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Animals and other organisms
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Laboratory animals

Wild animals

Field-collected samples

macacae strain GL92 (PRJNA648115).

No sample-size calculation was performed. Pneumocystis infected samples are in short supply and usually contain less 0.1% of Pneumocystis
DNA. Therefore all samples were processed to recover enough DNA for genomic studies.

No data were excluded from the analyses

Findings were not replicated because the DNA/RNA extraction methods used are destructive, and only limited amounts of biological
specimens are available.

Not relevant for this study

Not relevant for this study

The supplementary table 1 contains all the clinical information and demographic data of individual samples used in this study

The study did not involve wild animals

Three P. jirovecii samples were obtained as bronchoalveolar lavage from patients at the NIH Clinical Center in Bethesda, MD, USA and
Chongqing Medical University in Chongqing, China.

Six P. macacae samples were obtained as frozen lung tissues or formalin fixed paraffin embedded (FFPE) tissue sections prepared
from SIV-infected rhesus macaques at the NIH Animal Center, Bethesda, Maryland (n = 2), the Tulane National Primate Research
Center, Covington, Louisiana (n = 3), and the UC Davis California National Primate Research Center, Davis, California, USA (n = 1).

Four P. oryctolagi samples were obtained as frozen lung tissues from one rabbit with severe combined immunodeficiency at the
University of Michigan, Ann Arbor, Michigan, USA, or as DNA from two corticosteroid treated rabbits and one rabbit with
spontaneous Pneumocystis infection at the Institut Pasteur de Lille and the Institut National de la Recherche Agronomique de Tours
Pathologie Aviaire et Parasitologie, Tours, France.

P. canis samples were obtained as DNA from one Cavalier King Charles Spaniel dog at the University of Helsinki, Finland and one
Whippet mixed-breed at the University of Veterinary Medicine, Vienna, Austria.

P. murina organisms were obtained from heavily-infected CD40L-KO mice following a short-term in vitro culture. Genomic data
obtained from P. murina isolates were combined with previously sequenced public data (Supplementary Table 2) and used for
population genomics analysis (section “Speciation history of the Pneumocystis genus” and Supplementary Note 1).

One frozen cell pellet and 4 agarose gel blocks containing P. wakefieldiae and P. carinii were obtained from immunosuppressed rats
(one gel block per rat) housed at the Cincinnati VA Medical Center, Veterinary Medicine Unit, Cincinnati, Ohio.




