Texas 2-city Paper: Materials & Methods (extraction and PCR)
Pooling scheme:

Sample dates were divided up according to a 52-week calendar year starting January 1, 2003, with each Monday to Sunday cycle constituting a full week.  Four randomly chosen dates within each sample week were extracted.  Each date chosen for extraction consisted of one 4mL filter wash from each of the six sampling sites for that city (San Antonio or Austin).  Three 1.8mL sample day pools were made for each date of a sample week by pipetting 0.3mL of each of the six filter washes into three separate 2mL microcentrifuge tubes.  One of each day pool was archived at -20°C and two were extracted for genomic DNA.
Extraction Protocol: (Modification of Miller method AEM 65:4715-4724, 1999)

The pools were centrifuged at 16,000 x g for 25 min and the pellets were resuspended in 200µL Miller Phosphate buffer (100 mM NaH2PO4, pH 8; Miller, et al., 1999, AEM 65:4715-4724).  The two resuspended pellets for each sample date were combined in one 2mL silica bead lysis tube containing 0.9g of silica lysis bead mix (0.3 g of 0.5 mm and 0.6 g of 0.1 mm).  For each lysis tube 300(L buffered SDS (100 mM NaCl, 500 mM Tris pH 8, 10%[wt/vol] SDS) (Miller et al., 1999), and 300(L phenol:chloroform:isoamyl alcohol (25:24:1) were added.  Lysis tubes were inverted and finger flicked three times to mix the buffers before bead mill homogenization with a Bio101 Fast Prep 120 machine at max speed 6.5 for 45 sec.  Following centrifugation at 16,000 x g for 5 min, the aqueous supernatant was removed to a new 2mL tube and frozen for 1 hour to overnight.  An equal volume of chloroform was added to the thawed supernatant prior to vortexing for 5 seconds and centrifugation at 16,000 x g for 3 min. Supernatant was then combined with two volumes of Solution 3 (MoBio Laboratories, Solana Beach, CA).  Genomic DNA from the mixture was isolated on a MoBio spin column, washed with Solution 4 and eluted in 60(L of 1X TE according to the manufacturer’s instructions.  The gDNA was further purified by passage through a Sephacryl S-200 HR spin column (Amersham, Piscataway, NJ, USA).  The gDNA was stored at 4°C.
16s Amplification:

The 16s rDNA was amplified from the gDNA using universal primers 27f.1 (5’ AGRGTTTGATCMTGGCTCAG) and 1492R (5’ GGTTACCTTGTTACGACTT).  Polymerase chain reaction (PCR) was carried out using the TaKaRa Ex Taq system (Takara Bio Inc, Japan) which included 10mM (2.5mM each) deoxynucleoside triphosphates (dNTPs), 10x Ex Taq Buffer (20mM Mg2+ plus), and 5U/(L TaKaRa Ex Taq polymerase.  Each PCR reaction mix contained 1X Ex Taq buffer, 0.8mM total concentration of TaKaRa dNTP mixture, 0.02U/(L TaKaRa Ex Taq, 0.4mg/mL bovine serum albumin (BSA), and 1.0µM of each primer.  PCR conditions were 1 cycle of 3 min at 95°C, followed by 35 cycles of 30 sec at 95°C, 30 sec at 53°C, and 1 min at 72°C, and finishing with 7 min incubation at 72°C.  When the total mass of PCR product for a sample week reached 2µg, all PCR reactions for that week were pooled and concentrated to a volume less than 40(L with a Micron YM100 spin filter (Millipore, Billerica, MA) for microarray analysis.
