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Supplementary Figure 1. Iron supplementation conditions modestly increase growth
of both UTI89 and the non-pathogen MG1655. Growth was quantified by determining
the number of colony forming units (CFU/mL) after 18 hours of growth.
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similar growth. Colony forming units (CFU/mL) are shown with different levels of iron
supplementation for wild type UTI89 and (A) UTI89AentB/ybtS, (B) UTI89AiroA/ybtS,

Supplementary Figure 2. UTI89 and its siderophore biosynthetic mutants exhibit
(C) UTIB9AyD1S, and (D) UTI89AiroA after 18 hours of growth.
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Supplementary Figure 3. Iron supplementation effects on siderophore biosynthesis
and primary metabolism by UTI89 and its isogenic siderophore biosynthetic
mutants. (A) Heat map depicting differences in siderophore expression by UTI89 and
isogenic siderophore biosynthetic mutants with different iron supplementation levels. (B-
E) PCA of primary metabolomes under different iron supplementation conditions for
UTI8Y compared to (B) UTI89AentB/ybtS lacking all siderophores, (C) UTI89AiroA/ybtS
lacking salmochelin and yersiniabactin, (D) UTI89AybtS lacking yersiniabactin, and (E)
UTI89AiroA lacking salmochelin. UTI89AybtS metabolomes are poorly distinguished
from those of wild type UTI89 grown under the same condition while other mutants are
well-distinguished from wild type. This overall pattern corresponds to conversion of
enterobactin to salmochelin as a major contributor to E.coli primary metabolomic class.
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Supplementary Figure 4. Primary metabolites whose variations contribute most to
between-strain differences. (A) Primary metabolites in UTI89 affected by iron
supplementation and total siderophore deficiency (in black lettering) and their
relationships to the TCA cycle, glycolysis and amino acid metabolism.

(B) Primary metabolites in UTI89 affected by iron supplementation and combined
salmochelin-yersiniabactin deficiency (in black lettering) and their relationships to the
TCA cycle, glycolysis and amino acid metabolism. (C,D) Primary metabolite levels for
selected metabolites identified by VIP analysis differentiating UTI89 from (C)
UTI89AentB/ybtS and (D) UTI89AiroA/ybtS.
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Supplementary Figure 5. LC-MS profile of ferric siderophores and 13C-labeled
ferric siderophores (internal standard). Upper: Typical TIC plot of ferric siderophores;
Lower: Typical TIC plot of ;3C-labeled ferric siderophores (internal standard)



