The same mechanisms result in larger signal at
lower concentrations of TFA than at higher. The relative proportions of
the different charge states also show a dependednce on TFA
concentration. The effect is not as profound as the difference between
TFA and FA, but there is still a clear tendency for higher abundance of
higher charge states at lower concentration of TFAQ. This is true for both
doubly and triply charged peptides.
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Table 1-—Sensitivity Effects of Mobile Phase Modifier

Mobile Phase | Peak No. Peak Width UV Response MS Response

at 50% Peak Height [at 10% Peak Height Area Height| Area Height|

1 0.1161 0.2444 1220 10089 501 4171

2 0.1349 0.2591 2361 17030 1839 13088

0.1% FA 3 0.1064 0.2549 2121 19859 1459 12241
4 0.1743 0.3111 5398| 31204 4754| 27643

5 0.1125 0.3879 1788| 15861 2469( 20418

6 0.1195 0.3339 1837 12985 2465| 16938

7 0.1314 0.2551 1384 9870 1636| 11864

1 0.1165 0.2123 1120 7829 86 719

2 0.1293 0.2344 1604| 11857 168 1278

0.1% TFA 3 0.1106 0.2430 2205| 18466 165 1826
4 0.1296 0.2933 5782 39831 456 3467

5 0.1221 0.2425 1837 15075 214 2041

6 0.1369 0.3470 1897 11216 223 1566

7 0.1013 0.1837 1083 7704 86 792

Table 1. Comparison of the Phosphorylase b peptide separations with FA
and TFA mobile phase modifiers. For the peptides specifically tracked in
the experiment, peak widths are similar in the two modifiers as a result of
the surface chemistry of the BEH columns. From a sensitivity perspective,
MS response is, of course much greater with formic acid. The uV
responses, either height or area, do not show large differences and there
is no consistent bias favoring one modifier.

Figure 4A Effect of Pore Size—Tryptic Peptides
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Figure 4A. Comparison of the separation of tryptic digest of
phosphorylase b on ACQUITY UPLC™ BEHI130, 1.7mm and on
ACQUITY UPLC™ BEH300, 1./mm Peptide Separation Technology
Columns. larger pore size materials are often preferred for peptide
separations. For tryptic peptides, Both columns work well, with the smaller
pore size being more retentive.

Figure 4B—Effect of Pore Size—LysC Peptides
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Figure 4B. The larger peptides derived with LysC digestion are expected
to require larger pore sizes. In this comparison, however, both the 130A
and 300A give narrow symmetrical peaks for peptides up to 4470Da.
Certainly a size will exist where size exclusion effects become prominent.

DISCUSSION

The process of characterizing a protein with peptide mapping has come
to rely heavily on MS detection. This approach can be limited by
complex spectra including coeluting peaks. Such spectra can be
particularly problematic when the peptides are found in disparate ratios
as in oxidized or deamidated species or some specific post translational
modifications. The large number of peptides observed in such a map
include a very wide range of chemical and physical properties so very
highly resolving chromatographic techniques are required to ensure
anything approaching complete separation. The recent application of
UltraPerformance Liquid Chromatography™ to peptide separations does
enhance resolution. With this enhancement of resolution, it is more
common that a single peptide enters the source of the mass spectrtometer.
Under these conditions, it is easier to detect low abundance peptides
because ion suppression is reduced and because it is less likely that the
small signals will be overlooked. Even with abundant peptides, it is
easier to interpret the spectrum of a single species, and the complexity of
tandem mass spectrometry is less often required. This spectral
simplification is shown above.

Further increases in spectral quality are possible by considering both MS
and LC parameters. The routine use of formic acid as the modifier in LC/
MS peptide mapping does affect the chromatography. Peptides usually
give better resolution and peak shape with the ion pairing agents that
reduce MS signal. The column chemistry used here has surface
properties that give little tailing or band broadening in formic acid.

Good signal intensity can, however, be observed with TFA in the mobile
phase. The changes in selectivity associated with changing modifiers can
be used to improve the utility of the mass spectra. Changes in
concentration are as useful as changes in identity. The use of larger pore
size packings will certainly extend the useful range peptide mapping, but
they are not required for the kind of peptides observed in the digests used
for protein characterization.

CONCLUSION

« Peptide mapping on small particle-size packing materials
gives improved resolution and sensitivity.

« Better resolution yields higher quality mass spectra that
are easier to interpret in MS-only mode.

« Modifications of the mobile phase that improve
chromatographic resolution can be applied while
maintaining useful MS signal so that easily interpreted
specira are available.

« Both 130A and 300A pore size packings give useful
peptide maps.

References

1. Mazzeo, J.R.; Wheat, T.A., Gillece-Castro, B.L. and Lu, Ziling BioPharm International, 2006,
January, 1-9.

720001737EN

©2006 Waters Corporation


matusonl
Text Box
720001737EN



<<
  /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
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments 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
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 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
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /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
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice




