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Purified DNA (50 μg) was used as amplification template for each sample. F515/R907 was 

used as bacterial primer to amplify the V4-V5 hypervariable region of the bacterial 16S rRNA 
gene fragments [28], and ITS1F/ITS2R was used as fungal primer to amplify the ITS1 
hypervariable region of fungal ITS gene fragments [29] at the Illumina MiSeq platform in 
Majorbio (Shanghai, China) [30]. PCR was performed in a 50 μL reaction mixture consisting of 
each dNTP at a concentration of 200 μM, forward and reverse primers at a concentration of 0.4 
μM and 2 U Taq DNA polymerase. Cycling was performed under the following operating 
conditions: denaturation at 94 °C for 45 s, 35 cycles of annealing at 55 °C for 45 s, extension at 72 
°C for 45 s and an elongation step at 72 °C for 10 min. Further, we used PCR negative controls 
without adding DNA templates to check for contamination. The agarose gel DNA purification 
kit (TaKaRa, Japan) was used to purify the three reaction mixtures from each sample. Finally, we 
pooled the PCR product (10 pg) in equimolar quantity to sequence each sample. Sequencing was 
then performed at the Illumina MiSeq platform. 
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