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[bookmark: _GoBack]EMS_3 Method of Transcriptome analysis of NS, LS and HS- K. oxytoca
Bacterial suspension of K. oxytoca under different glucose contentswere collected when optical density of each treatment (NS, LS and HS) reached to 1. After being centrifuged at 4°C and 3000r/min for 10 min, the supernatant was removed and the precipitated bacteria were suspended with RNase free PBS buffer solution. After being centrifuge at 4°C and 3000r/min for 10 min again, the precipitated bacteria was transferred to liquid nitrogen or stored at -80°C for transcriptome analysis. Each experiment was repeated for three times. 
Total RNA of all K. oxytoca samples were extracted with TRIzol reagent (Invitrogen,
Carlsbad, CA, United States) according to the manufacturer’s
instructions. The total RNA quantity and purity were determined by using a Bioanalyzer 2100 and RNA 6000 Nano LabChip Kit (Agilent, CA, USA) with RIN number > 7.0. For all the K. oxytoca samples, mRNA was purified from 10 g of total RNA through removing rRNA with rRNA probes. Following purification, the mRNA was fragmented into short pieces and reverse-transcribed to create a cDNA library using the TruSeq HiSeq 4000 PE 150 Cluster Kit (Illumina, San Diego, CA, USA) according to the manufacturer’sinstructions. The library quality was assessed on the Agilent Bioanalyzer 2100 system. The average insert size for the paired-end libraries was about 150 bp. Paired-end sequencing was subsequently performed on an Illumina HiSeq 4000 platform by Igencode Technology (Beijing, China). The raw sequence data reported in this paper have been deposited in the Genome Sequence Archive (Genomics, Proteomics & Bioinformatics 2017) in National Genomics Data Center (Nucleic Acids Res 2020), Beijing Institute of Genomics (China National Center for Bioinformation), Chinese Academy of Sciences, under accession number CRA007590 that are publicly accessible at https://bigd.big.ac.cn/gsa..
[bookmark: OLE_LINK110]After removal of low-quality reads containing primer/adaptor sequences, N base and low quality reads using SeqClean, high-quality clean data were used to calculate Q20, Q30 and GC content in each sample. This process initially removes a portion of the reads, based on the quality information accompanying each read, and then maps the reads to the reference genome (K. oxytoca strain 4928STDY7071151) using Bowtie 2-2.2.3 (http://bowtie-bio.sourceforge.net/bowtie2/manual.shtml). 
The mapped reads of each sample were assembled using StringTie and then merged to reconstruct a comprehensive transcriptome using Perl scripts. After the ﬁnal transcriptome was generated, StringTie was used to estimate the expression level for mRNAs by calculating the Fragments per Kilobase Million (FPKM). The differentially expressed genes (DEGs) for the three K. oxytoca treatments were selected with the log2 |fold change| > 1 and False Discovery Rate (FDR) < 0.05. This analysis was carried out using the R software package. The annotation of the differential expression of genes in the four strains was performed by searching the GenBank database with the BLASTX algorithm (BLAST = Basic Local Alignment Search Tool) (http://www.ncbi.nlm.nih.gov/). KEGG (Kyoto Encyclopedia of Genes and Genomes) (http://www.genome.jp/kegg/) annotations of the DEGs were determined using BLAST software.

