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Methods used to generate Figures 1A and 1B.

1. Phylogenetic analysis

Nucleotide sequences retrieved from GenBank (Supplemental Table S51), were aligned using
MAFFT v7 [1], and had poorly aligned regions removed with trimAl v1.4.1 [2]. The final
alignment was then submitted to Modeltest-NG [3] for best substitution model selection and the
maximum likelihood tree was reconstructed using PhyML v3.3 [4] with 1,000 bootstrap
replications.

2. Admixture analysis

INlumina sequence reads from 31 different isolates of C. hominis from different gp60 subtypes
(Supplemental Table S2) were aligned against the C. parvum IOWA-ATCC reference genome
sequence using BWA-MEM v(0.7.17 [5], the bam files were parsed to select uniquely mapped
reads and to mark duplicates and remove redundancy using PICARD v2.21.6 [6] and then
submitted to a variant call analysis using GATK v3.8 Haplotypecaller [7]. These results were then
filtered by mapping quality > 40 and depth coverage >10. Because mixed infections exist and to
avoid their impact in the analysis, we restricted the analysis to biallelic sites. The individual VCF
files were combined into one GVCF file using the GATK tools CombineGVCF and
GenotypeGVCE. To ensure all downstream analysis contained only single-nucleotide
polymorphisms, all indels were removed from the analysis using VCFtools v0.1.15 [8], and then
converted to the binary BED format using PLINK v1.9 [9]. The software tool ADMXITURE v1.3.0
[10] was then used to estimate the maximum likelihood of individual ancestries. The cross-
validation error flag (—cv) was used to calculate the statistical likelihood of each K-value.
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