Storage and Stability:

The SensiMix™ SYBR Low-ROX One-Step Kit is shipped on Dry/Blue Ice. All kit components
should be stored at -20°C upon receipt. Excessive freeze/thawing is not recommended. Since
SYBR® Green | is light-sensitive, it is important to avoid prolonged exposure to light. When stored
under optimum conditions, the reagents are stable for a minimum of 6 months from date of
purchase.

SensiMix™ SYBR Low-ROX

One-Step Kit

Shipping: On Dry/Blue Ice Catalog Numbers

Quality Control:

Bioline operates under ISO 9001 Management System. The SensiMix SYBR Low-ROX One-Step
Kit and its components are extensively tested for activity, processivity, efficiency, heat activation,
sensitivity, absence of nuclease contamination and absence of nucleic acid contamination prior to
QT285-05: 500 x 50ul reactions: 10 x 1.25ml release.

QT285-20: 2000 x 50pl reactions: 40 x 1.25ml

Exp. Date: See vial QT285-01: 25 x 50ul reactions: 1 x 625ul

Batch No.: See vial QT285-02: 250 x 50ul reactions: 5 x 1.25ml

Concentration: see vial
Safety Precautions:

Harmful if swallowed. Irritating to eyes, respiratory system and skin. Please refer to the material
safety data sheet for further information.

BIOLINE Store at —20°C Notes:
For research use only.
A Meridian Life Science® Company
Description

The SensiMix"™ SYBR Low-ROX One-Step Kit contains a ready-to-use reagent for real-time RT-PCR for use on various real-
time instruments. The kit provides high-performance, reproducible first strand cDNA synthesis and subsequent SYBR Green-
based real-time PCR assays, using a single protocol. Both cDNA synthesis and PCR are performed in a single tube using
gene-specific primers and either total RNA or mRNA. For high specificity and sensitivity of the one-step RT-PCR, SensiMix
SYBR Low-ROX One-Step Kit comes with a separate tube of reverse transcriptase which is added into a mix containing a
proprietary hot-start DNA polymerase. SensiMix One-Step Kit is inactivated and possesses no polymerase activity during the
reaction setup, preventing non-specific amplification including primer-dimer formation.

The SensiMix SYBR Low-ROX One-Step Kit consists of a 2x SensiMix SYBR Low-ROX mix, separate reverse transcriptase

and RiboSafe RNase Inhibitor.

Kit components

Rt 25 x 50yl 250 x 50pl 500 x 50ul 2000 x 50pl
9 Reactions Reactions Reactions Reactions
SensiMix™ SYBR Low-

ROX One-Step (2x) 1 x625ul 5x1.25ml 10 x 1.25ml | 40 x 1.25ml
50mM MgCl, 1x1ml 1x1ml 1x1ml 4 x 1ml
RNase Inhibitor (10U/ul) | 1 x 25ul 1 x250ul 1 x 500ul 4 x 500ul
100x Reverse

Transcriptase 1x12.5ul 1 x 125l 1 x 250yl 1 x1ml
DEPC-H,O 1x1.8ml 2 x1.8ml 4 x1.8ml 16 x 1.8ml

Kit compatibility

The SensiMix SYBR Low-ROX One-Step Kit has been optimized
for use in SYBR Green-based real-time RT-PCR on the real-time
instruments listed in the following compatibility table, each of
these instruments having the capacity to analyze the real-time
PCR data with the passive reference signal either on or off. The
kit is also compatible with several instruments that do not require
the use of ROX, such as the Qiagen (Corbett) Rotor-Gene™
6000, the Bio-Rad CFX96 or the Roche LightCycler® 480.

Manufacturer ‘ Model
ABI 7500
Stratagene Mx4000™, Mx3000P ™, Mx3005P ™

General considerations

When handling RNA it is important to use RNase-free plasticware
and reagents. We also recommend performing RNA work in an
isolated area.

To help prevent any carry-over DNA contamination, we
recommend that separate areas are maintained for PCR set-up,
PCR amplification and any post-PCR gel analysis. It is essential
that any tubes containing amplified PCR product are not opened
in the PCR set-up area.

SMLO11.06a

Primers: The sequence and concentration of the primers as well
as the amplicon length can be critical for specific amplification,
yield and overall efficiency of any real-time RT-PCR. We strongly
recommend taking the following into consideration when
designing and running your RT-PCR:

e use primer-design software, such as Primer3 or visual omp™
(http://frodo.wi.mit.edu/primer3/ and DNA Software, Inc. http:/
dnasoftware.com/ respectively). Primers should have a melting
temperature (Tm) of approximately 60°C

e optimal amplicon length should be 50-150bp, and should not
exceed 400bp

e a final primer concentration of 250nM is suitable for most PCR
conditions however, to determine the optimal concentration we
recommend a primer titration in the range 0.1-1uM

e use equimolar primer concentrations

e use intron-spanning primers to avoid amplification from
genomic DNA

Template: It is important that the RNA template is intact and
devoid of contaminating inhibitors for both reverse transcription
and subsequent PCR. For high purity RNA, we recommend using
the Bioline ISOLATE RNA Mini Kit (BIO-52043). Prior to use in RT
-PCR, RNA suspensions and dilutions should be made in DEPC-
treated Water (BIO-38030) to avoid any RNase-mediated
degradation.

The recommended amount of template for one-step RT-PCR is
dependent upon the type of RNA used. The following should be
considered when using total RNA and isolated mRNA:

e total RNA: purified total RNA can be used in the range from
1pg to 1ug per 50ul reaction

e mRNA: purified mRNA can be used from 0.5pg per 50ul
reaction

MgCl,: The MgCl, concentration in the 1x reaction mix is 3mM. In
the majority of qPCR conditions this is optimal for both the
reverse transcriptase and the hot-start DNA polymerase. If
necessary, we suggest titrating the MgCl, to a maximum of 5mM.

Website: www.bioline.com/sensimix email: info@bioline.com
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RT-PCR Controls: It is important to detect the presence of
contaminating genomic DNA that may affect the reliability of the
data. Always include a no-template control, replacing the template
with PCR-grade water and a no-Reverse Transcriptase control to
ensure the RNA sample is not contaminated with DNA.

Optional ROX: The SensiMix SYBR Low-ROX Kit is premixed
with ROX (5-carboxy-X-rhodamine, succinymidyl ester), so that
where necessary, ROX fluorescence can be optionally detected
on certain real-time instruments. If your real-time instrument has
the capability of using ROX and you wish to use this option, then

this option must be selected by the user in the software (see notice
to purchaser No. 5 in Trademark and Licensing Information).

Procedure

Reaction Mix Composition: Prepare a master mix. The volumes
given below are based on a standard 50pl final reaction mix and
can be scaled accordingly.

Reagent Rlume zlnna;entration
2x SensiMix SYBR Low-ROX 25, 1x
One-Step
25uM Forward Primer 0.5ul 250nM
25uM Reverse Primer 0.5ul 250nM
100x Reverse Transcriptase 0.5ul 1x
10U/ul RiboSafe RNase Inhibitor | 1pul 0.2U/pl
DEPC-H,0 Up to 45ul -
Template Sul
50ul Final Volume

Troubleshooting Guide

Possible Cause

Problem

Suggested RT-PCR conditions: The cycling conditions can be
varied to suit customer or machine-specific protocols. The critical
step of the RT-PCR is the 10-minute polymerase activation at
95°C. The detection channel on the real-time instrument should
be set to (SYBR) green or FAM.

The following PCR conditions are suitable for SensiMix SYBR

Low-ROX One-Step with a majority of amplicons and real-time
PCR instruments.

_

10min Reverse transcription
1 *95°C *10min Polymerase activation
95°C 15s
40 55-60°C 15s Temperature depends on the
Tm of primers
72°C 15s Acquire at end of step

*Non-variable parameter

Optional analysis:

After the reaction has reached completion refer to the instrument
instructions for the option of melt-profile analysis.

Recommendation

Activation time too short

Make sure SensiMix is activated for 10min at 95°C before cycling

Error in protocol setup been used

Verify that correct reagent concentrations, volumes, dilutions and storage conditions have

Suboptimal primer design

Use primer design software or validated primers. Test primers on a control template

No amplification
trace

AND

No product on
agarose gel

Incorrect concentration of primers

Use primer concentration between 100nM and 1uM

Template degraded

Re-isolate your template from the sample material or use freshly prepared template dilution.
We recommend using the Isolate RNA kits for template preparation and DEPC-treated water
for resuspension or dilution of the template

Verify the integrity of RNA using agarose electrophoresis

Primers degraded

Use newly synthesized primers

Template contaminated with in-
hibitors

Further dilute template before RT-PCR or purify template and resuspend it in DEPC-treated
water

Template concentration too low

Increase concentration used

Cycling conditions not optimal

Increase extension/annealing times, increase cycle number, reduce annealing temperature

No amplification
trace

AND

Product on
agarose gel

Error in instrument setup

Check that the acquisition settings are correct during cycling

SMLO11.06a
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Troubleshooting Guide (Continued)

Problem ‘ Possible Cause ‘ Recommendation
Suboptimal primer design Redesign primers using appropriate software or use validated primers
. . . Test dilution series of primer concentrations until primer dimer/non-specific amplification
Primer concentration too high .
products disappear
Non-specific Primer concentration too low Titrate primers in the concentration range of 100nM - 1uM
amplification
product ) . . o I . -
Primer annealing temperature too Increase PCR annealing temperature in increments of 2°C until primer dimer/non-specific
AND low amplification products disappear
Primer-dimers | Template concentration too low Increase template concentration
Template concentration too high Reduce template concentration until non-specific products disappear
Extension time too long Reduce extension time to determine whether non-specific products are reduced
Activation time too short Ensure the reaction is activated for 10min at 95°C before cycling
Annealing temperature too high Decrease annealing temperature in steps of 2°C
Extension time too short Double extension time to determine whether the cycle threshold (Cr) is affected
Late Template concentration too low Increase concentration if possible
amplification
trace Template with high secondary struc- Increase reverse transcription reaction time up to 30min
ture Increase reverse transcription reaction temperature up to 45°C
Template is degraded Re-isolate template from sample material or use freshly prepared template dilution
Suboptimal design of primers Redesign primers using appropriate software or use validated primers
Primer concentration too low Increase concentration of primer in 100nM increments
Extension time is too short Increase extension time
PCR efficiency Primer concentration too low Increase concentration of primer in 100nM increments
below 90%
Suboptimal design of primers Redesign primers using appropriate software or use validated primers
Template is degraded or contains Re-isolate template from sample material or use freshly prepared template dilution or purify
PCR efficiency | PCR inhibitors template and resuspend it in H,O
above 110% Non specific amplification and/or Use melt analysis and 4% agarose gel electrophoresis to confirm presence of non-specific
primer dimers amplification products. See above for preventing/removing non-specific products

Technical Support

If the troubleshooting guide does not solve the difficulty you are
experiencing, please contact Technical Support with details of
reaction setup, cycling conditions and relevant data.

Email: tech@bioline.com

SMLO11.06a Website: www.bioline.com/sensimix email: info@bioline.com
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Associated Products

Product Description Pack Size Cat No.

10 Preps BIO-52031

ISOLATE Genomic DNA Mini kit Rapid isolation of DNA from a variety of samples 50 Preps BI0-52032
250 Preps BI0-52033

10 Preps BIO-52034

ISOLATE Plant DNA Mini kit Rapid isolation of DNA from a variety of plant samples 50 Preps BIO-52035
250 Preps BIO-52036

Fast and efficient isolation of extremely pure total RNA from a variety of 10 Preps BIO-52039

ISOLATE RNA Mini Kit 50 Preps BIO-52040
samples 250 Preps BIO-52041

- . X X 10 Preps BIO-52042

ISOLATE Plant RNA Mini Kit Fast almd efficient isolation of extremely pure total RNA from a variety of plant 50 Preps BIO-52043
samples 250 Preps BIO-52044

TRIsure™ Quick isolation of high-quality RNA from a variety of sources for subsequent 100ml BIO-38032
use in cDNA synthesis 200ml BIO-38033
. _ . . 30 Reactions BIO-65042
Tetro cDNA Synthesis Kit Fully optimized to generate maximum yields of full-length cDNA from RNA 100 Reactions BIO-65043
. 100g BIO-41026

Agarose Molecular biology grade agarose 500g BIO-41025
PCR Water Ultra-pure (18.2MQ) molecular biology grade water 10 x 10ml BIO-37080
Deionised, high-quality molecular grade water treated with DEPC. Ideal for 10 x 10ml BIO-38030

DEPC-treated Water use in all RNA work 1 Litre BIO-38031

TRADEMARK AND LICENSING INFORMATION

1)Trademarks: SensiMix™ (Bioline Reagents Ltd), SYBR® (Molecular Probes), ROX™, LightCycler™ (Roche), StepOne™ (ABI), RotorGene™ (Qiagen), LightCycler® (Roche).

2) Purchase of this product includes limited right to use the supplied amount of SYBR® Green | Stain patented by Molecular Probes, Inc.

3) Notice to Purchaser: Limited License. Use of this product may be covered by one or more of the following US patents: 6,127,155, 5,677,152 (claims 1 to 23 only), 5,773,258
(claims 1 and 6 only). The purchase of this product includes a limited, non-transferable immunity from suit under the foregoing patent claims for using only this amount of product
for the purchaser’s own internal research. No right to perform commercial services of any kind, including without limitation reporting the results of purchaser's activities for a fee or
other commercial consideration, is conveyed expressly, by implication, or by estoppel. This product is for research use only. Diagnostic uses under Roche patents require a
separate license from Roche. Further information on purchasing licenses may be obtained by contacting the Director of Licensing, Applied Biosystems, 850 Lincoln Centre Drive,

Foster City, California 94404, USA.

4) SensiMix products are manufactured by Bioline Reagents Ltd.

5) Notice to Purchaser: No rights are conveyed with respect to US patent 5,928,907

Bioline Ltd
UNITED KINGDOM

Tel: +44(0)20 8830 5300
Fax: +44 (0)20 8452 2822

SMLO11.06a

Bioline USA Inc. Bioline GmbH
USA GERMANY

Tel: +1 508 880 8990
Fax: +1 508 880 8993

Tel: +49(0)33 7168 1229
Fax: +49 (0)337168 1244

Website: www.bioline.com/sensimix email: info@bioline.com

Bioline (Aust) Pty. Ltd
AUSTRALIA

Tel: +61 (0)2 9209 4180
Fax: +61 (0)2 9209 4763



	Kit components

	Kit compatibility



<<

  /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

  /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



  /CreateJDFFile false

  /Description <<



    /BGR <>

    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>

    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>

    /CZE <>

    /DAN <>

    /DEU <>

    /ESP <>

    /ETI <>

    /FRA <>

    /GRE <>



    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)

    /HUN <>

    /ITA <>

    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>

    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>

    /LTH <>

    /LVI <>

    /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 <>

    /POL <>

    /PTB <>

    /RUM <>

    /RUS <>

    /SKY <>

    /SLV <>

    /SUO <>

    /SVE <>

    /TUR <>

    /UKR <>

    /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



