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Protocols for pre-treatment of samples/controls  
and DNA extraction with the MAGFAST384  

for qPCR amplification with the ID Gene™ Capripox virus Triplex kit and ID Gene™ LSD DIVA Triplex kit 

Matrices: whole blood, swabs (nasal, oral) and tissues (skin lesions). 

This annex outlines extraction conditions for the ID Gene™ Capripox virus Triplex (IDCPV) and the ID Gene™ LSD DIVA Triplex (IDLSDIVA) 
amplification kit for whole blood, swabs (oral or nasal) or tissues ( skin lesions). 
This annex also describes the volumes to be extracted for target positive control (TPC-CPV and TPC-LSDIVA), non-target positive control 
(NTPC-CPV and NTPC-LSDIVA) and negative control (NEC) needed for IDCPV and IDLSDIVA test. 
Important: Controls must be extracted at the same time as samples. 

a) Reagent required but not provided in the kit: 
- For the extraction of DNA from whole blood, tissues or swabs (oral or nasal): 
Proteinase K reference Macherey-Nagel n°740506 available from Innovative Diagnostics. Refer to the manufacturer's instructions for 
reconstitution and storage. 
- For the extraction of DNA from tissues: 1X PBS (molecular biology quality), 2 ml Nuclease-free tubes, glass beads 3 mm, MixerMill-

type grinder, Precellys®24 (otherwise contact us) with 2ml adapted tubes. 

b) Pre-treatment of samples and controls 

Sample preparation and pre-treatment depends on the type of sample, and are described in the table below: 
 

  
Whole blood and swabs (oral or nasal) Tissues (skin lesions)  

Step 1 : 
Samples pre-

treatment 

1. Dispense 100 µl of liquid sample in a 2 ml tube, 

(swab supernatant or whole blood collected with 

anticoagulant)  

2. Add : 

- 125µL of Lysis buffer LYS-FAST 

- 20µL of Proteinase K 1 (20 mg/ml) 

- 20µL of NTPC-CPV or NTPC-LSDIVA 

3. Vortex 

4. Incubate for 30 minutes at 21°C (± 5°C) 

5. The whole cell lysate solution is needed for the 

extraction 

1. In a 2 ml tube, weigh 20 mg of tissue, previously dissected, 

with precision scale. 

2. Add : 

- 125µL of Lysis buffer LYS-FAST 

- 20µL of Proteinase K 1 (20 mg/ml) 

- 20µL of NTPC-CPV or NTPC-LSDIVA 

3.  
- Add 1 to 3 glass beads and homogenize thoroughly by 

vortexing (for 20 to 30 seconds)  

or 

- Add zirconium powder up to the 0.25 ml tube mark and grind: 
- Precellys® 24/ Precess™ 24: for 40 seconds at 

6000 rpm 
- FastPrep™: 45 seconds at 6 M/s 
- MixerMill / TissueLyse: for 2 minutes at 30 Hz 

4. Incubate for 30 minutes at 56°C (± 5°C) 

5. Centrifuge for 2 minutes at 1500 g 

6. The whole cell lysate is needed for the extraction 

Step 2 :  
Controls 
sample 

Controls should be prepared and extracted at the same time as the samples being tested 

- TPC (Target Positive Control): For the TPC-CPV and the TPC-LSDIVA follow the method of whole blood and swab pre-

treatment from step 1.2 above with 50 µl of TPC.  

- NEC (Negative Extraction Control):  

If the NEC is prepared with a sample of known negative status, follow the method of pre-treatment from step 1.1 above.  

If the NEC is prepared with of Nuclease-free water, follow the method of pre-treatment with 50µL of water from step 1.2 

above. 

1)Note: Depending on the number of samples to be analysed, it is possible to make a homogenous mix of the following reagents:  
(125 µl of LYS-FAST + 20 µl of Proteinase K + 20 µL of NTPC-CPV or NTPC LSDIVA) x (number of samples and controls + 10%) 
It is recommended to prepare 10% extra volume to avoid running out of mix. 
Pipette 165 µl of the reagent mix into each tube containing a sample or control.  
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c) Extraction of DNA from samples and controls 
 

1. Prepare the samples and controls to be extracted as described below: 
 

Position Reagents 

Samples Controls 
Whole 
blood swabs Tissues  TPC NEC  

A Wells / Deepwell 1 Samples  Total lysate Total lysate 

B Wells / Deepwell 2 WASH 1 300 µl 300 µl 300 µl 

C Wells / Deepwell 3 WASH 2 300 µl 300 µl 300 µl 

D Wells / Deepwell 4 WASH 3 300 µl 300 µl 300 µl 

E Wells / Elution Microplate ELU 80 µl 80 µl 80 µl 
 

2. Continue with Step 5 of the extraction protocol. 
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