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Note: For safety and biohazard guidelines, refer to the “Safety” section in the Applied Biosystems High Resolution Melting Getting 
Started Guide (PN 4393102). For all chemicals in bold type, read the MSDS and follow the handling instructions. Wear appropriate 
protective eyewear, clothing, and gloves.

Perform an HRM calibration before using the MeltDoctor™ HRM Master Mix on the Applied Biosystems Real-Time PCR System. 

For detailed procedures, refer to the Applied Biosystems High Resolution Melting Getting Started Guide (PN 4393102).

Reagent characteristics

The MeltDoctor™ HRM Master Mix contains magnesium chloride, dNTPs, MeltDoctor™ HRM Dye, and AmpliTaq Gold® 360 DNA 
Polymerase at a 2✕ concentration. The MeltDoctor™ HRM Master Mix is compatible with UDG degradation. Use the MeltDoctor™ 
HRM Master Mix with your primers to amplify your DNA for high resolution melting analysis. 

Prepare the reactions

1. Add the required volumes of each component to an appropriately sized tube:

2. Cap the tube, then vortex to mix.

3. Spin the tube briefly.

Prepare the reaction plate

1. Pipet 20 µL of each reaction to the appropriate well of a reaction plate.

2. Seal the reaction plate with optical adhesive film, then spin the reaction plate.

3. Confirm that the liquid is at the bottom of the wells in the reaction plate.

4. Place the reaction plate on ice, protected from light, until you are ready to perform the run. 

Part Number Part Storage Conditions

4415440 MeltDoctor™ HRM Master Mix, 5-mL bottle On receipt, store at –15 to −25 °C for 
maximum stability. After the first use, the 
product may be stored at 2 to 8 °C for up to 
3 months. 

4415452 MeltDoctor™ HRM Master Mix, 5 × 5-mL bottle

4415450 MeltDoctor™ HRM Master Mix, 10 × 5-mL bottle

4409535 MeltDoctor™ HRM Master Mix, 50-mL bottle

Components Volume for one 
20-µL reaction

Final 
concentration

Acceptable 
concentration range

MeltDoctor™ HRM Master Mix 10 µL 1✕ –

Primer 1 (5 µM) 1.2 µL 0.3 µM 0.2 to 0.5 µM

Primer 2 (5 µM) 1.2 µL 0.3 µM 0.2 to 0.5 µM

Genomic DNA (20 ng/µL) 1.0 µL 1 ng/µL 10 pg/µL to 10 ng/µL

Deionized water 6.6 µL — –

Total volume 20 µL —
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Run the reaction plate

1. Run the reaction plate using the recommended conditions:

Note: If you are running a 96-well Fast reaction plate on the 7900HT system, perform the melt curve stage in a separate run. After 
the amplification run, remove the plate from the instrument, then spin the plate briefly before returning the plate to the instrument 
for the melt curve run. 

2. Save the file.

3. Using the instrument system software, review the amplification results. 

4. Using the Applied Biosystems High Resolution Melting Software, review the melt curves. 

Instrument and system software Document/experiment properties Thermal profile/run method settings

Applied Biosystems 7900HT Fast 
Real-Time PCR System, SDS Software 
v2.3

• Assay: Standard Curve (AQ)
• Container: 96 Wells Clear Plate or 384 

Wells Clear Plate
• Template: Blank Template

• Passive Reference: None
• Sample Volume (µL): 20
• Mode: Standard

Applied Biosystems 7500 Fast 
Real-Time PCR System, 7500 Software 
v2.0

• Instrument: 7500 Fast (96 Wells)
• Experiment type: Quantitation-Standard 

Curve
• Reagents: Other, select the Include Melt 

Curve checkbox
• Ramp speed: Standard (~2 hours to 

complete a run)

• Reaction Volume Per Well: 20 µL
• Passive reference: None
• Expert mode: Select the Expert Mode 

checkbox
• Filter selection: Select the Filter-1 

checkbox

Stage Step Temp Time Ramp rate (7900HT only)

Holding Enzyme activation 95 °C 10 min 100%

Cycling (40 cycles) Denature 95 °C 15 sec 100%

Anneal/extend 60 °C 1 min 100%

Melt curve/dissociation Denature 95 °C 10 sec 100%

Anneal 60 °C 1 min 100%

High resolution melting 95 °C 15 sec 1%

Anneal 60 °C 15 sec 100%
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NOTICE TO PURCHASER: PLEASE REFER TO THE APPLIED BIOSYSTEMS HIGH RESOLUTION MELTING GETTING STARTED GUIDE FOR LIMITED LABEL LICENSE OR DISCLAIMER 
INFORMATION.

© 2009 Life Technologies Corporation. All rights reserved. The trademarks mentioned herein are the property of Life Technologies Corporation or their respective owners. 

AmpliTaq Gold is a registered trademark of Roche Molecular Systems, Inc.
Part Number 4426225 Rev. B 07/2009

Technical Resources and Support
For the latest technical resources and support information 
for all locations, please refer to our Web site at
www.appliedbiosystems.com/support

Applied Biosystems
850 Lincoln Centre Drive | Foster City, CA 94404 USA
Phone 650.638.5800 | Toll Free 800.345.5224
www.appliedbiosystems.com

www.appliedbiosystems.com/about/offices.cfm
http://www.appliedbiosystems.com

	MeltDoctor™ HRM Master Mix Product Insert
	Product list
	Reagent characteristics
	Prepare the reactions
	Prepare the reaction plate
	Run the reaction plate
	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




