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Supplementary Data
Rubber Tree Genome Annotation
	The 7,453 scaffolds from the rubber tree genome were filtered in order to selected scaffolds ≥ 3 kb. A total of 5,418 scaffolds were selected, representing 99.7% of the genome, and annotated using MAKER-P [1]. The ab initio annotation was performed using proteins and transcripts from the (1) H. brasiliensis database, (2) Arabidopsis thaliana (TAIR10) and Manihot esculenta (v6.1) to support the predictions of orthologous genes (Figure 1).
	The database of H. brasiliensis consisted of 39,932 nonredundant and trimmed NCBI ESTs (as of June/2016), and an annotation was generated by cufflinks (ref) using default parameters. The cufflinks annotation was obtained using the following steps. (1) The filtered reads obtained from leaves isolated in this study and bark (SRX371361) were aligned using HiSat2 (default parameters) against the scaffolds ≥ 3 kb. (2) The bark and leaf filtered reads were used to generate de novo and genome-guided assemblies using Trinity with the default parameters. The transcripts obtained in both assemblies were filtered, and transcripts with sizes between 1 to 10 kb were selected because they potentially represented full-length transcripts (Figure 1). The trimmed ESTs were also used for PASA alignment (Figure 1). The PASA annotation file containing the gene structure was used along with the leaf and bark aligned reads and cufflinks software to update the annotation file.
	The cufflinks updated annotation file, the transcripts and proteins from M. esculenta and A. thaliana, and the vector-cleaned ESTs from NCBI were combined to assist the ab initio gene prediction. The software SNAP [2] and Augustus [3] in MAKER-P were chosen to predict genes. The options est2genome, which uses evidence from the rubber tree transcripts, and protein2genome, which searches genes based on protein homology, were also used to improve the predictions. The option to detect alternate splicing events was also enabled.
	A total of 138,605 genes containing 167,749 transcripts/proteins were predicted. The N50 was 2,340 bp. The total gene structures (exons, introns and UTRs) represented 347 Mb from the genome, corresponding to 25% of the total genome that was annotated (Table 2). The transcripts were annotated via BLASTX using the SwissProt/UniProt protein database with an evalue of 1E10-5. In total, 112,455 (67%) transcripts were annotated, of which 52,470 were annotated as transposable elements. The transcripts containing high similarity with transposons were excluded from further analysis. Additionally, transcripts ≤ 100 bp were also excluded. Of a total of 114,338 transcripts, 59,985 were annotated with the SwissProt/UniProt database and subsequently used to assist the assembly of the comprehensive transcriptome.
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Figure 1. Workflow used for rubber tree genome annotation.
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