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Qiagen DNeasy Blood and Tissue Kit Protocol
“Cultured Cells”, FRS 002 Purification 
Lysis
1. Pipette 1ml (1000ul) vortexed/well shaken broth into 1.5ml tube
The first centrifuge is to condense the bacterial cells into a pellet.
2. Centrifuge, remove supernatant (the liquid on the top)
We pipet out the nutrient broth. 
3. Pipette 200ul PBS into pellet
4. Pipette 20ul Proteinase K into working tube
[bookmark: _GoBack]Proteinase K is added to lyse the cells, or to break them open and release the contents

5. Pipette 200ul of AL buffer into working tube
The buffers added during this step are to provide conditions (pH, salts) to maximize enzyme activity. 
6. Vortex well
7. Put tube in the incubator (56C) for 10 minutes
The incubation step is performed at the optimal temperature for the enzyme to work. 

Precipitate
8. Add 200ul EtOH to the tube
9. Vortex
Ethanol is added to precipitate the DNA molecules. The way this works is that normally, the negatively charged phosphate backbone of DNA is shielded by the water molecules. Note that the buffer solution also contains positive ions such as sodium. Adding ethanol disrupts the charge shielding, allowing the positive ions to bind both to the negative phosphate backbone and to the negatively charged silica column. Silica is what’s in the spin column. 

Stick to the membrane
10. Put the mixture into a spin column 
11. Centrifuge 1 min at 8000rpm
The centrifugation step after adding ethanol passes the solution through the column and allows the DNA to stick to the column. 
12. Discard collection tube and liquid
Wash part 1
13. Pipette 500ul Buffer AW1 into spin column
14. Centrifuge 1 min at 8000rpm
15. Discard collection tube and liquid

Wash part 2
16. Pipette 500ul Buffer AW2 into spin column
17. Centrifuge 3 min at 14,000rpm
18. Discard collection tube and liquid
The washes wash away any compounds that are not DNA while the DNA still sticks to the column. 

Elute
19. Put spin column on a new 1.5ml centrifuge tube
20. Pipette 200ul Buffer AE into spin column
21. Wait 1 minute 
22. Centrifuge 1 min at 8000rpm
23. Collect the liquid and throw out the spin column
The elution step uses a solution that releases the DNA from the silica column, so that the only compound in the solution that we keep is DNA.

DONE!
