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ABSTRACT Azotobacter vinelandii produces the linear exopolysaccharide alginate, a
compound of significant biotechnological importance. The biosynthesis of alginate
in A. vinelandii and Pseudomonas aeruginosa has several similarities but is regulated
somewhat differently in the two microbes. Here, we show that the second messen-
ger cyclic dimeric GMP (c-di-GMP) regulates the production and the molecular mass
of alginate in A. vinelandii. The hybrid protein MucG, containing conserved GGDEF
and EAL domains and N-terminal HAMP and PAS domains, behaved as a c-di-GMP
phosphodiesterase (PDE). This activity was found to negatively affect the amount
and molecular mass of the polysaccharide formed. On the other hand, among the
diguanylate cyclases (DGCs) present in A. vinelandii, AvGReg, a globin-coupled sensor
(GCS) DGC that directly binds to oxygen, was identified as the main c-di-GMP-
synthesizing contributor to alginate production. Overproduction of AvGReg in the
parental strain phenocopied a ΔmucG strain with regard to alginate production and
the molecular mass of the polymer. MucG was previously shown to prevent the syn-
thesis of high-molecular-mass alginates in response to reduced oxygen transfer rates
(OTRs). In this work, we show that cultures exposed to reduced OTRs accumulated
higher levels of c-di-GMP; this finding strongly suggests that at least one of the mo-
lecular mechanisms involved in modulation of alginate production and molecular
mass by oxygen depends on a c-di-GMP signaling module that includes the PAS
domain-containing PDE MucG and the GCS DGC AvGReg.

IMPORTANCE c-di-GMP has been widely recognized for its essential role in the pro-
duction of exopolysaccharides in bacteria, such as alginate produced by Pseudomo-
nas and Azotobacter spp. This study reveals that the levels of c-di-GMP also affect
the physical properties of alginate, favoring the production of high-molecular-mass
alginates in response to lower OTRs. This finding opens up new alternatives for the
design of tailor-made alginates for biotechnological applications.

KEYWORDS Azotobacter, c-di-GMP, alginate, MucG, molecular mass, oxygen transfer
rate

Alginates are linear polysaccharides composed of variable proportions of (1– 4)-
linked �-D-mannuronic acid (M) and its C-5 epimer �-L-guluronic acid (G). This

polymer is produced by brown algae and by bacteria of the genera Azotobacter and
Pseudomonas (1). Bacterial alginates may be O-acetylated at some of the C-2 or C-3
carbons of the mannuronic acid residues (1). Alginates are important biopolymers with
broad applications in the medical and industrial fields, where they are used as stabi-
lizing, thickening, and gelling agents. Alginate microspheres have also been used in
therapeutic delivery, releasing drugs, proteins, vaccines, and cells (2). It is well known
that the properties of the polymer are determined by the ratio and distribution of M
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and G residues, by the acetylation degree, and by the overall molecular mass of the
polymer (1, 3). Currently, this polymer is manufactured from brown algae but, given the
intrinsic variation in their composition, Azotobacter vinelandii has been proposed as a
source for the production of tailor-made alginates (1).

In Pseudomonas aeruginosa, alginate acts as a virulence factor mediating the for-
mation of biofilms, which provide a thick protective layer against host immune attacks
and antimicrobials (4, 5); in Azotobacter species, which are free-living bacteria, alginate
is produced in copious amounts during vegetative growth, where it may serve as a
diffusion barrier against heavy metals and oxygen (6). This polymer is also produced
during the developmental process of A. vinelandii, leading to the formation of dormant
cells called cysts. These differentiated cells are surrounded by an alginate coat that is
essential to resist harsh environmental conditions (6).

The alginate biosynthetic pathway is well conserved between the Azotobacter and
Pseudomonas genera (1, 7). The activated cytosolic precursor GDP-mannose is polym-
erized to alginate in a synthase-dependent pathway by the action of the membrane-
anchored glycosyltransferase Alg8 and the copolymerase Alg44. A multiprotein scaffold
complex that is composed of 10 subunits and includes Alg8-Alg44 spans the cytoplas-
mic membrane, the periplasm, and the outer membrane and guides the nascent
polymannuronate chain for secretion (1, 8, 9). Translocation of the nascent polyman-
nuronate chain across the periplasm is coupled with modifications, such as
O-acetylation (conducted by AlgX) and epimerization of �-D-mannuronic acid moieties
(conducted by AlgG). A periplasmic alginate lyase (AlgL) forms part of the multiprotein
scaffold complex and is necessary to degrade alginate chains that have been misguided
into the periplasm or to degrade the nascent alginate chain (10, 11). In A. vinelandii, the
secreted alginate is further modified by a family of extracellular mannuronan C-5
epimerases (AlgE1 to AlgE7), which introduce various amounts of �-L-guluronic acid
residues in different patterns and distributions (12).

The molecular basis of polymer chain length determination in alginate is not totally
understood. In P. aeruginosa, however, the process of alginate polymerization and the
modification events (i.e., acetylation and epimerization) show a clear relationship. While
the polymer acetylation rate directly correlates with the molecular mass, the rate of
alginate epimerization by AlgG inversely correlates with the molecular mass of the
alginate produced, presumably as a result of AlgG-mediated polymer degradation (9).
Furthermore, it has been suggested that AlgG, as a scaffold subunit, might be critical
for processivity of alginate polymerization. In A. vinelandii, it has been proposed that
both the activity of the alginate polymerase complex Alg8-Alg44 and that of alginate
lyases contribute to the polymer chain length of alginate (13). AlgL in A. vinelandii was
shown to reduce the molecular mass of the alginate during vegetative growth at late
stationary phase (14). In addition to AlgL, A. vinelandii contains five other alginate lyases
(AlyA1, AlyA2, AlyA3, AlgE7, and AlyB), but their role in determining the alginate
molecular mass has not been investigated (15). AlyA1 to AlyA3 belong to the PL7 family
of alginate lyases. AlyA2 is necessary for normal growth in the laboratory, while AlyA1
is dispensable for growth. AlyA3 and AlgE7 are extracellular Ca2�-dependent alginate
lyases that are necessary for the rupture of the A. vinelandii cyst during germination and
the release of the nascent alginate chain from the cell surface, respectively. AlyB is an
exolyase whose function is still unknown (11, 15).

The biosynthesis of a great variety of exopolysaccharides is regulated at multiple
levels by the ubiquitous second messenger bis(3=,5=)-cyclic dimeric GMP (c-di-GMP) (16,
17). c-di-GMP is produced from two GTP molecules by the action of diguanylate
cyclases (DGCs) with a GGDEF domain and is degraded by the action of specialized
c-di-GMP phosphodiesterases (PDEs) with either EAL or HD-GYP domains (18). Genomic
analyses have shown that GGDEF and EAL domains can coexist in the same polypeptide
chain and also may be fused to sensory domains such as PAS, GAF, and REC domains,
among others. Therefore, the enzymatic activities of a particular DGC or PDE could be
regulated by environmental signals (18, 19). To exert its function, c-di-GMP must bind
to an effector/receptor component that is responsible for mounting a cellular response.
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Several classes of c-di-GMP receptors have been reported and include transcription
factors, riboswitches, degenerate GGDEF and EAL domains, and proteins containing a
c-di-GMP-binding PilZ domain (18, 20).

Alginate polymerization in P. aeruginosa is regulated by c-di-GMP at the posttrans-
lational level by allosteric binding to the PilZ domain of the copolymerase Alg44 (21,
22). The DGC MucR has been found to be the source for c-di-GMP-dependent regula-
tion of Alg44 in P. aeruginosa (23). The molecular basis of the Alg8 activation mecha-
nism upon binding of c-di-GMP to the PilZ domain of Alg44 was investigated (24). This
mechanism does not involve the stabilization of the polymerase complex or its inter-
action with other scaffold subunits (i.e., AlgX, AlgG, or AlgK). Analysis of critical residues
in Alg8 for the c-di-GMP-mediated activation of alginate polymerization suggests that
such a mechanism is dissimilar from the autoinhibitory mechanism proposed for
cellulose polymerization (24). To date, the effect of different levels of c-di-GMP on the
molecular mass of the alginate has not been investigated.

A. vinelandii has orthologues of Alg44, which has a conserved PilZ domain (22), and
of MucR, raising the question of whether c-di-GMP is involved in the regulation of
alginate polymerization in this organism. Furthermore, we showed previously that a
hybrid GGDEF-EAL protein named MucG, which is not present in P. aeruginosa, nega-
tively controls A. vinelandii alginate production and molecular mass in response to the
oxygen transfer rate (OTR) (25). All of these observations strongly suggest that c-di-GMP
plays an important role in alginate biosynthesis in A. vinelandii, and the goal of this
work was to investigate the molecular basis of this regulation.

Our results indicate that the mechanism by which MucG and the OTR modulate
alginate biosynthesis and molecular mass in A. vinelandii involves c-di-GMP signaling.
Artificially induced accumulation of c-di-GMP had effects on alginate biosynthesis
similar to those of the absence of mucG. In contrast to what happens in P. aeruginosa,
the absence of the MucR orthologue did not impair alginate production. Our results
revealed that AvGReg, a GCS DGC, is the main contributor to c-di-GMP-dependent
activation of alginate production in A. vinelandii.

RESULTS
MucG is an active c-di-GMP PDE. The GGDEF-EAL MucG protein Avin_07910

(GenBank accession number ACO77036; also referred to as AVIN_RS03680) is implicated
in determining the total amount and mean molecular mass of alginate, and these
effects depend on the presence of an intact EAL domain (25). These observations
strongly suggest that MucG has c-di-GMP PDE activity; however, this activity has not
been demonstrated experimentally. To begin to address this point, we quantified
c-di-GMP in the wild-type (WT) strain AEIV, a ΔmucG strain (CLAM04), and a strain with
a mutated allele of mucG (mucGAAA) in the chromosome that produces a MucG protein
lacking conserved amino acids of the EAL catalytic site. The absence of MucG or the
production of a putatively inactive version of MucG resulted in increased c-di-GMP
accumulation, compared to the WT strain (Fig. 1A). Together, these results strongly
suggest that MucG is an active PDE capable of modulating the abundance of c-di-GMP
in A. vinelandii.

MucG is a hybrid protein containing both GGDEF and EAL conserved domains. To
begin to address the contribution of the GGDEF domain of MucG to the intracellular
c-di-GMP pool, we quantified c-di-GMP in a strain with a mutant mucG allele that
produces a MucG variant with a GGAAF motif. These amino acid changes typically result
in loss of DGC activity in GGDEF-containing enzymes. c-di-GMP accumulation in the
mucGGGAAF strain was greater than that in the WT strain, clearly suggesting that the
GGDEF domain is required for the PDE activity of MucG. This result is not unprece-
dented, as in other GGDEF-EAL proteins the GGDEF domain modulates the PDE activity
in response to the availability of GTP (26–28).

c-di-GMP levels are linked to the regulation of alginate abundance by MucG.
Although c-di-GMP has been shown to control alginate production in P. aeruginosa (21,
23), its role in A. vinelandii has not been addressed previously. To determine the
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importance of the cellular concentration of c-di-GMP for alginate production in the
ΔmucG strain, we analyzed the effect of the overproduction of a putative A.
vinelandii PDE (Avin_50640 [GenBank accession number ACO81152], also referred to
as AVIN_RS23150). Avin_50640 has a HD-GYP domain with conserved catalytic residues
with respect to that of the active PDE PmGH from Persephonella marina (29). Overpro-
duction of Avin_50640 in the ΔmucG strain (ΔmucG/PDE) resulted in severely reduced
c-di-GMP levels, compared to both the WT strain and the ΔmucG strain (Fig. 1A). While
alginate levels were higher in the ΔmucG, mucGAAA, and mucGGGAAF strains, compared
to the WT strain, the production of this polymer was negligible in the ΔmucG strain
overproducing Avin_50640 (Fig. 1B). These results indicate that increased alginate
accumulation in the ΔmucG strain can be suppressed by ectopically expressing an
active PDE.

The A. vinelandii strain ATCC 9046 has been extensively studied due to its natural
high-molecular-mass alginate-overproducing phenotype (13, 30). We hypothesized that
this strain would accumulate higher levels of c-di-GMP, compared to our WT strain AEIV.
The quantification of c-di-GMP in the ATCC 9046 strains revealed that the c-di-GMP
concentration was approximately 5-fold higher in the ATCC 9046 strain than in the AEIV

FIG 1 MucG negatively controls c-di-GMP accumulation and alginate production. (A) c-di-GMP quanti-
fication in the WT strain AEIV, in its derivative mutants CLAM04 (ΔmucG), CLAM01 (mucGAAA), CLAM05
(ΔmucG/PDE�), and CLAM06 (mucGGGAAF), and in the alginate-overproducing strain ATCC 9046. (B)
Alginate quantification in the same A. vinelandii strains used in panel A. Means and standard deviations
from three independent experiments are shown. Significant differences were analyzed by t test.
Statistical significance is indicated. *, P � 0.05; **, P � 0.01; ***, P � 0.001; ****, P � 0.0001. (C) Graphic
showing the molecular mass distribution of the alginates produced by strains AEIV and ATCC 9046. A
representative curve for each strain is shown. Cells were grown for 48 h in liquid Burk’s-sucrose medium.
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strain (Fig. 1A). Under our tested growth conditions, this strain synthesized about 2-fold
more alginate than the AEIV strain, a level comparable to that of the ΔmucG and
mucGAAA mutants (Fig. 1B). The mean molecular mass of the synthesized alginate was
2,020 � 250 kDa, approximately 4 times greater than that of AEIV (Fig. 1C). The nucle-
otide sequence of the mucG gene in these two strains is conserved. Furthermore, strain
ATCC 9046 showed comparable mucG expression levels, relative to strain AEIV, as
deduced by quantitative reverse transcription-PCR (qRT-PCR) analysis conducted at
both 24 and 48 h of cultivation (0.98 � 0.06 and 1.01 � 0.10 relative units, respectively).
The gyrA mRNA levels were used as an internal control, allowing normalization of the
qRT-PCR data. This result implies that other factors are responsible for the observed
differences in c-di-GMP concentrations between these strains.

MucG is the only PDE implicated in the control of alginate production under
our test conditions. The genome of A. vinelandii DJ strain is predicted to encode 27
proteins with putative domains for the synthesis or degradation of c-di-GMP (Fig. 2),
including 3 PDEs (1 EAL type and 2 with HD-GYP domains), 10 tandem GGDEF/EAL
domain proteins, and 14 GGDEF domain proteins. To investigate whether additional
PDEs (besides MucG) control alginate production, we constructed insertional mutants

FIG 2 Depiction of the A. vinelandii proteins containing GGDEF, EAL, or HD-GYP domains in the genome of strain DJ. Prediction of the domains was according
to Pfam and SMART. Models are not drawn to scale. Large amino acid regions without a predicted domain are also depicted. (A) EAL and HD-GYP
domain-containing proteins. (B) Dual GGDEF-EAL domain-containing proteins. (C) GGDEF domain-containing proteins. The star denotes a protein encoded by
the A. vinelandii DJ genome but not the AEIV genome. The GGDEF-EAL protein Avin_25190 was originally annotated as having an additional GGDEF domain
at the C terminus. However, analysis of the DNA sequence of this open reading frame in both strain DJ and strain AEIV indicated to us that this GGDEF domain
constitutes a different open reading frame, which we have named Avin_25191 (for details, see Fig. S1 in the supplemental material).
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in genes encoding proteins with predicted EAL or HD-GYP domains. The mutants were
evaluated for their capacity to stimulate the production of alginate in liquid Burk’s-
sucrose medium. As can be seen in Fig. 3, except for the MucG-deficient strain, the
mutants with genes encoding EAL/HD-GYP or GGDEF-EAL proteins showed alginate
levels similar to those of the parental strain AEIV. This result confirmed the central role
of the MucG PDE activity in the control of alginate production in A. vinelandii under our
test conditions.

The globin-coupled sensor DGC AvGReg is the main c-di-GMP contributor for
alginate production in A. vinelandii. The ATCC 9046 strain and the ΔmucG mutant
accumulate higher levels of c-di-GMP and produce alginates of higher molecular mass,
compared to the alginate produced by strain AEIV (25) (Fig. 1). These data suggest that
c-di-GMP levels may control alginate polymerization.

A. vinelandii contains an orthologue of the DGC MucR from P. aeruginosa (31) that
in the latter bacterium provides the c-di-GMP pool for activation of the Alg8-Alg44
polymerase complex. We evaluated the effect of MucR (Avin_49140 [GenBank accession
number ACO81013], also referred to as AVIN_RS22475) on alginate biosynthesis in A.
vinelandii. A strain carrying a deletion of mucR (ICM01) produced alginate levels similar
to those of the parental strain AEIV, indicating that under the conditions tested MucR
is not involved in alginate production (Fig. 3).

To identify potential DGCs implicated in alginate production, we constructed strains
carrying individual deletions in genes coding for proteins with GGDEF domains (Fig. 2).
A total of 14 mutants were generated and tested for the production of alginate in liquid
Burk’s-sucrose medium. As can be seen in Fig. 3, Avin_00420 was the only DGC
affecting alginate production; its absence reduced by 70% the accumulation of this
polysaccharide and by 60% the amount of c-di-GMP detected, relative to the parental
AEIV strain (Fig. 4A). The role of Avin_00420 in alginate production was also tested in
the ATCC 9046 genetic background. An ATCC 9046 derivative carrying a deletion of
Avin_00420 showed a reduction of about 40% in the production of alginate, compared
to the WT strain (see Fig. S2 in the supplemental material).

Avin_00420 (GenBank accession number ACO76309, also called AVIN_RS00255)
encodes a cytoplasmic DGC that was previously characterized and named AvGReg (32,
33). AvGReg is a 52.8-kDa protein with an N-terminal globin-coupled sensor (GCS)

FIG 3 Effects on alginate production of mutations in genes involved in synthesizing or degrading
c-di-GMP. Alginate quantification in the parental AEIV strain (WT) and in strains with deletion-insertion
mutations in 3 putative PDEs (checkered), 9 hybrid DGC-PDEs (striped), and 14 DGCs (dotted). The stars
denote proteins with degenerate GGDEF domains. A mutant unable to produce alginate was included as
a negative control (algD); means and standard deviations from three independent experiments are
shown. Significant differences were analyzed by one-way analysis of variance with Dunnett’s post hoc
test. Statistical significance is indicated. ****, P � 0.0001. Cells were grown for 48 h in liquid Burk’s-sucrose
medium.
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domain and a C-terminal GGDEF transmitter domain, homologous to DosC of Esche-
richia coli (34). The DGC activity of AvGReg is stimulated by the direct binding of oxygen
to its GCS domain, which displays high affinity for this diatomic molecule (33). When
the GCS domain does not bind to oxygen, the DGC activity is reduced by 50% (33). The
genetic arrangement of the AvGReg-encoding gene suggests that it is transcribed as a
monocistron. Furthermore, orthologues of this gene were found in Azotobacter beijer-
inckii and Azotobacter chroococcum but not in P. aeruginosa.

Overproduction of AvGReg results in increased alginate production and higher
alginate molecular mass. To further test whether artificial elevation of c-di-GMP could
affect alginate production and polymerization, we overproduced AvGReg from a con-
stitutive �70 promoter, resulting in approximately 5-fold and 3-fold increases in c-di-
GMP and alginate levels, respectively, compared to the parental AEIV strain (Fig. 4A).
These results further support the role of c-di-GMP as a regulator of alginate production.
Importantly, the mean molecular mass of the polymer produced by the strain over-
producing AvGReg (DGC positive) was 3-fold higher than that of the WT strain (1,697
versus 513 kDa) and also exceeded the mean molecular mass of the reported MucG-
deficient mutants (�1,100 kDa) (Fig. 4B). Analysis of the molecular mass distribution
revealed that about 60% of the alginates produced by the DGC-positive strain exhibited
a molecular mass in the range of 1,000 to 10,000 kDa, confirming that increased levels
c-di-GMP favor the synthesis of longer alginate chains (Fig. 4B).

We also explored whether the accumulation of c-di-GMP through overproduction of
AvGReg affected other phenotypes regulated by this second messenger. As expected,
higher levels of c-di-GMP arrested swimming motility on soft agar plates but enhanced
biofilm formation (Fig. 5). At 24 and 48 h, the biofilm formed by the DGC-positive strain
increased 3-fold, relative to the WT strain (Fig. 5B).

The OTR regulates the molecular mass of alginate by modulating the levels of
c-di-GMP. In A. vinelandii, the molecular mass of alginate is regulated by the OTR in the
culture medium. When the maximum OTR (OTRmax) is reduced from 5.2 to 2.5 mmol
O2/liter/h, the molecular mass of alginate produced by the WT strain AEIV increases
from 596 to 969 kDa. This response is not observed in a MucG-deficient strain, since it
produces alginates of high molecular mass independently of the OTRmax in the culture
medium (Fig. 6A) (25). We hypothesized that changes in the polymer length in response
to high or low OTR would be the consequence of different concentrations of c-di-GMP.
We found that, in the AEIV strain, the c-di-GMP levels gradually increased when the
OTRmax decreased from 5.2 to 1 mmol/liter/h (Fig. 6B). This increase could be the result

FIG 4 Effect of AvGReg (Avin_00420) overproduction on the alginate produced by A. vinelandii. (A) Quantification of the amount of
c-di-GMP (left) and alginate (right) production in strain AEIV and in its derivative overexpressing the DGC AvGReg (DGC�). Production of
c-di-GMP in the absence of AvGReg (ΔAvin_00420) is also shown. The bars for standard deviations from three independent experiments
are shown. Significant differences were analyzed by t test. Statistical significance is indicated. **, P � 0.01; ****, P � 0.0001. (B) Graphic
showing the molecular mass distribution of the alginates produced by strains AEIV and DGC�. A representative curve for each strain is
shown. A. vinelandii strains were cultivated in Burk’s-sucrose medium for 48 h.
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of reduced activity of the PDE MucG in response to different OTR conditions. To test this
hypothesis, we analyzed c-di-GMP levels in the ΔmucG strain grown at the same OTRmax

as described for the WT strain. The levels of c-di-GMP in the ΔmucG strain were always
higher than those in strain AEIV. At the highest OTRmax (5.2 mmol/liter/h), the amount
of the second messenger in the ΔmucG mutant was close to the maximum levels
attained in the WT strain (at 1.0 mmol/liter/h), thus explaining the high molecular mass
of the alginate produced in the absence of MucG. When OTRmax decreased from 5.2 to
2.5 mmol/liter/h, c-di-GMP levels increased in the ΔmucG strain and were unaffected by
a further reduction in OTRmax from 2.5 to 1.0 mmol/liter/h (Fig. 6B). These results
suggest that MucG is not the only modulator of c-di-GMP levels in response to the OTR

FIG 5 Effects of AvGReg overproduction on swimming motility and biofilm formation. (A) Swimming
motility of strain AEIV and its derivative overexpressing AvGReg (DGC�) on soft agar after 24 h of
incubation. (B) Quantification of biofilm formed in 24-well polystyrene plates by strains AEIV (black) and
DGC� (white) after static incubation at 30°C for the indicated times. Standard deviations from three
independent experiments are shown. Significant differences were analyzed by t test. Statistical signifi-
cance is indicated. **, P � 0.01; ****, P � 0.0001.

FIG 6 Levels of c-di-GMP vary in response to the aeration conditions of the culture medium. (A)
Determination of the molecular mass of the alginates produced by the AEIV strain (WT) and the ΔmucG
mutant at the indicated OTR. (B) Quantification of c-di-GMP in the same strains as in panel A. The cells
were cultivated in Burk’s-sucrose medium for 48 h. Means and standard deviations from three indepen-
dent experiments are shown. Statistical analysis of c-di-GMP changes under the different OTRmax

conditions evaluated is presented in Fig. S3.
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and that further increases in c-di-GMP levels at lower OTRmax in the absence of MucG
do not significantly alter the alginate molecular mass. Collectively, our data strongly
suggest a key role for the PDE activity of MucG in the control of the c-di-GMP levels that
determine the alginate chain length in response to OTRmax changes. Our results also
suggest that the overall pool of c-di-GMP is smaller at the highest OTRmax tested, likely
because of reduced DGC activity under these conditions.

DISCUSSION

The involvement of c-di-GMP signaling in the regulation of alginate biosynthesis has
been documented in P. aeruginosa but is less well understood in A. vinelandii. In P.
aeruginosa, the DGC involved in the control of alginate biosynthesis was found to be
the hybrid GGDEF-EAL protein MucR (23). The mucR gene is regulated by the response
regulator AlgR, an important regulator of alginate production in P. aeruginosa (35). The
receptor involved in the c-di-GMP-mediated regulation of alginate production in P.
aeruginosa was found to be Alg44, a copolymerase that binds c-di-GMP through its PilZ
domain (22). Thus, MucR and Alg44 are so far the only known members of the c-di-GMP
signaling module responsible for the regulation of alginate polymerization in P. aerugi-
nosa. In a previous report, we showed that in A. vinelandii MucG exerted negative
effects on alginate production and alginate molecular mass. MucG has conserved
GGDEF and EAL domains; however, the negative effects exerted on alginate biosyn-
thesis and polymerization suggested it may act as a PDE. Our results show that
c-di-GMP regulates alginate biosynthesis in A. vinelandii and that MucG is the c-di-
GMP-degrading enzyme responsible for limiting alginate production and its molecular
mass. The genome of P. aeruginosa does not have an orthologue of mucG, and this
observation was an early indication that the c-di-GMP signaling module that controls
alginate biosynthesis in A. vinelandii might differ from that previously reported in P.
aeruginosa. Furthermore, in P. aeruginosa an interplay between alginate polymerization
and its modification was observed, in which the acetylation rate correlated with the
molecular mass while the epimerization reduced the polymer chain length (9). In A.
vinelandii, the interplay between alginate polymerization and its modification appears
to have distinct characteristics. For instance, the increased production and increased
molecular mass of alginates in the absence of MucG were not accompanied by changes in
the acetylation rate of the polymer, compared to the WT strain (25). Another important
difference in the mechanism of alginate modification in P. aeruginosa and A. vinelandii
involves the activity of the periplasmic epimerase AlgG, which is crucial in P. aeruginosa but
has negligible activity in A. vinelandii (12, 36). The lack of activity of AlgG in A. vinelandii is
most likely compensated for by the contribution of a family of extracellular mannuronan
C-5 epimerases (37). These important changes in the regulation of the modification events
of alginates produced by A. vinelandii and P. aeruginosa might reflect differences in the
biological role of this polymer in these two bacteria.

One of the main goals of this work was to determine whether one or multiple DGCs
contribute to the regulation of alginate production in A. vinelandii. The genome of this
bacterium encodes an orthologue of MucR from P. aeruginosa; however, this protein
was dispensable for alginate biosynthesis. Instead, the A. vinelandii AEIV strain uses the
oxygen GCS DGC AvGReg as the main c-di-GMP contributor for alginate production;
AvGReg is able to bind oxygen directly, which stimulates its DGC activity (33). Its oxygen
affinity is very high, one of the highest among the GCSs characterized to date and
about 350-fold higher than that reported for DosC of E. coli (0.04 and 14 �M, respec-
tively) (33, 38). A. vinelandii is a nitrogen-fixing, strictly aerobic bacterium; therefore, in
order to protect its oxygen-sensitive nitrogenase enzyme, it has evolved adaptations
such as a high respiratory rate, which has been proposed to maintain low levels of
cytoplasmic oxygen (39). It is unclear whether the oxygen levels that support nitrogen
fixation would affect the activity of AvGReg or whether its function might be modulated
by ligands that compete with oxygen under certain physiological conditions. The strain
lacking AvGReg retains residual alginate production capability (Fig. 3), which is greater
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than that of the strain overproducing the PDE Avin_50640. This finding suggests that
other DGCs may contribute to the activation of alginate biosynthesis.

Very little is known about the signals that modulate alginate production and
polymerization. We showed previously that oxygen, and more specifically the OTR,
regulates alginate biosynthesis. This is of great importance, since the OTR regulates
important physiological traits of A. vinelandii such as nitrogen fixation (40). Here, we
showed that the OTR affects c-di-GMP accumulation in a manner that correlates with its
regulation of alginate abundance and molecular mass in liquid medium. MucG was the
main limiting factor for the production of longer alginate chains in response to changes
in OTR; however, other signaling modules appear to further control c-di-GMP accumu-
lation in response to a greater OTR in the absence of MucG (Fig. 6B). Besides the
domains for c-di-GMP metabolism, MucG has a HAMP domain and a PAS domain, with
the latter predicted to bind the flavin mononucleotide cofactor involved in sensing the
intracellular redox state (25). It is possible that differences in the redox state derived
from the distinct OTR of the culture medium are sensed by the MucG PAS domain,
controlling the activity of the PDE domain. Similar cases have been documented in the
past; for instance, the PDE activity of PdeO (formerly YddU) is enhanced by oxygen
bound to its PAS domain (34), while the DGC activity of AxDGC2 is stimulated by the
oxidized form of its flavin adenine dinucleotide cofactor (41). Also, the PDE activity of
RmcA and RbdA depends on their functional PAS domains. The PDE activity is activated
under oxidizing conditions in the case of RmcA (42), whereas it is suppressed by the
O2-bound PAS domain for RbdA (43), reflecting differences in their physiological roles.
Based on these observations, we think it is important to determine whether MucG is a
redox sensor and what the role of its sensor domain could be for the function of this
enzyme. The activity of AvGReg has been shown to be dependent on oxygen avail-
ability; however, the high affinity for oxygen of its globin domain suggests that it might
be constitutively active at all physiological levels of oxygen that sustain the growth of
A. vinelandii (33). Interestingly, O2 dissociation from AvGReg shows a biphasic behavior
in vitro, which has been explained by the existence of two conformational states, i.e.,
closed and open (33). Displacement of oxygen by competitors such as CO is slower in
the closed conformation than in the open complex. It is unclear how changes in the
conformation of AvGReg might be regulated, but this could potentially alter signal
transduction (33). It is also important to note that AvGReg could be regulated by
product inhibition, given its conserved I site, which might also be an important factor
that modulates its response (33). Besides its role as an oxygen sensor, the globin
domain has been proposed to contribute to NO detoxification, based on some of its in
vitro properties (32). The proposed NO-scavenging activity of AvGReg may interfere
with its function as a DGC and a modulator of alginate production.

Taken together, our results indicate the existence of a c-di-GMP control module,
composed of the DGC AvGReg and the PDE MucG, for the regulation of the amount and
chain length of the alginate produced by A. vinelandii under our test conditions
(planktonic growth in minimal medium) (Fig. 7). Based on the degree of conservation
between Alg44 from P. aeruginosa and that from A. vinelandii, it is presumed that this
protein is also the receptor involved in the regulation of alginate polymerization in A.
vinelandii. Therefore, it would be important to investigate whether MucG colocalizes or
directly interacts with Alg44 and whether its localization affects the allosteric activation
of the Alg8-Alg44 polymerase complex. Considering that alginate lyases also affect the
alginate chain length, we cannot rule out the possibility that any such enzymes could
be regulated by the AvGReg-MucG control module. It is worth pointing out that the
observed role for the AvGReg-MucG module is not restricted to the A. vinelandii AEIV
strain, as the absence of AvGReg in ATCC 9046 also reduced the production of alginate
(see Fig. S2 in the supplemental material). However, this reduction was not as marked
as in strain AEIV, implying that other DGCs regulate alginate production in strain ATCC
9046, which could be related to its high polymer levels. In addition, we recently
reported that the absence of MucG in the ATCC 9046 genetic background increased the
molecular mass of the polymer from 2,170 to 3,112 kDa and tripled the apparent
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viscosity of alginate solutions when cells were cultivated under microaerophilic condi-
tions (44).

In an accompanying paper, we demonstrate that in A. vinelandii c-di-GMP also
regulates the expression of a family of C-5 epimerases, AlgE1 to AlgE7, involved in the
modification of alginate by introducing �-L-guluronic (G) residues into the polymer,
improving its gelling properties (31). During encystment, the differentiated A. vinelandii
cell enters a dormant stage in which it is protected by two alginate layers containing
different proportions of G blocks, which are essential for surviving drought conditions
(15, 37). Production of AlgE1 to AlgE7 epimerases required the DGC MucR (31).
Therefore, the cyst-like structures formed by the ΔmucR mutant lacked the alginate
coat and did not resist desiccation.

Altogether, our data revealed that c-di-GMP regulates not only the amount of the
alginate produced but also its physical properties, including the viscosifying power and
gelling capacity, by favoring the synthesis of longer alginate molecules with greater
contents of G residues. This result has important biotechnological implications, since
these two properties are the most exploited within the pharmaceutical and biomedical
fields, where alginates of high purity and uniform characteristics are required (1–3). In
this context and with the aim of improving the inherent properties of the alginates
utilized, they are derivatized through chemical processes that tend to cause depoly-
merization of the alginate chain (45). The highest molecular mass reported for algal
alginates is about 1,000 to 1,200 kDa (46), approximately 3 times lower than the
molecular mass of alginates produced by A. vinelandii (about 2,000 to 3,000 kDa).
Starting the derivatization process with higher-molecular-mass alginates could improve
the chain length of the final polymer, expanding the biotechnological applications.

The biological significance of the synthesis of longer alginate chains in A. vinelandii,
yielding a more viscous solution, in response to increasing amounts of c-di-GMP is likely
related to biofilm structuring and environmental persistence. This would set MucG and
AvGReg as key modulators of bacterial adaptation to oxygen availability in the different
environments encountered by A. vinelandii.

MATERIALS AND METHODS
Strains and cultivation conditions. The bacterial strains and plasmids used in the present work are

listed in Table S1 in the supplemental material. A. vinelandii was routinely cultivated in minimum Burk’s

FIG 7 Proposed model for the regulation of alginate production and alginate molecular mass by the
AvGReg-MucG control module in strain AEIV of A. vinelandii. The DGC AvGReg and the PDE MucG regulate
the intracellular pool of c-di-GMP necessary for the production of alginate, likely through allosteric
activation of the polymerase Alg8-Alg44 complex. Increased levels of c-di-GMP favor the synthesis of
alginates with higher molecular masses. We propose that the PDE activity of MucG might be stimulated
by oxidizing conditions, as detected through its PAS sensor domain, modulating the c-di-GMP pool
necessary for alginate production. Other DGCs might contribute mildly, more likely in a nonspecific way,
to the pool of c-di-GMP. See text for details. IM, inner membrane; OM, outer membrane.
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nitrogen-free salts medium supplemented with 20 g liter�1 of sucrose (Burk’s-sucrose medium) (47). The
composition of the Burk’s medium and the culture conditions have been reported elsewhere (48).
Cultures were routinely conducted in 250-ml Erlenmeyer flasks with a filling volume of 50 ml, at 30°C for
48 h at 200 rpm. The calculated OTRmax values used in this study were obtained under conditions in
which we varied the volume of the culture medium using 500-ml Erlenmeyer flasks, as reported
previously (25). E. coli DH5� was grown in lysogeny broth (LB) at 37°C (49). When needed, the final
antibiotic concentrations used for A. vinelandii and E. coli were as follows: tetracycline, 30 and 15 �g
ml�1; gentamicin, 1 and 10 �g ml�1; spectinomycin, 100 and 100 �g ml�1; ampicillin, not used and 200
�g ml�1, respectively.

Standard techniques. DNA isolation and cloning were conducted as described previously (50). The
oligonucleotides used for PCR amplifications were designed based on the DJ A. vinelandii genome
sequence (39). Sequences of the oligonucleotides used in this study are listed in Table S2. The
high-fidelity Phusion DNA polymerase (Thermo Fisher Scientific) was used for all PCR amplifications,
which were confirmed by DNA sequencing. DNA sequencing was performed with fluorescent dideoxy
terminators using a cycle sequencing method and a 3130xl analyzer (Applied Biosystems).

Real-time qRT-PCR. The relative levels of mucG mRNA in strains AEIV and ATCC 9046 were
determined by qRT-PCR following a protocol previously described (31), using total RNA extracted from
cells that had been cultured for 24 and 48 h in Burk�s-sucrose medium, with the primer pair qPCR-mucG-
F/qPCR-mucG-R. The results were normalized relative to those obtained for the gyrA gene (Avin_15810).

Bioinformatic analysis. The genes for annotated proteins of A. vinelandii DJ strain involved in
c-di-GMP metabolism were obtained from the NCBI genome (RefSeq accession number NC_012560.1).
The SMART (http://smart.embl-heidelberg.de) and Pfam (51) databases were used for the analysis of
conserved domains. BLASTp was used for the searching of homologous proteins.

Construction of A. vinelandii mutants. Construction of the A. vinelandii mutants generated in this
study is detailed in Table S1. Mutations of genes encoding enzymes for the metabolism of c-di-GMP were
produced by deletion of the genes, followed by the insertion of an antibiotic resistance cassettes.
Competent A. vinelandii cells were transformed with linearized plasmids to allow double reciprocal
homologous recombination. Transformants were verified by PCR amplification and DNA sequencing of
the corresponding locus carrying the desired mutation.

For the MucG D452A E453A variant (designated MucGGGAAF) of the mutant CLAM06, we conducted
overlapping PCR. A 224-bp fragment carrying the desired mutations (GAC¡GCC and GAA¡GCG) was PCR
amplified using oligonucleotides GG9-RT-F and GGDEF(GGAAF)-R. The product served as a megaprimer in a
second PCR to amplify the N-terminal portion of the mutated gene, using mucG-R as the reverse oligonu-
cleotide. The assembled product was cloned in plasmid pJET1.2/Blunt vector, giving rise to pLA06.

c-di-GMP measurement. c-di-GMP quantification was conducted following a protocol described pre-
viously (52). In brief, 47 ml of culture was centrifuged at 5,752 � g for 7 min. Cell pellets were resuspended in
1 ml of extraction solution (40% acetonitrile, 40% methanol, 0.1% formic acid, and 19.9% H2O) and incubated
for 15 min on ice. After this, samples were centrifuged at 17,949 � g for 15 min at 4°C. The supernatant was
transferred to a new Eppendorf tube, dried under vacuum, and lyophilized. The samples were resuspended
in 100 �l of ultraperformance liquid chromatography (UPLC)-grade water, and 10 �l of this solution was
injected into a liquid chromatography-tandem mass spectrometry system. A c-di-GMP standard curve was
determined with the following concentrations: 1.9, 3.9, 7.8, 15.6, 31.3, 62.5, and 125 nM. The determinations
were conducted by triplicate. The remaining 3 ml of culture was used to quantify protein content by the
Lowry method, to normalize the production of c-di-GMP to cell protein levels (53).

Analytical methods. The specific alginate production was determined in strains grown in Burk’s-
sucrose medium for 48 h; 3 ml of culture was centrifuged at 5,752 � g for 7 min, and the supernatant,
containing the extracellular alginate, was transferred to a new tube. The cell pellet was resuspended, and
the total protein content was determined by the Lowry method (53). The alginate collected was
precipitated with 3 volumes of 2-propanol, washed twice with 70% ethanol, dried, and resuspended in
1 ml of distilled water. Alginate was quantitated by spectrophotometric determination of uronic acids
with carbazole (54).

Quantification of biofilm formation by A. vinelandii in 24-well microtiter plates was conducted using
the crystal violet protocol described previously (55, 56). Twenty-four-well polystyrene microtiter plates
were loaded with 200 �l of Burk’s-sucrose medium inoculated with 10% (vol/vol) of a 25-ml culture that
had been grown for 18 h in a 125-ml Erlenmeyer flask. We ran a replicate plate that served for estimating
cell growth by determining the protein concentration. For all of the determinations, at least three
biological replicates were conducted.

Swimming motility was assessed following a protocol reported previously (57). Two microliters of cell
suspension from a 16-h culture in Burk’s-sucrose medium was applied to the subsurface of 0.3% agar
plates. Visualization of the motility halos was conducted after 24 h of incubation at 30°C.

Determination of the molecular mass of alginate. The alginate molecular mass was estimated by gel
permeation chromatography with a serial set of Ultrahydrogel columns (UG 500 and linear; Waters), using a
high-performance liquid chromatography (HPLC) system with a differential refractometer detector (model
2414; Waters). The conditions and the sample preparation details are described elsewhere (25).

SUPPLEMENTAL MATERIAL
Supplemental material is available online only.
SUPPLEMENTAL FILE 1, PDF file, 0.4 MB.
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