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A. Cell Lysis

Cells grown in monolayer

1. Wash cells in PBS and trypsinise them
2. Centrifuge at 1500 rpm for 3-5 minutes and discard medium
3. DO NOT Wash cell pellet in PBS

4. Resuspend cells in 200 μl resuspension solution

5. Optional: Add 20 μl RNase. Mix & incubate at room temperature for 2 minutes
6. Add 20 μl Proteinase K & 200 μl lysis solution to cell suspension. Vortex or pipet to mix.

7. Incubate at 70ºC for 10 min. Proceed to Section B
Cells grown in suspension

1) Pellet cells by centrifugation at 1500 rpm for 3-5 minutes

2) DO NOT Wash cell pellet in PBS

3) Resuspend cells in 200 μl resuspension solution

4) Optional: Add 20 μl RNase. Mix & incubate at room temperature for 2 min

5) Add 20 μl Proteinase K & 200 μl lysis solution to cell suspension. Vortex or pipet to mix.

6) Incubate at 70ºC for 10 min. Proceed to Section B
B. Column Wash and Elution

1. Add 200 μl ethanol to the above cell lysate, vortex gently or invert several times to mix 

2. Transfer lysate to binding column (≤ 700 L; if you have more than 700 L of lysate transfer the balance of lysate to column after the next spin step ≤ 700 L)

3. Spin 6500 RPM for 1 minute

(Note: Check ethanol has been added to the Wash Concentrate before first use)

4. Transfer column to new collection tube. Add 500 μl of wash Solution to column

5. Spin at 6500 RPM for 1 minute

6. Transfer column to new collection tube. Add second 500 μl Wash Solution to column

7. Spin at 13000 RPM for 3 minutes to dry column

8. Transfer column to a new collection tube

9. Add 50μL-200μl Elution Solution (or RNAse/DNAse-free H20 and spin at 13000 RPM for 1 minute)
10. Store sample at -20((C, avoid freeze thawing, keep on ice at all times when on the bench

C. Quantification of DNA

1) Turn on spectrophotometer and select >Concentration >Nucleic Acids >DNA.  U.V lamp will light, allow to ‘warm up’ for 10 minutes

2) Make a 1:50 dilution of your DNA in 50μl RNAse/DNAse-free H20

3) Blank spectrophotometer using 50μl RNAse/DNAse-free H20

4) Make a note of absorbance’s at 260nm and 280nm and the concentration (μg/mL), press down key and make a note of the ratio2
5) Calculate concentration of DNA in μg/mL by multiplying the OD by 503 followed by 50 (dilution factor) i.e. a total of 2500
Notes:
1. Using Sigma Genelute Mammalian Genomic DNA Kit (G1N10)
2. Clean DNA has an A260/A280 ratio between 1.8 and 2.0
3. O.D. of 1 is equivalent to 50 μg/mL at A260
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