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PCR Kit 
 

 

This manual is designed for the following kits: 
 

Factor V Leiden PCR Kit 
Factor II Prothrombin PCR Kit 

MTHFR A1298C PCR Kit 
MTHFR C677T PCR Kit 

 
 
 
 
 
 

 
in vitro Diagnostics 

  

 

 
Manuals for use with the following devices 

 

Rotor-Gene 3000 
Rotor-Gene 6000 
Rotor-Gene Q 
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DNA Isolation  
The manufacturer recommends following commercial DNA isolation kits: 
PathogenFree DNA isolation kit, (GeneProof); QIAmp DNA Blood Mini Kit 
(QIAGEN); NucleoSpin Blood (Macherey-Nagel). 

 
 

Preparation of the PCR reactions 
1. Add 18 ml of Master Mix into the PCR tubes. 

2. Add 2 ml of the DNA template or 2 ml of Positive Control into the 
individual PCR tubes. 
During PCR preparation , all ingredients should be kept on ice (temperature 0 ð 6 ÁC) 

 
 

INSTRUCTIONS FOR USE OF THE ROTOR -GENE 3000 
 

Programming of the PCR profile 
 

1. Open the Rotor-Gene program. 
2. In the Advanced New Run window click on the Dual Label Probe. 
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3. General parameters settings: 

 
a) Rotor Type: if 72-well carousel is used, change the string 36-Well to 72-

Well. 
b) Check off No Domed 0,2ml Tubes. 
c) Click the Next button. 

 
 
 
 
 

 
d) Operator: fill in the name of the person performing the experiment. 
e) Notes: fill in notes concerning the experiment. 

f) Reaction Volume (ml): adjust to 20 ml. 
g) Click Next. 
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4. Setting-up the temperature profile and channels for fluorescence 
acquisition: 

 
 
 
 
 

a) Click on the Calibrate button in the Channel Setup window: 

 

b) Click on the Calibrate Acquiring button and than check off Perform 
Calibration Before 1st Acquisition. 

c) Close the Auto Gain Calibration Setup window. 
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d) Click on the Edit  Profile button in the Temperature Profile window: 

 
a) Click on the Hold  button and adjust the denaturation temperature to 
95ÁC (Hold Temperature) and the denaturation time to 10 minutes 
(Hold Time ). 

b) Click on the Cycling button and adjust the temperature profile as 
follows: 95ÁC for 10 secs and 64ÁC for 20 secs and 72ÁC for 20 secs. 

c) Click on the Number of Cycles box and adjust the number of PCR 
cycles to 40 (This cycle repeats 40 times) and confirm the temperature 
profile settings by clicking OK. 

d) Click on the graphic display of the 64ÁC for 20 secs step, then click the 
Not Acquiring  button and in the following window move the 
FAM/Sybr  and JOE items from the Available Channels window into 
the Acquiring Channels window and confirm your selection (OK): 
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e) Click the Next button and the Settings Wizard will show you a brief 
summary of the pre-set parameters: 

 
            
 

PCR amplification 
 

1. Insert the tubes with prepared PCR reactions into the rotor of the thermocycler 
and close the lid. 

2. Click the Start Run button. 
3. When asked by the software, save the current experiment. 
4. In the screen below fill in the names of samples in the Name column and mark 

the samples in the Type column as Unknown, Positive Control, Negative 
Control or NTC , accordingly to the type of samples tested. 

 
 

5. Click on the Finish button. 
6. Run the PCR amplification (about 80 minutes). 
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Analysis of the experiment 
 

1. When the PCR program  is finished, click on the Analysis button and then 
choose the option Allelic Discrimination . 

 
 
 

2. Select the JOE and FAM channels and confirm them by clicking OK. On the 
screen, a plot showing normalized fluorescence and cycle number will appear. 
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3. On the upper bar, click on the More Settings button and adjust the 
Percentage of largest F1 change parameter to 0%. 

 
 

4. In the Genotypes menu assign the JOE fluorophor to the mutant genotype, 
the FAM fluorophor to the wild type genotype and both FAM and JOE 
fluorophors to the heterozygous genotype.  

 
 

5. In the Allelic Discrimination  window show only wild type Positive Control 
and mutant Positive Control samples and click Auto-Scale button. 

6. Adjust the Threshold manually above the non-specific background. 
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7. Now, by clicking on the Results button, the software will generate your 
genotyping report. 

 
 

 
 
 

 
 
 

 

Homozygote Wild Type 

Homozygote Mutant 

Heterozygote  



 11 - 11 - 

INSTRUCTIONS FOR USE OF THE ROTOR -GENE 
6000/ROTOR-GENE Q  

 
 

Programming of the PCR profile 
 

1. Open the Rotor-Gene program. 
2. In the Advanced New Run window click on the Two Step. 

 
 
General parameters settings: 

 
a) Rotor Type: choose appropriate rotor type. 
b) Check off Locking Ring Attached. 
c) Click the Next button. 
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d) Operator: fill in the name of the person performing the experiment. 
e) Notes: fill in notes concerning the experiment. 

f) Reaction Volume (ml): adjust to 20 ml. 
g) Click Next. 

 
3. Setting-up the temperature profile and channels for fluorescence 

acquisition: 

 
a) Click on the Edit Profile button in the Temperature Profile window: 
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b) Click on the Hold  button and adjust the denaturation temperature to 
95ÁC (Hold Temperature) and the denaturation time to 10 minutes 
(Hold Tim e). 

c) Click on the Cycling button and adjust the temperature profile as 
follows: 95ÁC for 10 secs and 64ÁC for 20 secs and 72ÁC for 20 secs. 

d) Click on the Number of Cycles box and adjust the number of PCR 
cycles to 40 (This cycle repeats 40 times) and confirm the temperature 
profile settings by clicking OK. 
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e) Click on the graphic display of the 64ÁC for 20 secs step, then click the 
Not Acquiring  button and in the following window move the Green 
and Yellow items from the Available Channels window into the 
Acquiring Channels window and confirm your selection (OK): 

 
 

f) Click on the Gain Optimisation button in the Channel Setup window: 

 

g) Click on the Optimise Acquiring button and than check off Perform 
Optimisation Before 1st Acquisition. 

h) Close the Auto Gain Calibration Setup window. 
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i) Click the Next button and the Settings Wizard will show you a brief 
summary of the pre-set parameters:  
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PCR amplification 
 

1. Insert the tubes with prepared PCR reactions into the rotor of the 
thermocycler and close the lid. 

2. Click the Start Run button. 
3. When asked by the software, save the current experiment. 

 
4. In the screen below fill in the names of samples in the Name column and 

mark the samples in the Type column as Unknown, Positive Control, 
Negative Control or NTC , accordingly to the type of samples tested. 

 
 

5. Click on the Finish button. 
6. Run the PCR amplification (about 80 minutes). 
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Analysis of the experiment 
 

1. When the PCR program  is finished, click on the Analysis button and then 
choose the option Allelic Discrimination . 

 
 
2. Select the Green and Yellow channels and confirm them by clicking OK. On 

the screen, a plot showing normalized fluorescence and cycle number will 
appear. 

 

 
3. On the upper bar, check that filters Dynamic Tubes and Slope Correct are 

active. 
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4. On the upper bar, click on the Outlier Removal button and adjust the 
Percentage of largest F1 change parameter to 0%. 

 
 

5. In the Genotypes menu assign the Yellow channel to the Mutant genotype, 
the Green Channel to the Wild type genotype and both Green and Yelloow 
Channels to the H eterozygous genotype.  

 
 

6. In the Allelic Discrimination  window show only wild type Positive Control 
and mutant Positive Control samples and click Auto-Scale button. 

7. Adjust the Threshold manually above the non-specific background. 

 
 


