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Figures.

Figure 1: Overall study design. The overall design of the study highlighting the
sampling of up to three distinct colonies on three time points, one of which, termed the

baseline occurs prior to the administration of antibiotics in half of the subjects.
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Treatment JRENE
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741 [l Antiviotics [ Control Eivae llFemae [CIno [ ves Meec [leaec lerec [ None
742

743  Figure 2: Isolate metadata. Summary of metadata showing time point of isolation,
744  treatment group, host sex, clinical presentation, and the identification of pathogenic
745 markers for ETEC, EAEC, or EPEC pathotypes for each isolate by subject. Further
746  details in Table S1

747
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749

750 Figure 3. Phylogenomic analysis of E. coli isolates in study. A) A whole-genome
751  phylogeny of the isolate sequences and reference E. coli and Shigella genomes (shown
752 in black) highlighting examples of diversity among subject-specific isolates within and
753  across time points. The scale bar indicates the approximate distance of 0.03 nucleotide
754  substitutions per site Nodes with bootstrap values of greater than 90 are marked with a

755  circle. Examples of isolates from subjects that demonstrate the greatest (3_475 03) and
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756 least (4_203_08, 8 415_05, 1_182_04) amount of diversity are highlighted: 3 475 _03
757 inred, 4 203 08 in blue, 8 415 05 in green, and 1_182_04 in purple. The number of
758 dots denote the sample number from which the isolate was obtained. E. coli

759  phylogroups are labeled. Full figure with all subjects is presented in Figure S1.
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Figure 4: Phylogenomic distribution of sequence types of isolates from select
subjects. A cladogram of the phylogeny highlighting relative positions of genomes of
isolates from selected subjects with MLST sequence types shown in colored blocks
corresponding to the sequence type as shown in the legend. Selected example subjects
highlight low diversity within time points but high diversity across time (subject
1_182_04), high diversity within and across time (3_475_03), intermediate diversity

across time (4_203_08), and low diversity across time (8_415_05).
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Table 1. Summary of isolate diversity within subject and within time point across several diversity measurements

Isolate Phylogenomics Resistance Virulence Phylogroup MLST Serotype
- o Noor No. ISS(I)IIIZIIZS Similar No. Similar LSimitan No. Similar No. Similar No. Similar
Subject ID Treatment clades in resistance z to h =
fro subject* clades* [EESENED © gene i resistance in subject* ® lypgs n o in subject* o
subject superclade  phylogeny* clades* phylogeny* genes* phylogeny* subject* phylogeny* phylogeny*
1_110_08 MDA 9 5 5 No No 5 No Yes 3 No 3 No 5 Yes
1_176_05 MDA 8 4 4 No Yes 4 Yes Yes 2 No 3 No 4 Yes
1.182_04 MDA 9 3 5 No No 3 Yes No 2 No 3 Yes 3 Yes
1.250_04 MDA 7 2 2 Yes No 3 Yes No 3 Yes 3 Yes 3 Yes
1.392 07 MDA 8 4 5 No No 4 Yes No 3 No 4 Yes 4 Yes
3_020_07 MDA 8 4 4 No Yes 4 Yes Yes 5 Yes 5 Yes 4 No
3_073_06 MDA 7 5 5 No Yes 4 No No 3 No 6 No 7 No
3_105_05 MDA 9 7 6 No Yes 7 Yes No 3 No 5 Yes 5 Yes
3.267_03 MDA 7 6 6 No Yes 6 Yes Yes 2 No 6 No 7 Yes
3_373_03 MDA 9 4 4 No Yes 3 No No 3 No 6 Yes 6 Yes
3_475_03 MDA 6 6 g No No 6 Yes No 2 No 6 Yes 6 Yes
4_203_08 MDA 8 3 5 No No 3 No No 2 No 4 Yes 4 Yes
6_175_07 MDA 9 4 5 No Yes 5 Yes Yes 3 No 6 Yes 5 No
6_319_05 MDA 8 3 5 No No 3 Yes No 3 No 5 No 7 No
6_537_08 MDA 8 3 5 No No 3 Yes No 3 No 4 Yes 5 No
200503  No-MDA 9 5 7 No No 6 Yes No 2 No 4 Yes 4 Yes
2_011_08 No-MDA 8 6 5 No No 6 Yes No 3 No 4 Yes 4 Yes
2_052_05 No-MDA 8 5 4 No Yes 5 No No 3 No 5 No 5 No
2_156_04 No-MDA 7 7 5 No Yes 6 No No 2 No 7 Yes 7 Yes
217706 No-MDA 9 6 5 No No 7 No No 3 No 6 Yes 6 Yes
2_210_07 No-MDA 8 6 6 No Yes 5 No No 1 No 3 No 4 Yes
2222 05 No-MDA 9 4 5 No No 4 Yes No 2 No 6 Yes 6 Yes
231603 No-MDA 8 6 7 No No 5 No No 1 No 2 No 3 Yes
2 427 07 No-MDA 8 5 4 No Yes 6 No No 1 No 4 Yes 4 Yes
2_460_02 No-MDA 9 4 4 No Yes 4 Yes Yes 3 No 6 No 5 Yes
2 474 04 No-MDA 8 4 3 No No 3 No Yes 3 No 4 Yes 4 Yes
517205  No-MDA 6 4 3 No No 4 Yes No 3 Yes “ No 3 Yes
5_366_08 No-MDA 7 5 5 No Yes 4 No No 2 No 3 Yes 3 Yes
7_233_03 No-MDA 8 5 5 Yes Yes 5 Yes Yes 1 No 4 No 6 No
8 41505  No-MDA 8 2 3 No No 2 Yes No 2 Yes 3 No 2 Yes
772 " Further details are provided in Supplemental Table 3

773
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Table 2: Summary of macrolide resistance gene presence by treatment group and time

point. The proportion of isolates in which a macrolide resistance gene was identified is

shown for each time point. Subjects are separated in to treatment groups and

categorized based on the time points in which macrolide resistance genes are identified.

Percentages reflect the proportion of subjects that fall in to each macrolide resistance

gene category within treatment groups.

Time points in which macrolide resistance genes are found

Treatment No treatment
Time point Time point
Subject 1 2 3 % Subject 1 2 3 %
307306 0 0 0 205205 0 0 0
337303 0 0 0 215604 0 0 O
No macrolide|3.475.03 0 0 0 217706 0 0 O
resistance |4 20308 0 0o 0 Y67 1> o005 o o o 40%
(7/15) (6/15)
genes 617507 0 0 O 247404 0 0 O
631905 0 0 O 841505 0 0 O
653708 0 0 O
1.176.06 0 05 1 200503 0 066 0
onyins 18204 0 088 0 .. oono0s 0 0s 0 ...
month 2115y |?-210.07 0 033 0 “gg
536608 0 066 O
723303 0 066 O
Only in 6~ |1_110_08 0 0 1 1333% |2.316.03 0 0 066 13.33%
month |139207 0 0 066 (215 [242707 0 0 066 (215)
Pre- & post. |1-250_04 T 1 1 1333% |2.460 02 066 0 1 667%
treatment |3.105.05 033 033 033 (215) (1/15)
3and6 |3.020.07 0 1 066 1333%
0.00%
month  [3_267_03 0 05 05 (215
Only baseline oo0% [-17%0% 1 0 0 667%

(1/15)
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