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2X SYBR Green Fast qPCR Mix 
 
 
 
Catalog:  RK21200/RK20201/RK20202 
Size:  5 ml / 50 ml 
Concentration:  2X 
 
Product Introduction 

SYBR® Green Fast qPCR Mix supplied in a 2X 

concentration is a convenient premix designed for the rapid 

and sensitive real-time qPCR using SYBR® Green I dye. 

Genomic DNA or cDNA of interest can be quantified with this 

product.  

The SYBR® Green I dye is used to detect DNA amplicon 

by binding to the double-stranded DNA. The increase in 

fluorescent intensity only results from DNA-bound SYBR® 

Green I dye and is proportional to the amount of the 

double-stranded PCR products formed during PCR cycles. 

The master mix contains Taq DNA polymerase, SYBR® 

Green I dye, dNTP, Mg2+, and optimized buffer components. 

ROXTM reference dye is included in various concentrations 

depending on the qPCR instruments. Only template, primers 

and water need to be added in the qPCR reaction. 

ABclonal 2X SYBR Green Fast qPCR Mix exhibits stable 

performance with high sensitivity and specificity. The 

ready-to-used premix cocktail facilitates the minimization of 

system error, handling time and cross contaminations. 

 

Components 
Name Catalog No. Size 

2X SYBR Green Fast 

qPCR Mix No Rox* 
RK21200 5 ml / 50 ml 

2X SYBR Green Fast 

qPCR Mix with High Rox 
RK21201 5 ml / 50 ml 

2X SYBR Green Fast 

qPCR Mix with Low Rox 
RK21202 5 ml / 50 ml 

*Different qPCR instruments require various ROX reference 

signals.  

 The instruments that require HIGH ROX reference: 

Applied Biosystems® 7000/7300/7700/7900HT, Applied 

Biosystems® StepOneTM and StepOnePlusTM 

 The instruments that require LOW ROX reference:  

Applied Biosystems® 7500 /7500 Fast, QuanStudioTM 

12K Flex, MJ Research Chromo 4TM, OpticonTM (II), 

Corbett RotorGeneTM 3000, Agilent Technologies 

Mx3000PTM. 

 The instruments that require NO ROX reference: Thermal 

Cycler DiceTM Real Time System, LightCycler®, Smart 

Cycler®, Corbett RotorGeneTM 6000. 

 
Precautions 
 Ensure that the master mix is fully thawed and mixed 

well before use. 

 SYBR® Green I dye is light-sensitive. Extending 

exposure time to light will result in lower fluorescent 

signals. 

 Avoid cross contamination. 

 Not compatible in RT-qPCR with hydrolysis probes. 

 

Storage 
 Store at -20°C and keep away from light until ready to 

use. 

 Avoid repeating freeze-thaw cycles. The reagent can be 

stored at 4°C for up to 3 months. 

 

Protocol 
Template, primers and nuclease-free water are required but 

not supplied in the kit. 

1. Prepare qPCR Mix 

Component Amount 
Final 

Concentration 

Template1 ≤ 2 μl < 100 ng/ rxn 

Forward Primer (10 μM) 0.4 μl 0.2 μM2 

Reverse Primer (10 μM) 0.4 μl 0.2 μM2 

2X SYBR Green Fast 

qPCR Mix 
10 µl 1X 

Nuclease-free H2O Add to 20 μl *** 

1. The volume of template should be adjusted to optimize 

linearity of standard curve. For a standard template (genomic 

or plasmid DNA), using up to 100 ng of DNA in each 20 µl 

reaction is recommended. The optimal template volume can 

be identified by sequential dilution. For two-step RT-PCR 

reactions, the cDNA template volume should not exceed 10% 

of the final qPCR reaction volume to decrease carryover of 

PCR inhibitors.     
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2. A recommended starting primer concentration of 0.2 µM will 

provide good performance for most of targets. Additional 

primer titrations from 0.1 µM to 1.0 µM are useful to optimize 

reaction efficiency and not to compromise specificity. The 

amplicon length is recommended in the range of 80-200 bp. 

2. PCR Reaction Setup 
Two Step Cycling Protocol 

Step Temperature Duration Cycle 
Initial 

Denaturation  
95 °C 2 min Hold 

Denaturation 95 °C 15 sec 
40 Cycles 

 
Annealing/ 

Extension 
60 °C 15~30 sec 

Melting Curve Variable According to instrument 

 

Three Step Cycling Protocol 
Step Temperature Duration Cycle 
Initial 

Denaturation  
95 °C 2 min Hold 

Denaturation 95 °C 15 sec 
40 Cycles 

 
Annealing 60 °C 15~30 sec 

Extension 72 °C 30 sec 

Melting Curve Variable According to instrument 

 
Note: The above settings are general recommends. The 

optimal conditions depend on specific template/primer 

systems. For best results, reaction parameters must be 

determined individually. 
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