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supplementary figure 1. reverse vaccinology strategy used to identify potential surface
antigens conserved within the ETEC pathovar. Whole genome sequencing was used to
identify candidate genes (centroids), subtracting elements common to commensal E. coli
strains. BLAST Score Ratio analysis (1) was then used to define unique features found in at
least 40% of ETEC. The resulting 316 features were then analyzed for potential surface

expression using pSORT (2), SubLoc (3), and CELLO (4).
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supplementary figure 2. serum IgG responses to LT subunits LT-A and LT-B following
infection. Shown are array z-score data from days 2 and 30 following presentation to icddrb.
Data are segregated by the toxin profile of the ETEC strain isolated at presentation.
****=5<0.0001 by Wilcoxon matched pairs comparison of day 2 and day 30 LT-B responses.
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supplementary figure 3. (A) Serum IgG responses to colonization factor subunits following
ETEC infection, on day 2 and day 30 following presentation to icddrb. Shown are normalized
z-score data for select CF antigens (bottom) printed on the microarrays for 50 individuals
infected with ETEC. Gene 1, Gene 6, Gene 4, and Gene 3 (underlined) indicate putative CF
genes. Antigens expressed by the infecting strain for each patient are shown at the left of the
heatmap. @ indicates that no CF was identified. Responses following infection with CSé-
expressing strains are outlined in green. B. Serologic responses to CssB (left), and CssA
(right) subunits of CSé following infection. Data are parsed by antigen expression in the
infecting strain with symbols in blue indicating CS6+ samples. *p=0.016 by Wilcoxon
matched-pairs signed rank testing.
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supplementary figure 4. ALS responses to CSé subunits following ETEC infection. (A) IgG
response to CssB. (B) IgA response to CssB. **p<0.01, Kruskal-Wallis post-hoc analysis using
Dunn's test adjusted for multiple comparisons. (C) IgG response to CssA. (D) IgA response to

CssA.
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supplementary figure 5. Interval between peak serum responses to EtpA (left), EatA (right)
and identification of subsequent ETEC + samples in asymptomatic and symptomatic children.
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supplementary table 1

supplementary table 1. primers used in strain interrogation
reference sequence amplicon Sequence (5'>3’) primer ID
gene GenBank (bp)
ATGTGCTTTGGCAGGTTAA jf082213.1-F
eatA AY163491.2 1943 ATATCCAGTCAGCACCCACT | jf082213.2R
GGTTCAGGCAGTATCCAGAC jf082213.3-F
etpA AY920525.2 999 T GGTGTAGCTGTCTGACCACA | jl082213.4R
ACGGCGTTACTATCCTCTC jf092313.3-F
ehtB €BJ04425.1 273 [ 7GGTCTCGGTCAGATATGTG | jf092313.4R
TCTTTCCCCTCTTTTAGTCAG jf092313.5-F
(esstt;?) CBJ04435.1 166 ACAGGCAGGATTACAACAAAG | jf092313.6-R
TACAAGCAGGATTACAACAC jf092313.7-F
(esstteg) CBJ04483.1 o4 AGTGGTCCTGAAAGCATG jf092313.8-R




46

47

48

49

50

51

52

53

54
55
56
57
58
59
60
61
62
63
64

65

supplemental datasets

supplemental dataset 1

Complete annotation of all array features, and primers used in amplification.

supplemental dataset 2

ALS IgG and ALS IgA array responses, and sample metadata.
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