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Abstract: A single-stage anaerobic ammonium oxidation (ANAMMOX) process with an integrated
biofilm–activated sludge system was carried out in a laboratory-scale flow-through reactor
(volume = 57.6 L) to treat pharmaceutical wastewater containing chlortetracycline. Partial nitrification
was successfully achieved after 48 days of treatment with a nitrite accumulation of 70%. The activity
of ammonia oxidizing bacteria (AOB) decreased when the chemical oxygen demand (COD)
concentration of the influent was 3000 mg/L. When switching to the single-stage ANAMMOX
operation, (T = 32–34 ◦C, DO = 0.4–0.8 mg/L, pH = 8.0–8.5), the total nitrogen (TN) removal loading
rate and efficiency were 1.0 kg/m3/d and 75.2%, respectively, when the ammonium concentration
of the influent was 287 ± 146 mg/L for 73 days. The findings of this study imply that single-stage
ANAMMOX can achieve high nitrogen removal rates and effectively treat pharmaceutical wastewater
with high concentrations of COD (1000 mg/L) and ammonium.

Keywords: pharmaceutical wastewater; nitrogen removal; single-stage ANAMMOX; chlortetracycline;
COD

1. Introduction

Pharmaceutical wastewater is rich in organic pollutants, ammonia (NH3), and multiple inhibitory
materials that can adversely impact the performance of wastewater treatment. In recent years, effluent
standards for wastewater have become stricter in China. The ammonium (NH4

+) concentration of
most pharmaceutical wastewater effluent does not meet the Chinese discharge standard due to the
high NH4

+ concentration of influent and the limited removal efficiency of current treatment processes,
including nitrification–denitrification.

Compared to the conventional nitrification–denitrification process, anaerobic ammonium oxidation
(ANAMMOX) is recognized as a cost-efficient nitrogen (N) removal process with a shorter NH3 removal
cycle that directly converts NH4

+ to N gas using nitrite (NO2
−) as an electron acceptor [1–3]. Nitrite is

unstable in wastewater because it is easily oxidized to nitrate (NO3
−), and ANAMMOX cannot be

applied directly to wastewater [4]. Therefore, it is necessary to combine ANAMMOX with partial
nitrification in a single reactor, which is known as the single-stage ANAMMOX process [5,6]. In the
single-stage ANAMMOX process, NH4

+ is partially oxidized to NO2
− by ammonia oxidizing bacteria

(AOB), after which, NO2
− and residual NH4

+ are converted to N gas by anaerobic ammonium-oxidizing
bacteria [7]. This process has many advantages, such as no need for external carbon, low excess sludge
production and a high treatment efficiency in treating industrial wastewater with high ammonium [8].
The single-stage ANAMMOX process has been successfully applied for treating landfill leachate that
contains a high NH4

+ concentration [9].
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In the current process of producing antibiotics in China, the chemical oxygen demand
(COD) for wastewater typically ranges from 500 mg/L to 1000 mg/L. High COD values and a
high carbon/nitrogen (C/N) ratio are the main inhibitors of single-stage ANAMMOX for treating
pharmaceutical wastewater [10]. This is because they can both inhibit the growth of autotrophic
bacteria that are responsible for N removal. Therefore, it is necessary to study the effect of high COD
levels on AOB in the single-stage ANAMMOX process [11].

In this study, an integrated biofilm–activated sludge single-stage ANAMMOX system was initiated
by increasing the influent N-loading rate and varying the C/N ratio. The purpose of this study is
to investigate the performance of a single-stage ANAMMOX process in treating pharmaceutical
wastewater with a high COD concentration and to determine whether the NH4

+–N concentration
of effluent meets the Discharge Standard of Water Pollutants for the Pharmaceutical Industry in
China (GB 21903-2008). This research could provide some insight into the efficiency of single-stage
ANAMMOX with respect to the theoretical basis for upgrading the quality of pharmaceutical wastewater
in China.

2. Materials and Methods

2.1. Reactor and Operation Conditions

In this work, a single-stage ANAMMOX process was operated for 121 days and divided into eight
stages (Figure 1). This study was carried out in a laboratory-scale reactor (0.65 m × 0.31 m × 0.50 m)
with a total volume of 57.6 L. The wastewater was pumped into the reactor with 1.6 L/h inflow.
The hydraulic retention time was kept at 36 h in whole experiment. Moreover, the reflux ratio was 150%
to make most of sludge return to reactor. The temperature of the reactor was controlled at 33 ◦C ± 1 ◦C
using heating rods. Thermal insulation material was used to provide a constant temperature and to
isolate bacteria from the inhibiting influence of light. The pH in the reactor was maintained in the
range of 8.0–8.5 by adding KHCO3.
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Figure 1. Flow chart of the single-stage anaerobic ammonium oxidation (ANAMMOX) process.
The reactor was composed of two rows, and the influent and recycled water were introduced using
peristaltic pumps.

2.2. Seed Sludge and Experimental Setup

This study consisted of two periods: the partial nitrification period and the single-stage
ANAMMOX period. The partial nitrification process was initiated first by introducing 10 L of
nitrification sludge from a cyclic activated sludge system (CASS). This CASS is located at a wastewater
treatment plant that treats chlortetracycline (CTC) wastewater in Inner Mongolia, which was introduced
into the reactor. The partial-nitrification biomass concentration of the sludge (as the content of mixed
liquor suspended solids (MLSS) was 5 kg/L. The hydraulic retention time (HRT) was 32 h. At the
beginning of this period, the feed was the diluted effluent of the aerobic process from the same plant.
The NH4

+–N and COD concentrations of the aerobic effluent were 100–200 mg/L and 500–1000 mg/L,
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respectively, and the C/N ratio was approximately 4.2. The influent was then changed to a mixture of
aerobic and anaerobic effluents from the treated CTC wastewater. The NH4

+–N and COD concentrations
of the anaerobic effluent were 510 ± 55 mg/L and 2447 ± 422 mg/L, respectively. The partial nitrification
period was divided into four stages by different mixture rates of aerobic and anaerobic effluents
(Table 1).

Table 1. Different stages during the partial nitrification process and single-stage ANAMMOX process.

Stage Time
(Day) Purpose COD

(mg/L)
NH4

+–N
(mg/L) Influent

1–1 1–7 Starting up for nitrification 782 ± 162 143 ± 66 All aerobic
1–2 8–26 Increasing influent nitrogen load 1577 ± 296 332 ± 61 Aerobic and anaerobic effluent (1:1)
1–3 27–32 Inhibition for AOB 2447 ± 422 510 ± 55 Aerobic and anaerobic effluent (1:2)
1–4 33–48 Activity recovery for AOB 767 ± 242 515 ± 189 Aerobic and anaerobic effluent (2:1)

2–1 49–52 Starting up for single–stage
ANAMMOX 782 ± 162 143 ± 66 All aerobic

2–2 53–92 Increasing influent nitrogen load 522 ± 88 287 ± 146 4–6 dilution times of the
anaerobic effluent

2–3 93–121 steady operation 844 ± 62 542 ± 106 2–3 dilution times of the
anaerobic effluent

In order to initiate the single-stage ANAMMOX process, ANAMMOX biomass samples were taken
from an ANAMMOX up-flow column reactor in the form of sponge and added into the single-stage
system. Moreover, the nitrogen removal rate of the seed sludge reactor was 0.52 ± 0.24 kg/m3/d.
The seed sludge reactor was used for treating the sludge fermentation liquid with 450 ± 255 mg/L
NH4+–N of typical domestic wastewater treatment plant in Beijing. The biomass consisted of
Planctomycete-like ANAMMOX bacteria and the filling rate was 30%. In this period, the influent of
the reactor was the effluent of the anaerobic process. The average COD, NH4+–N, SO4

2−, and CTC
concentrations of the influent were 782 ± 162 mg/L, 143 ± 66 mg/L, 232 ± 87 mg/L, and 0.9 ± 0.6 mg/L,
respectively. According to different dilution times of the anaerobic effluent, the single-stage ANAMMOX
period was divided into three stages (Table 1).

2.3. Batch Test

In the partial nitrification period, a series of batch tests were performed to determine the activity
of AOB. The batch assays were conducted in conical flasks with an effective liquid volume of 250 mL.
Influent and biomass samples were taken from the reactor at the end of each stage and the pH was
adjusted to 8.0–8.5 using KHCO3. Finally, the flasks were placed in a constant temperature shaking
incubator at 35 ◦C ± 1 ◦C and 180 rpm for 32 h. The NH4

+–N and COD concentrations were analyzed
at regular intervals using syringe filters to take samples from each flask.

2.4. Chemical Analysis

Nitrogen removal efficiency was evaluated by quantifying the NH4
+–N, NO2

−–N, and NO3
−–N

concentrations of influent and effluent samples. All samples were collected on a daily basis and
analyzed immediately or stored in a refrigerator at 4 ◦C awaiting analysis. The determinations of
COD, NH4

+–N, NO2
−–N, and NO3

−–N concentrations were performed according to the standard
methods [12]. A digital pH meter was used to determine pH potentiometrically. The dissolved oxygen
(DO) concentration was measured with a digital DO meter (SAXIN, X751).

3. Results and Discussion

3.1. Partial Nitrification Period

During the partial nitrification process, the activity of AOB was influenced by the influent COD
concentration (Figure 2). During the first 7 days, the influent COD and NH3 loading rate (as N) were
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0.4 kg/m3/d and 0.1 kg/m3/d respectively. When the system was fed with the effluent of the CASS
process, more than 90% of NH3 was transformed to NO2

– after the first 7 days. The NH3 conversion
rate increased rapidly to ~0.07 kg/m3/d (as N). Thus, the partial nitrification process was successfully
initiated. Between days 7 and 26, the influent was changed to a mixture of aerobic and anaerobic
effluent of the treated CTC wastewater. As the mixture ratio was gradually increased, the COD
and NH4

+–N concentrations increased to 2000 mg/L and 500 mg/L, respectively. When the COD
concentration was 500 mg/L, 1000 mg/L, 1500 mg/L, and 2000 mg/L, and the NH4

+–N concentration
was 300 mg/L ± 100 mg/L, the NH4

+–N concentration of the effluent was <50 mg/L. More than 80% of
NH3 was transformed to NO2

− at a conversion load of 0.3–0.4 kg/m3/d (as N) when the C/N ratio was
approximately 3–4; hence, the activity of AOB was not inhibited at a low COD concentration.Int. J. Environ. Res. Public Health 2020, 17, x 5 of 10 
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The NH3 conversion rate remained stable until the COD loading rate reached 2.5 kg/m3/d and the
C/N ratio was 6. By day 27, the ratio of aerobic/anaerobic influent was 2:1, and the COD concentration
was 3200 mg/L ± 150 mg/L. The NH4

+–N concentration of the effluent rapidly increased to 400 mg/L.
The NH3 conversion rapidly decreased to 10% at a high COD concentration (3000 mg/L) and the NH3

transforming rate was <0.1 kg/m3/d (as N). This result suggests that the activity of AOB could be
significantly constrained by a high COD loading rate, and that a COD concentration of 3000 mg/L
could inhibit the partial nitrification process.

In order to recover the nitrification process, the mixture rate was gradually decreased. At the end
of this stage, the influent mixture ratio returned to 1:1 and the effluent ammonium was decreased to
185 mg/L, and the nitrogen removal efficiency recovered to 67%. By day 48, the COD and NH4

+–N
concentrations of the influent were 500–700 mg/L and 500–600 mg/L, respectively. Approximately
70% of NH3 was transformed to NO2

−. The activity of AOB gradually recovered to a final NH3

conversion rate of 0.35 kg/m3/d when the COD concentration of the influent was 1000 mg/L (COD
loading of 0.5 kg/m3/d). These results indicate that the inhibition of the activity of AOB due to the
COD was reversible.

Other studies reported that when a partial nitrification system was operated at a C/N ratio of 2,
AOB was effective for NH3 removal, while altering the C/N ratio to 5 resulted in a 50% reduction in
the nitrification removal [13,14]. Another study reported that the optimum COD concentration for
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nitrogen removal from pharmaceutical wastewater was approximately 500 mg/L when NH3 levels
were ~100 mg/L [15]. The findings for the partial nitrification system investigated in the present
study suggests that high NH3 removal rates can be achieved when the COD concentration, NH4

+–N
concentration, and C/N ratio of influent are high.

3.2. Batch Test

The feasibility of treating pharmaceutical wastewater during the partial nitrification period was
initially assessed by batch tests. Biomass samples were taken from the reactor at the end of each stage
(days 7, 26, 32, and 48). The biomass concentration was set at 5 g/L (as MLSS) and the HRT was set to
32 h. The conversion rates of NH3 and COD were significantly affected by the different COD conditions
in each stage (Figure 3).Int. J. Environ. Res. Public Health 2020, 17, x 6 of 10 
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In the first stage, NH3 was degraded completely within 8 h when the COD concentration of the
influent was <1000 mg/L. The COD concentration of the influent continued to increase from an HRT
of 0 h (500 mg/L) to an HRT of 30 h, and could not be easily degraded by microorganisms. Nearly
all NH3 was transformed to NO2

−, and this process drove the COD concentration of the effluent to
exceed that of the influent. When the COD concentration of the influent increased to 2000 mg/L on
day 26, more than 20 h were required to completely degrade NH3. This was due to the higher NH3

concentration of the influent and the competition for DO by AOB to remove a high COD concentration.
In the third stage (day 32), NH3 degradation decreased rapidly to 40% when the COD concentration
was >3000 mg/L. As the COD concentration of the influent increased, the degradation of the COD
also increased from 0% to 70%. These results indicate that the DO in the reactor was first used to
oxidize organic compounds (e.g., COD) and then to oxidize NH3. This agrees with the results of
the second stage and indicates that heterotrophic bacteria could grow faster than AOB under a high
COD concentration.

After the recovery period in the fourth stage, more than 50% of NH3 could be transformed to
NO2

−. The results of the batch test showed that a high COD concentration (>3000 mg/L) could inhibit
the NH3 degradation rate and the activity of AOB.
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3.3. Single–Stage ANAMMOX Period

In order to initiate the single–stage ANAMMOX process, ANAMMOX biomass samples were
taken from an ANAMMOX up–flow column reactor that was packed with a sponge biomass carrier.
This period could be divided into three phases over a total of 79 days.

In stage I (from day 49 to day 52), the reactor was fed with aerobic effluent from treated CTC
wastewater. The COD and NH4

+–N concentrations of the influent were 700 mg/L and 370 mg/L,
respectively. At the beginning of this stage, the ammonium removal rate increased rapidly. When the
influent wastewater was changed to the diluted anaerobic effluent of the CTC wastewater, the
NH4

+–N removal rate reduced to nearly zero. This was because AOB could not adapt to the
change in water quality. The activity of ANAMMOX was also inhibited by the high concentration
of NO2

−–N in the reactor in this period. Moreover, ANAMMOX bacteria were not the predominant
bacteria, and the total N (TN) removal was still <30%. Gradually, AOB adapted to the water
quality and the N removal rate increased steadily. At the end of the first stage, the NH4

+–N
removal rate gradually increased and the NO2

−–N concentration in the effluent was close to zero.
The single–stage ANAMMOX process was successfully initiated with the NH4

+–N, NO2
−–N, and

NO3
−–N concentrations of the effluent at 80 mg/L ± 20 mg/L, 10 mg/L± 5 mg/L, and 20 mg/L ± 10 mg/L,

respectively. However, when the ammonium concentration of the influent was low, the N loading rate
was limited to 0.23 kg/m3/d. However, the ratio of AOB/NH4

+–N transformation was higher than that
of ANAMMOX/NH4

+–N transformation because ANAMMOX bacteria did not completely adjust to
the anaerobic influent wastewater.

Increasing the N loading rate and N removal rate were the main objectives in phase II, which
was from day 53 to day 92. At the beginning of the second stage, the influent of the reactor was the
diluted anaerobic effluent of treated CTC wastewater. The COD and NH4

+–N concentrations of the
influent were 510 mg/L ± 2 mg/L and 160 mg/L ± 10 mg/L, respectively. When the TN removal rate
reached 75–80%, the COD and NH4

+–N concentrations of the influent were increased by reducing the
dilution ratio of the anaerobic effluent. At the end of this phase, the dilution ratio decreased to 1:1.33,
and the COD and NH4

+–N concentrations of the influent were 600 mg/L and 450 mg/L, respectively.
The NH4

+–N and NO2
−–N concentrations of the effluent were 115 mg/L ± 35 mg/L and <10 mg/L,

respectively. The NH3–N removal rate and TN removal were 80% and 75%, respectively. In this stage,
the TN concentration of the influent gradually increased, while the TN removal remained at 60–70%.
The COD concentration of the influent ranged from 400 mg/L to 1000 mg/L, whereas that of the effluent
was stable at 400–500 mg/L. It could be inferred from the results that ANAMMOX bacteria became
the predominant bacteria and were unaffected by the COD of the influent. Meanwhile, the COD
removal was approximately 30%, which indicates that there were also some heterotrophic bacteria and
denitrifying bacteria in the reactor.

As shown in Figure 4A, from day 93 to day 123 in the third stage, the NH4
+–N loading rate of the

influent increased to 1.1 kg/m3/d (as N) when the HRT of the reactor was decreased to 16 h. The COD
and NH4

+–N concentrations of the influent were 800–900 mg/L and 450–650 mg/L, respectively.
At the beginning, the NH3 concentration of the effluent reached 200 mg/L and the TN removal rate
decreased slightly. After 28 days of operation, the NH4

+–N, NO2
−–N, and NO3

−–N concentrations
of the effluent were 91 mg/L ± 12 mg/L, 6 mg/L ± 5 mg/L, and 45 mg/L ± 15 mg/L, respectively.
The TN removal was 75% and the N removal load was 1.0 kg/m3/d when the NH4

+–N concentration
of the influent was 300–600 mg/L. At the end of this steady operation stage, the NH4

+–N and TN
concentrations of the effluent were maintained at <50 mg/L and <100 mg/L, respectively, when
the TN concentration of the influent was 580–650 mg/L. In this phase, the ratios of AOB/NH4

+–N
transformation and ANAMMOX/NH4

+–N transformation rapidly approached 1:1. This means that
the reactions in the reactor were dominated by partial nitrification and ANAMMOX. The TN removal
was mostly associated with the partial nitrification–ANAMMOX reaction rather than conventional
nitrification–denitrification reactions. As the NH4

+ and COD concentrations increased, the activities of
both AOB and ANAMMOX bacteria increased.
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In the single–stage ANAMMOX period, the TN removal efficiency and TN loading rate gradually
increased to 75.2% and 1.0 kg/m3/d, respectively, and then remained high until the end of the study
(Figure 5), which agrees with previous reports [16]. This result demonstrates that influent wastewater
with a COD concentration of <1000 mg/L could not restrain the activities of AOB and ANAMMOX
bacteria. The single-stage ANAMMOX process could achieve high nitrogen removal efficiency when
COD loading rate was lower than 1.0 kg COD/m3/d (Figure 4B). The maximum C/N ratio was
approximately 2.0, which was higher than that reported in most studies. The final N removal load was
similar to that reported for other single–stage ANAMMOX processes when treating wastewater with
a low C/N ratio (≤1) (Table 2). This implies that single–stage ANAMMOX is an efficient process for
treating pharmaceutical wastewater with a high COD concentration and high C/N ratio.
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Table 2. Engineering application examples of single–stage ANAMMOX process.

Reference Type of Influent
Influent

COD
(mg/L)

Influent
NH4

+–N
(mg/L)

TN Removal
Load

(kg/m3/d)

TN
Removal
Rate (%)

[17] Sludge digestion liquid 500 500 0.68 84%
[18] Sludge digestion liquid 100 500 0.4 90%
[19] Synthetic wastewater − 300 0.73 73%
[20] Reject water 1000 1000 0.4 90%
[21] Synthetic wastewater 30–180 600 1.69 77%

This study Pharmaceutical wastewater 400–1000 600 1.0 75.2%

4. Conclusions

The results of this study indicate that single–stage ANAMMOX is an effective process for treating
pharmaceutical wastewater with a high COD concentration. The partial nitrification process and
single–stage ANAMMOX period were both successfully initiated, and achieved a high N removal
efficiency. The TN removal efficiency and TN loading rate were 75.2% and 1.0 kg/m3/d, respectively,
under the tested conditions (T = 32–34 ◦C, DO = 0.4–0.8 mg/L, and HRT of 16 h) when the TN
concentration of the influent was 600 mg/L and that of the effluent was 150–200 mg/L. The NH4

+

concentration of the effluent during the last stage of the single–stage ANAMMOX period was
<50 mg/L, which met the Discharge Standard of Water Pollutants for Pharmaceutical Industry in
China (GB 21903–2008). The COD and NH4

+–N concentrations along with the C/N ratio were the key
factors impacting this process. The activity of AOB could be significantly constrained by a high COD
loading rate (>2000 mg/L). This inhibition was reversible when decreasing the COD concentration
to <1000 mg/L. The activity of ANAMMOX bacteria treating the pharmaceutical wastewater was
not inhibited when the COD concentration was <1000 mg/L and the C/N ratio was approximately
2. This study provides insight into the efficiency of single–stage ANAMMOX with respect to the
theoretical basis for upgrading the quality of pharmaceutical wastewater in China

Author Contributions: L.Z.: methodology, software, data curation, formal analysis, writing—original draft. H.Y.:
conceptualization, funding acquisition, supervision, writing—review and editing, project administration. H.L.:
methodology, formal analysis, investigation. L.F.: methodology, formal analysis, investigation. F.J.: methodology,
formal analysis, investigation. All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by Beijing Outstanding Young Scientist Project, grant number
BJJWZYJH01201910004016. The APC was funded by Beijing Outstanding Young Scientist Project.

Acknowledgments: This research was supported by the Beijing Outstanding Young Scientist Project
(BJJWZYJH01201910004016). The authors are grateful to the research collaboration.

Conflicts of Interest: The authors declare there is no conflicts of interest regarding the publication of this paper.

References

1. Kuenen, J.G. ANAMMOX bacteria: From discovery to application. Nat. Rev. Microbiol. 2008, 6, 320–326.
[CrossRef] [PubMed]

2. Siegrist, H.; Salzgeber, D.; Eugster, J.; Joss, A. ANAMMOX brings WWTP closer to energy autarky due
to increased biogas production and reduced aeration energy for N-removal. Water Sci. Technol. 2008,
57, 383–388. [CrossRef] [PubMed]

3. Strous, M.; Kuenen, J.G.; Jetten, M.S.M. Key physiology of anaerobic ammonium oxidation. Appl. Environ.
Microbiol. 1999, 65, 3248–3250. [CrossRef] [PubMed]

4. Zhang, L.; Yang, J.; Furukawa, K. Stable and high-rate nitrogen removal from reject water by partial
nitrification and subsequent anammox. J. Biosci. Bioeng. 2010, 110, 441–448. [CrossRef] [PubMed]

5. Sliekers, A.O.; Third, K.A.; Abma, W.; Kuenen, J.G.; Jetten, M.S.M. CANON and ANAMMOX in a gas-lift
reactor. FEMS Microbiol. Lett. 2003, 218, 339–344. [CrossRef]

http://dx.doi.org/10.1038/nrmicro1857
http://www.ncbi.nlm.nih.gov/pubmed/18340342
http://dx.doi.org/10.2166/wst.2008.048
http://www.ncbi.nlm.nih.gov/pubmed/18309216
http://dx.doi.org/10.1128/AEM.65.7.3248-3250.1999
http://www.ncbi.nlm.nih.gov/pubmed/10388731
http://dx.doi.org/10.1016/j.jbiosc.2010.05.008
http://www.ncbi.nlm.nih.gov/pubmed/20547338
http://dx.doi.org/10.1016/S0378-1097(02)01177-1


Int. J. Environ. Res. Public Health 2020, 17, 7972 9 of 9

6. Third, K.A.; Sliekers, A.O.; Kuenen, J.G.; Jetten, M.S.M. The CANON system (completely autotrophic
nitrogen-removal over nitrite) under ammonium limitation: Interaction and competition between three
groups of bacteria. Syst. Appl. Microbiol. 2001, 24, 588–596. [CrossRef] [PubMed]

7. Nielsen, A.; Bollmann, O.; Sliekers, M.; Jetten, M.; Schmid, M.; Strous, I.; Schmidt, L.H.; Larsen, L.P.;
Revsbech, N.P. Kinetics, diffusional limitation and microscale distribution of chemistry and organisms in a
CANON reactor. FEMS Microbiol. Ecol. 2005, 51, 247–256. [CrossRef] [PubMed]

8. Jetten, M.; Wagner, M.; Fuerst, J.; van Loosdrecht, M. Microbiology and application of the anaerobic
ammonium oxidation (‘ANAMMOX’) process. Curr. Opin. Biotechnol. 2001, 12, 283–288. [CrossRef]

9. Daverey, A.; Su, S.-H.; Huang, Y.-T.; Chen, S.-S.; Sung, S.; Lin, J.-G. Partial nitrification and anammox process:
A method for high strength optoelectronic industrial wastewater treatment. Water Res. 2013, 47, 2929–2937.
[CrossRef] [PubMed]

10. Lotti, T.; Cordola, M.; Kleerebezem, R.; Caffaz, S.; Lubello, C.; van Loosdrecht, M.C.M. Inhibition effect
of swine wastewater heavy metals and antibiotics on ANAMMOX activity. Water Sci. Technol. 2012,
66, 1519–1526. [CrossRef] [PubMed]

11. Gong, F.; Yang, S.; Liu, H.; Bao, S.; Hu, K.; Furukawa, K. Feasibility of a membrane-aerated biofilm reactor to
achieve single-stage autotrophic nitrogen removal based on ANAMMOX. Chemosphere 2007, 69, 776–784.
[CrossRef] [PubMed]

12. APHA. Standard Methods for the Examination of Water and Wastewater, 20th ed.; American Public Health
Association: Washington, DC, USA, 1998.

13. Ballinger, S.; Head, I.; Curtis, T.; Godley, A. The effect of C/N ratio on ammonia oxidising bacteria community
structure in a laboratory nitrification-denitrification reactor. Water Sci. Technol. 2005, 46, 543–550. [CrossRef]

14. Jia, Y.; Lv, S.; Yang, T.; Zhang, L.; Jiang, G. Effect of COD/NH4
+-N and influent pH on the simultaneous

nitrification and denitrification by using a sequencing batch reactor. In Proceedings of the 2010 International
Conference on Digital Manufacturing and Automation (ICDMA), Changsha, China, 18–20 December 2010;
Volume 1, pp. 604–607.

15. Zhang, X.; Chen, Y.; Qiu, J.; Zhao, J. Simultaneous Nitrification and Denitrification in SBBR: Its Performances
Affected by Aeration Amount and COD. Environ. Sci. Technol. 2012, 35, 129–133.

16. Sliekers, A.O.; Derwort, N.; Gomez, J.L.; Strous, M.; Kuenen, J.G.; Jetten, M.S.M. Completely autotrophic
ammonia removal over nitrite in one reactor. Water Res. 2002, 36, 2475–2482. [CrossRef]

17. Wett, B. Development and implementation of a robust deammonification process. Water Sci. Technol 2007,
56, 81–88. [CrossRef] [PubMed]

18. Joss, A.; Salzgeber, D.; Eugster, J.; König, R.; Rottermann, K.; Burger, S.; Fabijan, P.; Leumann, S.; Mohn, J.;
Siegrist, H. Full-scale nitrogen removal from digester liqiud with partial nitritation and anammox in one
SBR. Environ. Sci. Technol. 2009, 43, 5301–5306. [CrossRef] [PubMed]

19. Abma, W.R.; Driessen, W.; Haartrhuis, R.; van Loosdrecht, M.C.M. Upgrading of sewage treatment plant
by sustainable and cost-effective separate treatment of industrial wastewater. Water Sci. Technol. 2010,
61, 1715–1722.

20. Lackner, S.; Lindenblatt, C.; Horm, H. ‘Swinging ORP’ as operation strategy for stable reject water treatment
by nitritation–anammox in sequencing batch reactors. Chem. Eng. J. 2012, 180, 190–196. [CrossRef]

21. Qiao, S.; Tian, T.; Duan, X.; Zhou, J.; Cheng, Y. Novel single-stage autotrophic nitrogen removal via
co-immobilizing partial nitrifying and anammox biomass. Chem. Eng. J. 2013, 23, 19–26. [CrossRef]

Publisher’s Note: MDPI stays neutral with regard to jurisdictional claims in published maps and institutional
affiliations.

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1078/0723-2020-00077
http://www.ncbi.nlm.nih.gov/pubmed/11876366
http://dx.doi.org/10.1016/j.femsec.2004.09.003
http://www.ncbi.nlm.nih.gov/pubmed/16329873
http://dx.doi.org/10.1016/S0958-1669(00)00211-1
http://dx.doi.org/10.1016/j.watres.2013.01.028
http://www.ncbi.nlm.nih.gov/pubmed/23548564
http://dx.doi.org/10.2166/wst.2012.344
http://www.ncbi.nlm.nih.gov/pubmed/22864439
http://dx.doi.org/10.1016/j.chemosphere.2007.05.023
http://www.ncbi.nlm.nih.gov/pubmed/17590408
http://dx.doi.org/10.2166/wst.2002.0532
http://dx.doi.org/10.1016/S0043-1354(01)00476-6
http://dx.doi.org/10.2166/wst.2007.611
http://www.ncbi.nlm.nih.gov/pubmed/17951871
http://dx.doi.org/10.1021/es900107w
http://www.ncbi.nlm.nih.gov/pubmed/19708357
http://dx.doi.org/10.1016/j.cej.2011.11.043
http://dx.doi.org/10.1016/j.cej.2013.06.048
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Reactor and Operation Conditions 
	Seed Sludge and Experimental Setup 
	Batch Test 
	Chemical Analysis 

	Results and Discussion 
	Partial Nitrification Period 
	Batch Test 
	Single–Stage ANAMMOX Period 

	Conclusions 
	References

