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Genomic DNA Extraction

Aim of the Experiment

This protocol uses the phenol-chloroform method to purify genomic DNA
without using commercial kits.

Materials

• Phenol-chloroform (Carl Roth, Germany)

• Chloroform (Carl Roth, Germany)

• nuclease-free H2O (nf H2O, Sigma Aldrich, Germany)

• Ethanol 100% and 70% (Carl Roth, Germany)

• TE buffer (AppliChem, Germany)

• Sodium dodecyl sulfate (SDS, Carl Roth, Germany)

• Proteinase K (NEB, Germany)

• Phase-Lock-Eppis (VWR life sciences, Germany)

• Concentrator (Amicon Ultra 30K, Sigma Aldrich, Germany)

• Nanodrop photometer (Implen, Germany)

• Lysis buffer (as in Table 1)

Table 1: Lysis Buffer

Concentration Chemicals

9,34 ml TE buffer
600 µl 10% SDS
60 µl Proteinase K

Procedure

1. Transfer 1.5 ml of an overnight culture and pellet by centrifugation at
16000 g for 1 min.
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2. Discard the supernatant

3. Resuspend in 600 µl lysis buffer and vortex to completely resuspend
the cells.

4. Incubate 1 h at 37 ◦C.

5. Centrifuge a 2 ml Phase Lock Eppi for 5 min at max g.

6. Add the sample to the Phase Lock Eppi

7. Add an equal volume of Phenol/Chloroform to the lysis mix and trans-
fer to a 2 ml Phase Lock Eppi.

8. Centrifuge for 5 min at max g.

9. Add equal volume of chloroform.

10. Centrifuge 1 min at max g.

11. Carefully transfer the supernatant into a fresh 1.5 ml Eppendorf tube.

12. Add 2.5 volumes of pure ethanol.

13. Incubate at -80 ◦C for 1 h.

14. Centrifuge at max speed for 15 min. You should see a transparent
DNA pellet.

15. Discard supernatant and add 70 % Ethanol.

16. Centrifuge 2 min at max g.

17. Discard supernatant and dry the pellet, either by air drying or in a
concentrator for 10 min. Dissolve the pellet in nf H2O as soon as the
pellet turns whiteish.

18. Measure the concentration in the Nanodrop photometer.
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