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Figure S7. MALDI MSI revealed lower abundance of [FC+Fe+Na-3H]+ and [FC+Fe+K-3H]+ ions (m/z 793 and 809) compared
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Figure S8. Product ion MALDI mass spectra of the [FC+Na]+ ion. (A) FC standard received from EMC Microcollections,
GmbH. (B) Product ion scan of m/z 740.3157 performed on an infected tissue section. A wider isolation window (3 Da)
permitted the dissociation of interfering contaminants having their m/z value close to the siderophore parent.
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Figure S9. Screenshot of the de novo sequencing result on [FC+Na]+ returned by CycloBranch. For the graphics description,
please, see the webpage http://ms.biomed.cas.cz/cyclobranch.
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Figure S11. The boxplots for infected groups. For the data see the Supplementary Tables.
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Table S1. The variabilities in technical replication measured by the coefficient of variation (CV).

Mean CV Standard error of the mean (SEM)
Urine Fe-TAFC 0.0333 0.0080
Urine Fe-FC 0.0387 0.0045
Urine bound iron 0.0693 0.0119
Serum Fe-FC 0.0946 0.0467
Lung Fe-FC 0.3277 0.1704

Table S2. The variabilities in biological replicates measured by the coefficient of variation (CV) in six infected animals. SEM
is the standard error of the mean.

Limit of detection Mean ±SEM CV
Urine Fe-TAFC 0.02 ng/mL 0.3674 µg/mL 0.1655 µg/mL 1.1036
Urine Fe-FC 0.03 ng/mL 0.6272 µg/mL 0.1154 µg/mL 0.4506
Urine bound iron 0.03 µg/mL 1.5784 µg/mL 0.2532 µg/mL 0.3929
Serum Fe-FC 0.36 ng/mL 12.5245 ng/mL 4.4407 ng/mL 0.8685
Lung Fe-FC 0.36 µg/g 13.8725 µg/g 7.5491 µg/g 1.0884

Table S3. The variabilities in biological replication measured by the coefficient of variation (CV) in three control animals.
SEM is the standard error of the mean.

Mean ±SEM CV
Urine bound iron 0.0930 µg/mL 0.0067 µg/mL 0.1248

Table S4. Skewness, kurtosis, and p-values of normality tests for infected groups. Gaussian distribution of data sets was
assessed by Jarque-Bera tests and Lilliefors corrected Kolmogorov-Smirnov tests.

Skewness Kurtosis P-value for Jarque–Bera test P-value for Lilliefors corrected
Kolmogorov-Smirnov test

Urine Fe-TAFC 0.6499 1.4997 0.1287 0.0377
Urine Fe-FC 1.2600 3.3559 0.0458 0.0530
Urine Bound iron 0.3757 1.5390 0.3584 0.1697
Serum Fe-FC 0.9390 2.4397 0.1355 0.1216
Lung Fe-FC 0.7229 1.8996 0.3267 0.5000

Table S5. The statistical analyses performed using one-tailed z-tests under the null hypothesis claiming that the expected value
is under the limit of detection (NAN stands for Not A Number).

P-values
Infected Control

Urine Fe-TAFC 0.0132 NAN
Urine Fe-FC <0.0001 NAN
Urine Bound iron <0.0001 <0.0001
Serum Fe-FC 0.0024 NAN
Lung Fe-FC 0.0367 NAN

Table S6. The p-values returned by a standard Student’s two-sample t-test.

Metabolite pairs P-value
Urine Fe-TAFC vers. Fe-FC 0.2304

Fe-TAFC vers. Bound iron 0.0034
Fe-FC vers. Bound iron 0.0112
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