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Probe One-Step RT-qPCR MasterMix

Description

Probe One-Step RT-qPCR MasterMix utilizes the TaqMan probe one-step qRT-PCR

method. Reverse transcription and qPCR reactions are carried out continuously in the

same reaction system. No extra reagent needs to be added during the reaction, which is

simple to operate and can effectively prevent contamination. The reverse transcription

reaction is conducted by the M-MLV Reverse Transcriptase, which has been removed

from the RNase H activity, has high synthesis ability, and is thermal-stable. The reverse

transcriptase can perform at a maximum temperature of 60°C, so it has a strong

extension ability for RNA templates that have high GC content and complex secondary

structure. A DNA polymerase with superior amplification performance is used for qPCR

reaction, with higher detection accuracy and sensitivity.

Contents

100 preps

2 × Probe One-Step RT-qPCR MasterMix 1 ml

Features

 Use M-MLV Reverse Transcriptase to efficiently generate cDNA from the RNA

template, with simple operation steps.

 It has super extension ability for RNA templates with high GC content and

secondary complex structure.

 Only specific primers can be used, Oligo (dT) and Random Primer cannot be

used.

Protocol

Set up RT-qPCR reaction

1. Take the reagent out of the refrigerator about 5 minutes before the experiment to let it

melt completely, mix thoroughly and centrifuge. Set up RT-qPCR reaction as follow:
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Reagent Volume

2 × Probe One-Step RT-qPCR MasterMix 10 μl

Forward Primer (10 μM) 0.4 μl

Reverse Primer (10 μM) 0.4 μl

Probe 0.4 μl

Template RNA 2 μl

ddH2O (RNase free) to 20 μl total volume

* Usually, a final primer concentration of 0.2 µM can have good experiment results. When the
reaction performance is poor, the concentration can be adjusted in the range of 0.1～1.0 µM.

** The probe concentration is related to the RT-PCR amplification instrument used, the type of
probe, and the type of fluorescent label. Please refer to the instrument manual or the
requirements of each fluorescent probe when actually using it.

*** The amount of template used depends on the specific experiment, and the recommended
amount of RNA is 10-100ng.

Thermocycling Conditions for RT-qPCR

1. Reverse Transcription:

42°C for 5 min

95°C for 30 sec

2. PCR:

95°C for 10 sec

60°C for 30 sec

* If the instrument used has special procedures, please refer to the instrument manual.

** The temperature and time of reverse transcription can be adjusted according to the specific
conditions of the template. Generally, the temperature of reverse transcription can be adjusted
between 42-60°C; the time of reverse transcription can be adjusted between 5-30 min.

Storage

Store under -20°C and protected from light. The validity period is 12 months.

40-45 cycles
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