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Og peptide mapping analysis

introduction

Peptide maps are particularly useful for comparison of
different lots of a therapeutic protein and for use as the first
dimension for inference of the protein’s amino acid
sequential structure, degrees and sites of glycosylation, and
extent of post-translational modification. After hydrolysis of
the protein, the resulting peptides (ranging in size from a
few to several hundred amino acid residues) are separated
using HPLC and the resulting chromatogram (peptide map)
is analyzed. Crucial to the protocol is the ability to separate
the peptides with high retention time precision so that
comparison of maps does not regularly require an
identification step, such as mass spectrometry, cross-
reaction with antibodies, or partial sequencing. As
demonstrated in the chromatogram below, the ExpressLC
system, with its characteristic high-accuracy pumping
profile, is ideal for fast and repeatable analysis of peptide
standards and samples.

application note

use of the eksigent expressLC"
system for peptide separations

results

The chromatogram below illustrates the sharp peaks that
the ExpressLC system generates, even for rapid gradient
separation of this complex sample. The precision of the
Microfluidic Flow Control (MFC) system allow excellent
retention time and peak area precision, which are both
critical attributes to effective peptide map analysis.

figure 1. chromatogram of peptide separation figure 2. experimental conditions

200 - Instrument: ExpressLC-100 system with CTC LC PAL
autosampler
J Column: Discovery C18, 0.32 mm, 10 cm long
Mobile Phase: A/B water/acetonitrile
150 - | Flow rate: 7 PL/min
H Gradient: 1 to 53 % acetonitrile 20 min, 53 to 98%
g ” ‘ ﬂ acetonitrile 25 min
o) . -
E oo | ‘ H‘ Injection: 150 nL injection of Tryptic Anti-Factor IX
g | \“ ‘
K i I |
_‘2 ‘ ‘ | “ H ‘ ‘
el
: | I M [
‘\ ‘\ }\ ‘/‘J ‘\H \ ‘ Mﬂ M“‘
I LJ \”ﬂ/l/\m\ Al P
| \ ) W\
oo

Time (min)



eksigent

eksigent technologies

2021 las positas court, suite 161
livermore, california 94551

tel: 925 960 8869 fax: 925 960 8867
web: www.eksigent.com

new jersey office/laboratory

11 deer park drive, suite 204
monmouth junction, new jersey 08852
tel: 732 274 9191

expressLC system specifications

configuration

expressLC-100 Single-channel System: Includes binary gradient
pump, electronic injection valve, column temperature control, and array-
based UV detection system. Optional high-speed autosampler available.
expressLC-800 8-channel Parallel System: Includes 8 binary gradient
pumps, 8 electronic injection valves, 8 column temperature control
compartments, an array-based UV detection system and high-throughput
autosampler.

flow rate range

0.20-30 pL/min

pump type

Microfluidic direct pumping system with independent flow control
feedback for each mobile phase. Retention time RSD < 0.5%.

gradient formation

High pressure gradient mixing. System can run full gradients as rapidly as
8 seconds. Maximum gradient length 2 hrs. at 5 pL/min.

delay volume

< 500 nL from mixer to column.

mobile phase compatibility

All mobile phases compatible with 316 stainless steel, PEEK, and silica.
injection valve

Eksigent Variable-Volume Injection System (software selectable).
Standard injection volume 10-250 nL (larger injection volumes available).
columns

System optimized for 2.5-15 cm, 300 pm i.d. capillary LC columns
column temperature control

Software selectable from 27-40°C; stability within £ 0.1°C

detection

UV absorbance detection from 200-380 nm using linear CCD array
detector. Detector drift < 4 x 10 AU/hr Non-linearity < 5% @ 2 AU.
flow cell

45 nL microfabricated flow cell with integral fiber optics, 4 mm path length
autosampler

High-throughput CTC autosampler available

system control

Computer with graphical user interface for control of all system parameters.
Software allows import of run tables and creates CDF, text, and Excel files
for data export and analysis. Tracking of instrument runtime, column usage,
total injections, solvent usage, lamp hours, and error codes. System drivers
available for Thermo Electron’s Xcalibur and Applied Biosystems/MDS
SCIEX Analyst 1.4.1 mass spectrometer software.

report features

Generates reports that include method conditions, chromatograms, peak
retention times and areas, and spectral absorbance map.

dimensions

expressLC-100 System:

21" (53 cm) wide, 20" (51 cm) deep, 18" (46 cm) high

expressLC-100 Autosampler:

Additional 14" (36 cm) high and 6" (15 cm) wide

expressLC-800 System:

30" (76 cm) wide, 34" (86 cm) deep, 40" (102 cm) high
expressLC-800 Autosampler:

Additional 16" (41 cm) high and 16" (41 cm) wide

computer

Additional lab space needed for keyboard, mouse and monitor

© 2005 Eksigent Technologies. All rights reserved. Information subject to change without notice.
Eksigent is a registered trademark and ExpressLC is a trademark of Eksigent Technologies. All
other trademarks are the property of their respective owners. Printed in the USA. AN-505-X07




<<
  /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
  ]
  /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 <<
    /ENU (Use these settings to create PDF documents with higher image resolution for high quality pre-press printing. The PDF documents can be opened with Acrobat and Reader 5.0 and later. These settings require font embedding.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308030d730ea30d730ec30b9537052377528306e00200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /FRA <>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


