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Abstract

Background: Alginate is an industrially important polysaccharide, currently produced commercially by harvesting of
marine brown sea-weeds. The polymer is also synthesized as an exo-polysaccharide by bacteria belonging to the
genera Pseudomonas and Azotobacter, and these organisms may represent an alternative alginate source in the
future. The current work describes an attempt to rationally develop a biological system tuned for very high levels of
alginate production, based on a fundamental understanding of the system through metabolic modeling supported
by transcriptomics studies and carefully controlled fermentations.

Results: Alginate biosynthesis in Pseudomonas fluorescens was studied in a genomics perspective, using an alginate
over-producing strain carrying a mutation in the anti-sigma factor gene mucA. Cells were cultivated in chemostats
under nitrogen limitation on fructose or glycerol as carbon sources, and cell mass, growth rate, sugar uptake,
alginate and CO2 production were monitored. In addition a genome scale metabolic model was constructed and
samples were collected for transcriptome analyses. The analyses show that polymer production operates in a close
to optimal way with respect to stoichiometric utilization of the carbon source and that the cells increase the uptake
of carbon source to compensate for the additional needs following from alginate synthesis. The transcriptome
studies show that in the presence of the mucA mutation, the alg operon is upregulated together with genes
involved in energy generation, genes on both sides of the succinate node of the TCA cycle and genes encoding
ribosomal and other translation-related proteins. Strains expressing a functional MucA protein (no alginate
production) synthesize cellular biomass in an inefficient way, apparently due to a cycle that involves oxidation of
NADPH without ATP production. The results of this study indicate that the most efficient way of using a mucA
mutant as a cell factory for alginate production would be to use non-growing conditions and nitrogen deprivation.

Conclusions: The insights gained in this study should be very useful for a future efficient production of microbial
alginates.
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Background
Pseudomonas is a genus of Gram-negative bacteria with
features that have made them interesting to a wide com-
munity of researchers for a long time. Pseudomonas spp.
range from important human pathogens (P. aeruginosa),
via biocontrol agents and plant commensals useful in
agriculture (P. fluorescens) to one of the most widely
used “cell factories” for production of high-value-added
products in industrial biotechnology (P. putida), and the
genus is characterized by a great metabolic versatility.
Several species of Pseudomonas are also notable and

well-studied in their capability to form biofilms [1], aggre-
gates of cells that adhere to each other and to surfaces,
embedded in an extracellular polymeric matrix. Formation
of such biofilms can have serious clinical consequences, as
seen in infections by the opportunistic human pathogen
P. aeruginosa. Patients that are immunocompromised, in-
cluding the general aging population, are susceptible to
this pathogen both topically and systemically, and among
cystic fibrosis patients, lung infections by P. aeruginosa
are prevalent and have a major impact on morbidity and
mortality [2,3].
One striking feature that is present in the majority of P.

aeruginosa infections of the CF lung, is the so-called mu-
coid conversion of the pathogen, yielding a phenotype that
produces large amounts of the exopolysaccharide alginate.
This phenotype correlates with the ability of P. aeruginosa
to persist in the lungs of CF patients [4] and is a general
marker of poor survival for these patients [5]. The mucoid
conversion typically takes place through inactivating mu-
tations arising in the regulatory gene mucA [6], or proteo-
lytic degradation of the encoded MucA protein [7]. MucA
acts as an anti-sigma factor, binding and sequestering the
alternative sigma factor σ22, encoded by the algU gene,
that is essential for alginate production [8]. σ22 sigma
factors are members of the ECF (extra cytoplasmic func-
tion) family of transcription factors that are known to re-
spond to membrane stresses, and a recent microarray
analysis [9] found that AlgU is a global stress response
sigma factor, inducing several systems apart from alginate
biosynthesis. This study also identified gene subsets encod-
ing virulence factors specifically induced on conversion to
mucoidy, including HCN biosynthesis. The metabolic fea-
tures controlled by the AlgU-MucA system are not well
studied, but a very recent metabolic footprinting study con-
cluded that MucA modulates osmotic stress tolerance [10].
Alginate is a linear copolymer of mannuronic acid and

its C-5 epimer guluronic acid, and bacterial alginate is
only known to be produced by two genera, Pseudomonas
and Azotobacter. An important industrial polymer, algin-
ate is produced in bulk from seaweeds, but bacterial algi-
nates have attracted significant interest over the last
years due to the presence of alginate modifying enzymes,
i.e. epimerases [11], in the producing organisms. These
enzymes, taken together with the possibility to produce
very homogeneous alginate from liquid bacterial cultiva-
tions, allow precise manipulation of the relative content
and sequence of mannuronic and guluronic acid residues
in the alginate, which influences the physico-chemical and
immunological properties of the purified polymer signifi-
cantly [12]. The genes encoding the alginate biosynthetic
machinery are highly similar in the producing species, and
are in Pseudomonas spp. organized in a 12-gene operon
(algD–8–44–K–E–G–X–L–I–J–F–A) under the algD pro-
moter – the only exception being the algC gene, encoding
a phosphomannomutase, that is localized outside of the
operon and transcribed from its own promoter. The algin-
ate biosynthetic pathway (for reviews, see e.g. [13,14])
originates from fructose-6-phosphate and proceeds via the
activated monomer GDP-mannuronic acid, to concomi-
tant polymerization and export to the extracellular space.
During the polymerization/export, mannuronic acid resi-
dues can be epimerized to guluronic acid, and can be
O-acetylated in the O-2 and/or the O-3 position. One
molecule of GTP and two molecules of NAD+ are con-
sumed per monomer unit incorporated (counting from
fructose-6-phosphate), whereas the degree of acetyl group
incorporation depends strongly on the producing species
[15]. P. fluorescens SBW25 is an organism well suited for
industrial production of alginate as compared to either P.
aeruginosa or A. vinelandii, because of both its non-
pathogenicity and the relative simplicity of cultivation on
an industrial scale.
Genome-scale metabolic reconstruction has become a

well-established method for analysis of microbial metab-
olism, with numerous applications [16,17]. Although not
directed towards dynamic modeling by nature, the
steady-state assumption that underlies a stoichiometric
metabolic reconstruction is well approximated in con-
tinuous liquid culture. Based on the annotated genome,
the full spectrum of available metabolic pathways in the
organism is reconstructed, and coupled with isotope la-
beling experiments, the actual flux distribution between
these pathways can be assessed [18]. Alternatively, global
data sets, most commonly transcriptomics data, can be
used to identify highly regulated parts of the metabolic
network [19], even if the metabolic reconstruction does
not contain representations of regulatory mechanisms
per se. This, in combination with computer simulations
of gene knock-outs or knock-ins in the stoichiometric
model, can identify attractive targets for metabolic en-
gineering in the organism [20].
In this study, we have investigated the plant commensal

P. fluorescens SBW25 by genome-scale modeling
complemented by chemostat cultivations and microarray
analysis of gene expression. The recently published gen-
ome sequence of SBW25 [21] (accession number [EMBL:
AM181176]) shows that it contains all genes necessary for
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alginate biosynthesis, and from previous work, we have
demonstrated the potential for high levels of alginate pro-
duction in P. fluorescens [22]. Through genome-scale
metabolic modeling, we aim to identify genetic and meta-
bolic features that are crucial for alginate biosynthesis.
The close coupling of alginate biosynthesis to central car-
bon metabolism necessitates a systems biology approach,
and the results gained from the investigation of this non-
pathogenic alginate producer could help to identify both
novel antimicrobial targets for human medicine and key
pathways features for optimized production of an industri-
ally important biopolymer. Furthermore, we could by
using the genome-scale model for performing integrative
analysis identify the global role of the anti-sigma factor
MucA on metabolism. The P. fluorescens metabolic recon-
struction complements existing models of P. aeruginosa
[23] and P. putida [24,25] and allowed us to perform a
comparative metabolic analyses of these three important
pseudomonads.

Results and discussion
Strain constructions
P. fluorescens wild-type strains have not been found to
produce alginate under laboratory conditions, whereas it
is known that mucA deficient strains of P. aeruginosa do
(see e.g. [26]). An SBW25 mucA strain was constructed
by introducing a point mutation leading to a truncated
version of MucA in which the 37 C-terminal amino
acids are absent. The algC gene is the only one located
outside the alg operon that encodes an alginate biosyn-
thetic enzyme. Whereas expression of the alg operon
genes is known to be regulated by MucA, this is not the
case for algC in P. fluorescens (unpublished results).
As the absence of a functional MucA protein in the

cell is expected to have pleiotropic effects beyond algin-
ate biosynthesis [9], it was necessary to construct control
strains in order to discern between effects caused by al-
ginate production, by over-producing the alginate bio-
synthetic enzymes, and by the more general pleiotropic
effects of a defective anti-sigma factor MucA. In addition
to the wild-type and the alginate-producing mucA strain,
three control strains were constructed as described in
Additional file 1. Relevant phenotypical features of the
strains used in this study are summarized in Table 1.
Firstly, the in-frame deletion inactivation of algC, i.e. a
Table 1 Overview of alginate-related phenotypes in the strain

Strain mucA algC

Wild-type + +

ΔalgC + -

mucA - +

mucA ΔalgC - -

mucA TTalgD - +
ΔalgC strain, encoding wild-type MucA would allow us
to observe potential roles of AlgC outside the alginate
biosynthetic pathway, including consequences of poten-
tial effects on LPS [27] and rhamnolipid [28] biosyn-
thesis. Secondly, a mucA ΔalgC strain would not
produce alginate, but would show pleiotropic effects fol-
lowing from mucA inactivation and, importantly, the cel-
lular effect of overproducing the remaining alginate
biosynthetic proteins. Finally, strain mucA TTalgD was
constructed that does not produce alginate, as a tran-
scription terminator (TT) is inserted between PalgD and
the translation start of algD. This strain should still ex-
hibit the pleiotropic effects of mucA inactivation, al-
though with minimal alginate-related effects as neither
alginate nor the alginate biosynthetic proteins (except
AlgC) should be produced. It needs mentioning, how-
ever, that very recently, Paletta and Ohman [29] found
two putative promoters internal to the alg operon in P.
aeruginosa, upstream of the alginate epimerse gene algG
and the alginate acetylation gene algI, respectively. This
could indicate the possibility of differential regulation
within the operon to alter polymer structure under vary-
ing conditions.

Chemostat cultivations
Chemostat cultivation, allowing precise control of the
cellular specific growth rate μ, ensures maximal homo-
geneity of the sampled cellular population both in the
spatial and temporal dimensions (steady-state condi-
tions) provided genetic stability.
A preliminary screening of carbon sources in P.

fluorescens fermentations indicated that fructose and gly-
cerol supported a significantly higher alginate yield per
mmolC than did either glucose, sucrose, galactose, lactose
or lactate. As both the uptake mechanism and point of
entry into metabolism is different for fructose and glycerol,
both carbon sources were selected for cultivations. Fructose
is imported by the fructose-specific PTS FruAB-system
[30], yielding fructose-1-phosphate, whereas glycerol is
taken up by GlpF-facilitated diffusion and concomitant
phosphorylation to glycerol-3-phosphate upon cytoplasmic
entry [31]. For biosynthesis of alginate, fructose-1,6-
bisphosphate is then the common precursor from both
fructose and glycerol, from fructose by direct phosphoryl-
ation of fructose-1-phosphate, and from glycerol-3-
s used in this study

alg operon proteins produced Alginate production

- -

- -

+ +

+ -

- -
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phosphate via triose phosphates. Fructose-6-phosphate is
then generated from fructose-1,6-bisphosphate by fruc-
tose bisphosphatase, and is the immediate substrate for
the alginate biosynthetic enzymes by first converting
fructose-6-phosphate to mannose-6-phosphate. Note that
similarly to other pseudomonads, SBW25 does not
contain a phosphofructokinase, thus lacking the possibil-
ity to phosphorylate fructose-6-phosphate.
In addition to the SBW25 wild-type (WT) strain, two

genetically engineered strains were grown on both car-
bon sources in order to elucidate the impact of alginate
biosynthesis on cellular metabolism. As described above,
the mucA strain has the full mucoid phenotype, whereas
the mucA TTalgD strain has a second mutation that
abolishes expression of the alg operon biosynthetic
genes. In the fructose cultivations, the two additional
control strains ΔalgC and mucA ΔalgC were included to
better understand the effects of MucA outside alginate
biosynthesis as discussed above.
Chemostat cultivations were performed as described in

Materials and Methods, with fructose or glycerol as the
sole carbon source (both 40 g/l), under nitrogen limita-
tion of growth. Measured variables were biomass con-
centration, residual carbon source in the medium,
alginate production and CO2 evolution (respiration). In
a chemostat, specific growth rate is fixed and based on
this, specific rates of carbon source uptake, carbon diox-
ide production and alginate production were calculated,
and the data are summarized in Table 2. Carbon balance
calculation, as listed in the rightmost column, shows that
all carbon taken up can be accounted for to within 95%
in all conditions tested.
Bacterial alginates are O-acetylated to varying degrees

[15]. The degree of acetylation was determined by HPLC
measurements of acetate released from the alginate by
hydrolysis to be 0.19 and 0.32 on fructose and glycerol,
Table 2 Physiological characteristics of the strains and condit

Carbon source Strain OD660 C source Uptake
[mmolC/ gDW h]

Alginate produc
deacetylated
[mmolC/gDW h

Fructose Wild-type 7,8 9,4 -

Fructose mucA 7,0 18,3 12,3

Fructose ΔalgC 8,1 9,1 -

Fructose mucA ΔalgC 8,4 5,8 -

Fructose mucA TTalgD 9,2 5,6 -

Glycerol SBW25 9,2 8,3 -

Glycerol mucA 7,4 17,5 10,6

Glycerol mucA TTalgD 9,9 6,9 -

Measured and calculated physiological parameters for chemostat cultivations (D = 0
for mmolC/gDW h in biomass is calculated from the specific growth rate used in th
assumed in the genome scale model. The % value for carbon balance represents th
of the carbon taken up by the cells.
respectively. No free acetate was detected in the culture
growth media.
It is apparent from Table 2 that the mucA inactivation

has a profound effect on respiration in P. fluorescens
SWB25. Whereas the measured differences between the
WT strain and the ΔalgC mutant on fructose are negli-
gible, the mucA ΔalgC mutant, which also does not pro-
duce alginate, has a significantly lower respiration, and
hence a lower fructose uptake. This is even more pro-
nounced in the mucA TTalgD strain, which makes nei-
ther alginate nor the dedicated alginate biosynthetic
proteins. In the mucA strain, respiration is still low,
whereas the fructose uptake is strongly elevated to ac-
commodate the carbon drain into alginate. On glycerol,
the reduction in respiration going from the WT strain to
the mucA mutant reflects the case on fructose, whereas
the mucA TTalgD strain on glycerol has a level of respir-
ation that is intermediate to those of the WT and mucA
strains, as opposed to the fructose case. This is an early
indication that metabolism of the two carbon sources is
regulated differently in P. fluorescens SBW25.

Transcriptome analyses
Based on the annotated P. fluorescens SBW25 genome se-
quence, a custom expression microarray was constructed
for transcriptome analysis. This array covers 6,519 genes,
including 478 genes from the environmental plasmid
pQBR103. The apparent discrepancy with the 6,009
chromosomal genes published by Silby et al. [21] is due to
the inclusion of some putative pseudogenes in the micro-
array. Note that the pQBR103 plasmid included in the
published genome sequence was shown to be acquired by
the organism during a field release experiment [32], and is
not present in the originally isolated SBW25 strain used in
this study; it was included in the microarray design for
versatility in potentially comparative studies.
ions studied

tion,

]

Acetate (acetyl
from alginate)
[mmolC/gDW h]

CO2 excretion
[mmolC/
gDW h]

C in biomass
[mmolC/
gDW h]

C balance [%]

- 7,5 1,51 95,7

0,77 4,6 1,51 104,4

- 7,4 1,51 97,6

- 4,3 1,51 99,3

- 3,9 1,51 96,9

- 6,4 1,51 96,3

1,22 3,6 1,51 96,8

- 5,0 1,51 95,4

.04) of P. fluorescens SBW25 (wild-type) and derived mutant strains. The value
e experiments (μ = 0.04 hr-1) and the biomass stoichiometric composition
e sum of carbon accounted for in alginate, CO2 and biomass as a percentage
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RNA samples were isolated from triplicate, inde-
pendent chemostat cultivations as described above.
The complete transcriptome data set is available in
Additional file 2, both as raw and quantile normalized
data. Process variability in RNA isolation, prepara-
tion and analysis was investigated (data not shown),
confirming that the majority of the observed variability
between replicates does indeed represent biological dif-
ferences between cultivations. Principal component ana-
lysis (PCA) was performed on the transcriptome data
described here, and the results are shown in Figure 1. It
confirms that there is good reproducibility within
-80

-60

-40

-20

0

20

40

60

80

-600 -400 -200 0 200

-200

-150

-100

-50

0

50

100

150

-1000 -500 0 500 1000

PC2

PC2a

c

Figure 1 PCA plots of microarray data from chemostat cultivations. P
component 1, x axis, 85.1% explained variation) vs. PC2 (y axis, 9.3% explain
(x axis, 5.5% explained variation) vs. PC2 (y axis, 9.3% explained variation). P
PCs. Panel 1c): All datapoints from fructose-grown cultivations, PC1 (90.1%
source fructose; triangles, carbon source glycerol. Strains: Grey, WT; yellow,
datapoints are independent fermentations, i.e. all biological conditions are
are selected by ANOVA with p-values < 0.005.
replicate sample sets. There is a clear PCA separation of
the strains into three distinct groups, along the two first
principal components. (Figure 1a,c). The mucA and
mucA ΔalgC strains grown on fructose are separated
from each other, and from the remaining three strains
which cluster closely together. The mucA ΔalgC is
phenotypically distinct in that it does not produce algin-
ate, but the alginate biosynthesis genes are transcribed
and translated. The anti-sigma factor MucA is effectively
a global regulator through the MucA–AlgU system, and
a strong effect on cellular processes can be expected.
Interestingly, the mucA TTalgD strain, which does not
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anel 1a): All strain–carbon source datapoints, PC1 (principal
ed variation). Panel 1b): All strain–carbon source datapoints, PC3
anel 1a and 1b will combine to show all three dimension in three first
explained variation) vs. PC2 (7.4% explained variation). Squares, carbon
ΔalgC; red, mucA; blue, mucA ΔalgC; green, mucA TTalgD. All
present in triplicate data points. Genes used to construct the PCA
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Figure 2 Differential gene expression profiles in carbon source
regulated operon. Gene expression profiles (log2 normalized
expression values) in all strain–carbon source combinations for gene
PFLU3201, which is the first gene in the putative operon PFLU3201–
PFLU3193. Dark grey, fructose as carbon source; light grey, glycerol
as carbon source. Data points are averages of three independent
cultivations; error bars equals one standard deviation.

Borgos et al. BMC Systems Biology 2013, 7:19 Page 6 of 15
http://www.biomedcentral.com/1752-0509/7/19
make either alginate or most of the alginate biosynthetic
enzymes, does not group with either the mucA or the
mucA ΔalgC strains, but rather with the WT. This could
indicate that even the expression of only the alginate
biosynthetic enzymes with no concomitant alginate bio-
synthesis (as is the case in the mucA ΔalgC strain) im-
parts a significant physiological load on the cells. This is
supported by the observation that when genes are clus-
tered according to their expression pattern across all
strains (data not shown), virtually all genes encoding
ribosomal proteins show an expression profile similar to
that of the alg operon (i.e. high relative expression in the
mucA and mucA ΔalgC strains). It should also be noted
that in the PCA plots, the mucA strain on glycerol is
clustered with the mucA ΔalgC strain, rather than the
mucA strain, on fructose (Figure 1a), although a separ-
ation between carbon sources can be observed along
PC3 (Figure 1b). This somewhat counterintuitive cluster-
ing could be an indication that the mucA inactivation
has different physiological effects depending on the car-
bon source utilized by the cells.
If only the subset of metabolic genes is considered and

all mutant strains on fructose are compared against the
WT, the indicative differences observed in the PCA plot
are confirmed. Using 2-fold regulation and ANOVA
p-value of < 0.005 as significance cut-off, no metabolic
genes are changed in the ΔalgC mutant, whereas in the
mucA TTalgD strain, only algC and the PFLU5987 gene
are regulated above the significance cut-off, both up in the
mutant strain. The latter gene encodes an acetylglutamate
kinase ArgB (EC 2.7.2.9). However, this gene is localized
immediately downstream of algC on the chromosome,
and they are most likely co-transcribed.
In the mucA strain, and to some extent in the mucA

ΔalgC strain, two functional sets of genes besides the al-
ginate biosynthetic operon are recognized as significantly
upregulated, in addition to the genes encoding ribosomal
proteins and other translator proteins. The first category
encompasses genes directly involved in energy gener-
ation, including the ATP synthase subunits, cytochrome
C encoding genes and NADH dehydrogenase genes.
This correlates very well with the recent findings by Lien
et al. [33] on metabolome changes in P. fluorescens
SBW25, where it is shown that the most significant
metabolome changes are changes in the GXP pool re-
lated to alginate synthesis and changes in the AXP pool
related to mucA inactivation. The second notable set of
upregulated genes encode functions on both sides of the
succinate node in the TCA cycle, i.e. the succinate de-
hydrogenase and succinyl-CoA synthetase complexes. In
this context, it is noteworthy that succinate dehydrogen-
ase is the only enzyme that catalyzes reactions in both
the TCA cycle and the electron transport chain. Other
metabolic genes upregulated above the 2-fold threshold
in the mucA strain include the purine pathway genes
purF, purN; carbonic anhydrase; isocitrate dehydrogen-
ase; S-adenosylmethionine synthetase; PEP synthase and
both isoenzymes of glucose-6-phosphate dehydrogenase.
The genes PFLU3193–PFLU3201 display a remarkable

expression profile that is unique in the transcriptome data,
where the mucA inactivation seems to have opposite effect
depending on the carbon source. As these genes have
the same direction on the chromosome and very short
intergenic linkers, it seems probable that they are
co-transcribed. The genes upstream and downstream,
PFLU3192 and PFLU3202, do not share the same expres-
sion profile. Normalized gene expression profiles for the
first gene in the putative operon is shown in Figure 2; the
downstream genes show very similar expression profiles
(data not shown), supporting the assignment of these
genes to an operon structure. The expression level is
upregulated approximately twofold on fructose compared
to the wild-type, in the alginate producing mucA strain,
whereas this ratio is inverted in the glycerol-grown cul-
tures. Absolute expression values in the two cases also
vary approx. twofold between carbon source conditions
for the alginate producing strain, indicating that expres-
sion of these genes is regulated in a multifactorial way. All
of the genes in this putative operon are indicated by
BLAST sequence similarity to encode metabolic enzymes;
PFLU3193 shows high similarity to 2-ketoacid dehydro-
genase subunits, more specifically to pyruvate dehydro-
genase subunit E1. For the remaining genes in the cluster,
the exact reaction catalyzed is less clear, although there is
a strong indication of an involvement in fatty acid biosyn-
thesis or metabolism, as encoded by the presence of 3-
ketoacyl-acyl carrier protein (ACP) synthases (PFLU3201
and PFLU3199), ACP (PFLU3200), acyl-CoA oxidase
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(PFLU3198) and a possible thioesterase (PFLU3197). Alter-
natively, these enzymatic activities could participate in bio-
synthesis of polyketides; other strains of P. fluorescens are
known to produce such compounds, including mupirocin
[34], 4-diacetylphloroglucinol [35] and pyoluterin [36]. In
such a context, it is also interesting to note that for all the
genes PFLU3196–PFLU3201, the BLAST hits with the
highest similarity originate from members of the Strepto-
myces genus, known for their extensive polyketide biosyn-
thetic capabilities.

Genome-scale metabolic modelling
Metabolic reconstruction at the genome level
Reconstruction of an organism's complete metabolic
network comprises the assignment of well-defined bio-
chemical reactions to gene products, and the integration
of these reactions into a set that allows for simulation of
cellular growth, i.e. the conversion of growth substrates
into biomass and by-products (e.g. CO2), and potentially
the production of secondary metabolites like biopoly-
mers. The stoichiometry and completeness of the reac-
tion network is then validated by comparison of the
simulated results with wet-lab experiments. It is worth
noting that most genome-scale reconstructions up to
date make the simplifying assumption that growth occur
under steady-state conditions, so that the simulation can
be run as purely stoichiometric on an elemental basis
without time-dependent changes. Also, the effect of
regulation, which is critical to any organism's adaptation
to its environment, is usually ignored in the steady-state
assumption, although some work is beginning to appear
that integrates data on regulation with the metabolic
network structure [37].
The manual reconstruction of a metabolic network con-

tinues to be a labour-intensive process that is mainly
based on incorporation of knowledge published previously
on the organism in question. Since the first genome-scale
reconstructions were completed, the use of software and
databases for aid in this process has gathered significant
and increasing attention. Although the essential data is
mostly interconvertible between the different model for-
mats, the choice of reconstruction software will have some
influence on the exact model building strategy, format and
workflow. An attempt to automate the reconstruction
process for bacteria is the SEED database [38], which
maps genes through a web interface to a pre-constructed
metabolic network, generating a draft model in SBML for-
mat that can in principle be used directly for simulations.
Another software package for model reconstruction is the
Pathway Tools suite [39,40], which is built around
the BioCyc database collection of metabolic pathways
encompassing virtually all domains of life; currently, 1129
genomes and their respective databases are contained in
BioCyc. The comprehensiveness and degree of manual
database curation, as well as the fact that Pathway Tools is
still in active development almost a decade after it was
launched, contributed strongly to the decision of making
it a central tool in this work.
A more recent development in the quest for (semi-)

automation of the reconstruction process is the RAVEN
Toolbox software suite [Agren et al., submitted] [41] that
integrates both the reconstruction and subsequent flux
simulations on the model. One significant advantage of
the latter approach is the complete control that the user
exerts on every sub-step of the model construction; the
reconstructed network and the input parameters for simu-
lation all reside in a spreadsheet format that constitutes a
detailed, intuitive and easily accessible overview of all re-
actions, metabolites, genes and simulation parameters.
Here, a hybrid approach was pursued, combining the

proven reconstruction power of the Pathway Tools soft-
ware with the user accessibility and simulation power
of the RAVEN Toolbox. Based on the annotated P.
fluorescens SBW25 genome [21] we used Pathway Tools
v12.0 to reconstruct a draft metabolic model, as described
in Materials and Methods. As the model reconstructed in
Pathway Tools was not formulated or formatted for simu-
lation purposes, the model was restructured into RAVEN
Toolbox format.
The final model contains 1194 metabolites participat-

ing in 1012 unique biochemical reactions, of which 126
are transport reactions. 1139 ORFs are associated to the
reactions, and 367 of the proteins encoded participate in
112 protein complexes. The model is denoted iSB1139
by nomenclature convention [42], and the distribution
of reactions in functional classes is shown in Figure 3.

Comparison between Pseudomonas genome-scale models
Genome-scale metabolic reconstructions of bacteria are
conceptually similar, the differences being mainly the se-
lection and number of entities (genes, reactions, metabo-
lites) included in each reconstruction. We performed a
reaction-by-reaction manual comparison of the three
Pseudomonas genome-scale models considered here,
iJN746 (P. putida KT2440) [25], iMO1056 (P. aeruginosa
PAO1) [23] and iSB1139 (P. fluorescens SBW25, this
work). The complete comparison in tabular format can be
found in Additional file 3. Reactions in the P. putida
model describing diffusion from periplasm to extracellular
space were excluded, as were so-called exchange reactions
in both the P. putida and P. fluorescens models. Such ex-
change reactions are added to facilitate flux simulations,
but do not represent cellular processes. The complement
of shared and unique reactions between the three Pseudo-
monas models is visualized as a Venn diagram in Figure 4.
All three models have a shared core inventory of 482 reac-
tions. The alginate biosynthetic genes, of special interest
here, are conserved in the P. aeruginosa and P. fluorescens
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models, but are not included in the P. putida model, al-
though the genes are present in the organism.
Among reactions unique to the iMO1056model of P.

aeruginosa, two functional groups stand out in numbers;
the first group is transport (46 reactions) with unique sub-
strates or unique transport mechanisms on common sub-
strates. The second group constitutes biosynthesis of
virulence factors (44 reactions), including LPS/lipid A
Figure 4 Metabolic reaction overlap and uniqueness in
published Pseudomonas models. Venn diagram of reactions
present in the iMO1056 (P. aeruginosa PAO1), iJN746 (P. putida
KT2440) and iSB1139 (P. fluorescens SBW25) genome-scale metabolic
models discussed here.
biosynthesis, quorum sensing biosynthetic pathways
and phenazine biosynthesis, reflecting the pathogenic
lifestyle of P. aeruginosa and its emphasis in the model-
ing process.
For the iJN746 P. putida model, degradation of aro-

matic compounds, including the beta-ketoadipate path-
way, constitutes 56 reactions unique to this model,
whereas the biosynthetic pathway for the industrially
relevant polymer polyhydroxyalkanoate (PHA) contains
26 unique reactions. The existence of an alternative, 12-
step lysine degradation pathway in P. putida, as de-
scribed by Revelles et al. [43] is also noteworthy in the
comparison of metabolic capabilities contained in the
three models, as this pathway has been suggested [44] to
replenish TCA cycle intermediates.
In the P. fluorescens model, unique reactions encom-

pass a significant number concerning transport (33 reac-
tions). Metabolism of alternate carbon compounds,
either as complete pathways (e.g. metabolism of 4-
hydroxyphenyl acetate) or as smaller sets of reactions,
constitute a significant fraction of these unique reac-
tions; some are introduced by the reconstruction soft-
ware without being well connected to the metabolic
network. They are, however, retained in the model so it
can serve as a knowledge base for the organism and also
for the future potential integration in the main meta-
bolic network as improved annotation of metabolic
genes becomes available. These detached reactions are
not detrimental to the flux simulations as they are ex-
cluded from the working SBML model.
When assessing model completeness, 27 reactions are

found to be part of both the P. aeruginosa and P. putida
model, but not included in the P. fluorescens model de-
scribed here. All of these, however, represent reactions
with dead-end metabolites, reactions with alternative co-
factors, transport reactions or reactions already de-
scribed (above) as absent from the P. fluorescens SBW25
model. Thus, no significant metabolic 'holes' exist solely
in the P. fluorescens model. Comparison of manually
constructed genome-scale models is challenging, in that
the reconstruction process involves a significant number
of non-standardized decisions, notably in the association
of metabolic reaction substrates, products and cofactors
to genes and gene products. Oberhardt et al. [45] have
very recently developed an elaborate process for recon-
ciliation of genome-scale metabolic models, and demon-
strated its application on the previously published
models of P. aeruginosa PAO1 and P. putida KT2440.
Although the described process was based on a manual
reconciliation of the two models, the authors suggest a
workflow that should be amenable to a degree of auto-
mation and might provide a first step on the path to-
wards full multi-model comparisons on a metabolic
network level.
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Estimation of biomass composition and energetic
parameters in the iSB1139 model
Biomass composition in the iSB1139 model was chosen
to be identical to that used for the P. putida iJN746
model [25], in turn based very closely on measured
values for E. coli [46,47]. For the second P. putida
KT2440 model iJP815 [24], simulations indicated that
using the experimentally verified biomass composition
for E. coli, in the absence of experimental data for P.
putida, was a sound approximation. Furthermore, Roels
[48] found very similar elemental composition and ash
content for P. fluorescens and E. coli under unlimited
growth. The growth associated ATP consumption that
we have used is an average between the values for P.
putida and P. aeruginosa (both closely based on the
value from E. coli), which is equal to 43 mmol of ATP
per gram of biomass produced.
The annotated genome of P. fluorescens SBW25 indi-

cated the presence in the electron transport chain of at
least three terminal oxidases, cytochrome c oxidase, bd
(ubiquinol) oxidase and bo (ubiquinol) oxidase, with dif-
ferent ATP-generating efficiencies. Such complementary
systems are thought to be optimized for cellular energy
generation under different dissolved oxygen tension in
the cytoplasm [49,50].
While cytochrome c oxidase translocates 6 protons for

each pair of electrons transferred to oxygen, bd and bo
translocate only 2 protons. The overall theoretical P/O
ratio (in absence of proton leakages across the mem-
brane) can therefore vary between 2.5 and 1.5 depending
on which terminal oxidase is active.

Theoretical and experimental biomass yields
The strains not producing alginate show different biomass
yields on fructose (see Table 1). The wild type strain and
the ΔalgC mutant have biomass yields of 0.14 g-DW/g-
fructose, while the double mutants mucA ΔalgC and
mucA TTalgD show yields of 0.23 and 0.24 g-DW/g-fruc-
tose, respectively. As calculated from the model, the opti-
mal biomass yields in fructose using P/O ratios of 2.5 and
1.5, respectively, are 0.72 and 0.58 g-DW/g-fructose. A
typical bacterial non-growth associated ATP consumption
of 1.5 mmol-ATP per g-DW per hour [51] would explain
only a further drop of 0.06 g-DW/g-fructose. This means
that the experimental biomass yield is far from optimal
and the cells are using inefficient biomass synthesis path-
ways or are dissipating energy in futile cycles. In the next
section it will be shown that the difference in biomass
yield between the wild type strain and the ΔalgC mutant
with respect to the mucA ΔalgC and mucA TTalgD mu-
tants can be explained by the activity of a cycle oxidizing
NADPH without ATP production, which is consistent
with a suboptimal metabolism in terms of energy
utilization. This lack of optimality could be due to the
difference in growth conditions between the chemostat
situation (40 g/l of fructose or glycerol) and the native soil
habitat of P. fluorescens, e.g. that the chemostat condition
is one of relative carbon excess for which the metabolic
network is not evolved optimally.
The same lack of optimality in the biomass yield can

be observed when the cells grow using glycerol as a car-
bon source. The wild type and the mucA TTalgD strains
show biomass yields of 0.16 and 0.20 g-DW/g-glycerol,
while the optimal yields for P/O ratios of 2.5 and 1.5 re-
spectively are 0.81 and 0.65 g-DW/g-glycerol.

Theoretical and experimental alginate yields
In order to calculate the actual efficiency of alginate bio-
synthesis of the alginate producing mucA strain we have
subtracted from the carbon source consumed the
amount of carbon that is dedicated to biomass produc-
tion in the non-alginate-producing strain with the
highest biomass yield, i.e. the maximum amount of car-
bon P. fluorescens SBW25 can channel into biomass
under any of the conditions tested here. Alginate yields
calculated on the remaining carbon available will then
be relative to carbon used for alginate biosynthesis. The
resulting efficiencies of alginate biosynthesis are 0.99
mmol-alginate/mmol-fructose and 0.5 mmol-alginate
/mmol-glycerol. The theoretical yields on fructose using
P/O ratios of 2.5 and 1.5 respectively are 0.93 and 0.85
mmol-alginate/mmol-fructose, which means that under
the above approximation of an upper threshold of bio-
mass yield, the alginate biosynthesis is operating close to
its optimal stoichiometric yield. The alginate biosyn-
thesis from glycerol does not require the oxidative phos-
phorylation and has a theoretical yield of 0.45 mmol-
alginate/mmol-glycerol, which is independent of the P/O
ratio chosen, this is due to the fact that, when glycerol is
supplied as the carbon source, the metabolic network is
flexible enough to compensate the difference in respira-
tory ATP yield by using the reaction catalyzed by pyru-
vate kinase as an alternative ATP source. The results
seem to indicate that the cell is able to transform both car-
bon sources into alginate in a close to optimal way even if
their biomass production is far from optimal. Indeed, the
fraction of imported carbon that goes into alginate is very
high; 71% and 68% on fructose and glycerol, respectively.
All the above would indicate that in order to use the
mucA strain as an optimal alginate-producing cell factory
it could be enough to use it in non-growing conditions
such as for example under nitrogen deprivation.

Random sampling
The functional association of the measured transcrip-
tome data to actual metabolic fluxes is challenging, as it
has been shown that there is no clear correlation be-
tween gene expression and protein concentration [52] or
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metabolic fluxes [53,54]. Recently, we developed a ‘con-
vex basis random sampling’ method [55], which allows
for a genome-scale statistical comparison of experimen-
tal gene expression changes and estimated metabolic
fluxes. The advantage of this method is that it uses the
observed changes (between two conditions) in a small
set of experimentally measured fluxes such as respir-
ation, carbon source uptake rate, secondary metabolite
production etc. to infer the probabilities of flux change
in each of the fluxes in the genome-scale metabolic net-
work. This method facilitates the classification of en-
zymes as either transcriptionally regulated (i.e. showing
significant correlation between flux change and gene ex-
pression change), metabolically regulated if change in
the corresponding reaction is likely to be driven only by
metabolite concentrations or post-transcriptionally regu-
lated (i.e. where a significant expression change does not
correlate with the estimated flux change). Each reaction
in the network is assigned a score between 0 and 1,
which indicates the likelihood for the reaction to be
transcriptionally regulated. The reactions can be sorted
by their corresponding scores in order to identify which
transcriptional changes have a greater impact on the ob-
served changes in the metabolic phenotype.
Here this method was applied to the genome-scale re-

construction of P. fluorescens SBW25. The experimental
conditions for comparison in this case were the strain–
carbon source combinations, whereas the measured vari-
ables were the microarray data sets and observed ex-
change fluxes in the chemostat cultivations, i.e. carbon
source consumption and production of CO2 (respir-
ation), alginate (including acetylation), and cell biomass.
Note that specific growth rate was fixed at 0.04 hr-1 for
all cultivations. Pairwise comparisons were done of the
wild-type strain vs. all mutants on each carbon source.

Wild type versus mucA strain on fructose
In the alginate-producing mucA strain growing on fruc-
tose, unsurprisingly, the reactions involved in the alginate
biosynthetic pathway, encoded by algD, algG, algX, algI,
algJ, algF, algA and algC, appeared to be transcriptionally
up-regulated with high evidence scores. The reaction PEP
synthase (generating PEP for the fructose PTS transport
system), which is associated in the model with the gene
PFLU4620, shows a strong transcriptional up-regulation
(with the 8th top ranking evidence score). This reaction is
coupled to fructose transport and phosphorylation, which
is consistent with the much higher specific fructose uptake
rate in mucA compared with the wild type. The gene asso-
ciation that appears in the model is uncertain and the
gene PFLU4620 is annotated as a putative PEP synthase.
The fact that the flux in the reaction PEP synthase appears
to be well correlated with the change in the transcription
level of PFLU4620 indicates the gene association.
Interestingly, a highly significant transcriptional down-
regulation of ribose-5-phosphate isomerase A (RpiA) is
also found (with the 4th ranking evidence score). This
enzyme is central in the pentose phosphate pathway. A
down regulation of this pathway would mean that the
cells produce less NADPH and more NADH.
The amount of energy required for alginate biosynthesis

is significant; per mole of extracellular fructose incorpo-
rated in (extracellular) alginate, three moles of high-energy
phosphate esters (PEP, ATP and GTP) are hydrolyzed,
and two moles of NAD+ are reduced to NADH. From the
random sampling analysis, pyruvate dehydrogenase cyto-
chrome (PoxB), ubiquinol-cytochrome C reductase and
cytochrome C oxidase appear as transcriptionally up-
regulated reactions (6th, 9th and 10th evidence scores). The
F0F1 ATP synthase appears ranked in the 15th position by
evidence score. These alterations would support an in-
creased ATP production rate in order to supply the neces-
sary energy for alginate biosynthesis. As shown by Lien
et al. [33], the most significant changes in the metabolome
of SBW25 are alterations in the GXP and AXP pools upon
biosynthesis of alginate and mucA inactivation, respectively.
This is in good correlation with the results from the ran-
dom sampling analysis.

Wild type versus ΔalgC mutant in fructose
Comparison of the ΔalgC mutant with the wild-type
yielded only very small phenotypical changes and it was
therefore not possible to detect any significantly
perturbed fluxes using the random sampling algorithm.

Wild type versus the double mutants mucA ΔalgC and
mucA TTalgD in fructose
For the double mutants mucA ΔalgC and mucA TTalgD,
an interesting pattern occurs; the three highest ranked
reactions identified as showing transcriptional regulation
of their fluxes in the mucA ΔalgC strain (all down-
regulated) form an NADPH oxidizing cycle together
with the 9th ranked reaction (also down-regulated), with
the overall net stoichiometry NADPH +H+ + ½ O2→
H2O +NADP+. The reactions underlying this cycle are:

(1) Aspartate aminotransferase (AatB; PFLU3176): L-
glutamate + oxaloacetate→ L-aspartate + alpha-
ketoglutarate

(2) Catalase (KatB; PFLU5339): H2O2→H2O +½ O2

(3)NADP-specific glutamate dehydrogenase (GdhA;
PFLU5326) : NADPH + alpha-ketoglutarate +
NH4

+→ L-glutamate + NADP+ + H2O
(4) L-aspartate oxidase (NadB; PFLU1465): L-aspartate

+ O2 + H3O
+→NH4

+ + H2O2 + oxaloacetate

Strikingly, down-regulation of three of the above four
reactions, specifically (2), (3) and (4) also rank within the



Borgos et al. BMC Systems Biology 2013, 7:19 Page 11 of 15
http://www.biomedcentral.com/1752-0509/7/19
top four in the mucA TTalgD strain, giving a strong indi-
cation that the same metabolic mechanism is function-
ing in this strain too.
Cyclic operation of pathways in central metabolism is

widespread in bacteria [56], although such pathways rarely
imply a direct dissipation of energy or cellular reductive
potential, as suggested for the cycle (1)–(4). There are, how-
ever, examples both in bacteria [57,58] and yeast [59] where
overproduction of NADPH, primarily from increased
flux through the pentose phosphate pathway, causes a
metabolic imbalance that must be corrected by reoxidation
of NADPH without concomitant anabolism. Soluble
transhydrogenases, like UdhA in E. coli [60], are considered
important for NAPDH balancing in some species through
the equilibrium NADPH+NAD+ ↔ NADP+ + NADH.
However, as udhA analogs are only found in Enterobacteria,
other mechanisms for NADPH reoxidation must exist.
Fuhrer and Sauer [61] investigated growth and NADPH
balancing in eight bacterial species, including P. fluorescens
strain 52–1C, on glucose. They found that for six of these
species, NADPH biosynthesis exceeded anabolic demands,
and four of these six species relied on other redox-
balancing systems than transhydrogenase reactions. Such
systems were suggested to include dual cofactor specificities
of catabolic enzymes or isoenzymes with distinctive cofac-
tor specificities, as well as the possible existence of redox
cycles and NADH kinases. In the P. fluorescens strain,
NADPH biosynthesis seemed balanced under glucose
growth, and the absence of soluble transhydrogenase activ-
ity was experimentally verified. Interestingly, Chavarría
et al. [62] very recently demonstrated regulation of the
pyruvate shunt (malate – pyruvate – oxaloacetate) in P.
putida KT2440 by the PtsN paralog of the FruB fructose-
specific PTS protein. When PtsN was inactivated, either by
gene knock-out or by mutagenesis of the phosphorylation
site, the flux through the pyruvate shunt was increased
when either glucose or fructose was used as carbon source.
Moreover, flux through the shunt was 2.4-fold higher on
fructose (a PTS substrate) than on glucose (a non-PTS sub-
strate). This is of relevance for the results reported here
since the pyruvate shunt constitutes a seemingly futile by-
pass of one reaction in the TCA cycle, as ATP is hydrolyzed
in the shunt. All the relevant genes described in the
P. putida case (ptsP, ptsO, ptsN) are present (and virtually
identical at the amino acid level) in P. fluorescens SBW25,
strongly suggesting that similar mechanisms will be at
play in the latter strain and thereby implying the condi-
tional use of futile reactions in central metabolism as regu-
latory mechanisms.
For both the mucA ΔalgC and mucA TTalgD strains,

the rpiA encoded ribose-5-phopshate isomerase A
(PFLU5824) appears transcriptionally down-regulated
compared to the wild type, with evidence scores ranking
4th and 10th in the two former strains, respectively. As
suggested for the mucA strain, this could represent a re-
duced activity of the pentose phosphate pathway. For
the wild-type and the ΔalgC strains, the cycle (1)–(4)
could re-oxidise surplus NADPH generated by the
higher flux through the pentose phosphate pathway, ef-
fectively generating a cycle dissipating reductive poten-
tial. Phenotypically, this would then translate into lower
biomass yield, observable as higher relative respiration
for the wild-type and the ΔalgC strains (see Table 2).

Wild type versus mucA TTalgD in glycerol
When glycerol is used as a carbon source, the random
sampling algorithm could not identify any significant tran-
scriptionally regulated fluxes in the alginate non-producing
mucATTalgD mutant relative to the wild type.
It is noteworthy that the reactions constituting the

NADPH consuming cycle suggested above for two of
the fructose-grown strains do not come out as signifi-
cantly transcriptionally regulated in the wild type–mucA
TTalgD comparison on glycerol. The genes aatB and
katB showed a down-regulation in the mucA TTalgD
with respect to the wild type that is as strong during
growth on glycerol as on fructose; however the men-
tioned down-regulation does not seem to have any im-
pact in the metabolic fluxes when glycerol is the carbon
source, as the mentioned cycle is only modeled as active
when the cells grow on fructose. This is in agreement
with observed differences in respiration; if ratios of res-
piration per dry weight is calculated (from the values in
Table 2) for the wild type relative to the mucA TTalgD
mutant, this ratio is significantly higher when fructose is
used as a carbon source (wild type = 7.5 mmolC/g-DW
hr; mutant = 3.9 mmolC/g-DW hr; ratio = 1.92) than
when glycerol is used (wild type = 6.4 mmolC/g-DW hr;
mutant = 5.0 mmolC/g-DW hr; ratio = 1.28). Both in
relative and absolute terms, the change in respiration as
a function of the mucA inactivation is clearly more pro-
found on fructose than on glycerol again supporting the
hypothesis of an NADPH oxidizing cycle in operation
when the wild type cells are growing on fructose.

Wild type versus mucA in glycerol
When the wild type and the mucA strains were grown
with glycerol as the sole carbon source five proteins
encoded by genes from the alginate biosynthetic operon
are ranked 1st to 5th in the list of transcriptionally regu-
lated enzymes, which is similar to the observations for
this strain on fructose. Within the 6th to 10th ranking
enzymes, two are directly involved in glycerol uptake
and conversion (fructose bisphosphate aldolase Fba
[PFLU5701] and the GlpF glycerol uptake facilitator pro-
tein [PFLU1143]), two contribute to energy generation
by oxidative phosphorylation (the Ndh NADH dehydro-
genase II [PFLU0783] and ATP synthase) and one (Ndk;
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nucleoside diphosphate kinase, PFLU5061) generates
GTP from ATP for consumption in alginate biosyn-
thesis. It thus seems that all the top ranking enzymes
suggested to be transcriptionally regulated can be linked
directly to the uptake and conversion of the carbon
source into alginate when the organism is grown on gly-
cerol. This is in contrast to the situation on fructose as
described above, and it could indicate that although only
a few biochemical steps are different between the path-
ways leading to alginate from fructose and glycerol,
respectively, the organism seems to regulate the metab-
olism surrounding the alginate biosynthetic precursors
and cofactors quite differently on the two carbon
sources. This could be of relevance if metabolic engin-
eering of the alginate biosynthesis were to be pursued.

Conclusions
We have described the reconstruction and application of
a P. fluorescens SBW25 genome-scale metabolic model.
Genetic engineering was used to construct selected
strains with alterations in both the anti-sigma factor
mucA and alginate-specific genes, and the physiological
response was characterized by chemostat cultivations
and transcriptome analysis. Integration of the metabolic
model with the experimental data allowed us to obtain
new insight about the metabolism of this producer of
the commercially interesting biopolymer alginate. Firstly,
we could show that the yields of alginate are close to the
theoretical stoichiometric optimum, demonstrating the
very high efficiency of the alginate biosynthetic machin-
ery in this organism. We could also, however, see that
the biomass production of P. fluorescens SBW25 is
markedly suboptimal in the wild-type strain, and by the
use of random sampling analysis in the transcriptome
data set we could give strong indications that this
suboptimality on fructose is related to a cycle in the cen-
tral metabolism, effectively wasting cellular energy in the
form of NADPH. This cycle does not seem to be active
when the organism is grown on glycerol. The down-
regulation of the suspected NADPH oxidizing cycle was
observed in the mucA strains, adding to the putative
regulon of this global regulator.
The model described in this work, validated by compre-

hensive continuous-culture experimental data and inte-
grated with transcriptome analyses, nicely complements
the existing P. aeruginosa and P. putida models. Alginate
is a significant virulence factor in P. aeruginosa infections,
and the emphasis on alginate biosynthesis in the (non-
pathogenic) P. fluorescens system described here could
support the clinical research on this important pathogen.
Also, alginate is a valuable industrial product, and the
optimization of alginate production in bacterial systems is
of great commercial interest. As compared to the other
major alginate-producing bacterial genus, Azotobacter, the
relative simplicity that applies to both engineering and
cultivating P. fluorescens – taken together with its highly
efficient alginate biosynthesis as described here – should
provide an argument for its applicability in an industrial
context. The heterologous expression of Azotobacter al-
ginate epimerases could then be used to produce high
yields of alginates with tailored monomer sequences.

Methods
Strain construction
The plasmids and strains used in this study are described in
Additional file 1. Plasmid isolations, enzymatic manipula-
tions of DNA, agarose gel electrophoresis and other routine
DNA manipulations were performed according to the
methods of Sambrook and Russell [63]. The QIAquick Gel
Extraction Kit and QIAquick PCR purification kit (Qiagen,
Germany) were used for DNA-purifications from agarose
gels and enzymatic reactions, respectively. PCR for cloning
and allele identification was performed using the Expand
High Fidelity PCR system (Roche Diagnostics, Switzerland).
DNA was sequenced using the Big-Dye Terminator v1.1
Cycle kit (Applied Biosystems, CA). Transformations of E.
coli were performed using the rubidium-chloride method
(available at www.neb.com). Matings and selection of double
recombinants were performed as described earlier [22,64].

Cultivation and sampling
Triplicate chemostat experiments were performed in 3
liter fermenters (Applikon, Netherlands) with a 0.75 liter
working volume and a feeding rate of 30 g/hr, corre-
sponding to a dilution rate, D = 0.04. Inoculation of
the chemostats was 3% from an overnight culture
grown in LB medium (all growth media are described in
Additional file 4), and the initial (batch phase) medium
in the fermenter was Def4m. Temperature was con-
trolled at 25°C, and pH was kept at 6.8 by addition of
NaOH. Aeration was 0.5 liters per liter culture volume,
and dissolved oxygen was controlled at 20% by adjusting
stirrer speed. Feeding was started after 24 hrs, and was
controlled on a weight basis. The chemostat feeding
growth medium, Def4, was fully defined with either fruc-
tose or glycerol (both 40 g/l) as the carbon source. Ex-
haust CO2 was measured continuously by online mass
spectrometry. Sampling was performed at steady state
for offline analysis of remaining carbon source, alginate
and transcriptome. Detailed sampling protocols can be
found in Additional file 4. During the cultivations bio-
mass was measured as OD660 and this was converted to
biomass concentration in gDW/L using a conversion of
0.36 g/L OD unit.

Carbon source, alginate and transcriptome analysis
Remaining carbon source in the chemostat growth
medium was analyzed by HPLC on a 300x7.8 mm

http://micro.nwfsc.noaa.gov/protocols/rbcl.html
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Aminex HPX-87H ion exchange column (BioRad, PA) at
45°C with 0.6 ml/min of 5 mM H2SO4 as the mobile
phase. Alginate in the medium was quantified as de-
scribed previously [11]. Since the alginate quantification
assay operates on deacetylated alginate, acetylation had
to be determined separately. This was done with the
same anion exchange HPLC method that was used for
quantification of residual carbon source. The acidic buf-
fer used is sufficient to deacetylate alginate, so acetate
can be measured directly.
Transcriptome analysis was done on a custom 385K

60-mer expression microarray (Roche NimbleGen Inc.,
WI) covering the P. fluorescens SBW25 genome. RNA
was isolated with the RNEasy Midi Kit (Qiagen), and
when necessary was up-concentrated with Microcon YM
30 spin columns (Millipore, MA). cDNA was produced
from isolated RNA according to Roche NimbleGen Inc.
instructions, from which hybridization and array scan-
ning was purchased as a service. Analysis of the micro-
array data was done with GeneSpring GX software,
version 11 (Agilent, CA).

Metabolic network reconstruction and analysis
Reconstruction of the draft metabolic network in P.
fluorescens SBW25 was based on the recently published
annotated genome of the organism [21], and was done
in a semi-automated fashion by using the Pathway Tools
software suite [39], including the HoleFiller algorithm
for closing gaps in the metabolic network. During the
first phase of the reconstruction, the software automatic-
ally connects the gene products and reactions that can
be unambiguously established from the genome annota-
tion and sequence when compared to the existing inven-
tory of genome/pathway databases. For enzyme–
reactions associations that have a higher degree of un-
certainty, the user is presented with the reactions that
are hypothesized to be present in the network and po-
tential enzymes (or, more accurately, their encoding
genes) that could catalyse the reaction in question. The
accurate assignment is then made based on manual cur-
ation. After this curation process is completed, an algo-
rithm is called that identifies 'holes' in the metabolic
network. A metabolic hole is a single biochemical reac-
tion that is absent from an otherwise complete pathway,
in such a way that filling of the hole yields a functional
pathway that can carry a metabolic flux. If candidate
gene products for filling the metabolic holes can be
identified by the software, these are presented to the
user for manual curation. This hole-filling is an iterative
process, since introduction of new reactions into the
network might justify the introduction of yet new path-
ways in the model, depending on the manually set cut-
off for presence of a given pathway in the model. In the
case of the draft model of P. fluorescens SBW25, the
manual curation constituted verification of 90 enzyme–
reaction connections and assignment of 43 protein com-
plexes. 92 'holes' in the metabolic network were filled by
manual curation, distributed as 74, 16 and 2 in the first,
second and third iterations of the algorithm, respect-
ively. Manual curation of the draft model was done by
literature studies and use of online databases. Literature
references used in the manual curation of the draft
model are listed in Additional file 5.
The draft model was translated into the RAVEN Tool-

box format [Agren et al., submitted; for overview see [41]]
by the use of custom Perl scripts. Concomitantly, a further
manual pruning of the model was performed. This in-
cluded the removal of non-metabolic reactions and reac-
tions with generalized substrates, dereplication of
reactions performed by isoenzymes and alternative formu-
lations of reactions as found in Pathway Tools, assignment
of reaction irreversibility where applicable and verification
of cofactor specificities. Furthermore, sequence and net-
work comparison with the iJN746 and iMO1056 models
for P. putida KT2440 and P. aeruginosa PAO1, respect-
ively, allowed for addition of 38 reactions. Also, the path-
ways in the P. fluorescens SBW25 model defining fatty
acid biosynthesis, glycerophospholipid metabolism and
peptidoglycan biosynthesis were incomplete in the Path-
way Tools formulation, and was manually completed by
comparison with the iJN746 model as highly homologous
gene products could be found for all reactions.
The final model was designated iSB1139. The model is

available for download in both Excel format and in
SBML at www.sysbio.se/biomet. Flux balance analysis of
the SBW25 model was performed with the linear pro-
gramming solver Mosek (Mosek ApS, Denmark) for
Matlab (The Mathworks, MA).

Additional files

Additional file 1: An overview of the strains and plasmids used in
this study.

Additional file 2: The complete microarray data, both in raw and
quantile normalized formats.

Additional file 3: A spreadsheet comparison and alignment of the
reactions present in the published Pseudomonas genome-scale
models iMO1056, iJN746 and iSB1139.

Additional file 4: Description of the growth media used for
cultivations, and standard operating procedures used in sampling
for transcriptome analysis, as well as analysis of alginate produced
and remaining carbon source in the chemostat cultures.

Additional file 5: The literature references used in the manual
curation of the draft genome-scale metabolic model.

Competing interests
The authors declare that they have no competing interests.

Authors' contributions
SEFB participated in construction of the custom expression array, performed
microarray data analysis, contributed to analysis of physiological parameters,

http://www.sysbio.se/biomet
http://www.biomedcentral.com/content/supplementary/1752-0509-7-19-S1.docx
http://www.biomedcentral.com/content/supplementary/1752-0509-7-19-S2.xlsx
http://www.biomedcentral.com/content/supplementary/1752-0509-7-19-S3.xlsx
http://www.biomedcentral.com/content/supplementary/1752-0509-7-19-S4.docx
http://www.biomedcentral.com/content/supplementary/1752-0509-7-19-S5.docx


Borgos et al. BMC Systems Biology 2013, 7:19 Page 14 of 15
http://www.biomedcentral.com/1752-0509/7/19
constructed the genome-scale metabolic model and performed comparisons
with other species, and drafted the manuscript. SB performed the random
sampling flux analysis, the calculations about theoretical yields and wrote
part of the manuscript. HS and ØJ had major roles in cultivations, while HE
was responsible for strain constructions. PB was involved in experimental
design. TEE was leading the cultivation activities, JN was leading the
modelling parts and SV was project leader for the overall project. All authors
were to varying degrees involved in the planning, design and evaluation of
the project, and read and approved the final manuscript.
Acknowledgments
This project was funded by the ERA-NET program SysMo. We are grateful to
Randi Aune for contributions to cultivations and physiological analyses. Yi-
Qian Sun and Marianne Bakke-Nilsen contributed to RNA preparations and
some strain constructions. Sunniva Hoel and Anders Øverby contributed to
various aspects of the cultivations.

Author details
1Department of Biotechnology, Norwegian University of Science and
Technology, N 7491, Trondheim, Norway. 2Department of Biotechnology,
SINTEF Materials and Chemistry, Sem Sælands v. 2A, N 7465, Trondheim,
Norway. 3Department of Chemical and Biological Engineering, Chalmers
University of Technology, Kemivägen 10, SE 412 96, Gothenburg, Sweden.

Received: 5 October 2012 Accepted: 6 February 2013
Published: 11 March 2013
References
1. Tolker-Nielsen T, Molin S: The biofilm lifestyle of pseudomonads. In

Pseudomonas, Volume 1. Edited by Ramos J-L. New York: Kluywer Academic;
2004:547–571.

2. Gómez MI, Prince A: Opportunistic infections in lung disease:
Pseudomonas infections in cystic fibrosis. Curr Opin Pharmacol 2007,
7(3):244–251.

3. Wagner V, Iglewski V: P. aeruginosa biofilms in CF infection. Clin Rev Allergy
Immunol 2008, 35(3):124–134.

4. Govan JR, Harris GS: Pseudomonas aeruginosa and cystic fibrosis: unusual
bacterial adaptation and pathogenesis. Microbiol Sci 1986, 3(10):302–308.

5. Henry RL, Mellis CM, Petrovic L: Mucoid Pseudomonas aeruginosa is a
marker of poor survival in cystic fibrosis. Pediatr Pulmonol 1992,
12(3):158–161.

6. Martin DW, Schurr MJ, Mudd MH, Govan JR, Holloway BW, Deretic V:
Mechanism of conversion to mucoidy in Pseudomonas aeruginosa
infecting cystic fibrosis patients. Proc Natl Acad Sci U S A 1993,
90(18):8377–8381.

7. Damron FH, Goldberg JB: Proteolytic regulation of alginate
overproduction in Pseudomonas aeruginosa. Mol Microbiol 2012,
84(4):595–607.

8. Schurr MJ, Yu H, Martinez-Salazar JM, Boucher JC, Deretic V: Control of
AlgU, a member of the sigma E-like family of stress sigma factors,
by the negative regulators MucA and MucB and Pseudomonas
aeruginosa conversion to mucoidy in cystic fibrosis. J Bacteriol 1996,
178(16):4997–5004.

9. Firoved AM, Deretic V: Microarray analysis of global gene expression in
mucoid Pseudomonas aeruginosa. J Bacteriol 2003, 185(3):1071–1081.

10. Behrends V, Ryall B, Wang X, Bundy JG, Williams HD: Metabolic profiling of
Pseudomonas aeruginosa demonstrates that the anti-sigma factor MucA
modulates osmotic stress tolerance. Mol Biosyst 2010, 6(3):562–569.

11. Steigedal M, Sletta H, Moreno S, Mærk M, Christensen BE, Bjerkan T,
Ellingsen TE, Espìn G, Ertesvåg H, Valla S: The Azotobacter vinelandii AlgE
mannuronan C-5-epimerase family is essential for the in vivo control of
alginate monomer composition and for functional cyst formation.
Environ Microbiol 2008, 10(7):1760–1770.

12. Draget KI, Skjåk-Bræk G, Smidsrød O: Alginate based new materials.
Int J Biol Macromol 1997, 21(1–2):47–55.

13. Hay ID, Ur Rehman Z, Ghafoor A, Rehm BHA: Bacterial biosynthesis of
alginates. J Chem Technol Biotechnol 2010, 85(6):752–759.

14. Franklin MJ, Nivens DE, Weadge JT, Howell PL: Biosynthesis of the
Pseudomonas aeruginosa extracellular Polysaccharides, Alginate, Pel, and
Psl. Front Microbiol 2011, 2:article 167.
15. Skjåk-Bræk G, Grasdalen H, Larsen B: Monomer sequence and acetylation
pattern in some bacterial alginates. Carbohydr Res 1986, 154(1):239–250.

16. Durot M, Bourguignon P-Y, Schachter V: Genome-scale models of bacterial
metabolism: reconstruction and applications. FEMS Microbiol Rev 2009,
33(1):164–190.

17. Oberhardt MA, Palsson BO, Papin JA: Applications of genome-scale
metabolic reconstructions. Mol Syst Biol 2009, 5:article 320.

18. Antoniewicz MR, Kraynie DF, Laffend LA, González-Lergier J, Kelleher JK,
Stephanopoulos G: Metabolic flux analysis in a nonstationary system:
Fed-batch fermentation of a high yielding strain of E. coli producing
1,3-propanediol. Metab Eng 2007, 9(3):277–292.

19. Patil KR, Nielsen J: Uncovering transcriptional regulation of metabolism
by using metabolic network topology. Proc Natl Acad Sci U S A 2005,
102(8):2685–2689.

20. Kim TY, Kim HU, Park JM, Song H, Kim JS, Lee SY: Genome-scale analysis of
Mannheimia succiniciproducens metabolism. Biotechnol Bioeng 2007,
97(4):657–671.

21. Silby M, Cerdeno-Tarraga A, Vernikos G, Giddens S, Jackson R, Preston G,
Zhang X-X, Moon C, Gehrig S, Godfrey S, et al: Genomic and genetic
analyses of diversity and plant interactions of Pseudomonas fluorescens.
Genome Biol 2009, 10(5):R51.

22. Bakkevig K, Sletta H, Gimmestad M, Aune R, Ertesvåg H, Degnes K,
Christensen BE, Ellingsen TE, Valla S: Role of the Pseudomonas fluorescens
alginate lyase (AlgL) in clearing the periplasm of alginates not exported
to the extracellular environment. J Bacteriol 2005, 187(24):8375–8384.

23. Oberhardt MA, Puchalka J, Fryer KE, Martins dos Santos VAP, Papin JA:
Genome-scale metabolic network analysis of the opportunistic pathogen
Pseudomonas aeruginosa PAO1. J Bacteriol 2008, 190(8):2790–2803.

24. Puchalka J, Oberhardt MA, Godinho M, Bielecka A, Regenhardt D, Timmis
KN, Papin JA, Martins dos Santos VAP: Genome-scale reconstruction and
analysis of the Pseudomonas putida KT2440 metabolic network facilitates
applications in biotechnology. PLoS Comput Biol 2008, 4(10):e1000210.

25. Nogales J, Palsson B, Thiele I: A genome-scale metabolic reconstruction of
Pseudomonas putida KT2440: iJN746 as a cell factory. BMC Syst Biol 2008,
2(1):79.

26. Pulcrano G, Iula DV, Raia V, Rossano F, Catania MR: Different mutations in
mucA gene of Pseudomonas aeruginosa mucoid strains in cystic fibrosis
patients and their effect on algU gene expression. New Microbiol 2012,
35(3):295–305.

27. Coyne MJ, Russell KS, Coyle CL, Goldberg JB: The Pseudomonas aeruginosa
algC gene encodes phosphoglucomutase, required for the synthesis of a
complete lipopolysaccharide core. J Bacteriol 1994, 176(12):3500–3507.

28. Olvera C, Goldberg JB, Sánchez R, Soberón-Chávez G: The Pseudomonas
aeruginosa algC gene product participates in rhamnolipid biosynthesis.
FEMS Microbiol Lett 1999, 179(1):85–90.

29. Paletta J, Ohman D: Evidence for two promoters internal to the alginate
biosynthesis operon in Pseudomonas aeruginosa. Curr Microbiol 2012,
65(6):770–775.

30. Durham DR, Phibbs PV: Fractionation and characterization of the
phosphoenolpyruvate: fructose 1-phosphotransferase system from
Pseudomonas aeruginosa. J Bacteriol 1982, 149(2):534–541.

31. Schweizer HP, Jump R, Po C: Structure and gene-polypeptide relationships of
the region encoding glycerol diffusion facilitator (GlpF) and glycerol kinase
(GlpK) of Pseudomonas aeruginosa. Microbiology 1997, 143(4):1287–1297.

32. Lilley AK, Bailey MJ: The acquisition of indigenous plasmids by a
genetically marked pseudomonad population colonizing the sugar beet
phytosphere is related to local environmental conditions. Appl Environ
Microbiol 1997, 63(4):1577–1583.

33. Lien S, Sletta H, Ellingsen T, Valla S, Correa E, Goodacre R, Vernstad K, Borgos S,
Bruheim P: Investigating alginate production and carbon utilization in
Pseudomonas fluorescens SBW25 using mass spectrometry-based metabolic
profiling. Metabolomics 2012. doi:10.1007/s11306-012-0454-0.

34. Gurney R, Thomas C: Mupirocin: biosynthesis, special features and
applications of an antibiotic from a Gram-negative bacterium.
Appl Microbiol Biotechnol 2011, 90(1):11–21.

35. Bangera MG, Thomashow LS: Identification and characterization of a gene
cluster for synthesis of the polyketide antibiotic 2,4-diacetylphloroglucinol
from Pseudomonas fluorescens Q2-87. J Bacteriol 1999, 181(10):3155–3163.

36. Nowak-Thompson B, Chaney N, Wing JS, Gould SJ, Loper JE:
Characterization of the pyoluteorin biosynthetic gene cluster of
Pseudomonas fluorescens Pf-5. J Bacteriol 1999, 181(7):2166–2174.

http://dx.doi.org/10.1007/s11306-012-0454-0


Borgos et al. BMC Systems Biology 2013, 7:19 Page 15 of 15
http://www.biomedcentral.com/1752-0509/7/19
37. Chandrasekaran S, Price ND: Probabilistic integrative modeling of
genome-scale metabolic and regulatory networks in Escherichia coli and
Mycobacterium tuberculosis. Proc Natl Acad Sci 2010, 107(41):17845–17850.

38. Henry CS, DeJongh M, Best AA, Frybarger PM, Linsay B, Stevens RL: High-
throughput generation, optimization and analysis of genome-scale
metabolic models. Nat Biotechnol 2010, 28(9):977–982.

39. Karp PD, Paley S, Romero P: The pathway tools software. Bioinformatics
2002, 18(suppl 1):S225–S232.

40. Karp PD, Paley SM, Krummenacker M, Latendresse M, Dale JM, Lee TJ, Kaipa
P, Gilham F, Spaulding A, Popescu L, et al: Pathway Tools version 13.0:
integrated software for pathway/genome informatics and systems
biology. Brief Bioinform 2010, 11(1):40–79.

41. Caspeta L, Shoaie S, Agren R, Nookaew I, Nielsen J: Genome-scale
metabolic reconstructions of Pichia stipitis and Pichia pastoris and in
silico evaluation of their potentials. BMC Syst Biol 2012, 6:24.

42. Reed J, Vo T, Schilling C, Palsson B: An expanded genome-scale model of
Escherichia coli K-12 (iJR904 GSM/GPR). Genome Biol 2003, 4(9):R54.

43. Revelles O, Espinosa-Urgel M, Fuhrer T, Sauer U, Ramos JL: Multiple and
interconnected pathways for L-lysine catabolism in Pseudomonas putida
KT2440. J Bacteriol 2005, 187(21):7500–7510.

44. Revelles O, Wittich R-M, Ramos JL: Identification of the initial steps in D-
lysine catabolism in Pseudomonas putida. J Bacteriol 2007, 189(7):2787–2792.

45. Oberhardt MA, Puchałka J, Martins dos Santos VAP, Papin JA: Reconciliation
of genome-scale metabolic reconstructions for comparative systems
analysis. PLoS Comput Biol 2011, 7(3):e1001116.

46. Covert MW, Knight EM, Reed JL, Herrgard MJ, Palsson BO: Integrating high-
throughput and computational data elucidates bacterial networks.
Nature 2004, 429(6987):92–96.

47. Varma A, Palsson BO: Stoichiometric flux balance models quantitatively
predict growth and metabolic by-product secretion in wild-type
Escherichia coli W3110. Appl Environ Microbiol 1994, 60(10):3724–3731.

48. Roels JA: Energetics and kinetics in biotechnology / J.A. Roels. Amsterdam;
New York: Elsevier Biomedical Press; 1983.

49. Calhoun MW, Oden KL, Gennis RB, de Mattos MJ, Neijssel OM: Energetic
efficiency of Escherichia coli: effects of mutations in components of the
aerobic respiratory chain. J Bacteriol 1993, 175(10):3020–3025.

50. Alvarez-Ortega C, Harwood CS: Responses of Pseudomonas aeruginosa to
low oxygen indicate that growth in the cystic fibrosis lung is by aerobic
respiration. Mol Microbiol 2007, 65(1):153–165.

51. De Vries W, Kapteijn WMC, Van Der Beek EG, Stouthamer AH: Molar growth
yields and fermentation balances of Lactobacillus casei L3 in batch
cultures and in continuous cultures. J Gen Microbiol 1970, 63(3):333–345.

52. Gygi SP, Rochon Y, Franza BR, Aebersold R: Correlation between protein
and mRNA abundance in yeast. Mol Cell Biol 1999, 19(3):1720–1730.

53. Moxley JF, Jewett MC, Antoniewicz MR, Villas-Boas SG, Alper H, Wheeler RT, Tong
L, Hinnebusch AG, Ideker T, Nielsen J, et al: Linking high-resolution metabolic
flux phenotypes and transcriptional regulation in yeast modulated by the
global regulator Gcn4p. Proc Natl Acad Sci 2009, 106(16):6477–6482.

54. Yang CY, Hua QH, Shimizu KS: Integration of the information from gene
expression and metabolic fluxes for the analysis of the regulatory
mechanisms in Synechocystis. Appl Microbiol Biotechnol 2002, 58(6):813–822.

55. Bordel S, Agren R, Nielsen J: Sampling the solution space in genome-scale
metabolic networks reveals transcriptional regulation in key enzymes.
PLoS Comput Biol 2010, 6(7):e1000859.

56. Portais J-C, Delort A-M: Carbohydrate cycling in micro-organisms: what
can 13C-NMR tell us? FEMS Microbiol Rev 2002, 26(4):375–402.

57. Tannler S, Decasper S, Sauer U: Maintenance metabolism and carbon
fluxes in Bacillus species. Microb Cell Fact 2008, 7:19.

58. Park SM, Sinskey AJ, Stephanopoulos G: Metabolic and physiological
studies of Corynebacterium glutamicum mutants. Biotechnol Bioeng 1997,
55(6):864–879.

59. Gonzalez-Siso MI, Garcia-Leiro A, Tarrio N, Cerdan ME: Sugar metabolism,
redox balance and oxidative stress response in the respiratory yeast
Kluyveromyces lactis. Microb Cell Fact 2009, 8:46.

60. Sauer U, Canonaco F, Heri S, Perrenoud A, Fischer E: The soluble and
membrane-bound transhydrogenases UdhA and PntAB have divergent
functions in NADPH metabolism of Escherichia coli. J Biol Chem 2004,
279(8):6613–6619.

61. Fuhrer T, Sauer U: Different biochemical mechanisms ensure network-
wide balancing of reducing equivalents in microbial metabolism.
J Bacteriol 2009, 191(7):2112–2121.
62. Chavarria M, Kleijn RJ, Sauer U, Pfluger-Grau K, de Lorenzo V: Regulatory
tasks of the phosphoenolpyruvate-phosphotransferase system of
Pseudomonas putida in central carbon metabolism. MBio 2012, 3:2.

63. Sambrook J, Russell D: Molecular cloning: a laboratory manual. Thirdth
edition. New York: Cold Spring Harbor Laboratory Press; 2001.

64. Gimmestad M, Sletta H, Ertesvag H, Bakkevig K, Jain S, Suh SJ, Skjak-Braek G,
Ellingsen TE, Ohman DE, Valla S: The Pseudomonas fluorescens AlgG
protein, but not its mannuronan C-5-epimerase activity, is needed for
alginate polymer formation. J Bacteriol 2003, 185(12):3515–3523.

doi:10.1186/1752-0509-7-19
Cite this article as: Borgos et al.: Mapping global effects of the anti-
sigma factor MucA in Pseudomonas fluorescens SBW25 through
genome-scale metabolic modeling. BMC Systems Biology 2013 7:19.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Results
	Conclusions

	Background
	Results and discussion
	Strain constructions
	Chemostat cultivations
	Transcriptome analyses
	Genome-scale metabolic modelling
	Metabolic reconstruction at the genome level
	Comparison between Pseudomonas genome-scale models
	Estimation of biomass composition and energetic parameters in the iSB1139 model
	Theoretical and experimental biomass yields
	Theoretical and experimental alginate yields

	Random sampling
	Wild type versus mucA strain on fructose
	Wild type versus ΔalgC mutant in fructose
	Wild type versus the double mutants mucA ΔalgC and mucA TTalgD in fructose
	Wild type versus mucA TTalgD in glycerol
	Wild type versus mucA in glycerol


	Conclusions
	Methods
	Strain construction
	Cultivation and sampling
	Carbon source, alginate and transcriptome analysis
	Metabolic network reconstruction and analysis

	Additional files
	Competing interests
	Authors' contributions
	Acknowledgments
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


