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

for qPCR amplification with the ID Gene™ kits for the detection of abortive diseases: 
IDCHLM, IDQFCH, IDQF, IDNEO, IDANA, IDTOXO, IDCAMP 

This annex describes the pre-treatment of samples and specific DNA extraction, from samples that can be analysed with the PCR kits below: 
- ID Gene™ Chlamydophila spp Duplex (IDCHLM)  
- ID Gene™ Q Fever Triplex (IDQF)  
- ID Gene™ Q Fever-Chlamydophila spp Triplex (IDQFCH)  
- ID Gene™ Neospora caninum Duplex (IDNEO)  
- ID Gene™ Anaplasma phagocytophilum Duplex (IDANA)  
- ID Gene™ Toxoplasma gondii Duplex (IDTOXO)  
- ID Gene™ Campylobacter fetus Duplex (IDCAMP)  

This annex also describes the preparation and extraction of target positive control (TPC-QF, TPC-CHLM, TPC-QFCH, TPC-NEO, TPC-TOXO, TPC-
CAMP, TPC-ANA), non-target positive control (NTPC-QF) and the negative extraction control (NEC), needed for the abortive diseases tests. 

The table below summarizes the different matrices that can be analysed with the detection kits presented: 
   

 Type of sample  
Pathogen wanted Product reference Whole 

blood Swabs Tissues/ 
Organs 

Stomach 
juice Faeces Milk Preputial 

washing 

Ab
or

tiv
e 

di
se

as
es

 

 Chlamydophila spp IDCHLM / IDQFCH  x x     

Coxiella burnetii IDQF / IDQFCH  x x x x x  

Neospora caninum IDNEO   x     
Anaplasma 

phagocytophilum IDANA x x x     

Toxoplasma gondii IDTOXO  x x     

Campylobacter fetus IDCAMP  x     x 

 
a) Reagent required but not provided in the kit : 

- 1X PBS (molecular biology quality) 
- Nuclease-free water 
- Proteinase K reference Macherey-Nagel n°740506 available from Innovative Diagnostics. Refer to the manufacturer's instructions for 

reconstitution and storage. 
- Precision Scale 
- Vortex  
- A centrifuge for microtubes of 1.5 ml and 2 ml up to 11,300g 
- Nuclease-free 2 ml, 15 ml and 50 ml tubes 
- Zirconium or glass powder 0.1 mm or glass beads 3mm 
- For pre-treatment of faeces matrix for Coxiella burnetii detection (IDQF) : Simplified method using the ID Gene™ Easy Preparation of 

Faeces Sample (EZPREP) kit 
 
 
 

b) Preparation and pre-treatment of controls and samples 
 
The pre-treatment and preparation of the sample to be tested depend on the sample type collected. Please follow the instructions described in the 
table below related to the sample type used: 
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c) Extraction of DNA from samples and controls 
 

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

Position  
Reagents Matrix 

Controls 
TPC NEC water NEC 

Well A / Deepwell 1 
Samples 

or 
controls 

Complete lysate or 
250µL faeces 
supernatant 

Complete lysate 
from 50 µl of TPC 

Complete lysate from 
50 µl of water 

Complete lysate from 
50 µl of negative matrix 

Well B / Deepwell 2 WASH 1 300 µl 300 µl 

Well C / Deepwell 3 WASH 2 300 µl 300 µl 

Well D / Deepwell 4 WASH 3 300 µl 300 µl 
Well E / Elution 

microplate ELU 80µl 80 µl 

 
2. Continue with Step 5 of the extraction protocol. 

 
Whole blood Swabs, milk, stomach juice, 

vaginal mucus 
Tissue/organe  

(brain / muscle / placenta / 
spleen) 

Preputial washing Faeces 

Step 1 : 
Preparation 
of samples 

1. In a 2ml tube, pipette 
500 µl of blood sample 
collected in EDTA tube 
 
2. Add 1ml of nuclease 
free water and vortex 
 
3. Centrifuge at 11300g 
for 5 min 
 
4. Discard the 
supernatant 

For swabs (placental, vaginal, 
endocervical) : Express the 
swab in 1 ml of 1X PBS (pH 7.4) 
by vortexing for 30 sec  
 
For Q Fever, it is possible to 
perform analysis of pools of up 
to 3 swabs from different 
animals. 
Perform volume-to-volume 
mixing from 3 individual eluates. 
The extraction will be performed 
with 50 μl of the pool. 
 
The fluid samples such as milk, 
vaginal mucus, fetal fluid or 
stomach juice can be used 
directly 
 
1. Collect 50 µl of liquid sample  

1. In a 2 ml tube, weigh 20 mg of 
solid sample, previously dissected, 
using a precision scale 
 
2. Add 1 ml of 1X PBS (pH 7.4) 

3a. Add zirconium powder up to the 
0.25 ml mark (approx) grind: 
-Precellys® 24/ Precess 24™: for 40 
seconds at 6000 rpm 
-FastPrep®: for 45 seconds at 6 M/s 
Mixer Mill / TissueLyser: for 2 
minutes at 30 Hz 
 
Otherwise, 
 3b. Add 1 to 3 glass beads and 
vortex thoroughly  
 
4. Centrifuge at 1500 g for 2 min 
  
5. Pipette 50µL of supernatant  

1. Centrifuge the entire 
sample for 20 min at 
4500g 
2. Discard the 
supernatant 

 
3. Resuspend the pellet 
in 500 µl of 1X PBS 

 
4.  Vortex and pipette 
50µL of sample 

Innovative Diagnostics. offers 
two validated methods: 
 
A simplified method using the 
ID Gene™ Easy Preparation of 
Faeces Sample (EZPREP) kit, 
refer to the kit’s instructions 
 
A standard method, described 
below : 
1. Weigh 5g faeces in a 50 ml 
tube 
2. Add 30ml distilled water 
3. Vortex for 30 sec and leave 
the sample to settle for 10 min (± 
2 min) 
4. In a labelled 2ml tube, collect 
1.5 ml or fill the tube up to 1.5 ml 
level mark by pressing the EZ-
DROP 
5. Centrifuge at 11300g for 10 
min 
6. Discard the supernatant  by 
inversion 

Step 2 :  
Preparation 
of controls 

Preparation of controls: Controls should be prepared and extracted at the same time as the samples being tested. 
 
- TPC (Target Positive control) : For the TPC-QF, TPC-NEO, TPC-QFCH, TPC-CHLM, TPC-CAMP, TPC-TOXO and TPC-ANA follow the protocol described in 
step 3 with 50 μl of TPC 
- NEC (Negative extraction control):  

If the NEC is prepared with a sample known negative status, prepared the NEC as described in step1 of the protocol above. 
If the NEC is prepared with water continue treatment from step 3 with 50 µl of water nuclease-free 

Step 3 : 
 Pre-

treatment of 
samples 

5. Add :  
- 125 µl of lysis buffer 
LYS-FAST  
- 10 µl of Proteinase K(2) 

 
6. Vortex and centrifuge 
briefly 
 
7. Incubate 30 minutes 
at 70°C (± 5°C) 
 
8. The whole cell lysate 
will be needed for the 
extraction step  

2. Add : 
- 125 µl of lysis buffer LYS-FAST 
- 20µL of NTPC-QF (1)  
- 10µL of Proteinase K(2) 

 
3. Vortex and centrifuge briefly 
 
4. Incubate 30 minutes at 70°C 
(± 5°C) 
 
5. The whole cell lysate will be 
needed for the extraction step 

6. Add : 
   - 125 µl of lysis buffer LYS-FAST 
   - 20 µl of NTPC-QF (1) 
   - 10 µl of Proteinase K (2) 

 
7. Vortex and centrifuge briefly  
 
8. Incubate 30 minutes at 70°C (± 
5°C) 
 
9. The whole cell lysate will be 
needed for the extraction step 

5. Add : 
 - 125 µl of lysis buffer 
LYS-FAST 
 - 10 µl de Proteinase K(2) 

 
6. Vortex and centrifuge 
briefly  
7. Incubate 30 minutes at 
70°C (± 5°C) 
 
8. The whole cell lysate 
will be needed for the 
extraction step 

7. Resuspend the pellet with: 
- 125 µl of lysis buffer LYS-FAST 
- 20 µl of NTPC-QF(1) 
- 10 µl of proteinase K(2) 

 
8. Vortex and centrifuge briefly 
 
9. Incubate 30 minutes at 70°C 
(± 5°C) 
 
10. Centrifuge at 11,300g for 
3minutes  
  
11. The whole supernatant is 
needed for the extraction step 

(1) : only for IDQF kit  
(2) : Depending on the number of samples to be analyzed, it is possible to make a homogenous mix of the following reagents :    
For IDQF : (125 µl of LYS-FAST + 10 µl of Proteinase K + 20 µl of NTPC-QF) x (number of samples and controls + 10% extra volume) It is recommended to prepare 10% extra volume to avoid running out of 
mix. 
Pipette 155 µl of the reagent mix into each tube containing a sample or control. 
For the other abortive disease kit : (125 µl of LYS-FAST + 10µl of Proteinase K) x (number of samples and controls + 10% extra volume). Pipette 135 µl of the reagent mix into each tube containing a sample 
or control. 
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