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Supplementary Figure S1 (Yamamoto et al.)

Supplementary figure S1. Complete data sets for
transition of population size and abundance of

CMVs.
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Supplementary Figure S2 (Yamamoto et al.)
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Supplementary figure S2. Transition of colony morphology of PA in the course of evolution experiment under spatially-
homogeneous conditions. The evolution experiment of PA pure culture was conducted in shaken test tube using same culture
conditions as the experiment under static conditions except for continuous agitation (200 rpm). The culture broth at 1st, 5th,
10th, and 15th round of passages were streaked on TSB plates and then incubated at 30°C. Colony morphology was checked
after 18~36h incubation. N = 20. Colony of replicate No. 1 and 11 are shown as representatives.
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Q Q Q Q ] Q Q Q Pf4-212 GCCAGTACGC AGAAGGCAAG CATCGCTCTG TTGATGATTT GAAAGCTCGC CTTTCCAGGA GGTTCGCTCA GCCAGAATAA 80
Pf4-104 GCCAGTACGC AGAAGGCAAG CATCGCTCTG TTGATGATTT GAAAGCTCGC CTTTCCAGGA GGTTCGCTCA GCCAGAATAA 80

PM4-1222 GCCAGTACGC AGAAGGCAAG CATCGCTCTG TTGATGATTT GAAAGCTCGC CTTTCCAGGA GGTTCGCTCA GCCAGAATAA 80

PHRFa ASAAGGCAAG CATCGCTCTS TTGATGATIT GAAAGCTCGC CTTTCCAGGA GGTTCGCICA GCCAGAATAA 71

PURFb T oo T T T
Pf4-212 GGAGGTTTAA TGTCCCCGGT CGTCATTCGT TTTACTGATA CCGCAGAGCA AAGCATCGAA GACCAAGTCC ACCACTTGGC 160
P#4-104 GGAGGTTTAA TGTCCCCGGT CGTCATTCGT TTTACTGATA CCGCAGAGCA AAGCATCGAA GACCAAGTCC ACCACTTGGC 160
Pi4-1222 GGAGGTTTAA TGTCCCCGGT CGTCATTCGT TTTACTGATA CCGCAGAGCA AAGCATCGAA GACCAAGTCC ACCACTTGGC 160
PHRFa GGAGGTTTAA TGTCCCCGGT CGICATTCGT TTTACTGATA CCGCAGAGCA AAGCATCGAA GACCAAGTCC ACCACTTGGC 151

PHRFb m oo T T T T .
Pf4-212 TCCATTCCAA GGTGAACAGG CTGCACTCCA GTCAGTACTG AGCCTTTTGG ATGAGATTGA AGAGAAGATT TCACTTGCAC 240
Pi4-104 TCCATTCCAA GGTGAACAGG CTGCACTCCA GTCAGTACTG AGCCTTTTGG ATGAGATTGA AGAGAAGATT TCACTTGCAC 240
Pi4-1222 TCCATTCCAA GGTGAACAGG CTGCACTCCA GTCAGTACTG AGCCTTTTGG ATGAGATTGA AGAGAAGATT TCACTTGCAC 240
P;4RFa LSCALICCAA CGTGAACAGS CTGCACTCCA GTCAGTACTG AGCCTITTIGS ATCAGATTGA AGAGAAGATI TCACTIGCAC 231

- . . . PR o R e e A L A B A A A e e oS B
Supplementa ry flgure S3 Detection Of repl|cat|0n form DNA Of Pf4 P4-212 CTAAAGGTTA CCCAGTCAGC CAGCAGGCGA GTCTTCTGGG GGTGCTGAGC TATCGCGAGC TTAATACCGG CCCCTATCGT 320
e R Pf4-104 CTAAAGGTTA CCCAGTCAGC CAGCAGGCGA GTCTTCTGGG GGTGCTGAGC TATCGCGAGC TTAATACCGG CCCCTATCGT 320
a) P05|t|on of Pf4 n the PAO]_ genome‘ Green and brown bars Pf4-12-22 CTAAAGGTTA CCCAGTCAGC CAGCAGGCGA GTCTTCTGGG GGTGCTGAGC TATCGCGAGC TTAATACCGG CCCCTATCGT 320
PHRFa CTAAAGGTIA CCCAGIGAGC CAGGAGGCOA GICTICTIGGG GGIGCIGAGE TATCGCGAGE TTAATACCGG COCCTATCGT, 311

indicate regions used for sequence alignment. b) PCR analysis was bar GTTTTTTAGS AATTOOAGOA AGAGGARGSS CAGBTGGOAG TOATOTTGRT T1TGOGACAS AAGGAGAGOS TTOAGGAGGA 410

P4-10-4 GTTTTTTACG AATTCCACGA AGAGCAAGGC GAGGTGGCAG TGATCTTGGT TTTGCGACAG AAGCAGAGCG TTGAGCAGCA 400

performed with primer sets (arrows in a) specifically amplifying P STTITITACE AATICCACOR AcAGCARGGC SACcTooCAS TSATCTTCCT TTIScoACAS AMccacAGCS TToaccacch i
g

rep|lcati0n-f0rm DNA Of Pf4: forward (5"AGCAGCGCGATGAAGCAAT' Pf4-2-12 ATTGATCCGC TACTGCTTGG TGGGGCCAAT CGAGTGATGG CTTTCTACTC CTGAGCATGT AGCGCTGAAT GCGCCTCGAC 480

Pfd-10-4 ATTGATCCGC TACTGCTTGG TGGGGCCAAT CGAGTGATGG CTTTCTACTC CTGAGCATGT AGCGCTGAAT GCGCCTCGAC 480

7 7 TT 7 Pf4-12-22 ATTGATCCGC TACTGCTTGG TGGGGCCAAT CGAGTGATGG CTTTCTACTC CTGAGCATGT AGCGCTGAAT GCGCCTCGAC 480

3 ) & reVerse (5 _TAGAGGCCAT GTGACTGGA_3 ) (Webb et al., PfARFa ATTGATCC&C TACTGCTTIGG TGGGGCCAAT CGAGTGAT% CITICTACTC CTG&CATGT AGCGCTGAAT GCGCCTICGAC 471
PMRFb Too-ooooooonmE =, T e

— Pfd-2-12 ACTTCTTCGA CACCTTTCCT TCCCCCAAAA AGCAAAGCCC CCGAAACGCT AGGCATTTCA GGGGCTTG-G CAGGGTGATT 559

2004. J. BaCterIOL 186, 8066 8073). The eXpeCted PCR prOdUCt SIZe Pf4-10-4 ACTTCTTCGA CACCTTTCCT TCCCCCAAAA AGCAAAGCCC CCGAAACGCT AGGCATTTCA GGGGCTTG-G CAGGGTGATT 559

. Pf4-12-22 ACTTCTTCGA CACCTTTCCT TCCCCCAAAA AGCAAAGCCC CCGAAACGCT AGGCATTTCA GGGGCTTG-G CAGGGTGATT 559

was 839-bp. Templates were the heat-treated culture filtrates PR A eeoa AT T A Ao, SooAdsao]. AaacaTTTos SE5SCTIR-2 CASEETOATT T

PHRFD T mmmmm T T T TCA GGGGCTTTTG CATTGGGATC 23

. ° H H Pf4-2-12 TGGAGCGGGC GAAGGGAATC GAACCCTTTA AAATAGGGTT TTGAAGCGTT CCTATACATT CTAATGCCAC TGCCTTCGAT 639

(0'22uml 100 CI 15 mln)' c) Sequence allgnment Of the PCR prOdUCtS Pf4-10-4 TGGAGCGGGC GAAGGGAATC GAACCCTTTA AAATAGGGTT TTGAAGCGTT CCTATACATT CTAATGCCAC TGCCTTCGAT 639

Pf4-12-22 TGGAGCGGGC GAAGGGAATC GAACCCTTTA AAATAGGGTT TTGAAGCGTT CCTATACATT CTAATGCCAC TGCCTTCGAT 639

and Pf4 region of PAO1 genome. Pf4-2-12, Pf4-10-4, and Pf4-12-22 PHRFs

LGGAGCGGGC GAAGGGAATC GAACCCT - - -
P4RFb  TGGAGCGGGC _GAAGGGAATC GAACCCTTTA AAATAGGGTT TTGAAGCGTT CCTATACATT CTAATGCCAC TGCCTTCGAT 103
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H H Pf4-2-12 TTTTAGGCGT CTTACTCCGT AGCTCTTCGT GTCATTGATT TCGACACATT TTCGACAGGT CCTGCATGAG GATTGCATTT 719

Corresponds to P'7'12, PN_10_4, and PM_9-22 In b, respectlvely. Pf4-104 TTTTAGGCGT CTTACTCCGT AGCTCTTCGT GTCATTGATT TCGACACATT TTCGACAGGT CCTGCATGAG GATTGCATTT 719

Pf4-12-22 TTTTAGGCGT CTTACTCCGT AGCTCTTCGT GTCATTGATT TCGACACATT TTCGACAGGT CCTGCATGAG GATTGCATTT 719

1 1 1 H PHRFE -« - e m e e o e e e e e eeeees e memaeae e eeeae meeeeae meeeeeaaa. 577

Pf4RFa and PF4RFb correspond to the regions indicated in a.
. . . Pf4-2-12 TTATCCTGGT TGCTTTATGA TCACCTTATG CCAAGACTAG GAGCAGCTCC TGT 772
SequenC|ng prlmer for the PCR products was the forward prlmer P4-104 TTATCCTGGT TGCTNTATGA TCACCTTATG CCAAGACTAG GAGCAGCTCC 769
Pf4-12-22 TTATCCTGGT TGCTNNATGA TCACCTTATG CCAAGACTAG GAGCAGCTCC 769
oL . . . PHRFE = o mw o mme o ee e eo e o oeao e eaoaooo. 577
used for PCR amplification. Sequence alignment was performed with PR ALAACAAAT IAATIIALAA JAACIIATE SARMGiATiZ Siadiiiiin Tl

CLC Main Workbench (Qiagen).
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Supplementary figure S4. Transition of
diversity. Three diversity index
(Margalef’s species richness, Shannon’s
index, and Simpson’s index) were
calculated in all time points using
population structure data. Transition of
diversity was separately presented by
two independent experiments.
Margalef’s species richness: d = (S-
1)/Log(N); S, the number of species in
each sample; N, the number of
individuals in each sample. Shannon’s
index: H’= SUM(p,*Log.(p,)); p; the
proportion of individuals belonging to the
ith species in the dataset. Simpson’s
index: 1-A = 1-SUM(p;*2). Values were
median of 3-5 replicates. Calculation was
performed with PRIMER 6 software. *
time point having statistically significant
difference (t-test, p<0.05) with the pure
culture lines (P). There was no time point
having statistically significant difference
among all three culture series (ANOVA,
p<0.05).
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Supplementary figure S5. Phenotypic features of non-smooth CMVs predominated after Sm dominance. a) Susceptibility to
temperate phage. Phage solution and its dilution series were spotted onto a lawn of strains indicated. b) Twitching motility
(48 h). Values are expressed as means for two independent experiments (n=3-6). Error bars indicate SD. N.D., Not detected.



