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ABSTRACT

In bacteria, exposure to changes in environmental conditions
can alter membrane fluidity, thereby affecting its essential
functions in cell physiology. To adapt to these changes, bacte-
ria maintain appropriate fluidity by varying the composition
of the fatty acids of membrane phospholipids, a phenomenon
known as homeophasic adaptation. In Pseudomonas aerugi-
nosa, this response is achieved mainly by two mechanisms of
fatty acid desaturation: the FabA–FabB and DesA–DesB sys-
tems. This study analyzed the effect of ultraviolet-A (UVA)
radiation—the major fraction of solar UV radiation reaching
the Earth’s surface—on the homeophasic process. The proto-
typical strain PAO1 was grown under sublethal UVA doses
or in the dark, and the profiles of membrane fatty acids were
compared at early logarithmic, logarithmic and stationary
growth phases. In the logarithmic growth phase, it was
observed that growth under sublethal UVA doses induced
the expression of the desaturase-encoding genes desA and
desB and increased the proportion of unsaturated fatty acids;
in addition, membrane fluidity could also increase, as sug-
gested by the indices used as indicators of this parameter.
The opposite effect was observed in the stationary growth
phase. These results demonstrate the relevant role of UVA
on the homeophasic response at transcriptional level.

INTRODUCTION
The bacterial membrane is very important to bacterial survival
because it constitutes a barrier between cells and the environ-
ment, responding to external changes (1). The main components
of bacterial membranes are phospholipids, which are responsible
for their fluidity, function and structure (2,3). Exposure to
changes in temperature, osmolarity, pH, oxidative stress and
organic compounds, among other factors, can alter membrane
fluidity, affecting its functions as barrier and energy transducer,
and its role in the process of cell division (4). In order to adapt
to these changes, bacteria maintain appropriate fluidity by vary-
ing the length, the saturation degree, the cis/trans monounsatu-
rated (cis/trans MUFA) ratio and the branching of phospholipids

acyl chains, as well as the proportion of cyclopropane fatty acids
(CFAs) (5–8). This phenomenon, known as homeoviscous or
homeophasic adaptation (5,9,10), involves activation of gene
expression and/or protein activity to maintain optimal cell viabil-
ity (4). For example, in Pseudomonas strains, the ratio between
unsaturated fatty acids (UFAs) and saturated fatty acids (SFAs)
changes when cells are exposed to diverse membrane-altering
conditions (low temperatures, ethanol, hydrocarbons, toluene) in
order to adjust membrane fluidity to the new condition (11–17).
The switch between planktonic and sessile states also involves
changes in the composition of membrane phospholipids, with the
consequent modification of membrane fluidity, indicating that
membrane composition is regulated not only by cell stressors but
also by lifestyle (18,19). In Pseudomonas aeruginosa, home-
ophasic adaptation is achieved mainly by two mechanisms of
fatty acid desaturation. The main synthetic pathway of UFA syn-
thesis is through FabA and FabB enzymes, which introduce dou-
ble bonds in nascent acyl chains (20). In addition, two oxygen-
dependent Δ9 desaturases, DesA and DesB, collaborate with the
Fab system in UFA synthesis (21). DesA is a Δ9 desaturase that
introduces double bonds into existing FA chains esterified to
lipids, at the position sn-2. It is assumed that DesA collaborates
with the FabAB pathway under aerobic conditions (21). DesB is
another oxygen-dependent Δ9 desaturase that inserts a double
bond into full length SFAs, suggesting that this enzyme selec-
tively desaturates exogenous FAs (21). DesB is also involved in
adaptation to osmotic stress and in pathogenic processes (22,23).

Pseudomonas aeruginosa is a versatile bacterium present in
terrestrial and aquatic environments, and an opportunistic human
pathogen. It has complex regulatory genetic mechanisms which
explain its great adaptive ability to face environmental changes
such as ultraviolet-A (UVA, 400–315 nm) radiation. UVA, the
main fraction of solar ultraviolet radiation reaching the Earth’s
surface, is one of the main environmental stress factors for P.
aeruginosa. It has been shown that the lethal effects of UVA on
bacteria are mainly due to oxidative damage of the bacterial
membrane (24,25). This damage is produced by the action of
reactive oxygen species (ROS) generated by the absorption of
light by endogenous photosensitizers (e.g., flavoproteins, cyto-
chromes, quinones) in presence of oxygen (26,27). It includes
lipid peroxidation, increased saturation of fatty acids (FAs), and
protein carbonylation and aggregation (28–30). The lethal effects*Corresponding author email: pezzoni@cnea.gov.ar (Magdalena Pezzoni)
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of UVA radiation have been exploited for disinfection purposes
in strategies such as SODIS (Solar DISinfection of natural
waters) and photocatalytic treatments (31,32).

On the other hand, it has also been demonstrated that expo-
sure of bacteria to low UVA doses produces adaptive effects
such as a transient inhibition of bacterial growth, called growth
delay, proposed as an adaptive mechanism against the lethal and
mutagenic effects of higher doses of UVA and solar radiation
(33,34). In order to better understand bacterial adaptive responses
to this radiation, global transcriptomic responses to UVA have
been studied in several microorganisms (35–38). These studies
revealed that activation of genes that encode enzymes responsi-
ble for ROS detoxification and DNA repair is a common
response to UVA exposure. In the case of P. aeruginosa, the
first results on adaptive responses to UVA refer to activation of
genes involved in DNA repair, such as recA and din (39). It has
been reported that exposure to low UVA doses provides a pro-
tective effect against subsequent high UVA doses. This phe-
nomenon was found to depend on relA, the main gene
responsible for the synthesis of the master transcriptional regula-
tor ppGpp (40). In addition, low UVA exposure has also been
found to activate transcription of the catalase-encoding genes
katA and katB. Their products, KatA and KatB, are involved in
the detoxification of hydrogen peroxide, a toxic compound
involved in UVA damage (41). Recent studies report the induc-
tion of biofilm formation by exposure to sublethal UVA doses
(42). This depends on the activation of quorum sensing genes
(43) and constitutes a clear adaptive response, given the greater
resistance to UVA of biofilms compared to planktonic cells (44).

In order to learn more about the adaptive responses of bacteria
to UVA, we studied the role of UVA in the homeophasic pro-
cess in P. aeruginosa by analyzing changes in FA composition
of the cell membrane and the associated genetic response. This
knowledge would be useful to help to understand the general
adaptive response of P. aeruginosa to high UVA doses, both in
the natural environmental and during the application of antibacte-
rial techniques using UVA.

MATERIALS AND METHODS

Bacterial strains and growth conditions. The P. aeruginosa strain used
in this study was the wild-type PAO1 (45). Bacterial cultures were
routinely grown at 37°C with shaking in complete LB broth (10 g
tryptone, 5 g yeast extract and 5 g NaCl, bringing the volume up to
1000 mL in distilled water). For solid medium, agar was added at 15 g
L�1.

Irradiation source. Cell suspensions were irradiated using two Philips
TDL 18W/08 tubes (95% of UVA emission at 365 nm). The incident
fluence under our experimental conditions was measured at the surface of
the suspensions with a 9811.58 radiometer (Cole-Parmer Instruments).
The UVA tubes were mounted on aluminum anodized reflectors to
enhance the fluence rate on the section to be irradiated.

Growth under UVA irradiation. Mid-exponential cultures (OD650 0.3)
were diluted to OD650 0.05 in LB medium and divided into two 30 mL
fractions, each of which was placed in a glass beaker (4.5 cm internal
diameter). The beakers were placed in a multichamber coupled to a
thermocycler bath so that the temperature of the suspensions was
maintained at 37°C. One of the fractions was irradiated from above at a
fluence rate of 25 Wm�2 at the level of the free surface of the
suspension, while the other fraction was covered with a black plastic
sheet (dark control). The cell suspensions were stirred continuously with
a magnetic bar. Cell growth of irradiated and control suspensions was
followed by measuring OD650. The applied fluence may be encountered
normally in the environment (46).

Chemiluminescence assays. Production of photoemissive species was
followed by means of a liquid scintillation system in the out-of-
coincidence mode (47). This phenomenon has been attributed to photon
emission by excited carbonyl groups and singlet O2 dimers arising from
the decomposition of membrane lipid peroxides (48), which in turn are
associated with an increase in reactive oxygen species generated by UVA
radiation (24). For this purpose, 5 mL aliquots were taken during
bacterial growth, every 30 min for the first hour and then every 60 min,
and quickly transferred to the scintillation system, equipped with
photomultipliers sensitive in the blue region up to 600–650 nm (Tri-Carb
1500; Packard Instruments). Chemiluminescence values were expressed
as counts per minute (cpm) per OD650 unit.

FA analysis. FA analysis was performed by the FAME (fatty acid
methyl esters) analysis technique. For this purpose, 10 mL aliquots of
logarithmic (OD650 0.1 and 0.3) and 24 h stationary cultures grown
under UVA or in the dark were centrifuged for 10 min at 21.000 g and
the cell pellets were frozen at �80°C and lyophilized. FAME were
prepared from these samples using a direct transesterification procedure
with 2.5% (v:v) sulfuric acid in methanol as described by De Troch
et al. (49). The internal standard, the FA nonadecanoic (19:0, Fluka
74208, 5 µg) was added prior to the transesterification procedure. FAME
were extracted twice with hexane. The hexane was evaporated and the
residue was dissolved in 200µL of this solvent. FA composition was
analyzed using a gas chromatograph (GC, HP 7890B; Agilent
Technologies, Diegem, Belgium) equipped with a flame ionization
detector (FID) and connected to an Agilent 5977A Mass Selective
Detector (Agilent Technologies, Diegem, Belgium). The GC was further
equipped with a PTV injector (CIS-4, Gerstel, M€ulheiman der Ruhr,
Germany). A 60 m 9 0.25 mm 9 0.20 lm film thickness HP88 fused-
silica capillary column (Agilent Technologies) was used for the gas
chromatographic analysis, at a constant Helium flow rate (2 mL min�1).
The injected sample was split equally between the MS and FID detectors
at the end of the GC column using an Agilent capillary flow technology
splitter. The oven temperature program was as follows: at the time of
sample injection, the column temperature was 50°C for 2 min, then
gradually increased at 10°C min�1 to 150°C, followed by a second
increase at 2°C min�1 to 230°C. The injection volume was 2 lL. The
injector temperature was held at 30°C for 0.1 min and then ramped at
10°Cs�1 to 250°C and held for 10 min. The transfer line for the column
was maintained at 250°C. The quadrupole and ion source temperatures
were 150°C and 230°C, respectively. Mass spectra were recorded at
70 eV ionization voltage over the mass range of 50–550 mz�1 units.
Analysis of the chromatograms was done with Agilent MassHunter
Quantitative Analysis software (Agilent Technologies, Diegem, Belgium).
The signal obtained with the FID detector was used to generate
quantitative data of all the compounds. Peaks were identified based on
their retention times, compared with external standards as a reference
(Supelco 37 Component FAME Mix; Sigma-Aldrich, Overijse, Belgium)
and by the mass spectra obtained with the Mass Selective Detector.
Quantification of FAME was based on the area of the internal standard
(19:0) and on the conversion of peak areas to the weight of the FA by a
theoretical response factor for each FA (50,51).

Membrane fluidity indices. Three indices based on FA composition
were employed to indirectly infer changes in membrane fluidity: UFAs/
SFAs ratio, cisMUFAs/transMUFAs ratio and Membrane Viscosity
Index. The latter takes into account the saturation degree, the cis/trans
ratio and the proportion of CFAs (MVI = SFAs +trans MUFAs/cis
MUFAs + CFAs) (4). Higher values of the two first indices suggest
higher membrane fluidity (7,8); on the contrary, higher values of MVI
suggest lower membrane fluidity (4).

Quantitative real-time (qRT)-PCR. Total RNA from the PAO1 strain
grown under UVA or in the dark was extracted at the logarithmic (OD650

0.1 and 0.3) and stationary growth phases (24 h cultures) using a Total
RNA Extraction kit (RBC Biosciences). After treatment with DNase I,
cDNA was obtained using random hexamers (Promega) and avian
myeloblastosis virus reverse transcriptase (Promega) following the
manufacturer’s instructions. qRT-PCR was performed using a
LightCycler (DNA Engine; MJ Research) and Real-Time PCR Mix
(EvaGreen qPCR Mix Plus, no Rox). For quantification of desA mRNA,
assays were performed using the primers desAFw (50 GAAGAGCTGCA
CAACAACCA 30) and desARv (50 GGAAGCGGTTGTTGAGGATC
30); for quantification of desB mRNA, assays were performed using the
primers desBFw (50 CTGGGCAAGATCCTCGAGAA 30) and desBRv
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(50 GATATGGTTGTGGGTGTGCC 30). desA and desB primers were
designed using the Primer3 program (Whitehead Institute for Biomedical
Research). fabA mRNA was quantified by using the primers fabAFw (50
CCGGGTAACGCGCAACT 30) and fabARv (50 CCGACATCGCTGAT
GTGAAC 30), which have been employed previously (52). The 16S
rRNA gene was used as reference for normalization of expression
levels of target genes in each condition by employing the primers 50
AGCTTGCTCCTTGATTCAGC 30 and 50 AAGGGCCATGATGACT
TGAC 30 (38). The cycling conditions for fabA, desA, desB and 16S
rRNA genes were as follows: denaturation at 95°C for 5 min, 40 cycles
at 95°C for 20 s, 56°C for 15 s and 72°C for 15 s, with fluorescence
acquisition at 80°C in single mode. Relative changes in the expression of
individual genes between the treated and control condition were obtained
through the relative standard curve method (53).

Statistical analysis. All samples were analyzed in triplicate. Data are
represented as means � standard errors (SE). The significance between
treatments was evaluated by an unpaired two-tailed Student’s t-test with
confidence levels > 95% (i.e., P < 0.05 was considered significant).

RESULTS

Effect of UVA on cell growth and oxidative damage

In order to analyze the effect of UVA on the homeophasic adap-
tation process, we first evaluated the growth and the extent of
oxidative damage of the wild-type strain PAO1 exposed to dif-
ferent UVA fluence rates (results not shown). A condition that
did not alter cell viability significantly but produced certain
oxidative damage was further employed throughout this study
(Fig. 1). When the PAO1 strain was cultured in LB medium
under UVA delivered at a fluence rate of 25 Wm�2, it suffered a
small growth delay compared to the control culture maintained
in the dark (Fig. 1a). However, the viable cell count was not
affected by the treatment (data not shown). To evaluate in vivo
whether the growth delay could be associated with oxidative
damage, the ultraweak chemiluminescence procedure was
employed. A strong peak of light production was observed at the
beginning of the exposure and the chemiluminescence values
were clearly higher in UVA treated cells, suggesting oxidative
cell damage by these UVA doses (Fig. 1b). This condition was
considered suitable for the study of homeophasic adaptation.

Effect of UVA on membrane FA composition

The FA profiles of cells grown under the conditions of UVA
exposure described above and their respective controls are shown
in Fig. 2. Three growth stages were analyzed: early logarithmic
(OD6500.1, Fig. 2a), logarithmic (OD6500.3, Fig. 2b) and station-
ary (24 h cultures, Fig. 2c). In all growth stages studied, the
main FAs were palmitic acid (16:0), cis vaccenic acid (cis-11-
18:1), and to a lesser extent, palmitoleic acid (cis-9-16:1). At the
logarithmic growth phase, the most relevant change due to the
treatment was the increase in the UFA cis-9-16:1. This effect
was more marked at OD650 0.3, where, furthermore, there was a
slight increase in the UFA trans-9-16:1, and a decrease in the
analogous SFA 16:0 (Fig. 2b). These effects were not observed
in the stationary growth phase (Fig. 2c).

In order to perform a global analysis, FAs were grouped into
different classes: (Fig. 3). Comparative analysis between these
groups revealed a significant increase in UFAs and decrease in
SFAs at the logarithmic phase (OD650 0.3, Fig. 3b), an increase
in SFAs at the stationary phase (Fig. 3c), and a reversion of the
proportion of transMUFAs between early logarithmic and sta-
tionary growth phases (Fig. 3a and c). Surprisingly, CFAs were

not detected, even in the stationary phase, when they are
expected.

Different indices based on FA composition have been used as
indicators of membrane fluidity, which is a key parameter for
dealing with membrane stressors. Figure 4 shows the effect of
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Figure 1. Effect of exposure to sublethal UVA doses (fluence rate 25
Wm�2) on the growth (a) and chemiluminescence values (b) of the
PAO1strain. Control cells were grown under similar conditions but kept
in the dark.

Figure 2. Membrane FA profiles in PAO1 cells harvested at logarithmic
(OD650 0.1 and OD650 0.3) and stationary growth phases (a–c), grown
under UVA exposure (fluence rate 25 Wm�2) or in the dark. Values are
presented as the mean � SE of at least three independent assay, in g per
100 g of total FAs. *P < 0.05
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exposure to sublethal UVA during cell growth on membrane flu-
idity indices. The UFAs/SFAs ratio (Fig. 4a) and the MVI index
(Fig. 4c) suggest that UVA increased membrane fluidity at the
logarithmic growth phase (OD650 0.3). This effect was only
observed at the early growth phase (OD650 0.1) when the cis
MUFAs/transMUFAs ratio was used as fluidity index (Fig. 4b).
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On the other hand, at the stationary growth phase, the three
indices suggested lower membrane fluidity in UVA-treated cells
compared to the controls (Fig. 4a–c).

Effect of UVA on expression of fabA, desA and desB genes

To explain the changes observed on membrane FA composition
after UVA exposure, we conducted qRT-PCR assays to analyze
the effect of UVA on the expression of three P. aeruginosa
desaturase-encoding genes: fabA, desA and desB. Figure 5 shows
that at the logarithmic growth phase there was significant induc-
tion of desA (OD650 0.1 and 0.3) and desB (OD650 0.1); no
change in fabA expression was seen (Fig. 5a and b). On the con-
trary, at the stationary growth phase, the expression of the three
desaturase genes was downregulated by the radiation compared
to control cells (Fig. 5c).

DISCUSSION
Studies on bacterial adaptive mechanisms to UVA radiation may
provide better understanding of the global response to this envi-
ronmental stressor. “Learning from nature” can provide new
insights into bacterial stress response and lead to the develop-
ment of better antibacterial applications. UVA, as the main com-
ponent of solar UV radiation, is a stress agent with strong effects
on bacteria (29,54). As a result, its use has been proposed in
diverse disinfection technologies (31,32,55).

This study demonstrated in P. aeruginosa that homeophasic
process constitutes a relevant adaptive mechanism triggered by
UVA radiation. The study was performed with bacteria grown
under continuously delivered sublethal doses of UVA radiation,
which did not affect cell viability but produced the necessary
damage to trigger an adaptive response. Like other authors, we
employed the ultra-weak chemiluminescence method as an

indicator of oxidative damage (48,56). Although this is not a
very specific methodology, previous results obtained by our
group under identical irradiation conditions demonstrated the
consistency between chemiluminescence values and the manifes-
tation of oxidative stress indicators, such as the hydrogen
peroxide-dependent katA and katB expression and induction of
catalase activity (41).

To the best of our knowledge, this study demonstrates for the
first time that in P. aeruginosa, growth under low UVA doses
induces the expression of desA and desB desaturase genes during
the logarithmic growth phase, with a consequent increase in the
proportion of UFAs. It should be noted that changes in the
expression of these genes exceed those obtained by FAME anal-
ysis, perhaps due to restrictions under our working conditions in
the membrane composition of Pseudomonas. As suggested by
Guerzoni et al. in Lactobacillus helveticus exposed to sublethal
doses of oxidative stress agents, a protective effect in actively
growing cells could be ascribed to the increase in oxygen con-
sumption related to higher desaturase activity, thus lowering the
oxygen availability for ROS generation (57).

A contrary tendency was observed after 24 h of continuous
incubation under UVA exposure. At this growth stage, the desat-
urase genes fabA, desA and desB were clearly under-expressed
compared to the dark controls. Thus, in contrast to what was
observed at the logarithmic growth phase, a higher SFA propor-
tion was detected in irradiated cells. It should be noted that dur-
ing the stationary growth phase, the bacteria face new stress
factors such as nutrient limitation and chemical stressors. Among
other changes, the proportion of SFAs increases, membrane flu-
idity decreases, and cells reprogram their gene expression pattern
in order to survive the new situation (17,19,58). These changes
seem to be stronger when high total doses of UVA are accumu-
lated, and more defenses must be deployed. In this regard, results
similar to ours were reported in a study where the changes in
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membrane FA composition of P. aeruginosa cells adapted to
ultraviolet-C radiation (UVC, 280–100 nm) were analyzed (59).

UVC is used in germicidal lamps and its energy is directly
absorbed by the genetic material, although alterations in mem-
brane were also associated with UVC damage (60). In this study,
it was observed that adaptation to UVC also involves an increase
in UFAs compared to SFAs only in the logarithmic growth phase
(59). It has been reported that the increase in UFAs is toxic
under exposure to strong oxidative agents such as continuous
UVA radiation (61, 62). Further studies are needed, taking into
account the growth phase, the UVA fluence rate and the UVA
total doses, among other factors, in order to gain more in-depth
understanding of the role of membrane FA composition in the
response to UVA radiation.

As a consequence of UVA exposure, an increase of mem-
brane fluidity has been suggested in the logarithmic phase,
while the opposite effect was seen in the stationary growth
phase, according to data obtained from membrane fluidity
indices based on FA composition. It has been largely demon-
strated that changes in the composition of membrane FA may
modify the membrane fluidity; however, it should be noted that
the use of membrane fluidity indices is insufficient to assess
changes in this parameter (4). The membrane fluidity may also
depend on the presence of other membrane constituents such as
carotenoids (63), which are known to be synthesized by bacteria
as P. aeruginosa, among others (64). Then, further measure-
ments of bacterial membrane fluidity by appropriate physico-
chemical methods (65) should be performed to confirm these
observations.

In order to assess the impact of changes in the composition
of membrane FAs on gene regulation, it was demonstrated in
P. aeruginosa that membrane fluidity, in addition to its struc-
tural and functional role, is a signal for induction of adaptive
mechanisms, given its ability to regulate gene expression (4,
66). The changes in desA and desB regulation observed in this
study could be triggered by UVA-promoted changes in mem-
brane composition and fluidity, which in turn could be the sig-
nal for the activation or repression of their transcriptional
regulators.

In summary, this study showed the potential of FA profile as
an indicator of stress response in bacteria facing low UVA doses,
and the ability of UVA to regulate homeophasic adaptation pro-
cesses at the transcriptional level. It would be interesting to con-
duct further studies on the mechanisms involved in the
regulation of desaturase gene expression by UVA in order to
gain better understanding of this adaptive phenomenon.
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