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[bookmark: h.30j0zll]DNA extraction [Dataset A1, A2, A3, B1]
Genomic DNA was extracted from the samples using the PowerMag® Soil DNA Isolation Kit Optimized for epMotion® (MO-BIO Laboratories, Inc., Carlsberg, CA, US), using the epMotion® robotic platform model (Eppendorf). The following alterations were made to the the manufacturer’s protocol: 150 µl of the samples were added to the 96-well bead plate, containing 750 µl bead/RNase A Solution and 60 µl lysis solution. Centrifugation steps were performed at 3220xRCF for 9 minutes. Removal of enzymatic inhibitors and DNA purification was performed as described by the manufacturer. Finally, the DNA was eluted with 100 µl Tris buffer (10mM, pH 7.5). DNA concentrations were determined using the Quant-iTTM PicoGreen® quantification system (Life Technologies, CA, US). Extracted DNA was stored at -20°C.
[bookmark: h.1fob9te]16S amplicon sequencing [Dataset A1, A2, A3, B1]
The 16S rDNA amplification procedure was divided into two PCR steps. In the first PCR reaction, the hypervariable V4 region of the 16S rRNA gene was amplified using the broad range primers 515F (5’-GTGCCAGCMGCCGCGGTAA-3’) and 806R modified from Sundberg et al. (5’-GGACTACHVGGGTWTCTAAT-3’)[1–3]. Amplification was performed in 96-well microtiter plates with a reaction mixture consisting of 1X AccuPrime PCR Buffer II, 0.6 U AccuPrime Taq DNA Polymerase (Invitrogen, Life technologies, CA, US), 0.5 µM primer 515F, 0.5 µM primer 806R, and 2.0 µl template DNA, giving a total volume of 20.0 µl per sample. Reactions were run in a 2720 thermal cycler (Applied Biosystems®, Life Technologies, CA, US) according to the following cycling program: 2 minutes of denaturation at 94°C, followed by 30 cycles of 20 seconds at 94°C (denaturing), 30 seconds at 56°C (annealing) and 40 seconds at 68°C (elongation), with a final extension at 68°C for 5 minutes. For each plate, a negative template-free control and a positive control containing 2.0 µl DNA from a known bacterial mock community (1.0 ng/µl; HM-782D, BEI Resources, VA, US) were included. The PCR products were quantified using the Quant-iT PicoGreen quantification system (Life Technologies, CA, US) and samples with a concentration above 6.0 ng/µl were diluted to approximately 3.0-6.0 ng/µl prior to further analysis.
Sequencing primers and adaptors were added to the amplicon products in the second PCR step as follows: 2.0 µl of the diluted amplicons were mixed with a reaction solution consisting of 1X AccuPrime PCR Buffer II, 0.6U AccuPrime Taq DNA Polymerase (Invitrogen, Life technologies, CA, US) and 0.5 µM fusion forward (10.0 µM) and 0.5 µM fusion reverse primer (total volume: 20 µl). The PCR was run according to the cycling program above, except with a reduced cycling number of 15. The amplification products were purified with Agencourt AMPure XP Beads (Beckman Coulter Genomics, MA, US) according to the manufacturer’s specifications and using 0.7X volume beads, and was quantified as described above. Equimolar amounts of the amplification products were pooled together in a single tube. The pooled DNA samples were concentrated using the DNA Clean & Concentrator TM-5 Kit (Zymo Research, Irvine, CA, US) according to the manufacturer’s instructions. The concentration of the pooled libraries was determined using the Quant-iT™ High-Sensitivity DNA Assay Kit (Life Technologies) following the specifications of the manufacturer. Amplicon sequencing was performed on the Illumina MiSeq Desktop Sequencer (Illumina Inc., CA, US). For each run, a 1.0%-5% PhiX internal control was included. All reagents used were from the MiSeq Reagent Kit v2 (Illumina Inc., CA, US). Automated cluster generation and 250 paired-end sequencing with dual-index reads were performed. The sequencing output was generated as demultiplexed FASTQ-files for downstream analysis. Up to 192 samples were sequenced per run.
[bookmark: h.3znysh7]Bioinformatics [Dataset A1, A2, A3, B1]
[bookmark: h.2et92p0][bookmark: _GoBack]FASTQ files demultiplexed by the MiSeq Controller Software was trimmed for diversity spacers using biopieces [4]. Read pairs were mated using USEARCH v7.0.1090 [5] and quality-filtered using USEARCH -maxee 0.5 to remove reads with expected errors higher than 0.5. UPARSE [6] was used for OTU clustering as recommended, in particular removing singletons after dereplication. Chimera checking was performed with USEARCH against the gold database [7].  Representative sequences of each OTU were classified using Mothur v.1.25.0 wang() function [8] at 0.8 confidence threshold. Qiime wrappers for PyNAST [9], FastTree[10], and filter_alignment.py [11] were used to construct a phylogenetic tree. Alignments were built against the 2011 version of Greengenes [12] and filtered using --allowed_gap_frac 0.999999 and --threshold 3.0, the QIIME defaults
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