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APPENDIX A: EXTRACTION OF WHOLE-CELL BACTERIAL DNA.

Method:

1.

10.

11.

12.

13.

14.

Inoculate one selected colony in 10 ml liquid broth and incubate overnight at
37°C while shaking continuously.

Aliquot 1 ml into a sterile centrifuge tube and centrifuge at 3000 x g for 10
min.

Remove the supernatant and resuspend the precipitate in 1 ml distilled water.
Centrifuge at 3000 x g for 10 min and remove the supernatant.

Resuspend the pellet in 500 ul SET buffer (75 mM NaCl, 25 mM EDTA, 20
mM Tris pH 7.5).

Add 25 pl of a 20 % SDS solution and 1 pl of lysozyme (50 mg/ml).

Incubate the mixture for 1h at 37°C, then add 220 pul of NaCl (5M).

Add 700 pl chloroform/isoamylalcohol (24:1) and shake the tube vigorously.
Centrifuge at 5000 x g for 10 min, then remove the upper phase and transfer
into a new tube.

Add 700 pl cold isopropanol (-20°C), then gently shake by inversion and let
precipitate for 1h at -20°C.

Centrifuge at 5000 x g for 10 min, then remove the isopropanol, don't touch
the pellet and add 800 ul 70% cold ethanol (-20°C).

Centrifuge at 5000 x g for 5 min, then remove the ethanol and add 800 pl cold
70% ethanol (-20°C) again.

Centrifuge at 5000 x g for 5 min, remove the ethanol, let dry and resuspend
the visible (or not) pellet in 1ml TE buffer (10 mM Tris/HCI, ImM EDTA, pH
7.4).

Store extracted DNA at 4°C until further analysis.
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