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Product descriptiom 

TraceAmp™ qPCR Master Mix (2X) is a ready-to-use master mix optimized for 

quantitative PCR reaction. The mix include Hot Start Taq DNA Polymerase, dNTPs, 

MgCl2, KCl, antibodies and stabilizers optimized for quantitative PCR using the 

Taqman probe 

Storage condition 

Master mix stored at -20°C as recommended by the manufacturer is stable for 12 

months. Stored at higher temperatures (4°C), the product shelf life will be 

shortened. Avoid several freeze/thaw. 

Component 

TraceAmp™ qPCR Master Mix (2X) is supplied at 2X concentration and has 

optimized components required for a real-time PCR reaction. 

Product Number of reaction (20 µL) Packaging Storage 

TA0122.200 200  2 x 1 mL - 20oC 

TA0122.001 1000 10 mL - 20oC 

 

Real-time PCR set up 

Thaw TraceAmp™ qPCR Master Mix (2X) and other necessary components (primer, 

probe, DNA template). Mix well by inverting the reagent tubes, then gently 

centrifuge to ensure that no solution attached on tube lid. 

After thawing, store all component on ice.  

The preparation steps for the real-time PCR reaction must be performed on ice. Mix 

the required components for the reaction following this table: 
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Component Volume 
Final 

concentration 

TraceAmp™ qPCR Master Mix (2X) 10 µL 1X 

Forward and Reverse primer (10 µM) 0.2 µL each* 0.1 µM* 

Probe (10 µM) 0.2 µL* 0.1 µM* 

Template DNA 
~100 ng cDNA 

~1 µg gDNA 
* 

Nuclease – free water To 20 µL  

Total volume 20 µL  

* Varies according to the optimal concentration for each reaction. 

 

Mix the reaction mixture thoroughly with pipette to ensure a homogeneous 

mixture. The accuracy of a PCR reaction depends on the technician's pipette skills. 

Sample DNA was added last in the preparation step, using nuclease-free water or 

Positive Control with an equal amount of template DNA for reactions containing 

Negative Controls and Positive Controls, respectively. 

Before placing the reaction tube in the real-time PCR system, it is necessary to 

centrifuge gently so that all solution is collected at the bottom of the reaction tube. 

Thermal cycle for real-time PCR reaction refer to the following table: 

Cycles Temperature Time 

1  95°C 2 min 

45 – 50 
95°C 15 seconds* 

60°C* 60 seconds*
 (Plate read) 

* Varies depending on the primer/probe sequence used for the reaction. 

Notes 

A suitable amplification product size for real-time PCR ranging from 70 – 200 bp. 

Therefore, the process of designing specific primers and probes should ensure that 

the product size falls within this range. Refer to the online primer design tool: 

http://frodo.wi.mit.edu/primer3/  
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Probe temperature should be 8 – 10°C higher than primer to ensure that primer 

and probe pair effectively on the target DNA. In addition, the probe sequence 

should be designed near primer sequence at the 5' end. 


