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Abstract: The global transcriptional response of Escherichia coli to styrene and potential influence of exposure source was deter-
mined by performing RNA sequencing (RNA-seq) analysis on both styrene-producing and styrene-exposed cells. In both cases, styrene
exposure appears to cause both cell envelope and DNA damage, to which cells respond by down-regulating key genes/pathways in-
volved in DNA replication, protein production, and cell wall biogenesis. Among the most significantly up-regulated genes were those
involved with phage shock protein response (e.g. pspABCDE/G), general stress regulators (e.g. marA, rpoH), and membrane-altering
genes (notably, bhsA, ompR, ldtC), whereas efflux transporters were, surprisingly, unaffected. Subsequent studies with styrene addition
demonstrate how strains lacking ompR [involved in controlling outer membrane (OM) composition/osmoregulation] or any of tolQ,
tolA, or tolR (involved in OM constriction) each displayed over 40% reduced growth relative to wild-type. Conversely, despite reducing
basal fitness, overexpression of plsX (involved in phospholipid biosynthesis) led to 70% greater growth when styrene exposed. These
collective differences point to the likely importance of OM properties in controlling native styrene tolerance. Overall, the collective
behaviours suggest that, regardless of source, prolonged exposure to inhibitory styrene levels causes cells to shift from‘growth mode’
to ‘survival mode’, redistributing cellular resources to fuel native tolerance mechanisms.
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Introduction
Through metabolic engineering and synthetic biology strategies,
important progress continues to be made towards the microbial
production of value-added chemicals and biofuels from renew-
able substrates (Matsumoto et al., 2017). One common and per-
sistent challenge, however, remains the cytotoxicity associated
with the accumulation ofmany target end-products of interest.As
one example, many recent studies have focused on demonstrat-
ing and improving the microbial biosynthesis of a diversity of aro-
matic chemicals, as recently reviewed (Machas et al., 2019; Noda
& Kondo, 2017; Thompson et al., 2015). Aromatics serve a range
of industrial uses, including as pharmaceutical precursors, plas-
tic monomers, and bioenergy compounds. However, with highly
lipophilic and solvent-like properties, cytotoxicity has commonly
been reported due to the propensity of many aromatics to accu-
mulate in the cellmembrane,uponwhich they both disruptmem-
brane integrity and inhibit membrane protein function (Antunes-
Madeira & Madeira, 1989; Jarboe et al., 2010; Scott & Finnerty,
1976; Sikkema et al., 1995). Accordingly, end-product toxicity re-
mains one of the key limitations facing the production of most
aromatic biochemicals (Li et al., 2005; McKenna & Nielsen, 2011;
Vargas-Tah et al., 2015; Yoon et al., 2007).

In light of the above limitations, there remains a pressing need
to develop genetic mechanisms for increasing tolerance towards
inhibitory bioproducts, including aromatic biochemicals. To de-
sign truly effective tolerance engineering strategies, it is useful
to first understand (i) the nature of cellular damage caused by

the compound and (ii) how cells naturally respond to this dam-
age. One may begin to gain such collective insights by charac-
terizing the cells’ global transcriptomic response following expo-
sure to the compound of interest. Such approaches have been
employed, for example, to investigate how Escherichia coli be-
haves when exposed to acetate (Arnold et al., 2001), iso-butanol
(Brynildsen & Liao, 2009), ethanol (Horinouchi et al., 2010), free
fatty acids (Lennen et al., 2011), and 1,4-butanediol (Rau et al.,
2016), among other compounds (Pomposiello et al., 2001; Vis-
valingam et al., 2013; Zheng et al., 2001). Meanwhile, with spe-
cific respect to aromatics, E. coli’s transcriptional response has
also been characterized with respect to toluene (Yung et al., 2016),
p-hydroxybenzoic acid (Van Dyk et al., 2004), and cinnamalde-
hyde (Lin et al., 2017; Visvalingam et al., 2013). Furthermore, aro-
matic induced transcriptional responses have also been reported
for 2-phenylethanol in Saccharomyces cerevisiae (Jin et al., 2018) and
toluene in Pseudomonas putida (Molina-Santiago et al., 2017).

Contributing to this growing knowledge base, the present study
aimed to characterize the transcriptomic response of E. coli to
both exogenously added and internally produced styrene via
RNA sequencing (RNA-seq) analysis. Styrene is a bio-monomer
compound that can be synthesized via an engineered pathway,
but is quite toxic (complete inhibition of E. coli growth above
∼250 mg/l) (McKenna & Nielsen, 2011). Interestingly, meanwhile,
past studies suggest that differences exist with respect to how
E. coli responds to styrene when it is directly added to cultures
versus produced by cells (Lian et al., 2016). Specifically, Lian et al.
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found that while loss of membrane integrity (quantified as mem-
brane leakage) occurred in <10% of cells exposed to styrene via its
external addition, >50% of styrene-producing cells showed dam-
agedmembranes. Inspired in part by this observation, another key
objective of this study was to explore and characterize potential
differences in E. coli’s transcriptional response to styrene across
two distinct exposure modes: extracellular addition and intracel-
lular production. As will be demonstrated, the collective data sug-
gest that styrene damages cells atmultiple levels, causing them to
shift from ‘growth mode’ to ‘survival mode’. Down-regulation of
multiple growth-essential processes is met by the up-regulation
of several stress response systems, notably including several in-
volved inmodifying the cell envelope.With an improved and com-
prehensive understanding of the mechanisms involved in styrene
stress and possible roles played by native tolerance strategies, the
outcomes of this study may ultimately facilitate the future de-
velopment of genetic strategies aimed at enhancing tolerance to-
wards styrene and/or other aromatics and, in turn, improve their
bioproduction.

Materials and Methods
Strains and Cultivation Conditions
A total of three conditions representing different styrene ex-
posure modes were investigated in this study: styrene produc-
tion (P), styrene addition (A), and a no styrene (production or
addition) control (C). E. coli NST74 (ATCC 31884; a phenylalanine-
overproducing strain) (Tribe, 1987) carrying pTrcColaK-PAL2 and
pTrc99A-FDC1 (expressing PAL2 from Arabidopsis thaliana and
FDC1 from S. cerevisiae, respectively, to collectively convert endoge-
nous phenylalanine to styrene) was used as the styrene produc-
ing strain in P. E. coli NST74 carrying the empty vectors pTrcCo-
laK and pTrc99A was used as a non-producing strain in A and C.
In all cases, seed cultures were grown in 3 ml LB broth supple-
mented with 100 μg/ml ampicillin and 30 μg/ml kanamycin at
32°C while shaking at 200 rpm for 12–16 hr. Seed cultures were
then used to inoculate 50 ml of pH 6.8 MM1 media [a phosphate-
limited minimal media described by Machas et al. (2016)] supple-
mented with 1.5% (wt/vol) glucose in 100 ml Teflon-capped corn-
ing bottles (sealed bottles were used to prevent styrene loss via
evaporation) at an initial OD600 of ∼0.01. Prior to sealing, the
headspace of each culture was exchanged with pure O2 gas to
ensure that aerobic conditions were maintained throughout the
experiment. Once sealed, cultures were incubated at 32°C while
shaking at 200 rpm. Upon reaching OD600 ∼1.0, all cultures were
briefly opened and induced by the addition of isopropyl β-d-1-
thiogalactopyranoside (IPTG) at a final concentration of 0.2 mM,
after which the headspace was again flushed with pure O2 before
resealing. Culturing continued as described for a total of 27 hr. In
the case of exogenous styrene addition, styrene (99%, stabilized
with 10–15 ppm 4-tert-butyl-catechol; Alfa Aesar, Tewksbury, MA,
USA) was added to the culture according to the following schedule
(values represent final concentrations after each addition): 0 mg/l
at 0 hr, 25 mg/l at 13 hr, 65 mg/l at 23 hr, 165 mg/l at 25 hr. The
gradual increase in styrene concentration was designed to mimic
its experimental accumulation profile in styrene producing cul-
tures, as characterized via preliminary experiments.

RNA-seq Analysis
At 27 hr post-inoculation, cells from four independent biological
replicates were harvested for RNA extraction using the RNeasy
Mini Kit (Qiagen, Germantown, MD, USA) according to vendor
protocols. Total RNA from two independent biological replicates

was pooled at equimolar concentrations to create a single sam-
ple, after which two samples were sequenced for each condi-
tion (Schurch et al., 2016). RNA degradation and contamination
were monitored on 1% agarose gels. After rRNA depletion using
a RiboZero kit (Illumina, San Diego, CA), random hexamer prim-
ing was used to generate cDNA and library preparation was per-
formed using a Nextera library prep kit (Illumina) according to
manufacturer instructions. Paired end sequencing (2 × 150) was
performed using an Illumina NextSeq at the DNASU Sequenc-
ing Core at Arizona State University. Reads had adapters removed
and were quality trimmed using the default settings of Trim Ga-
lore (https://github.com/FelixKrueger/TrimGalore) prior to being
mapped to the E. coli MG1655 genome (including the PAL2 and
FDC1 genes) using STAR (Dobin et al., 2013). Read counts were
assigned to transcript features using featureCounts (Liao et al.,
2014). Differential gene expression analysis was performed us-
ing DESeq2 (Love et al., 2014) using the default median of ratios
method for normalization (Anders & Huber, 2010). Differences in
transcript levels were determined and are reported as log2-fold
change (L2FC), with positive and negative values indicating up-
and down-regulated expression of genes relative to the unexposed
control, respectively. Genes displaying significant differential ex-
pression were determined as those maintaining a false discovery
rate (FDR) adjusted p-value < .1 when compared to the unexposed
control (as calculated by L2FC) using the Benjamini–Hochberg ad-
justment method (Benjamini & Hochberg, 1995).

Gene Ontology and KEGG Pathway Analyses
Gene ontology (GO) term analysis was performed using GeneSCF
(Subhash & Kanduri, 2016) employing all three databases for
GO analysis (i.e. biological process, molecular function, cel-
lular components) and the E. coli organism database. For
KEGG pathway analysis and identification of enriched path-
ways, KOBAS 3.0 (KEGG Orthology Based Annotation System) was
utilized (Ai & Kong, 2018; Xie et al., 2011). Significantly over-
represented GO terms and KEGG pathways were reported for
only differentially expressed (DE) genes if, when compared to
all genes in the E. coli K-12 genome, a p-value < .05 cut-off
was met.

Assaying Differences in Styrene Sensitivity
Amongst E. coli Single Gene Deletion Mutants
E. coli strains containing deletions cassettes for each single gene
of interest (GOI; e.g. GOI::FRT-kanR-FRT) were obtained from the
Coli Genetic Stock Center (CGSC; New Haven, CT) whereas plas-
mids used to overexpress each single GOI were obtained from
the ASKA plasmid collection (Kitagawa et al., 2005) and trans-
formed into wild-type E. coli BW25113 (all genes and associated
collection designations are summarized in Supplementary Table
S1). All single gene deletion mutants and overexpressing strains
were tested with respect to their relative sensitivity to exogenous
styrene, as compared with E. coli BW25113 and BW25113 carry-
ing the pCA24N control plasmid, respectively. Seed cultures were
prepared as above and used to inoculate 20 ml of pH 6.8 M9 me-
dia with 1.5% (wt/vol) glucose containing either 0 or 100 mg/l
styrene. For overexpressing strains, both 10 and 100 μM IPTG were
tested for induction, in both cases with their addition occurring at
inoculation. Cultures were grown in foil-capped, sealed glass
vials for 6 hr at 37°C while mixing at 200 rpm, after which cell
growth was subsequently determined by measuring OD600. Fur-
ther characterization of the growth of E. coli BW25113 �ompR and
BW25113 individually overexpressing ompF,plsX, and tolAwas also

https://github.com/FelixKrueger/TrimGalore
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Fig. 1. (a) Total differentially expressed (DE) genes identified for styrene addition (A) and production (P), both relative to a no styrene control (C). Upper
(red) and lower (blue) bars, along with associated inset values, show total DE genes up-regulated or down-regulated, respectively. (b) A Venn diagram
(created with BioVenn; Hulsen et al., 2008) comparing DE genes unique to A (maroon, left) versus unique to P (gold, right), as well as DE genes common
to both conditions (orange, middle). (c) For DE genes common to both A and P, the number of genes down-regulated under both conditions (blue),
up-regulated under both conditions (red), and oppositely DE (green) are compared. Note: for (a)–(c), only DE genes with FDR adjusted p-value < .1 are
included. Volcano plots of all DE genes (down-regulated, blue; up-regulated, red; no significant differential expression, black) identified in the case of
(D) styrene addition (A) or (E) styrene production (P), with a significance threshold of FDR adjusted p-value < .1 (green dotted line).

subsequently performed across a wider range of styrene con-
centrations to more carefully assess differences in relative be-
haviours. Seed cultures (0.4 ml, prepared as above) were used to
inoculate media containing either 0, 75, 125, or 175 mg/l styrene.
Cultures were again grown in foil-capped, sealed glass vials for
6 hr at 37°C while mixing at 200 rpm, after which cell growth was
subsequently determined by measuring OD600.

Results and Discussion
Determining E. coli’s Global Transcriptional
Response to Styrene Exposure
The transcriptional response of E. coli to styrene was determined
across two different exposure modes—styrene addition (A) and
styrene production (P)—along with a control (C) containing no
styrene. To promote similar culture environments between the
two exposure modes, the schedule of styrene addition in A was
designed to closely mimic its accumulation profile during P, as de-
termined via preliminary experiments and illustrated in Supple-
mentary Fig. S1. In the case of P, a total of 135 ± 24 mg/l styrene
had accumulated by 27 hr. At this point, the OD600 values of A

and P were 2.00 ± 0.09 and 2.12 ± 0.12, respectively; suggest-
ing both styrene-exposed cultures had reached a similar growth
stage. At 27 hr, cells were harvested from each culture and to-
tal RNA was extracted for sequencing and analysis. A sufficient
level of sequencing depth (i.e. >10 M non-rRNA fragments) was
attained to perform differential gene expression analysis (Haas
et al., 2012), with 11.4 and 17.2, 14.7 and 14.0, and 12.5 and 14.8 M
mapped paired-end reads for A, P, and C, respectively. Differen-
tial expression analysis was therefore performed to characterize
changes in E. coli’s transcriptome as a result of styrene exposure
in A and P, in each case as reported relative to C (note: hereafter,
‘A’ and ‘P’ refer to A vs. C and P vs. C, respectively). In total, 1,574
and 755 DE genes were identified for A and P, respectively (Fig. 1a;
see SupplementaryMaterial for complete data),while 793 and 629
of these showed more significant levels of differential expression
when considering L2FC > 1 or < −1 as an additional, more strin-
gent cut-off. For comparison, in response to exogenous toluene ex-
posure at 200 mg/l, a total of 641 DE genes were identified in E. coli
with L2FC > 1 or < −1 and p-value < .05 (Yung et al., 2016). Fig. 1d
and e further illustrate the relationship between FDR adjusted
p-value and L2FC for both A and P across each entire dataset.
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Among DE genes identified in response to styrene, approximately
50% were up-regulated in A, compared to 56% in P (Fig. 1a). Mean-
while, a total of 499 genes were DE under both exposure modes,
compared to 1 075 and 256 genes that were uniquely DE in A and
P alone, respectively (Fig. 1b; Hulsen et al., 2008). Since the major-
ity (i.e. 66%) of DE genes in P significantly overlap with those in
A, this suggests that the overall response is predominantly con-
served between the two different exposuremodes. Among the 499
commonly DE genes, 276 were up-regulated and 202 were down-
regulated under both A and P (Fig. 1c). Interestingly, 21 genes were
DE in opposite directions for P versus A (Fig. 1c; for a complete list
see Supplementary Table S2). Overall, while this unique subset
of genes is somewhat broadly distributed, the presence of several
involved in regulating the cell envelope (i.e.mepS, ompT, dacC) and
general stress response (i.e. cspG, elaB, hdeA) could suggest that
differences (however small) might exist with respect to how E.
coli experiences and responds to styrene when exposure occurs
internally versus externally. More detailed characterizations are
needed to fully explore this prospect.

Despite similarities in overall behaviour (note: the Pearson cor-
relation coefficient was calculated as 0.64, suggesting a moder-
ate to strong correlation), expression patterns of many individual
genes varied more significantly between A and P, as summarized
in Fig. 2. For example, the most highly up-regulated genes (i.e. the
phage shock protein operon pspABCDE and pspG) showed much
higher DE in P than in A (e.g. up to ∼10-fold greater in the case
of pspG). Other genes followed a similar trend of increased dif-
ferential expression in P (e.g. trpE, marR, ymgA, ymdF, fadM, ycgR),
whereas others still weremore significantly DE in A (e.g. ldtC, ibpB).
Overall, however, while it should be appreciated that styrene lev-
els in the extracellular environment were closely matched be-
tween A and P, it unfortunately remains impossible to tightly
control for small differences in intracellular styrene levels which
may have also contributed to differences in E. coli’s responses be-
tween the two cases. That said, these levels are expected to be
close since, as revealed in past characterizations, the maximum
inhibitory concentration of styrene against E. coli is at least very
similar between the two cases (both ∼250–260 mg/l) (McKenna &
Nielsen, 2011).

Characterizing E. coli’s Styrene Response Via
Gene Ontology and KEGG Pathway Analysis
Beyond characterizing differential expression behaviours of in-
dividual genes, identification of toxicity and tolerance mecha-
nisms may also be accomplished by examining up- and down-
regulated gene families. Accordingly, the function of all DE genes
was next further analyzed based on GO terms, revealing that, in
total, 23 and 47 GO terms were over-represented (p-value < .05)
in A and P, respectively. A total of 15 GO terms were over rep-
resented in both A and P, including many from very broad cat-
egories (e.g. ‘GO:0005829∼cytosol’ which contains 1018 genes).
Fig. 3 summarizes a collection of GO terms of particular interest,
along with the percentage of genes in each GO term significantly
up- or down-regulated in A and/or P. Notably included among
over-represented GO terms are those related to DNA synthesis
and cell division (largely down-regulated), as well as responses
to DNA damage (e.g. SOS response) and various stresses (mostly
up-regulated).

KEGG pathway analysis was next also performed on all DE
genes, revealing that 5 and 14 pathways (among 138 total, Sajed
et al., 2016) were over-represented (p-value < .05) in A and

Fig. 2. Fold change of 3 986 E. coli genes for styrene production (P) versus
styrene addition (A), both relative to the no styrene control (C). Each
circle represents a different gene while the solid line represents y = x.
The lower graph represents an inset of the complete dataset, the region
of which is depicted via a dashed box in the upper graph.

P, respectively. Of these, three pathways were over-represented
in both conditions: ‘ribosome’ (eco03010), ‘biosynthesis of sec-
ondary metabolites’ (eco01110), and ‘homologous recombination’
(eco03440). Fig. 4 summarizes a collection of KEGG pathways of
particular interest, along with the percentage of genes in each
pathway significantly up- or down-regulated in A and/or P. Most
notably, included among over-represented KEGG pathways are
those related to amino acid and protein production, as well as the
biosynthesis of membrane and cell wall components (all predom-
inantly down-regulated). Among notable similarities between A
and P was the down-regulation of the majority of genes (12 and
11 of 17 total, respectively) involved in converting α-ketoglutarate
to glutamate, proline, arginine, and/or glutamine. The shutdown
of pathways responsible for consuming α-ketoglutarate perhaps
represents a strategy for increasing energy generation by promot-
ing the availability of precursors for and flux through the TCA
cycle.
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Fig. 3. Comparison of DE genes identified for styrene addition (A) and styrene production (P) across a selection of GO terms of notable significance
and/or particular interest to this study. For each GO term, the total number of associated E. coli genes is listed in parenthesis. The y-axis indicates the
percentage of total genes in each GO term that were significantly down-regulated (lower, blue) or up-regulated (upper, red) for A (light red or light blue
with stripes) and P (solid red or solid blue). Superscripts ‘A’ and/or ‘P’ indicate that the entire GO term was significantly over-represented
(p-value < .05) for that condition, as compared to the E. coli genome.

Interpreting E. coli’s Transcriptional Response
to Styrene
At a high level, the GO term and KEGG pathway analysis results
suggest that styrene exposure triggers a widespread cellular re-
sponse which involves the activation of stress response systems
shutting down several growth essential processes; including DNA
synthesis and protein production to cell wall biosynthesis and cell
division. To provide a detailed understanding of how E. coli is im-
pacted by and responds to styrene, a subset of the most statisti-
cally significant and/or unique outcomes across the datasets were
next selected for further analysis and discussion, organized ac-
cording to major cellular functions, processes, or roles. Taken to-
gether, one emergent pattern to be gleaned from the overall data
is that styrene exposure, which appears to cause cell damage via
multiple mechanisms, triggers the shutdown of cell growth in a
‘bottom up’ manner and, in the process, promotes a shift in cell
behaviour from ‘growth mode’ to ‘survival mode’. This general
behaviour, which has also been described with respect to stress-
induced changes in the proteome (Guo & Gross, 2014), is likely
used as a strategy that allows cells to focus on deploying mecha-
nisms to counter stresses while waiting for the return of suitable
conditions for resuming growth.

DNA replication, damage, and repair
In both A and P, numerous genes associated with the GO term
‘DNA replication’ (GO:0006260) were significantly repressed, in-
cluding, for example, both dnaX (L2FC = −1.94 for A) and dnaA
(L2FC = −1.48 and −0.93 for A and P, respectively). Pathways
responsible for supplying nucleotide precursors (e.g. purine and
pyrimidine biosynthesis) were also repressed in both A and P.

Considering their energy intensive nature, down-regulation of
these pathways may represent a strategy for conserving and re-
allocating resources towards other functions of more immediate
importance to cell survival. In addition to inhibiting DNA repli-
cation, styrene exposure also appears to elicit DNA damage in
a manner similar to exposure to UV radiation or DNA-arresting
chemicals (Janion, 2008; Lou et al., 2012); conditions known to
trigger the SOS response for DNA repair (Dörr et al., 2009; Lou
et al., 2012). From the GO term ‘SOS response’ (GO:0009432), 13
and 8 of 29 total genes were up-regulated in A and P, respectively.
Liang et al. also observed significant up-regulation of many SOS
response system genes in a styrene-tolerant E. coli mutant (Liang
et al., 2019). Here, up-regulated genes included dinB and umuDC,
encoding DNA polymerases Pol IV and V, respectively. In addition
to being low-fidelity, Pol IV and V enable DNA replication through
damage and lesions that Pol III cannot (Finkel, 2006). Therefore,
up-regulation of Pol IV and V might suggest an attempt to im-
prove survivability by incorporating beneficial mutations. Lastly,
in over 70 separate transcriptomic studies investigating E. coli’s
response to compounds including as iso-butanol, salicylate, and
various acids, dps (encoding a DNA-binding protein that protects
DNA from breakage, Calhoun & Kwon, 2011) has been identified
as a significantly DE gene (Alekshun & Levy, 1999; Erickson et al.,
2017). Here, dps was also highly up-regulated in P (L2FC = 1.95).
Whereas styrene has previously been shown to damage themem-
brane in E. coli (Lian et al., 2016), the observation that it also
potentially acts as a DNA-damaging agent is a new finding.
This apparent duality of styrene toxicity makes it similar to p-
coumaric acid which, in addition to increasing membrane perme-
ability, binds/damages DNA by intercalating into the double helix
(Lou et al., 2012).
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Fig. 4. Comparison of DE genes identified for styrene addition (A) and styrene production (P) across a selection of KEGG pathways of notable
significance and/or particular interest to this study. For each KEGG pathway, the total number of associated E. coli genes is listed in parenthesis. The
y-axis indicates the percentage of total genes in each KEGG pathway that were significantly down-regulated (lower, blue) or up-regulated (upper, red)
for A (light red or blue with stripes) and P (solid dark red or blue). Superscript ‘A’ and/or ‘P’ indicates that the entire KEGG pathway was significantly
over-represented (p-value < .05) for that condition, as compared to the E. coli genome.

Cell division
Of the 33 total genes associated with the GO term ‘cell division
site’ (GO:0032153), 15 and 14 were DE for A and P, respectively; 13
and 12 of which were down-regulated. Several vital components
of the ‘divisome’ (Du & Lutkenhaus, 2017) belong to the dcw clus-
ter, numerous of which were significantly down-regulated in both
A (i.e. murE, mraY, ftsW, murG, murC, ddlB, ftsQ) and P (i.e. ftsW,
murG, murC, ddlB, ftsQ, ftsA, ftsZ lpxC). Meanwhile, in addition to
promoting DNA repair, the SOS response also influences cell di-
vision, notably via induction of the inhibitor protein encoded by
sulA (L2FC = 0.86 and 1.90 in A and P, respectively) (Fonville et al.,
2010). Concurrently, additional genes involved in synchronizing
cell envelope division, controlling elongation machinery, and me-
diating cell wall synthesis were also significantly down-regulated
in both A and P, including those comprising the Tol system (tolQ,
tolA, tolR) which controls initiation of outer membrane (OM) con-
striction (Gray et al., 2015). Damage to the Tol system has been
shown to lead to decreased OM integrity and periplasmic leak-
age, and thus, increased sensitivity to drugs and other stresses
(Gray et al., 2015). Since the processes of initiating OM constric-
tion have been reported to be particularly vulnerable to damage
in E. coli (Egan, 2018), down-regulation of the Tol system could sig-
nify that E. coli is invoking a conservative approach towards lim-
iting its susceptibility to stress-induced damage during styrene
exposure.

Global stress response
Unsurprisingly, styrene exposure caused extensive transcriptome
remodelling with respect to several stress response systems. Ex-
pression of rpoH (encoding the heat shock responsive sigma factor,
σ 32), for example, was significantly increased in A (L2FC = 1.48).
Meanwhile, two of the most significantly up-regulated genes in
both A and P were ibpA and ibpB (L2FC: A = 2.27 and 3.94; P = 1.08
and 1.90, respectively), both encoding small heat shock chap-
erones belonging to the σ 32 regulon (Kitagawa et al., 2002). In-
creased expression of rpoH and other genes in its regulon have
been reported in response to other chemical stresses, including for
both ethanol (VanBogelen et al., 1987) and n-butanol (Rutherford
et al., 2010). Up-regulation of yibA was also observed in A and P
(L2FC = 1.83 and 1.60, respectively). E. coli strains lacking yibA dis-
play increased sensitivity to nalidixic acid, tetracycline, and mito-
mycin (Han et al., 2010), as well as UV and X radiation (Sargentini
et al., 2016); overexpression of yibA, however, has been shown to
increase E. coli’s n-butanol tolerance by ∼13% (Reyes et al., 2011).
Part of the marRAB locus, marA encodes a dual transcriptional
regulator that modulates expression of several genes involved
in resistance to multiple antibiotics and other inhibitory com-
pounds/conditions (Randall & Woodward, 2002) (including salicy-
late, Cohen et al., 1993), and was highly up-regulated in both A
and P (L2FC = 1.08 and 2.52, respectively). While this is consis-
tent with previous characterizations of E. coli’s response to other
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inhibitory conditions, where marA expression was almost always
up-regulated (93% of the time), including when exposed to phe-
nolic compounds (Alekshun, Levy, 1999; Erickson et al., 2017), it
differs from the results of Liang et al. (2019), who found marA
to be down-regulated in a styrene-tolerant mutant isolate. Al-
though marA expression was up-regulated, several genes that it
regulates—and which typically play key tolerance roles—were
not in either A or P; including soxS as well as acrAB and tolC
(encoding the AcrAB-TolC multi-drug RND efflux transporter).
This discrepant behaviourmay due to the fact that theMarA regu-
lon is known to be governed in a concentration dependentmanner
(Garcia-Bernardo & Dunlop, 2013; Martin et al., 2008).

Membrane stress response
Styrene and other aromatics are commonly reported to cause
membrane damage and stress (Antunes-Madeira&Madeira, 1989;
Lian et al., 2016; Sikkema et al., 1994). Therefore, as expected,
several stress responses associated with membrane-related dam-
age were activated in both A and P. In E. coli, five main enve-
lope stress response systems have been identified, including the
Psp, Cpx, Bae, Rcs, and σ E signalling pathways, which collec-
tively work to restore the cell envelope upon damage, as well
as maintain its stability and integrity (Rowley et al., 2006). Up-
regulation of the Psp and σ E signalling pathways was observed in
both A and P. The Psp (phage shock protein) system (comprised
of pspABCDE operon along with pspF and pspG), for example, has
been shown to respond tomultiple stresses, including exposure to
ethanol,methanol, and other hydrophobic solvents (e.g. n-hexane,
cyclohexane) (Flores-Kim & Darwin, 2016; Manganelli & Gennaro,
2017). Here, individual components of the Psp systemwere among
the most highly up-regulated genes (L2FC = 4.68–5.99 in A, 6.70–
7.99 in P; Fig. 2). Strains lacking a functional Psp system have
been reported to display difficulties in maintaining proton motive
force when exposed to different stresses (e.g. heat, osmotic shock,
ethanol); suggesting that it plays a key role in maintaining inner
membrane stability and rigidity under stress (Flores-Kim & Dar-
win, 2016; Manganelli & Gennaro, 2017). Meanwhile, up-regulated
in both A and P (L2FC = 0.63 and 2.05, respectively), activation of
σ E (encoded by rpoE) has been found to improve OM stability by ac-
tivating expression of genes responsible for re-folding membrane
proteins, reducing expression of new OM proteins, and rapidly
modifying the cell envelope upon sensing stress (Mitchell & Sil-
havy, 2019).

Cell envelope modification
Microbes employ a variety of mechanisms to counter chemical-
induced stress/damage to the cell envelope as well as increase
chemical tolerance, including by modifying the structure and
composition of the cell envelope (Bui le et al., 2015; Heipieper et al.,
2003; Junker & Ramos, 1999; Sandoval & Papoutsakis, 2016; Tan
et al., 2016; Tan, Khakbaz, et al., 2017). One important mechanism
involves maintaining proper cross-linking of the peptidoglycan
(PG) layer; including both intermolecular cross-linking as well as
cross-linking of the PG to the OM lipoprotein (Lpp) via LdtC. Here,
significant up-regulation of ldtC was observed in both A and P
(L2FC = 3.84 and 3.15, respectively). Stabilization of the OM to pre-
vent damage has been reported to maintain or increase cell wall
stability in response to penicillin exposure (Braun & Rehn, 1969;
Braun & Wolff, 1975; Surmann et al., 2016). The composition and
structure of the OM has also been reported as a strong determi-
nant of tolerance, especially in the case of hydrophobic solvents
(Glebes et al., 2014; Lennen & Pfleger, 2013; Sherkhanov et al.,
2014; Tan et al., 2016). Two small RNAs (sRNAs), omrA (L2FC = 4.33

and 4.69 in A and P, respectively) and omrB (L2FC = 3.90 and 3.84)
play an important role to this end. Activation of omrA and omrB
has also been reported following exposure to butanol, furfural,
geraniol, and succinic acid (Rau et al., 2015). Expression of ompF,
meanwhile, which belongs to the General Bacterial Porin family
and facilitates diffusion of various small (<600 Da; note: styrene
is ∼104 Da) molecules (e.g. ions, antibiotics, small proteins) across
the OM (Nikaido, 1989; Pichler & Emmerstorfer-Augustin, 2018).
Strains lacking ompF have previously been shown to display
improved tolerance to externally-added short-chain fatty acids
(Rodriguez-Moya & Gonzalez, 2015), as well as improved mem-
brane integrity and increased production of fatty acids (Tan, Black,
et al., 2017). Expression of ompF was also previously found to be
repressed in a series of isolated mutants displaying enhanced
tolerance to various hydrophobic solvents (e.g. cyclohexane,
xylene) (Aono & Kobayashi, 1997). Here, ompF was significantly
down-regulated in both A and P (L2FC = −1.89 and −2.55,
respectively), perhaps suggesting an effort to prevent styrene
(added, or produced and excreted) from (re)entering the cell.
Lastly, bhsA (encoding an OM protein) was also among the most
highly up-regulated genes in both A and P (L2FC = 5.03 and 5.47,
respectively). Induction of bhsA expression has previously been
observed in response to various stresses (e.g. hydrogen peroxide
(Zheng et al., 2001), cadmium (Egler et al., 2005), and salicylate,
(Pomposiello et al., 2001)). Over-expression of bhsA, meanwhile,
has been shown to significantly alter cell surface hydrophobicity
(direction dependent on strain), resulting in increased tolerance
to and production of octanoic acid (Chen et al., 2018).

Efflux transporters
One surprising observation of this study was the fact that multi-
drug resistant (MDR) efflux transporters were largely unrepre-
sented amongst significantly DE genes in both A and P. As dis-
cussed above, this included the AcrAB-TolC RND efflux pump,
which was previously implicated as important for E. coli growth
in the presence of styrene, with removal of this transporter (by
deletion of acrB in NST74) resulting in inhibition of both growth
and styrene production (Mingardon et al., 2015). In addition to
RNDefflux pumps,E. coli also encodes numerous otherMDR trans-
porters from different families; however, most were not signifi-
cantly responsive to styrene exposure, including in both A and P.
Overall, only expression of mdlA, emrE, emrY, fsr, ynfM, ydiM, and
ydeAwas increased for A, alongwithmdlA,mdtK,mdtG,mdtH, ynfM,
yebQ, yghB, yqjA, and ydeA for P. Lack of representation of MDR ef-
flux transporters may, however, be an artefact of time-dependent
behaviour. For example, using Pseudomonas putida KT2440 and
toluene, Molina-Santiago et al. demonstrated that transcriptional
changes in efflux pump expression after short-term (1 hr) ex-
posure were much greater than those measured after the long-
term (several hours) exposure (Molina-Santiago et al., 2017). In the
present study, only long-term (i.e. 27 hr) styrene exposure was in-
vestigated and it is likely that acute responseswould differ, both in
terms of the nature of DE genes and their relative expression lev-
els. Further investigation is necessary to characterize E. coli’s acute
response and/or dynamic behaviours occurring immediately after
styrene exposure.

Comparing Differences in Styrene Sensitivity
Among Single Gene Deletion Mutants and
Overexpressing Strains
A subset of DE genes was lastly selected for further functional in-
vestigation. This not only included those most highly DE genes
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Fig. 5. (a) Relative growth of single gene deletion mutants of interest
comparing the final OD600 of deletion mutants following 6 hr of
exposure to 100 mg/l styrene relative to no styrene control (green, solid)
as well as the final OD600 of deletion mutants and wild-type E. coli
BW25113 both with no styrene added (blue, striped). Error bars reported
at one standard deviation (n = 4 for single gene deletion mutants, n = 8
for BW25113). (b) Relative growth of single gene overexpression strains
comparing the final OD600 of strains induced with 10 μM IPTG following
6 hr of exposure to 100 mg/l styrene relative to no styrene control
(green, solid) as well as the final OD600 of the single gene
overexpression strains and wild-type E. coli BW25113 pCA24N control
with no styrene added (blue, striped). Error bars reported at one
standard deviation (n = 3). (c) Same conditions as (b) except using 100
μM IPTG for induction. Dashed lines indicate relative growth of 100%
(i.e. no growth difference in the presence versus absence of styrene or
no growth difference between strain of interest and the respective
control both with no styrene). * indicates p < .001 and ** indicates
p < .005 for two-tailed Student’s t-test when compared to the respective
control strain (BW25113 or BW25113 pCA24N).

in A and/or P, but also those showing lower differential expres-
sion which are known or hypothesized to be important in affect-
ing solvent tolerance and/or membrane integrity. In this case, all
genes were characterized with respect to the impacts of both their
deletion (where non-essential) and over-expression on growth in
the presence of 100 mg/l exogenous styrene. As seen in Fig. 5a,

when compared to the wild type, for many of the selected genes,
their sole deletion resulted in only a modest change in relative
growth due to the presence of styrene. This outcome is not al-
together surprising, however, since solvent tolerance is generally
considered to be a multigenic phenotype (Alper et al., 2006; Alper
& Stephanopoulos, 2007). That said, styrene sensitivity was sig-
nificantly increased for several mutants, most notably including
�ompR,�tolQ,�tolA, and �tolR. Together with EnvZ, OmpRmakes
up a signal transduction system (L2FC: ompR = 0.80 and 0.86 for
A and P, respectively; envZ was not significantly DE) which acts
as an important regulator of OM composition and is involved
in osmoregulation (Wang et al., 2012). In response to environ-
mental changes, OmpR has been shown to activate the acid and
osmotic stress responses in both E. coli and Salmonella typhirium
(Chakraborty et al., 2017) and control expression of the aforemen-
tioned sRNAs omrA and omrB (Guillier & Gottesman, 2006) as well
as the OM porin ompF (Pratt et al., 1996). As it acts as a positive
activator (Brosse et al., 2016), deletion of ompR has been shown to
block expression of ompF (Mizuno & Mizushima, 1987). It is fur-
ther noted, however, that micF, which encodes a regulatory sRNA
that represses ompF expression (Andersen et al., 1989), was also
significantly DE in the presence of styrene (L2FC = 2.02 and 2.75
for A and P, respectively), which perhaps explains the observed
down-regulation of ompF even as ompR was up-regulated. Thus, it
is possible that, in the case of styrene, the role of OmpR in med-
itating native tolerance is more significantly associated with its
influence on modulating changes in OM composition/structure
than in preventing styrene import. This is further supported in
Fig. 5a, where the ompF mutant showed no significant change in
styrene tolerance relative to wild type. Meanwhile, as discussed
above, TolQ, TolR, and TolA are all prominently involved in cell
division processes. It is further noted, however, that deletion of
any of tolQ, tolA, or tolR also significantly reduced E. coli’s baseline
fitness, with styrene only further compounding this disadvanta-
geous behaviour.

With respect to the overexpression of single genes of interest,
styrene sensitivity was characterized at two induction levels (10
and 100 μM IPTG) in order capture potentially unique titration ef-
fects. As seen in Fig. 5b and c, overexpression of several genes (e.g.
ompF, ompR, plsX) resulted in significantly reduced fitness, even in
the absence of styrene (and especially when induced with 100 μM
IPTG). Meanwhile, sensitivity to styrene was found to increase for
several overexpressed genes, as was most prominently observed
in the cases of ompF and tolA. Interestingly, overexpression of plsX
(a phosphotransacetylase involved in the biosynthesis of mem-
brane phospholipids (Lu et al., 2006; Röttig & Steinbüchel, 2013;
Yoshimura et al., 2007); L2FC = −2.21 for A, not DE for P) resulted
in improved growth (compared to the control strain) in the pres-
ence of styrene under both induction conditions, with the strain
even reaching a higher final OD600 with 100 μM IPTG when ex-
posed to styrene versus the no styrene control (0.36 ± 0.01 vs.
0.21 ± 0.02). Previously, plsX was implicated to have an effect on
tolerance to isobutanol (Minty et al., 2011) and isoprenol (Babel &
Krömer, 2020) in E. coli, whereas overexpression of plsX in Clostrid-
ium acetobutylicum improved tolerance to butanol, butyrate and
acetate while enhancing levels of saturated fatty acids in the
membrane (Alsaker et al., 2010). Lastly, rpoH overexpression inter-
estingly led to both significantly improved and reduced relative
growth (compared to the control) at low and high induction lev-
els, respectively. The variable influence of this regulator is perhaps
unsurprising given the large number of genes whose expression
it controls and its previously implicated role controlling E. coli’s
solvent tolerance; though these results provide evidence that the
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Fig. 6. (a) Relative growth of wild-type E. coli BW25113 (control; solid, light blue) and the BW25113 �ompR mutant (red, striped). (b) Relative growth of
BW25113 harbouring pCA24N plasmid (control; solid, light blue) BW25113 harbouring appropriate plasmids used to overexpress ompF (10 μM IPTG;
diagonal striped, beige), plsX (10 and 100 μM IPTG; light green, checkered and dark green, dotted, respectively) and tolA (10 μM IPTG; horizontal
striped, pink). For (a) and (b), OD600 were measured following 6 hr of exposure to 75, 125, or 175 mg/l styrene, each relative to a no styrene control.
Error bars reported at one standard deviation (n = 3). Dashed lines indicate relative growth of 100% (i.e. no growth difference in the presence versus
absence of styrene). * indicates p < .001 and ** indicates p < .005 for two-tailed Student’s t-test when compared to the respective control strain
(BW25113 or BW25113 pCA24N) at the equivalent concentrations of styrene.

relative level of rpoH expression may be a strong determinant of
any tolerance phenotype.

Finally, considering their prominent behaviours displayed in
the preliminary screen (Fig. 5), differences in the styrene sensi-
tivity of the �ompR mutant as well as strains individually over-
expressing ompF, plsX, and tolA were further characterized across
a wider range of styrene concentrations (0–175 mg/l). As seen
in Fig. 6a, the relative growth of the ompR mutant was signifi-
cantly lower (∼33–40%) when exposed to 75 or 125 mg/l styrene,
however, by 175 mg/l styrene, both strains grew equally poor
(final OD600 = 0.077 ± 0.004 and 0.069 ± 0.004 for BW25113 and
BW25113 ompR, respectively). This suggests that, although it may
be important for improving tolerance atmoderate concentrations,
OmpR alone is not responsible for dictating the E. coli’s maximum
inhibitory styrene threshold (note: as a cursory test of the broader
importance of ompR with respect to general aromatic tolerance,
similar differences in sensitivity of the ompR mutant were also
analogously observed for 2-phenylethanol; Supplementary Fig.
S2). Meanwhile, as seen in Fig. 6b, overexpression of ompF had no
discernable impact on styrene tolerance. Strains overexpressing
tolA showed increased sensitivity to styrene relative to the control,
further suggesting that (a) tolA and the Tol-Pal system in general
play an important role in styrene tolerance and (b) expression lev-
els of the associated genes are an important consideration to this
end. Lastly, although overexpression of plsX resulted in improved
growth in the presence of styrene, this behaviour was highly de-
pendent upon the induction strength used. In particular, at high
induction (100 μM IPTG), plsX overexpression led to improved tol-
erance at moderate styrene levels, with ∼17 and 35% increases
in final OD600 being achieved at 75 and 125 mg/l styrene, respec-
tively (both relative to the no styrene control). As with the dele-
tion of ompR, however, no difference in the maximum inhibitory
styrene threshold was observed. In contrast, low induction (10 μM
IPTG) of plsX overexpression showed no major improvements in
relative growth at moderate styrene levels, however, significant
growth was instead uniquely maintained at higher styrene con-
centrations (i.e. 74 ± 5% relative growth compared to no styrene
control at 175 mg/l styrene). This suggests that plsX is a promis-
ing target for tolerance engineering strategies, with optimization
of its expression level clearly being an important facet of any fu-
ture design. Future work will focus on characterizing role of these
genes during styrene production to determine if and to what ex-
tent their overall importance is likewise conserved.

Conclusion
E. coli’s transcriptional responsewas analyzed following prolonged
exposure to styrene, which was either exogenously added or en-
dogenously produced. Most behaviours were conserved between
the two exposure modes, including prominent responses such as
the up-regulation of phage shock response,DNAdamage response
and cell envelope-altering genes as well as down-regulation of
ribosomal and nucleotide biosynthesis genes. The collective be-
haviours observed support an inhibition-response model wherein
styrene first causes both cell envelope and DNA damage, after
which E. coli responds by reducing the activity of DNA biosynthe-
sis/repair, amino acid biosynthesis, protein production, and cell
wall biogenesis, while also disrupting normal cell division. At the
same time, key resources are instead shifted towards supporting
a range of tolerance mechanisms, chiefly including a multi-level
strategy focused on strengthening the cell membrane through
structural and significant remodelling of the cell membrane; key
processes at least partially influenced by ompR, the Tol-Pal sys-
tem, and plsX. Overall, the collective results suggest that, in re-
sponse to inhibitory levels of styrene, E. coli shifts its collective
behaviours from a ‘growth mode’ towards ‘survival mode’, likely
as part of a bet-hedging strategy where current fitness is traded
for the prospect of future benefits. Finally, with their specific abili-
ties to influence the properties of the OM, present findings suggest
that ompR, tolQRA, and plsXmay each represent promising targets
for future tolerance engineering efforts.
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