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Summary. Protists, mainly ciliates, play several essential roles in biological wastewater treatment, such as the transfer of
matter and energy, bacterial predation, and the removal of organic material. Moreover, during the treatment process, the for-
mation of bioaggregates—flocs and biofilms—is essential to obtaining high-quality effluents. In the present study,
Tetrahymena thermophila was used as a model organism to demonstrate the contribution of ciliates to bioflocculation. Axenic
cultures of this species were exposed to chemical and mechanical stimuli that promote bioaggregation. In either case, the
secretion of a capsulate mucous material by the ciliates or by particle aggregation was detected. Numerous, small, loosely
compacted flocs were observed under shaking conditions and in the presence of latex beads. The composition of the exopoly-
meric material secreted by ciliates was analyzed by a series of fluorochromes and colorimetric methods, which showed that
carbohydrates and nucleic acids were the main components involved in matrix formation and particle adhesion. [Int
Microbiol 2007; 10(2):91-96]
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Introduction

Bioaggregate formation is one of the most important ecolog-
ical strategies of microorganisms for the efficient coloniza-
tion of different natural and artificial habitats. The main step
in the development of microbial consortia is the formation of
an extracellular matrix, which is produced by the biological
activity of the bacteria [15,24], protists, and other organisms
that support the structure of the bioaggregates. This matrix
consists of extracellular polymeric substances (EPS), mostly
polysaccharides and proteins, although small amounts of
nucleic acids, amino acids, and lipids have also been
described [10,19]. Due to their hydrophobic properties and

their charge, bioaggregates allow the accumulation of nutri-
ents, constitute an ecological niche that protects the micro-
bial community against toxic injury, diminish the accessibil-
ity of constituent microbial cells to predation, and foster
genetic exchange [1,6,12,28].

In artificial environments, such as in biological reactors
of wastewater treatment plants (WWTP), microbial commu-
nities involved in the elimination of organic matter and other
contaminants of the input are established as flocs or biofilms,
depending on the design of the reactor. The effluent quality
depends on the capacity to remove the bioaggregates—flocs
or biofilms—from the purified water, which is returned to
natural habitats. In a previous study, we analyzed the struc-
ture and composition of exopolymeric substances in flocs
and biofilms of rotating biological contactors. These sub-
stances consist of proteins, humic-like material, and polysac-
charides, which are the main components [18]. Other authors
have described the flocs of activated sludge plants as aggre-
gates of cells surrounded by a fibrous matrix of exopolysac-
charides [7].
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Together with bacterial populations, protists—mainly cil-
iates—are the principal functional microbial community that
promotes wastewater treatment. They are essential for the
transfer of matter and energy through different trophic levels
[25], preserve the stability of bacterial populations [5], and
remove organic matter, either dissolved [13] or flocculated
[22]. In addition, several authors have suggested that protists
contribute to the flocculation process by the secretion of
polymeric compounds [4,31].

The main objective of the present study was to demon-
strate the role of ciliates in biological aggregate formation
and the importance of this process in the biological treatment
of wastewater. Due to the complexity of the microbial com-
munities that are involved in the biological treatments carried
out in WWTP, the first step was to confirm whether ciliates
growing in axenic culture, i.e., in the absence of other popu-
lations, can undergo bioaggregation. To this end, the ciliate
Tetrahymena thermophila was selected as a model organism,
because this species, reported in WWTP [9], can be easily
grown in stable axenic culture. 

Materials and methods

Culture conditions. Axenic cultures of Tetrahymena thermophila
(CCAP 1630-1M) were maintained in proteose peptone glucose medium
(PPG-Cultimed 403939.1210) containing an antibiotic antimycotic solution
(Sigma A5955). The absence of bacteria was confirmed by periodic inocula-
tion of samples in tryptone soy agar. 

Exocytosis experiments. Alcian blue (Sigma, CAS 75881-23-1) was
used as an inducer of cell exocytosis, following the protocol described by
Turkewitz and Kelly [30].

Aggregation experiments. An aqueous suspension of latex beads
(Sigma polystyrene latex beads SD 26-diameter 21.1 mm) was added to ciliate
cultures (1:500 ml). Control experiments consisted of latex beads incubated in
sterile culture medium. As the experiment progressed, samples were observed
under a Zeiss Stemi s V6 or a Nikon SMZ-2T stereoscopic microscope.

Determination of EPS composition. Three different lectins were
tested for their abilities to stain carbohydrates: peanut agglutinin (PNA),
from Arachis hypogaea, (Sigma L7381), which reacts specifically with D-
galactose; concanavalin A (Con A), from Canavalia ensiformis, (Sigma
C7642), which reacts with D-manose and D-glucose; and wheat-germ
agglutinin (WGA), from Triticum vulgare, (Sigma L4895), which reveals
N-acetyl-D-glucosamine residues. Each of the lectins was coupled to fluo-
rescein. Working and stock solutions were prepared following the proce-
dures of Wilks and Sleigh [32]. Axenic cultures of T. thermophila were
incubated with latex beads (1:500 ml) and 50 mg of each type of lectin/ml
for 20 min and then washed three times with phosphate-buffered saline
(PBS). The absence of unspecific binding to the latex beads was confirmed
by controls with each of the carbohydrates. Lectins were also assayed by
incubation with ciliate cultures (200 cells/500 ml) without the addition of
latex beads. Ciliate samples were treated with 5-[(4,6-dichlorotriazin 2-
yl]amino) fluorescein hydrochloride (DTAF) (Sigma D0531) for the detec-
tion of proteins, and with propidium iodide (Sigma 81845) to detect DNA
of non-viable cells. The cells were double stained by incubating them for
40 min in the presence of both fluorochromes diluted in PBS until a

respective final concentration of 2 and 10 mg/ml. Excess stain was washed
off with PBS. 

Microscopy. Preparations were observed under a Zeiss Axioplan microscope
with a refrigerated digital camera (CCD spot Camera). Images were analyzed
with the software MetaMorph Imaging System (Universal Imaging System).

Quantitative determination of exopolymers. The quantity of
exopolymers produced by the ciliates in axenic conditions was measured in
140 ml of PPG medium plus antibiotic inoculated with 10 ml of a culture in
exponential growth phase. Aliquots of these cultures were taken daily from 72
h to 168 h for quantification. Samples were filtered through 0.45-µm pore size
filters (Millipore) to remove ciliate cells, and the filtered solution was stored
at –80ºC. The exopolymers were characterized quantitatively using different
colorimetric methods: polysaccharides were assessed by the phenol/sulfuric-
acid method [8]; proteins, by the Bio-Rad protein assay (500-0006) [3]; and
uronic acids by the carbazol method [2]. Standard concentrations were
expressed as mg/ml. Each of the experiments was carried out in duplicate.

Results 

Exocytosis experiments. The exposure of axenic cul-
tures of T. thermophila to Alcian blue induced active exocy-
tosis by the cells. Immediately after exposure, the cells
secreted a conspicuous ovoid capsule that surrounded most
of the ciliates. Within several minutes, cells emerged from
the capsule (Fig. 1A), and the capsular residues enhanced the
formation of aggregates in the cultures (Fig. 1B).

Aggregation experiments. Aggregation of latex beads
was observed as early as 3 h after the addition of particles to
axenic cultures of the ciliate. These aggregates settled when
mechanical shaking was stopped. After several days, there were
many small, loosely compacted aggregates, with open spaces
between particles (Fig. 2A). Control experiments of latex beads
in PPG medium showed no aggregation (Fig. 2B).

Characterization and quantification of exo-
polymers in axenic cultures of T. thermophila.
Analyses of the exopolymeric matrix of axenic cultures are
shown in Fig. 3 (A–H). A heterogeneous matrix that strongly
stained with the lectin Con A developed over the surface of
the particles, which contributed to their binding to each other
(Fig. 3A). Axenic cultures with PNA-treated latex beads had
a peripheral matrix that stained very faintly and which
included more intensely fluorescent rounded structures (Fig.
3B). WGA-treated beads also formed round structures, which
were intensely fluorescent and embedded in a faint matrix
(Fig. 3C). No specific staining was observed in controls of
lectins and latex beads (Fig. 3D). Cellular binding sites were
determined by incubating the cells with each of the three
lectins. In every case, after 20-min of exposure, T. ther-
mophila showed variable labeling of cellular food vacuoles
(Fig. 3E,F). Images obtained with DTAF, either from control
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experiments (latex beads in culture medium) or in prepara-
tions containing ciliates, did not show any fluorescence (Fig.
3G). However, the nuclei of the ciliates were clearly visible
when stained with propidium iodide (Fig. 3H). 

Spectrophotometric analysis showed a slight increase in
the quantity of exopolymers contained in ciliate cultures
(Fig. 4). Polysaccharides were the most abundant polymeric
substances detected (Fig. 4). The amounts of proteins and
uronic acids hardly changed throughout incubation of the cil-
iate cultures and did not differ greatly from those of control
values (culture medium). 

Discussion

The quality of the effluent released from biological reactors
of WWTPs depends on the effective development of bioag-
gregates. These are made up of diverse polymeric substances
originating from the biological activity of resident microor-
ganisms. Although initially, production of the intracellular
storage product poly-β-hydroxybutyric acid was thought to
be responsible for bacterial aggregation, it is now known that

EPS, produced by activated-sludge microorganisms, are
mainly responsible for floc formation [16]. 

While bacteria populations are of great importance in
wastewater treatments, ciliates constitute the second most
relevant community in these systems [17]. Tetrahymena ther-
mophila, a free-swimming ciliate found in the mixed liquor,
was used to analyze the contribution of ciliates to floc forma-
tion independent of bacterial activity. The extrusion of poly-
meric material by cellular organelles (extrusomes) in
response to diverse external stimuli has been illustrated for
different species of ciliates. Following discharge of the extru-
somes, the cell remains intact and functional and the
organelles are replaced within the same cell shortly thereafter
(for a review, see [23]). Extrusomes of T. thermophila, which
have been described as mucocysts, are very numerous and
are arrayed longitudinally within the cell [11,27]. Exocytosis
can be stimulated by exposing the cells to dibucaine [29] or
Alcian blue [20]. In the present study, Alcian blue chemical-
ly stimulated the extrusion of capsules around the T. ther-
mophila cells, thereby demonstrating that this mucous mate-
rial contributes to cellular aggregation and facilitates the
adhesion of particles in the culture medium. Therefore, the

BIOAGGREGATION BY T. THERMOPHILA

Fig. 1. (A) Capsule of Tetrahymena ther-
mophila after exposure of the cells to Alcian
blue. An emerged cell can be seen adjacent
to this structure. (B) Aggregate formed by
two capsules linked to materials from the
culture. In
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Fig. 2. Aggregation of latex beads in
axenic cultures of Tetrahymena ther-
mophila. (A) Several days after particle
addition, numerous small flocs are visi-
ble. (B) In the control experiment, latex
beads accumulated at the bottom of the
well with no sign of aggregation. In
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exocytosis of this material is a mechanism by which cili-
ates—including T. thermophila—may contribute to floc for-
mation. Staining of the polymeric material with Alcian blue
suggested that it consists of carbohydrates. The addition of
latex beads to the cultures revealed the active involvement of

T. thermophila in the flocculation process, while exposure of
the aggregates to diverse fluorochromes allowed the compo-
sition of the EPS to be determined. Incubation of the cells
with fluorescently coupled lectins showed that the extracellu-
lar matrix in axenic cultures of T. thermophila comprised glu-
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Fig. 3. Aggregates in cultures of T. ther-
mophila containing latex beads treated
with different fluorochromes. (A) Con A
stained material. (B) Fluorescent stain-
ing obtained with PNA. (C) Labeling of
the material surrounding the beads by
WGA. (D) Control experiment with a
fluorescent lectin. (E) Phase-contrast
image of a cell after exposure to fluores-
cent lectins. (F) PNA staining of food
vacuoles. (G) Aggregates stained with
DTAF. Fluorescence was not observed
around the latex beads added to the cili-
ate cultures. (H) Aggregated latex beads
stained with propidium iodide. Fluores-
cent round structures are attached to the
surface of latex beads. Scale bars = 20 µm.
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cose, mannose, N-acetyl glucosamine, and galactose (some
of the carbohydrates were also detected with the phenol/sul-
furic-acid method). The hydrophobic properties of polysac-
charides and their negative electrical charges may account
for their capacity to promote aggregation by establishing
electrical bridges and van der Waals forces [12,14]. Diatoms
are other protists able to produce large quantities of polysac-
charides, especially glucose and xylose, although the exact
constituents differ among species [21,26].

Protein fractions were not detected either colorimetrically
or after staining of the matrix with DTAF. However, propidi-
um iodide staining showed that it did contain nuclear residues
of ciliates. Although the role of nucleic acids in flocculation is
not well-understood, their presence as an important fraction in
ciliate cultures suggests that they support floc adhesion by
increasing the overall negative charge of the EPS.

In conclusion, the aggregation of particles is observed in
axenic cultures of T. thermophila exposed to chemical or
mechanical stimuli. Ciliate EPS is composed mainly of carbo-
hydrates and nucleic acids, which are involved in matrix for-
mation and the adhesion of aggregates. The contribution of cil-
iates to bioaggregation may increase the effectiveness of adhe-
sion within aggregates in water purification treatment.

Acknowledgements. This work was supported by grant BOS2002-
01042 from the Ministerio de Ciencia y Tecnología, Spain 

References

1. Barker DJ, Stuckey DC (1999) A review of soluble microbial products
(SMP) in wastewater treatment systems. Water Res 33:3063-3082

2. Bitter T, Muir HM (1962) A modified uronic acid carbazole reaction.
Anal Biochem 4:330-334

3. Bradford M (1976) A rapid and sensitive method for the quantitation of
microgram quantities of protein utilizing the principle of protein–dye
binding. Anal Biochem 72:248-254 

4. Curds CR (1963) The flocculation of suspended matter by Paramecium
caudatum. J Gen Microbiol 33:357-363

5. Curds CR (1975) Protozoa. In: Curds CR, Hawkes HA (eds) Ecological
aspects of used-water treatment, vol I, The organisms and their ecology.
Academic Press, London, pp 203-268

6. Donlan RM (2002) Biofilms: microbial life on surfaces. Emerg Infect
Dis [serial online], 8. URL: [http://www.cdc.gov/ncidod/EID/
vol8no9/02-0063.htm]

7. Droppo IG, Flannigan DT, Leppard GG, Jaskot C, Liss SN (1996) Floc
stabilization for multiple microscopic techniques. Appl Environ
Microbiol 62:3508-3515

8. Dubois M, Gilles KA, Hamilton JK, Rebers PA, Smith F (1956)
Colorimetric method for determination of sugars and related substances.
Anal Chem 28:350-356

9. Esteban G, Téllez C, Bautista LM (1991) Dynamics of ciliated protozoa
communities in activated-sludge process. Water Res 25:967-972

10. Flemming HC, Wingender J (2001) Relevance of microbial extracellu-
lar polymeric substances (EPSs). Part I: Structural and ecological
aspects. Water Sci Technol 43:1-8

11. Frankel J (1990) Cell biology of Tetrahymena thermophila. In: Asai DJ,
Forney JD (eds) Tetrahymena thermophila. Academic Press, London, pp
27-108

12. Görner T, de Donato P, Ameil HH, Montarges-Pelletier E, Lartiges BS
(2003) Activated sludge exopolymers: separation and identification
using size exclusion chromatography and infrared micro-spectroscopy.
Water Res 37:2388-2393

13. Güde H (1979) Grazing by protozoa as selection factor for activated
sludge bacteria. Microb Ecol 5:225-237

14. Jorand F, Boué-Bigne F, Block JC, Urbain V (1998) Hydropho-
bic/hydrophilic properties of activated sludge exopolymeric substances.
Water Sci Technol 37:307-315

15. Lasa I (2006) Towards the identification of the common features of bac-
terial biofilm development. Int Microbiol 9:21-28

16. Liss SN, Droppo IG, Flannigan DT, Leppard GG (1996) Floc architec-
ture in wastewater and natural riverine systems. Environ Sci Technol
30:680-686

17. Madoni P (1994) A sludge biotic index (SBI) for the evaluation of the
biological performance of activated sludge plant based on the microfau-
na analysis. Water Res 28:67-75

BIOAGGREGATION BY T. THERMOPHILA

In
t. 

M
ic

ro
bi

ol
.

Fig. 4. Proteins (circles), polysaccharides (squares), and uronic acids
(triangles) present in the polymeric material were measured over the
course of the experiment. Values are expressed in mg/ml.



96 INT. MICROBIOL. Vol. 10, 2007

18. Martín-Cereceda M, Jorand F, Guinea A, Block JC (2001)
Characterization of extracellular polymeric substances in rotating
biological contactors and activated sludge flocs. Environ Technol
22:951-959

19. Neyens E, Baeyens J, Dewil R, De Heyder B (2004) Advanced sludge
treatment affects extracellular polymeric substances to improve activat-
ed sludge dewatering. J Hazard Mater 106:83-92

20. Orías E, Flacks M, Satir BH (1983) Isolation and ultrastructural charac-
terization of secretory mutants of Tetrahymena thermophila. J Cell Sci
64:49-67

21. Passow U (2002) Transparent exopolymer particles (TEP) in aquatic
environments. Prog Oceanogr 55:287-333

22. Ratsak CH, Kooi BW, van Verseveld HW (1994) Biomass reduction and
mineralization increase due to the ciliate Tetrahymena pyriformis graz-
ing on the bacterium Pseudomonas fluorescens. Water Sci Technol
29:119-128

23. Rosati G, Modeo L (2003) Extrusomes in ciliates: diversification, distri-
bution and phylogenetic implications. J Euk Microbiol 50:383-402

24. Sarró MI, García AM, Moreno DA (2005) Biofilm formation in spent
nuclear fuel pools and bioremediation of radioactive water. Int
Microbiol 8:223-230

25. Sommer U (1996) Plankton ecology: the past two decades of progress.
Naturwissenschaften 83:293-301 

26. Staats N, de Winder B, Stal LJ, Mur LR (1999) Isolation and charac-
terization of extracellular polysaccharides from the epipelic diatoms
Cylindrotheca closterium and Navicula salinarum. Eur J Phycol
34:161-169

27. Tokuyasu K, Scherbaum OH (1965) Ultrastructure of mucocysts and
pellicle of Tetrahymena pyriformis. J Cell Biol 27:67-81

28. Tsuneda S, Aikawa H, Hayashi H, Yuasa A, Hirata A (2003)
Extracellular polymeric substances responsible for bacterial adhesion
onto solid surface. FEMS Microbiol Lett 223:287-292

29. Turkewitz AP, Kelly RB (1992) Immunocytochemical analysis of secre-
tion mutants of Tetrahymena using a mucocyst-specific monoclonal
antibody. Dev Genet 13:151-159

30. Turkewitz A, Chilcoat ND, Haddad A, Verbsky JW (1999) Regulated
protein secretion in Tetrahymena thermophila. In: Asai DJ, Forney JD
(eds) Methods in cell biology (Tetrahymena thermophila) 62:347-362.
Academic Press, New York

31. Watson JM (1945) Mechanisms of bacterial flocculation caused by pro-
tozoa. Nature 155:271

32. Wilks SA, Sleigh MA (2004) Lectin binding sites on Euplotes mutabilis
(Tuffrau, 1960) and the implications for food particle selection. Europ J
Protistol 40:153-162 

ARREGUI ET AL


