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16S rRNA gene library preparation and next generation sequencing
Bacterial profiles of the stool specimens were analyzed with 16S rRNA gene sequencing. Variable region V4 of the bacterial 16S rRNA gene was amplified using KAPA HiFi PCR kit (KAPA Biosystems, Wilmington, MA, USA) and in-house generated indexed primers modified from Kozich et al. 2013.1 The forward and reverse primer sequences were 5’-AATGATACGGCGACCACCGAGATCTACAC -i5- TATGGTAATT-GT-GTGCCAGCMGCCGCGGTAA-3’ and 5’-CAAGCAGAAGACGGCATACGAGAT -i7- AGTCAGTCAG-GC-GGACTACHVGGGTWTCTAAT-3’, respectively, where i5 and i7 represent the sample-specific index sequences. PCR reactions included 0.3 μM of the primers, 0.3 mM of dNTPs, 0.5 U of polymerase enzyme, and 50 ng of the DNA template. The PCR program with T100 Thermal Cycler (Bio-Rad Laboratories, Inc., Hercules, CA, USA) consisted of an initial denaturation at 98°C for 4 minutes, 35 cycles at 98ºC for 20 seconds, 65ºC for 20 seconds and 72ºC for 35 seconds, and a final elongation step at 72ºC for 10 minutes. The PCR products were purified with Agencourt AMPure XP Magnetic beads (Beckman Coulter, Inc., Brea, CA, USA) on a DynaMag™-96 magnenic plate (Life Technologies). The purified PCR products were quality controlled with TapeStation (Agilent Technologies, Inc., Santa Clara, CA, USA), and the final DNA concentrations of the products were measured with Qubit 2.0 fluorometer (Life Technologies). The purified 16S rRNA gene libraries were mixed in equal molar concentrations to generate a 4 nM library pool. The pool was denatured,2 diluted into a final concentration of 4 pM and spiked with 25% denatured PhiX control (Illumina, Inc., San Diego, CA, USA) for sequencing. The 16S rRNA gene libraries were sequenced with 2 × 250 bp paired-end reads on the MiSeq systems (Illumina, Inc.), using MiSeq v3 reagent kits (Illumina, Inc.).
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