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Addendum: DNA Extraction Procedure
DNA has already been extracted from the carbonate chimneys according to a protocol modified from that 
of Barton et al. (2006) and Brazelton et al. (2006) and described in full here: Frozen chimney samples 
were thawed and crushed with a sterile mortar and pestle. Approximately 0.25-0.5 g of chimney material 
is gently mixed into 250 µL of 2x Buffer AE (200 mM Tris, 50 mM EDTA, 300 mM EGTA, 200 mM 
NaCl, pH 8) and 2 µg of poly-dIdC (Sigma) and incubated at 4ºC overnight. Proteinase K (to a final 
concentration of 1.2 mg/mL) and 10 µL of 20% SDS were added to the mixture and incubated at 37ºC for 
30 min. A further 150  µL of SDS was added, followed by two rounds of phenol:chloroform:isoamyl 
alcohol (25:24:1 ratio by volume) extractions. The supernatants from all tubes (36-48 tubes are processed 
in parallel) were carefully pipetted into SnakeSkin dialysis tubing (Pierce) and dialyzed against 20 mM 
EGTA overnight. This large scale dialysis step proved to be very efficient in removing inorganic minerals 
as well as organic contaminants. After dialysis, DNA was precipitated with 0.1 volumes of 3M sodium 
acetate and 1 volume of isopropanol at -20ºC for 2-4 hours. Pellets were collected by centrifugation at 
16,000 g for 20 min at 4ºC and washed once in cold 70% ethanol. Pellets were dried in a vacuum 
centrifuge and resuspended in TE (10 mM Tris, 1 mM EDTA, pH 8).
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