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Equipment:

· Beaker 250 ml

· Cylinder (50 ml)
· Mortars and pestles
· Spatula

· Test tubes

· Funnel

· Pasteur pipettes with a curved tip

· Plastic vials of 1.5 ml

· Micropipette (10-100 µl)

· Plastic tips

· Electrophoresis chamber

· Power supply

· Plastic container for the staining

· Nitrile gloves

Reagents:

- 4 g of fresh microbial mats or 2 frozen strawberries

- 25 ml of cold distilled water

- A pinch of salt (sodium chloride)

- 15 ml of liquid soap (“Axion”)

- 0.1 g of papaine (crude powder Sigma P3375)

- 20 ml of cold ethanol

- Agarose

- Fast Blast reagent from BIORAD

- Loading buffer (Promega xx)
- Trizma boric acid EDTA (TBE buffer)
Preliminary step:

Cool down water and ethanol in refrigerator for about 20 minutes 

PROTOCOL:

DNA extraction

1. Crush 4 grams of microbial mats or 2 strawberries in a mortar with help of a pestle
2. Transfer the crushed material (microbial mats or strawberries) into the beaker (250 ml)

3. Add 25 ml of cold distilled water and mix gently with the spatula by 3 min.
4. Add a pinch of salt (sodium chloride).

5. Mix with a spatula for about 5 minutes until obtain a homogeneous solution

6. Add 15 ml of liquid soap (“Axion”) and mix for 15 minutes.

7. Add 0.1 g of papaine (crude powder Sigma P3375).

8. Mix for 5 minutes or until obtain a homogeneous solution.

9. Tranfer to a glass tube using a funnel to try to do not touch the wall of the tube. Fill only 1/3 of the glass tube

10. Slowly add cold ethanol through the wall of test tube until 90% of their capacity and maintain in a slant position the tube.

11. Wait until the white-yellow filaments are going up or floating.

12. With a Pasteur pipettes with a curved tip take the filaments and air dry for 5 min. 

13. Transfer the dried filaments into the plastic 1.5 ml vial, containing 50µl of loading buffer.

14. Incubate for about 30 minutes at room temperature
Electrophoresis (visualization of DNA)

15. Using a microwave, dissolve 0.8 g of agarose in 80ml of TBE buffer

16. Pouring the melted agarose in the tray with the combs

17. Wait until gelification
18. Load the sample in the well

19. Run for 30 minutes at 100Volts

20. Take out the gel and transfer to the plastic container

21. Add 500 ml of Fast Blast solution 100X

22. Incubate in a dark for 5 minutes

23. Take out the gel and transfer to another plastic container with tap water

24. Shake gently for about 5 minutes, discard the water and repeat the step 23.

25. After 5 minutes the DNA bands will appear

26. Dry the gel and take a picture. 

