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QRT-PCR of differentially expressed miRNAs and candidate targets
For validation of differentially expressed (DE) miRNAs obtained from Illumina sequencing, 22 miRNAs were randomly selected to perform stem-loop qRT-PCR using U6 snRNA as an internal control (Xie et al., 2017). Stem-loop RT primers and miRNA-specific primers (forward) were designed as previously reported by Huang et al. (Huang et al., 2016) (Supplementary Table 1). Root total RNA of each replicate (1 μg) was used to create a reverse transcription pool with the TaqMan® MicroRNA Assay Kit (Takara, Japan) according to the manufacturer’s instructions. qRT-PCR was then performed as described previously (Huang et al., 2016), using the miRNA-specific forward primer and a Universal Reverse Primer (Supplementary Table 1). The cycling conditions were set as follows: 10 min at 95 ℃, followed by 40 cycles of 95 ℃ for 15 s and 60 ℃ for 60 s. 
To monitor the relative abundance of candidate targets, gene-specific forward and reverse primers were designed using Primer Software (PREMIER Biosoft International, U.S.A., version 5.0). The forward and reverse primers were approximately 200 bp up- and down-stream from potential cleavage sites, respectively, producing an expected fragment of approximately 100-300 bp in size (Supplementary Table 2). qRT-PCR reactions were performed on an Mastercycler Ep Realplex System (Eppendorf, Germany), 95 °C for 10 min, 40 cycles at 95 °C for 15 s, 60 °C for 15 s, and 72 °C for 15 s, using actin (AEK97331.1) as an internal control. 
As total RNA was used for reverse transcription, melting curve analysis followed by agarose gel electrophoresis was conducted to determine the purity and fragment size of the amplicons. The relative expression levels of miRNAs and candidate targets were determined by the 2−∆∆Ct method. Results were then analysed by IBM SPSS statistics software (Version 22).
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