GEL ELECTROPHORESIS OF PCR PRODUCTS

The gel electrophoresis kit to be used is Mupid-2, which operated at 110V power supply.  A transformer is required to step down the electricity from 220V to 110V.

Buffer used is 0.5 X TAE or 0.5 X TBE

1. Preparation of 50X TAE stock buffer

242 g of Tris-base

57.1 ml glacial acetic acid

100 ml 0.5 M EDTA

pH 8.0

Dilute the stock solution to 0.5X before use, i.e. add 4 ml of the stock solution to 396 ml of distilled water.

This is enough for 1 run of gel electrophoresis.

2. Preparation of agarose gel

1.4% of agarose gel is used.

Weigh 0.35 g of agarose and dissolve in 25 ml of 0.5 x TAE buffer using microwave oven.

Cool the agarose to below 700C before pouring into the gel tray. After pouring, place the well comb in position.  Allow the agarose to set. The gel should set at below 400C. 
3. Loading of DNA test samples into wells of gel and running of the gel electrophoresis
In a microfuge tube, add 3 ul of gel loading buffer (dye) and use all the PCR product. Then, mix well gently. (If you want to keep some DNA, you can load about 10 µL of the PCR product, and substitute the balance with water.  The well can take about 20-30µL of sample.)
Remove the comb carefully. Be careful not to damage the wells.

Place the gel tray in the electrophoresis tank and fill the tank with 0.5 x TAE buffer until gel is covered with the buffer.
Carefully, load the dyed sample prepared above into the well using a micro-pipette. Leave the first well for the DNA marker or molecular ladder.
Load the first well with 100 bp marker or 1 kb marker. Then load the negative and positive controls.
Plug in the power supply. Select the 100 V output. Make sure the direction of the electricity (-ve to +ve) is correct before switching on (follow the arrow sign).

Run the gel for 40-45 mins or until the blue dye reaches the 3rd row from the positive end of the tank. Switch off the power before removing the gel to avoid getting an electric shock.
Separate the gel from the tray.

Stain the gel with ethidium bromide solution (0.5 µl/ml of molecular grade water) in a plastic container for 2 min.

Be careful, always wear rubber glove. Ethidium bromide is mutagenic.

Pour the ethidium bromide back into the dark bottle used for storage.  It can be re-used.
Destain the gel under running tap water a few seconds to wash away the background stain.

Soak in water before viewing under UV trans-illuminator.  If necessary, photograph the gel using the Polaroid MP4 camera.
The Huanglongbing positive sample should produce a DNA band that is corresponding to 226bp and at the same position as the positive control.

Gel –loading buffer:

0.25% bromophenol blue

0.25% xylene cyanol FF (can be omitted)

30% glycerol in water

Stored at 4ºC

