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WORKFLOW: SEQUENCING DATA FILTERING AND SNP CALLING

195 samples

RAW READS

READS TRIMMING
« Removed adapter sequences
* Filtered low-quality bases

O CONTAMINATIONS CHECK
181 samples
L Removed isolates where Cryptosporidium spp.
was not detected

MAPPING AND VARIANT CALLING

169 sgmples
) Removed isolates with a mean read depth < 20X

MULTIPLICITY OF INFECTION
ESTIMATION

Removed isolates from mixed infections

GENOME ASSEMBLY

Removed isolates with genome size < 8Mbp

FINAL VCF FILTERING

150 sgmples

140 salmples

« Purged removed isolates
+ Removed multiallelic SNPs

Figure S1. Workflow for data filtering and SNP calling. The figure outlines the
sequential steps employed in data processing to derive the ultimate refined dataset
used for the downstream analysis. The left side of the diagram enumerates the count
of samples at each filtering step, underscoring the progressive refinement of the
dataset (note that the reference genome is not counted). Supplementary Table 1
provides additional details about the specific samples excluded during the various
filtering steps.
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Figure S2. Estimating the presence of mixed infections. A) Isolate representing an
infection with a single parasite population (FIN22), whereas B) shows an isolate
representing an infection with more than one parasite population (EG44409). The
latter isolate was excluded from all downstream analyses.
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Figure S3. SNP density along the chromosomes. Number of SNPs in non-overlapping
windows of 1 kb across each chromosome. Regions with higher density of SNPs are
coloured in dark red.



Cryptosporidium hominis TU502 Tree scale: 0.0001
P

China/Egypt
Lineage o ——>%° EGa4493
EG43713
= L Tl ey,
100 EG34902
CN24721

% 5 CN12405
57 ICN24716
CN:

98

1T-C392

7

93

Weste
Lineage

100
IT-C385
97 IT-C390
100 UKP134
Cp26

100

DK8

Figure S4. Maximum Likelihood (ML) phylogenetic tree inferred on a set of 179 genes.
Cryptosporidium hominis TU502 was used as outgroup to root. The branch length
leading to the outgroup has been shortened for presentation purposes.
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Figure S6. Phylogenetic network generated using SplitTree. The labels are color-coded
according to the Population of each isolate.
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Figure S7. Analysis on SNPs located on chromosome 1: A) ML phylogenetic tree, B)
Splitstree and C) Dxy and Pi.
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Figure S8. SNPs pattern in a 10 kb region of chromosome 1 spanning from position
755,934 to 768,672, highlighting the similarity of SNP distribution in isolates EG3509 and
EG4493 (population 1) with isolates from the other two populations.

14



Population 1 { : EG35909, EG4493
B —

Population2

Population 3 _

Figure S9. SNPs pattern in a 55 kb region of chromosome 1 spanning from position
768,729 to 823,729, highlighting the similarity of SNP distribution in isolates EG3509 and
EG4493 (population 1) with isolates from the other two populations.
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Figure S10. SNPs pattern in a 50 kb region of chromosome 1 spanning from position
824,800 to 874,170, highlighting the similarity of SNP distribution in isolate FIN3
(population 2) with isolates from population 1.
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Figure S11. Analysis on SNPs located on chromosome 2: A) ML phylogenetic tree, B)
Splitstree and C) Dxy and Pi.
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Figure S12. SNPs pattern in a 210 kb region on chromosome 2 spanning from position
384,000 to 594,000, highlighting the similarity of SNP distribution in isolate DK8
(population 3) with isolates from the other two populations.
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Figure S13. Analysis on SNPs located on chromosome 3: A) ML phylogenetic tree, B)
Splitstree and C) Dxy and Pi.
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Figure S14. Analysis on SNPs located on chromosome 4: A) ML phylogenetic tree, B)

Splitstree and C) Dxy and Pi.
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Figure S15. SNPs pattern in the first 8 kb adjacent to the 5’ telomere of chromosome 4,
highlighting the similarity of SNP distribution in isolates Nor1, Slo2, IT-C392 and IT-L38
(population 2), and isolates Slo2 and Slo9 (population 3), with isolates from population 1.
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Figure S16. Analysis on SNPs located on chromosome 5: A) ML phylogenetic tree, B)
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Figure S17. Analysis on SNPs located on chromosome 6: A) ML phylogenetic tree, B)
Splitstree and C) Dxy and Pi.
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Figure S18. SNPs pattern in the first 18 kb adjacent to the 5’ telomere of chromosome 6
highlighting the similarity of SNP distribution in isolate Ger13 (population 3) with isolates

from the other two populations.
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Figure S21. SNPs pattern in a 30 kb region spanning position 210,000 to 240,000 on
chromosome 8, highlighting the similarity of SNP distribution in isolate DK8 (population 3)
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Figure S23. Relatedness network for pairs of isolates identified as having high
proportions of IBD sharing. Each node identifies a unique isolate and an edge is
drawn between two isolates if they share more than A) 90% of their genome IBD, and
B) 80% of their genome IBD. Individuals are coloured according to the ADMIXTURE
population.
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Figure S24. Distribution of A) Tajima’s D values and B) nucleotide diversity (1) in
population 2 and population 3. In these analyses, only one isolate per each of the 13
clusters of highly related genomes (<50 SNPs) within population 2 was used.
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