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ABSTRACT Bacterial chemotaxis receptors provide the sensory inputs that inform
the direction of navigation in changing environments. Recently, we described the
bacterial second messenger cyclic di-GMP (c-di-GMP) as a novel regulator of a sub-
class of chemotaxis receptors. In Azospirillum brasilense, c-di-GMP binds to a che-
motaxis receptor, Tlp1, and modulates its signaling function during aerotaxis. Here,
we further characterize the role of c-di-GMP in aerotaxis using a novel dichromatic
optogenetic system engineered for manipulating intracellular c-di-GMP levels in real
time. This system comprises a red/near-infrared-light-regulated diguanylate cyclase
and a blue-light-regulated c-di-GMP phosphodiesterase. It allows the generation of
transient changes in intracellular c-di-GMP concentrations within seconds of irradia-
tion with appropriate light, which is compatible with the time scale of chemotaxis
signaling. We provide experimental evidence that binding of c-di-GMP to the Tlp1
receptor activates its signaling function during aerotaxis, which supports the role of
transient changes in c-di-GMP levels as a means of adjusting the response of A.
brasilense to oxygen gradients. We also show that intracellular c-di-GMP levels in A.
brasilense change with carbon metabolism. Our data support a model whereby c-di-
GMP functions to imprint chemotaxis receptors with a record of recent metabolic
experience, to adjust their contribution to the signaling output, thus allowing the
cells to continually fine-tune chemotaxis sensory perception to their metabolic state.

IMPORTANCE Motile bacteria use chemotaxis to change swimming direction in re-
sponse to changes in environmental conditions. Chemotaxis receptors sense envi-
ronmental signals and relay sensory information to the chemotaxis machinery, which
ultimately controls the swimming pattern of cells. In bacteria studied to date, differ-
ential methylation has been known as a mechanism to control the activity of che-
motaxis receptors and modulates their contribution to the overall chemotaxis re-
sponse. Here, we used an optogenetic system to perturb intracellular concentrations
of the bacterial second messenger c-di-GMP to show that in some chemotaxis re-
ceptors, c-di-GMP functions in a similar feedback loop to connect the metabolic sta-
tus of the cells to the sensory activity of chemotaxis receptors.
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The bacterial second messenger cyclic di-GMP (c-di-GMP) has emerged as a key
signaling molecule regulating the transition of bacteria from planktonic to sessile

lifestyles. In addition to regulating this transition, c-di-GMP signaling pathways control
biofilm formation, adhesion to surfaces, virulence, the cell cycle, and other processes
(1). Intracellular c-di-GMP levels are set by diguanylate cyclases, which synthesize
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c-di-GMP, and c-di-GMP-dependent phosphodiesterases (PDEs), which degrade c-di-
GMP. The diguanylate cyclase activity is encoded by a highly conserved GGDEF domain,
while phosphodiesterase activity resides within conserved EAL or HD-GYP domains (1).
c-di-GMP effectors that mediate changes in c-di-GMP concentrations come in many
forms: transcriptional regulators, riboswitches, metabolic enzymes, and signal trans-
duction proteins (1). The diversity of signal inputs and outputs associated with c-di-
GMP signaling and effector proteins reflects the widespread role of this molecule in
regulating bacterial metabolism and cellular behaviors.

The PilZ domain represents one of the best-characterized classes of c-di-GMP
effectors (1). Binding of c-di-GMP to a PilZ domain changes its conformation and
allosterically regulates activities of the output domains linked to it (2–4). A PilZ domain
is present at the C terminus of a chemotaxis receptor, Tlp1, from the alphaproteobac-
terium Azospirillum brasilense (2, 5). Except for the presence of PilZ, Tlp1 possesses a
prototypical structure of a chemotaxis receptor: an N-terminal membrane-anchored
periplasmic domain that encodes the putative sensor region and a highly conserved
C-terminal cytoplasmic kinase control module that interacts with the downstream
chemotaxis proteins to permit signal transduction (Fig. 1A) (6). Tlp1 functions as an
energy sensor. It mediates the ability of A. brasilense to navigate in gradients of
compounds that affect intracellular energy levels, including oxygen and organic acids
(7, 8). Recently, we showed that the PilZ domain of Tlp1 binds c-di-GMP with high
affinity, which affects the ability of cells to navigate in oxygen gradients (5).
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FIG 1 Domain architecture of Tlp1 and dichromatic optogenetic system for manipulating c-di-GMP levels
in proteobacteria. (A) Tlp1 is a prototypical chemotaxis receptor comprising an N-terminal sensing
domain between two transmembrane (TM) regions exposed to the periplasm followed by a HAMP
(histidine kinase, adenyl cyclase, methyl-accepting protein, and phosphatase) domain and a C-terminal
signaling methyl-accepting (MA) domain. A PilZ domain is also present at the extreme C terminus of Tlp1.
(B) Maps of plasmids pRed-DGC and pBlue-PDE, with pRed-DGC expressing the red-light-activated
diguanylate cyclase BphS and pBlue-PDE expressing the blue-light-activated phosphodiesterase EB1. (C)
Wavelengths of light used to activate BphS and EB1 activities in order to induce c-di-GMP synthesis and
degradation, respectively.
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A. brasilense grows best under microaerophilic conditions. Elevated oxygen concen-
trations cause stress to which motile cells transiently adapt by clumping, which is
presumed to reduce their surface area and limit oxygen diffusion (9). Furthermore, the
addition or removal of air in free-swimming cells triggers rapid (on the order of a few
seconds) and transient changes in intracellular levels of c-di-GMP (5), indicating that
oxygen is a major factor regulating c-di-GMP concentrations. Consistent with these
observations, the binding of c-di-GMP to the PilZ domain of the Tlp1 chemoreceptor
alters the aerotaxis (chemotaxis in gradients of oxygen) response (5). Aerotaxis is the
strongest behavioral response in A. brasilense. Of 33 putative diguanylate cyclases and
25 phosphodiesterases encoded by the A. brasilense genome (10, 11), only 2, ChsA and
CdgA, have thus far been functionally characterized (11, 12), and ChsA has been shown
to contribute to oxygen-induced changes in intracellular c-di-GMP levels (5).

To date, most strategies for characterizing the role of c-di-GMP in cell physiology
have relied on modulating the intracellular c-di-GMP concentrations via single and
combinatorial mutations of diguanylate cyclases or phosphodiesterases (e.g., see ref-
erences 13 and 14). Mutants lacking all enzymes involved in c-di-GMP metabolism have
been described (e.g., see references 15–17). A complementary approach involving the
use of the constitutive or inducible overexpression of diguanylate cyclases or phos-
phodiesterase has also been used (e.g., see reference 2). While these experimental
approaches allow researchers to observe long-term consequences of increased or
decreased c-di-GMP levels, they preclude observations of short-term changes in c-di-
GMP levels. However, transient changes in c-di-GMP concentrations, i.e., those occur-
ring on a scale of seconds to minutes, can be profound in magnitude and significant (5,
18, 19).

Here, we use an optogenetic (synthetic photobiology) toolset for manipulating
intracellular c-di-GMP levels within a seconds-to-minutes temporal resolution (20, 21),
which is compatible with the time scale of chemotaxis signaling. This toolset comprises
plasmids expressing a red/near-infrared-light-regulated diguanylate cyclase, BphS (21),
and a blue-light-regulated c-di-GMP phosphodiesterase, EB1 (20) (Fig. 1B and C). Using
this toolset, we show that transient changes in c-di-GMP levels regulate the sensitivity
of cells to oxygen gradients generated by the addition or removal of air. We also show
that c-di-GMP binding functions as an activation mechanism for the Tlp1 receptor.
Finally, we show that carbon metabolism modulates c-di-GMP levels and imprints
chemotaxis receptors with a record of recent metabolic experience that allows them to
ultimately adjust their preferred position for aerotactic band formation in oxygen
gradients. Our data suggest that binding of c-di-GMP to a subset of chemotaxis
receptors adjusts their signaling contribution, permitting cells to continually fine-tune
chemotactic responses to their metabolic state.

RESULTS
The optogenetic system permits light-dependent regulation of intracellular

c-di-GMP levels. To manipulate c-di-GMP levels in A. brasilense with the temporal
resolution of seconds to minutes, we adapted the dichromatic optogenetic module for
c-di-GMP control recently engineered for Escherichia coli (20). This system consists of a
chimeric red/near-infrared-light-regulated diguanylate cyclase, BphS (21), and a blue-
light-activated c-di-GMP phosphodiesterase, EB1 (20) (Fig. 1B). BphS senses light via the
biliverdin IX� chromophore that is produced from heme by the heme oxygenase BphO.
BphS is activated by red/far-red light (630 to 710 nm) and inactivated by near-infrared
light (750 to 780 nm). It can also be activated by violet light of 400 to 420 nm (21). EB1
senses light via the flavin chromophore and is activated by violet-to-blue light (360 to
450 nm) (20). The engineered bphS-bphO operon expressing the diguanylate cyclase
(plasmid pRed-DGC) or the bphS-bphO-eb1 operon expressing both the cyclase and
phosphodiesterase (plasmid pBlue-PDE) was cloned downstream of the isopropyl-�-D-
thiogalactopyranoside (IPTG)-inducible Plac promoter into a broad-host-range vector,
pIND4 (22). The plasmid containing the bphS-bphO-eb1 operon was initially designed to
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provide the ability to control both c-di-GMP synthesis and degradation, with light, from
a single plasmid (Fig. 1B).

We transferred the corresponding plasmids into the A. brasilense wild-type (WT)
strain and measured changes in intracellular c-di-GMP concentrations in cells exposed
to green (505 to 575 nm), red (610 to 730 nm) or blue (450 nm) light (Fig. 1C). Green
light does not activate the diguanylate cyclase or the phosphodiesterase, based on the
absorption spectra for these enzymes (20). As expected, we found that the intracellular
c-di-GMP concentration of cells maintained in the dark did not significantly change
when they were exposed to green light (Fig. 2). Given that our experimental approach
relies on the real-time observation of free-swimming cells and on the analysis of
changes in motility patterns that occur within seconds, we initially tested the effect of
pulses of red or blue light exposure ranging from 10 s to 1 min on c-di-GMP concen-
trations. This initial screening of optimum conditions showed that a 10-s exposure to
red or blue light was sufficient to induce statistically significant changes in intracellular
c-di-GMP concentrations. Wild-type cells carrying pRed-DGC and maintained under
green light had basal levels of c-di-GMP that were immediately increased almost 3-fold
upon exposure to red light (Fig. 2A). Under green light conditions, cells carrying the
vector expressing both the red-light-activated diguanylate cyclase and the blue-light-
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FIG 2 Light-mediated changes in intracellular c-di-GMP concentrations in cells carrying pRed-DGC or
pBlue-PDE. (A and B) Changes in intracellular c-di-GMP concentrations in wild-type (WT) cells expressing
a red-light-activated diguanylate cyclase [WT(pRed-DGC)] (A) or in wild-type cells containing a plasmid
with both a red-light-activated diguanylate cyclase and a blue-light-activated phosphodiesterase
[WT(pBlue-PDE)] (B). (C) Changes in intracellular c-di-GMP concentrations in a chsA mutant strain carrying the
dually red-light-activated diguanylate cyclase and blue-light-activated phosphodiesterase [chsA(pBlue-PDE)].
Exposure to the light color indicated on the x axis was done for 10 s except for the controls, dark and
green light, which correspond to conditions under which the samples were maintained. Quantifications
are the averages of data from three biological replicates with standard errors of the means. *, P value of
�0.05; **, P value of �0.01 (between treatment and the control [green light]).
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activated phosphodiesterase (pBlue-PDE) had basal levels of c-di-GMP that were sig-
nificantly decreased upon exposure to blue light (Fig. 2B). No further increase of
intracellular c-di-GMP concentrations beyond basal levels could be observed when
these cells were exposed to red light (data not shown), possibly because of high eb1
expression levels resulting in background phosphodiesterase activity and/or red light
extending to near infrared (750 nm) that inactivates the diguanylate activity of BphS.
We further confirmed the effect of blue light on intracellular c-di-GMP levels by using
a chsA mutant derivative of A. brasilense. The chsA mutant possesses constitutively
elevated c-di-GMP levels due to the absence of the ChsA phosphodiesterase (5, 11). The
expression of the pBlue-PDE vector in this strain background also caused a significant
decrease in the intracellular c-di-GMP levels (Fig. 2C). In subsequent experiments, we
used pRed-DGC and pBlue-PDE for elevating and lowering intracellular c-di-GMP levels,
respectively. The changes in c-di-GMP concentrations induced by light were transient:
10 min after exposure to the inducing light, the intracellular c-di-GMP levels returned
to prestimulus levels (Fig. 2). Therefore, we established that the optogenetic system
tested here allows the transient manipulation of intracellular c-di-GMP levels in A.
brasilense.

Optogenetic manipulation of c-di-GMP levels affects aerotaxis. In oxygen gra-
dients generated from the diffusion of air into a cell suspension of free-swimming cells,
A. brasilense cells are attracted to specific low oxygen concentrations that support their
microaerobic metabolism, and they form tight aerotactic bands at these locations (23).
The spatial gradient assay for aerotaxis permits the real-time observation of the
aerotactic response of motile cells to the gradient. The band pattern (position relative to
the air-liquid meniscus and time to formation) is robust and highly reproducible for cells
grown under the given conditions (7, 23, 24). An A. brasilense tlp1 mutant expressing an
empty control vector or a Tlp1 variant unable to bind c-di-GMP (Tlp1R562A R563A) is also
affected in its ability to locate the optimum position for metabolism in oxygen
gradients (5), suggesting that c-di-GMP metabolism affects aerotaxis. To further test this
hypothesis, we used the optogenetic system to modulate intracellular c-di-GMP levels
in free-swimming cells exposed to a spatial gradient of air in the capillary assay for
aerotaxis (see Fig. S1 in the supplemental material). Under these conditions, cells placed
into the capillary tube formed a stable aerotactic band away from the air-liquid
interface. Wild-type cells containing pRed-DGC formed a somewhat thicker aerotactic
band than that formed by cells carrying pIND4, as a control. Under these conditions,
exposure of cells to 10 s of red light did not visibly affect the position or shape of the
aerotactic band (Fig. S1A). To test the possible effect of elevated c-di-GMP concentra-
tions on the thickness of the aerotactic band, we exposed these cells to red light
repeatedly using two subsequent short pulses of red light to sustain an increase in
c-di-GMP levels. In this case, the aerotactic band thickened, and an increase in the
density of cell-cell clumps was also observed on the side of the aerotactic band closer
to the air-liquid meniscus (Fig. S1B). These observations suggest that as c-di-GMP levels
increased, more cells navigated to the aerotactic band, also suggesting that more cells
responded to the gradient. The increase in clumping on the side of the band exposed
to elevated oxygen concentrations also suggested that the cells experienced an
increased sensitivity to oxygen, since the clumping phenotype indicated that these
cells were more susceptible to oxygen-induced stress under these conditions. Wild-type
cells containing pBlue-PDE also formed an aerotactic band, but it was significantly
thinner than that formed by cells carrying pIND4 (Fig. S1C), suggesting that despite
being motile, fewer cells responded to the gradient and joined the aerotactic band
under these conditions. Decreasing the intracellular c-di-GMP concentration with blue
light in cells containing pBlue-PDE did not cause any visible change in the position or
shape of the aerotactic band, and no clumping was observed (Fig. S1C). Decreasing the
c-di-GMP concentration with blue light in a phosphodiesterase chsA mutant, which has
constitutively high intracellular c-di-GMP levels (Fig. 2C), completely dissipated the
aerotactic band. Returning these cells to green light failed to restore the aerotactic

Light-Dependent Regulation of c-di-GMP Levels Journal of Bacteriology

September 2017 Volume 199 Issue 18 e00020-17 jb.asm.org 5

http://jb.asm.org


band, although some accumulation of cells at the former position of the band could be
seen (Fig. S1D). Together, these data suggested that modulating intracellular c-di-GMP
levels could alter transient responses in an oxygen gradient.

Next, we wanted to test if changes in c-di-GMP levels using the optogenetic system
could modify stable adaptive responses. For this purpose, we used the chsA mutant. As
we previously reported, free-swimming chsA cells swim more slowly than wild-type
cells and form many stable aggregates (comprised mostly of nonmotile cells) in cultures
(5) (Fig. S2A). The chsA mutant carrying the pIND4 or pBlue-PDE vector exposed to
noninducing green light formed aggregates in culture (Fig. S2). When exposed to blue
light, the density of aggregates within the suspension of chsA(pBlue-PDE) cells did not
change. Repeated short pulses (10 s each) of blue light did not change this outcome
(data not shown). The presence of pBlue-PDE did not significantly decrease the amount
of clumps formed in culture (P value of 0.1). These data indicate that the transient
changes in c-di-GMP levels induced via the optogenetic system were insufficient to
alter a more stable adaptive response such as the formation of aggregates.

c-di-GMP levels do not serve as an intracellular attractant or repellent. A.
brasilense cells respond tactically to oxygen gradients via signaling by two Che systems
that coordinately control transient changes in the swimming speed and in the prob-
ability of swimming reversals (25, 26). Therefore, we next examined the effect of
transient changes in intracellular c-di-GMP levels on these motility parameters under
steady-state conditions. We found that a temporal increase in intracellular c-di-GMP
concentrations by a short 10-s pulse of red light did not change the swimming speed
or the probability of reversals of wild-type cells carrying pRed-DGC, compared to the
strain carrying an empty vector, pIND4 (Table 1). Therefore, triggering a temporal
increase in c-di-GMP levels in cells carrying pRed-DGC with red light did not cause any
change in the motility pattern; i.e., no chemotaxis signaling was induced. Similarly,
decreasing the c-di-GMP level using blue light in cells carrying pBlue-PDE did not
change these motility parameters. We observed that wild-type cells carrying pBlue-PDE
exhibited a significantly lower swimming speed (P value of 0.004), regardless of light
exposure (Table 2). The reduced swimming speed is not due to a reduced growth rate
since the wild-type strain carrying pBlue-PDE has a growth rate of 5.3 � 1.3 h, which
is not statistically different from the growth rate of the wild-type strain carrying pIND4
(4.5 � 1.0 h). Together, these results demonstrate that c-di-GMP does not directly
activate or inhibit chemotaxis signaling; i.e., c-di-GMP does not serve as an intracellular
attractant or repellent signal.

TABLE 1 Effects of temporal increases in c-di-GMP concentrations on swimming behavior

Light

WT carrying an empty vector WT(pRed-DGC)

Avg swimming speed
(�m/s) � SEM

Avg reversal frequency
(s�1) � SEM

Avg swimming speed
(�m/s) � SEM

Avg reversal frequency
(s�1) � SEM

Greena 27 � 1.5 0.8 � 0.1 22 � 1.1 0.9 � 0.1
Red 24 � 1.2 0.9 � 0.1 21 � 1.2 0.8 � 0.1
Greenb 26 � 1.4 1 � 0.1 24 � 1.3 0.8 � 0.1
aBefore stimulus with red light.
bAfter stimulus with red light.

TABLE 2 Effects of temporal decreases in c-di-GMP concentrations on swimming behavior

Light

WT carrying an empty vector WT(pBlue-PDE)a

Avg swimming speed
(�m/s) � SEM

Avg reversal frequency
(s�1) � SEM

Avg swimming speed
(�m/s) � SEM

Avg reversal frequency
(s�1) � SEM

Greenb 27 � 1.8 0.8 � 0.1 16 � 1.5* 0.6 � 0.1
Blue 31 � 4.4 0.6 � 0.1 16 � 0.8* 0.5 � 0.1
Greenc 25 � 1.9 0.8 � 0.1 16 � 1.2* 0.4 � 0.03
a* indicates a significant difference compared to uninduced cells under green light conditions (P � 0.05 by a t test).
bBefore stimulus with blue light.
cAfter stimulus with blue light.
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c-di-GMP levels modulate the ability of cells to detect the preferred oxygen
concentration in a spatial gradient of air. Although c-di-GMP does not directly

activate changes in swimming motility patterns that would result from chemotaxis
signaling, the data described above as well as from our previous work (5) suggest that
changes in c-di-GMP levels modulated the ability of cells to sense and/or respond to
oxygen gradients. To test this hypothesis further, we exposed cells containing pRed-
DGC or pBlue-PDE to inducing light prior to exposing them to the oxygen gradient (see
Materials and Methods). As a control, cells were stimulated with noninducible green
light. When wild-type cells carrying pRed-DGC were maintained under green light, they
started forming an aerotactic band at some distance from the meniscus within 30 s of
exposure to the gradient, with a stable aerotactic band being established 40 s after
exposure to the gradient. The formation of the band at this position and within this
time frame is highly reproducible in cultures grown under similar conditions. Increasing
c-di-GMP levels in these cells prior to exposing them to the oxygen gradient caused a
reproducible and consistent lag of about 10 s, with a stable aerotactic band being
formed by 60 s after exposure to the gradient (Fig. 3A).

Wild-type cells carrying pBlue-PDE and exposed to noninducing green light prior to
being exposed to the oxygen gradient formed a very faint and narrow aerotactic band
140 s after the introduction of the gradient, despite the cells being motile (Fig. 3B).
Incubation of these cells for longer times did not cause band widening (data not
shown). Decreasing the c-di-GMP levels in these cells using blue light prior to exposure
to the oxygen gradient licensed the cells to detect and respond to the gradient to form
a stable aerotactic band at some distance from the meniscus at 80 s postexposure (Fig.
3B). The aerotactic band formed by the cells under these conditions also formed farther
away from the meniscus than the band formed by uninduced wild-type cells. Consis-
tent with our above-described results, cells carrying pBlue-PDE formed an aerotactic
band that was thinner than that formed by wild-type cells carrying pRed-DGC.

To confirm these observations, we performed a similar experiment using the chsA
mutant carrying pBlue-PDE (Fig. 3C). This strain, exposed to green light, formed a stable
aerotactic band 50 s after the introduction of the gradient. When the c-di-GMP levels
in the chsA(pBlue-PDE) strain were decreased with a short pulse of blue light prior to
exposure to the gradient, a stable aerotactic band was formed after 40 s. These results
are consistent with c-di-GMP modulating the ability of the cells to locate the preferred
oxygen concentration in the gradient. Since the swimming speed or reversal frequency
of wild-type cells carrying pRed-DGC or pBlue-PDE did not change upon exposure to
red or blue light, respectively (Tables 1 and 2), we interpret the changes in the time that
it took cells to form a stable aerotactic band as reflecting differences in the abilities of
the cells to respond to the gradient to which they were exposed.

We also analyzed the distribution of wild-type cells carrying pRed-DGC or pBlue-
PDE, inside the capillary tubes, once a stable aerotactic band had formed (Fig. 3D). This
analysis confirmed that wild-type cells containing pRed-DGC and exposed to red light
accumulated as a sharp aerotactic band. There was also a visible zone of clearing on
both sides of the aerotactic band, indicating a depletion of cells. The clearing zone was
also larger on the side of the band closest to the meniscus, suggesting that these cells
responded strongly to the increased oxygen concentrations compared to cells located
at lower oxygen concentrations relative to the aerotactic band. Beyond this region, cells
accumulated in a broad zone, producing a visibly denser hump, suggesting that cells
failed to exhibit a strong and/or precise response to the gradient (Fig. 3D). The
distribution of wild-type cells carrying pBlue-PDE and exposed to blue light was in stark
contrast: fewer cells accumulated at the preferred position in the gradient, yielding a
thin aerotactic band, and there was no clearing zone in the vicinity of the band. These
observations suggest that these cells had only a weak response to the oxygen gradient.
These results thus support the hypothesis that changes in c-di-GMP levels affect the
ability of cells to both detect and accumulate at the preferred oxygen concentration in
a gradient.
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Altering c-di-GMP levels affects the time to respond and adapt to an oxygen
gradient. The results described above suggested that changes in c-di-GMP levels could
affect the time that it took cells to form an aerotactic band and also excluded temporal
changes in swimming speed in these behaviors. To further analyze this effect, we next
determined the response time, which corresponds to the time that it takes motile cells
stimulated with an attractant or repellent to return to a prestimulus swimming bias. The
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for 3 min for equilibration under green light. Cells were next exposed to red or blue light for 10 s, and N2 was immediately replaced with air that
was allowed to flow into the chamber. Representative images of results from 3 biological replicates are shown. The time indicated at the top is
in seconds after exposure to the air gradient. Arrows indicate the formation of a stable aerotactic band. (D) Distribution of cells throughout the
capillary tubes after the formation of a stable aerotaxis band derived from image intensity analysis. The images of capillary tubes in which a stable
aerotactic band formed under inducing conditions were analyzed by using ImageJ, as described in the text. Similar profiles were observed for
biological replicates. A.U., arbitrary units.
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response time varies with the nature of the effector (a stronger attractant/repellent
causes the cells to modify their swimming bias for longer times) and the adaptation
rate, which depends on the level of signaling activity of chemotaxis receptors (27–29).
To test the possibility that c-di-GMP modulates the signaling activity, and, thus, the
contribution, of receptors to aerotaxis, we measured the time to response of wild-type
cells carrying pRed-DGC or pBlue-PDE to a temporal decrease or increase in oxygen
concentrations, under noninducing (green light) or inducing (red or blue light) condi-
tions (Table 3). We found that changing c-di-GMP levels affected the response time of
cells carrying pRed-DGC or pBlue-PDE (Table 3). For air-adapted cells experiencing a
decrease in oxygen concentrations (air to N2), increased (pRed-DGC) or decreased
(pBlue-PDE) c-di-GMP levels significantly increased the response time compared to that
of noninduced cells (Table 3). In contrast, N2-adapted cells experiencing an increase in
oxygen concentrations (N2 to air) responded to this temporal gradient by reducing the
adaptation time compared to that of noninduced cells (Table 3). Consistent with the
observed lag or lead time in aerotactic band formation seen for these cells (Fig. 3), these
results suggest that modulating intracellular c-di-GMP levels directly alters the response
time of cells in response to oxygen gradients and support the notion that c-di-GMP
alters the signaling activity of the chemotaxis receptors involved.

Binding of c-di-GMP to a chemoreceptor, Tlp1, modulates its contribution to
the aerotaxis response. The effects of c-di-GMP on the aerotaxis response seen here
are expected to depend on signaling by a chemotaxis receptor(s). Several chemotaxis
receptors mediate aerotaxis in A. brasilense, and only a few of them have been
characterized to date (5, 30). To test the role of chemotaxis receptors, we introduced
pRed-DGC into the tlp1 mutant. We also introduced an empty vector (pRK415), a vector
expressing parental Tlp1 (pRK-Tlp1), or a vector expressing a Tlp1 variant that is unable
to bind c-di-GMP (pRK-Tlp1R562A R563A) (5) into the tlp1 mutant and analyzed band
formation after the induction of c-di-GMP biosynthesis with red light (Fig. 4). Under
noninducing green light, the tlp1(pRK415; pRed-DGC) strain formed an aerotactic band
at some distance from the meniscus (654 � 86 �m), 70 s after exposure to the gradient
(Fig. 4A). The time that it took the cells to respond to the gradient and to form an
aerotactic band was significantly different from that of wild-type cells under similar
conditions (Fig. 3A). We previously showed that disrupting Tlp1 did not affect c-di-GMP
metabolism (5), suggesting that the lack of functional Tlp1 caused the slower response
of tlp1(pRK415; pRed-DGC) to the gradient. Increasing c-di-GMP levels with red light in
the tlp1(pRK415; pRed-DGC) strain caused the band to form earlier as well as closer to
the meniscus (405 � 84 �m), with a stable band being formed 40 s after the
introduction of the gradient (Fig. 4A). These effects were not caused by the presence
of the pRK415 vector alone, since cells lacking this vector behaved in a similar fashion
(data not shown). The expression of parental Tlp1 in the tlp1 mutant [tlp1(pRK-Tlp1;
pRed-DGC)] restored the timing of aerotactic band formation seen for the wild-type
strain containing pRed-DGC (Fig. 4A and B). Furthermore, elevated c-di-GMP levels in
the tlp1(pRK-Tlp1; pRed-DGC) strain with red light caused the aerotactic band to form
later (�70 s post-gradient exposure) as well as further away from the meniscus (521 �

57 �m) than under green light control conditions (339 � 30 �m) (Fig. 4B). Cells of the

TABLE 3 Effects of c-di-GMP on the time to adaptation of A. brasilense to temporal
changes in aeration

Conditiona

Avg adaptation time following a change in aeration (s) � SEb

WT(pRed-DGC) WT(pBlue-PDE)

Green light Red light Green light Blue light

Air¡N2 23 � 3 40 � 2* 20 � 1 29 � 1*
N2¡air 31 � 2 19 � 1* 21 � 1 17 � 1*
aDirection of the temporal gradient of air of free-swimming cells observed.
bShown are averages of data from three biological replicates with standard errors. * indicates a statistically
significant difference from green light treatment (P � 0.05 by a t test).
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tlp1 mutant expressing Tlp1R562A R563A possess a Tlp1 receptor that is unable to bind
c-di-GMP and formed a stable aerotactic band by 30 s under noninducing green light
(Fig. 4C). Increasing c-di-GMP levels in this strain caused a small lag in the time that it
took cells to form a stable aerotactic band (40 s), with the band also forming slightly
farther away from the meniscus (490 � 39 �m versus 341 � 35 �m) (Fig. 4C). The
formation of the aerotactic band at a specific position occurs within a reproducible time
frame in cultures grown under similar conditions (7, 8, 23, 24). Therefore, these results
suggest that the lack of functional Tlp1 as well as modulations of c-di-GMP levels
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FIG 4 Role of Tlp1 c-di-GMP binding in mediating changes in sensitivity to oxygen gradients upon optoge-
netic manipulation of c-di-GMP levels. (A to C) Spatial gradient assays for aerotaxis using an A. brasilense tlp1
mutant carrying the optogenetic vectors (pRed-DGC or pBlue-PDE) as well as an empty vector (pRK415) (A),
parental Tlp1 (B), or a Tlp1 variant lacking residues for c-di-GMP binding (Tlp1R562A R563A) (C). (D) Image
analysis of the distribution of cells throughout the capillary tube after the formation of a stable aerotactic
band. Cell suspensions standardized to equivalent numbers were placed into a capillary tube and
exposed to N2 for 3 min for equilibration under green light. Cells were then exposed to red or blue light
for 10 s, and N2 was immediately replaced with air that was allowed to flow into the chamber.
Representative images of results from 3 biological replicates are shown. The time indicated at the top is
in seconds after exposure to the air gradient. Arrows indicate the formation of a stable aerotactic band.
Cells that had formed a band at the latest time points were selected for image analysis.
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affected both the time to a response of the cells to the gradient as well as their ability
to detect the preferred oxygen concentrations to accumulate as an aerotactic band.

We further compared the distributions of cells in the capillary tubes once the
aerotactic band had formed (Fig. 4D). Both the tlp1(pRK415; pRed-DGC) and
tlp1(pRKTlp1R562A R563A; pRed-DGC) strains formed similar aerotactic bands character-
ized by a dense accumulation of cells at the position of the aerotactic band that was
followed by a broad accumulation of cells at lower concentrations of oxygen relative to
the aerotactic band. These results suggested that the behavior of cells lacking Tlp1 was
similar to that of cells carrying Tlp1 that were unable to bind c-di-GMP, implying that
binding of c-di-GMP to Tlp1 promotes the contribution of this receptor to the aerotaxis
response. The accumulation of cells that failed to locate the position of the aerotactic
band further supports this notion. Consistent with the role of Tlp1 in supporting
aerotaxis, the distribution of tlp1(pRKTlp1; pRed-DGC) cells was characterized by a
larger aerotactic band that seemed to comprise more cells, while little to no accumu-
lation of cells behind this preferred position in the gradient was observed. These data
indicate that binding of c-di-GMP to Tlp1 is required for the ability of cells to respond
to the oxygen gradient, including the ability to shift the preferred position for accu-
mulation as a band in the oxygen gradient.

c-di-GMP levels change with carbon metabolism. Aerotaxis is intimately linked to
metabolism in A. brasilense, with the preferred position in an oxygen gradient corre-
sponding to maximum intracellular energy production (8, 23, 31). We thus hypothe-
sized that c-di-GMP could modulate the signaling contribution of some chemotaxis
receptors as a function of metabolic status. This hypothesis implies that intracellular
c-di-GMP concentrations vary with the carbon sources used for growth. Therefore, we
first determined the c-di-GMP concentrations in wild-type cells grown in medium
containing one of three preferred carbon sources for A. brasilense (8): malate, succinate,
and fructose. Under conditions of growth in minimal medium, we found that intracel-
lular c-di-GMP concentrations differed depending on the carbon source available for
growth. Intracellular c-di-GMP levels were higher in cells grown on malate (2.7 � 0.5
�M) and succinate (2.1 � 0.7 �M) than in cells grown on fructose (1.3 � 0.2 �M).
Statistical analysis also indicated that c-di-GMP concentrations in fructose-grown cells
were significantly different from the c-di-GMP levels detected in malate-grown cells (P
value of �0.05). Doubling times were also lower on organic acids (4.3 � 0.3 h for malate
and 4.0 � 0.4 h for succinate) than on fructose (6.2 � 1.4 h), suggesting that different
c-di-GMP levels could reflect different metabolic efficiencies. The average intracellular
c-di-GMP concentrations that we obtained here were significantly higher under these
conditions than those obtained with cells containing plasmids from the optogenetic
system (Fig. 2). We note that in addition to carrying plasmids, which affect the growth
rate, as we describe above, the cells were grown under different conditions, specifically,
a rich medium (Fig. 2), compared to the minimal medium used here. We surmise that
the distinct growth conditions and the presence of a plasmid together account for the
discrepancy in intracellular c-di-GMP concentrations.

The dependence of A. brasilense aerotaxis on metabolism and the role of c-di-GMP
in aerotaxis in this species, together with the results described above, suggested that
changes in c-di-GMP levels could imprint the chemotaxis receptors of A. brasilense with
a record of the cell’s metabolic experience. We tested this hypothesis by comparing the
preferred positions for aerotaxis band formation for the wild-type strain in the presence
of various concentrations of malate or fructose. To evoke different metabolic experi-
ences, we also used cells first grown on either malate or fructose (Fig. 5). As expected,
the position of the aerotactic band in the oxygen gradient was sensitive to the nature
and the concentration of the carbon source available for aerotaxis (Fig. 5A and B). There
were striking differences between cells first grown on malate and cells first grown on
fructose. First, the position of the aerotactic band formed by malate-grown cells
changed depending on the concentration of the carbon source available for aerotaxis.
In contrast, cells first grown on fructose formed an aerotactic band at similar locations
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in the oxygen gradient, regardless of the nature or the concentration of the carbon
source available for aerotaxis (Fig. 5B). These observations suggest that cells that
experienced recent conditions that caused elevated intracellular c-di-GMP levels (e.g.,
growth on malate) were able to adjust their aerotaxis response more precisely when
they were subsequently exposed to an oxygen gradient. In contrast, cells that experi-
enced conditions that decreased their c-di-GMP levels (e.g., growth on fructose) dis-
played an invariable subsequent aerotaxis response that was “blind” to changes in
external conditions. Second, malate-grown cells failed to respond to the oxygen
gradient in the presence of low concentrations of fructose, but they formed an
aerotaxis band when higher concentrations of fructose were available for aerotaxis
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FIG 5 Effect of carbon source-mediated changes in c-di-GMP levels on the formation of an aerotactic
band. (A) Average position of the stable aerotactic band relative to the air-liquid meniscus for wild-type
cells grown on malate (10 mM), washed, and incubated with malate or fructose at different concentra-
tions for the spatial gradient assay for aerotaxis. (B) Average position of the stable aerotactic band
relative to the air-liquid meniscus for wild-type cells grown on fructose (10 mM), washed, and incubated
with malate or fructose at different concentrations for the spatial gradient assay for aerotaxis. (C)
Representative images of results from at least 3 replicates showing the position of the stable aerotactic
band formed by tlp1 mutant cells grown on malate (10 mM), washed, and incubated with malate or
fructose at different concentrations for the spatial gradient assay for aerotaxis. The arrows indicate the
position of the air-liquid meniscus. An asterisk represents a significant difference between samples (P
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(Fig. 5A). These results suggest that malate-grown cells rely on a more discriminative
signaling input to select the preferred position for accumulation in a gradient by
aerotaxis. This behavior would be expected if more receptors were contributing to the
production of the aerotaxis response. In contrast, fructose-grown cells lacked the ability
to fine-tune their preferred position for aerotaxis as a function of external conditions,
as expected if fewer receptors were contributing to the signaling input (Fig. 5A). To
further validate this hypothesis, we analyzed the aerotaxis response of the tlp1 mutant
under similar conditions (Fig. 5C). We found that the tlp1 mutant first grown on malate
was able to form an aerotactic band under all conditions, including low fructose
concentrations. These data are consistent with Tlp1 contributing to the aerotaxis
response of wild-type cells under these conditions and intracellular c-di-GMP levels
altering the contribution of Tlp1 to the signaling output. Together, these findings
suggest that c-di-GMP acts in a feedback loop that links recent metabolic experience to
aerotaxis by affecting chemotaxis receptors such as Tlp1.

DISCUSSION

c-di-GMP is a second-messenger molecule in bacteria, and a range of assays and
tools to characterize and manipulate c-di-GMP metabolism have been developed. Here,
tools for manipulating c-di-GMP levels with high temporal resolution (seconds to
minutes) have been tested. We adapted a recently engineered dichromatic optogenetic
system for the real-time manipulation of c-di-GMP metabolism in bacteria (20) and used
it to characterize the role of c-di-GMP signaling in the aerotaxis response of A.
brasilense. We show that a brief induction of c-di-GMP biosynthesis, via a red-light-
activated diguanylate cyclase, BphS, or the induction of c-di-GMP degradation via a
blue-light-activated phosphodiesterase, EB1, leads to significant and transient changes
in the c-di-GMP content of the cells within seconds. We also demonstrate that these
transient changes are detected by the cells and affect the motility behavior in gradients
of oxygen (aerotaxis). Specifically, we identify the binding of c-di-GMP to particular
receptors as a mechanism to modulate the contribution of these receptors to the
aerotaxis signaling output. Therefore, A. brasilense aerotaxis depends not only on
signaling by dedicated chemotaxis receptors (5, 26, 30), as expected, but also on
intracellular c-di-GMP levels.

We attribute the role of c-di-GMP in mediating changes in the aerotaxis response of
A. brasilense to the ability of chemotaxis receptors, including Tlp1, to bind this molecule
at its C-terminal PilZ domain. Mutants lacking Tlp1 or expressing a Tlp1 variant that is
unable to bind c-di-GMP are not null for aerotaxis, which indicates that other receptors
participate in this response and is consistent with previously reported findings (30, 32).
The only other aerotaxis receptor for A. brasilense characterized to date is AerC, a
soluble PAS domain-containing receptor that lacks a PilZ domain (30). AerC has a
significant role in modulating the aerotaxis of cells grown under nitrogen fixation
conditions, but it does not contribute to the aerotaxis response, including aerotactic
band formation, of cells grown under nitrogen-replete conditions (30), which we used
here. A total of 48 putative chemotaxis receptors are annotated in the genome of A.
brasilense. In addition to Tlp1, there are four additional genes for chemotaxis receptors
containing PilZ domains. These additional genes also encode proteins with predicted
PAS domains and a protoglobin domain. Given that PAS and protoglobin domains are
often involved in oxygen sensing, including instances where they are present in
chemotaxis receptors (33, 34), it is possible that some of these A. brasilense receptors
participate in aerotaxis alongside Tlp1.

The results obtained here are consistent with the binding of c-di-GMP to receptors,
such as Tlp1, affecting the ability of cells to accumulate at a preferred position within
a spatial gradient of oxygen. We propose that intracellular c-di-GMP levels dictate the
contribution of target chemotaxis receptors to the chemotaxis signaling output. In
support of this notion, we showed that the binding of c-di-GMP to Tlp1 was required
to support aerotaxis at the level of the wild-type strain: a mutant strain expressing a
Tlp1 variant that is unable to bind c-di-GMP behaved like the tlp1 mutant strain, which

Light-Dependent Regulation of c-di-GMP Levels Journal of Bacteriology

September 2017 Volume 199 Issue 18 e00020-17 jb.asm.org 13

http://jb.asm.org


is consistent with previously reported findings (5). This further indicates that the
binding of c-di-GMP to Tlp1 functions to increase the activity of this receptor. Our
results show that changes in c-di-GMP levels occurring after an aerotactic band formed
had little to no effect on the cell’s behavior. This indicates that variation in the
background levels of c-di-GMP does not affect the position of the aerotactic band once
the cells have responded to the gradient. This is fully consistent with the lack of a role
for c-di-GMP as an intracellular repellent or attractant and with the robustness of the
chemotaxis response that is a hallmark of the behavior of E. coli (35–37).

Within a cell, chemotaxis receptors are incorporated into large polar chemotaxis
arrays with no turnover and, thus, little change in chemotaxis receptor composition
between cell divisions (38). To modulate the activity of receptors and their contribution
to the signaling output, most bacteria regulate the activity of chemotaxis receptors
through differential methylation (39, 40). Our findings that c-di-GMP levels modulated
the contribution of specific receptors (Tlp1) to the signaling output indicate that diverse
small molecules can serve as intracellular cues to alter the activity of chemotaxis
receptors. Small-molecule binding domains other than PilZ are found at the extreme C
termini of diverse chemotaxis receptors (5, 41). A review of the predicted or demon-
strated ligand binding specificities for these domains suggests that Zn2� (41) and
oxygen (5) might also directly modulate the signaling contribution of some chemotaxis
receptors as a function of oxidative stress or ambient oxygen concentrations, respec-
tively. For modifying the receptors by methylation, cells tap in to the intracellular
S-adenosylmethionine (SAM) pool as a source of methyl groups, which also serves as a
source of methyl groups for many other biological molecules, thereby linking general
metabolism with chemotaxis signaling. By using c-di-GMP to modify the activity of the
chemotaxis receptors, cells use a second-messenger molecule that signals the transi-
tion between planktonic and sessile lifestyles. Thus, the nature of the metabolic signal
that is embedded in SAM and in c-di-GMP is distinct and thus likely expands the ways
in which cells ensure that their chemotaxis signaling activity is fine-tuned with metab-
olism.

The formation of the tight aerotactic band at preferred, yet variable, positions in an
oxygen gradient is reminiscent of the precision sensing behavior displayed during
thermotaxis in E. coli (42, 43). During thermotaxis, E. coli cells do not simply move up
or down a temperature gradient but sense a particular temperature, and this behavior
depends on chemotaxis receptor activity, set by differential methylation (44, 45). If
aerotaxis is a form of precision sensing, then the accumulation of cells in the aerotactic
band at a preferred position in the gradient is the result of the antagonistic signaling
of receptors that sense oxygen (or a related cue such as redox) as an attractant versus
those that sense oxygen as a repellent (or a related cue such as redox), with the
summation of their signaling inputs ultimately determining the preferred position of
the aerotaxis band in the gradient. This is consistent with data from previous experi-
ments and mathematical modeling predictions (23, 24) that suggest that the formation
of a stable aerotactic band in spatial gradients of oxygen by motile A. brasilense cells
results from the ability of these cells to sense high and low oxygen concentrations as
repellents and a precise, very low oxygen concentration as an attractant signal. The low
oxygen concentration was estimated to be 0.4% dissolved oxygen when cells use
malate as a carbon source (23). The effects of c-di-GMP on the position of the aerotactic
band and on modulating the contribution of Tlp1 to aerotaxis together suggest that
this molecule could tip the balance between the antagonistic activities of oxygen (or
related cues)-sensing receptors implicated in determining the location of the preferred
oxygen concentration in the gradient. Given that aerotaxis allows A. brasilense to locate
positions in the gradients where energy generation via metabolism is maximal (23), this
further suggests that c-di-GMP signals a particular metabolic status. In agreement with
this hypothesis, the intracellular c-di-GMP levels changed with growth on different
carbon sources and affected the ability of cells to locate the preferred oxygen concen-
tration when cells were then exposed to an oxygen gradient. Our results also suggest
that intracellular c-di-GMP levels may function in a feedback loop to imprint the
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chemotaxis machinery with a “memory” of recent metabolic experience: cells that
experienced growth on a readily metabolizable substrate, such as malate, adjusted their
preferred position in the oxygen gradient depending on prevailing conditions, while
cells that experienced lower growth rates prior to exposure to the gradient, such as
growth on fructose, did not compute the prevailing conditions in determining their
preferred position in the oxygen gradient. Given that this effect was linked to the
signaling activity of Tlp1, the effect of c-di-GMP on increasing or decreasing the
contribution of specific receptors to aerotaxis could thus provide a straightforward
mechanism to tightly couple past metabolic experience with current metabolic status
to ensure optimum energy generation by aerotaxis. Our observations that increased or
decreased c-di-GMP levels affect the time that it took cells to respond to temporal
changes in oxygen concentrations in the atmosphere directly support this notion and
are consistent with aerotaxis being a metabolism-dependent behavior (5, 8, 33). In most
bacteria studied to date, c-di-GMP is a major cue for signaling the transition from
planktonic to sessile lifestyles, and this transition typically occurs as a result of meta-
bolic challenges. It is thus not surprising to find a link between c-di-GMP levels and
metabolism. The recent finding that a single-domain PilZ protein can modulate the
activity of a chemotaxis-specific methyltransferase to control receptor signaling and
chemotaxis in Pseudomonas aeruginosa (46) suggests that the mechanism that we
suggest here is not unique to A. brasilense.

The dependence of c-di-GMP levels on carbon sources and, possibly, growth rates
was also reported previously for Vibrio cholerae (47). Many other environmental cues, in
addition to carbon sources, regulate c-di-GMP levels in bacteria, including oxygen,
temperature, light, and amino acids (5, 48–50). It is thus possible that other small
molecules also alter the contribution of chemotaxis receptors to the signaling output.

MATERIALS AND METHODS
Bacterial strains and growth conditions. The wild-type Sp7 strain of A. brasilense and its tlp1

mutant derivative (strain SG323) (32) were used throughout this study (see Table S1 in the supplemental
material). Cells were grown in the dark at 28°C with shaking in minimal medium for A. brasilense (MMAB)
containing 10 mM malate as a carbon source. In experiments with different carbon sources, cells were
grown with shaking in minimal medium with 10 mM fructose or 10 mM succinate. All culture stocks were
maintained on MMAB containing 1.5% agar with the following appropriate antibiotics: ampicillin (200
�g/ml), kanamycin (30 �g/ml), and/or tetracycline (10 �g/ml).

To determine doubling times, precultures were grown to stationary phase (optical density at 600 nm
[OD600] of 1) in MMAB containing 10 mM malate, succinate, or fructose as the sole carbon source. A
96-well microplate was prepared with MMAB containing 10 mM malate, succinate, or fructose, and wells
were inoculated with a 1:10 dilution of the precultures. The absorbance at 600 nm was recorded every
20 min for 20 h by using a BioTech Synergy 2 microplate reader with Gen5 2.09 Read Control and Data
Analysis software. Doubling times were calculated as time/generations, and the number of generations
was calculated by using the formula [log (Nt/N0)]/0.3, where Nt is the OD600 at the end of log phase, N0

is the OD600 at the beginning of log phase, and time is the time that elapsed between Nt and N0.
Plasmid construction. The plasmids for the optogenetic regulation of intracellular c-di-GMP levels

were constructed by using the vector pIND4, which carries two replication origins, ColE1 for E. coli and
pMG160 for alphaproteobacteria (31). The bphS-bphO fragment from plasmid pMQbSH (21) that ex-
presses the red/near-infrared-light-dependent diguanylate cyclase BphS and the heme oxygenase BphO
was ligated into pIND4 digested with XbaI and BamHI to yield pRed-DGC. In this plasmid, bphS and bphO
are arranged in an operon that is expressed from the IPTG-inducible Plac promoter. The three-gene
bphS-bphO-eb1 operon containing, in addition to bphS and bphO, the eb1 gene encoding a blue-light-
activated PDE was amplified from plasmid pbSHE (20) and cloned into pIND4 digested with XbaI and
BamHI to yield plasmid pBlue-PDE.

Transfer of plasmid-borne light-activated constructs into A. brasilense. To transfer pIND4,
pBlue-PDE, or pRed-DGC, biparental conjugation was utilized, as previously described (51), with Esche-
richia coli strain S17.1 containing the plasmid of interest as a donor and A. brasilense strain Sp7 or its tlp1
mutant derivative as a recipient. The presence of the plasmid in transconjugants grown on selective
medium was confirmed by colony PCR, where the lacI gene, which is specific to the plasmid, was
amplified by using primers pIND4-LacIq-Fwd (5=-GTGGTGAATGTGAAACCAGT-3=) and pIND4-LacIq-Rev
(5=-TCACTGCCCGCTTTCCAGTC-3=).

Quantification of c-di-GMP concentrations by mass spectrometry. For the determination of
whole-cell intracellular c-di-GMP concentrations, A. brasilense was grown in tryptone-yeast (TY) medium
in the dark until the OD600 reached 1.0. Cultures were then reinoculated into TY medium and grown to
an OD600 of 0.8. c-di-GMP was extracted, and the concentration was analyzed by using liquid
chromatography-tandem mass spectrometry (LC-MS/MS) at the Michigan State University Mass Spec-
trometry and Metabolomics Core, as previously described (51, 52). The intracellular c-di-GMP concen-
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tration was determined by dividing the total amount of c-di-GMP determined by LC-MS/MS by the
number of cells, which was derived from plating assays, and by the volume of an A. brasilense cell, which
was determined as previously described (47).

Behavior of free-swimming cells and computerized assisted motion tracking. Cells were grown
to an OD600 of 0.6 to 0.7 (exponential growth phase) in MMAB containing 10 mM malate. Cultures were
standardized to an equivalent number of cells, washed, and concentrated 10 times in Che buffer (1.7 g
liter�1 dipotassium phosphate, 1.36 g liter�1 monopotassium phosphate, 0.1 mM EDTA). Under these
conditions, at least 80% of cells are motile. Cells were exposed to green light (505 to 575 nm) for 1 min,
exposed to either red light (610 to 730 nm) or blue light (450 nm) for 10 s, and then returned to green
light. Digital recording of cell behavior continued throughout the experiment and lasted at least 5 min
after the stimulus. Andover optical dichroic filters were used for exposure to green, red, and blue light.
All swimming assays were filmed by using a 40� objective of a phase-contrast microscope fitted with a
Leica MP120 HD digital camera. Videos were formatted by using VLC media player software before using
CellTrak version 1.5 (Motion Analysis Corp., Santa Rosa, CA) for swimming speed and reversal frequency
analyses. One-second segments (30 frames) of video were analyzed before, during, and after the stimulus
pulse. At least 100 cells per time point were analyzed, and only motile cells were used for analysis.

Spatial gradient assay for aerotaxis and density analyses. Cells were grown to an OD600 of 0.6 to
0.7 in the dark in minimal medium containing malate. Cultures were standardized under green light, as
described above. The concentrated sample was then used to fill a 0.1- by 1-mm capillary tube (Vitro
Dynamics, Inc., Rockaway, NJ). Capillary tubes were placed into a gas equilibration chamber (31). Samples
were allowed to equilibrate in humidified N2 for 2 min inside the capillary tube under green light
exposure. After equilibration, samples were exposed to either red or blue light for 10 s, nitrogen gas was
turned off, and air was allowed to flow into the chamber. Aerotaxis was observed under green light for
an additional 5 min. Images were captured by using the 4� objective of a phase-contrast Nikon E200
microscope and a C-mounted Nikon Coolpix digital camera. The distance from the meniscus and width
of the aerotactic band were quantified by using the measure tool in FIJI in ImageJ. The width of the tube
was used as a reference for all measurements. The distance from the meniscus was measured from the
center of the meniscus to the center of the aerotactic band, and the width of the aerotactic band was
measured at the middle of the band upon the formation of a stable band. The distribution of bacteria
in capillary tubes was analyzed by intensity image analysis from digital pictures of aerotactic bands, using
surface plot in ImageJ (http://imagej.nih.gov/) after Gaussian adjustment.

Temporal gradient for aerotaxis and analysis of swimming patterns. Cells were grown to an
OD600 of 0.6 and washed with Che buffer before being concentrated 10 times in the same buffer. Ten
microliters of the concentrated sample was placed onto a slide inside a gas equilibration chamber (31).
All cells used for analysis were motile and free swimming. Air or humidified N2 was allowed to flow over
the cells for 3 min. After equilibration, the atmosphere of the cells was switched to N2 or air, respectively,
thereby producing the stimulatory temporal gradient of oxygen. Under these conditions, free-swimming
cells suppress reversals during the transition from N2 to air or air to N2, since the microaerobic oxygen
conditions experienced by cells during these transitions are attractants for A. brasilense (31). When
c-di-GMP metabolism was also manipulated in the temporal aerotaxis assay, wild-type cells carrying
pRed-DGC, pBlue-DGC, or pIND4 were first equilibrated in air or N2 for 3 min, exposed to red or blue light
for 10 s, and then immediately exposed to N2 or air, respectively. All assays were recorded by using a 40�
objective of a phase-contrast microscope fitted with a Leica MP120 HD digital camera. Blind video
analysis was used to determine the response time, i.e., the time required for the cell population to return
to the prestimulus swimming bias, following changes in aeration conditions. Short segments of record-
ings were also analyzed by computerized motion analysis (CellTrak 2.0) to verify the measurements. The
response time was defined as the amount of time that it took 50% of cells to return to a prestimulus
reversal frequency.

Cell clumping and aggregation analysis. The chsA mutant carrying pIND4 or pBlue-PDE was grown
in the dark to an OD600 of 0.6, washed, and concentrated as described above. Ten microliters of the
concentrated sample was placed onto a slide, and cells were allowed to swim freely. Cells were exposed
to green light for 3 min and then exposed to either red or blue light for 10 s. After exposure, cells were
placed back under green light. Images of the cell suspension were taken before and after exposure to
red or blue light. The area covered by the clumps relative to the total surface area imaged was calculated
by using the area measure tool in FIJI in ImageJ and used to determine the fold change in the surface
areas covered by clumps.

Statistical analysis of data. To compare the effects of increases or decreases in c-di-GMP concen-
trations using the optogenetic system and the different growth conditions on the intracellular c-di-GMP
concentration or the swimming speed and reversal frequency, analysis of variance (ANOVA) with a post
hoc test (P value of 0.05) (Excel; Microsoft, Inc.) was used.
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