pAZ102-H pPAZ102-X =——

> >

Pj_NC_020331 710
Pmac_MT726214 726
Pcanis_CK1_MT726215 703
Pcanis_CK2_MT726216 706

Pory_MT726213 714
Pc_JX499145 709
Pw_MT726211 735
Pm_JX499144 734
Ppdog_MT726212 792
Psquirrel 716
Phare_v1 585
Phare_v2 582
Pu3for
Pj_NC_020331 794
Pmac_MT726214 811
Pcanis_CK1_MT726215 784
Pcanis_CK2_MT726216 7587
Pory_MT726213 795
Pc_JX499145 790
Pw_MT726211 816
Pm_JX499144 815
Ppdog_MT726212 873
Psquirrel 797
Phare_v1 666
Phare_v2 663
Pj_NC_020331 848
Pmac_MT726214 896
Pcanis_CK1_MT726215 835
Pcanis_CK2_MT726216 838
Pory_MT726213 846
Pc_JX499145 841
Pw_MT726211 871
Pm_JX499144 865
Ppdog_MT726212 927
Psquirrel 850

Phare_v1 718
Phare_v2 717

Pj_NC_020331 916 994
Pmac_MT726214 964 1044
Pcanis_CK1_MT726215 912 989
Pcanis_CK2_MT726216 912 989
Pory_MT726213 918 995
Pc_JX499145 920 999
Pw_MT726211 949 1033
Pm_JX499144 950 1032
Ppdog_MT726212 1008 1086
Psquirrel 929 1007
Phare_v1 790 867
Phare_v2 789 866

Pu7rev
Pj_NC_020331 995
Pmac_MT726214 1045
Pcanis_CK1_MT726215 990
Pcanis_CK2_MT726216 990
Pory_MT726213 996
Pc_JX499145 1000
Pw_MT726211 1034
Pm_JX499144 1033
Ppdog_MT726212 1087
Psquirrel 1008
Phare_v1 868
Phare_v2_ 867
PAZ102-Y PAZ102-E
This portion (corresponding to nucleotides 1080 to 1191 in Pj) is omitted to reduce the space

rnl.f11

Pj_NC_020331 1192 o .- A 1228
Pmac_MT726214 1233 . ... ... AT AMA A - - A 1276
Pcanis_CK1_MT726215 17177 . ... .... AlA - - - - - 1231
Pcanis_CK2_MT726216 1178 - ... -------. ... |AlGlfja ATGG|RA|A A T|E|T CJABAT D TR®E(G - - - - - 1231

Pory_MT726213 27 A--- - A 1214
Pc_JX499145 1211 TACGG] A-mme e A 1285
Pw_MT726211 1288 GTAAT) TATGT]| A A 1372
Pm_JX499144 1243 . . L e e e oo GlAA|- - - - - - - - A 1276
Ppdog_MT726212 1286 ....... . - 1355
Psquirrel 1208 - - - o e e e e e e e e e e e e _[PATT(TIAlT- - - - - - - - 1245
Phare vi 1054 . .. . ... .- caAmTAATTRE TG - - - - - - - - - - - - - - - A 1093
Phare v2 @ 1054 .. ... .. ... .-TCcCmAAAATEcCARTG - - - - - - - - - - - - - - A 1093
Pj_NC_020331 1312
Pmac_MT726214 1360
Pcanis_CK1_MT726215 1315
Pcanis_CK2_MT726216 1315
Pory_MT726213 1299
Pc_JX499145 1369
Pw_MT726211 1456
Pm_JX499144 1360
Ppdog_MT726212 1439
Psquirrel 1329
Phare_v1 1177
Phare_v2 1177

LSU.f1



Supplemental Figure S1. Alignment of mitochondrial large-subunit (mtLSU) rRNA sequences of different
Pneumocystis species and strains. The locations of the previously used universal Pneumocystis primer pairs pAZ102-
E - pAZ102-H [34], pAZ102-X — pAZ102-Y [38] and Pu3for — PuZrev [33] are indicated by arrows along with their
names in blue. The sequences of these primers are identical to the respective regions in P. jirovecii (Pj). Selected new
primers designed in this study are indicated in red. Primer Pu3Y f is identical to Pu3for except for the replacement of
A at the 10th position (from the 5" end) by a degenerate nucleotide R to compensate the variation between A and G
(Table S2). Highly conserved sequences are highlighted in dark shadow. Dashes represents gaps introduced to
optimize alignment. GenBank accession numbers are indicated after the names of Pneumocystis species/strains
abbreviated as follows: Pj, P. jirovecii; Pmac, P. macacae; Pcanis_CK1, P. canis strain CK1; Pcanis_CK2, P. canis strain
CK2; Pory, P. oryctolagi; Pc, P. carinii; Pw, P. wakefieldiae; Pm, P. murina, Ppdog, Pneumocystis ludoviciani from prairie
dogs [Table S6]; Psquirrel, Pneumocystis from tree squirrels; Phare_v1, P. sp. ‘townsendii’ variant 1 from hares;
Phare_v2, P. sp. ‘townsendii’ variant 2 from hares. GenBank accession numbers for the last 3 sequences are PP484879,
PP477327 and PP477328. Numbers on the two ends of each sequence correspond to the nucleotide positions of the
full-length mtLSU gene in GenBank.





