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Figure S1: Flowchart of RHS sequences identification and quality validation. RHS Transcripts
from T. cruzi (CLBrener strain) were obtained using rps-BLAST against NCBI Conserved Domain
Database (CDD). Only transcripts presenting RHS domain architecture recovered with E-value less
than 1e-5 were considered for further analysis. Sequences marked as pseudo-genes (displaying
internal stop codons) were not included in phylogeny and recombination analysis, while partial
sequences were also excluded from recombination analysis. Selected transcripts from T. cruzi
(CLBrener strain) were used as query to drive tBLASTn searches against ORFs obtained from non
annotated draft genomes. Retrieved ORFs were curated for RHS domain using rps-BLAST and CDD.
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Figure S2. Integrity and purity of RHS recombinant protein. Samples containing different
dilutions of the purified RHS protein were separated by SDS-PAGE (10%) and stained
with Coomassie blue. MK, BenchMark Protein Ladder.
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Figure S3: Distribution of RHS sequences across the chromosomes of clone CLB of T.
cruzi. RHS sequences were mapped on both haplotypes (S, Esmeraldo like and P, Non-
Esmeraldo like) on each in silico chromosome of CLB reference genome (Weatherly et
al., 2009). The chromosomes of CLB are numbered from 1 to 41, from the smallest
TcChrl (0.77 Mb) to the largest TcChr4l (2.37 Mb), and they are represented to scale.
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Figure S4: Proportion of total RHS length in each chromosome of clone CLB. The
proportion was estimated summing the length (bp) of RHS genes and pseudogenes
and dividing by the chromosome size. The haplotypes S and P are denoted by blue
and red, respectively. Proportion is on the Y axis.
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Figure S5: Phylogeny and classification of transcribed RHS sequences of clone CLB.
The results are shown in the format rooted in the midpoint. Sequences are indicated by

their access number in the TriTrypDB.
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