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Abstract When the freshwater microalga Chlorella sorokini-
ana and the plant growth-promoting bacterium Azospirillum
brasilense were deployed as free suspensions in unsterile,
municipal wastewater for tertiary wastewater treatment, their
population was significantly lower compared with their
populations in sterile wastewater. At the same time, the
numbers of natural microfauna and wastewater bacteria
increased. Immobilization of C. sorokiniana and A. brasilense
in small (2–4 mm in diameter), polymer Ca-alginate beads
significantly enhanced their populations when these beads
were suspended in normal wastewater. All microbial popula-
tions within and on the surface of the beads were evaluated by
quantitative fluorescence in situ hybridization combined with
scanning electron microscopy and direct measurements.
Submerging immobilizing beads in wastewater created the
following sequence of events: (a) a biofilm composed of

wastewater bacteria and A. brasilense was created on the
surface of the beads, (b) the bead inhibited penetration of
outside organisms into the beads, (c) the bead inhibited
liberation of the immobilized microorganisms into the
wastewater, and (d) permitted an uninterrupted reduction of
ammonium and phosphorus from the wastewater. This study
demonstrated that wastewater microbial populations are
responsible for decreasing populations of biological agents
used for wastewater treatment and immobilization in alginate
beads provided a protective environment for these agents to
carry out uninterrupted tertiary wastewater treatment.
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Introduction

Immobilization of microorganisms in polymers and in
beads prepared from polymers for production of various
products and environmental and agricultural applications is
well-known and has increasing applications in the last two
decades (Cassidy et al. 1996; Lebeau and Robert 2006;
Mallick 2003; Moreno-Garrido 2008). Immobilizing micro-
algae is a common approach in several bioremediation
applications (de-Bashan and Bashan 2010). Immobilization
in various substances provides microorganisms several
major advantages over free-living suspensions. These
include: (1) an uninterrupted supply of nutrients without
competing with other microorganisms (de-Bashan et al.
2004) and (2) protection against environmental stress (de-
Bashan and Bashan 2010; Moreno-Garrido et al. 2002),
bacteriophages (Steenson et al. 1987), toxins, and UV
irradiation (Tanaka et al. 1994; Zohar-Perez et al. 2003),

Dedication This study is dedicated for the memory of the German/
Spanish mycorrhizae researcher Dr. Horst Vierheilig (1960–2011) of
CSIC, Spain

Electronic supplementary material The online version of this article
(doi:10.1007/s00253-011-3585-8) contains supplementary material,
which is available to authorized users.

S. A. Covarrubias : L. E. de-Bashan :M. Moreno :Y. Bashan (*)
Environmental Microbiology Group,
Northwestern Center for Biological Research (CIBNOR),
Mar Bermejo 195, Col. Playa Palo de Santa Rita,
La Paz B.C.S. 23090, Mexico
e-mail: bashan@cals.arizona.edu

Y. Bashan
e-mail: bashan@cibnor.mx

L. E. de-Bashan :Y. Bashan
The Bashan Foundation,
3740 NW Harrison Blvd.,
Corvallis, OR 97330, USA

Appl Microbiol Biotechnol (2012) 93:2669–2680
DOI 10.1007/s00253-011-3585-8

http://dx.doi.org/10.1007/s00253-011-3585-8


field soil (Hall et al. 1998), soils contaminated by hydro-
carbons (Weir et al. 1995), and possible grazing by
zooplankton (Faafeng et al. 1994). All these potential
benefits notwithstanding, only rare experimental evidence
exists of direct physical protection of the immobilized
microorganisms against grazing microfauna, particularly
protozoa and metazoa (Leung et al. 2000), and no evidence
for protection of microorganisms used in treating wastewa-
ter treatment against competition and predation by the
many protozoa and metazoa residing in wastewaters
(Amaral et al. 2004; Martín-Cereceda et al. 2001).

A recently developed tertiary domestic wastewater treat-
ment uses green microalgae Chlorella spp. and the plant
growth-promoting bacterium (PGPB) Azospirillum brasilense
that are jointly immobilized in alginate beads (de-Bashan et
al. 2004). Every unit in this technological model, a single
polymeric bead, contains within its matrix cavities holding
together the microalgae and bacteria (de-Bashan and Bashan
2008, de-Bashan et al. 2011). Entrapment of microorganisms
can also be within the solid matrix of the polymeric bead. In
some cases, the microbial cells are on the surface or partially
within and partially outside of the gel matrix. From
contraction of the alginate bead during formation and curing,
close to its surface, the number of microorganisms is higher
than in its interior (Zohar-Perez et al. 2004a).

Chlorella spp. (Chlorophyceae) are simple, non-motile,
unicellular, aquatic green microalgae. Chlorella has been
used in studies of photosynthesis, respiration, and synthesis
of carbohydrates in microalgae (Ilangovan et al. 1998).
From a biotechnological standpoint, the potential for mass
cultivation of this microalga for producing high-value, low-
volume compounds includes pigments for the food indus-
try, including the health food market in industrialized
countries (Lebeau and Robert 2006), wastewater treatment
(Oswald 1992; de-Bashan and Bashan 2010), and biofuel
(Mata et al. 2010).

Except for symbiotic rhizobia, Azospirillum is the most
studied agricultural PGPB (Bashan and de-Bashan 2005). It
is a highly competent, rhizosphere-dwelling diazotroph that
is versatile in its nitrogen transformations and carbon
consumption, acts as a general PGPB for numerous plants
(Bashan et al. 2004), including Chlorella (Gonzalez and
Bashan 2000), and uses a multitude of growth-promoting
mechanisms (Bashan and de-Bashan 2010). Alginate is the
most commonly used polymer for immobilizing micro-
organisms within small cavities within its matrix (Smidsrød
and Skjåk-Bræk 1990). Immobilization of microorganisms in
alginate beads is widely used when viable microbial cells are
required in numerous biotechnological processes (Prasad and
Kadokawa 2009).

Our working hypothesis was that immobilization in
alginate beads of the microalgae Chlorella sorokiniana
with the PGPB Azospirillum brasilense protects the micro-

algae when they perform wastewater treatment. The beads
act as a physical barrier between the two environments.
This maintains the treatment agents within the bead and
keeps the native wastewater organisms out, thus allowing
uninterrupted tertiary wastewater treatment.

The specific objectives of this study were to: (1)
determine if immobilization halts reduction in the
populations of wastewater treating agents when exposed
to natural wastewater and its organisms, (2) determine
the nature of protection that the immobilization process
offers, and (3) determine if efficient tertiary wastewater
treatment continues after providing protection to the micro-
organisms in the bead matrix.

To understand the details of such protection, we used a
combination of microbial and quantification techniques,
which are as follows: (1) direct microbial counts in all
environments of all microorganisms and microfauna and (2)
fluorescence in situ hybridization (FISH) measured by
epifluorescence microscopy. FISH is widely used to
investigate cultivation-independent bacterial communities
in a range of ecosystems (Bertaux et al. 2007; Daims et al.
2001; Dazzo et al. 2007). This technique combines
molecular identification, enumeration, and localization of
physiologically active bacteria. FISH detects nucleic acid
sequences by a fluorescently labeled probe that hybridizes
with its complementary target sequence within the fixed
cells (Moter and Göbel 2000). It has been used in PGPB
research to assay colonization of wheat roots by A.
brasilense (Assmus et al. 1995), Azospirillum amazonense,
and other diazotrophic PGPB in sugarcane plantlets
(Oliveira et al. 2009) and measure the basic physical
interaction between Chlorella vulgaris and A. brasilense
(de-Bashan et al. 2011). (3) Our FISH images were
compared with images obtained by scanning electron
microscopy of beads from the same batch of wastewater,
(4) specialized image-analysis quantification software, and
(5) quantification of tertiary wastewater treatment using
standard water techniques.

Materials and methods

Microorganisms and initial growth conditions

The unicellular microalga C. sorokiniana Shih. and Krauss
(UTEX 2805 University of Texas, Austin, TX) was used.
Before immobilization in alginate beads, the microalga was
cultured in sterile mineral medium (C30) for 5 days
(Gonzalez et al. 1997). A. brasilense Cd (DMS 1843,
Braunschweig, Germany) was grown in nutrient broth
(Sigma) at 35±2 °C for 18 h in a rotary shaker at
120 rpm, using standard techniques for this genus (Bashan
et al. 1993).
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Immobilization of microorganisms in alginate beads

Microorganismswere immobilized, as described by de-Bashan
et al. (2004). Briefly stated, 20 mL of axenically grown
cultures of C. sorokiniana containing 6.0×106 cells mL−1

was harvested by centrifugation at 2,000×g and washed twice
with sterile saline solution (0.85% NaCl). The cells were then
mixed with 80 mL sterile (by autoclaving, only slight
reduction in viscosity), 6,000 cP 2% alginate solution (a
solution made of alginate mixed at 14,000 and 3,500 cP,
Sigma, St. Louis, MO. Catalog nos. A7128 and A2033,
respectively) and stirred for 15 min. Beads (2–3 mm in
diameter) were automatically produced in a 2% CaCl2
solidification solution, as described by de-Bashan and Bashan
(2010). The beads were left for 1 h at 22±2 °C for curing and
then washed in sterile saline solution. As controls, cultures of
A. brasilense (approximately 109 CFU mL−1) and cultures of
C. sorokiniana (6.0×106 cells mL−1) were immobilized
similarly. Because immobilization normally reduces the
number of Azospirillum in the beads, a second incubation
step was necessary for cultures of A. brasilense after initial
curing and washing, a process that restores the size of the
population of bacteria in the beads (Bashan 1986). This second
incubation in diluted nutrient broth (1:10) lasted overnight.
Where jointly immobilized cultures of A. brasilense and C.
sorokiniana were used, the same concentration of each
microorganism, as used in pure cultures, was mixed prior to
mixing with alginate solution, but the volume of each
microbial culture was reduced to 10mL before adding alginate.

Culture conditions in wastewater

Experiments with immobilized cultures

Most experiments used immobilization cultures. Microorgan-
ism species immobilized alone or jointly were grown under
batch conditions for 10 days in natural wastewater that was
filtered to remove large suspended solids (>1 mm). The
cultures were incubated in 250-mL, unbaffled Erlenmeyer
flasks (100 mL medium containing 4 g of beads) at 28±2 °C,
agitated at 120 rpm under constant light at a density of
60 μmol photons⋅m−2⋅s−1 (Innova 4340, New Brunswick
Scientific, Edison, NJ).

Experiments with microbial suspension

Experiments in suspension were conducted to measure the
risk to C. sorokiniana and A. brasilense when exposed in
wastewater in free suspension (not immobilized in alginate
beads). Flasks containing 40 mL natural wastewater from the
wastewater plant’s oxidation pool either sterile (by filtration,
0.45 μm) or non-sterile were used. The flasks were
inoculated separately with free suspensions of C. sorokiniana

(8.1±71×108 cells mL−1) or A. brasilense (7.2±0.2×
106 CFU) and incubated under the same conditions as the
experiments described for immobilized cultures. Numbers ofA.
brasilense were counted at 12 h and C. sorokiniana at 96 h.

Microbial and microfauna counts

For counting cells in each experiment with immobilized
microorganisms, the beads were dissolved by immersing them
in 4% NaHCO3 solution for 30 min. Samples of micro-
organisms in free suspension experiments were used without
additional treatment. Routine counts of A. brasilense Cd
(distinctive pink colonies) and culturable heterotrophic
bacteria in wastewater or within the beads were counted by
the plate count method (CFU mL−1) in a series of dilutions
(in 0.85% saline) on nutrient agar plates (Sigma). Counts of
total bacteria in wastewater or beads were done by the
fluorescein diacetate method (cells mL−1; Chrzanowski et al.
1984). Counts of C. sorokiniana were under a light
microscope using a Neubauer hemocytometer. A. brasilense
residing on and within beads was additionally counted by
FISH analysis as described later. All counts were quantified
with image-analyzing software (Image Pro-Plus 4.1, Media
Cybernetics, Silver Spring, MD).

Microfauna were counted with a Neubauer hemocytometer,
following the method described by Tso and Taghon (1997).
Briefly, 35 mL of raw wastewater was concentrated by
centrifugation at 1,600×g for 10 min. The pellet was re-
suspended in 1 mL 0.85% sterile saline solution and fixed
with 2% glutaraldehyde solution in 1 M HEPES buffer at
pH 7.2 and then counted.

Wastewater samplings and analyses

Municipal wastewater after secondary treatment and before
chlorination was routinely collected from the wastewater
treatment plant of the city of La Paz, B.C.S., Mexico, and
immediately used in all quantitative experiments after
removing large particles by filtration by Whatman no. 1
filter paper. Wastewater from an oxidation pool at the plant
was used to determine the potential competitiveness of
microfauna and microbial populations residing in this
wastewater. Municipal wastewater from La Paz is domestic
wastewater because there is no industrial waste, only
domestic ingredients (Table 1; Perez-Garcia et al. 2011).
Because wastewater varied with sampling time, the waste-
water was analyzed before the experiments. Wastewater
analyses were performed by the analytical service labora-
tory of CIBNOR using standard water analyses (Eaton et al.
2005) for the following parameters: NH4

+ (μM), NO3
− (μM),

NO2
− (μM), PO4

3+ (μM), pH, conductivity (mS m−1),
salinity (‰), silicates (μM), total hardness (mg L−1, CaCO3),
Cl (mg L−1), SO4

2− (mg L−1), acidity (mg L−1), total
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suspended solids (mg L−1), dissolved solids, and sedimented
solids (mg L−1).

Scanning electronic microscope

Five beads were fixed with glutaraldehyde using the
method described by Bashan et al. (1986), with some
modifications. Briefly, beads were fixed for 5 h in a 5% (v/v)
glutaraldehyde solution in 1 M HEPES buffer at pH 7.2. After
fixation, the beads were washed twice in 1MHEPES and then
dehydrated with increasing concentrations of ethanol, which
are as follows: 25% for 10min, 50% for 30min, 70% for 10 h,
and 100% for 60 min at 4 °C. Samples were dried with CO2 in
a critical point dryer (Samdri-PVT-3B, Tousimis Research,
Rockville, MD). The beads were mounted on a stub and
coated with palladium foil for 35 min at 40 mA in a sputter
coater (Vacuum Desk II, Denton, Scotia, NY).

Visualization was done with a scanning electronic
microscope (SEM; S-3000N, Hitachi High-Technologies,
Tokyo, Japan) at 15 kV, using a 45° angle of the slide to the
electron beams. Microphotographs were obtained with
software (Quartz PCI 5.5, Quartz Imaging, Vancouver,
BC, Canada). The diameter of the pores on the surface of
alginate beads was measured directly from 100 random
pores on the microphotographs.

Fixation and preparation of samples for FISH

Because preliminary experiments showed that increasing
incubation time leads to a thick layer of bacteria on the

surface of submerged beads in wastewater and this reduces
visualization of the immobilized cells of bacteria and
microalgae (see the “Results” section), the surface of the
beads were gently washed three times with 4% sterile
Tween® 20 (Sigma-Aldrich, St. Louis, MO) followed by
several rinsing with 0.85% NaCl. Washed and unwashed
beads were used for FISH analyses.

Five beads were carefully sliced with a new, sterile
scalpel under a stereoscope; slices were mounted on gelatin
(0.1% w/v, pre-washed with 0.01% w/v chromium potassium
sulfate)-coated microscope slides, attached to the slide by
adding one drop of warm, low-melt agarose solution (0.25%
w/v, Sigma), and dried at 37 °C for 45 min. The samples
were then fixed with 50 μL 4% paraformaldehyde and
incubated at 4 °C for 1 h. Then, the paraformaldehyde was
removed by pipet; the samples were washed with 0.85%
saline solution, dehydrated by successive 50%, 80%, and
96% ethanol washes (3 min each), air-dried, and stored
at 4 °C until hybridization (de-Bashan et al. 2011).

In situ hybridization

This assay was based on the technique described by
Assmus et al. (1995), with numerous small modifications.
Hybridization was performed at 35% formamide stringency
at 46 °C for 2 h. The final concentration of the probe was
3 ng μL−1. Samples were then washed for 5 min with 50 ml
pre-warmed washing buffer at 48 °C. The slides were
rinsed for a few seconds with ice-cold, deionized water and
then air dried. Slides were stored at −20 °C in the dark until
visualization. An equimolar mixture of EUB338 I (Amann
et al. 1990) and EUB338 II and III (Daims et al. 1999)
probes, when combined, detected almost all bacteria. For A.
brasilense, we used the specific probe Abras 1420 (Stoffels
et al. 2001). EUB338 I, II, and III probes were labeled with
the fluorochrome Cy3; Abras 1420 was labeled with
fluorescein isothiocyanate (fluorochrome FITC). All
fluorescent-labeled probes were purchased from Integrated
DNA Technologies, Coraville, IA. Before visualization, the
slides were mounted in an anti-fading reagent (AF1,
Citifluor, London, UK).

Visualization

Under a fluorescent microscope (BX41, Olympus, Tokyo,
Japan) at magnification ×1,000, fluorescence was detected
in two separate channels using detection filter in red color
(552 nm wavelength, Cy3, Olympus America, Melville,
NY) and in green color (495 nm, FITC, Olympus America).
Separate images of each photomicrograph were recorded by
the digital camera of the microscope (Evolution VF Cooled
Color, Media Cybernetics, Silver Spring, MD) and further
processed with Adobe Photoshop 8.0 (Adobe Systems,

Table 1 Analysis of domestic wastewater obtained from the municipal
wastewater treatment plant of the city of La Paz, Baja California Sur,
Mexico

Parameter Concentration

pH 7.59

Electrical conductivity 236.33 (mS⋅m−1)

Salinity 1.1 (‰)

Ammonium 2,630 μM

Nitrites 1.18 μM

Nitrates 3.01 μM

Phosphates 100.38 μM

Total phosphorus 101.40 μM

Silicates 1,205 μM

Total hardness (CaCO3) 669.59 mg L−1

Alkalinity 422.37 mg L−1

Acidity 63.92 mg L−1

Chloride 391.40 mg L−1

Sulfate 92.42 mg L−1

Total suspended solids 12.64 mg L−1

Dissolved solids 944 mg L−1

Sediment solids <0.1 mg L−1
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Mountain View, CA). All bacterial cells were labeled in red
color and tentative A. brasilense cells in green color. The two
signals were digitally superimposed by the software (Image
ProPlus 6.3.1.542, Media Cybernetics), yielding highly
specific identification of A. brasilense as yellow cells. Cells
of C. sorokiniana were not labeled because the cells have
strong autofluorescence and can be easily distinguished from
bacterial cells by size (de-Bashan et al. 2011).

Quantification of A. brasilense

Percentage of A. brasilense cells of total bacteria within
each image was detected by specialized software that
recorded the number of pixels of each colors in each
image, resulting in a percentage of color coverage (Orrala,
A. and Hernandez, J.P., unpublished).

Experimental design and statistical analysis

The following treatments were conducted in each experi-
ment with municipal wastewater: (1) control without beads
or microorganisms, wastewater only; (2) control with beads
alone; (3) beads containing C. sorokiniana; (4) beads
containing A. brasilense; and (5) beads containing C.
sorokiniana and A. brasilense. Two 48-h cycles were
performed for each experiment, using the same beads but
changing the wastewater after the first 48 h. Cultures were
prepared in five replicates, where a single flask served as a
replicate. Each experiment was repeated four times. FISH
analyses of 10 replicates were done; 442 images of FISH
were recorded. We quantified microorganisms in 30 micro-
photographs. A total of 42 SEM microphotographs were
analyzed. Data were first analyzed by one-way ANOVA
and then by Tukey’s post hoc analysis or Student’s t test at
P<0.05. All statistical analyses were performed with
computer software (Statistica v6.0, StatSoft, Tulsa, OK).

Results

Survival of C. sorokiniana and A. brasilense as free cells
in municipal wastewater

With time, the number of culturable bacteria and general
microfauna in wastewater significantly increased (Fig. 1a).
No attempt was made to identify the species of microfauna.
Under sterile conditions, the population of C. sorokiniana
significantly increased during treatment, similar to what is
known for growth C. vulgaris in sterile wastewater (Perez-
Garcia et al. 2011) (Fig. 1b, lower case letter analysis).
However, in raw, natural wastewater, the population of C.
vulgaris was significantly smaller. It took 96 h of cultivation
for the population to reached ∼33% of the population size

under sterile conditions (Fig. 1b, capital letter analysis). The
population of A. brasilense declined during treatment under
sterile and non-sterile conditions (Fig. 1c, lower case letter
analysis), but was significantly less under non-sterile
conditions (Fig. 1c, capital letter analysis).
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Quantification of colonization of microorganisms
inside and outside immobilized alginate beads
submerged in wastewater

Whether C. sorokiniana and A. brasilense were present
inside the beads, heterotrophic bacteria heavily colonized
the surface of the beads (Fig. 2a, b, lower case letter
analysis). Depending on the counting method, there were a
significant difference larger number of bacteria on the
surface in favor of the fluorescein diacetate method.
Probably, this method also counts non-culturable bacteria,
while the plate count method counts a bacterial aggregate
(presented later) as a single colony. Washing the surface of
the bead was essential for visualization (described later);
this had only a small effect on the total of bacteria residing
on the surface (Fig. 2a, b, capital letter analysis). At the
same time, the level of colonization of the immobilized
microorganisms within the beads, increased for C. soro-

kiniana and decreased for A. brasilense (Fig. 2c, d, lower
case letter analysis). Enhanced survival of cells of both
species occurred when jointly immobilized (Fig. 2c, d,
capital letter analysis), as was previously demonstrated for
this interaction (de-Bashan et al. 2008).

Visualization of colonization by FISH and SEM
of microorganisms inside and outside alginate beads
submerged in wastewater

Beads from the same batch of cultivation were used for
SEM and FISH analyses (Figs. 3 and 4). When submerged
in wastewater, beads remained intact (Fig. 3a); many
protuberances were present on the surface (Fig. 3b, black
arrows) and pores (Fig. 3b, white arrows). When sliced
open, the alginate beads revealed the typical internal
structure of cavities (de-Bashan et al. 2011; Zohar-Perez
et al. 2003, 2004a, b; Fig. 3c). After incubation for 48 h,
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many indigenous bacterial cells from the wastewater, and
possibly cells A. brasilense immobilized on the surface,
started to accumulate and formed aggregates (Fig. 3e).
After 96 h, a thick biofilm completely covered the surface
of the bead (Fig. 3f). No Chlorella-type cells (by size and
shape) were embedded in the biofilm. Bacterial analysis of
this biofilm was provided by FISH. When beads were
washed, it was possible to eliminate part of the biofilm and
observe the surface where numerous pores were located
(Fig. 3b, d). The average size of pores was 0.514±
0.132 μm in diameter. When the outer layer of alginate
was mechanically removed from a protuberance on the
bead, the interior population of C. sorokiniana and A.
brasilense, later specifically identified by FISH analysis,
was revealed (Fig. 3g).

Immobilized alginate beads that were submerged for
96 h in wastewater were washed or left unwashed;
beads from both procedures were then sliced (Fig. 4a).

Colonization by wastewater bacteria and immobilized A.
brasilense were observed by FISH. A thick biofilm of
wastewater bacteria (visualized solely in red) covered the
exterior of beads (>95% of the surface) and almost
blocked observation of the alginate surface (Fig. 4b).
Coverage with A. brasilense was only 1.04±0.65% of the
surface. When the beads were washed, which probably
released some bacteria loosely adhering to the surface, a
mix of unidentified wastewater bacteria and A. brasilense
(detected as yellow cells) directly adhered to the surface
(Fig. 4c, d). The percentage of colonization by A.
brasilense was 19.27±4.85% and that of the wastewater
bacteria was 80.73±4.3%. When interior slices of washed
bead were examined, only A. brasilense (Fig. 4e) or a
mixture of A. brasilense and C. sorokiniana (Fig. 4f,) were
identified by the FISH procedure. There was no need for
FISH labeling of microalgae because of the large differ-
ence in size of bacteria.
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showing the internal cavity structure (arrows) typical of alginate
beads. d Typical pore cavity of the surface of the bead. e Colonization
of surface of beads by wastewater bacteria submerged in wastewater
for 48 h, and f after 96 h, forming a massive biofilm on the surface. g

Surface of the bead with biofilm and single bacteria (arrows) after
removal of the alginate cover of one protuberance on the surface of the
bead. This shows the internal structure of the bead containing
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Tertiary wastewater treatment by C. sorokiniana
and A. brasilense immobilized in alginate beads

The same wastewater containing beads with the two
microorganisms was also tested for its capacity to remove
ammonium and phosphorus during tertiary wastewater
treatment. The bead cultures removed ammonium
(Fig. 5a) and phosphorus (Fig. 5b) at various levels of
efficiency during two treatment cycles, each lasting 48 h.

Discussion

For a long time, literature reviews have taken for granted
that immobilization of beneficial microorganisms in poly-
mers or in beads prepared from various polymers, from
inoculants in agriculture to bioremediation of contaminated
environments, provide some physical or chemical protec-

tion against competitors, predators, and adverse conditions
(Trevors et al. 1992; McLoughlin 1994; Cassidy et al.
1996; Bashan 1999; de-Bashan and Bashan 2010; Moreno-
Garrido 2008; Prasad and Kadokawa 2009). Yet, meager
experimental evidence is available that this protection exists
(Leung et al. 2000). Our main objective was to determine
the level of physical protection that immobilization in
alginate provides wastewater treating agents against preda-
tion and competition by populations of microorganisms that
naturally reside in wastewater.

Wastewater is a habitat populated by numerous bacteria
and microfauna (protozoa and metazoa). The latter are the
top predators in wastewater treatment (Kinner and Curds
1987; Luna-Pabello et al. 1990; Madoni et al. 1993; Martín-
Cereceda et al. 1996), fresh and salt water (Sherr and Sherr
1987; Novitsky 1990; Berninger et al. 1991), and soils
(Habte and Alexander 1977). Consequently, when a
biotreatment agent is added to wastewater, it faces
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competition by the local bacterial population, at best. At
worst, the agent serves as an additional source of nutrients
for predatory microfauna. Both scenarios reduce the
population and efficiency of the agent. Under these adverse
circumstances, any protection for the agent, even for a
limited time, is an advantage.

A possible major factor in providing protection against
predators or competitors is physical separation between
competitor/predator and their prey. This was provided by
the nature of the alginate bead. After immobilization of the
microorganisms in the bead, the bead is internally com-
posed of many cavities where the microalgae and bacteria
reside and multiply. These cavities are located in every part
of the bead, from just below the surface where the
microorganisms produce protuberances on the outer surface

of the bead to the center of the bead (de-Bashan et al. 2011;
Lebsky et al. 2001; this study). Cells of A. brasilense that
were immobilized randomly on the surface of the bead can
multiply there and create a mixed biofilm with the
indigenous wastewater bacteria (Bashan 1986; this study).
In this study, C. sorokiniana cells were not found on the
surface of the bead and were probably prey to the
microfauna in the wastewater.

The most distinct feature and possibly the main
protection barrier is the surface of the bead. This rigid
surface is a solid layer having only a few relatively large
pores. This type of surface is produced instantly when a
drop of liquid alginate falls into a solidifying solution of
cations (such as CaCl2, as in this study, or several other
cations) during polymerization, creating a layer of hard
polymerized alginate (Smidsrød and Skjåk-Bræk 1990).
The curing process and contraction after cross-linking that
the bead undergoes after initial surface polymerization
probably produces the cavities below the surface (Zohar-
Perez et al. 2004a, b). The surface allows wastewater
molecules to diffuse (discussed later) and acts as a physical
barrier between the internal microbial agents and the
external microfauna and bacteria residing in the wastewater.
This happens because the size of the pores (∼0.5 μm) on
the surface is smaller than most bacteria and microalgae.
Chlorella spp. are ∼10 μm in diameter (de-Bashan et al.
2005) and Azospirillum spp. range from 0.6 to 1.7 μm
(Bergey’s Manual of Systematic Bacteriology 2005). Their
size keeps them trapped inside the bead. The size of
wastewater indigenous bacteria observed in this study was
1–4 μm and the microfaunas were far larger organisms.
Hence, all indigenous microorganisms cannot penetrate the
surface of the beads to reach the inner cavities. Although it is
theoretically possible that very small bacteria may penetrate
these pores, they were not detected by FISH in this study.

Alginate properties (structure, mechanical strength,
porosity, and gelling force) are important variables to
consider in selecting alginate for an application (McHugh
1987). Alginate produced from the Pacific ocean kelp
Macrocystis pyrifera is most frequently used for immobi-
lization of cells and most wastewater treatment immobili-
zation studies (for review: de-Bashan and Bashan 2010),
including this study. This source yields gels with lower
strength and stability than gels from other alginates (Skjåk-
Bræk and Martinsen 1991). Alginate is also biodegradable,
especially by soil microorganisms (Bashan 1986; Bashan et
al. 2002). Many of these soil microorganisms also occur in
wastewater. The surface layer may degrade with longer
retention time in wastewater than was the case in this study
(Faafeng et al. 1994; Cruz et al., unpublished data). Even in
cases of degradation of the outer surface competition/
predation of the wastewater agents will be limited because
of the inner structure of the cavities in the beads. Although
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some internal cavities are interconnected, most are not (de-
Bashan et al. 2011; Lebsky et al. 2001; Zohar-Perez et al.
2004a,b; this study). If microbes breach the solid surface by
degrading the outer layer of alginate, mobility of the
invading organisms within the bead is still low, allowing
sufficient time for the biotreatment agents to complete
tertiary water treatment. This proposal needs additional
experimental evidence.

This study shows that production of a heavy biofilm on the
surface of beads, a phenomenon common in wastewater
treatment (Henze et al. 2002), is clearly demonstrated by
FISH and SEM analyses and does not restrict tertiary
biological wastewater treatment performed by immobilized
microorganisms. Because the calcium alginate gel allows
diffusion of small molecules with upper limit of ∼140 kDa,
molecules of nitrogen and phosphorus compounds easily
diffuse into the beads (de-Bashan et al. 2002, 2004; Yabur et
al. 2007). Compared with removal of nutrients under sterile
conditions (de-Bashan et al. 2002), removal of ammonium
and phosphorus in this study is lower. However, when
compared to other studies using non-sterile wastewater (de-
Bashan et al. 2004; Hernandez et al. 2006), the percentage of
removal of these compounds is similar.

In summary, this study demonstrates that wastewater
microbial populations are responsible for reducing popula-
tions of biological agents added for wastewater treatment.
Immobilization in alginate beads provides a protective
environment for these agents for sufficient time to allow
uninterrupted tertiary wastewater treatment.

Acknowledgments At CIBNOR, we thank Felipe Ascencio and
Concepcion Lara for the helpful discussions, Ariel Cruz for scanning
electron microscopy services, and Ira Fogel for the editorial
suggestions. This study was supported by Secretaria de Medio
Ambiente y Recursos Naturales (SEMARNAT contract 23510) and
Consejo Nacional de Ciencia y Tecnologia (CONACYT-Basic
Science-2009, contract 130656) of Mexico and time for writing by
The Bashan Foundation, USA. S.A.C. was mainly supported by a
graduate fellowship (CONACYT 224134) and a small grant from the
Bashan Foundation.

References

Amann RI, Binder BJ, Olson RJ, Chisholm SW, Devereux R, Stahl
DA (1990) Combination of 16S rRNA-targeted oligonucleotide
probes with flow cytometry for analyzing mixed microbial
populations. Appl Environ Microbiol 56:1919–1925

Amaral AL, da Motta M, Pons MN, Vivier H, Roche N, Mota M,
Ferreira EC (2004) Survey of protozoa and metazoa populations
in wastewater treatment plants by image analysis and discrimi-
nant analysis. Environmetrics 15:381–390

Assmus B, Hutzler P, Kirchhof G, Amann RI, Lawrence JR, Hartmann
A (1995) In situ localization of Azospirillum brasilense in the
rhizosphere of wheat with fluorescence labeled, rRNA-targeted
oligonucleotide probes and scanning confocal laser microscopy.
Appl Environ Microbiol 61:1013–1019

Bashan Y (1986) Alginate beads as synthetic inoculant carriers for the
slow release of bacteria that affect plant growth. Appl Environ
Microbiol 51:1089–1098

Bashan Y (1999) Interactions of Azospirillum spp. in soils: a review.
Biol Fertil Soils 29:246–256

Bashan Y, de-Bashan LE (2005) Bacteria/plant growth-promotion. In:
Hillel D (ed) Encyclopedia of soils in the environment, vol 1,
Elsevier. Oxford, UK, pp 103–115

Bashan Y, de-Bashan LE (2010) How the plant growth-promoting
bacterium Azospirillum promotes plant growth—a critical assess-
ment. Adv Agron 108:77–136

Bashan Y, Levanony H, Klein E (1986) Evidence for a weak active
external adsorption of Azospirillum brasilense Cd on wheat roots.
J Gen Microbiol 132:3069–3073

Bashan Y, Holguin G, Lifshitz R (1993) Isolation and characterization of
plant growth-promoting rhizobacteria. In: Glick BR, Thompson JE
(eds) Methods in plant molecular biology and biotechnology. CRC
Press, Boca Raton, pp 331–345

Bashan Y, Hernandez JP, Leyva LA, Bacilio M (2002) Alginate
microbeads as inoculant carrier for plant growth-promoting
bacteria. Biol Fertil Soils 35:359–368

Bashan Y, Holguin G, de-Bashan LE (2004) Azospirillum–plant
relationships: physiological, molecular, agricultural, and environ-
mental advances (1997–2003). Can J Microbiol 50:521–577

Bergey’s Manual of Systematic Bacteriology (2005) The Proteobac-
teria Vol. 2. Springer Science + Business Media, New York

Berninger U-G, Finlay BJ, Kuuppo-Leinikki P (1991) Protozoan
control of bacterial abundances in freshwater. Limnol Oceanogr
36:139–147

Bertaux J, Gloger U, Schmid M, Hartmann A, Scheu S (2007) Routine
fluorescence in situ hybridization in soil. J Microbiol Methods
69:451–460

Cassidy MB, Lee H, Trevors JT (1996) Environmental applications of
immobilized microbial cells: a review. J Ind Microbiol Bio-
technol 16:79–101

Chrzanowski TH, Crotty RD, Hubbard JG, Welch RP (1984)
Applicability of the fluorescein diacetate method of detecting
active bacteria in freshwater. Microb Ecol 10:179–185

Daims H, Brühl A, Amann R, Schleifer K-H, Wagner M (1999) The
domain-specific probe EUB338 is insufficient for the detection of
all bacteria: development and evaluation of a more comprehen-
sive probe set. Syst Appl Microbiol 22:434–444

Daims H, Ramsing NB, Shleifer K-H, Wagner M (2001) Cultivation-
independent, semiautomatic determination of absolute bacterial
cell numbers in environmental samples by fluorescence in situ
hybridization. Appl Environ Microbiol 67:5810–5818

Dazzo FB, Schmid M, Hartmann A (2007) Immunofluorescence
microscopy and fluorescence in situ hybridization combined with
CMEIAS and other image analysis tools for soil- and plant-
associated microbial autecology. In: Hurst CJ, Crawford RL,
Garland JL, Lipson DA, Mills AL, Stetzenbach LD (eds) Manual
of environmental microbiology, 3rd edn. American Society for
Microbiology, Washington, DC, pp 712–733

de-Bashan LE, Bashan Y (2008) Joint Immobilization of plant
growth-promoting bacteria and green microalgae in alginate
beads as an experimental model for studying plant–bacterium
interactions. Appl Environ Microbiol 74:6797–6802

de-Bashan LE, Bashan Y (2010) Immobilized microalgae for
removing pollutants: review of practical aspects. Bioresource
Technol 101:1611–1627

de-Bashan LE, Bashan Y, Moreno M, Lebsky VK, Bustillos JJ (2002)
Increased pigment and lipid content, lipid variety, and cell and
population size of the microalgae Chlorella spp. when co-
immobilized in alginate beads with the microalgae-growth-
promoting bacterium Azospirillum brasilense. Can J Microbiol
48:514–521

2678 Appl Microbiol Biotechnol (2012) 93:2669–2680



de-Bashan LE, Hernandez JP, Morey T, Bashan Y (2004) Microalgae
growth-promoting bacteria as “helpers” for microalgae: a novel
approach for removing ammonium and phosphorus from munic-
ipal wastewater. Water Res 38:466–474

de-Bashan LE, Antoun H, Bashan Y (2005) Cultivation factors and
population size control uptake of nitrogen by the microalgae
Chlorella vulgaris when interacting with the microalgae growth-
promoting baterium Azospirillum brasilense. FEMS Microbiol
Ecol 54:197–203

de-Bashan LE, Trejo A, Huss VAR, Hernandez J-P, Bashan Y (2008)
Chlorella sorokiniana UTEX 2805, a heat and intense, sunlight-
tolerant microalga with potential for removing ammonium from
wastewater. Bioresource Technol 99:4980–4989

de-Bashan LE, Rothballer M, Schmid M, Hartmann A, Bashan Y
2011. Cell-cell interaction in the eukaryote-prokaryote model
using the microalgae Chlorella vulgaris and the bacterium
Azospirillum brasilense immobilized in polymer beads. J Phycol.
doi:10.1111/j.1529-8817.2011.01062.x

Eaton AD, Clesceri LS, Rice EW, Greenberg AE (eds) (2005)
Standard methods for the examination of water and wastewater,
21st ed. American Public Health Association, American Water-
works Association, Water Environmental Federation. Port City
Press, Pikeville, MD

Faafeng BA, van Donk E, Källqvist ST (1994) In situ measurement of
algal growth potential in aquatic ecosystems by immobilized
algae. J Appl Phycol 6:301–308

Gonzalez LE, Bashan Y (2000) Growth promotion of the microalga
Chlorella vulgaris when coimmobilized and cocultured in
alginate beads with the plant-growth-promoting bacterium Azo-
spirillum brasilense. Appl Environ Microbiol 66:1527–1531

Gonzalez LE, Cañizares RO, Baena S (1997) Efficiency of ammonia
and phosphorus removal from a Colombian agroindustrial
wastewater by the microalgae Chlorella vulgaris and Scenedes-
mus dimorphus. Bioresourse Technol 60:259–262

Habte M, Alexander M (1977) Further evidence for the regulation of
bacterial populations in soil by protozoa. Arch Microbiol
113:181–183

Hall BM, McLaughlin AJ, Leung KT, Trevors JT, Lee H (1998)
Transport and survival of alginate-encapsulated and free Lux-Lac
marked Pseudomonas aeruginosa UG2Lr cells in soil. FEMS
Microbiol Ecol 36:51–61

HenzeM, Harremoes P, Jansen JC, Arvin E (2002)Wastewater treatment:
biological and chemical processes. Springer, Heidelberg

Hernandez J-P, de-Bashan LE, Bashan Y (2006) Starvation enhances
phosphorus removal from wastewater by the microalga Chlorella
spp. co-immobilized with Azospirillum brasilense. Enzyme
Microb Technol 38:190–198

Ilangovan K, Cañizares-Villanueva RO, González-Moreno S, Voltolina D
(1998) Effect of cadmium and zinc on respiration and photosynthe-
sis in suspended and immobilized cultures ofChlorella vulgaris and
Scenedesmus acutus. Bull Environ Contam Toxicol 60:936–943

Kinner NE, Curds CR (1987) Development of protozoan and
metazoan communities in rotating biological contactor biofilms.
Water Res 21:481–490

Lebeau T, Robert JM (2006) Biotechnology of immobilized micro
algae: a culture technique for the future? In: Rao S (ed) Algal
cultures, analogues of blooms and applications. Science Publishers,
Enfield, pp 801–837

Lebsky VK, Gonzalez-Bashan LE, Bashan Y (2001) Ultrastructure of
coimmobilization of the microalga Chlorella vulgaris with the
plant growth-promoting bacterium Azospirillum brasilense and
with its natural associative bacterium Phyllobacterium myrsina-
cearum in alginate beads. Can J Microbiol 47:1–8

Leung KT, So J-S, Kostrzynska M, Lee H, Trevors JT (2000) Using a
green fluorescent protein gene-labeled p-nitrophenoldegrading
Moraxella strain to examine the protective effect of alginate

encapsulation against protozoan grazing. J Microbiol Meth
39:205–211

Luna-Pabello VM, Mayén R, Olvera-Viascan V, Saavedra J, Durán de
Bazúa C (1990) Ciliated protozoa as indicators of a wastewater
treatment system performance. Biol Wastes 32:81–90

Madoni P, Davoli D, Chierici E (1993) Comparative analysis of the
activated sludge microfauna in several sewage treatment works.
Water Res 27:1485–1491

Mallick N (2003) Biotechnological potential of Chlorella vulgaris for
accumulation of Cu and Ni from single and binary metal
solutions. World J Microbiol Biotechnol 19:695–701

Martín-Cereceda M, Serrano S, Guinea A (1996) A comparative study
of ciliated protozoa communities in activated-sludge plants.
FEMS Microbiol Ecol 21:267–276

Martín-Cereceda M, Pérez-Uz B, Serrano S, Guinea A (2001)
Dynamics of protozoan and metazoan communities in a full
scale wastewater treatment plant by rotating biological contactors.
Microbiol Res 156:225–238

Mata TM, Martins AA, Caetano NS (2010) Microalgae for biodiesel
production and other applications: a review. Renew Sust Energ
Rev 14:217–232

McHugh DJ (1987) Production and utilization of products from
commercial seaweeds. FAO Fisheries Technical Paper No 288,
Rome

McLoughlin AJ (1994) Controlled release of immobilized cells as a
strategy to regulate ecological competence of inocula. Adv
Biochem Eng Biotechnol 51:2–45

Moreno-Garrido I (2008) Microalgae immobilization: current techni-
ques and uses. Bioresource Technol 99:3949–3964

Moreno-Garrido I, Codd GA, Gadd GM, Lubian LM (2002)
Acumulación de Cu y Zn por células microalgales marinas
Nannochloropsis gaditana (Eustigmatophyceae) inmovilizadas
en alginato de calcio. Cienc Mar 28:107–119

Moter A, Göbel UB (2000) Fluorescence in situ hybridization (FISH)
for direct visualization of microorganisms. J Microbiol Meth
41:85–112

Novitsky JA (1990) Protozoa abundance, growth, and bacterivory in
the water column, on sedimenting particles, and in the sediment
of Halifax Harbor. Can J Microbiol 36:859–863

Oliveira ALM, Stoffels M, SchmidM, Reis VM, Baldani JI, Hartmann A
(2009) Colonization of sugarcane plantlets by mixed inoculations
with diazotrophic bacteria. Eur J Soil Biol 45:106–113

Oswald WJ (1992) Microalgae and wastewater treatment. In:
Borowitzka MA, Borowitzka LJ (eds) Microalgal Biotechnology.
Cambridge University Press, Cambridge, pp 305–328

Perez-Garcia O, Bashan Y, Puente ME (2011) Organic carbon
supplementation of sterilized municipal wastewater is essential
for heterotrophic growth and removing ammonium by the
microalga Chlorella vulgaris. J Phycol 47:190–199

Prasad K, Kadokawa J-I (2009) Alginate-based blends and nano/
microbeads. Microbiology Monographs 13:175–210

Sherr EB, Sherr BF (1987) High rates of consumption of bacteria by
pelagic ciliates. Nature 325:710–711

Skjåk-Bræk G, Martinsen A (1991) Application of some algal
polysaccharides in biotechnology. In: Guiry MD, Blunden G
(eds) Seaweed resources in Europe: uses and potentials. Wiley,
New York, pp 219–257

Smidsrød O, Skjåk-Bræk G (1990) Alginate as immobilization matrix
for cells. Trends Biotechnol 8:71–78

Steenson LR, Klaenhammer TR, Swaisgood HE (1987) Calcium
alginate-immobilized cultures of lactic Streptococci are protected
from bacteriophages. J Dairy Sci 70:1121–1127

Stoffels M, Castellanos T, Hartmann A (2001) Design and application
of new 16S rRNA-targeted oligonucleotide probes for the
Azospirillum–Skermanella–Rhodocista-cluster. Syst Appl Micro-
biol 24:83–97

Appl Microbiol Biotechnol (2012) 93:2669–2680 2679

http://dx.doi.org/10.1111/j.1529-8817.2011.01062.x


Tanaka H, Ohta T, Harada S, Ogbonna JC, Yajima M (1994)
Development of a fermentation method using immobilized cells
under unsterile conditions. 1. Protection of immobilized cells against
anti-microbial substances. Appl Microbiol Biotechnol 41:544–550

Trevors JT, van Elsas JD, Lee H, van Overbeek LS (1992) Use of
alginate and other carriers for encapsulation of microbial cells for
use in soil. Microb Releases 1:61–69

Tso SF, Taghon GL (1997) Enumeration of protozoa and bacteria in
muddy sediment. Microb Ecol 33:144–148

Weir SC, Dupuis SP, Providenti MA, Lee H, Trevors JT (1995)
Nutrient-enhanced survival of and phenanthrene mineralization
by alginate-encapsulated and free Pseudomonas sp. UG14Lr cells
in creosote-contaminated soil slurries. Appl Microbiol Biotechnol
43:946–951

Yabur R, Bashan Y, Hernández-Carmona G (2007) Alginate from the
macroalgae Sargassum sinicola as a novel source for microbial
immobilization material in wastewater treatment and plant
growth promotion. J Appl Phycol 19:43–53

Zohar-Perez C, Chernin L, Chet I, Nussinovitch A (2003) Structure of
dried cellular alginate matrix containing fillers provides extra
protection for microorganisms against UVC radiation. Radiat Res
160:198–204

Zohar-Perez C, Chet I, Nussinovitch A (2004a) Unexpected distribu-
tion of immobilized microorganisms within alginate beads.
Biotechnol Bioeng 88:671–674

Zohar-Perez C, Chet I, Nussinovitch A (2004b) Irregular textural
features of dried alginate–filler beads. Food Hydrocolloid
18:249–258

2680 Appl Microbiol Biotechnol (2012) 93:2669–2680


	Alginate...
	Abstract
	Introduction
	Materials and methods
	Microorganisms and initial growth conditions
	Immobilization of microorganisms in alginate beads
	Culture conditions in wastewater
	Experiments with immobilized cultures
	Experiments with microbial suspension

	Microbial and microfauna counts
	Wastewater samplings and analyses
	Scanning electronic microscope
	Fixation and preparation of samples for FISH
	In situ hybridization
	Visualization
	Quantification of A. brasilense
	Experimental design and statistical analysis

	Results
	Survival of C. sorokiniana and A. brasilense as free cells in municipal wastewater
	Quantification of colonization of microorganisms inside and outside immobilized alginate beads submerged in wastewater
	Visualization of colonization by FISH and SEM of microorganisms inside and outside alginate beads submerged in wastewater
	Tertiary wastewater treatment by C. sorokiniana and A. brasilense immobilized in alginate beads

	Discussion
	References


