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REF 1N001 
 

 STAT-NAT® 
DNA-Mix 

 

Lyophilized PCR mix for DNA amplification in molecular 
biology applications 
 

96 (12x8) 0.2 mL test tubes containing lyophilized  
mix to be reconstituted with 25 μL  

 

NOTE: carefully read this insert before use. Follow the instruction closely. 
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INTENDED USE 
The kit can be used as an universal platform for nucleic acids 
amplification techniques (PCR, Real-Time PCR) on DNA and RNA 
samples (for RNA after cDNA synthesis), extracted from any 
biological material. The products obtained with the kit can be 
successfully used in post-amplification analysis, such as Melting 
Curve Analysis, High Resolution Melting, Sequencing, etc. STAT-
NAT® DNA-Mix is intended for diagnosis and application in the 
fields of microbiology, genetic testing and oncology, etc. 
 
PRINCIPLE 
STAT-NAT® DNA-Mix is a one tube/one test lyophilized DNA 
amplification mix that allows the execution of an assay without 
manual preparation of reaction mixes. The configuration in 
lyophilized, room temperature stable, small aliquots minimizes any 
potential risks arising from pipetting errors and contamination. 
STAT-NAT® DNA-Mix is composed of an optimized reaction buffer, 
a polymerase enzyme (Hot Start Taq polymerase), magnesium 
chloride and dNTPs. The use of a Hot Start polymerase reduces 
the formation of non-specific amplification products due to the 
inhibition of the enzymatic activity at low temperatures. 
 
REAGENTS 
Reagents, correctly stored at 15-30 °C, are stable up to the 
expiration date indicated on the package. 
COMPONENTS OF THE KIT and final concentration of 
reagents: 
12x8-tube PCR strips containing a lyophilized mix composed of: 
- 4.0 mM MgCl2; 
- 1.6 mM dNTPs (dATP, dCTP, dGTP and dTTP, 0.4 mM each); 
- Hot Start Taq Polymerase; 
- reaction buffer. 
 

To be reconstituted with 25 μL. 
 
INSTRUMENTATION AND MATERIALS REQUIRED BUT 
NOT PROVIDED 
General molecular laboratory equipment: variable volume 
pipettes, sterile disposable plastics, DNA extraction system, 
thermalcycler and detection system (gel electrophoresis system 
or others). Reagents: water (use PCR-grade water), DNA 
template (best results are obtained with high quality DNA), 
primers and probe (follow the guidelines for the design of 
primers and probe). 
 
NOTES AND LIMITATIONS 
In order to avoid erroneous results: 
- examine the product before use to verify that the content has 

a solid, white appearance (Figure 1). Please discard the 
product that appears with signs of moisture contamination; 

- the product must be handled by staff trained in molecular 
biology techniques, such as nucleic acids extraction, 
amplification and detection; 

- it is required to keep separated the sample extraction area, 
the reagent preparation area and the amplification/detection 
area. 
 

 
 
 
 
 
 
 
 
Figure 1 

INSTRUCTIONS FOR USE   
Cut the aluminum envelope at the point indicated by the lateral 
notches. Each aluminum envelope contain a single 8-tube strip and 
a small orange silica gel.  
Remove the strip from the envelope. It is recommended to use the 
entire 8-tube strip in a single session. Store the kit at room 
temperature. Ensure that the envelope is always well sealed 
and that the silica gel is still inside. 
Waste the aluminum envelope and its content if the silica gel turns 
from orange to green. 
 
 
PROCEDURE 
• End-point PCR (possible applications after amplification: 

cloning, sequencing, etc.): 
 

1. Extract DNA or RNA from the samples to be examined 
(extraction system not included in the kit); in case of using RNA, 
convert RNA into cDNA; 

2. prepare the positive and negative controls (not provided); 
3. remove the necessary number of test tubes from the kit; 
4. add the following components to the lyophilized mix present in 

the tube: 
- forward and reverse primers; 
- DNA template; 
- PCR-grade water. 

The final reaction volume must be 25 µL. 
The lyophilized mix will dissolve in few seconds.  
5.  make sure that there are no air bubbles; if so, remove them by 

aspiration with the tip of the pipette; 
6.  perform PCR using the thermal profile optimized for the 

primers. The parameters suggested for the use of STAT-NAT® 
DNA-Mix with Applied Biosystems thermal cyclers and 
equipments are an example and are summarized in Table A. 
For further information regarding the thermal profile 
configuration, refer to the technical manual of the 
instrument in use. 

 

Segment Cycle number Temperature Time 
1 1 95 °C 3 min 

2 20-45 
95 °C 30 sec 

Tm - 5 °C 30 sec 
72 °C 30 sec 

3 1 72 °C 3-5 min 
Table A 
 

The amplification products can be analyzed on an agarose gel 
or be used with other techniques, such as sequencing, cloning, 
etc. 

 

• Real-time PCR Method with a fluorescent dye: 
 

1. Extract DNA or RNA from the samples to be examined 
(extraction system not included in the kit); in case of using 
RNA, convert RNA into cDNA; 

2. prepare the positive and negative controls (not provided); 
3. before starting the reaction, turn on the equipment (Real-

Time PCR thermalcycler and computer) and open the 
dedicated software program; 

4. set the detectors  choosing the appropriate dye; this kit does 
not contain a passive reference dye; 

5. remove the necessary number of test tubes from the kit; 
6. add the following components to the lyophilized mix present 

in the tube: 
- forward and reverse primers; 
- fluorescent dye; 
- DNA template; 
- PCR-grade water. 
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The final reaction volume must be 25 µL. 
The lyophilized mix will dissolve in few seconds.  
7. make sure that there are no air bubbles; if so, remove 

them by aspiration with the tip of the pipette; 
8. perform real-time PCR using the thermal profile optimized for 

primers and fluorescent dye(s). The parameters suggested for 
the use of STAT-NAT® DNA-Mix with Applied Biosystems 
thermal cyclers and equipments are an example and are 
summarized in Table B. For further information regarding 
the thermal profile configuration, refer to the technical 
manual of the instrument in use. 

 

Segment Cycle 
number 

Temperature Time 

1 1 95 °C 3 min 
 

2 
 

30-45 
95 °C 30 sec 

Tm – 5°C 30 sec 
72°C 30 sec 

3 1 72°C 3-5 min 
 

Table B 
 
9. perform real-time PCR analysis according to the manual of  
 the software in use. The products obtained with the kit can be 

successfully used in post-amplification analysis, such as 
Melting Curve Analysis, High Resolution Melting. 

 

• Real-time PCR Method with probe(s): 
1. Extract DNA or RNA from the samples to be examined 

(extraction system not included in the kit); in case of using 
RNA, convert RNA into cDNA; 

2. prepare the positive and negative controls (not provided); 
3. before starting the reaction, turn on the equipment (Real-Time 

PCR thermalcycler and computer) and open the dedicated 
software program; 

4. set the detectors choosing the reporter(s) and quencher(s) 
dyes; this kit does not contain a passive reference dye; 

5. remove the necessary number of test tubes from the kit; 
6. add the following components to the lyophilized mix present in 

the tube: 
-  forward and reverse primers; 
-  labeled probe(s); 
-  DNA template; 
-  PCR-grade water. 
The final reaction volume must be 25 µL. 
The lyophilized mix will dissolve in few seconds.  
7. Make sure that there are no air bubbles; if so, remove them 

by aspiration with the tip of the pipette; 
8. perform real-time PCR using the thermal profile optimized for 

primers and probe(s). The parameters suggested for the use 
of STAT-NAT® DNA-Mix with Applied Biosystems thermal 
cyclers and equipments are an example and are summarized 
in Table C.The cycling profile can be arranged on the 
basis of the probe(s) used. For further information 
regarding the thermal profile configuration, refer to the 
technical manual of the instrument in use. 

Segment Cycle 
number 

Temperature Time 

1 1 95 °C 3 min 
 

2 
 

30-45 
95 °C 30 sec 

Tm – 5°C 30 sec 
72°C 30 sec 

 
Table C 
 
9. Perform real-time PCR analysis according to the manual of 

the software in use. 
 

The examples reported here are for a non-comprehensive 
and illustrative purpose only. STAT-NAT® mixes could also 
be used in other applications, in addition to the here 
described ones; the use depends on the needs of the 
laboratory technician. 

 
 
QUALITY CONTROL 
Use control materials with different analyte levels in order to verify 
assay accuracy. Quality control must be prepared by operator 
using, where possible, approved and standard controls.  

PRECAUTIONS IN USE 
In addition to the possible risks regarding the reactive components, 
reagents may contain non-reactive components such as 
preservatives (i.e. sodium azide or other) and detergents. The total 
concentration of these components is lower than the limits reported 
by the 67/548/EEC, 1999/45/EC directives and EC 1272/2008 
Regulation (CLP) and related modifications regarding classification, 
labelling and packaging of dangerous preparations have been 
made accordingly. However, it is recommended that reagents be 
handled carefully, that ingestion and contact with eyes, skin and 
mucous membranes be avoided and that laboratory reagents are 
used according to good laboratory practice. 
Manage and waste all the biological samples as potentially 
infectious. All the material that come in contact with the biological 
sample must be treated with 0.5% sodium hypochlorite for at least 
30 minutes or sterilized in autoclave at 121 °C for 30 minutes and 
then wasted. Always use personal protective equipment for the 
individual protection. Read all the instructions contained in the kit 
insert before performing the test. Strictly attain to the insert kit 
indication. Do not eat, smoke, or drink in the working area. Comply 
with the kit shelf-life. 
 

WASTE MANAGEMENT 
Reagents must be disposed in accordance with local regulations. 
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STAT-NAT® is a trademark in various jurisdictions which is exclusively licensed to 
SENTINEL CH. SpA. STAT-NAT® technology is covered by patent No. 
WO2010133628 A1. 
Note: changes in comparison to the previous version are indicated by a vertical 
bar in the text margin. 

 


