Transcriptomic analysis
1.1.1 Transcriptome sequencing and quality control
Total RNA was extracted from sorghum leaves using an RNA Prepurification Plant Kit (DP411; Tiangen, Beijing, China). Three biological replicates were arranged for per treatment. The purity and concentration of the RNA were determined using a NanoDrop 2000 spectrophotometer. RNA integrity was accurately detected using an Agilent 2100 LabChip GX. Sequencing libraries were constructed using Illumina's RNA-seq Library Preparation Kit (VAHTS® Universal V6, NEB, MA, USA). Sequenced library rows were identified using a Qsep400 analyzer, qualified libraries were sequenced on an Illumina platform (NovaSeq 6000; Illumina, CA, USA). 
1.1.2 Analysis of transcriptome data
The clean data filtered out of low-quality reads using the FASTX toolkit (v 0.0.14) were mapped to the reference genome (Sorghum_bicolor L. v3.1.1.genome.fa.). Clean Reads were quickly and accurately compared to the reference genome using HISAT2 software. The FPKM (Fragments Per Kilobase of transcript per million fragments mapped) was selected to characterize the gene expression levels. Differentially expressed genes (DEGs) were identified by DESeq2 (v 1.24.0) with the false discovery rate (FDR) < 0.05 and log2 |fold-change| ≥ 1. Gene function annotation was performed using the following databases: the NCBI Official Protein Database (NR), Swiss-Prot, Clusters of Orthologous Groups of Proteins (COG), euKaryotic Ortholog Groups (KOG), Kyoto Encyclopedia of Genes and Genomes (KEGG), Gene Ontology (GO), Pfam, and eggNOG. 
1.1.3 Quantitative real-time PCR (qRT–PCR) validation of DEGs
Nine DEGs were selected for validation based on the transcriptome data. Primers (Table S1) were designed using Primer 6.0. The RNA from each sample was reverse transcribed into cDNA using the cDNA First Strand Synthesis Kit, referring to the Novus HiScript II Q RT SuperMix for qPCR (+gDNA wiper) kit. The total reaction system was 20 μL. The qRT-PCR reaction was performed as following procedure: pre-denaturation at 95 ℃ (3 min), denaturation at 95 ℃ (5 s), annealing at 50–60 ℃ (10 s), extension program at 72 °C (15 s). Forty cycles were performed, with three replicates per sample. The 2-ΔΔCt method was selected to calculate the relative expression level.


