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Note: For safety and biohazard guidelines, refer to the
“Safety” section in the Jon Amplicon Library Preparation
(Fusion Method/ User Guide (Part no. 4468326). For every
reagent, read the Safety Data Sheet (SDS) and follow the
handling instructions. Wear appropriate protective eyewear,
clothing, and gloves.

This quick reference is intended as a benchtop reference for
experienced users. Refer to the /on Amplicon Library
Preparation (Fusion Method] User Guide for detailed
instructions and additional information.

PCR amplify genomic DNA targets

Refer to the Jon Amplicon Library Preparation [Fusion Method)
User Guide for information on PCR primer design.

1. Thaw the PCR primers, Platinum® PCR SuperMix High
Fidelity, and high-quality genomic DNA on ice.

2. For each primer pair, mix equal volumes of 10 uM forward
and 10 uM reverse primers for a 10-uM primer stock mix
(5 uM of each primer).

3. Add the following reagents to 0.2-mL strip tubes or to the
wells in a 96-well PCR plate exactly in this order:

Purify the amplicon libraries

IMPORTANT! If the library length, including amplicon and
fusion primer sequence, is <100 bp, use a different purification
method such as Qiagen® MinElute® PCR Purification Kit.

Component Volume
Platinum® PCR SuperMix High Fidelity 45 pL
20-50 ng genomic DNA 4yl
10-uM primer stock mix 1uL
Total 50 pL

4. Load the tubes or plates in a thermal cycler and run the
program to amplify the target DNA.

Note: Amplification conditions may vary according to
primer design and DNA input. Adjust the cycling
conditions and number of cycles for your specific
experiment to achieve optimal results.

Stage Step Temperature Time

Holding Activate 940°C 3 min

the enzyme

Denature 94°C 30 sec
Cycling (40 Anneal 58°C 30 sec
cycles)

Extend 68°C 1 min/kb
Holding — 4°C 00

1. Resuspend the Agencourt® AMPure® XP Reagent and
allow the mixture to come to room temperature
(~30 minutes).

2. Prepare sufficient 70% ethanol for the purification: 60 pL
per PCR reaction.

IMPORTANT! Use freshly prepared 70% ethanol for the
next steps.

3. Add 90 pL Agencourt® AMPure® XP Reagent to each well
or tube, mix the bead suspension with the DNA by
pipetting up and down several times, and incubate the
samples at room temperature for 5 minutes.

4. Place each plate or tube on a magnet (such as the
Agencourt® SPRIPlate 96R Magnet Plate or Magna-Sep™
96 Magnetic Particle Separator) for 2 minutes. After the
solution clears, carefully remove and discard the
supernatant from each well or tube without disturbing the
pellet.

5. Without removing the samples from the magnet, add
30 pL of freshly prepared 70% ethanol to each well or
tube, and incubate the samples at room temperature for
30 seconds. After the solution clears, remove and discard
the supernatant without disturbing the pellet.

6. Repeat step 5 for a second wash.

7. Toremove residual ethanol, keep the samples on the
magnet and carefully aspirate remaining supernatant with
a 20-pL pipet without disturbing the pellet.

8. Air-dry the beads on the magnet at room temperature for
<5 minutes.

9. Remove the samples from the magnet, add 20 pL of TE to
each well or tube, and pipet the samples up and down to
mix.
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10. Place the plate or tube on the magnet for at least 1 minute
until the solution clears and the beads are pelleted.
Transfer each supernatant, which contains the amplicon
library, to a new well or tube.

IMPORTANT! The supernatant contains the amplicon
library. Do not discard!

Prepare an equimolar pool of the amplicon
libraries

1. Analyze an aliquot of each amplicon library with a
Bioanalyzer™ instrument and Agilent DNA 1000 Kit or
Agilent High Sensitivity Kit, as appropriate for the final
library concentration.

IMPORTANT! Ensure that excessive amounts of primer-
dimers or over-amplification products (concatemers] are
not present.

2. Determine the molar concentration (nmol/L) of each
amplicon library using the Bioanalyzer™ software. If
necessary, use manual integration to place the entire
range of library fragments within a single peak.

3. Prepare an equimolar pool of amplicon libraries at the
highest possible concentration.

4. Calculate the combined concentration of the pooled
amplicon library stock.

Alternatively, analyze an aliquot of the library pool on the
Bioanalyzer™ with an Agilent DNA 1000 Kit, and use the
Bioanalyzer™ software to determine the molar
concentration of the pooled library stock.

STOPPING POINT  Store the pooled library stock at -20°C
in several aliquots.

Determine the dilution required for
Template Preparation

Determine the Template Dilution Factor of the library pool.

Template Dilution Factor = (Library pool concentration
[pMI)/26 pM
Note: You will need to prepare three serial dilutions of the
library at 2x Template Dilution Factor, Template Dilution
Factor, and 2x Template Dilution Factor, to ensure that one or
more dilutions are in the optimal concentration range for the
Template Preparation procedure.

Note: Do not quantitate fusion PCR amplicon libraries with the
lon Library Quantitation Kit (Part no. 4468802). Libraries
prepared using trP1 and A sequences are incompatible with
this gPCR method.

For research use only. Not intended for any animal or human therapeutic or diagnostic use.

© 2011 Life Technologies Corporation. All rights reserved.

The trademarks mentioned herein are the property of Life Technologies Corporation or their respective owners. Bioanalyzer is a
trademark of Agilent Technologies, Inc. Agencourt and AMPure are registered trademarks of Beckman Coulter, Inc. Eppendorf is a
registered trademark of Eppendorf AG. Qiagen and MinElute are registered trademarks of Qiagen GMBH.

Headquarters

5791 Van Allen Way | Carlsbad, CA 92008 USA | Phone +1 760 603 7200 | Toll Free in USA 800 955 6288

For support visit www.appliedbiosystems.com/support

www.lifetechnologies.com

technologies™



	Ion Amplicon Library Preparation (Fusion Method) Quick Reference
	PCR amplify genomic DNA targets
	Purify the amplicon libraries
	Prepare an equimolar pool of the amplicon libraries
	Determine the dilution required for Template Preparation
	Copyright / Back Page



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket true
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Preserve
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages true
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth 8
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /False

  /CreateJDFFile false
  /SyntheticBoldness 1.000000
  /Description <<
    /JPN <FEFF3053306e8a2d5b9a306f300130d330b830cd30b9658766f8306e8868793a304a3088307353705237306b90693057305f00200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /FRA <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


