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2x UNI-SYBR qPCR master mix (no ROX)
Cat. No. UNI-R20611

2x UNI-SYBR qPCR master mix (no ROX) is a convenient premixed 2x 

concentrated solution which includes: Hot Star Taq DNA polymerase, PCR 

buffer, dNTPs,  SYBR Green I fluorescent dye, Mg  + and ROX reference 

dye (separate tube). The mixture can be applied for target detection of 

genomic DNA and cDNA. The SYBR Green I dye binds to dsDNA without 

using sequence-specific probes. The modified Hot Star Taq DNA 

polymerase is inactive at room temperature which effectively avoids the 

non-specific amplification caused by primer dimers or the nonspecific 

binding of primers and template. The unique PCR buffer components and 

the hot start enzyme ensure PCR specificity and sensitivity. ROX is a dye 

molecule that can be used to normalize the well-to-well fluorescent 

variation and can be applied to all qPCR instruments that uses ROX as a 

reference dye.

DESCRIPTION

 Store in dark at -20°C for up to 1 year.
 For frequent use, store at +2 to +8°C for short-term (1 week), and 

avoiding freeze/thawing cycles.

SHIPPING AND STORAGE

Version 01.08

APPLICATIONS

 Gene expression analysis;
 Gene copy number analysis.

FEATURES

 High sensitivity: exactly quantify the low copy template;
 High specificity: reduction of primer dimers and non-specific 

products; 
 Wide linear range: accurate quantification.

Note:
1) The concentration of the primer should  0.1-1.0 µM, being 0.2 µM the vary between
optimized amount. Increase the concentration of primer when amplification is not 
high. Reduce the concentration when non-specific reaction appears.
2) The recommended DNA template amount is between 10-100 ng of genomic DNA 
or 1-10 ng cDNA. As the target gene copy numbers are different among species, the 
template can be gradually diluted to get an optimal template amount.

PROTOCOL

The following example should be optimized according to the template, 

primer structure and target fragment size.

1. Set the reaction system according to the following table.

Components Volume (25 μl)

2x UNI qPCR Master 
Mix 12.5μl

Forward Primer, 10 μM

Reverse Primer, 10 μM

1 x

DNA template

2x SYBR qPCR mix  - 1.25ml

ddH2O to final volume

Variable

0.5 µl

0.5 µl

To 25 µl

Final Concentration

ROX reference dye (50 µmol)  - 25µl

Volume (50 μl)

25 µl

1 µl

1 µl

To 50 µl

10-100ng genomic DNA
1-10ng cDNA

0.2 μM each

0.2 μM each

Not applicable

ROX REFERENCE DYE USER GUIDE

Instrument

ABI PRISM 
7000/7300/7700/7900HT and
7900HT Fast, ABI Step One,ABI 
Step One Plus

ABI 7500，7500 Fast, 
Stratagene Mx3000P， Mx3005P, 
Mx4000， MJ Research 
Chromo4,Opticon (II), Corbett 
Rotor Gene 3000

Final Concentration
ROX
Per 50µl PCR Reaction

0.5 µl (0.3-0.5µl)

0.05 µl
(0.03-0.05µl)

500 nmol
(300-500nmol)

50 nmol
(30-50nmol)

Variable

2. PCR reaction conditions:

Procedure Temperature

Pre-denaturation 10 min

Denaturation

Annealing / Extension

15 s

1 min

Melting curve analysis

95°C

95°C

60°C

95°C

Time

15 s

30~40 cycles

60°C

95°C

60°C

1 min

15 s

15 s

Note: 
1) The hot start enzyme in this kit should be activated by incubation for 10 
minutes at 95°C.
2) It is recommended to use two step PCR reaction procedure. If the 
experiment result is not good for primers with low Tm value, three step PCR 
amplification could be used and the recommended temperature for PCR is 
between 56-64°C.
3) This protocol was set in a specific real time PCR machine. We strongly 
recommend a protocol adjustment according to your equipment.

Mic Real Time PCR, Mastercycler 
realplex, Rotor-Gene Q, Rotor-
Gene3000, Rotor-Gene6000, 
LightCycler 480, LightCycler 2.0, 
Prime Pro 48 real time PCR

no ROX -

Two Step PCR
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