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Table S1 Primers for RT-qPCR analysis used in this study

Purpose Gene Primer sequence(s) (5’ to 3°)
Endocytosis PANI AGCAAGCACAGTCCTTGC and
CACCGGAAACAGTATTCGAACC
SLAI ACCAAGCTCCAGATGAGGA and
CCTCGATTTCGGTAACGTTCC
END3 GCAGACTTGCCTCCAAAGAA and
CTCCGCCAGAGAATTTGGT
Signaling/MAPK TORI GCAGCCTCATCTGGTTACG and
GAGACATGCCCTGCATGAG
SMI1 ATCACTCACGCAGAGGAAGA and
GTGCATATACCGGTTGCACT
Fatty acid biosynthesis ~ OLE] CATCTCCGAACAACCATGGA and
ATCTCAATGGCCAGTGAGC
Glycerol biosynthesis GPDI GTGGGTGTTCGAAGAAGAG and ACAGGAGATAGCTCTGACG
GPPI GAAGTTCCAGGTGCTGTC and CGTTGTATTCACCGACTC
Transporter activity VBAS GGCTCGTTACAGGCTACAG and TCACCAATGGACGTGACC
FRE7 GTCTGTTCGTGCAGGCATAA and
YPTS53 GTCTTCTAGCAATAGGCAGCG
OPT2 AACCTACTATTGGTGCCGC and AGTCTTAGCGCTTGCTTCG
ADEI7  CGGAAGACGTTGCGTATATCC and

CGGAATGTCTCCACTGGAAT
GTGTGACTATTCCAGAAGCCG and
TGTGGATTGGCACCATAACG




Table S2 Mapped data stats of S. boulardii

Strain Ref. Mapped Total Mapped Mapped Mean

length sites (= 1x) reads reads bases depth

Enterol 12,001,065 11,966,515 6,326,040 5,383,980 751,552,975 62.62
(ancestral) (99.71 %) (85.11%)

Enterol evl6 12,001,065 11,966,699 6,691,164 6,223,777 877,736,951 73.14
(99.71 %) (93.01%)

Enterol evl7 12,001,065 11,968,794 6,927,114 5,913,452 831,147,204 69.26
(99.73 %) (85.37%)




Table S3 Raw data stats of S. boulardii bases sequenced

Strain Total read base Total reads GC (%) Q20 (%) Q30 (%)
(bp)
Enterol 1,206,462,216 7,989,816 37.93 96.63 92.70
(ancestral)
Enterol ev16 1,097,931,570 7,271,070 36.65 96.75 92.82

Enterol evl7 1,168,264,350 7,736,850 37.63 96.65 92.57




Table S4 Filtered data stats of S. boulardii bases sequenced

Strain Total read base Total reads GC (%) Q20 (%) Q30 (%)
(bp)
Enterol 1,007,457,971 6,927,114 37.55 99.11 97.07
(ancestral)
Enterol ev16 918,284,036 6,326,040 36.27 99.09 97.00

Enterol evl7 970,684,577 6,691,164 37.34 99.07 96.95




Table S5 Summary of variant count of S. boulardii

Strain Number of Number of Number of
SNPs insertions deletions
Enterol (ancestral) 1,942 565 122
Enterol evl6 1,898 573 130
Enterol evl7 1,965 576 125




PAN1 Sb ATCC MYA ...

Frame 1

1,050 1,060 1,070 1,080 1,090 1,100 1,110 1,120 1,130 1,140
ATTGGATTCTAAGACAAAAAACGAAGTTTCAAGTTTTATTGACGCCATTAATTTAAGCATTGCAAACCAGGATTCTTCCGCAAACGATGCCCCAAAAACTCCCT
INlEun Asp Ser Lys Thr Lys “Asn MGIETVal® Ser Ser Phe Flle™Asp Ala Ser ['lle” Ala Asn GIn Asp Ser Ser Ala — Ala’ Pro ‘Lys Thr Pro

370

350 355 360 3 5 380

PAN1 Sb ATCC MYA....

Frame 1

1,150 1,160 1,170 1,180 1,190 1,200 1,210 1,220 1,230 1,240
TTGATGAATTCATTACAGCGGGCGTACAAAATTTGCAACCTCAACCAACAGGATATATGCCTCAAACTAGTTTTGGTATCCCATTACAGTCTCAAATTACTGGA
Phe [Asp GIEM Phe [lle™ Thr ~Ala " Gly #Val¥ GIn Asn BE€UN GIn~ Pro GIn" Pro Thr ['Gly  Tyr EMEt Pro 'GIn' Thr Ser Phe ['Gly ilel Pro BE€UN GIn~ Ser "Gln “lle Thr [Gly

385 3;30 395 400 405 410 415

PAN1 Sb ATCC MYA ...

Frame 1

1,2]50 1,2|60 1,2|70 1,2|80 1,2|90 1,3]00 1,3|10 1,3|20 1,3|30 1,3:40 1,3]50
GGCGGTGTTGCCTCGGCGTTGAATCCTCAATCCACAGGATTTATGGCACCAACCACTTTCAACATGTCAATGAATACCGGAACTCCCGGATTGAACCCCCAAAT
Ala  Ser Ala BEEUN Asn' Pro "GIn~ Ser Thr "Gly Phe IMEE Ala Pro Thr Thr Phe "Asn EMIEE Ser _ Thr EGly= Thr Pro " Gly Fleu” Asn Pro GIn “lle

420 45 430 435 450

PAN1 Sb ATCC MYA ...

Frame 1

1360 1370 1,380 1,390 1,400 1410 1420 1430 1,440 1450

TACTGGAGGAGCACCTGCCTCTATGCAACCCAACATTACTIGGCAATGCTTTGCAACCTCAGACAACTGGTATGATGCCACAGACAACTGGTATGATGCCACAGA
W Thr Ala Pro "Ala  Ser EMEt"GIn" Pro "Asnlie= Thr |Gl Ala Pro [GIn" Thr Thr Pro [GIn" Thr Thr "Gly BVEEWNER Pro "Gln"

455 460 465 470 475 480 485

PAN1 Sb ATCC MYA. ...

Frame 1

1 460 1 470 1 480 1 490 1. 500 1. 510 1, 520 1, 530 1 540 1. 550 1, 560

CTTCATTTGGCGTTAATTTAGGACCTCAGTTGACCGGCGGTGCTTTGCAATCTCAGTATACCGGAGGATATGGTTCCGTTATGCCCCAGCAAAG GGTCCTGCA
[hr Ser Phe "Gly WVal® Asn BE€UN Gly  Pro Gln BE€EN Thr "Gly Gly Ala Ser "GIn" Tyr Thr Tyr “Gly " Ser EVal"iMetd Pro [Gln" GIn" Ser Pro = Ala

490 495 500 505 510 51 5 520

PAN1 Sb ATCC MYA ...

Frame 1

1,570 1,580 1,590 1,600 1,610 1,620 1,630 1,640 1,650 1,660
AGTATGCCCAATTTGTCCTTTAATCAACAAGGATTACAATCTCAGTTAACCGGGTTGCAACCCCAACCAACGGGTTTTCTACCACCATCTAACTTTAGTGCTAC
Ser Mg Pro "Asn BIEUN Ser Phe Ser "Gln BlEwN Thr "Gly BE€EN GIn Pro "GIn" Pro Thr [Gly" Phe BEEWN Pro Pro Ser "Asn' Phe Ser Ala Thr

525

530 535 540 545 550 555

PAN1 Sb ATCC MYA. ...

Frame 1

1'6.70 1'6.80 1,@90 1,7]00 1,7[10 1'7.20 1'7.30 ‘\,7l40 1,7|50 1,7[60

CATGCCGTTGACTGCCCAAAAGACAGGATTTGGTAATAACGAAATTTATACCAAATCCAACTTTAATAATAACTTAATTGATAACTCAAGTCAAGACAAAATTT
[IViets Pro FEEWd Thr Ala “GIn= Lys Thr "Gly  Phe Tyr Thr "Lys Ser "Asn' Phe Ser Ser 'GIn "Asp Lys [lle”

560 565 570 575 52'%0 585

PAN1 Sb ATCC MYA ...

Frame 1

1770 1780 1790 1,800 1810 1820 1,830 1,840 1,850 1,860 1,870

CCACGGAGGAAAAATCTTTGTTTTATAAAATTTTTGAAACTTTTGATACTCAAAACAAAGG'i'TTGTTAGAT'i'CCCCCACTGtTGTGGAGATi’TTTAGAAAA'i'CT
Ser Thr NGIUMNGIUN Lys Ser MmN Phe Tyr Lys Wile™ Phe WGIEM Thr Phe "Asp” Thr [GIn" Asn Lys Ser Pro Thr AIa_Phe Arg Lys Ser

590 595 600 605 610 61 5

PAN1 Sb ATCC MYA ...

Frame 1

1,§80 1,2}90 W,QIOO 1,?10 1,?20 1,?30 1,?40 1,9[50 1,?60 1,?70
GGCTTAAATCGTGCAGATTTGGAGCAAATTTGGAACCTTTGTGATATAAACAACACCGGCCAATTGAATAAACAAGAATTTGCACTAGGTATGCACTTGGTTTA
Arg Ala 'Asp FEGUMGIEN Gln “lle” Trp Asn FLEGI Cys ‘Asp lle” Asn Asn Thr lys Gin WGIEN Phe Ala Fieu" Gly IMet His FLew™Val' Tyr

625 630 635 640 645 650 655

PAN1 Sb ATCC MYA....

Frame 1

1,9I80 1,?90 2'0.00 2,q10 Z,OIZO 2’[)-30 2'0,40 2'0.50 2,q€0 2,0|70 2,0I80
CGGTAAATTAAACGGGAAGCCAATCCCCAATGTCCTACCTTCAAGTTTAATTCCCTCCAGCACAAAACTTTTAGACAACTTAAAGAACCAATTAAAGACAGAGC
“Gly Lys Lys  Pro [lle™ Pro Pro Ser Ser HE€UNlle” Pro Ser Ser Thr Lys FEeURiLeus Asp Asn FLeud Lys Lys  Thr IGI

660 665 670 675 680 685 690

Fig. S1 The nucleotide and amino acid sequences of the PANI gene in the yeast S. boulardii ATCC MY A-796. The ranges of sequence starting from nucleotide
position 1,393 (amino acid at 465) were used to analyze the polymorphism in various evolved Enterol strains (black box) via polymerase chain reaction (PCR)
amplification technique with specific oligonucleotides, which cover the mutation site.
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Fig. S2 The transcripts of DEGs in Enterol ev16 versus ancestral Enterol according to the overall average expression level (Smear); a smear plot is drawn. (X-
axis: Average logCPM, Y-axis: log2-fold change)



