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Genotyping of the c.1601G>A; p.Arg534Gln (R506Q) mutation 

in the F5 gene (Leiden) by digital PCR 

REF  IMG-332 



 

 

 

 

 
 



 

 

 

 



 

 

 

 

 

 

 

 



 

 

 

 

 



 

 

 

 

 



 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 

 

 

 

 

 

 

Reagents Quantity Storage 

Factor V Master Mix  4 x 12 rxn  4 ºC 

Factor V Control 60 µL 4 ºC 

Table 1. imegen-Factor V dPCR dry contents and storage temperature. 



 

 

 

 

 

 

 

 
 
 

 
 
 

 

 
 

 
 

 
 
 

 
 

   

 
 
 



 

 

 

 

 

Name of the kit Reference 

imegen-Factor II dPCR dry (Digital PCR) IMG-331

imegen-Factor II (Real-time PCR) IMG-214 

imegen-HFE (Real-time PCR) IMG-218 

imegen-Cambridge II (Real-time PCR) IMG-199 

imegen-Factor XII (Real-time PCR) IMG-215 

imegen-MTHFR (Real-time PCR) IMG-212 

imegen-MTHFRII (Real-time PCR) IMG-216 

Table 2. Haematology kits using real-time PCR or digital PCR. 



 

 

 

 

 

Reagents Volume of nuclease-free water 

Factor V Master Mix  20 μL of water/vial 

Table 2. Rehydration of lyophilised reagents. 

 
 

 

 

 

 

 

 

 

 

 



 

 

 

 

 
 

Reagents Amount per reaction 

Factor V Master Mix 1.5 L 

QuantStudio 3D Digital PCR Master Mix v.2 7.5 L 

Table 3. Amount of reagents required to perform one analysis with the QuantStudio 3D dPCR 

 

 

 



 

 

 

 

  

Reagents Amount per reaction  

Factor V Master Mix 1.5 L 

ddPCRTM Supermix for probes (No dUTP) 10 L 

Nuclease free water 2.5 L 

Table 4. Amount of reagents required to perform one analysis with the Droplet Digital PCR 
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Fields 
Step 1 

Enzymatic 
activation 

Step 2 

PCR 
Step 3 

Number of  
Cycles  

1 Initial Cycle 
(Denat.) 

40 cycles 

1 Final Cycle Conservation Annealing & 
Extension 

Denat. 

Temperature 96ºC 56ºC 98ºC 60ºC 20ºC 

Time 10 minutes 2 minutes 30 seconds 2 minutes ∞ 

Table 5. Optimal dPCR programme for the QuantStudio 3D dPCR System 
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Fields 
Step 1 

Enzymatic 
activation 

Step 2 

PCR 
Step 3 

Number of  
Cycles  

1 Initial Cycle 
(Denat.) 

40 cycles 

1 Final Cycle Conservation 
Denat. 

Annealing & 
Extension 

Temperature 96ºC 94ºC 60ºC 98ºC 20ºC 

Time 10 minutes 30 seconds 1 minute 10 minutes ∞ 

Table 6. Optimal dPCR programme for the Bio-Rad dPCR platform. 
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Hydrolysis Probe Fluorophore 
F5 Wild type (c.1601G) VIC® 

F5 Mutated (c.1601A) FAMTM 

Table 7. Details about the hydrolysis probes. 

Figure 1. Graphic representation of a heterozygous sample for the G-to-A 
transition at position c.1601 of the F5 Leiden gene (c.1601G>A). 

 
 
 

 
Figure 2. Graphic representation of a homozygous wild type F5 Leiden 
gene (c.1601G). 
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   Control F5 Mutated F5 Wild type Result / Interpretation 

Positive Control 
+ + Expected result 

- - Fail in the  PCR setup 1 

DNA sample 

- + 

Expected result + + 

+ - 

- - Fail to amplify the DNA sample 2 

Negative Control 
(NTC) 

- - Expected Result 

+ + Contamination with human DNA or with the 
positive control 3 

 

     Table 8. Interpretation of the possible results obtained using imegen-Factor V dPCR dry.



 

 

 

 

 


