Step 2.2: Verification of PCR-Products by Polyacrylamide Gel Electrophoresis (PAGE)



1.
Preparation of Polyacrylamide Gels


Wear gloves while handling the gels!

1.1 Open the gel packages and take out the gel cassette.
1.2 Pull off the plastic strip covering the bottom front of the gel, as indicated on the gel cassette.
2. 
Preparation of Electrophoresis Chamber

2.1 Place one gel cassette on each side of the electrode assembly, with the short plates facing inside. 

2.2 Open the gates on the front of the clamping frame. 
Hold the two gel cassettes against the electrode assembly and slide the electrode assembly into the clamping frame.
Press down on the outer edge of the electrode assembly, not the gel cassettes, while closing the gates of the clamping frame.
2.3 Place the assembled clamping frame containing the gels into the gel box tank.
2.4 Remove the comb from the gels.
3.
Filling the Chamber with Buffer

3.1
Completely fill the inner chamber between the two gel cassettes with TBE electrophoresis buffer (~ 140 mL, 1x concentrated).
Check for leaks!
3.2 If inner chamber doesn`t leak fill the outer chamber with approximately 200 mL of TBE electrophoresis buffer.
4.
Sample Preparation for PAGE
4.1
Once the cycler has finished the program 
take out your 6 PCR tubes.
4.2
Place your PCR tubes back in the adapter 
tubes and if necessary, briefly centrifuge the 
tubes (short spin).
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4.3
Pipette 10 µL Orange G Loading dye (LD) in 

each of the 6 PCR tubes and mix by 
pipetting up and down.
5.
Sample Loading

Load the wells from left to right:
	Lane
	Sample

	1
	12 µL molecular weight ruler (MWR)

	2
	20 µL –GMO control + PMM

	3
	20 µL –GMO control + GMM

	4
	20 µL test food sample (T) + PMM

	5
	20 µL test food sample (T) + GMM

	6
	20 µL +GMO DNA + PMM

	7
	20 µL +GMO DNA + GMM


6.
 Running the Electrophoresis
6.1
After loading, close the electrophoresis chamber 
and run the polyacrylamide gels at 200 V for 
approximately 30 minutes.
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6.2
Turn off the power 
supply when the red 
dye reaches 2 cm from the bottom of the gel. It is acceptable for the orange dye front to 
migrate out of the gel.
7.
Preparation for Gel Staining

7.1 Remove the lid and take out the clamping frame together with the electrode assembly.
7.2 Pour out the running buffer from the electrode assembly. (Buffer can be used again!) 
Wear gloves while handling the gel cassettes!
7.3 Open the gates and remove the gel cassettes.
7.4 Cut the tape along the sides of the gel cassette
and remove the shorter plate using a spatula.
7.5 Transfer the plate including the gel into a tray containing 70 mL H2Odist.
7.6 Remove the gel from the plate using a spatula.
7.7 Decant the water and stain the gel with 70 mL staining solution! 
Bands will start to appear after 10 minutes and staining will be completed after 1 hour.
8. 
Evaluate the gel

8.1  Identify the DNA fragments by comparing the 
bands with the molecular weight ruler (MWR)



containing the following DNA fragments:


1000 bp, 700 bp, 500 bp, 200 bp, 100 bp.

8.2 Does your examined food (T) contain 



any genetic engineered modifications?

