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Abstract

Autotrophic ammonia-oxidizing bacteria are a critical factor of the microbial community in industrial wastewater
treatment systems. We evaluated the diversity and community composition of B-proteobacterial ammonia-oxidizing
bacteria in two full-scale treatment reactors - a sand filter and a biological aerated filter - receive an identical
wastewater. Polymerase chain reaction of the 16S rRNA gene fragments of ammonia-oxidizing bacteria-selective
primers was merged with denaturing gradient gel electrophoresis to allow the comparative analysis of the dominant
ammonia-oxidizing bacteria populations. The phylogenetic affinities of the dominant ammonia-oxidizing bacteria
were verified by cloning and sequencing of polymerase chain reaction-amplified 16S rRNA gene fragments.
Denaturing gradient gel electrophoresis profiles were evaluated using a probability-based similarity index. An
exploitation of a probabilistic index of similarity permitted us to consider the differences and similarities observed in
ammonia-oxidizing bacteria community structure in different samples were statistically significant or could be
accounted for random matching of bands in denaturing gradient gel electrophoresis profiles that would propose
random colonization of the reactors at different ammonia-oxidizing bacteria. All Possibly-like sequences recognized,
grouped within the Nitrosomonas genus. A greater diversity of ammonia-oxidizing bacteria were detected in trickling
filters than the BAF on all samples analyzed were initiate to be dominated by ammonia oxidizing bacteria most
closely linked to Nitrosococcus mobilis. Numerical investigation of the denaturing gradient gel electrophoresis
profiles indicated that the ammonia-oxidizing bacteria community in depth profiles from the filter beds was selected

in a non-random manner.
. J

Keywords: Environmental Genomics; Ammonia oxidizing bacteria;
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Introduction

Soil environment offers an amazing diversity of microorganisms,
and the composition of soil microbial communities may be highly
variable within the area. Despite considerable interest in
understanding how microbial communities are structured across space
[1-3], we still have a relatively limited understanding of biotic and
abiotic factors that can drive the observed spatial variability of
community composition. In addition, because the vast majority of soil
bacteria were grown, we can use studies that compare the community
in a variety of soil types to gain insight into the ecology, physiology
and life history strategies, uncultivated microbial taxa. A number of
recent studies have examined the distribution of bacterial communities
in a variety of different soils. However, these studies are limited to high
levels of soil bacterial diversity, which (currently) makes it difficult to
survey the entire community high level taxonomic resolution over a
large number of individual samples. This limitation is less problematic
when considering the distribution of individual bacterial taxa that can
be studied at relatively subtle levels of phylogenetic resolution.
Ammonia oxidizing bacteria represented genera Nitrosomonas and
Nitrosospira within p-subclass Proteobacteria to [4] are particularly
suitable for investigating the distribution of soil microbes in space as
phylogenetic relationships within the ammonia oxidation bacteria
(ammonia oxidizing bacteria) are quite well described [5].

Furthermore, unlike many other bacterial taxa found in soil, it is a
group represented by the relatively large number of cultured isolates.
In addition, ammonia oxidizing bacteria, together with the ammonia-
oxidizing archaea [6-8] to perform the step of limiting the rate of
nitrification and play a key role in regulating the dynamics of soil
nitrogen. For this reason, studies of ammonia oxidizing bacteria
biogeography may have a direct relationship to study soil
biogeochemical given that different ammonia oxidizing bacteria
groups may have different physiological and ecological characteristics
[9].

Despite the fact that the ammonia oxidizing bacteria have been
studied for decades, their biogeochemical importance, ubiquity and
which have the potential to serve as a "model taxon" biogeographical
studies, we know of no previous studies that comprehensively
investigated diversity and composition of ammonia oxidizing bacteria
communities in many types of ecosystems. We know that distinct soil
often conceal various ammonia oxidizing bacteria communities. A
number of environmental factors, including the type of vegetation
[10-12], the nutrient levels in the soil [13-17], soil microclimate
[13,17,18], and control procedures [19-21] was found to have a
significant effect on spatial variability exhibited ammonia oxidizing
bacteria communities. However, because most studies have compared
the ammonia-oxidizing bacteria communities across a rather limited
number of samples, with one exception, the study by Avrahami and
Conrad [18], it was difficult to determine what soil biotic and abiotic
characteristics are associated with ammonia oxidizing bacteria
community composition across a larger space. Of course we must be
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cautious about interpreting these studies because they are basically
observing nature. No one has yet conducted robust, controlled and
statistically designed experiments on the effect of environmental
conditions on the distribution of ammonia-oxidizing bacteria. The
purpose of this study was to investigate the diversity of ammonia
oxidizing bacteria in two deferent full-scale reactors treating sewage
same mixed domestic and industrial waste. Many culture techniques
independent of it was used. Polymerase chain reaction was used to
amplify fragments of the 16S rRNA gene primers with selective to
ammonia oxidizing bacteria beta-proteobacterial [19,22]. PCR
amplified fragments were analyzed by denaturing gradient
electrophoresis gel and the profiles were numerically analyzed to
statistically significant compared populations dominant ammonia
oxidizing bacterial reactors. Moreover, selection of the cloned PCR -
amplified fragments of the 16S rRNA gene derived from the reactors
was sequenced to determine the phylogenetic affiliation prevailing
ammonia oxidizing bacteria -like sequences.

Materials and Methods

Reactor operation

Samples were assembled from an industrial waste water treatment
plant receiving a blend waste of domestic and industrial source. The
plant is in the shape of a multi-step treatment process. Two reactors
were examined from the treatment plant, a filter bed reactor and
biological aerated filter operating in parallel. Typical loads of the
wastewater treatment plant: TBOD, 3280 kg/day; COD: 14800 kg/day;
NH4* - N: 800 kg/day; TSS: 2860 kg/day; and typical values for final
effluent quality of the facility is: TBOD: 8.0 mgL'!; COD: 122.8 mgL};
NH*4 - N: 1.4 mgL'!; TSS: 16.4 mgLL.

Sampling

Biomass samples were taken in a duplicate from the back- wash flow
from each unit in the biologically activated filter system. Top middle
and lower of the primary and secondary sample was taken from filter
beds of manual excavation. Biomass was retained immediately on
samples in 55 % ethanol and stored at -20°C before analysis.

Nucleic acid extraction and polymerase chain reaction /RT-
PCR amplification

Sediments were compacted by centrifugation at 12,000 rpm for 20
min and excess water removed. DNA were extracted and purified as
described by Harris et al. from 0.5 g of compressed sediment after
disruption of cells by bead-beating. Both the nucleic acids templates
were prepared following resuspension of extracted nucleic acids in 60
ul of RNase-free sterile water, and DNA templates were again purified
using 0.6 ml Viva spin concentrator columns. Nucleic acid extracts
were quantified by standard agarose electrophoresis and polymerase
chain reaction templates were adjusted to equal concentrations by
dilution. Ammonia-oxidiser 16S rRNA gene fragments were amplified
from extracted DNA by nested polymerase chain reaction using B-
proteobacterial ammonia oxidiser primers (Hayes P. 2001) followed by
the general eubacterial primers (Nicol et al. 2003), after a 1:50 dilution
to prevent non-specific amplification. Planctomycete 16S rRNA gene
fragments were amplified using the semi-specific Planctomycetales-
Verrucomicrobia assay (Nicol et al. 2003) with the primers PLA40f and
1492r. 16S rRNA gene sections were also amplified from DNA
generated from extracted RNA by reverse transcriptase- polymerase

chain reaction by means of a variation of the method described by
Griffiths et al. DNA-free RNA was acquired by treating 10 ul of
extracted RNA with 3 U of RQ1 RNase-free DNase for 25 min at 40°C,
to which 10 pl of RT reaction mixture was added according to the
manufacturer’s instructions. We used 1 pl of digested nucleic acids as
polymerase chain reaction-template to ensure complete removal of
DNA. Reverse transcription was carried out at 42°C for 50 min and the
enzyme was subsequently heat inactivated for 15 min at 70°C.
Polymerase chain reaction-amplified fragments were resolved by
standard horizontal electrophoresis on 1% (w/v) agarose gels. 16S
rRNA gene fragments were also polymerase chain reaction -amplified
from pure cultures and clones representative of B-proteobacterial
ammonia oxidizing bacterial clusters as described by Nicol et al. and
Griffith et al. Planctomyces maris AL and P brasiliensis VL32 were
used as controls for polymerase chain reaction amplifications with the
PV assay. The primers and the polymerase chain reaction conditions
for all primer pairs used are tabulated in table 1. An individual
reagents and their concentrations were as follows: 1 x polymerase
chain reaction buffer, 1 U Biotaq DNA polymerase and 1.5 mM
MgCly; each primer had a concentration of 0.2 puM and each
deoxynucleoside triphosphate a concentration of 250 pM.
Amplification was carried out with a total volume of 50 yl, using an
omn-E thermal cycler and applying the thermal cycle conditions in
table 1.

Denaturing gradient gel electrophoresis

A Bio -Red D Gene TM system (Bio-Red, USA) was used to
perform denaturing gradient gel electrophoresis analysis as per the
method of Griffiths et al. [23] Briefly, the polymerase chain reaction
amplification samples loaded of 8% (w/v) polyacrylamide gels in 1 X
TAE . The polyacrylamide gels were prepared with a denaturing
gradient ranging from 45% to 60%. Overnight electrophoresis was
carried out for 15 hours at 60°C and 40 V, and then the gels were
plunged for 20 minutes in 200 puL 1X TAE II supplemented with
nucleic acid gel stain. Afterwards, the pictures of the gels were captured
with a UV transillumination table in combination with a video camera
module.

Analysis of denaturing gradient gel electrophoresis

The obtained denaturing gradient gel electrophoresis blueprints
were then analyzed by Help Bio Numerics software (version: 7.5,
Belgium). This software define the different levels, surroundings
elimination, marker assisted normalization, which contains
compensating for intensity differences between the orbits, and
assigning different bands in each lane. An array of facilities for
densiometric curves the band design was computed based on the
Pearson product-moment correlation coeflicient and dendrograms
were constructed using UPGMA bond. Separations of Relevant and
non-relevant clusters were again splited by the cluster cut-off method.
An analysis of moving window consisted of plot progression in time of
the connection values between two consecutive analyze dates and are
useful when analyzing bacterial community stabilities [24]. For
sequence analysis intention, the required denaturing gradient gel
electrophoresis band fragments were excised and cloned by polymerase
chain reaction 2.1- TOPO cloning kit according to the manual
instructions. DNA sequencing was performed by Bangalore Genei.
DNA sequence analysis was carried out using BLAST server of the
National Center for Biotechnology Information with The BLAST
algorithm and specifically with the BLASTN program.
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Primer Target group PCR Thermocycling
approach programme
CTO189f-GC- | B-subgroup DGGE/ Initial denaturing time 5
CTO654 (465 AOBs nested min; annealing
bp) amplification | temperature 55°C;
1st stage extension time 45 s; final
extension time 5 min
PLA40f-pf1053r | Planctomycetal | DGGE/ Initial denaturing time 5
(1.0 kb) es- nested min; annealing
Verrucomicrobia | amplification | temperature 61°C;
1st stage extension time 70 s
355f-GC-516r | Eubacteria DGGE/ Initial denaturing time 2
(161 bp) nested min; annealing
amplification | temperature 55°C;
2nd stage extension time 30 s; final
extension time 5 min

chain reaction but were generally between 40% and 60% (Table 2).
Electrophoresis was performed in Tris-acetate EDTA buffer at 60 0C at
constant voltage of 60 V to 18 hours. Subsequently, the gels were
stained for 1 SYBR Gold nucleic acid gel stain for 45 min and rinsed in
distilled water before the picture analysis on a Syngeneic GELDOC
station. Individual denaturing gradient gel electrophoresis bands were
excised from the gel and incubated overnight at 4°C in 30 ml of H,O.
An aliquot (Ca 5 mL) were used in a polymerase chain reaction with
the same primer set used for denaturing gradient gel electrophoresis
(Table 2, but without the GC clamp attached to a primer) to amplify
the insert. The nucleotide sequences of the 16S rRNA gene fragments
were determined as described above.

Table 1: Primers and PCR conditions.

Cloning and sequencing of 16S rRNA gene fragments

amoA PCR products were ligated according to the manufacturer
recommendations in the cloning vector pCR2.1 delivered with TOPO
TA cloning. Nucleotide sequences were determined on both strands by
the dideoxynucleotide Procedure [25] of cycle sequencing of the
purified plasmid with the Thermo Sequenase Cycle Sequencing Kit and
an infrared automated DNA sequencer under conditions
recommended by the manufacturers. Dye-labelled M13 targeted
sequencing primers were used. 16S rDNA PCR amplificates obtained
from ammonia oxidizing bacteria pure cultures was sequenced directly
using primers targeting conserved regions. The novel 16S rRNA
sequences were added to an adjustment of about 16,000 homologous
primary structures from bacteria using customization tools of ARB
program package. Alignments were purified by visual inspection.
Phylogenetic analyzes were performed using distance matrix,
maximum-parsimony and maximum-likelihood methods by respective
tools of ARB and PHYLIP program packages and fast DNA ml
program [26]. The composition of the datasets varied with respect to
the reference value sequences and adjustment positions included.
Variability’s of the particularized positions alignment was determined
using ARB package and was used as the criteria for removing or
including variable positions for the phylogenetic analyzes.

Denaturing gradient gel electrophoresis screening

Denaturing gradient gel electrophoresis was based on Core et al.
[27]. In essence were group-specific PCR products used as template in
a polymerase chain reaction with an embedded Bacterial denaturing
gradient gel electrophoresis polymerase chain reaction primer pairs
(Table 2). Semi-nested polymerase chain reactions were used in
conjunction with the cyanobacteria/chloroplasts, and the Bacteroidetes
Betaproteobacteria (Table 2). Only one bacterial primer was available
within the 16S rRNA gene fragments, was amplified by the primers
specific for these phylogenetic groups. Polymerase chain reaction
conditions and cycle Protocol for the nested polymerase chain reaction
with denaturing gradient gel electrophoresis primer pairs were the
same as those used for polymerase chain reactions with the group-
specific primer pair, except for Ats as shown in table 2. Denaturing
gradient gel electrophoresis of the polymerase chain reaction products
was performed on 8% (w/v) polyacrylamide gel with urea and
formamide as denaturing. The denaturing gradients are varied with the
denaturing gradient gel electrophoresis primers used for polymerase

Primers utilized for group-| Primers utilized for re-| AT  (semi-)| Denaturing
specific PCR PCR for DGGEa nested PCR| gradient
(1C) used for
DGGE (%)
b
Alf28f/Alf684 341f-GC/518r 56 40-60
Beta360f/Beta680r 518f-GC/Beta682r 60 40-55
Gamma392f/Gamma870r | 518f-GC/785r 56 40-60
CFB550f/CFB966r CFB555f-GC/907r 64 40-60
CYA361f/CYA785r 518f-GC/CYAT785r 56 40-55
Plancto352f/Plancto920r | 518f-GC/907r 60 40-60
Firm350f/Firm814r 518f-GC/785r 56 40-60
9bfm/1512uRc 341f-GC/518r 56 40-60

Table 2: Nested polymerase chain reaction approach with denaturing
gradient gel electrophoresis primers.

ARDRA screening of cloned 16S rRNA genes

Amplified rDNA restriction analysis [28] was used to characterize
the diversity of the gene 16S rRNA in culture collections and clone
libraries. One, or in some cases several representatives of Ardra pattern
groups from each culture collection and clone library were selected for
sequencing. Sequence data were analyzed by ARB software package.
Dendrograms was reconstructed phylogenetic analysis. The frequency
of the 16S rRNA gene was determined by phylotypes Ardra and
subsequent sequencing was used for the analysis of diversity. Shannon
index of diversity (H) was calculated according to the method of
Hammer [29]. Dilution curves were interpolated with freeware
program Analytical diluting 1.3. Coverage of clone libraries was
estimated as previously described by Ho et al. [30].

Phylogenetic analysis

The incomplete 16S rRNA gene sequences from the reactor were
adjusted to published 16S rRNA gene sequences from [-
proteobacterial ammonia oxidizing bacteria and related non- ammonia
oxidizing bacteria was used as out group sequences. A phylogenetic
distance tree was generated using the Jukes and Cantor correction [31],
and the neighbour - joining algorithm [32], implemented in
TREECON software package.
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DGGE pattern analysis

All data analyzes denaturing gradient gel electrophoresis profiles
and environmental variables were performed using the software
program Primer 6 [33]. The similarity of denaturing gradient gel
electrophoresis profiles was determined using Bray-Curtis Index of
similarity by the square root transformation. One similarity matrix
made for all sites was used to make a dendogram using weighted-
average group linkage in cluster analysis and nonmetric
multidimensional scaling plots. Multidimensional scaling is ordination
technique that is representative of the samples as points of a two-
dimensional space. The relative distances between points in the same
ranking as the relative similarities samples, i.e. points that are close to
each other represent the samples that have very similar jointly
composition. The procedure BIO-ENV in the software package
PRIMER 6 was used to relate the main environmental factors to the
bacterial community. This analysis consists of a similarity matrix
obtained from denaturing gradient gel electrophoresis profiles for the
resulting matrix of the Euclidean distances obtained after
normalization of environmental data. This analysis allowed us to
obtain the variable by largest correlations (weighted Spearman rank
correlations). PRIMER 6 was also used to calculate species richness
and Shannon index [34] from the denaturing gradient gel
electrophoresis values.

Raup and Crick’s index

Wastewater treatment using an undefined complex community of
microorganisms to treat various wastes. The assembly of these
organisms to create a community sewage treatment plants is not well
understood, but may be best seen in two ways. (1) Municipalities
observations could be due to the selection of specific ¢ ¢ organisms
that are best adapted to the conditions in the race; Arises deterministic
choice. (2) Municipalities may be present through the colonization of
organisms present in the environment and specific organisms to
colonize a wastewater treatment plant are determined by its chance
arrival and plant propagation. Strictly test whether the similarities in
the microbial community observed in comparing two sewage indeed
the result of a deterministic selection, observed data should be
statistically tested against the null hypothesis [35-38]. In this case, the
null hypothesis is that the similarities can be measured can be
explained by two organisms of the same wastewater. The biggest
similarity is commonly used to compare the process DGGE is unable
to recognize similarities due to random mating strips or adaptation
strip at a level higher than would be expected by chance alone and
statistically test the significance of the observed similarity against one
null hypothesis is rarely explicitly stated in these comparisons. Method
Raup and Crick [39] employs a random selection procedure for the
detection of similarity greater than can be explained by coincidence
the strips for two persons for ¢ forest and enables statistical
significance similarities to be tested against a null hypothesis. Raup
and Crick similarity index compares the number of species common to
the two locations according to the number of species common to the
two sites that could be expected if the species were chosen randomly
from the source file. Differences in the observed data compared with
those randomized to correlate with the level of similarity or
dissimilarity between these two places.

Results and Discussion

A number of modern studies of ammonia oxidizing bacteria in
wastewater treatment plants have recommended that different plants

sustain different populations and diverse levels of species richness. For
example, a household wastewater bio film from a lab - scale reactor was
dominated by North Europe alike ammonia oxidizing bacteria [25]
while the ammonia oxidizing bacterial populations from lab- and full
scale was dominated by Nitroso spiral like bacteria or N. mobilis -like
ammonia oxidizing bacteria respectively [27,12] . Polymerase chain
reaction, denaturing gradient gel electrophoresis and sequence analysis
was combined to determine the dominant ammonia oxidizing bacteria
populations in biologically activated filter and trickling filter reactors.

Denaturing gradient gel electrophoresis

An exploration of duplicate samples by denaturing gradient gel
electrophoresis showed that profiles gained were reproducible;
comparisons of individual samples from each section of the reactor are
shown. An optical assessment of denaturing gradient gel
electrophoresis profiles by bacterial and ammonia oxidizing bacterial
16S rRNA gene fragments from filter beds and biological aerated filter
reactor revealed some different populations of the different sections of
each of the reactors and differences between the reactors (Figures 1
and 2). Bacterial and ammonia oxidizing bacterial denaturing gradient
gel electrophoresis data for the biological aerated filter suggest the
conditions of the reactor choose differentially different for some
populations (Figures 1 and 2, lane 7-9). Biological Aerated Filter
reactor consists of three connected pools each, which is optimized for
different processes. An alteration in the plane of aeration seems to have
an outcome on the bacterial-populations present. This is apparent by a
visual assessment of the banding pattern of each of the three phases
(Figures 1 and 2, lane 7-9). Differences in significant bacterial and
ammonia oxidizing bacterial DGGE data was also scrutinized between
the depths of different filter bed and between the primary and
secondary filter bed (Figures 1 and 2). For example, several ribbons
were exposed in samples from the bottom of the primary filter (Figure
1) and in the secondary filter bed (Figure 1) than at the top of the
primary filter (Figure 1). Furthermore, particularly in the ammonia
oxidizing bacterial denaturing gradient gel electrophoresis profiles,
there seems to be a succession change in bacterial populations through
filter beds. This is clearly the loss of some bands down filter bed pro ¢
le and the appearance of other (Figure 1).

An evaluation of DGGE profiles between filter biological aerated
filter beds and the reactor showed that although both reactors were fed
the same waste they harboured clear ammonia oxidizing bacteria and
bacterial populations (Figure 1 and 2). Biological aerated filter reactor
contained a lower detectable plurality of ammonia oxidizing bacteria
compared to the filter beds. In particular, a number of bands that
migrated further in the denaturing biologically aerated filter reactor.
Yet both reactors seemed to have a common predominant population
(marked X in Figure 1). To confirm identity ammonia oxidizing
bacteria represented by bands denaturing gradient gel electrophoresis
gels PCR - amplified 16S rDNA from waste water treatment plant
samples were cloned and sequenced.
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Figure 1: DGGE profie of ammonia oxidizing bacterial
communities from the trickling filters and biologically aerated
reactors.
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Figure 2: DGGE profile of Eubacterial communities from the
biological aerated filter reactors and trickling filters.

Primary
4 5

3

1 2

:*bﬂu....

Ammonia oxidizing bacterial characterization

Clone Libraries of p-proteobacterial ammonia oxidizing bacterial
16S rRNA genes was assembled from samples from each of the reactors
chosen as those that contain the greatest variety on the basis of
denaturing gradient gel electrophoresis profiles or exhibiting active
nitrification. Two methods denaturing gradient gel electrophoresis and
ARDRA, was employed to screen 30 clones from each sample. Both
methods resulted in similar groups of clones; However denaturing
gradient gel electrophoresis confident more discriminatory than
ARDRA, thus ARDRA appeared underestimating ammonia oxidizing
bacterial diversity in these reactors. The denaturing gradient gel
electrophoresis screening clone libraries available the sequences co-
migrated with mainly of the prevailing bands from the novel
denaturing gradient gel electrophoresis analysis was recovered in clone
libraries (Figure 3). Conversely, some clones present at low frequencies
is not in clone libraries have a similar band in denaturing gradient gel
electrophoresis gel. Still, the intensity of the majority of the bands
reflected different frequency of clones in the libraries. Nucleotide
sequences were determined for each clone type from clone libraries
and were compared with Gen Bank database [40-46]. All ammonia
oxidizing bacterial sequences recovered was between 96 and 99%

identity with the previously identified ammonia oxidizing bacterial 16S
rRNA gene sequences with except for clones 21Fb and 55Fb which had
95% identity N. cryotolerans with Nm55 and environmental clone
related to the Nitrosomonas sp. (Table 3).

Clone Closest relative Percent Origin

type identity

9BAF Nitrosomonas sp. Nm107 | 98.4 Activated sludge

21Fb Nitrosomonas 96.4 Activated sludge
crylotolerans Nm55

26Ft Clone Rw5 99.2 Culture from activated

sludge

19Fb Nitrosomonas sp. AL212 | 99.4 Activated sludge

17Ft Nitrosomonas ureae | 99 Culture from activated
Nm10 sludge

25Ft 36Fb| Nitrosomonas sp. Nm107 | 98.4 Culture from activated

45BAF sludge

11Fb 50Ft | Nitrosomonas sp. Nm51 | 98.4 Activated sludge

67Ft Uncultured B-| 98.2 Activated sludge
proteobacterium  CRE-
Fl40

4T7Ft Uncultured B-| 99 Culture from activated
proteobacterium sludge
SBR1011

55Fb Culture AEM-5 98.6 Activated sludge

43Ft Uncultured B-| 99.2 Culture from activated
proteobacterium 16S-8 sludge

40Fb Uncultured bacterium | 97.4 Activated sludge
Phos-He26

1BAF Uncultured y-| 98.3 Culture from activated
proteobacterium  Bioluz sludge
K38

Table 3: Adjoining neighbour of the cloned sequences of the
biologically activated filter reactor.
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Figure 3: DGGE community profile from the secondary filter bed
and nitrification unit (C) of the BAF system.

A depth analysis of the sequences recovered from biologically
activated filter and filter bed revealed that all were derived from -
proteobacteria. Furthermore, most of the sequences were most closely
related to P-proteobacterial ammonia oxidizers. The rest of the
sequences recovered were usually closely related to either Zhauera spp.
or Dechlorimonas agitatus-like bacteria (Table 2). Ammonia oxidizing
bacteria -like sequences from Nitrification unit of the BAF and the top
and bottom of the filter bed reactors was all recovered, with the genus
Nitrosomonas (Figure 4). The BAF clone library from the reactor had
preponderance N. mobilis-like sequences (Figure 4 and Table 3)
(Nitrosomonas cluster 7). Whereas filter bed samples were more
diverse, and three or four different predominant clone was identified
types bed; N. freedoms like sequences Nitrosomonas spp. 6b cluster
sequences, cluster sequences 6a and Nitrosomonas spp. Cluster 5
sequences Figure 4 and Table 3). The sequences most closely related to
the cluster 6a, 6b and 5 had relatively low sequence identity to the most
similar sequences in the sequence databases and their connection with
these groups based on bootstrap analysis was not robust. This may be a
consequence of the relatively short sequences used in the analysis.
Analysis of long-16S rRNA gene sequences would help place these
sequences con more ¢ arthritis with one of recognized ammonia
oxidizing bacteria clusters. The nearest neighbours sequences reported
were originally recovered from a range of environments but a number
of group sequences from halo tolerant ammonia oxidizing bacteria or
sequences recovered from salt water environments, or enrichments. V.
mobilis-like sequences were found in all the reactors, but were
relatively more abundant in the clone library from BAF (90% of
sequences) than in filter beds (33% on top of the secondary, 27% at the
bottom of secondary, Figure 4 and Table 3). It should be noted that
AOB-selective primers that were used in this study, do not completely
universal for all B-proteobacterial Optionally and primer CTO189f and
CTO654r have mismatches with Some sequences from Nitrosomonas
cluster and the cluster 7 6a and CTO654r have more than two
mismatches with all cultured members of N. communis cluster (cluster

8) [47]. This may to some extent explain why we did not do detect any
sequences closely related to Nitrosomonas cluster 8, while we detecting
sequences related to all other currently described Nitrosomonas
clusters, albeit in some cases of relatively low sequence identity.
However, in clone libraries generated from some of the samples
analyzed in this study, using the primers and Nso190 Nso01225, which
has no differences with N. communis cluster [47], were not members
of this group discovered (unpublished data). Cloning and sequencing
analysis showed that comparable levels of AOB diversity were
identified when amplified gene fragmenter rRNA was analyzed by
DGGE or cloning. DGGE and sequencing analysis therefore seemed to
indicate that the particular AOB were selected for the different the
reactors. To examine whether the selection of and in particular in the
AOB reactors were statistically different significant Raup and Crick
simulations [48-50] was employed.

100 P |
:j Clone type
g0 J [ 17Ft
_ Y] 21Fb
&°
60 BH 19Fb
e
o 3 55Fb,54Fb
o
L%aa d [=] 26Ft
(¥4 9BAF
20 [ 36Fb,25F 45BAF
B Non ACB
B8 11Fb,50Ft
0 T T
Filter T Filter B BAF
Figure 4: Clone frequencies from filter bed and BAF samples.

Statistical analysis

In our study, we detected N. mobilis -like organisms as a important
component of ammonia oxidizing bacteria community in all samples
studied. It is tempting to impose an interpretation when these patterns
are observed. For example, saline wastewater promotes the occurrence
of N. mobilis. However, it is inappropriate to interpret organic data
before we have found that the patterns we observe cannot be explained
by chance alone [51]. It is therefore necessary first to show that the
patterns we observe cannot attributed to random distribution of
species before derive deeper causal relationships between
environmental and physiological factors and the incidence of specific
organisms. Therefore, we tested the null hypothesis the similarity
between patterns observed in DGGE data from our samples could be
explained different by chance alone (Figures 5-7).

Ammonia oxidizing bacterial communities comparison

The similarity between the overall pooled ammonia oxidizing
bacteria data and any given sampling point in rippling filter was no
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greater than could be explained by chance alone (P=0.501). There was
also no significant equality between the top of the reactor and the
subsequent depths (Figure 5). These data suggest that similarities in the
ammonia oxidizing bacteria community present at different depth are
not greater than can be explained by chance. But regression analysis
showed a statistically significant (P=0.006) relationship between depth
in the reactor and the SRC value. In addition, adjacent sampling points
were similar (SRC>0.95; Figure 5) suggests that the choice of different
Possibly with depth in filter was nonrandom and Similarities in
ammonia oxidizing bacteria community was statistically greater than
would be expected from chance matching of bands The DGGE
profiles. There is clearly a significant gradient in ammonia oxidizing
bacteria diversity into the reactor. A similar pattern of succession was
also observed in the bacterial production DGGE profiles (Figures 5
and 6). This may be due to the stratification exist in neat bio film
reactors that are waste degraded and changes in composition as it
passes through the filter bed [40]. Waste enters the primary filter bed
will contain a large amount of organic material, and waste degrades the
level of organic matter will be reduced while oxygen will be consumed.
You presence of high levels of organic matter can be heterotrophs
outcompete autotrophic ammonia oxidizing oxygen [41] and ammonia
[52,53]. As organic matter decreases, the number of heterotrophs, and
thus decreases ammonia oxidizing bacteria can proliferate. There
should therefore be a higher number of ammonia oxidizing bacteria in
the bottom of the primary filter bed, and in the secondary filter bed.
Possibly was not quantified in this study, but operational data suggest
that secondary filter beds remove more ammonia than the primary
Beds; shortly before the primary sampling 74%; Secondary 81%),
suggesting the presence of a greater number of more or metabolic
active AOB in the secondary filter. Interestingly, no statistically pursuit
differences or gradients were observed for BAF although this is also a
set of bio film reactor. This may be, at least partially, attributed to the
more uniform conditions spawned the strong mix and reuse regime
BAF reactor. Comparison of DGGE data from BAF and rippling filter
showed that for all but two of the reactor comparisons similarities
observed was not greater than would expected by random association
of bands in DGGE process (Figure 7). Therefore, any differences
observed between BAF and filter beds could be explained by random
processes without relying on differences in reactor design as a causal
factor. Nevertheless, the similarity values for each comparison, BAF
with the primary filter bed was generally all very high, while the values
for each comparison, biologically activated filter with the secondary
filter bed was lower and successively decreased with depth (Figure 7).
Even though not statistically significant on the basis of the Raup and
Crick analysis, it is clear that the similarities between the biologically
activated filter and the primary filter bed are considerably greater than
the similarities between the biologically activated filter and Secondary
filter bed. Interestingly, evidence reports from providers that filter beds
are more robust from Nitrification failure than other systems [54]. The
comparison of the DGGE pooled data from biologically activated filter
with the secondary filter bed suggested that ammonia oxidizing
bacteria populations biologically activated filter and secondary filter
bed was dated ¢ known from diverging. This was reflected in the level
of ammonia oxidizing bacteria diversity within each plant. The filter
beds had greater ammonia oxidizing bacteria diversity than the
biologically activated filter. This could explain why filter beds doing
better and are inherently more stable than biologically activated filter
reactor. It has been suggested that the level of diversity ammonia
oxidizing bacteria in a sewage treatment plant has great influence on
the process stability [55]; the greater the diversity, the more stable
process. A plant with greater diversity, should cope better changing

conditions, since a reduction in the number of one organism may not
mean the process failure as other organisms better adapted to the new
conditions can multiply resulting in a more functionally stable system.
Our data support this view as filter beds where ammonia oxidizing
bacteria diversity was bigger; they are inherently more stable reactors.
If diversity does play a big role in wastewater treatment then as before
by the demands of and his staff proposed [56], the design of the plant
to have higher diversity making processes as nitrification more stable.
However, the reason different ammonia oxidizing bacteria populations
are present having different conditions shall be understood to allow the
development of technical solutions to obtain most suitable diverse
ammonia oxidizing bacteria population purifiers. The observation of
gradients in diversity of ammonia oxidizing bacterial communities
suggests that the environment is the selection partly influencing
diversity observed. However, N. mobilis-like organism seems to be
ubiquitous on this site. It means that either this organism is well
adapted to the environmental conditions in all places at all reactors or
is so rich source community, as demonstrated by coincidence at all
locations [45]. Traditional microbial ecologists have taken more
deterministic approach [57-66]. But we cannot distinguish between
these two possibilities in this or any other, purely observational
studies[67-69]. This is probably a number of mechanisms at work, and
the relative importance of each mechanism will be different. In our
study, for example, that N. mobilis as dominant ammonia oxidizing
bacteria at all depths ¢ filter bed in the event that the assembly
community was random and N. mobilis like ammonia oxidizing
bacteria were abundant in the source population. In fact, other
ammonia oxidizing bacteria sequences increase proportional to the
deeper into the reactor, observations in accordance with a
deterministic selection. Reactors are studied, being fed effluent from
the same HRAS reactor. Interestingly, although there are no reports on
the composition of the ammonia oxidizing bacteria communities in
the reactor effluent HRAS, analysis of the cloned gene sequence of 16S
rRNA derived from this reactor by means of ammonia oxidizing
bacteria -selective primers showed that the clone libraries were low
rate of ammonia-oxidizing bacteria sequence (26%, n=30), but those
that were identified were most closely related to N. mobilis (data not
shown). In this study, we have shown important and significant
differences in the ammonia oxidizing bacteria diversity two complete
wastewater treatment different conformations. Differences in diversity
may very well be related to differences in performance. The challenge
now is to elucidate the mechanism underlying the differences so that
these systems can be integrated into the design of the waste water
treatment plant.
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