Rules to use the DNA solution buffer

This is a confidential information. You got the DNA solution under the auspices of the Econogene project and only to use it for this project. 

The DNA solution has different components: anticoagulant, anti-fungicide and anti-bacterial. This buffer preserves also the cell in that way that this does not brake and so DNA is kept in the nucleus where it stays stable for years. 

For those who have Venoject tubes with buffer:

The vacuum tubes some of you took with them in the last meeting have a capacity of 10 ml and contain 2 ml of the DNA solution. As these tubes have been prepared at our lab, they have been picked already twice (once for introducing the buffer and once to redo the vacuum) so be aware that they are more fragile than those you buy manufactured: the vacuum will not last so long and I recommend to keep them refrigerated until you go out for sampling. 

For those who took bottles of DNA solution:

I recommend you to do the following:

1. take the sample by veno-puncture with an EMPTY 10 ml Venoject or Vacutainer tube (red rubber). 

2. Stop taking the sample when volume equals aprox. 7 ml

3. IMMEDIATELY add 2 ml of DNA solution with a syringe

4. Mix by inverting the tube gently

5. Write the ID number of the individual

The bottle of DNA solution can be kept for years without loosing its properties. Keep it in a dry and temperature stable room. 

The blood samples mixed with DNA solution should be kept at 4-6ºC that is a fridge temperature. NEVER FREEZE the sample. 

You can also keep it at room temperature avoiding temperatures above 30ºC or direct sun on them but I recommend this only if you will use it quite soon and are not interested in keeping it. 

You will see that with time, blood which is highly red turns very dark: this is not a problem, the samples only suffers an oxidation but this does not affect our cells nor the DNA.

You will see that with time, the cells will be at the bottom of the tube and the rest of the volume will be a reddish transparent liquid. This is not a problem, if you have mixed gently by inverting the tube several times when sampling.

When you have to extract DNA you have to do the following:

1. Take out the tube you want to DNA extract from the fridge the day before and leave it at room temperature.

2. Next day, mix gently the tube by inverting it to homogenize the content. 

3. Take a sample of the mixed solution by opening the rubber end

4. Store the tube again at 4-6ºC

To extract DNA, you have two choices:

1. Take 100 (l of the mixed solution and proceed with an alcaline lysis (see Annex I for protocol). You then should use it in the same day preferably.

2. Take 2-4 ml of the mixed solution and proceed with your standard extraction protocol but following first the steps you will find in Annex II.

Annex I - Alcaline lysis

1. Take 15-20 (l blood + DNA solution

2. Incubate at room temperature 2-5 minutes with 500 (l ddH2O.

3. Centrifuge at 13.000 rpm 3 min and discard supernatant

4. Repeat 2 twice or three times untill you get a clear and clean pellet

5. Lyse by adding 25 (l de NaOH 0.2 M to the pellet

6. Incubate 5-10 min at 56ºC

7. Neutralize by adding 25 (l de HCl 0.2 M

8. Add 25 (l de TrisHCl 100 mM pH= 8.5

9. Use 4 (l of this mixture for a final PCR volume of 10 (l

Annex II- DNA extraction protocol 

1. Take the sample of blood + DNA solution 

2. Add the same volume of T10E10 pH= 7,5(TrisClH 10mM, EDTA 10mM), vortex and centrifuge at 10.000g 10'.

3. Discard the supernatant

4. Add the same volume of T10E10 pH=7,5 (TrisClH 10mM, EDTA 10mM).

5. Vortex until the pellet is disgregated and centrifuge. 

6. Discard the supernatant

7. Add 1,8 ml de T10E1 pH= 7,5(TrisClH 10mM, EDTA 1mM), vortex until the pellet is disgregated and centrifuge. 

8. Discard the supernatant.

9. Add  250 ul NDB (for one litre NDB: 35 ml NaCl 3M, 250 ml EDTA 0.1M and H2O up to one litre)

10. Vortex briefly

11. Add 12,5 ul de SDS 10%

12. Add 10 ul Proteinase K (10 mg/ml)

13. Mix gently

14. Incubate at 37º C for two hours

15. Add 10 ul Proteinase K (10 mg/ml)

16. Mix gently

17. Incubate at 37º C for two hours or o/n

18. Add 400 ul de Phenol-Chloroform-isoamil (25:24:1)

19. Vortex 30 sec

20. Centrifuge 10' a 10.000 g

21.  Take the supernatant and drop it in a new tube

22. Add 200 ul de T10E1 over the interphase of the old tube and transfer after  vortexing and centrifugation to the new  tube

23. Add 400 ul phenol-chloroforme isoamil, vortex and centrifuge

24. Transfer supernatant to a new tube 

25. Add 400 ul chloroforme, vortex and centrifuge 

26. Transfer the supernatant to a new tube 

27. Add 40 ul NaAc 3M (pH 5,2)

28. Add 880 ul ethanol 100% at -20ºC

29. Mix gently and stock at -20ºC (1-2h)

30. Take the DNA pellet gently with a pipette tip and wash with ethanol 70%

31. Let dry the pellet on the wall of a new tube 

32. Add 200 or more ul de T10E1 depending on the size of the DNA pellet 

