  Step 1: Protocol DNA Extraction and PCR Amplification

1. Preparation

1.1 Label 2 screw cap tubes with:

- non-GMO (-GMO) 
- food sample (T) 
and your group number.
[image: image2.wmf]Both tubes contain 250 µL of InstaGene-matrix.

	[image: image3.wmf]Both tubes must contain the same amounts of InstaGene-beads. 
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2. 
Extraction of DNA from „non-GMO Food“


2.1 Weigh out 1 g of certified non-GMO food and put it in a mortar.
2.2 Add 5 mL of distilled water (H₂O).

2.3 Homogenize the mixture thoroughly for about 10 minutes.
2.4 Add another 5 mL of distilled water and grind until the mixture is smooth enough to pipette.
2.5 Pipette 25 µL of the food mixture into the InstaGene-matrix of the screw cap tube labeled “-GMO”.
2.6 Recap tube and shake well by flicking the tube for 2 minutes.
Wash mortar and pestle thoroughly with soap, 10 % bleach, tap water and distilled water.
3. Extraction of DNA from Test Food 

3.1 Weigh out 1 g of food sample to be tested (T) and place it in the mortar.
3.2 Add 5 mL of distilled water (H₂O).

3.3 Homogenize the mixture thoroughly for about 10 minutes.

3.4 Add another 5 mL of distilled water and grind until the mixture is smooth enough to pipette.
3.5 Pipette 25 µL of the food mixture into the InstaGene-matrix of the screw cap tube labeled “T”.
3.6 Recap tube and shake well by flicking the tube for 2 minutes.
4. Denaturation of Enzymes at 95 °C

4.1 [image: image5.wmf]Place both screw cap tubes in a 
95 oC incubator for 5 minutes.
4.2 Centrifuge the tubes for 5 minutes 
at 13000 rpm.
[image: image6.wmf]4.3
Pipette 50 µL of each supernatant 
into a new 1,5 mL tube labeled 
“–GMO” and “T”.
5.
Preparation of PCR samples
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5.1
Label your PCR-tubes 1 – 6 and your 
group number.
5.2
Prepare the six PCR reactions according 
to the table below and mix by pipetting 
up and down.
	Nr.
	Master Mix
	DNA

	1
	10 µL PMM
	10 µL –GMO (control)

	2
	10 µL GMM
	10 µL –GMO (control)

	3
	10 µL PMM
	10 µL food sample (T)

	4
	10 µL GMM
	10 µL food sample (T)

	5
	10 µL PMM
	10 µL +GMO (control)

	6
	10 µL GMM
	10 µL +GMO (control)
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	Make sure that your PCR tubes are properly closed.
Keep your samples on ice until PCR.



6.
Carrying out PCR


6.1
Put your 6 PCR samples in the thermo-
cycler according to position plan.

	[image: image8.jpg]



	Pay attention on the position of your samples in the thermocycler to avoid confusion. 



6.2
Carry out PCR according to the 
following 
time/temperature program of the thermo-

cycler:
Initial-denaturation
 94 oC,
2 min. 

40 cycles:

Denaturation

 94 oC,
1 min. 
Primer annealing

 59 oC,
1 min.

Extension


 72 oC,
2 min.

Final extension

 72 oC,
10 min. 

Hold


   4 °C,
 ∞

Step 2: Verify PCR products using gel-

electrophoresis 

Verify the PCR products using agarose- or polyacrylamide gel electrophoresis.
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