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Homeostasis of the biosynthetic E. coli metabolome

Dusica Rados," Stefano Donati,® Martin Lempp,’ Johanna Rapp,? and Hannes Link?**

SUMMARY

Metabolite concentrations vary across conditions and such metabolome changes
are relevant for metabolic and gene regulation. Here, we used LC-MS/MS to
explore metabolite concentration changes in Escherichia coli. We measured 101
primary metabolites in 19 experimental conditions that include various nutrients
and stresses. Many metabolites showed little variation across conditions and only
few metabolites correlated with the growth rate. The least varying metabolites
were nucleotides (e.g. UTP had 10% variation) and amino acids (e.g. methionine
had 13% variation). These results show that E. coli maintains protein and RNA
building blocks within narrow concentration ranges, thus indicating that many
feedback mechanisms in biosynthetic pathways contribute to end-product
homeostasis.

INTRODUCTION

Cells must maintain intracellular metabolites at physiological concentrations, despite changes of meta-
bolic flux (Gerosa et al., 2015; Park et al., 2016; Schafer et al., 2004). High metabolite levels can inhibit en-
zymes that generate them (Alam et al., 2017), whereas low metabolite levels lead to insufficient active site
occupancies of enzymes that consume them (Bennett et al., 2009). Thus, metabolite levels can only vary
within certain ranges and theoretical analyses suggested that metabolite concentration homeostasis is a
primary objective of metabolic regulation (Hofmeyr and Cornish-Bowden, 1991; Thomas and Fell, 1996).
A number of studies measured microbial metabolites in different experimental conditions (Bennett
et al., 2009; Brauer et al., 2006; Chubukov et al., 2013; Gerosa et al., 2015; Kochanowski et al., 2017; Park
et al., 2016), but have not provided a systematic analysis of metabolite concentration homeostasis.

Here, we measured 101 E coli metabolites in the same 19 experimental conditions that were recently used
to measure the E. coli proteome (Schmidt et al., 2016). We found that many metabolites vary little across
conditions, which is in contrast to the high condition-dependency of the proteome. The least varying me-
tabolites were UTP and ATP, with less than 15% variation between all conditions that supported growth.
Similarly, most amino acids remained within narrow concentration ranges, and methionine was the least
varying amino acid. The high constancy of nucleotide and amino acid end-products may facilitate their ac-
curate supply and demand, as suggested by metabolic control theory (Hofmeyr and Cornish-Bowden,
2000). In conclusion, the condition-dependent E. coli metabolome revealed that nucleotides and amino
acids are the least varying class of metabolites, thus supporting theories (Hofmeyr and Cornish-Bowden,
2000; Schafer et al., 2004), which suggest that end-product homeostasis is an important objective of
metabolic regulation in biosynthetic pathways.

RESULTS

The condition-dependent E. coli metabolome

To assess the variability of intracellular metabolites, we measured 101 E colimetabolites in 19 experimental
conditions (Figure 1A and Table S1). For 17 conditions, we used the E. coli strain BW25113, which was
grown in: 1) minimal glucose medium, 2-11) minimal medium with 10 alternative carbon sources, 12-14)
minimal glucose medium under three stresses (low pH of 6, high salt concentration, and high temperature
of 42°C), 15-16) stationary phase (1 day and 3 days), and 17) synthetic-rich medium (minimal medium sup-
plemented with glycerol, 20 amino acids, adenine, and uracil). In the remaining two conditions, we cultured
the E. coli strains NCM3722 and MG1655 in minimal glucose medium. The proteome was previously
measured in the same conditions (Schmidt et al., 2016), and we observed almost the same biomass-specific
growth rates, which varied between 0.2 and 1.0 per h (Figure S1). Metabolomics samples were collected
with a filter method (Bennett et al., 2008; Gerosa et al., 2015; Kochanowski et al., 2017), and metabolite ex-
tracts were analyzed with liquid chromatography-tandem mass spectrometry (LC-MS/MS) (Guder et al.,
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Figure 1. The condition-dependent E. coli metabolome

(A) The 19 conditions used in this study were adapted from the proteome study (Schmidt et al., 2016): three glucose-fed
E. coli strains (BW25113, NCM3722, MG1655), 10 alternative carbon sources, three stresses (low pH, high salt, and high
temperature), and stationary phase (1 day and 3 days). See also Table S1.

(B) Adenylate energy charge in the 19 conditions ([ATP]+ 0.5[ADP])/([ATP]+[ADP]+[AMP]). Bars are means from n = 3
replicates and error bars show the SD.

(C) Relative concentration of 101 intracellular E. coli metabolites. Concentrations are shown as log2 fold changes
normalized to the glucose condition with E. coliBW25113. Dots show the mean of n = 3 replicates. Amino acids are shown
in orange and nucleotides in blue. See also Table S2. Note that if a particular metabolite is supplemented to the
cultivation medium, it is not possible to differentiate between its intracellular and extracellular concentration. Therefore,
amino acids and adenine are excluded from the rich medium condition. Succinate is excluded from the succinate
condition. See Figure S1-53.

2017). Measured metabolite concentrations were reproducible between three biological replicates, with a
median error of 14% across the 101 metabolites (Figure S2).

We determined absolute concentrations of ATP, ADP, and AMP using authentic standards and an internal
3C-labeled standard (Bennett et al., 2008; Guder et al., 2017). This allowed us to calculate the energy
charge in the 19 conditions as: ([ATP]+0.5[ADP])/([ATP]+[ADP]+[AMP]). The energy charge was high and
remained almost constant in all conditions that supported growth (Figure 1B), thus indicating that cells
maintain energy homeostasis despite the different quality of nutrients in the medium. Only stationary cells
had a low energy charge, which is consistent with previous reports (Brauer et al., 2006). The energy charge
reflects the energetic status of the cell (Atkinson, 1968), and it has been described before that growing
bacteria maintain the energy charge within a narrow range (De la Fuente et al., 2014) and that it gradually
decreases in non-growing bacteria (Bergkessel et al., 2016). Moreover, the high energy charge of growing
cells shows that our sampling protocol was fast and efficient, because ineffective sampling and quenching
would immediately affect ATP levels, which have a turn-over time of a few seconds (Heijnen, 2010).

Stationary phase and rich medium cause widespread metabolome changes

Next, we sought to systematically analyze metabolite concentration changes across conditions. In most
conditions, the majority of metabolites varied less than 2-fold, when normalized to the glucose condition
with the BW25113 strain (Figure 1C and Table S2). However, the stationary phase conditions and the rich
medium condition led to higher metabolite concentration changes (Figure 1C). Cells in stationary phase
degrade proteins and RNA (Bergkessel et al., 2016), and accordingly, we observed increases of metabolites
in degradation pathways of amino acids and nucleotides (Figure S3). Biosynthetic intermediates, in
contrast, decreased in stationary phase cells, presumably because biosynthetic pathways are less
active in non-growing cells (Figure S3). Biosynthetic intermediates were also low in E. coli cells that grew
in the rich medium condition, which contains external amino acids and the nucleobases uracil and adenine
(Figure S3).
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Figure 2. Variability of metabolites across conditions

The variability of 101 measured metabolites is shown as relative SD(RSD) across 16 conditions (stationary phase and rich medium were not considered). The
RSD is the SD across conditions normalized to the mean. Amino acids are shown in orange and nucleotides in blue. Inserts show the relationship of the
growth rate with concentrations of IMP and 5-Amino-1-(5-phospho-D-ribosyl)imidazole (air). Colors indicate the experimental condition. R is the Pearson

correlation coefficient of growth rates and metabolite levels. See Figure S4-S6.

Nucleotide triphosphates are the least varying class of metabolites

Next, we analyzed metabolome variability based on the relative SD (RSD) of metabolite levels across 16 of
the 19 conditions (Figures 2, S4, and S5). The RSD was calculated from the SD of the concentration of a
particular metabolite in the 16 conditions. The SD was then normalized to the mean concentration of
the metabolite in the 16 conditions, to obtain the RSD across conditions. For this calculation of the RSD,
we used the mean metabolite concentration of the three replicates. Thus, the RSD indicates to what extent
a metabolite varies across the 16 conditions. We excluded the two stationary phase conditions from this
analysis, due to the higher metabolome changes in non-growing bacteria (Figure 1C). The rich medium
was also excluded because the medium contains high amounts of extracellular amino acids, which con-
founds measurements of intracellular amino acids (residuals of the cultivation medium cling to cells and
the filter).

First, we confirmed that metabolome variability across conditions does not correlate with the error be-
tween replicates (Figure Sé). This means that a high relative SD across conditions is not due to a higher
SD between experimental replicates. Additionally, we measured response curves with authentic standards
to confirm that metabolite concentrations in our samples fall into the linear range of our LC-MS/MS method
(Figures S7-S9). The response curves were linear over several orders of magnitude, which are consistent
with our previous report of the LC-MS/MS method (Guder et al., 2017). The high linearity is important to
ensure that a 1% change in the LC-MS/MS signal (the 12C/13C ratio) corresponds to a 1% change in metab-
olite concentration.

Out of 101 measured metabolites, 42 metabolites varied less than 30% across conditions (Figure 2). These
stable metabolites included 13 of 17 measured amino acids, and 10 of 12 nucleotides. The least varying
metabolites were UTP and ATP (10% and 12% variability), suggesting that end-product homeostasis is
especially important in the case of nucleotide biosynthesis. According to metabolic control analysis, a
high stability of biosynthetic end-products can facilitate their accurate supply and demand (Hofmeyr
and Cornish-Bowden, 2000), and thus the stable pool of nucleotide triphosphates could ensure proper con-
trol over RNA synthesis rates. Indeed, all four nucleotide classes (adenosine-phosphates, guanosine-phos-
phates, cytidine-phosphates, and uridine-phosphates) varied less in their triphosphate form than the
respective di- and monophosphates (Figure 2). The most variable nucleotide was GMP, which varied
54% across conditions, mainly because GMP increased 2.6-fold in the 42°C condition.

Intermediates in nucleotide metabolism varied more than the end-products. Inosine-monophosphate
(IMP), for instance, is a central intermediate in purine nucleotide biosynthesis, and IMP was among the me-
tabolites with a high variability (87%). Among all measured metabolites, IMP had the highest correlation
with the growth rate (insert in Figure 2). Another intermediate in purine nucleotide biosynthesis,
5-Amino-1-(5-phospho-D-ribosyl)imidazole (AIR), had the second highest growth rate correlation among
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Figure 3. Variability of nucleotides and feedback regulation of the pyrimidine pathway

(A) Relative concentration of nucleotides in 19 conditions. Metabolite concentrations are shown as log2 fold changes that are normalized to the glucose
condition with the BW25113 strain. Dots show the mean of n = 3replicates, lines show the SD. Log2 fold changes > 1 or < —1 are indicated by the color of the
respective condition. Numbers next to the metabolite show the relative SD(RSD) across 17 conditions (stationary phase conditions were not considered).

Note that RSD values differ from Figure 2 because the rich medium is considered here.

(B) Same as (A) for intermediates in pyrimidine nucleotide biosynthesis. The metabolic map shows the pyrimidine pathway and allosteric feedback inhibition
of carbamoyl phosphate synthetase (CarAB) by UMP. The metabolic bottleneck at orotate phosphoribosyltransferase (PyrE) is present in all conditions

except the NCM3722 strain, due to a frameshift mutation in MG1655-derived E. coli (Jensen, 1993).
See Figure S7.

all 101 metabolites. Such “growth-rate effects” are typically attributed to the interdependency of gene
expression and growth (Gerosa et al., 2013; Scott et al., 2010), and the condition-dependent proteome
study (Schmidt et al., 2016) found that many proteins correlated with the growth rate. Here, we found
that except IMP and AIR only few metabolites correlated with growth rate.

Adenine and uracil salvage inactivate de novo biosynthesis of nucleotides

The rich medium contained the nucleobases adenine and uracil, which are converted into nucleotides via
salvage pathways. Despite this, the concentration of UTP and ATP in rich medium was similar to the other
16 conditions (Figure 3A), showing that E. coli maintains homeostasis of UTP and ATP even if they are syn-
thesized via completely different pathways (de novo biosynthesis of nucleotides vs. nucleotide salvage).

Next, we examined metabolic regulation mechanisms that could be responsible for the activation of
salvage pathways in the rich medium condition. Supplementation of adenine in the rich medium condition
led to high levels of intracellular hypoxanthine in E. coli (Figure S3), which is an intermediate in the adenine
salvage pathway. Hypoxanthine is an allosteric activator of the transcription factor PurR that controls
expression of genes in purine and pyrimidine nucleotide metabolism (Cho et al., 2011). Thus, the high hy-
poxanthine levels may activate PurR, which in turn represses expression of genes in de novo biosynthesis of
purine and pyrimidine nucleotides. The proteome data (Schmidt et al., 2016) confirm that this regulation is
active in the rich medium condition and that it led to lower abundances of most enzymes in those pathways.
Apart from enzyme-level regulation via the hypoxanthine-PurR circuit, allosteric regulation of enzyme ac-
tivity may also switch from de novo nucleotide biosynthesis to nucleotide salvage. Several nucleotides
feedback inhibits enzymes in their own biosynthesis pathways. For example, UTP inhibits aspartate trans-
carbamoylase, and UMP together with CMP inhibit carbamoyl phosphate synthetase (Reaves et al., 2013)
(Figure 3B). Because UTP varied little, it is unlikely that the UTP feedback was active in the rich medium
condition. However, UMP levels increased more than 2-fold on rich medium and presumably feedback
inhibited carbamoyl phosphate synthase (Figure 3B).

4 iScience 25, 104503, July 15, 2022



iScience

To confirm that this regulation inactivates de novo nucleotide biosynthesis during growth on rich medium,
we took a closer look at intermediates in the pathways (Figure 2B). Two of three measured intermediates in
the purine pathway decreased on rich medium (IMP and adenylosuccinate, Figure S3), and all three
measured pyrimidine intermediates decreased (carbamoyl-aspartate, orotate, and dihydroorotate, Fig-
ure 3B). Thus, the low concentration of nucleotide intermediates on rich medium supports the hypothesis
that de novo nucleotide biosynthesis is inactive in this condition, and that cells salvage externally supplied
uracil and adenine.

We noticed that all three pyrimidine intermediates were less abundant in the E. coli strain NCM3722 than
in the other two strains under same conditions (Figure 3B). The higher concentration of pyrimidine
intermediates in E. coli BW25113 and MG1655 is probably due to the known frameshift mutation in
MG1655-derived E. coli strains (Jensen, 1993) that causes low expression of pyrE-encoded orotate phos-
phoribosyltransferase (PyrE). The proteome data confirm this pyrimidine bottleneck at PyrE, because
BW25113 and MG1655 have less than 50 copies of the enzyme, compared to 568 PyrE copies in
NCM3722 (Schmidt et al., 2016). Despite this strong perturbation of PyrE levels in MG1655 and
BW25113, the concentration of UTP and CTP was similar in all three E. coli strains, which further underlines
the important role of nucleotide homeostasis.

Methionine is the least varying amino acid

Next, we inspected variability of the 18 measured amino acids. The least varying amino acid was methio-
nine and the most variable amino acid was aspartate (Figure 2). The high stability of methionine may reflect
its role in translation initiation and that methionine biosynthesis limits overall protein synthesis in E. coli (Li
et al., 2014). The high variability of aspartate is probably due to an entry-point effect of the alternative
carbon sources (Figure S10): aspartate is only one step away from the TCA cycle metabolite oxaloacetate,
and aspartate increased when E. coli grew on the TCA cycle metabolites fumarate and succinate. Similarly,
many TCA-derived amino acids (lysine, asparagine, glutamine, aspartate, and arginine) had the highest
concentration in fumarate-fed cells (Figure S10). Fumarate had a stronger entry-point effect than succinate,
presumably because fumarate has a direct effect on aspartate: high fumarate concentrations can drive the
amination of fumarate to aspartate (via aspartate ammonia-lyase). Xylose enters metabolism via the
pentose phosphate pathway (PPP) and it led to high levels of PPP-derived phenylalanine.

Apart from these entry point effects of the alternative carbon sources, amino acids were among the least
varying metabolites (Figure 2). This confirms previous theories, which suggest that some metabolic
regulation mechanisms are geared to maintain homeostasis of biosynthetic end-products (Hofmeyr and
Cornish-Bowden, 2000; Schafer et al., 2004). Because growth rates varied up to 3-fold between conditions
(Figure S1), we inspected the mechanisms that could adapt amino acid biosynthesis flux to different de-
mands for protein synthesis. E. coli can modulate biosynthetic fluxes in amino acid pathways by changes
of enzyme activity or enzyme abundance. The proteome data indicated that changes of enzyme abundance
were probably the main driver of flux changes, because almost all enzyme levels in amino acid pathways
correlated linearly with the growth rate (Schmidt et al., 2016). These changes in enzyme abundance are
either due to negative feedback of amino acids via transcription factors (Cho et al., 2012) or transcriptional
attenuation (Yanofsky, 1981), or due to global growth-rate-dependent regulation (Scott et al., 2010).

If negative feedback of amino acids adapts enzyme abundance to growth rates, we expected a negative
relationship between amino acid levels and growth rates, because lower amino acid levels would de-
repress transcription. To test this, we correlated all 18 measured amino acids with the growth rate (Figure 4).
While most amino acids did not correlate with growth, arginine and the pool of leucine/isoleucine showed
a modest negative correlation with growth rates (Figure 4). Arginine and leucine are allosteric activators of
the transcription factors ArgR and Lrp, which control almost all amino acid metabolisms due to a hierarchi-
cal structure of the transcription regulation network in E. coli (Cho et al., 2012). Thus, decreases of arginine
and leucine at higher growth rates may drive increases of enzyme levels via transcriptional regulation.

DISCUSSION

In this study, we measured 101 E coli metabolites in 19 experimental conditions, and several metabolites,
especially biosynthetic end-products, showed remarkably little variation across conditions. An exception
were stationary phase conditions (1 day and 3 days), which led to higher metabolome changes including
biosynthetic end-products (e.g. phenylalanine increased >10-fold). We assume that end-product
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Figure 4. Relationship between amino acids and growth rates

The relative concentration of amino acids is plotted against the growth rate in the respective condition. Metabolite concentrations are shown as fold
changes that are normalized to the glucose condition with the BW25113 strain. Dots are the mean of n = 3 replicates and lines are the SD. Numbers in the

plots are the Pearson correlation coefficient (R).

homeostasis is less relevant in stationary phase cells, because protein and RNA synthesis are low in non-
growing cells compared to growing cells (Bergkessel et al., 2016). Instead, our data indicated that station-
ary phase cells degrade protein and RNA, because they had high levels of metabolites that are involved in
degradation of amino acids and nucleotides (Figure S3).

Biosynthetic end-products were the least varying class of metabolites in all conditions that supported
growth. Especially, UTP, ATP, and methionine were remarkably stable and varied less than 15% between
conditions. Our observation that UTP is the least varying metabolite matches the previous discovery of a
dual regulatory strategy in the pyrimidine pathway of E. coli, where classical feedback inhibition and
directed overflow work together to ensure end-product homeostasis (Reaves et al., 2013). Similar dual reg-
ulatory strategies exist in amino acid pathways (Sander et al., 2019), and a hypothesis is that the resulting
homeostasis of biosynthetic end-products is important to seamlessly link metabolism with protein and RNA
synthesis. This hypothesis was also described within the framework of metabolic control theory (Hofmeyr
and Cornish-Bowden, 2000), which suggested that “linking” metabolites at the interface of macromolec-
ular synthesis and metabolism should remain stable to coordinate their demand and supply.

However, not all amino acids remained within narrow concentration ranges. For example, arginine and
(iso-)leucine varied more than 2-fold across conditions and their concentration showed a modest growth
dependency (Figure 4). The growth dependency indicates that arginine and leucine adapt amino acid
fluxes, since both amino acids have the potential to control almost all amino acid biosynthesis pathways
via interactions with the transcription factors ArgR and Lrp (Cho et al., 2012). Thus, amino acids levels
may have different regulatory roles: i) stable amino acids like methionine can coordinate supply and de-
mand for protein synthesis, and ii) arginine and leucine can drive changes of biosynthetic fluxes. However,
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it is important to underline that arginine and leucine show only a modest growth dependency, and prob-
ably other factors contribute to changes in biosynthetic flux, e.g. growth dependencies of gene expression
(Scott et al., 2010). In general, we were surprised that very few metabolites showed growth dependencies,
which is in contrast to the proteome that had pervasive growth-rate effects (Schmidt et al., 2016). The
metabolite with highest growth-rate dependency was IMP (Figure 2), and future studies could explore
feedback between IMP and gene expression by mapping IMP-binding proteins with proteomic-ap-
proaches (Piazza et al., 2018).

Moreover, the metabolome data indicated regulatory mechanisms in pyrimidine nucleotide biosynthesis
that might be active in the rich medium condition. The data suggested that in rich medium, E. coli syn-
thesizes pyrimidine nucleotides by uracil salvage instead of de novo synthesis, and that de novo synthe-
sis is inactivated by two regulatory metabolites: high hypoxanthine levels (Figure S3) downregulated
enzyme abundance (via PurR), and high UMP levels (Figure 3A) feedback inhibited carbamoyl phosphate
synthase.

In conclusion, by measuring the E. coli metabolome in different experimental conditions, we found that
biosynthetic end-products are the least varying class of metabolites. Especially, nucleotide triphosphates
and methionine changed less than 15% between conditions, despite more than 3-fold difference in growth
rates. These results suggest that many feedbacks in biosynthetic pathways of amino acids (Cho et al., 2012;
Sander et al., 2019) and nucleotides (Reaves et al., 2013) are designed to maintain end-product homeosta-
sis and explains why deviations from end-product homeostasis are sensed by other cellular processes, e.g.
via nucleotides like ppGpp (Biike et al., 2022).

Limitations of the study

A limitation of this study is that we did not quantify the full metabolome, which includes hundreds of
primary and secondary metabolites. Although untargeted metabolome methods capture a much larger
fraction of the metabolome, they are not as quantitative as the isotope ratio LC-MS/MS method used in
this study. From our experience, the 13-C internal standard is essential to obtain a sufficiently large dy-
namic range, as well as a linear relationship between LC-MS/MS signal and metabolite concentration.
Another limitation is that we measured only one bacterial species (E. coli) and the jury is out if other bac-
teria and other organisms maintain their biosynthetic metabolome also within a narrow concentration
range.
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REAGENT or RESOURCE SOURCE IDENTIFIER
Bacterial and virus strains

Escherichia coli BW2511330 Baba et al., 2006 N/A
Escherichia coli MG1655 DSMZ 18039
Escherichia coli NCM372231 Soupene et al., 2003 N/A

Chemicals, peptides, and recombinant proteins

Acetonitrile Honeywell Riedel-de Haen Cat#14261-2L
Methanol VWR Cat#83638.320
Uniformly 13C-labeled glucose Cambridge Isotope Laboratories N/A
Deposited data

Metabolome data at Metabolights This study MTBLS4249
Software and algorithms

Matlab R2018b for analysis of experimental Mathworks.com N/A

data

Other

Filter membrane Merck Millipore HVLP02500
RESOURCE AVAILABILITY

Lead contact

Further information and requests for resources and reagents should be directed to and will be fulfilled by
the Lead Contact, Hannes Link (hannes.link@uni-tuebingen.de).

Materials availability

This study did not generate new unique reagents.

Data and code availability

The metabolome data are available at Metabolights under the accession code MTBLS4249. Any additional
information required to reanalyze the data reported in this paper is available from the lead contact upon
request.

EXPERIMENTAL MODEL AND SUBJECT DETAILS

Cultivation media and strains

E. colistrains BW25113 (Baba et al., 2006), MG 1655 (DSMZ No. 18039) and NCM3722 (Soupene et al., 2003)
were used in this study. The cultivation conditions were the same as described by Schmidt and coworkers
(Schmidt et al., 2016). The M2 minimal medium consisted of: 200 mL of 5 X base salt solution (211 mM
Na,HPO,4, 110 mM KH,PQy, 42.8 mM NaCl, 56.7 mM (NH4),50,), 10 mL of trace elements (0.63 mM
ZnSQOy4, 0.7 mM CuCl,, 0.71 mM MnSQy, 0.76 mM CoCl,), 1 mL 0.1 M CaCl; solution, T mL 1 M MgSQO,
solution, 2 mL of 500 x thiamine solution (1.4 mM) and 0.6 mL 0.1 M FeCls solution. The resulting solution
was filled up to 1 L with water and was filter sterilized. 40 x stock solutions of individual carbon sources were
prepared in H,O and pH was set to 7 with 1 M NaOH or HCI. Final concentrations of individual carbon
sources were: sodium acetate 3.5 g/L, disodium fumarate 2.8 g/L, galactose 2.3 g/L, glucosamine 2.1
g/L, glycerol 2.2 g/L, sodium pyruvate 3.3 g/L, disodium succinate hexahydrate 5.7 g/L, glucose, fructose,
mannose and xylose 5 g/L. For the salt stress condition, NaCl was added to M9 to a concentration of 50 mM.
For the pH stress condition, the pH was set to 6.0 by titrating the M9 medium with HCI. For the rich medium,
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amino acids were dissolved in M9 to the following concentrations: alanine 1.0 mg/L, adenine 10.2 mg/L,
arginine 51.1 mg/L, asparagine 1.6 mg/L, aspartic acid 81.8 mg/L, cysteine 1.2 mg/L, glutamate
15.2 mg/L, glutamine 13.9 mg/L, glycine 0.4 mg/L, histidine 20.5 mg/L, isoleucine 51.1 mg/L,
leucine 102.3 mg/L, lysine 51.1 mg/L, methionine 20.5 mg/L, phenylalanine 51.1 mg/L, proline 5.2 mg/L,
serine 9.2 mg/L, threonine 102.3 mg/L, tryptophan 51.1 mg/L, tyrosine 51.1 mg/L, valine 143.2 mg/L and
uracil 20.5 mg/L. Glycerol was added to the rich medium to a final concentration of 2.2 g/L. All chemicals
were from Sigma-Aldrich.

Cultivation conditions

Glycerol-stocks of E. coli strains were kept at -80°C and streaked out on LB plates (Luria Miller, Carl Roth),
and incubated overnight at 37°C. Single colonies were picked and inoculated into a M9 preculture (7.5 mL
in 100-ml flasks), which was incubated for 6 — 10 h, to be subsequently diluted into a second preculture. The
second preculture was used to inoculate the main culture at a starting OD of 0.05 in 35 mL medium in
500-mL non-baffled wide-neck shake flasks, covered by a 38-mm silicone sponge closure (BellCo glass).
Cultivations were performed at 37°C, 200 rpm and 5-cm shaking diameter (Infors HT Minitron), except
for the heat-stressed cells which were grown at 42°C. Growth was monitored by measuring the optical
density at 600 nm (ODggo). Specific growth rates were calculated by linear regression of In(ODgo) against
the time during the exponential growth phase (Table S1).

METHOD DETAILS
Metabolite measurements

Samples for metabolomics were collected at an ODygp of ca. 0.5, and 2 ml of the culture was vacuum-filtered
through a filter membrane (HVLP02500, Merck Millipore). Subsequently, the filter was immersed into 1 mL
of acetonitrile:methanol:H,0O (40:40:20) at -20°C. Extraction was performed overnight at -20°C. Cell ex-
tracts were then centrifuged for 20 min at —9°C, 13 000 rpm (HeraerusTM Pico 17TM ThermoScientific).

The supernatant of metabolite extracts was mixed with ">C internal standard in equal proportion and
stored at -80°C until analysis by LC-MS/MS. To prepare "*C internal standard, E. coli MG1655 was grown
in a 1-L Bioreactor with 500 mL of M9 minimal medium containing 4 g L~" uniformly "*C-labeled glucose
(Cambridge Isotope Laboratories) to an OD of 1. The bioreactor was a BioFlo115 bioprocess system
(Eppendorf, Hamburg, Germany), equipped with a pH-sensor (Mettler Toledo, Colombus, OH) and a
DO-sensor (Mettler Toledo, Colombus, OH). The bioreactor was aerated using air passed through 4 M
potassium hydroxide in order to avoid incorporation of 2C by CO,. Aliquots of 20 mL were vacuum-filtered
using 0.45 um pore size filters (HVLP02500, Merck Millipore) and immediately transferred into 5 mL of
40:40:20 (v-%) acetonitrile/methanol/water kept at —20°C. Half of the culture was treated with a mixture
of ampicillin, chloramphenicol, rifampicin, and trimethoprim for 15 min before sampling to enforces in-
creases of metabolites. Final extracts from glucose-grown cells and inhibitor treated cells were mixed
1:1 and absence of '2C peaks in this 13C standard was confirmed by LC-MS. Aliquots of the "*C standard
were stored at —80°C.

Samples were analyzed by LC-MS/MS, with an Agilent 6495 triple quadrupole mass spectrometer (Agilent
Technologies) as described previously (Guder et al., 2017). An Agilent 1290 Infinity Il UHPLC system
(Agilent Technologies) was used for liquid chromatography using two columns: i) an Acquity UPLC BEH
Amide (Waters) for acidic conditions and ii) a iHILIC-Fusion(P) (HILICON AB) for basic conditions. The
column oven was at 30°C. LC solvents were: solvent A: water with ammonium formate (10 mM) and formic
acid (0.1% v/v) for acidic conditions, and water with ammonium carbonate (10 mM) and ammonium hydrox-
ide (0.2%) for basic conditions; solvents B: acetonitrile with formic acid (0.1% v/v) for acidic, and acetonitrile
for basic conditions. The LC gradient was: 0 min 90% B, 1.3 min 40% B, 1.5 min 40% B, 1.7 min 90% B, 2 min
90% B. The flow rate was 0.4 mL/min. The injection volume was 3 pL. Settings of the ESI source were: 200°C
source gas, 14 L/min drying gas and 24 psi nebulizer pressure. The sheath gas temperature was at 300°C
and flow at 11 L/min. The electrospray nozzle was set to 500 V and capillary voltage to 2500 V.

Alpha-ketoglutarate was derivatized prior to LC-MS/MS analysis (Zimmermann et al., 2014), using 50 uM
phenylhydrazine (Sigma-Aldrich). The mixture was incubated for 1 h at -20°C in acetonitrile:methanol:H20
(40:40:20), and analyzed with LC-MS/MS on the Acquity UPLC BEH Amide column.
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QUANTIFICATION AND STATISTICAL ANALYSIS

Quantification and statistical analysis were done with MATLAB. The statistical details of each experiment
can be found in the respective figure caption. For metabolomics data, n = 3 is the number of replicates,
which are n = 3 samples from independent shake flask cultures. Quantification of intracellular metabolite
concentrations was based on the ratio of '?C and '3C peak heights as described previously'. ?C/"3C ratios
of peak heights were normalized to the OD-specific cell volume at the time point of sampling. It was pre-
viously shown that the OD-specific cell volume is constant (Volkmer and Heinemann, 2011), and we used an
OD-specific cell volume of 0.74 uL/mL/OD for all conditions. The mean values of the three replicates of the
OD-normalized "?C/'3C ratios were used to calculate the RSD. First, the standard deviation (SD) between
the different conditions was calculated. Then the SD was normalized to the mean concentration of the
metabolite in all conditions, to obtain the RSD across conditions.
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