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ARTICLE INFO ABSTRACT

Pre-treatments for waste activated sludge (WAS) are, in most cases, an attempt to increase the biodegradation
and/or improve hydrolysis rate of WAS after anaerobic digestion. This review presents an extensive analysis of
WAS pre-treatments effectiveness focusing on increasing the biodegradability. In the first part of the review,
WAS is considered as a cluster of organic components: proteins, carbohydrates, humic substances and cells.
Based on this breakdown into components, the effect of different pre-treatments on each component (and in
combination) is described. Also, possible reasons for the contradictory results frequently found among different
studies dealing with the same pre-treatment are included. In the second part, the review describes the effects on
volatile solids removal by digestion after pre-treatment and on the dewaterability of the final digestate. The
energy balance and potential limiting factors for each pre-treatment are also taken into account. From the
published works it is concluded that some pre-treatment techniques, such as thermal hydrolysis, thermal phased
anaerobic digestion and low-temperature pre-treatment are effective ways to increase energy production and to
improve other sludge properties, such as dewatering. However, these techniques are very energy intensive and
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require a large capital outlay, so research on milder pre-treatment techniques is valuable.

1. Introduction

Waste activated sludge (WAS) and primary sludge are the main by-
products from conventional activated sludge treatment and their dis-
posal is relevant because it causes around 50% of the total operational
costs of a sewage treatment plant (Kroiss, 2004; Pilli et al., 2011).
Methods like anaerobic digestion (AD) are used to reduce the costs
associated with sludge disposal. AD is a widely used sludge treatment
method. Its advantages include low energy input, methane production
and reduction of sludge quantity. However, its application is often
limited by low biodegradability and high retention times, because the
complexity of WAS limits the efficacy of the biological process (Ruffino
et al., 2016). For instance, in WAS originating from biological nutrient
removal wastewater treatment plants (WWTP), only about 30-35% of
the organic solids are anaerobically biodegraded in a mesophilic reactor
at 20-25 days solids retention time (SRT) (Hiraoka et al., 1985; Ruffino
et al., 2015; Valo et al.,, 2004). To overcome these drawbacks, a

substantial amount of research has been done with the aim of in-
creasing both the rate and extent of WAS bioconversion. As a result,
several conditioning techniques or pre-treatments of sludge prior to AD
have been tested in bench, pilot, and full scale. These methods have
been applied mostly to WAS, as primary sludge is easier to biodegrade
(Kuglarz et al., 2013; Miiller, 2001).

The effects of each pre-treatment method depend on its inherent
mechanisms. For instance, Salsabil et al. (2010) postulated that the
degree of sludge solubilization depends upon the kind of treatment
(mechanical, oxidative, thermal) rather than upon the specific energy
input. Similarly, Cella et al. (2015) concluded that the innate char-
acteristics of the pre-treatment method are likely more important than
energy input. The objectives of this review paper are a) to identify the
effects of different pre-treatment methods on the proteins, carbohy-
drates, humic substances and cells contained in the WAS; b) to assess
and compare the biological degradability (hydrolysis rate, biogas pro-
duction and removal of organic matter), dewaterability of the digestate

Abbreviation: AD, anaerobic digestion; AOP, advanced oxidation process; BMP, biochemical methane potential; CER, cation exchange resin; CHP, combined heat power; COD, chemical
oxygen demand; DNA, deoxyribonucleic acid; EPS, extracellular polymeric substances; E, specific energy; LCA, life cycle assessment; n/a, not available; n/d, not determined; n/f, not
found; PS, primary sludge; SRT, solids retention time; TPAD, thermal phased anaerobic digestion; TS, total solids; US, ultrasonic; VFA, volatile fatty acids; VS, volatile solids; VSS, volatile

suspended solids; WAS, waste activated sludge; WWTP, wastewater treatment plant
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and energy consumption between the pre-treatments. The paper con-
siders only the effects of individual pre-treatments (combinations of
pre-treatments are excluded). It starts with an introduction of how
anaerobic biodegradability and biodegradation should be defined and
gives an overview of the composition of WAS. Then, several pre-treat-
ment methods are discussed based on their underlying mechanisms; the
effects on the main WAS components and their strengths and limiting
factors. Finally, a discussion and conclusion with an overview of pre-
sent knowledge gaps is presented.

1.1. Anaerobic biodegradability and biodegradation

Chemical oxygen demand (COD) solubilization is commonly used as
a parameter to evaluate the effectiveness of pre-treatment (Neumann
et al., 2016). Indeed, applying certain pre-treatment conditions, some
studies have documented that there is a relationship between COD
solubilization and biodegradation (Bougrier et al., 2008; Uma Rani
et al., 2012). However, in other cases, higher COD solubilization did not
result in a higher biogas production, but sometimes in the same or even
lower biogas production (Dhar et al., 2012; Haug et al., 1978; D.-H. Kim
et al., 2013; J. Kim et al., 2013b; Nazari et al., 2016; Sapkaite et al.,
2017). Since COD solubilization is apparently not an accurate para-
meter to predict the effectiveness of subsequent biogas production
(Sapkaite et al., 2017), until now, batch or (semi)continuous, anaerobic
digestion methods are the only useful and accurate tools to assess the
effect of pre-treatments on the anaerobic biodegradability of WAS. In
this sense, biodegradability is a characteristic of sludge, and in anae-
robic digestion processes it is composed of hydrolysis rate and biode-
gradation extent. Biodegradation is determined via biomethane poten-
tial (BMP) test, which in turn is determined by cumulative methane
production. This methane production depends, amongst other vari-
ables, on activity of the inoculum, temperature, sludge retention time,
inoculum-substrate ratio, BMP and hydrolysis rate (Angelidaki et al.,
2009; Chen and Hashimoto, 1980; Holliger et al., 2016; Wang et al.,
2013). Many papers, however, use different digestion times, which
make comparison of data difficult; others report biogas or methane
production without disclosing COD or volatile solids (VS) of WAS,
making the calculation of biodegradability impossible. As a con-
sequence, in this paper, we mostly use biodegradation to assess the
effectiveness of pre-treatments.

A standard method for BMP determination is published in Holliger
et al. (2016): research would benefit from adapting to this methodology
in order to be able to better compare data. In addition, by only giving
information regarding biodegradation, it is not clear if a pre-treatment
only has an effect on the BMP, or also on the hydrolysis rate constant, or
on both. To be able to accurately perform inter-study comparison, BMP
and hydrolysis rate should be both reported (instead of only showing
the multi-interpretable change in biogas production).

As mentioned, because many papers do not mention BMP nor the
hydrolysis rate, the biodegradation (B), shown in Eq. (1), will be used
to assess the effectiveness of pre-treatments in this review. This value is
presented as “absolute biodegradation” and it is calculated based on the
given data from the different studies reviewed. By is the actual methane
production of a sludge sample divided by the maximum theoretical
conversion of COD to methane (0.35L CH4/gCOD, at standard tem-
perature and pressure) (D.-H. Kim et al., 2013; Mottet et al., 2009). This
parameter, however, does not consider what is needed for bacterial cell
growth, their maintenance, nor the COD reduction due to the presence
of other electron acceptors. The contribution of growth and main-
tenance to COD removal has been reported to be 5-10% of organic
material degraded (Angelidaki and Sanders, 2004). This means that an
underestimation of the biodegraded part occurs because not all biode-
graded COD is transformed into methane. Whenever possible, in this
manuscript the apparent first order hydrolysis rate (kpyq) and volatile
solids (VS) reduction are also used along with By, to assess the effects of
pre-treatments on anaerobic biodegradability of WAS.
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1.2. Composition of waste activated sludge

To comprehend the effects of the different pre-treatments on the
anaerobic biodegradability of WAS, its composition should be known.
Table 1 shows the results of a collection of studies that focused on the
composition of WAS in terms of viable and nonviable cells, proteins,
carbohydrates, humic acids and DNA. Despite a myriad of studies that
provide WAS characterization in terms of COD, proteins and carbohy-
drates, only a few show the concentration of cells, active biomass and
humic substances. From Table 1, a remarkable variation of the WAS
composition is observed. For instance, in terms of %VS, it is composed
of 10-24% bacterial biomass; 7-19% carbohydrates; 25-62.4% pro-
teins; 7.7-28.6% humic substances; and < 3.5% DNA. It is important
to note that the method used to determine each component influences
the results (Bourven et al., 2012; Comte et al., 2006; Wilén et al., 2003).
Nonetheless, from Table 1, it is concluded that WAS is composed mostly
of proteins and humic substances with some bacterial biomass and
carbohydrates (listed in decreasing order of %VS).

Proteins, DNA and carbohydrates are anaerobically biodegradable
compounds. However, when they are combined into an organized
structure like WAS, their biodegradability apparently decreases
(Stuckey and McCarty, 1984). Cells are difficult to break down under
anaerobic digestion, showing their recalcitrant nature (Foladori et al.,
2015; Wett et al., 2010). Similarly, the presence of humic substances is
challenging for anaerobic digestion as they affect enzymatic activity by
immobilizing enzymes, which, consequently lowers biodegradability
(Azman et al., 2015a, 2015b; Fernandes et al., 2015; Frglund et al.,
1995; Wetzel, 1991). In addition, humic substances themselves are
difficult or impossible to degrade anaerobically (Nielsen et al., 1997;
Pinnekamp, 1989; Tian et al., 2015a; Zahmatkesh et al., 2016). Since
humic substances account for 10-20% of the COD of WAS, the max-
imum attainable anaerobic biodegradation of WAS cannot exceed
80-90%. Therefore, an assessment of a pre-treatment method must
consider that obtaining a 100% degradation is difficult unless oxidative
methods are incorporated.

2. Pre-treatment methods

In the following sections, several sludge pre-treatment methods will
be discussed. First a process description of the pre-treatment will be
given, whereupon the effect of the pre-treatment on the different in-
dividual WAS components will be discussed.

2.1. Thermal pre-treatment < 100 °C

2.1.1. Process description and mode of action

Mild-thermal or low-temperature thermal pre-treatment consists of
the application of a temperature in the range of 55-100 °C from minutes
to several hours. It is differenciated from thermal phased anaerobic
digestion (TPAD) in which longer times (in the range of 1-3 days are
applied). TPAD is analized in the following section. Low-quality heat
(e.g. waste heat) can be applied through heat exchangers. The opera-
tional parameters are temperature and application time. Its main effect
is the disintegration of cell membranes and a concomitant solubiliza-
tion of organic compounds (Nazari et al., 2016).

2.1.2. Effects on WAS

2.1.2.1. Floc and cell disruption. Reduction in particle size (i.e.
deflocculation) has been observed in the range of 50-95°C (Laurent
et al., 2009a; Prorot et al., 2011), which, in turn, reduces sludge
dewaterability (Pérez-Elvira et al., 2010), but could increase hydrolysis
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rate because of the increased surface area (Vavilin et al., 2008).
Regarding cell disruption, according to Forster et al. (2002) > 95% of
the bacterial biomass in WAS consists of Gram-negative bacteria. Gram-
negative bacteria are more sensitive to heat than Gram-positive (Salton
and Horne, 1951). Prorot et al. (2011) observed that lysis of a portion of
the cells already occurred at 50 °C and treatment times of 20 min, and
also that cell lysis increased proportionally to temperature up to 95 °C.
Salton and Horne (1951) also visually determined that cell disruption
occurred from 70 to 100°C and 5min application times, and that
different bacterial strains were disrupted at different temperatures.
Thus, during low-temperature thermal pre-treatment, the cell wall of at
least a fraction of the bacterial biomass is ruptured and the internals of
the bacteria should become available for digestion. As a consequence, a
(relatively small) increase in WAS biodegradability is expected.

2.1.2.2. Carbohydrates, proteins and humic substances. The effect of low-
temperature thermal pre-treatment on carbohydrates is an increase in
solubilization, as unpuobserved by Dong et al. (2015) at 60 °C, and by
Appels et al. (2010) at 80 °C. The solubilization of carbohydrates could
increase the biodegradation rate during anaerobic digestion, but
probably not the biodegradability of WAS, because carbohydrates are
usually biodegraded to a large extent by anaerobic microorganisms. An
exception are extracellular polymeric substances (EPS) of aerobic
granular sludge (Guo et al., 2018, unpublished results), which are
also present in WAS.

Protein denaturation typically occurs above temperatures of 75 °C
(De Graaf, 2000). Denaturation makes proteins more prone to biode-
gradation (Anson, 1938), so an increase in biodegradation rate would
be expected at pre-treatment temperatures above 75 °C. The solubili-
zation of proteins is higher than that of carbohydrates (Appels et al.,
2010; Dong et al., 2015), which results in the availability of more easily
degradable organic matter. Nevertheless, Appels et al. (2010) and Dong
et al. (2015) observed that the solubilization of both components did
not exceed 20% of their total fraction. This suggests that a significant
amount of carbohydrates and proteins remain bound in the WAS ma-
trix, forming a heat stable fraction.

Humic acids only become more flexible above their glass transition
temperature at about 70-80 °C (Kolokassidou et al., 2007). However,
the fraction of solubilized humic substances remained constant from 75
to 120°C (Laurent et al., 2009b) and from 25 to 80 °C (Zhen et al.,
2012), suggesting that humic acids are not affected during low-tem-
perature thermal pre-treatment. Nonetheless, the presence of humic-
like substances could affect WAS biodegradability. For instance, Wang
et al. (2015) stated that protein-like components could be trapped by
humic-like components thus forming molecular assemblies and making
proteins less susceptible to microbial degradation (Azman et al., 2015b;
Tan et al., 2008; Wang et al., 2015). A humic acid-protein assembly
would mean that proteins are protected from denaturation and de-
gradation thus limiting WAS biodegradability and explaining why
proteins are not completely degraded, even at applied pre-treatment
temperatures of around 90 °C, as observed by Appels et al. (2010).

2.1.2.3. Hydrolysis rate and biodegradation. Liao et al. (2016) and
Prorot et al. (2011) have reported that low-temperature thermal pre-
treatment increases hydrolysis rates at temperatures ranging from 60 to
70 °C. Sanders et al. (2000) and Vavilin et al. (2008) stated that when
dealing with particulate organic material (such as WAS), the decrease in
particle size results in higher hydrolysis rates during anaerobic
digestion. Complementarily, the solubilization of organic material
could also speed up the hydrolysis rate.

Regarding sludge biodegradation, despite most studies claim an
increase, Prorot et al. (2011) found no significant impact in methane
yield, even though organic matter solubilization and cell lysis occurred.
The operational conditions were a temperature of 95°C and an appli-
cation time of 20 min. For the studies that report an increase in bio-
degradation, the varying results are shown in Table 2. An explanation
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for the different outcomes after pre-treatment may be the relation be-
tween temperature and treatment time, as has been observed by
Hiraoka et al. (1985). This hypothetical relation may be observed (for
instance) in the study of Appels et al. (2010) (Table 2, entries g and h),
which shows similar methane production at 80°C coupled with an
application time of 60 min and at 90 °C with an application time of
15 min. Probably because of the temperature-time relation, an analysis
of the biodegradation of WAS must consider the effect of both para-
meters.

Pre-treatments with a temperature range of 50-95 °C and an appli-
cation time of 60 min or less (entries from a to j) generally result in
increased methane production, even though the results are very dif-
ferent among the studies (Table 2). A word of caution must be said
about the paper of Appels et al. (2010) (entries e, g and h) in which the
control sample had a very low biodegradation, probably because of a
low inoculum-substrate ratio of 0.10 during the digestion and a very
limited solubilization for the sample that was pre-treated at 70 °C. The
changes in the different elements of WAS, as described above, are due
to the following factors: disruption of cell membranes; maximized so-
lubilization of carbohydrate and protein; and protein denaturation at
temperatures above 75 °C. These factors could influence the observed
increase in biodegradation at 50-95 °C and application times of < 60
min.

Increased application times (6-15h) at a moderate temperature
increase (60-70 °C), seems to result not only in an increased biode-
gradation, but also in steadier results (Table 2, entries k to o). The
observed increase in methane production cannot be explained solely by
the COD solubilization, as its maximum release is reached at times
lower than one hour. It is hypothesized that the pre-treatment may have
had an effect on the particulate fraction when longer application times
are applied, thus increasing its biodegradation. A further increase in
application times (up to 1-7 days) at a temperature between 55 and
70°C, seems to result in a similar or even lower biodegradation com-
pared to the untreated samples (Table 2, entries p to s). A possible
explanation is the occurrence of the amino-carbonyl (Maillard) reaction
(Appels et al., 2010; Liao et al., 2016), which occurs at a low rate at
temperatures of 60 °C (Chiu et al., 2009). The products of the Maillard
reaction are refractory; and decrease digestibility; and inhibit proteo-
lytic and glycolytic enzymes activity (Friedman, 1996); and are gen-
erally detrimental to cells and organisms (Szwergold, 2013).

Finally, as observed in entries t to w, a simultaneous increase in
temperature (between 80 and 90 °C) and application time (3 to 10h)
results in conflictive and spread results. The results in this range are
comparable to the ones obtained at 60-75°C and application times
between 3 and 15h.

2.1.3. Limiting factors, advantages and perspectives

Low-temperature thermal pre-treatment is a potential inexpensive
way to increase the sludge biodegradability. Because the influence of
both time and temperature, a proper selection of both parameters may
be fundamental. The mechanism of the temperature-time dependence
remains unclear and should be further studied. Nonetheless, steady and
more reliable increases in methane production have been found at 60-
75 °C and application times between 3 and 15 h. At temperatures of 80-
90 °C conflictive results have been found, probably due to the increased
rate of the Maillard reaction. Finally, the option of using low quality
heat has a positive effect on the energy balance of the entire process
(Table A.1). An unfortunate side-effect of this technique is the wor-
sening of the dewaterability of the digestate (Table 14).

2.2. Temperature phased anaerobic digestion (TPAD)

2.2.1. Process description and mode of action

TPAD separates the digestion process into at least two stages, each
one providing optimum conditions for hydrolytic/acidogenic and
acetogenic/methanogenic microorganisms. The selection mechanisms
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Table 2

Effects on the biodegradation of WAS after thermal pre-treatment < 100 °C.

Biotechnology Advances 36 (2018) 1434-1469

Entry Temperature, G Application time

Change in biodegradation (vs.
control)®

Change in CH,4 production (vs.
control)

Change in biogas production (vs.
control)

Reference

Temperature 50-95 °C Application times < 60 min

a 50 30 min 113.8% Dhar et al. (2012)

b 60 60 min 1 30% Hiraoka et al. (1985)
c 60 60 min 112% Ennouri et al. (2016)
d 70 30 min 1 18.8% Dhar et al. (2012)

e 70 60 min 11.6% Appels et al. (2010)
f 72 7.5 min 111% (from 29 to 40) Vergine et al. (2014)
g 80 60 min 1 124% Appels et al. (2010)
h 90 15 min 1123% Appels et al. (2010)
i 90 30 min 113.2% Dhar et al. (2012)

j 95 20 min = Prorot et al. (2011)
Temperature 60-75 °C Application times between 3 and 15h

k 60 6h 1 8% (from 21 to 29) J. Kim et al. (2013b)
1 70 3h 1 7% (from 32 to 39) Ruffino et al. (2015)
m 70 9h 1 50% Climent et al. (2007)
n 70 15h 1 6% (from 32 to 38) Ruffino et al. (2015)
o 75 6h 1 14% (from 21 to 35) J. Kim et al. (2013b)
Temperature 55-70 °C Application times between 1 and 7 days

P 55 24h 1 1% (from 38 to 39) Wang et al. (2014)

q 70 24h 1 3% (from 38 to 41) Wang et al. (2014)

T 70 1-7 days 1 5% Gavala et al. (2003)
s 70 3days | 10% Climent et al. (2007)

Temperature 80-90 °C Application times between 3 and 10 h

t 80 3h 1 9% (from 28 to 37)
u 80 10h

v 90 3h 1 9% (from 28 to 37)
w 90 6h 1 5% (from 21 to 26)

| from 291 to 281 mL/gVS

Ruffino et al. (2015)
Nielsen et al. (2011)
Ruffino et al. (2015)
Kim, Yu, and Lee
(2013b)

(and operational parameters) are temperature, application time and pH.
Temperature has more relevance to the outcomes of the process com-
pared to application time (Ge et al., 2011a). For the acidogenic phase,
temperatures between 45 °C and 70 °C and retention times of 2-6 days
are used, while for the methanogenic phase mesophilic or thermophilic
conditions with solids retention time of 14-30 days are used.

2.2.2. Effects on WAS

2.2.2.1. Floc and cell disruption / carbohydrates, proteins and humic
substances. Ghasimi et al. (2016b) observed that thermophilic
hydrolysis might be increased due to a high sludge loading leading to
accumulation of protein-like substances in the reactor broth, which
might be related to hydrolytic enzymes. However, to our best
knowledge no studies have been conducted dealing with the fate of
cells, proteins, carbohydrates and humic substances in the first stage of
TPAD. Nonetheless, the effects are expected to be similar to those
described for thermal pre-treatment below 100 °C, since the same range
of temperatures are used, while only application times are lengthened.
As TPAD involves a biological stage coupled with a temperature
increase, the mechanism of action and the contribution of both
chemical and biological conversions require further research.

2.2.2.2. Hydrolysis rate and biodegradation. From Table 3, it is clear that
TPAD increases the WAS biodegradation. J. Yu et al. (2013b) observed
an increase of 84.8% in methane production in an acidogenic stage at
45 °C with a retention time of 4 days, while Ge et al. (2011a) found no
increase in methane production at 50 °C and 60 °C, but an increased
hydrolysis rate in the subsequent methanogenic stage. The increase in
biodegradability observed in the same study at 70 °C with 4 days of
retention time, suggests that the effects of Maillard reaction, usually
occurring during thermal pre-treatment < 100°C, were absent in
TPAD. A reason could be that the increased enzymatic activity in the
first stage of TPAD (Ghasimi et al., 2016b) can alleviate the effects of
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the formation of Maillard products due to the increased presence of
hydrolytic enzymes or to the fact that some organisms have enzymatic
ways to protect themselves against the Maillard reaction products
(Szwergold, 2013). During the acidogenic stage, Ge et al. (2011b)
reported the production of methane even at residence times shorter
than four days, and at temperatures between 50 °C and 60 °C.

Thermophilic conditions, applying 2-3 days retention time, have
been reported to provide better results in terms of increased biode-
gradation (Bolzonella et al., 2007; Ge et al., 2011a; Riau et al., 2012; Q.
Wang et al., 2016). The pH seems to act as a selection mechanism,
which impacts biodegradability; with pH values close to neutrality
giving increased biodegradability (Ge et al., 2011a) or volatile fatty
acids (VFA) yields (Q. Wang et al., 2016), as compared to pH values
between 4 and 5. According to the reported studies, the best results
during the acidification step occur at temperatures between 65 and
70 °C; retention times ranging from 2 to 3 days; and a pH of 6-7.

2.2.3. Limiting factors, advantages and perspectives

Riau et al. (2012) observed that even though the acidogenic effluent
has poor dewaterability, a subsequent mesophilic digestion was able to
reduce the ‘time-to-filter’ by > 50% compared to a single-stage anae-
robic digestion with the same process duration. This suggests that with
this technique the addition of an acidification step may reduce the re-
quired amounts of polyelectrolyte for dewatering the digestate. A
comparison of the biodegradation changes for low-temperature thermal
pre-treatment and TPAD in Table A.1 shows more prominent increases
for TPAD, even though similar temperatures are applied. A possible
explanation could be the higher production of protein-like substances at
55 °C compared to 35 °C conditions (Ghasimi et al., 2016b) caused by
the presence of biological activity during the pre-treatment.
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Table 3
Effects on the biodegradation of WAS after TPAD.

Biotechnology Advances 36 (2018) 1434-1469

Entry Acidogenic stage Methanogenic stage Change in Change in CH, production Reference
biodegradation (compared to single stage)
Temperature, C Retention time, pH  Temperature, © Retention time, pH (compared to single
day day stage)
a 45 4 6.05 35 16 - 185% (J. Yu et al., 2013b)
b 50 2 7 37 14 - 34%" (Ge et al., 2011a)
c 55 6 7.54 35 24 7.53 1 18% (from 39 to 57) (Wu et al., 2016)
d 55 2 6.8 55 18 8.2 1 11% (from 33 to 44) (Leite et al., 2016)
e 60 2 7 37 14 - 41%* (Ge et al.,, 2011a)
f 65 2 7 37 14 - 43%" (Ge et al.,, 2011a)
g 65 2 6.3 55 18 7.9 1 5% (from 51 to 56) (Bolzonella et al.,
2012)
h 70 2 7 37 14 48%" (Ge et al., 2011a)
i 70 2 - 35 14 - 1 15% (from 16 to 31) (Ge et al., 2011b)

2.3. Thermal pre-treatment =100 °C

2.3.1. Process description and mode of action

High-temperature thermal pre-treatment or thermal hydrolysis re-
lies on the application of temperatures above 100 °C and was originally
developed to sterilize the sludge and produce class A biosolids. To
provide heat, steam is commonly used through heat exchangers or more
commonly by direct injection (Pilli et al., 2014). Both the steam in-
jection and the temperature increase, rise the pressure, which is sud-
denly released once the target values of temperature, pressure and
application time are reached. In such cases, not only the effect of
temperature is present but also that of the abrupt pressure drop, which
increases both solubilization (Donoso-Bravo et al., 2011) and methane
production (Sapkaite et al., 2017). The relevant parameters are tem-
perature, application time, pressure, and the presence of a sudden
pressure drop. Compared with application time, temperature has a
higher influence on solubilization (Li and Noike, 1992; Valo et al.,
2004; Xiao and Liu, 2006). Cambi™ and Exelys™ are industrial-scale
technologies consisting of one or more pressurized tanks; reaching up to
160 °C for 30 min and 6 bar for Cambi™; and up to 180 °C for 60 min
and 10 bar for Exelys™. Cambi™ works in batch mode; whilst Exelys™
operates in plug flow mode. “Steam explosion” in the Cambi process is
achieved by suddenly reducing the pressure to two bar. Heat is then
recovered and returned to the preheating stage. A detailed description
of these processes is provided by Pilli et al. (2014).

The mechanism of thermal hydrolysis is best understood by high-
lighting two observations from Bougrier et al. (2008). Firstly, they
observed that from 95 to 170 °C, the extent of biogas production from
the soluble fraction was higher than that from the particulate fraction.
Secondly, the observed increase in biodegradation was caused by the
transfer of organic matter from the particulate fraction to the soluble
one, but did not lead to an increase in the biodegradation of each
fraction (Bougrier et al., 2008), while Pérez-Elvira et al. (2016) found
that the biodegradation of the solid fraction remained constant after
pre-treatment at 170°C for 50 min. At temperatures above 190 °C,
biodegradation decreases compared to lower temperatures and can
even be lower than the control (Mottet et al., 2009; Stuckey and
McCarty, 1984).

2.3.2. Effects on WAS

2.3.2.1. Floc and cell disruption. Temperatures from 100 up to 120 °C
were found to reduce particle size (Gao et al., 2013; Laurent et al.,
2009b); which follows the trend observed in low-temperature pre-
treatment. In contrast, at 170 and 190 °C, the particle size increased
compared to the untreated sample, which was explained by the creation
of chemical bonds (Bougrier et al., 2006). In a follow-up study, Bougrier
et al. (2008) observed a temperature threshold of 150 °C, below which
temperature worsened dewaterability and above which temperature
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improved it. The decrease and increase in particle size is also reflected
in the dewatering properties of the digestate.

Already at 70-95 °C permeabilization and cell destruction was ob-
served (Prorot et al., 2011; Salton and Horne, 1951); and therefore it is
expected that temperatures above 100 °C will provoke extensive cell
disruption and release of the intracellular content. Extensive solubili-
zation seems to influence the observed increase in biodegradability for
most of the studies reported (Table 4). However, as described below,
care should be taken to avoid the negative effects of excessive tem-
peratures. Moreover, considering the relatively low amount of bacterial
mass in WAS (Table 1, 10-24%), the impact of temperature on other
organic compounds needs to be considered.

2.3.2.2. Carbohydrates, proteins and humic substances. The melting point
of sugars (at 170 °C) causes caramelization, and thus the formation of
organic acids, aldehydes, and ketones. Caramelization does not involve
proteins and should not be confused with the Maillard reaction
(Vaclavik and Christian, 2008). Above 170 °C, degradation of sugars
is expected to occur. However, Wilson and Novak (2009) observed that
below 220 °C, the effect of thermal hydrolysis on carbohydrates was
solubilization, not degradation. This fact agreed with their observation
that pure carbohydrate solutions were not largely converted to mono or
dimeric sugar units at 220 °C (Wilson and Novak, 2009). Regarding
proteins, extensive denaturation is expected at such high temperatures
as well as degradation at temperatures around 190 °C and 220 °C, since
ammonia concentration had been observed to increase up to nine times
compared to the control (Wilson and Novak, 2009). This matched with
the fact that protein degradation of pure bovine serum albumin was
observed for the same temperature range (Wilson and Novak, 2009).
Below 170 °C, evidence of extensive protein degradation has not been
observed (Bougrier et al., 2008; Morgan-Sagastume et al., 2011). An
increase in enzymatic activity is not expected to play a significant role
during high-temperature pre-treatment of WAS. In fact, enzyme
degradation is a pivotal factor in the loss of enzymatic activity at
temperatures in excess of 80 °C (Daniel et al., 1996). Additionally, even
though enzyme immobilization (e.g. with humic substances) is known
to increase the half-live of enzymes, it only increases the denaturation
temperature by 25 °C (Unsworth et al., 2007).”

Finally, Wilson and Novak (2009) reported that from 130 to 220 °C,
the relative solubilization of polysaccharides was higher than that of
proteins, which is the opposite to what has been observed for low-
temperature pre-treatment. It is hypothesized that for a tempera-
ture > 100 °C most of the proteins are already solubilized, whereas the
bound carbohydrates only start to be solubilized at 130 °C. Also, the
Maillard reaction could take place, likely to a higher extent as com-
pared to temperatures below 100 °C, since reaction rates increase with
temperature (Dwyer et al., 2008). Finally, at temperatures above 110 °C
humic acids start to decompose (Kolokassidou et al., 2007), while at
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Table 4
Effects on the biodegradation of WAS after thermal pre-treatment =100 °C.

Biotechnology Advances 36 (2018) 1434-1469

Entry Temperature, C Application time, Pressure, MPa  Soluble COD

Change in biodegradation

Change in biogas

Reference

minutes (vs. control) production (vs. control)
a 100 10 0.1 1 from 4.1 to 24.8% 1 11% (from 12 to 23) (Gao et al., 2013)
b 110 30 n/d 1 from 8.7 to 12.2% 1 6% (from 47 to 53) (Mottet et al., 2009)
c 120 10 0.1 1 from 4.1 to 75.9% 1 19% (from 12 to 31) (Gao et al., 2013)
d 121 30 0.152 1 from 8.1 to 17.7% 1 8% (from 26 to 34) (Kim et al., 2003)
e 130 15 n/d 1 14% (as CH,) (Nielsen et al., 2011)
f 130 45 n/d 1 = 68% (Pinnekamp, 1989)
g 134 20 0.312 1 from 0.0 to 14.1% 1 15% (from 31 to 46) (Gianico et al., 2013)
h 135 30 n/d 1 6% (from 49 to 55) (Bougrier et al., 2007b)
i 165 30 n/d 1 from 8.7 to 25.2% 1 9% (from 47 to 56) (Mottet et al., 2009)
j 170 0. n/d 40.5% (initial value 1 1.59 times (Bougrier et al., 2006)
not disclosed)
k 170 15 n/d 1 9.2% (as CHy) (Nielsen et al., 2011)
1 170 45 n/d 1 74% (Pinnekamp, 1989)
m 170 60 n/d 1 20% (from 25 to 45) (Valo et al., 2004)
n 175 60 n/d 1 13% (from 48 to 61) (Stuckey and McCarty,
1984)
o 190 0. n/d 49.0% (initial value 1 1.59 times (Bougrier et al., 2006)
not disclosed)
P 190 15 n/d 1 13% (from 49 to 62) (Bougrier et al., 2007b)
q 190 30 n/d ~63% (initial value 1 = 2.6 times (Bougrier et al., 2008)
not disclosed)
T 200 60 n/d 1 9% (from 48 to 57) (Stuckey and McCarty,
1984)
s 210 30 n/d ~67% (initial value 1 = 2.1 times (Bougrier et al., 2008)
not disclosed)
t 220 30 n/d t from 8.7 to 33.4% | 6% (from 47 to 41) (Mottet et al., 2009)
u 220 45 n/d 1 =11% (Pinnekamp, 1989)
v 225 60 n/d 1 4% (from 48 to 52) (Stuckey and McCarty,
1984)
w 250 60 n/d = (Stuckey and McCarty,
1984)
X 275 60 n/d | 6% (from 48 to 42) (Stuckey and McCarty,
1984)

n/d: not determined.
* No holding time.

150-180 °C dissociation occurs (Bobleter, 1994; Garrote et al., 1999).

2.3.2.3. Hydrolysis rate and biodegradation. The hydrolysis rate
increases after application of thermal hydrolysis (Bougrier et al.,
2006; Gao et al., 2013) and so does the biodegradation, as observed
in Fig. 1 and Table 4. A parabolic behavior for WAS biodegradation as a
function of pre-treatment temperature is observed in Fig. 1, with the

% Biodegradation
COD solubilization

e}

30

25

20

XN xP

xV

A Biodegradation or solubilization (%)

5
H\‘HlllIIII|IIII|IIII||1H‘HH‘HH‘
O

100 150 200 250 300

Temperature (°C)

Fig. 1. Change in biodegradation and COD solubilization due to thermal pre-
treatment above 100 °C. Letters refer to entries in Table 4.
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highest values in the range of 170-190 °C. Indeed, it has been widely
documented that the maximum methane production is found at
temperatures around 170-190°C (Bougrier et al., 2008; Bougrier
et al., 2007b; Pinnekamp, 1989; Stuckey and McCarty, 1984) despite
the fact that COD solubilization continues to increase in proportion to
temperatures up to 220 °C (Mottet et al., 2009) (Table 4, entry t).
Similarly, Bougrier et al. (2007b) and Pinnekamp (1989) tested pre-
treatments at 190 and 220°C respectively, and the maximum
biodegradation was found below those temperatures, in contrast to
VS destruction, which increased in proportion to temperature. Such
observations suggest that the pre-treated sludge is mineralized under
harsh pre-treatment conditions (Zhen et al., 2014).

According to Stuckey and McCarty (1984) the observed peak in
methane production could be caused by two competing mechanisms:
the conversion of particulate organics into biodegradable dissolved
matter, which increases methane yield; and the formation of soluble but
refractory compounds that do not contribute to biogas production. The
decline in methane production has been widely ascribed to Maillard
reactions. Maillard reactions result in the formation of melanoidins
(Neumann et al., 2016). Actually, due to their recalcitrant nature,
melanoidins are also known as synthetic humic acids (Blondeau, 1989).
The occurrence of the Maillard reaction produces color changes
(Vaclavik and Christian, 2008), which correlate with the brownish su-
pernatant of digested sludge observed by Bougrier et al. (2007b) at a
temperature of 190 °C. At 135 °C or less (well below the methane pro-
duction peak at 160-190 °C), the formation of refractory products also
already takes place as discussed for low-temperature pre-treatment,
which could reduce WAS biodegradability. In contrast, it is likely that
conditions up to 190 °C promote a higher organic matter solubilization
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that outcompetes the formation of refractory compounds (Table 4,
entry h). In addition, at 170 °C, the caramelization of sugars starts,
potentially producing the aldehyde furfural (CsH405), which has been
shown to inhibit anaerobic biological processes at a concentration of
around 2 g/L (Ghasimi et al., 2016a). Thus, a temperature of around
190 °C is postulated as the temperature above which the formation of
refractory components outcompetes the formation of biodegradable
soluble components, thereby reducing biodegradation. The exact tem-
perature, however, depends on sludge composition, and probably other
factors.

2.3.3. Limiting factors, advantages and perspectives.

Attention should be given to the effect of the refractory solubilized
fraction resulting from thermal hydrolysis, as it may pose negative ef-
fects when returned back to the wastewater headworks. A way to
minimize the effects of refractory compounds is to increase digestion
times (whenever possible) (Stuckey and McCarty, 1984), provided the
methanogenic consortia are able to adapt to these compounds. Adap-
tation may occur by allowing sufficient time for developing the re-
quired hydrolytic enzymes (Ghasimi et al., 2016b).

Thermal hydrolysis has been observed to increase biogas produc-
tion, with the largest impact on low-loaded activated sludge processes,
for sludge samples with low initial biodegradation (Bougrier et al.,
2008; Pinnekamp, 1989) and for digested sludges that are post-treated
and then re-digested (Pinnekamp, 1989). In addition to its original
objective of sludge sterilization (implying suitability for land disposal if
regulations allow), thermal hydrolysis also increases the dewaterability
of the digestate (at above 150 °C) and results into high VS removal.
Compared to low-temperature pre-treatment, thermal hydrolysis
cannot operate using only low quality waste heat (<80 °C), high quality
heat (> 100 °C) is also required, which can negatively impact the en-
ergy balance as observed in Table A.1 and Table B.1. To get a closed
heat balance (or as closed as possible) dewatered WAS with a high VS
concentration (> 16%) should be fed to the pre-treatment, instead of
thickened or dewatered sludge with a VS concentration of around
3-6%, as compared to low-temperature pre-treatment Table B.1.
Moreover, in many cases the required minimum VS concentration had
to be 20-25%, or some primary sludge had to be co-digested to get a
closed heat balance during thermal hydrolysis.

2.4. Microwave pre-treatment

2.4.1. Process description and mode of action

Microwaves are high-frequency (around 2.45 GHz) electromagnetic
waves, which create a changing electromagnetic field. This causes rapid
alignment and realignment of dipoles in polar molecules (such as water
and some EPS molecules), and thus generates friction that liberates heat
(Vaclavik and Christian, 2008). In addition to the thermal effect, an
“athermic” effect related to the breaking of the polymeric network due
to the rotation of molecules has been hypothesized (Eskicioglu et al.,
2006). Nonetheless, it has been demonstrated that under identical ex-
perimental conditions (heating/cooling rates and net absorbed energy),
athermal effects do not exist, or at least, are insignificant compared to
the thermal effects (Hosseini Koupaie and Eskicioglu, 2016;
Mehdizadeh et al., 2013; Sélyom et al., 2011; Vergine et al., 2014).

Similar to conventional thermal pre-treatment (heat transfer by
convection), temperature increase is the most relevant parameter
during microwave pre-treatment (Hosseini Koupaie and Eskicioglu,
2016; Mehdizadeh et al., 2013). Increase in biodegradation is in pro-
portion to applied temperature, for the low-temperature range (65-
85 °C) (Kennedy et al., 2007) as well as for the high temperature range
110-175°C (Toreci et al., 2011; Toreci et al., 2010). Other important
factors are the temperature increase rate, or ramp rate (Hosseini
Koupaie and Eskicioglu, 2016) and the sludge solids concentration, as it
affects the absorption of microwaves (Eskicioglu et al., 2007b) and thus
the energy actually delivered to the sample.
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2.4.2. Effects on WAS

2.4.2.1. Floc and cell disruption. Similarly to low-temperature pre-
treatment, the mean particle size of the pre-treated sludge seems to
decrease under microwave application (Kennedy et al., 2007; Yi et al.,
2014). Unfortunately, no studies were found regarding the relationship
between particle size distribution and temperature increase, at
temperatures higher than 100°C, although a further decrease in
particle size is expected at temperatures around 150 °C, followed by
an increase after this temperature, as has been reported for thermal
hydrolysis.

Cella et al. (2015) found that the highest microbial destruction oc-
curred at 2.62kJ/g TS at a temperature of 80 °C and 9 min of applica-
tion time, which lowered the live/dead ratio from around 3 for the
control to around 0.25 for the pre-treated sample. An additional input
of energy did not cause significantly higher microbial death. Eskicioglu
et al. (2007a) postulated that cell disruption is due to the absorbance of
microwaves in the lipid bilayer of cell membranes. Several studies have
reported an increase in cell disruption by using microwaves as com-
pared to conventional heating at the same final temperature, the dif-
ference potentially being explained by the aforementioned athermic
effect (Eskicioglu et al., 2007c; Hong et al., 2006; Hong et al., 2004;
Kakita et al., 1995). However, in those studies, either the temperature
increase rate or the energy actually absorbed by the sample was not
strictly controlled. As a consequence, a higher energy input could have
been actually delivered resulting in a higher cell death. Therefore, it is
concluded that cell disruption exists during microwave pre-treatment,
but the treatment is dominated by thermal effects, just as for conven-
tional thermal pre-treatment.

2.4.2.2. Carbohydrates, proteins and humic substances. The observation
that merely thermal effects are determining during microwave pre-
treatment is also confirmed by trends observed for both thermal and
microwave pre-treatments:

- Proportional increase in soluble COD at temperatures below 100 °C
(Eskicioglu et al., 2007c; Kennedy et al., 2007) as well as above
120 °C (Eskicioglu et al., 2009; Toreci et al., 2009). Specifically, a
proportional increase in the concentration of soluble sugars, protein
and humic acids at 50-160 °C (Eskicioglu et al., 2007a; Mehdizadeh
et al., 2013).

- Higher relative solubilization of proteins compared to carbohydrates
(Eskicioglu et al., 2007c; Uma Rani et al., 2013). No degradation of
proteins and sugars up to 80 °C (8.23 kJ/gTS) (Appels et al., 2013).

- Initial increase of reducing sugars in the supernatant at 50 and 75 °C
and subsequent decrease at 96 °C, probably explained by the oc-
currence of the Maillard reaction (Eskicioglu et al., 2007a).

2.4.2.3. Hydrolysis rate and biodegradation. In contrast to conventional
thermal pre-treatment, conflicting results have been observed regarding
the hydrolysis rate. Park et al. (2004) and Hosseini Koupaie et al.
(2017) observed an increase; Eskicioglu et al. (2007b) found no change;
and Toreci et al. (2011) found a decrease. The latter could be explained
by inhibition caused by toxic by-products formed during microwave
pre-treatment, because temperatures up to 175°C had been used.
Another possible explanation is the use of non-acclimated inoculum
during batch digestion tests. Regarding sludge biodegradation, results
match with observations for low and high temperature pre-treatment.
Most of the studies observed an increase in biodegradation (Table 5),
although some papers reported no increase (Cella et al., 2015;
Eskicioglu et al., 2008).

The effect of the temperature increase rate during pre-treatment on
sludge biodegradation should not be neglected. It has been observed
that a slower temperature increase, enhances methane production for
both low and high temperature scenarios (Eskicioglu et al., 2009;
Hosseini Koupaie and Eskicioglu, 2016; Park and Ahn, 2011; Toreci
et al., 2011). This could be related to the application time-temperature
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dependence, that was observed by Hosseini Koupaie et al. (2017) for
microwave pre-treatment under 90-120 °C and with application times
of 1 to 2h. However, insufficient studies, on the time-temperature de-
pendency with microwave pre-treatment, were found in literature to
draw general conclusions regarding this mechanism.

(Dogan and Sanin, 2009)

(Eskicioglu et al., 2007b)
(Chi et al., 2011)

(Eskicioglu et al., 2008)
(Kennedy et al., 2007)
(Park et al., 2004)
(Coelho et al., 2011)
(Eskicioglu et al., 2008)
(Eskicioglu et al., 2008)
(Chi et al., 2011)
(Martinez et al., 2016)
(Serrano et al., 2016)

(Eskicioglu et al., 2008)
(Appels et al., 2013)

Reference

2.4.3. Limiting factors, advantages and perspectives

Despite the inherent differences between microwave and ultrasonic
(US) pre-treatments, comparisons have been carried out under similar
specific energy consumption. For microwaves, applying 2.62kJ/g TS at
a temperature of 80 °C and 10 min of application time, and US pre-
treatment, applying 2.37kJ/g TS at a temperature < 35°C, it was
found that microwaves caused a fourfold to fivefold greater cell death,
but this did not result in significantly different biodegradation (Cella
et al., 2015). Westerholm et al. (2016) made a similar observation. This
suggests that both microwave and ultrasonic pre-treatment result in
comparable outcomes regarding biodegradation. Applying an alter-
native electromagnetic frequency (13.56 MHz versus the conventional
2.45 GHz) did not change the biogas production rate and biodegrada-
tion significantly (Hosseini Koupaie et al., 2017), although it was two
times more energy efficient compared to the conventional frequency. A
potential drawback of microwave pre-treatment is the observed short
term inhibition of digestion after pre-treatment (Eskicioglu et al.,
2007b; Toreci et al., 2011), however no studies have been performed to
further understand its cause. Interestingly, microwave pre-treatment
has been reported to improve the dewaterability of the digestate at
temperatures below 96 °C (Coelho et al., 2011; Eskicioglu et al., 2007b;
Wang and Li, 2016), in contrast to the results of low-temperature
thermal pre-treatment. Based on the discussions in previous sections,
similar improvements to anaerobic digestion can be achieved with low-
temperature or thermal hydrolysis pre-treatments. Furthermore, mi-
crowave pre-treatment requires a significantly higher energy expense
(Table A.1), due to the fact that electricity is required, in contrast to the
waste heat required for low-temperature pre-treatment.

Change in biogas production (vs.

control)
117%

Change in CH, production (vs.

control)
1 16%
1 30%
111%
1 46%
1 6%

2.5. Freezing and thawing

Change in biodegradation (vs.

control)
1 10% (from 33 to 43)

| 3% (from 53 to 50)
1 1% (from 53 to 54)
1 15% (from 53 to 68)
1 1% (from 53 to 54)
1 9% (from 46 to 55)
1 11% (from 46 to 57)

2.5.1. Process description and mode of action

Freeze and thaw consists of the freezing of sludge, usually at tem-
peratures around -20 °C for several hours and a subsequent thawing
process at room temperature. The formation of ice crystals causes
physical damage to the cells (Vaclavik and Christian, 2008). The se-
quence of mechanisms is: a) at 0 °C, ice crystals are formed in the ex-
tracellular solution. Intracellular content remains liquid as it contains
fluids with lower freezing points compared to extracellular content
(Thomashow, 1998). The ice front pushes particulate matter together,
forming clusters; b) solute concentrations just outside the cell increase
due to the freezing of the extracellular solution. This causes osmotic
pressure that leads to cell dehydration and shrinking (Wang et al.,
2001); c) as freezing time increases or temperature is further decreased,
to between — 2 and -10 °C, the intracellular content freezes and expands
due to internal ice formation that then leads to cell lysis (Thomashow,
1998).

Very limited research focused on increasing methane production
with this method has been reported. Most of the relevant studies fo-
cused on dewatering effects. Temperature, freezing rate and pre-treat-
ment time (curing time) are relevant operational parameters that af-
fected dewaterability (Hu et al., 2011; Vesilind and Martel, 1990; Wang
et al., 2001). Lower freezing rates and colder temperatures result in
better dewatering (Hu et al., 2011; Vesilind and Martel, 1990). Re-
freezing, in multiple freeze and thaw cycles, enlarges ice crystals,

17.51 (ca.) as kJ/gSS

20.66 (ca.)
501.8 (ca.) as kJ/gSS

69.13 (ca.)
38.08

81.54 (ca.)
20

kJ/gTS
16.07 (ca.)
18.37 (ca.)
8.23

16.42 (ca.)
19.55
21.65 (ca.)
22.96 (ca.)

Irradiation energy, kJ/  Specific energy (Es),

1029
1175
336
493
588
450
900
1322
1470
3335
2880
2830
975

minute
10

46

16

39

n/d
n/d

91.2
96
96

60
80
80
85
calculated value based on the parameters of the study.

* Performed with mixed sludge (WAS = 58%; primary sludge =42%, by volume).

Entry Temperature, C Application time,

Effects on the biodegradation of WAS after microwave pre-treatment.

100
120
130
160
190
n/d
n/d
n/d = not disclosed

Table 5
ca.
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contributing to further cell disintegration (Vaclavik and Christian,
2008).

2.5.2. Effects on WAS

2.5.2.1. Floc and cell disruption. It has been reported that the ice front
formed during freezing of WAS squeezes the particulate fraction
together into larger particles that tend to keep their new size after
thawing (Gao, 2011; Wang et al., 2001). Other studies showed that
freeze and thaw pre-treatment reduced the particle size of the sludge
flocs and increased the settleability. Similarly, when subjected to
cooling the proteins precipitate or aggregate (Chang et al., 1996;
Heller et al., 1999; Yu et al., 2006). This suggests compaction of the
sludge flocs due to the freezing process (Hu et al., 2011). As almost all
studies report an increase in dewaterability, but with different trends in
the modification of particle sizes, both increase in particle size and
increase in density could be the mechanism behind dewaterability
increase.

The freeze and thaw pre-treatment causes a decrease in the fraction
of viable cells (Diak and Ormeci, 2016; Wang et al., 2001). Slow
freezing is more preferable than rapid freezing or excessively lower
temperatures (Wang et al., 2001). Authors concluded that at -80 °C, the
freezing speed was so rapid that some bacteria survived due to the
prevention of the elution of proteins and carbohydrates. Cell survival at
freezing temperatures could be due to the presence of cryoprotectant
components, such as proteins and fats and glycerol (Montusiewicz
et al., 2010).

2.5.2.2. Carbohydrates, proteins and humic  substances. COD
solubilization increases linearly with freezing time, suggesting that
long retention times could be required to have significant solubilization
(Hu et al., 2011). Wang et al. (2001) observed a 25-fold increase in
soluble proteins and an approximately 4-fold increase in soluble
carbohydrates after 24 h of freezing at -10 °C. They also observed a
higher degree of solubilization in the case of freezing at -10°C as
compared to freezing at -80°C. This was related to higher cell
disruption at higher temperatures. Even though protein denaturation
occurs as a result of freezing, freezing does not completely stop enzyme
activity (Vaclavik and Christian, 2008). Regarding carbohydrates, the
expelling of water from starch (an effect of the retrogradation reaction)
is more likely to occur in WAS that is exposed to the effects of
freeze-thaw cycles (Vaclavik and Christian, 2008).

2.5.2.3. Hydrolysis rate and biodegradation. No information was found
concerning the effect of freeze and thaw pre-treatments on the
hydrolysis rate. However, an increase is expected since cell disruption
and change in particle size occurs. In the few studies regarding biogas
potential, increased biogas production has been reported (Jan et al.,
2008; Montusiewicz et al., 2010; Pabén Pereira et al., 2012).

2.5.3. Limiting factors, advantages and perspectives

Similar COD solubilization was observed for freeze and thaw and
high-temperature thermal (103 °C) pre-treatment (Gao, 2011). Un-
fortunately, the anaerobic biodegradability and biogas production was
not studied. The only successful freeze and thaw systems are found in
natural freezing and thawing systems in open beds (Hellstrom, 1997;
Kinnunen et al., 2014; Vesilind and Martel, 1990). In these sludge beds,
the sludge is spread into thin layers during the winter months and al-
lowed to freeze, while in warmer weather the sludge thaws and the
water drains out, leaving a dry WAS (Wang et al., 2001). Although this
mechanism is beneficial for improving dewaterability, it could cause a
decrease in the biodegradation of sludge, because soluble COD also
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leaks out if the sludge is not in an enclosed volume. Since no energy
input is required and an increase in methane production is expected,
freeze and thaw using naturally occurring conditions has a positive
energy balance (Table A.1). However, this technique is restricted to
cold regions during the coldest seasons and is dependent on the actual
climatic conditions (not all winters are similarly cold). Also, in order to
reduce the size of the bed, research on applicable exposure times need
to be performed. Artificial freezing does not seem to be a practical
option, because of the amount of electricity required, and the hy-
pothetical large freezers for storing the sludge. For instance, active
freezing of sludge from 10 to -25 °C assuming a total solids concentra-
tion of 40g/L and a coefficient of performance of 2.75 (Taib et al.,
2010), would demand an expense of 4.25kJ/gTS in electric energy.
Nonetheless, freeze and thaw increases the biomethane potential of
WAS, while also probably improving the dewaterability of the diges-
tate. Moreover, in contrast to other pre-treatment techniques, the for-
mation of refractory compounds or undesirable by-products is probably
absent at freezing temperatures.

2.6. Ultrasonic pre-treatment

2.6.1. Process description and mode of action

Ultrasonic pre-treatment results in cavitation, a disturbance in the
liquid resulting in the formation, growth, and implosion of bubbles
(Chatel, 2016). In order for cavitation to occur, weak points in the li-
quid must exist, such as suspended particulate matter (Chatel, 2016).
The efficacy of ultrasonic pre-treatment of WAS depends on ambient
conditions and operational parameters (Delmas et al., 2014). De-
pending on the selection of ultrasonic parameters, the sudden collapse
of bubbles creates shear forces and/or formation of hydroxyl radicals.

Parameters such as frequency, ultrasonic density (Eq. 2), tempera-
ture and VS concentration should be considered for a complete picture
of the performance of ultrasonic pre-treatment. One of the most wide-
spread operational parameters for ultrasonic pre-treatment of WAS is
the specific energy requirement, Es (Eq. 3), an umbrella term encom-
passing power, volume of the sample, application time and the con-
centration of solids. Although useful for assessing the energy con-
sumption, it should be employed carefully as it does not replace the
detailed selection of the main parameters of ultrasonic pre-treatment.
Table 6 lists the relevant parameters and their effects during sonication
of WAS.

D [kﬂ] _ Power (kW)
L |~ Volume (L) (2)
E[ﬁ]: D(kTW)xtime(s)
’ grs Solids concentration (%) 3)

2.6.2. Effects on WAS

2.6.2.1. Floc and cell disruption. Ultrasonic pre-treatment has been used
as a dispersion technique for aggregates (Foladori et al., 2007; Jorand
et al., 1995) such as WAS flocs. A reduction in particle size diameter is
expected, which would make the organic matter more accessible for
enzymatic attack (Jorand et al., 1995; Vavilin et al., 2008).

For temperature controlled sonication, particle size decreased as the
dosage of specific energy increased (Feng et al., 2009). This in turn
results in an increase in hydrolysis rate, as will be described below.

An effect of ultrasonic pre-treatment is the break-up or damage of
the bacterial cell wall (Jorand et al., 1995). Indeed, cell disruption has
been documented by flow cytometry of WAS as presented in Table 7.
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Table 6
Parameters with influence in the sonication of WAS.
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Parameter, (unit)

Remarks

Frequency, (kHz)

Ultrasonic density, acoustic power or power density,
D, (kw/L)

Temperature

Frequency determines whether cavitation or formation of hydroxyl radicals dominates: low frequencies (20-80 kHz) lead
to physical effects (shockwaves, microjets, microconvection) (Chatel, 2016; Pilli et al., 2011); while high frequencies
(150-2000 kHz) favour the production of hydroxyl radicals (Chatel, 2016; Tiehm et al., 2001).

For WAS ultrasonic pre-treatment, the range of 20 to 41 kHz has been commonly used.

Between 41 and 3217 kHz, higher particle size reduction and supernatant turbidity was observed at 41 kHz (Tiehm et al.,
2001). Recently, the use of audible frequencies (< 20 kHz) has been assessed with promising results. At lower frequencies,
like 12 kHz, higher COD solubilization has been observed than at 20 kHz (Delmas et al., 2014; Tuan et al., 2016; R. Wang
etal., 2016a). Jiang et al. (2009) however had the highest COD solubilization at 25 kHz of the tested 19, 25, 40 and 80 kHz.
Power density is part of the parameters included in the calculation of the specific energy (Eq. 3). It has been observed that
under the same value of E, the higher the power density, the higher the solubilization (Pérez-Elvira et al., 2009; Show
et al., 2007).

Cavitation increases the temperature of the medium as a function of the sonication time (Chatel, 2016; Nguyen et al., 2016)

and power density (Rombaut et al., 2014).

Temperature uncontrolled sonication led to higher COD solubilization compared to temperature controlled sonication
(Tuan et al., 2016). However, the effect of shear forces by cavitation decreases at increasing temperatures, so it should be
kept below 80 °C (Delmas et al., 2014; Huan et al., 2009; Tuan et al., 2016).

Solids concentration, (gTS/L)

There is an optimum in the range of 1-3% TS for solubilization (Sahinkaya, 2015; Show et al., 2007) and biodegradation

(Pilli et al., 2016). According to Show et al. (2007), an excess of solids in sludge results in a high energy loss during
sonication, thus reducing the effectiveness of pre-treatment.

Application time, (s)

It has been observed for temperature controlled ultrasonic pre-treatment that increasing pre-treatment time over 60 min

had essentially no effect on the sludge characteristics (Chu et al., 2001). However, for temperature uncontrolled ultrasonic
pre-treatment, the effects of increasing pre-treatment time are increases in temperature and higher cellular death

(Zielewicz, 2016).

Entries a and b, were performed with very low TS concentrations that
are not representative of thickened WAS that is used for AD, yielding
excessive specific energy values. However, Cella et al. (2015), em-
ployed sewage sludge at 42 gTS/L and found that even though the
percentage of damaged bacterial cell walls increased from around 33 to
50% (Table 7, entry c), the cell death did not increase overall WAS
biodegradation; which might be attributed to the relatively low amount
of cells in WAS (Cella et al., 2015). Nonetheless, more detailed research
is necessary to determine the specific energy required to damage or
rupture cell walls in thickened WAS.

2.6.2.2. Carbohydrates, proteins and humic substances. During ultrasonic
pre-treatment, for both temperature-controlled and uncontrolled
conditions, the solubilization of proteins is higher compared to
carbohydrates (Table 8), which matches with some findings from
thermal pre-treatment below 100 °C. During temperature-controlled
ultrasonic pre-treatment, only a marginal increase in VFA concentration
was observed (Cella et al., 2015). It remains unclear whether sonication
is able to break down carbohydrates and proteins, as well as its effect on
humic substances, which leaves ample room for further research.

2.6.2.3. Hydrolysis rate and biodegradation. Hydrolysis rate increases
with ultrasonic pre-treatment (Braguglia et al., 2012; Kianmehr et al.,
2013; Zorba and Sanin, 2013). This can be ascribed to the inherent floc

Table 7
Effect of ultrasounds application in cell disruption.

dispersion (de-agglomeration) which leads to an increased surface area;
and also because of better mixing and diffusion of the components
(Bougrier et al., 2006; D.-H. Kim et al., 2013; Rombaut et al., 2014;
Sotodate et al., 2009).

Regarding sludge biodegradation, due to the associated increase in
temperature (which could reach up to 70 °C) under uncontrolled con-
ditions, an analysis must consider the effect of temperature in order to
differentiate between thermal and ultrasonic effects on the biode-
gradation. As shown in Table 9, when temperature was kept below
45 °C, the increase in biodegradation was in the range of 1-5.5% (en-
tries a to d), even though extensive COD solubilization occurred
(Kianmehr et al., 2013). An explanation could be that most of the cell
walls are only partially damaged or ruptured during ultrasonic pre-
treatment and because biopolymers are only solubilized but not de-
graded. However, the study from Braguglia et al. (2015) (entry e) is an
exception to this trend, as the increase in biodegradation was 14%. In
addition, a full-scale study in Nieuwgraaf WWTP, The Netherlands,
where about 35% of the total WAS stream was exposed to sonication at
temperatures below 30°C (the temperature increase was 7 °C) and
D = 0.096 kW/L, resulted in a E; of about 8 kJ/gTS. No difference be-
tween the sonication process and the untreated process was observed,
neither for soluble COD increase nor for VS reduction (STOWA, 2013).
On the other hand, when control of temperature is not carried out
(entries f-g), biodegradation increased in the order of 7-18%, as well as

Entry Solids concentration Ultrasonic density, (kW/L) Specific energy (E,) Damaged cells (%) Comment Reference

a 0.00253 g TSS/L 0 0 13 Control (Guo et al., 2014)
2.0 95,000 kJ/gTSS 20 Sonicated sample

b 0.006-0.0088 gTSS/L 0 0 18 Control (Foladori et al., 2007)
0.3-1.5 20,000 kJ/gTSS 25 Sonicated sample

c 42 gTS/L 0 0 =33 Control (Cella et al., 2015)
1 2.37kJ/gTS =50 Sonicated sample

* Low solids concentrations are caused by dilution.
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Table 8
Release of biopolymers after ultrasonic pre-treatment.

Biotechnology Advances 36 (2018) 1434-1469

Entry Temperature, C Ultrasonic density,  Eg, kJ/gTS Change in soluble Change in soluble Change in soluble humic Reference
(kw/L) carbohydrate (vs. control) protein (vs. control) substances (vs. control)
a 30 0.65 2.5-21 1 = 9 times 1 = 23 times (Tian et al., 2015b)
b “un-controlled” 0.1 100 111.4 times 1 13.3 times 1 3.9 times (Jaziri et al., 2012)
c “no increase 0.5 2.209 1 8.0 times 1 10.9 times (Braguglia et al.,
detected” 2015)
d “no increase 0.5 8.838 125 times 125 times (Braguglia et al.,
detected” 2015)
e Not disclosed 0.18 13.14 (as 10.5 times (Brown and Lester,
kJ/gSS) 1980)

methane production (entry h). It could therefore be inferred that
thermal effects most likely causes the difference in sludge biode-
gradation. According to Salsabil et al. (2009), the production of biogas
was proportional to Eg in the range 3.6-108 KJ/gTS, thus a higher
energy input may result in remarkable increases in biodegradation.
Nonetheless, E; values of 14.3 and 25.9 kJ/gTS required hypothetical
sludge biodegradation of 160 and 261%, respectively, implying that
energy should be supplied in order to reach a neutral energy balance
(Table B.2).

The previous results suggest that temperature-controlled ultrasonic
pre-treatment has lower methane yield compared to temperature-un-
controlled conditions. Tuan et al. (2016), already suggested that a
better performance is obtained from the coupled effect between sonic
waves and temperature. In other words, the effect of ultrasonic pre-
treatment alone (i.e. excluding thermal effects) barely increases the
WAS biodegradation, while an increase in temperature results in higher
biodegradation, probably described by the mechanisms of thermal pre-
treatment below 100 °C. Finally, application of ultrasonic pre-treatment
at 80 °C resulted in similar COD solubilization to the sole application of
temperature at 80 °C (Delmas et al., 2014).

2.6.3. Limiting factors, advantages and perspectives

The energetic efficiency of ultrasonic pre-treatment is a burden
because two energy conversions (with their respective energy loses) are
carried out: conversion of electrical energy to mechanical vibration,
and the conversion of mechanical vibration into cavitation (Pérez-
Elvira et al., 2010). For instance, Chatel (2016) remarked that the
conversion of electrical energy provided by the generator into acoustic
energy transmitted to the medium is currently about 30-40% efficient
for low-frequency ultrasound. This could be a reason why ultrasonic
pre-treatment generally leads to negative electric energy balances, as
observed in Table A.1. The main drawbacks of ultrasonic pre-treatment
are thus a) electricity is required instead of heat and; b) a WAS solids
concentration below 4% is required, as a higher solids concentration
decreased the efficiency of the ultrasonic pre-treatment (Pilli et al.,
2016; Sahinkaya, 2015). Even though temperature-controlled ultra-
sonic pre-treatment results in a marginal rise in biodegradation, better
outcomes are observed for temperature-uncontrolled ultrasonic pre-
treatment. However, the observed increases in biodegradation are still
less than those achieved by low-temperature pre-treatment.

2.7. Hydrodynamic cavitation, milling and homogenization

2.7.1. Process description and mode of action

In addition to ultrasonic pre-treatment, hydrodynamic cavitation,
milling and homogenization are also examples of mechanical pre-
treatments. Cavitation can be produced by ultrasonic pre-treatment, but
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also by the flow of liquid under controlled conditions through venturi
tubes or orifice plates (Kumar and Pandit, 1999; Lee and Han, 2013).
The resulting cavitation bubbles result in disintegration of the sludge
(Hirooka et al., 2009). According to Kim et al. (2008), the inclination
angle and the number of venturi constrictions have been shown to be
factors that affect the amount of COD solubilization.

Sludge milling consists of a grinding mechanism in which moving
beads impact the sludge particles by provoking their breakage. Jung
et al. (2001) observed that the collision frequency between the moving
beads correlated with sludge solubilization rates.

Finally, homogenization is a method for cell disruption, originally
developed for the stabilization of food and dairy emulsions (Zhang
et al., 2012). During homogenization, sludge is pressurized to between
30 and 150 MPa for 3-30 min, after which the sample is accelerated
through a convergent section and collides on an impact ring. As a result,
the effects of pressure gradient, cavitation and shear are present (Zhang
et al., 2012). During homogenization, pressure is the most significant
factor for increasing the solubilization of COD (Li et al., 2014;
Wahidunnabi and Eskicioglu, 2014; Zhang et al., 2012), while the
number of homogenization cycles is less relevant (Zhang et al., 2012).

Milling and homogenization can result in temperature increases up
to 43 °C (Jung et al., 2001; Zhang et al., 2012). This is lower than the
threshold temperature required to cause significant changes in the
physicochemical characteristics of WAS (see section 2.1). Furthermore,
mechanical pre-treatments use electricity as energy input.

2.7.2. Effects on WAS

2.7.2.1. Floc and cell disruption. Homogenization (temperature not
mentioned) reduced the floc size: the median size of WAS was
reported to become 3 to 4 times smaller (Fang et al, 2015).
Similarly, a reduction in particle size was observed for milling
(Lajapathi Rai et al., 2008). Cell disruption has also been reported;
ball milling with temperature control, at an energy input of around
5kJ/gTS, achieved a cell inactivation of 30%, while it increased to 80%
at 35kJ/gTS (Lajapathi Rai et al., 2008). This shows that for extensive
cell disruption to occur, energy inputs must be substantially high.

2.7.2.2. Carbohydrates, proteins and humic substances. During ball
milling, COD solubilization increased in proportion to energy input,
similar to cell disruption (Lajapathi Rai et al., 2008). The same trend
was observed for homogenization at pressures up to 60 MPa (Fang
et al., 2015). Nonetheless, the solubilization extent was limited to about
17% for a homogenization pressure of 80 MPa and E; = 5.351 kJ/gTS,
while both protein and polysaccharide concentrations in sludge
supernatant increased by a factor 1.4 (Zhang et al., 2012). For a
depressurization at 0.52 MPa (75 psi), the soluble COD concentration in
pre-treated sludge increased by 20 = 2%, while soluble protein
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increased by 72% relative to the control (Dhar et al., 2011). The
solubilization values of some mechanical pre-treatments are
considerably lower compared to other techniques with comparable
energy inputs (Braguglia et al., 2015; Tian et al., 2015b). No
information could be found regarding a possible change in the
structure of carbohydrates, proteins and humic acids during the
mechanical pre-treatments.

2013)

(Seng et al., 2010)

(Cella et al., 2015)

(Tian et al., 2015b)
(Braguglia et al., 2015)
(D.-H. Kim et al., 2013)
(Pérez-Elvira et al., 2010)
(Apul and Sanin, 2010)

(Kianmehr et al.,

Reference

2.7.2.3. Hydrolysis rate and biodegradation. Limited increases in
hydrolysis rate, e.g. from 0.14 to 0.16 d ™', have been observed for
homogenization and hydrodynamic cavitation (Dhar et al., 2011; Elliott
and Mahmood, 2012; Lee and Han, 2013). Recorded increases in
biodegradation were from 38 to 43% (Dhar et al., 2011) and from 13
to 15% (Lee and Han, 2013) for the same pre-treatments.

2.7.3. Limiting factors, advantages and perspectives

For ball milling and homogenization, it has been observed that a
higher concentration of solids in the sample resulted in lower solubi-
lization (Baier and Schmidheiny, 1997; Zhang et al., 2012). For hy-
drodynamic cavitation with temperature control, Kim et al. (2008)
observed that a higher concentration of solids (in the range 0.5 to
4%TS) resulted in higher solubilization. The latter behavior is contra-
dictory to what has been found for ultrasonic pre-treatment (Section
2.7), on which an optimum value for solubilization has been found to be
around 3% TS. It could be hypothesized that ultrasonic pre-treatment is
limited in its ability to generate cavitation in concentrated sludge,
whereas hydrodynamic cavitation may be less dependent of the solids
concentration of WAS. In fact, the few comparisons between hydro-
dynamic and ultrasonic cavitation are contradictory: Lee and Han
(2013) compared ultrasonic pre-treatment (apparently with no tem-
perature control) and hydrodynamic cavitation using WAS with about
1% TS at comparable specific energy values, and found that COD so-
lubilization was similar in both cases. In contrast, Kim et al. (2008)
found that ultrasonic pre-treatment reached three times higher COD
solubilization as compared to a venturi using WAS at 4% TS.

During ball milling the solubilization of organic material was not in-
line with the enhanced biodegradation (Baier and Schmidheiny, 1997;
Elliott and Mahmood, 2012; Wett et al., 2010). In all cases, the bio-
degradation remained low. This observation is puzzling and deserves
further research, because of its significant implications for volume re-
duction in full scale-facilities. Finally, despite more information being
required regarding the energy consumption of hydrodynamic cavita-
tion, milling and homogenization, these techniques seem to result in a
WAS biodegradation and energy requirements that are fairly compar-
able to other techniques, such as low-temperature pre-treatment.
However, relevant differences are that energy must be provided in the
form of electricity and there is the requirement of pressurized vessels
for homogenization and hydrodynamic cavitation.

mix of primary sludge and WAS

(33:67)
mix of primary sludge and WAS

11

mix of primary sludge and WAS

Notes
(33:67)

Change in CH, production (vs.

control)
1 74%

1 3% (from 20 to 23)
12% (from 41 to 43)
1 6% (from 56 to 62)
114% (from 34 to 48)
1 7% (from 36 to 43)
1 18% (from 42 to 60)

11-3%

E,, kJ/gTS Change in biodegradation (vs. control)
37

3
2.

9
4.42
2.57

2.8. Chemical pre-treatments

Ultrasonic density, (kW/L)

1.9
3.7
0.165
0.65
0.6
7.5
~13.3
0.51

This category is sub-divided into alkaline pre-treatment, acid pre-
treatment and advanced oxidation processes that use radicals to de-
compose organic matter.

2.8.1. Alkaline pre-treatment

2.8.1.1. Process description and mode of action. Alkaline pre-treatment
consists of the increase in pH of the WAS matrix by means of an alkali,
such as NaOH or Ca(OH),, amongst others. The structure, surface
properties and electrostatic charge of extracellular polymeric
substances (EPS) are modified due to pH changes (Wang et al., 2012).

Started at 25 °C and “not increased

significantly”
T < 45°C

T < 35°C
“no temperature increase detected”

Entry Temperature

Temperature control
T < 30°C

No temperature control
No-controlled
No-controlled
up to 70°C

Effects of ultrasonication on WAS biodegradation.

Table 9
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The physicochemical properties of EPS depend on whether its
functional groups, such as carboxylic or sulfate groups (pK, = 4,
Wang et al., 2012) and amino groups, (pK, 7.0-9.0, Wang et al.,
2012) are deprotonated or protonated. A pH increase caused by alkaline
pre-treatment could therefore have a pivotal effect on the structure of
the WAS matrix.

One effect of alkaline pre-treatment is the dissociation of acidic
groups in EPS, which causes electrostatic repulsion between the nega-
tively charged EPS (Wingender et al., 1999) and increases its solubili-
zation. The repulsion is mostly due to the ionization of carboxyl and
amino groups from proteins (Liao et al., 2002). Saponification of the
lipid by-layer of the cell membrane (and a subsequent release of in-
tracellular contents) and protein denaturation due to extreme pH values
is another effect (Vaclavik and Christian, 2008). Relevant control
parameters are the target pH and the (amount of) reagent used. Ap-
plication times in the order of two hours are common; it has been found
that around 60-82.9% of the total COD is released after 10-24 h (Chang
et al., 2002; Li et al., 2008).

The type of reagents used, especially the metal salts, also affect
dewaterability of digestate and VS reduction. For instance higher COD
solubilization has been observed for sodium hydroxide compared to
calcium hydroxide when using the same dose (in charge equivalents)
(Li et al., 2008; Rajan et al., 1988). Similarly, at pH 12 with NaOH,
KOH, Mg(OH), and Ca(OH), the COD solubilization values were 39.8%,
36.6%, 10.8% and 15.3%, respectively (Kim et al., 2003). Also, a higher
VS removal has been observed for NaOH (34%) compared to Ca(OH),
(30%) (Ray et al., 1990). The same effect has been measured for the
WAS biodegradation: Ray et al. (1990) observed that under the same
alkali dose the use of NaOH caused a significantly higher biogas pro-
duction compared to Ca(OH),. In contrast, the dewatering performance
of WAS, could be improved by adding calcium hydroxide instead of
sodium hydroxide (Su et al., 2013). The lower COD solubilization and a
better dewaterability obtained with calcium hydroxide could be caused
by the calcium bridging (Wang et al., 2012; R. Wang et al., 2016b).
Guan et al. (2012) observed that Ca®* interacted with proteins, phenols
and carboxylic and hydroxyl functional groups in the sludge flocs. This
leads to re-flocculation of dissolved organic polymers, and thus to a
decrease in soluble COD (Jin et al., 2009).

2.8.1.2. Effects on WAS

2.8.1.2.1. Floc and cell disruption. It has been observed that the
average particle size of the sludge during alkaline pre-treatment
decreases (Dogan and Sanin, 2009; Kim et al., 2003; Xiao et al.,
2015). The high pH values cause floc break-up, which relates to an
increase in hydrolysis rate and worsened dewaterability of the
digestate. With regard to cell disruption, in the pH range of 8.0-12.5,
Xiao et al. (2015) observed that most of the damage to the cell wall and
cell membrane occurred at pH10.00-12.50 and pH9.00-12.50,
respectively. Similarly, in a pure culture of Flovabacterium aquatile (a
representative bacteria of WAS), disruption was observed to occur up to
a pH of 12.30 (Erdincler and Vesilind, 2000), while Dogan and Sanin
(2009) determined that pH 11 did not significantly cause cell damage
compared to pH12-12.5. Literature data suggest that extensive cell
disruption is achieved at pH around 10-12.

2.8.1.2.2. Carbohydrates, proteins and humic substances. The
solubilization of organic matter has been reported to be low at
pH < 10 and was found to increase with increasing pH (Chang et al.,
2011; Valo et al., 2004; Xiao et al., 2015). However, a pH value of 13,
only lead to a marginal increase in solubilization of organic matter as
compared to pH 12 (Chang et al., 2011). During alkaline pre-treatment,
proteins are solubilized (Brown and Lester, 1980; Dogan and Sanin,
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Table 10

Effects on the biodegradation of WAS after alkaline pre-treatment.

Temperature, C

Reference

pH neutralization

Change in biogas production (vs. control)

Change in biodegradation (vs. control)

Required reagent to reach pH, mg reagent/gTSguage

pH

Reagent

Entry

pH from 8 to 11.6

(Lin et al., 1997)

No neutralization
Down to pH 6.8
Down to pH 8.5
Down to pH7.5
Down to pH 8.5

1 13% (from 28 to 41)

76

8.07

NaOH
NaOH
NaOH
NaOH
NaOH

25

(Shao et al., 2012)

115.4%

Not disclosed

40
80
80

10

“Ambient”
20
20
20

(Ruffino et al., 2016)

1 4% (from 30 to 34)

10.10

(Ruffino et al., 2016)

1 5% (from 26 to 31)

11.60
11.60

(Ruffino et al., 2016)

1 4% (from 26 to 30)
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(Penaud et al., 1999)
1997)

(Penaud et al., 1999)
(Lin et al.,

(Shao et al., 2012)
(Valo et al., 2004)
(Kim et al., 2003)

Not disclosed
Down to pH 6.8
Not disclosed
Not disclosed
Not disclosed

No neutralization

118.1%

1 13% (from 28 to 41)

1 35% (from =17 to =52)
112% (from =17 to =5)

1 3% (from 26 to 29)

Not disclosed

150.3
213
184
852.9
128

=12.0
12
12

2
~12.2
12.26

NaOH
NaOH
KOH

NaOH
NaOH
NaOH
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2009; Shao et al., 2012), and partly degraded (Wang et al., 2012). In
contrast to proteins, at pH 10 and with application of Ca(OH),, the
hydrolysis of carbohydrates was not significantly affected (Su et al.,
2013). Despite humic acids being stable compounds, considerable
changes are observed in high pH solutions. For instance, their
solubility increases in direct proportion to pH (Tipton et al., 1992).
2.8.1.2.3. Hydrolysis and biodegradation. After neutralization of the
pre-treated sample, Shao et al. (2012) observed that the hydrolysis rate
increased applying pH 10, but it was reduced using pH values of 11 and
12. The increase in hydrolysis rate could be explained by the
solubilization of organic matter and the observed particle size
reduction of WAS. The reduction in particle size can be ascribed to
the formation of refractory products under highly alkaline conditions.
Table 10 lists results from alkaline pre-treatments at room temperature.
The majority of the reported studies had been performed with NaOH
dosing. From intra-study comparison, it was concluded that different
pH values result in different biogas yields. For example, after pre-
treatment and neutralization, Shao et al. (2012) observed that biogas
production was the highest when applying pH 10, and decreased in the
following order: pH9, pH 8, pH 11. In that study, the biogas production
at pH 12 was 18.1% lower than the control. Similarly, Valo et al. (2004)
found that the biogas production using pH12 (without post-
neutralization but using a substrate:inoculum ratio of 1:10v/v) was
the same as the control. In general, pH values lower than 12 increased
the biodegradation only marginally, i.e. by about 5% in absolute terms
(Table 10, entries a to e). In contrast, above pH 12, the effects on
biodegradation or biogas production become variable and
contradictory (entries f to k), which could be caused by:

1) the formation of refractory compounds. Despite the observation
that biodegradation remains the same or is even reduced at pH12
(Penaud et al., 1999; Valo et al., 2004), an observed continuous in-
crease in COD solubilization (Chang et al., 2011; Uma Rani et al., 2012;
Valo et al., 2004), suggests formation of soluble but refractory com-
pounds. A similar trend is observed for thermal hydrolysis.

2) inhibition during anaerobic digestion caused by chemical re-
agents. Sodium concentrations of 3 g Na™ /L or higher can inhibit di-
gestion (Feijoo et al., 1995; D.-H. Kim et al., 2013). On the other hand,
Penaud et al. (1999), found that just the presence of hydroxyl ions
decreased biodegradation at a dosage of 327 mg NaOH/gTS or 5.7 g
Na™ /L (the presence of a buffer during the digestion was not clear).
Moreover, after adaptation to high salinity conditions, sludge metha-
nogenesis may proceed well, even under marine conditions (Zhang
et al., 2013).

A final consideration regarding biodegradation is the adjustment of
pH before anaerobic digestion. Pre-treatment of sludge at pH12 in a
semi-continuous digestion, without pH adjustment after pre-treatment,
increased biodegradation by 13% (Table 10, entry k), resulting in a pH
of 7.84 in the digester (Lin et al., 1997). Provided that ammonium
toxicity is more likely to occur at higher pH (Chen et al., 2008; Hansen
et al., 1998), the previous result suggests that anaerobic digestion can
cope with high pH values, thus avoiding or at least reducing the need of

Table 11
Effects on the biodegradation of WAS after acid pre-treatment.
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a neutralization step. Acclimation is also a possibility, as reviewed by
Chen et al. (2008).

2.8.1.3. Limiting factors, advantages and perspectives. A clear
disadvantage of alkaline pre-treatment is the cost of chemical
reagents and the addition of inorganics to the WAS. The production
of chemicals requires energy (Folke et al., 1996; Kent, 2013), and
therefore the energy feasibility of the process should be considered for
alkali addition. Application of alkaline pre-treatment increases
biodegradation in a similar degree as low-temperature thermal pre-
treatment (see Table 2 and Table 10), although the energy input for
alkaline pre-treatments seems lower according to Table A.1, even when
the required energy for the manufacture of the alkali is considered.

2.8.2. Acid pre-treatment

2.8.2.1. Process description and mode of action. During acid pre-
treatment, pH ranges between 1 and 5.5 and chemical reagents such
as HCI, H,SO4, H3PO4 and HNO, are commonly used. In order to form
HNO, (the protonated form of nitrite), a nitrite solution is added to
reach a concentration of around 1 g NO, ™ /L, while the pH is lowered to
around 5.5. The resulting concentration of HNO, can be calculated via
methods shown by prior research (Wang et al., 2013; T. Zhang et al.,
2015a). In contrast to other acids, HNO, does not seem to completely
act under a pH-related mechanism (Zahedi et al., 2016). Lipid
peroxidation (Horton and Philips, 1973) and the disruption of the cell
envelope (Pijuan et al., 2012; Wu et al., 2018), are also effects of HNO,.
For acid pre-treatment, the protonated states of the functional groups in
EPS result in more dense and compact structures at a lower pH because
of hydrophobicity and intermolecular hydrogen bonds (Wang et al.,
2012). At low pH, hydrogen ions react with the ionized carboxyl groups
to form undissociated acid groups and therefore carboxylic acid groups
are present in their un-ionized form. Thus, ionization of the acid groups
is suppressed, causing aggregation. The highest flocculation efficiency
is achieved near the isoelectric point (Wang et al., 2012). Regarding
proteins, their isoelectric point differs for each one of them, and
depends upon the ratio of free ionized carboxyl groups to free ionized
amino groups (Vaclavik and Christian, 2008).

2.8.2.2. Effects on WAS

2.8.2.2.1. Floc and cell disruption. Below the pH value of the
isoelectric point of the sludge, a positive charge is present within the
EPS, which prevents aggregation (Liao et al., 2002; Wang et al., 2012)
and causes a reduction in particle size. For instance, at a pH 0.98 with
application of H,SO,4, Guo et al. (2014) observed that the average
particle size was reduced from 159.62 to 97.18 um. Similarly to alkaline
pre-treatment, saponification of the cell wall could also occur under
acidic pH values (Charton, 1975). Under acidic conditions, about 15%
of the bacterial cells suffered from damaged cell membranes, compared
to about 10% for the control (Guo et al., 2014). In contrast, when HNO,
was used, even at pH 6, viable cells accounted for 20% in contrast to
80% for the control (Pijuan et al., 2012). A significant reduction in

Entry Temperature, C Reagent pH Required reagent to reach pH, mg Change in biodegradation (vs.  pH neutralization Reference
reagent/gTSqudge control)

a Not disclosed HCl 1.00 369 112% from 41 to 53% Up tp pH6.8 (Devlin et al., 2011)

b Not disclosed HCl 2.00 184 16% from 41 to 47% Up tp pH6.8 (Devlin et al., 2011)

c 25 NO, "~ (then formed 5.5 (controlled) 19.3 19% from 36 to 45% Not disclosed (Wang et al., 2013)
HNO3)

d 25 NO,~ (then formed 5.5 (controlled) 18.2 120% from 33 to 53% Not disclosed (T. Zhang et al.,
HNO3) 2015a)
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viable cells was also found by Wu et al. (2018), suggesting the biocidal
effect of HNO,.

2.8.2.2.2. Carbohydrates, proteins and humic substances. Even
though mild acid pre-treatment at pH4 and 5 is able to solubilise
COD, alkaline pre-treatment is reported to be more effective for
releasing COD (Chen et al.,, 2007; Guo et al., 2014). Acid pre-
treatment with HCI or H3PQ, is effective for COD solubilization but,
only at pH values of 1-2 (Devlin et al., 2011; Sahinkaya, 2015), with a
4-fold and a 6-fold increase in solubilization of carbohydrates and
proteins, respectively (Devlin et al., 2011). On the other hand,
application of HNO, at pH5.5 even led to deamination (T. Zhang
et al.,, 2015a). Humic acids are expected to precipitate under acidic
conditions (pH < 2), while fulvic acids remain in solution (Ghabbour
and Davies, 2001). Humic and fulvic acids can form complexes with
proteins, which are difficult to degrade, but lowering the pH can cause
the release of proteins from these complexes, increasing bio-availability
(Zahedifar et al., 2002). However, if the pH is adjusted before digestion,
humic acid-protein complexes will be re-established. HNO, was also
able to solubilize carbohydrates and proteins (Li et al., 2016).

2.8.2.2.3. Hydrolysis and biodegradation. Application of acid can
lead to an increase in bioconversion rate (Devlin et al., 2011; Wang
et al, 2014) as well as biodegradation (Devlin et al., 2011).
Biodegradation increased substantially when the applied pH values
reached 1 and 2 (Table 11, entries a and b), but not at pH values of 3 to
6 (Devlin et al.,, 2011), when using different doses of HCl. The
application of HNO, (Table 11, entries ¢ and d), resulted in similar
increases in biodegradation compared to hydrochloric acid (HCI),
although it may inhibit methanogens (Li et al., 2016).

2.8.2.3. Limiting factors, advantages and perspectives. Acid pre-treatment
requires pH levels of pH < 2 to deliver positive results (Devlin et al.,
2011; Sahinkaya, 2015). Such a low pH value requires considerable
amounts of both acid and alkaline solutions to adjust the pH. Also, the
reactors should be made of a material able to withstand these low pH
values, thus increasing capital investment. To our knowledge no studies
have been conducted on the effect of pH readjustment after acid pre-
treatment. However, it is widely known that methanogenic organisms
are easily inhibited at low pH, inferring that neutralization is
mandatory for acid pre-treatment. Regarding the energy balance,
added chemicals have an energy value and therefore acid pre-
treatment with HCI results in a similar energy balance and sludge
biodegradation compared to alkaline pre-treatment (Table A.1),
although a lower solubilization during pre-treatment and a lower VS
reduction during digestion is reached. The use of HNO, for pre-
treatment seems to provide comparable biodegradation increases as
with the use of HCl, but at milder pH values (e.g. 5.5). Furthermore,
rejected water produced after digestate dewatering could be used as a
precursor for HNO, (Wang et al., 2013). As a consequence, HNO, could
be a sustainable, yet effective solution for WAS pre-treatment.
However, additional research is required to unveil the underlying
mechanisms of pre-treatment with HNO, and to confirm the observed
results.

2.8.3. Advanced oxidation processes (AOPs)

2.8.3.1. Process description and mode of action. Advanced oxidation
relies on the oxidation abilities of hydroxyl radicals, a highly reactive
and short-living species. Its reactivity is due to its standard electrode
potential of +2.3V (Farr and Kogoma, 1991). As a consequence,
hydroxyl radicals react with (almost) every organic substance present
in WAS without any selective mechanism. Advanced oxidation can even
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lead to the complete mineralization of WAS (Xu et al., 2010). The
formation of radicals originates from processes such as ozonation and
Fenton chemistry and from compounds such as hydroperoxides (i.e.
hydrogen peroxide). These three oxidative agents will be discussed
below.

Ozone (O3) is an unstable molecule produced by the electrical sti-
mulation of oxygen. Once produced, it is transferred from the gaseous
into the liquid phase, where it decomposes into radicals and reacts with
WAS (Bougrier et al., 2006). Ozone breaks high molecular weight or-
ganic compounds into lower weight products, such as carboxylic acids,
hydrophilic acids, carbohydrates, amino acids and VFA (Bougrier et al.,
2007a; Bougrier et al., 2006; Salsabil et al., 2010). The formation of
acid compounds correlates with a typical decrease in the pH of about 1
or even 2 units after ozonation (Bougrier et al., 2006; Chu et al., 2008;
Tian et al., 2015b). Yang et al. (2013) observed that ozone first reacted
with the soluble fraction of the sludge and then oxidized the particulate
fraction. However as more intracellular substances are released, the
soluble fraction can have a scavenging effect on the ozone (Cesbron
et al., 2003). In line with this finding, Bougrier et al. (2006) observed
that the biodegradation of the particulate fraction was barely modified.

The Fenton reaction leads to the formation of hydroxyl radicals
through the reduction of hydrogen peroxide by reduced transition
metals (typically iron), working as catalysts (Kohanski et al., 2007). The
rate and extent of the Fenton reactions are dependent on iron and hy-
drogen peroxide concentration, as well as on the pH of the solution
(Erden and Filibeli, 2011; Sahinkaya, 2015). At pH values of 4 and
higher, ferric ion precipitates and loses its catalytic activity (W. Zhang
et al., 2015b). For WAS pre-treatment mainly pH values of 2 or 3 have
been applied (Bao et al., 2015; Gong et al., 2015). Three features make
this technique appealing: a) hydroxyl radical formation; b) low pH si-
milar to acid pre-treatment; and c) improved dewaterability of the di-
gestate due to coagulation by iron addition (Neyens and Baeyens,
2003). However, the addition of iron salts and other chemical reagents
to adjust the pH leads to increased costs and energy usage.

With the aim of reducing resource consumption, milder pre-treat-
ments have been studied. The standalone application of H,O, oxidizes
organic compounds to CO, and water (Eskicioglu et al., 2008) without
leaving detrimental by-products nor disturbing sludge pH (Jung et al.,
2014), in contrast to ozonation.

2.8.3.2. Effects on WAS

2.8.3.2.1. Floc and cell disruption. Oxidizing agents reduce the
particle size of WAS (Demir and Filibeli, 2012). However, the
reduction ceases at 100 to 160 mg Os/g TS (Bougrier et al., 2006).
Oxidizing agents also disrupt cell walls, as up to 50% of microorganisms
were observed to be deactivated at an ozone dose of 20 mg O3/g TSS
(Chu et al., 2008).

2.8.3.2.2. Carbohydrates, proteins and humic substances. An
important effect during AOPs is the mineralization process. It has the
advantage of reducing the volume of solids, but the drawback of
converting organic carbon to CO, (Déléris et al., 2000), resulting in less
organic matter available for biogas production. Mineralization
(measured by the reduction in COD) seems to increase with increased
doses of oxidizing agent. A low dose of oxidizing agent (70 mg O3/g TS)
was reported to result in minimal mineralization (Braguglia et al.,
2012), while high doses > 200mg 0Os/g TS resulted in extensive
mineralization (Ahn et al., 2002; Déléris et al., 2000). Sugars and
humic acids showed the highest reduction in concentration during
oxidative pre-treatment (Eskicioglu et al., 2008).

The reaction between radicals and proteins could lead to
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Table 12

Effects on the biodegradation of WAS after AOPs pre-treatments.

Biotechnology Advances 36 (2018) 1434-1469

Entry Type of Oxidant dose, mg reagent/ Oxidant dose, mmol Change in biodegradation (vs. Change in biogas production ~ Reference
AOP 8TSs1udge reagent/gTSguage control) (vs. control)
a Ozone 15 0.31 1 30% (Bougrier et al., 2007a)
b Ozone 40 0.83 1 4.7% (Silvestre et al., 2015)
c Ozone 50 1.04 | 5.8% (Braguglia et al., 2012)
d Ozone 59 1.23 1 21.6% (Silvestre et al., 2015)
e Ozone 60 1.25 1 58% (Bougrier et al., 2007a)
f Ozone 70 1.46 116.7% (Braguglia et al., 2012)
g Ozone 77 1.60 | 13.8% (Silvestre et al., 2015)
h Ozone 93 1.94 | 5.6% (Silvestre et al., 2015)
i Ozone 100 2.08 111% (Bougrier et al., 2006)
j Ozone 150 3.13 1 140% (Bougrier et al., 2007a)
k Ozone 160 3.33 1 23% (Bougrier et al., 2006)
1 Ozone 180 3.75 191% (Bougrier et al., 2007a)
m H,0, 10 0.29 1 4% (from 33 to 37) (T. Zhang et al., 2015a)
n H>0, 30 0.88 1 8% (from 33 to 41) (T. Zhang et al., 2015a)
o H,0, 50 1.47 = (as CHy) (Zhou et al., 2015)
p H,0, 50 1.47 1 7% (from 33 to 40) (T. Zhang et al., 2015a)
q H,0, 80 2.35 1 6% (from 33 to 39) (T. Zhang et al., 2015a)
T Fenton pH3 1.18 1 12% (from 20 to 32) (Sahinkaya, 2015)
Fe?* = 4mg/gTS
H,0, = 40 mg/gTS
s Fenton pH2 1.47 1 6% (from 48 to 54) (Zhou et al., 2015)
Fe?* = 7mg/gTS
H,0, = 50 mg/gTS
t Fenton pH3 1.76 1 19.3% (as CHy) (Erden and Filibeli, 2011)
Fe?* = 4mg/gTS
H,0, = 60 mg/gTS
16 — (2015) showed an inhibitory effect of AOPs on anaerobic digestion.
7 o Ozone . c e . .
14 — 9 O SERIS oj Incre.asmg the c.loses of an 0X1dlzlng.agent, le?ads to an increase in
& 5y | o Eenfon sludge biodegradation, however, exceeding certain doses could lead to
£ a decrease in biodegradation, sometimes even lower than the control
g_ 1.0 — i (Braguglia et al., 2012; Silvestre et al., 2015; T. Zhang et al., 2015a).
% 08 — The dose at which the maximum biodegradation could be achieved,
% 0.6 ] differs among the various studies (Table 12), and is probably because of
= ne the variability in the composition of WAS that was used. The presented
g 0.4 ] . o data, suggests that ozonation performs best around 150 mg O3/gTS,
E 02 — on op Bd r oq ok although lower doses could be sufficient for improvement over control
- 00 1. Om ob m;e 777777777777777777777777777777 e (Table 12 entries d to f). The lower biogas production at higher doses
_ gc e oh could be due to a) inhibitory conditions; b) mineralization of organic
0.2 1 T 1 1 T ] TTTTTTT I biodegradable compounds; and c¢) formation of refractory compounds
0 20 40 60 80 100 160 180 (Bougrier et al., 2006; Liu et al., 2015; Silvestre et al., 2015).

Dose (mg oxidant /gTS of sludge)

Note: for Fenton reaction, H202 is shown

Fig. 2. Effect of oxidant doses in the biogas production. Letters refer to entries
in Table 11. This graph is shown in Appendix C, using mmol of oxidant/gTS in
the x-axis.

deactivation and degradation of enzymes (Farr and Kogoma, 1991).
Silvestre et al. (2015) hypothesized that the change in the secondary
and tertiary structure of the amino-acids could explain the observed
higher biogas potential. On the other hand, the reaction between hy-
droxyl radicals and humic substances could increase the soluble COD
concentration without the formation of biodegradable organic sub-
strates (Goldstone et al., 2002).

2.8.3.2.3. Hydrolysis rate and biodegradation. As indicated above,
pre-treatments with AOPs reduce the mean particle size of WAS at low
doses of oxidizing agents, which results in an increased hydrolysis rate.
However, high doses of oxidizing agents were observed to lead to a
decrease in hydrolysis rate (Appels et al., 2011; Silvestre et al., 2015;
Tian et al., 2015b; T. Zhang et al., 2015a; Zhou et al., 2015). Liu et al.
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At similar hydrogen peroxide concentrations, the Fenton pre-treat-
ment outcomes are comparable to addition of H,O, (Table 12, entries r
to t and entries m to q respectively, Fig. 2). This is unexpected because
the low pH of the Fenton reaction should favor the formation of more
radicals, thus increasing organic matter degradation. The acidic en-
vironment should also increase the WAS biodegradation.

2.8.3.3. Limiting factors, advantages and perspectives. From an energy
consumption viewpoint, 50% of the energy demand during ozonation is
used for the production of pure oxygen as an input element (Miiller
et al., 2004). As a consequence, ozonation is scarcely applied to sludge
because of its high electrical energy consumption (Xu et al., 2010). The
Fenton reaction requires not only H,O, but also other reagents to
acidify and neutralize the pH of the WAS. Fenton-treated sludge
contains iron-hydroxide complexes, which could limit the usage
alternatives of the digested sludge in the final disposal stage
(Sahinkaya, 2015). On the other hand, the sole addition of hydrogen
peroxide involves only the energy required for producing the reagents.
Fig. 2 shows that the three AOPs techniques presented seem to deliver
similar biogas or methane increases up to an oxidizing dose of 100 mg/
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g TS. Then, if the improvements in biogas production are comparable
between AOPs, the best alternative seems to be H,0, addition,
according to the energy balance (Table A.1). H,O, addition can be
considered the technique with the lowest energy demand. A niche
application of AOPs could be the oxidation of refractory substances
(e.g. mineralization of humic substances), or for the treatment of
digested sludge, as it contains a higher fraction of refractory
substances compared to WAS (Kobayashi et al., 2009).

2.9. Biological pre-treatment

2.9.1. Process description and mode of action

Bacteria and archaea break down organic matter with the help of
enzymes. Due to their catalytic nature, enzymes hydrolyze complex
molecules at milder pH values, and temperatures, and without the
production of hazardous waste, compared to chemical or physical pre-
treatment methods (Parawira, 2012). The products of hydrolysis are
available for further conversion. Enzymes are located both inside and
outside the cells. The latter are further divided into cell surface bound
(ectoenzymes) and free form (exoenzymes). Exoenzymes are located in
water and/or adsorbed within the extracellular polymeric substances of
the sludge matrix (Burgess and Pletschke, 2008). However, in contrast
to ectoenzymes, exoenzymes do not show relevant lytic activity
(Burgess and Pletschke, 2008). In order to increase the lytic potential,
intracellular enzymes should be released by disrupting the cell mem-
brane (Kavitha et al., 2014). However, free enzymes are prone to self-
degradation before sludge hydrolysis starts (Miiller, 2001). In order to
overcome self-degradation, the enzymes must be immobilized onto
solid media such as substrate, extracellular polymeric substances and
flocs, which make them more stable (Burgess and Pletschke, 2008;
Matsumoto and Ohashi, 2003) and usable as pre-treatment. On the
other hand, immobilization has been postulated to decrease the effi-
ciency of the pre-treatment (Kavitha et al., 2014; Parawira, 2012).

There are two ways to do enzymatic pre-treatment: active addition
of enzymatic solutions, which according to Parmar et al. (2001) makes
the pre-treatment economically infeasible; or by bioaugmentation. The
latter method fosters the endogenous enzyme (or enzyme-producing
microorganisms) (S. Yu et al., 2013). Recently, surfactants that can be
biologically produced by many different microorganisms, such as
rhamnolipids, have been used for pre-treatment (He et al., 2016;
Kavitha et al., 2016, Kavitha et al., 2014; Zhou et al., 2013). According
to Zhou et al. (2013), rhamnolipids increase the solubility of com-
pounds and provoke the EPS to detach from the attached cell surface.
Also, they observed an increase in hydrolytic enzyme activity, and
postulated that rhamnolipids hindered the immobilization of naturally
present enzymes in the sludge or liberated the trapped enzymes within
the floc matrix.

2.9.2. Effects on WAS

2.9.2.1. Floc and cell disruption. By testing an amylase-producing-stain,
a protease-producing stain and a blend of both, S. Yu et al. (2013) found
that the mean particle size decreased from 87.4 um (control) to 74.1,
85.4, and 65.8um for amylase, protease and blended pre-treated
samples, respectively. The effect of protease was negligible in particle
size reduction. They hypothesized that the reduction in particle size was
not caused by the direct conversion from solid to soluble particles, but
because enzymes acted against EPS that have a role in sludge
aggregation. In contrast, with a protease treatment at a dosage of
100 mg/L the average particle size reduced from 128 to 81 pm (Vi et al.,
2014). Operation at sub-optimal levels of enzyme may explain the
conflicting results.
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Endogenous enzymes did not cause significant lysis, indicating that
the observed effects related to increasing soluble organic matter mainly
derived from EPS, whereas enzymatic treatment on sludge integrity was
limited (S. Yu et al., 2013). Sesay et al. (2006) measured viable cell
counts after application of a-amylase, cellulase and proteinase, and
observed an insignificant amount of cell lysis. Finally, based on scan-
ning electron microscopic imaging and the increase in DNA, Yi et al.
(2014) inferred that protease treatment did not result in bacterial cells
being destroyed.

2.9.2.2. Carbohydrates, proteins and humic substances. After protease
pre-treatment, only a low amount (4%) of proteins were solubilized,
while the amount of soluble humic substances increased from 361 to
1108 mg/L (Yi et al., 2014) probably because of the destruction of
protein-humic acid assemblies.

2.9.2.3. Hydrolysis rate and biodegradation. In some cases, the
hydrolysis rate of enzymatically pre-treated WAS increased with the
sole addition of a protease (Ushani et al., 2016), while in other cases a
blend of amylase and protease was required to increase the hydrolysis
rate (S. Yu et al., 2013). The results concerning WAS biodegradation are
conflicting. In some cases, enzymatic pre-treatment (with amylase only,
and amylase with protease) led to an enhancement of the specific
biogas production (S. Yu et al.,, 2013). While in other cases the
biodegradation did not increase using these enzymes (Bayr et al.,
2013) nor using solely proteases (S. Yu et al, 2013). The added
enzymes may increase the amount of biogas produced, due to their
own digestion, and this could be a cause for the contradictory results
observed. Unfortunately, no mass balances were found to corroborate
this hypothesis. Finally, rhamnolipids does not seem to be a suitable
pre-treatment for increasing methane production, as the activity of
methanogens is inhibited (Zhou et al., 2013). Nonetheless, acidifiers are
not impaired during this process, making it a suitable method for VFA
production from WAS.

2.9.3. Limiting factors, advantages and perspectives

It seems that the sole addition of proteases does not result in sig-
nificant solubilization (Yi et al., 2014) nor biodegradation increase (S.
Yu et al., 2013), while amylase seems to increase both parameters. As
different enzymes have varying pH and temperature optima and tol-
erance ranges, it is possible that the enzyme had to work at suboptimal
levels (Burgess and Pletschke, 2008), resulting in the spread of results
observed during enzymatic pre-treatment. Even though information is
missing about the optimum conditions required for the use of an en-
zyme blend on a complex substrate such as WAS, the costs of even low-
purity enzymes is still prohibitive (Parawira, 2012). Even though,
bioaugmentation could be a strategy for producing the required en-
zymes, this also has its drawbacks. For instance, culturing the proper
microorganisms demands pH control and substrate addition.

3. Overall discussion

A brief summary of the effects of different pre-treatments on the
main components of WAS is presented in Table 13. In Table 14 a
qualitative assessment of the effects of different pre-treatments on the
sludge characteristics, regarding degradability and economic feasi-
bility, is shown.

From Table 14 it is clear that most of the pre-treatments increase the
hydrolysis rate. The improvement is particularly high for thermal and
ultrasonic pre-treatments. Since hydrolysis is regarded as the rate-lim-
iting step in WAS treatment, an increased hydrolysis rate is indicative
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Table 14

Biotechnology Advances 36 (2018) 1434-1469

Qualitative assessment of the effect of different pre-treatments on the sludge characteristics regarding degradability and economic feasibility.

Pre-treatment technique Hydrolysis Biodegradation (By) VS removal Dewaterability of Economical Economical Investment Operational
rate (Knyq) digestate potential for potential for costs costs
increased methane increased VFA
production production
Thermal < 100 °C 1" /1 1 | 1 1/ Low Low
TPAD " " 1" 1 1" 171 Low Low
Thermal > 100 °C " ™" " i " | High High
Microwave 1/} " " 1 1 1/} High High
Freeze and thaw n/f (increase is | 1 n/f (improvement /) 1/ Low/High  Low/High
expected) is expected)
Ultrasonic " t 1 | | | High High
Hydrodynamic cavitation, 1 t " 1 1 1/ Low Low/High
milling and
homogenization
Alkaline 1/} i " | 1/} " Low High
Acidic 1/} 1 = 1 | | High High
AOPs (2 171 " 1 172 1/ High High
Biological 1 /1 n/f (increase  n/f (improvement 1/} 1/ Low High

is expected)

is expected)

Notes:] increase, | decrease, = no change, n/f: not found in literature.

for a potential increased solids loading rate to existing sludge digesters
without retrofitting the sewage treatment plant. However, in some
cases chemical and microwave pre-treatments have shown conflicting
results regarding the resulting hydrolysis rate. Likely, this can be as-
cribed to the excessive utilization of chemicals or energy inputs, which
can potentially create refractory, inhibitory or even toxic products that
cannot be degraded during batch tests. Thermal hydrolysis, TPAD and
microwave pre-treatments all substantially increase the sludge biode-
gradation. In this respect, the effect of low-temperature pre-treatment
on biodegradation remains somewhat uncertain. The latter could be
related to the applied temperature increase rate, which has also been
considered relevant for other thermal pre-treatments such as micro-
wave and freeze and thaw (Hosseini Koupaie et al., 2017; Montusiewicz
et al., 2010). Montusiewicz et al. (2010) considered the similarity of the
freezing and thermal treatment effects as well, in the sense that the
temperature-change rate could have an impact on the outcome of the
process. Nonetheless, further research regarding the specific mechan-
isms of low-temperature pre-treatment are still missing.

As shown in Appendix 0 (Table B.1), the minimum amount of VS
required to achieve a neutral energy balance is around 30 gVS/L for
low-temperature thermal pre-treatment and about 160 gVS/L for
thermal pre-treatment above 100 °C (thermal hydrolysis). In addition to
the higher temperature, other characteristics of thermal hydrolysis that
explain the higher minimum solids concentration are: i) the low po-
tentials for the recovery of high-quality heat from the combined heat
power plant (CHP) to be used to produce steam, and ii) a lower effi-
ciency of heat exchange to pre-heat the incoming sludge. In order to
reduce the required solids concentration, in practice, non-treated pri-
mary sludge is blended with treated WAS before digestion. This step
increases methane production, and allows a lower solids concentration
to be used without affecting the overall energy balance. Another option
is the direct generation of steam by the biogas, instead of burning the
biogas in a CHP for electricity production.

Thermal hydrolysis, TPAD, alkaline, microwave, and mechanical
pre-treatments are all methods to substantially increase VS removal and
thus reduce the volume of the digestate to be disposed. Microwave,
ultrasonic and mechanical pre-treatment techniques all have a high
electricity requirement. The pre-treatment itself could lead to an in-
crease in biodegradation, but the energy balance regarding electricity
production of these pre-treatments becomes less positive or even
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negative. For instance, according to Appendix 0 (Table B.2), absolute
biodegradation, even exceeding the theoretical limit of 100%, is re-
quired to achieve a neutral electricity-balance in some cases, such as for
ultrasonic pre-treatment. In the latter case, increasing the solids con-
centration is not an option as it may reduce the efficiency of the ul-
trasonic pre-treatment. For microwave pre-treatment, the energy con-
sumption is even higher: a hypothetical biodegradation of 100% after
pre-treatment would only cover 50% of the energy requirement
(Appendix 0, Table B.2). For alkaline pre-treatments, the costs of che-
mical reagents remain as a principal drawback. The freeze and thaw
pre-treatment requires a large surface area and naturally occurring
freezing temperatures. This pre-treatment is only applicable in a few
regions because of these naturally limiting factors. If freezing tem-
peratures are to be achieved artificially, the electrical consumption
would make the energy balance negative.

Regarding dewaterability, low-temperature, ultrasonic and alkaline
pre-treatments, seem to reduce the dewatering ability of the digestate.
In contrast, TPAD, thermal hydrolysis, acid, AOPs and microwave pre-
treatments seem to improve this parameter. Floc size is known to have
substantial impact on sludge dewaterability (Gao, 2011). However, the
reduction in particle size after the pre-treatment does not necessarily
reduce the dewaterability of the digestate, as observed for acid, AOPs
and mechanical techniques. Finally, with increasing attention on VFA
production instead of methane, alkaline pre-treatment looks particu-
larly attractive, since alkali dosing is often required to promote VFA
formation.

The selection of an optimal pre-treatment method depends on
(natural) local conditions, but also on economics and regulations.
Firstly, full-scale disintegration technologies are feasible only if the
sludge disposal costs are high (Miiller et al., 2004). Secondly, invest-
ment and operational costs must be considered (Table 14). In general,
chemical and enzymatic pre-treatments are not favored because of the
dosage of reagents, whereas thermal hydrolysis seems ideal when pas-
teurization or sterilization of sludge is required by regulations prior to
land disposal or agricultural reuse. Thermal hydrolysis also results in a
high level of solids reduction, although investment and operational
costs are high as well. It should be realized that due to fluctuating
energy prices, the focus on increasing methane production is not always
economically appealing. In fact, solids reduction is more relevant than
methane production for countries such as the Netherlands, where costs
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for disposal are high, since incineration is the sole outlet. VS reduction
as well as increased dewaterability is not only relevant for disposal
costs, but also lower required polyelectrolyte dosing could increase the
economic feasibility of the pre-treatment method.

Life cycle assessment (LCA) could shed light on the overall cost
effectiveness of each technique; however, studies performing LCA on
sludge pre-treatment are missing in literature. Pre-treatments based on
milder temperature and pH conditions, seem to represent a good op-
portunity to develop less resource-demanding pre-treatments. Low-
temperature, TPAD and hydrodynamic cavitation are techniques that
have shown interesting results without the use of harsh conditions and
can be considered cost effective pre-treatment techniques.

Despite several studies comparing different pre-treatment techni-
ques, direct comparisons are often unfair. The operational parameters
of some techniques are occasionally assayed far from their optimum
values, with disproportionate energy inputs or are set at values that
could produce recalcitrant or even toxic by-products, resulting in re-
duced or low performance. It is very important to consider these factors
when doing comparisons between the different pre-treatments. On the
other hand, considerable research has also been done to assess the sy-
nergetic effects of the combination of several different pre-treatments.
For instance, Dogan and Sanin (2009) observed that the deteriorated
dewaterability caused by alkaline pre-treatment can be improved by the
incorporation of microwave irradiation and the protein release can be
higher compared to the summation of the release by each method in-
dividually. Synergies have also been observed by Kim et al. (2010) and
Joo et al. (2015). However, the combination of two pre-treatment
techniques does not always result in a direct additive effect (Eskicioglu
et al., 2008; Sahinkaya, 2015; Yeneneh et al., 2013), but may lead to an
increase in the consumption of energy and/or chemical reagents.

Regarding research gaps, it is clear that pre-treatments such as low-
temperature or TPAD result in low electrical energy consumption
compared to the more sophisticated methods, such as ultrasonic, mi-
crowave and freeze and thaw (if artificial freezing would be used). The
exact working mechanisms of these pre-treatments are missing. Finally,
information about the production of recalcitrant or inhibitory by-pro-
ducts, not only during thermal hydrolysis, but also during chemical pre-
treatments, is still missing. These by-products could become proble-
matic during anaerobic digestion of the pre-treated sludge and/or the
subsequent side-stream treatment of the concentrated sludge reject
water, or even for the treatment of the recycled reject water in the
mainstream water line of the wastewater treatment plant.

Finally, the use of COD solubilization for judging the efficiency of
pre-treatments must be discouraged. Until now, the sludge biode-
gradation assays or BMP tests remain as the only method to accurately
assess the performance of WAS pre-treatments to maximize methane
production. Proper inter-study comparisons between pre-treatments are
only possible if hydrolysis rate, biodegradation and/or BMP values, and
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COD balances of the samples are reported. Also, additional efforts
should be taken to characterize the sludge into its specific components
and not merely into VS and/or COD. The use of thickened sludge in
performing research on pre-treatment methods must also be promoted
to account for real-world conditions. For calculations regarding the
economic viability of a pre-treatment the amount of energy consumed
(heat and/or electrical) by the equipment, energy losses, energy actu-
ally delivered to the sample, and in the case of chemical pre-treatments,
the actual amount of reagent used, should be mentioned. Valuable add-
ons are the change in dewaterability and VS reduction. All these fea-
tures would increase the reproducibility and comparability of results,
despite the varying composition of WAS.

4. Conclusion

Based on the current knowledge, the best alternative for a pre-
treatment method is defined based on the objectives of the treatment
(the listed pre-treatment techniques are not specifically ordered):

e Increasing methane production: thermal pre-treatment > 100 °C,
TPAD and microwave

e Increasing volatile solids removal: thermal pre-treatment > 100 °C,
TPAD and alkaline

e Improving the dewaterability of digestate: thermal pre-
treatment > 100 °C, TPAD and microwave
e Lowering energy consumption: TPAD and thermal pre-

treatment < 100 °C
e Lowering operating and capital costs: TPAD and thermal pre-
treatment < 100 °C

Microwave, however, uses electrical energy and is thus economic-
ally not advantageous. Therefore, overall, low- and high-temperature
pre-treatment and TPAD are the most promising pre-treatment
methods.

Finally, to thoroughly understand the different mechanisms of dif-
ferent pre-treatment methods, more attention should be paid to the
conversion of, and structural change in, the different (complex) com-
ponents of waste activated sludge during their application.
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Appendix C
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) -
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5 _
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Dose (mmol oxidant /gTS of sludge)

Note: for Fenton reaction, H202 is shown

Fig. C.1. Effect of oxidant doses in the biogas production. Letters refer to entries in Table 12.

References

Ahn, K.H., Park, K.Y., Maeng, S.K., Hwang, J.H., Lee, J.W., Song, K.G., Choi, S., 2002.
Ozonation of wastewater sludge for reduction and recycling. Water Sci. Technol. 46,
71-77.

Angelidaki, I., Sanders, W., 2004. Assessment of the anaerobic biodegradability of mac-
ropollutants. Rev. Environ. Sci. Biotechnol. 3, 117-129.

Angelidaki, I., Alves, M., Bolzonella, D., Borzacconi, L., Campos, J.L., Guwy, A.J.,
Kalyuzhnyi, S., Jenicek, P., Van Lier, J.B., 2009. Defining the biomethane potential
(BMP) of solid organic wastes and energy crops: A proposed protocol for batch assays.
Water Sci. Technol. 59, 927-934. http://dx.doi.org/10.2166/wst.2009.040.

Anson, M.L., 1938. The estimation of pepsin, trypsin, papain, and cathepsin with he-
moglobin. J. Gen. Physiol. 22, 79-89. http://dx.doi.org/10.1085/jgp.22.1.79.

Appels, L., Degréve, J., Van der Bruggen, B., Van Impe, J., Dewil, R., 2010. Influence of
low temperature thermal pre-treatment on sludge solubilisation, heavy metal release
and anaerobic digestion. Bioresour. Technol. 101, 5743-5748. http://dx.doi.org/10.
1016/j.biortech.2010.02.068.

Appels, L., van Assche, A., Willems, K., Degréve, J., van Impe, J., Dewil, R., 2011.
Peracetic acid oxidation as an alternative pre-treatment for the anaerobic digestion of
waste activated sludge. Bioresour. Technol. 102, 4124-4130. http://dx.doi.org/10.
1016/j.biortech.2010.12.070.

Appels, L., Houtmeyers, S., Degréve, J., van Impe, J., Dewil, R., 2013. Influence of mi-
crowave pre-treatment on sludge solubilization and pilot scale semi-continuous
anaerobic digestion. Bioresour. Technol. 128, 598-603. http://dx.doi.org/10.1016/].
biortech.2012.11.007.

Apul, O.G., Sanin, F.D., 2010. Ultrasonic pretreatment and subsequent anaerobic diges-
tion under different operational conditions. Bioresour. Technol. 101, 8984-8992.
http://dx.doi.org/10.1016/j.biortech.2010.06.128.

Azman, S., Khadem, A.F., van Lier, J.B., Zeeman, G., Plugge, C.M., Azman, S., Khadem,
A'F., Van Lier, J.B., Zeeman, G., 2015a. Presence and role of anaerobic hydrolytic
microbes in conversion of lignocellulosic biomass for biogas production presence and
role of anaerobic hydrolytic microbes in conversion of lignocellulosic biomass for
biogas production. Crit. Rev. Environ. Sci. Technol. 45, 2523-2564. http://dx.doi.
0rg/10.1080/10643389.2015.1053727.

Azman, S., Khadem, A.F., Zeeman, G., van Lier, J.B., 2015b. Mitigation of humic acid
inhibition in anaerobic digestion of cellulose by addition of various salts.
Bioengineering 2 (2), 54-65. http://dx.doi.org/10.3390/bioengineering2020054.

Baier, U., Schmidheiny, P., 1997. Enhanced anaerobic degradation of mechanically dis-
integrated sludge. Water Sci. Technol. 36, 137-143. http://dx.doi.org/10.1016/
$0273-1223(97)00678-1.

Bao, H., Jiang, L., Chen, C., Yang, C., He, Z., Feng, Y., Cai, W., Liu, W., Wang, A., 2015.
Combination of ultrasound and Fenton treatment for improving the hydrolysis and
acidification of waste activated sludge. RSC Adv. 5, 48468-48473. http://dx.doi.org/
10.1039/c5ra05791d.

Bayr, S., Kaparaju, P., Rintala, J., 2013. Screening pretreatment methods to enhance
thermophilic anaerobic digestion of pulp and paper mill wastewater treatment sec-
ondary sludge. Chem. Eng. J. 223, 479-486. http://dx.doi.org/10.1016/j.cej.2013.
02.119.

Blondeau, R., 1989. Biodegradation of natural and synthetic humic acids by the white rot
fungus Phanerochaete chrysosporium. Appl. Environ. Microbiol. 55, 1282-1285.

Bobleter, O., 1994. Hydrothermal degradation of polymers derived from plants. Prog.
Polym. Sci. 19, 797-841. http://dx.doi.org/10.1016/0079-6700(94)90033-7.

Bolzonella, D., Pavan, P., Zanette, M., Cecchi, F., 2007. Two-phase anaerobic digestion of
waste activated sludge: effect of an extreme thermophilic prefermentation. Ind. Eng.

1464

Chem. Res. 46, 6650-6655. http://dx.doi.org/10.1021/ie061627¢.

Bolzonella, D., Cavinato, C., Fatone, F., Pavan, P., Cecchi, F., 2012. High rate mesophilic,
thermophilic, and temperature phased anaerobic digestion of waste activated sludge:
A pilot scale study. Waste Manag. 32, 1196-1201. http://dx.doi.org/10.1016/j.
wasman.2012.01.006.

Bougrier, C., Albasi, C., Delgenes, J.P., Carrére, H., 2006. Effect of ultrasonic, thermal and
ozone pre-treatments on waste activated sludge solubilisation and anaerobic biode-
gradability. Chem. Eng. Process. Process Intensif. 45, 711-718. http://dx.doi.org/10.
1016/j.cep.2006.02.005.

Bougrier, C., Battimelli, A., Delgenes, J.P., Carrere, H., 2007a. Combined ozone pre-
treatment and anaerobic digestion for the reduction of biological sludge production
in wastewater treatment. Ozone Sci. Eng. 29, 201-206. http://dx.doi.org/10.1080/
01919510701296754.

Bougrier, C., Delgenes, J.P., Carrere, H., 2007b. Impacts of thermal pre-treatments on the
semi-continuous anaerobic digestion of waste activated sludge. Biochem. Eng. J. 34,
20-27. http://dx.doi.org/10.1016/j.bej.2006.11.013.

Bougrier, C., Delgenés, J.P., Carrére, H., 2008. Effects of thermal treatments on five
different waste activated sludge samples solubilisation, physical properties and
anaerobic digestion. Chem. Eng. J. 139, 236-244. http://dx.doi.org/10.1016/j.cej.
2007.07.099.

Bourven, L., Costa, G., Guibaud, G., 2012. Qualitative characterization of the protein
fraction of exopolymeric substances (EPS) extracted with EDTA from sludge.
Bioresour. Technol. 104, 486-496. http://dx.doi.org/10.1016/j.biortech.2011.11.
033.

Braguglia, C.M., Gianico, A., Mininni, G., 2012. Comparison between ozone and ultra-
sound disintegration on sludge anaerobic digestion. J. Environ. Manag. 95,
S139-S143. http://dx.doi.org/10.1016/j.jenvman.2010.07.030.

Braguglia, C.M., Gianico, A., Gallipoli, A., Mininni, G., 2015. The impact of sludge pre-
treatments on mesophilic and thermophilic anaerobic digestion efficiency: Role of the
organic load. Chem. Eng. J. 270, 362-371. http://dx.doi.org/10.1016/j.cej.2015.02.
037.

Brown, M.J., Lester, J.N., 1980. Comparison of bacterial extracellular polymer extraction
methods comparison of bacterial extracellular polymer extraction methods. Appl.
Environ. Microbiol. 40, 179-185.

Burgess, J.E., Pletschke, B.I., 2008. Hydrolytic enzymes in sewage sludge treatment: A
mini-review. Water SA 34, 343-350.

Cella, M.A., Akgul, D., Eskicioglu, C., 2015. Assessment of microbial viability in muni-
cipal sludge following ultrasound and microwave pretreatments and resulting im-
pacts on the efficiency of anaerobic sludge digestion. Appl. Microbiol. Biotechnol.
1-14. http://dx.doi.org/10.1007/s00253-015-7139-3.

Cesbron, D., Déléris, S., Debellefontaine, H., Roustan, M., Paul, E., 2003. Study of com-
petition for ozone between soluble and particulate matter during activated sludge
ozonation. Chem. Eng. Res. Des. 81, 1165-1170. http://dx.doi.org/10.1205/
026387603770866335.

Chang, B.S., Kendrick, B.S., Carpenter, J.F., 1996. Surface-induced denaturation of pro-
teins during freezing and its inhibition by surfactants. J. Pharm. Sci. 85, 1325-1330.
http://dx.doi.org/10.1021/js960080y.

Chang, C.N., Ma, Y.S., Lo, C.W., 2002. Application of oxidation-reduction potential as a
controlling parameter in waste activated sludge hydrolysis. Chem. Eng. J. 90,
273-281. http://dx.doi.org/10.1016/51385-8947(02)00015-3.

Chang, C.J., Tyagi, V.K., Lo, S.L., 2011. Effects of microwave and alkali induced pre-
treatment on sludge solubilization and subsequent aerobic digestion. Bioresour.
Technol. 102, 7633-7640. http://dx.doi.org/10.1016/j.biortech.2011.05.031.

Charton, M., 1975. Steric effects. I. Esterification and acid-catalyzed hydrolysis of esters.
J. Am. Chem. Soc. 97, 1552-1556. http://dx.doi.org/10.1021/ja00839a047.


http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0005
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0005
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0005
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0010
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0010
http://dx.doi.org/10.2166/wst.2009.040
http://dx.doi.org/10.1085/jgp.22.1.79
http://dx.doi.org/10.1016/j.biortech.2010.02.068
http://dx.doi.org/10.1016/j.biortech.2010.02.068
http://dx.doi.org/10.1016/j.biortech.2010.12.070
http://dx.doi.org/10.1016/j.biortech.2010.12.070
http://dx.doi.org/10.1016/j.biortech.2012.11.007
http://dx.doi.org/10.1016/j.biortech.2012.11.007
http://dx.doi.org/10.1016/j.biortech.2010.06.128
http://dx.doi.org/10.1080/10643389.2015.1053727
http://dx.doi.org/10.1080/10643389.2015.1053727
http://dx.doi.org/10.3390/bioengineering2020054
http://dx.doi.org/10.1016/S0273-1223(97)00678-1
http://dx.doi.org/10.1016/S0273-1223(97)00678-1
http://dx.doi.org/10.1039/c5ra05791d
http://dx.doi.org/10.1039/c5ra05791d
http://dx.doi.org/10.1016/j.cej.2013.02.119
http://dx.doi.org/10.1016/j.cej.2013.02.119
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0070
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0070
http://dx.doi.org/10.1016/0079-6700(94)90033-7
http://dx.doi.org/10.1021/ie061627e
http://dx.doi.org/10.1016/j.wasman.2012.01.006
http://dx.doi.org/10.1016/j.wasman.2012.01.006
http://dx.doi.org/10.1016/j.cep.2006.02.005
http://dx.doi.org/10.1016/j.cep.2006.02.005
http://dx.doi.org/10.1080/01919510701296754
http://dx.doi.org/10.1080/01919510701296754
http://dx.doi.org/10.1016/j.bej.2006.11.013
http://dx.doi.org/10.1016/j.cej.2007.07.099
http://dx.doi.org/10.1016/j.cej.2007.07.099
http://dx.doi.org/10.1016/j.biortech.2011.11.033
http://dx.doi.org/10.1016/j.biortech.2011.11.033
http://dx.doi.org/10.1016/j.jenvman.2010.07.030
http://dx.doi.org/10.1016/j.cej.2015.02.037
http://dx.doi.org/10.1016/j.cej.2015.02.037
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0125
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0125
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0125
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0130
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0130
http://dx.doi.org/10.1007/s00253-015-7139-3
http://dx.doi.org/10.1205/026387603770866335
http://dx.doi.org/10.1205/026387603770866335
http://dx.doi.org/10.1021/js960080y
http://dx.doi.org/10.1016/S1385-8947(02)00015-3
http://dx.doi.org/10.1016/j.biortech.2011.05.031
http://dx.doi.org/10.1021/ja00839a047

A. Gonzalez et al.

Chatel, G., 2016. Sonochemistry: New opportunities for green chemistry. World Scientific
Publishing Europe, London.

Chen, Y.R., Hashimoto, A.G., 1980. Substrate utilization kinetic model for biological
treatment processes. Biotechnol. Bioeng. XXII 2081-2095.

Chen, Y., Jiang, S., Yuan, H., Zhou, Q., Gu, G., 2007. Hydrolysis and acidification of waste
activated sludge at different pHs. Water Res. 41, 683-689. http://dx.doi.org/10.
1016/j.watres.2006.07.030.

Chen, Y., Cheng, J.J., Creamer, K.S., 2008. Inhibition of anaerobic digestion process: A
review. Bioresour. Technol. 99, 4044-4064. http://dx.doi.org/10.1016/j.biortech.
2007.01.057.

Chi, Y., Li, Y., Fei, X., Wang, S., Yuan, H., 2011. Enhancement of thermophilic anaerobic
digestion of thickened waste activated sludge by combined microwave and alkaline
pretreatment. J. Environ. Sci. 23, 1257-1265. http://dx.doi.org/10.1016/51001-
0742(10)60561-X.

Chiu, T., Chen, M., Chang, H., 2009. Comparisons of emulsifying properties of Maillard
reaction products conjugated by green, red seaweeds and various commercial pro-
teins. Food Hydrocoll. 23, 2270-2277. http://dx.doi.org/10.1016/j.foodhyd.2009.
06.003.

Chu, C.P., Chang, B.V., Liao, G.S., Jean, D.S., Lee, D.J., 2001. Observations on changes in
ultrasonically treated waste-activated sludge. Water Res. 35, 1038-1046. http://dx.
doi.org/10.1016,/50043-1354(00)00338-9.

Chu, L.B., Yan, S.T., Xing, X.H., Yu, A.F., Sun, X.L., Jurcik, B., 2008. Enhanced sludge
solubilization by microbubble ozonation. Chemosphere 72, 205-212. http://dx.doi.
org/10.1016/j.chemosphere.2008.01.054.

Climent, M., Ferrer, L., Baeza, M. del M., Artola, A., Vazquez, F., Font, X., 2007. Effects of
thermal and mechanical pretreatments of secondary sludge on biogas production
under thermophilic conditions. Chem. Eng. J. 133, 335-342. http://dx.doi.org/10.
1016/j.cej.2007.02.020.

Coelho, N.M.G., Droste, R.L., Kennedy, K.J., 2011. Evaluation of continuous mesophilic,
thermophilic and temperature phased anaerobic digestion of microwaved activated
sludge. Water Res. 45, 2822-2834. http://dx.doi.org/10.1016/j.watres.2011.02.032.

Comte, S., Guibaud, G., Baudu, M., 2006. Relations between extraction protocols for
activated sludge extracellular polymeric substances (EPS) and EPS complexation
properties: Part I. Comparison of the efficiency of eight EPS extraction methods.
Enzyme Microb. Technol. 38, 237-245. http://dx.doi.org/10.1016/j.enzmictec.2005.
06.016.

Daniel, R.M., Dines, M., Petach, H.H., 1996. The denaturation and degradation of stable
enzymes at high temperatures 11, 1-11.

De Graaf, L.A., 2000. Denaturation of proteins from a non-food perspective. J. Biotechnol.
79, 299-306. http://dx.doi.org/10.1016/50168-1656(00)00245-5.

Déléris, S., Paul, E., Audic, J.M., Roustan, M., Debellefontaine, H., 2000. Effect of
Ozonation on Activated Sludge Solubilization and Mineralization. Ozone Sci. Eng. 22,
473-486. http://dx.doi.org/10.1080,/01919510009408791.

Delmas, H., Le, N.T., Barthe, L., Julcour-Lebigue, C., 2014. Optimization of hydrostatic
pressure at varied sonication conditions - power density, intensity, very low fre-
quency - for isothermal ultrasonic sludge treatment. Ultrason. Sonochem. 25, 51-59.
http://dx.doi.org/10.1016/j.ultsonch.2014.08.011.

Demir, O., Filibeli, A., 2012. Fate of return activated sludge after ozonation: An optimi-
zation study for sludge disintegration. Environ. Technol. 33, 1869-1878. http://dx.
doi.org/10.1080,/09593330.2011.650220.

Devlin, D.C., Esteves, S.R.R., Dinsdale, R.M., Guwy, A.J., 2011. The effect of acid pre-
treatment on the anaerobic digestion and dewatering of waste activated sludge.
Bioresour. Technol. 102, 4076-4082. http://dx.doi.org/10.1016/j.biortech.2010.12.
043.

Dhar, B.R., Youssef, E., Nakhla, G., Ray, M.B., 2011. Pretreatment of municipal waste
activated sludge for volatile sulfur compounds control in anaerobic digestion.
Bioresour. Technol. 102, 3776-3782. http://dx.doi.org/10.1016/j.biortech.2010.12.
020.

Dhar, B.R., Nakhla, G., Ray, M.B., 2012. Techno-economic evaluation of ultrasound and
thermal pretreatments for enhanced anaerobic digestion of municipal waste activated
sludge. Waste Manag. 32, 542-549. http://dx.doi.org/10.1016/j.wasman.2011.10.
007.

Diak, J., Ormeci, B., 2016. Individual and combined effects of freeze-thaw and ferrate(VI)
oxidation for the treatment and dewatering of wastewater sludges. Clean soil, air,
water 227, 1-16. http://dx.doi.org/10.1007/s11270-016-3039-0.

Dogan, 1., Sanin, F.D., 2009. Alkaline solubilization and microwave irradiation as a
combined sludge disintegration and minimization method. Water Res. 43,
2139-2148. http://dx.doi.org/10.1016/j.watres.2009.02.023.

Dong, B., Gao, P., Zhang, D., Chen, Y., Dai, L., Dai, X., 2015. A new process to improve
short-chain fatty acids and bio-methane generation from waste activated sludge. J.
Environ. Sci. http://dx.doi.org/10.1016/j.jes.2015.10.004.

Donoso-Bravo, A., Pérez-Elvira, S., Aymerich, E., Fdz-Polanco, F., 2011. Assessment of the
influence of thermal pre-treatment time on the macromolecular composition and
anaerobic biodegradability of sewage sludge. Bioresour. Technol. 102, 660-666.
http://dx.doi.org/10.1016/j.biortech.2010.08.035.

Dwyer, J., Starrenburg, D., Tait, S., Barr, K., Batstone, D.J., Lant, P., 2008. Decreasing
activated sludge thermal hydrolysis temperature reduces product colour, without
decreasing degradability. Water Res. 42, 4699-4709. http://dx.doi.org/10.1016/j.
watres.2008.08.019.

Elliott, A., Mahmood, T., 2012. Comparison of mechanical pretreatment methods for the
enhancement of anaerobic digestion of pulp and paper waste activated sludge. Water
Environ. Res. 84, 497-505. http://dx.doi.org/10.2175/
106143012X13347678384602.

Ennouri, H., Miladi, B., Diaz, S.Z., Giielfo, L.A.F., Solera, R., Hamdi, M., Bouallagui, H.,
2016. Effect of thermal pretreatment on the biogas production and microbial com-
munities balance during anaerobic digestion of urban and industrial waste activated

1465

Biotechnology Advances 36 (2018) 1434-1469

sludge. Bioresour. Technol. 214, 184-191. http://dx.doi.org/10.1016/j.biortech.
2016.04.076.

Erden, G., Filibeli, A., 2011. Effects of Fenton pre-treatment on waste activated sludge
properties. Clean Soil, Air, Water 39, 626-632. http://dx.doi.org/10.1002/clen.
201000199.

Erdincler, A., Vesilind, P.A., 2000. Effect of sludge cell disruption on compactibility of
biological sludges. Water Sci. Technol. 42, 119-126.

Eskicioglu, C., Kennedy, K.J., Droste, R.L., 2006. Characterization of soluble organic
matter of waste activated sludge before and after thermal pretreatment. Water Res.
40, 3725-3736. http://dx.doi.org/10.1016/j.watres.2006.08.017.

Eskicioglu, C., Droste, R.L., Kennedy, K.J., 2007a. Performance of anaerobic waste acti-
vated sludge digesters after microwave pretreatment. Water Environ. Res. 79,
2265-2273. http://dx.doi.org/10.2175/106143007X176004.

Eskicioglu, C., Kennedy, K.J., Droste, R.L., 2007b. Enhancement of batch waste activated
sludge digestion by microwave pretreatment. Water Environ. Res. 79, 2304-2317.
http://dx.doi.org/10.2175/106143007X184069.

Eskicioglu, C., Terzian, N., Kennedy, K.J., Droste, R.L., Hamoda, M., 2007c. Athermal
microwave effects for enhancing digestibility of waste activated sludge. Water Res.
41, 2457-2466. http://dx.doi.org/10.1016/j.watres.2007.03.008.

Eskicioglu, C., Prorot, A., Marin, J., Droste, R.L., Kennedy, K.J., 2008. Synergetic pre-
treatment of sewage sludge by microwave irradiation in presence of H202 for en-
hanced anaerobic digestion. Water Res. 42, 4674-4682. http://dx.doi.org/10.1016/j.
watres.2008.08.010.

Eskicioglu, C., Kennedy, K.J., Droste, R.L., 2009. Enhanced disinfection and methane
production from sewage sludge by microwave irradiation. Desalination 248,
279-285. http://dx.doi.org/10.1016/j.desal.2008.05.066.

Fang, W., Zhang, P., Ye, J., Wy, Y., Zhang, H., Liu, J., Zhu, Y., Zeng, G., 2015.
Physicochemical properties of sewage sludge disintegrated with high pressure
homogenization. Int. Biodeterior. Biodegrad. 102, 126-130. http://dx.doi.org/10.
1016/j.ibiod.2015.02.030.

Farr, S.B., Kogoma, T., 1991. Oxidative stress responses in Escherichia coli and
Salmonella typhimurium. Microbiol. Rev. 55, 561-585.

Feijoo, G., Soto, M., Méndez, R., Lema, J.M., 1995. Sodium inhibition in the anaerobic
digestion process: antagonism and adaptation phenomena. Enzym. Microb. Technol.
17, 180-188. http://dx.doi.org/10.1016/0141-0229(94)00011-F.

Feng, X., Lei, H., Deng, J., Yu, Q., Li, H., 2009. Physical and chemical characteristics of
waste activated sludge treated ultrasonically. Chem. Eng. Process. Process Intensif.
48, 187-194. http://dx.doi.org/10.1016/j.cep.2008.03.012.

Fernandes, T.V., van Lier, J.B., Zeeman, G., 2015. Humic acid-like and fulvic acid-like
inhibition on the hydrolysis of cellulose and tributyrin. Bioenerg. Res. 8, 821-831.
http://dx.doi.org/10.1007/512155-014-9564-z.

Foladori, P., Laura, B., Gianni, A., Giuliano, Z., 2007. Effects of sonication on bacteria
viability in wastewater treatment plants evaluated by flow cytometry—Fecal in-
dicators, wastewater and activated sludge. Water Res. 41, 235-243. http://dx.doi.
org/10.1016/j.watres.2006.08.021.

Foladori, P., Bruni, L., Tamburini, S., Ziglio, G., 2010. Direct quantification of bacterial
biomass in influent, effluent and activated sludge of wastewater treatment plants by
using flow cytometry. Water Res. 44, 3807-3818. http://dx.doi.org/10.1016/j.
watres.2010.04.027.

Foladori, P., Velho, V.F., Costa, R.H.R., Bruni, L., Quaranta, A., Andreottola, G., 2015.
Concerning the role of cell lysis-cryptic growth in anaerobic side-stream reactors: The
single-cell analysis of viable, dead and lysed bacteria. Water Res. 74, 132-142.
http://dx.doi.org/10.1016/j.watres.2015.01.042.

Folke, J., Renberg, L., McCubbin, N., 1996. Environmental aspects of ECF vs. TCF pulp
bleaching. In: Environmental Fate and Effects of Pulp and Paper Mill Effluents.

Forster, S., Snape, J.R., Lappin-Scott, H.M., Porter, J., 2002. Simultaneous fluorescent
gram staining and activity assessment of activated sludge bacteria. Appl. Environ.
Microbiol. 68, 4772-4779. http://dx.doi.org/10.1128/AEM.68.10.4772-4779.2002.

Friedman, M., 1996. Food browning and its prevention: An overview. J. Agric. Food
Chem. 44, 631-653. http://dx.doi.org/10.1021/jf950394r.

Frelund, B., Griebe, T., Nielsen, P.H., 1995. Enzymatic activity in the activated-sludge floc
matrix. Appl. Microbiol. Biotechnol. 43, 755-761.

Frelund, B., Palmgren, R., Keiding, K., Nielsen, P.H., 1996. Extraction of extracellular
polymers from activated sludge using a cation exchange resin. Water Res. 30,
1749-1758. http://dx.doi.org/10.1016,/0043-1354(95)00323-1.

Gao, W., 2011. Freezing as a combined wastewater sludge pretreatment and conditioning
method. Desalination 268, 170-173. http://dx.doi.org/10.1016/j.desal.2010.10.014.

Gao, Z., Zhang, C., Su, H., Tan, T., 2013. Live steam-pretreatment and anaerobic digestion
of waste activated sludge. Environ. Eng. Sci. 30, 546-554. http://dx.doi.org/10.
1089/ees.2012.0480.

Garrote, G., Dominguez, H., Parajé, J.C., 1999. Hydrothermal processing of lig-
nocellulosic materials. Holz Roh Werkst. 57, 191-202. http://dx.doi.org/10.1007/
5001070050039.

Gavala, H.N,, Yenal, U., Skiadas, I. V, Westermann, P., Ahring, B.K., 2003. Mesophilic and
thermophilic anaerobic digestion of primary and secondary sludge. Effect of pre-
treatment at elevated temperature. Water Res. 37, 4561-72. doi:https://doi.org/10.
1016/50043-1354(03)00401-9.

Ge, H., Jensen, P.D., Batstone, D.J., 2011a. Increased temperature in the thermophilic
stage in temperature phased anaerobic digestion (TPAD) improves degradability of
waste activated sludge. J. Hazard. Mater. 187, 355-361. http://dx.doi.org/10.1016/
j.jhazmat.2011.01.032.

Ge, H., Jensen, P.D., Batstone, D.J., 2011b. Temperature phased anaerobic digestion in-
creases apparent hydrolysis rate for waste activated sludge. Water Res. 45,
1597-1606. http://dx.doi.org/10.1016/j.watres.2010.11.042.

Ghabbour, E.A., Davies, G., 2001. Humic Substances: Structures, Models and Functions.
Royal Society of Chemistry.


http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0165
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0165
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0170
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0170
http://dx.doi.org/10.1016/j.watres.2006.07.030
http://dx.doi.org/10.1016/j.watres.2006.07.030
http://dx.doi.org/10.1016/j.biortech.2007.01.057
http://dx.doi.org/10.1016/j.biortech.2007.01.057
http://dx.doi.org/10.1016/S1001-0742(10)60561-X
http://dx.doi.org/10.1016/S1001-0742(10)60561-X
http://dx.doi.org/10.1016/j.foodhyd.2009.06.003
http://dx.doi.org/10.1016/j.foodhyd.2009.06.003
http://dx.doi.org/10.1016/S0043-1354(00)00338-9
http://dx.doi.org/10.1016/S0043-1354(00)00338-9
http://dx.doi.org/10.1016/j.chemosphere.2008.01.054
http://dx.doi.org/10.1016/j.chemosphere.2008.01.054
http://dx.doi.org/10.1016/j.cej.2007.02.020
http://dx.doi.org/10.1016/j.cej.2007.02.020
http://dx.doi.org/10.1016/j.watres.2011.02.032
http://dx.doi.org/10.1016/j.enzmictec.2005.06.016
http://dx.doi.org/10.1016/j.enzmictec.2005.06.016
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0220
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0220
http://dx.doi.org/10.1016/S0168-1656(00)00245-5
http://dx.doi.org/10.1080/01919510009408791
http://dx.doi.org/10.1016/j.ultsonch.2014.08.011
http://dx.doi.org/10.1080/09593330.2011.650220
http://dx.doi.org/10.1080/09593330.2011.650220
http://dx.doi.org/10.1016/j.biortech.2010.12.043
http://dx.doi.org/10.1016/j.biortech.2010.12.043
http://dx.doi.org/10.1016/j.biortech.2010.12.020
http://dx.doi.org/10.1016/j.biortech.2010.12.020
http://dx.doi.org/10.1016/j.wasman.2011.10.007
http://dx.doi.org/10.1016/j.wasman.2011.10.007
http://dx.doi.org/10.1007/s11270-016-3039-0
http://dx.doi.org/10.1016/j.watres.2009.02.023
http://dx.doi.org/10.1016/j.jes.2015.10.004
http://dx.doi.org/10.1016/j.biortech.2010.08.035
http://dx.doi.org/10.1016/j.watres.2008.08.019
http://dx.doi.org/10.1016/j.watres.2008.08.019
http://dx.doi.org/10.2175/106143012X13347678384602
http://dx.doi.org/10.2175/106143012X13347678384602
http://dx.doi.org/10.1016/j.biortech.2016.04.076
http://dx.doi.org/10.1016/j.biortech.2016.04.076
http://dx.doi.org/10.1002/clen.201000199
http://dx.doi.org/10.1002/clen.201000199
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0300
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0300
http://dx.doi.org/10.1016/j.watres.2006.08.017
http://dx.doi.org/10.2175/106143007X176004
http://dx.doi.org/10.2175/106143007X184069
http://dx.doi.org/10.1016/j.watres.2007.03.008
http://dx.doi.org/10.1016/j.watres.2008.08.010
http://dx.doi.org/10.1016/j.watres.2008.08.010
http://dx.doi.org/10.1016/j.desal.2008.05.066
http://dx.doi.org/10.1016/j.ibiod.2015.02.030
http://dx.doi.org/10.1016/j.ibiod.2015.02.030
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0340
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0340
http://dx.doi.org/10.1016/0141-0229(94)00011-F
http://dx.doi.org/10.1016/j.cep.2008.03.012
http://dx.doi.org/10.1007/s12155-014-9564-z
http://dx.doi.org/10.1016/j.watres.2006.08.021
http://dx.doi.org/10.1016/j.watres.2006.08.021
http://dx.doi.org/10.1016/j.watres.2010.04.027
http://dx.doi.org/10.1016/j.watres.2010.04.027
http://dx.doi.org/10.1016/j.watres.2015.01.042
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0375
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0375
http://dx.doi.org/10.1128/AEM.68.10.4772-4779.2002
http://dx.doi.org/10.1021/jf950394r
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0390
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0390
http://dx.doi.org/10.1016/0043-1354(95)00323-1
http://dx.doi.org/10.1016/j.desal.2010.10.014
http://dx.doi.org/10.1089/ees.2012.0480
http://dx.doi.org/10.1089/ees.2012.0480
http://dx.doi.org/10.1007/s001070050039
http://dx.doi.org/10.1007/s001070050039
https://doi.org/10.1016/S0043-1354(03)00401-9
https://doi.org/10.1016/S0043-1354(03)00401-9
http://dx.doi.org/10.1016/j.jhazmat.2011.01.032
http://dx.doi.org/10.1016/j.jhazmat.2011.01.032
http://dx.doi.org/10.1016/j.watres.2010.11.042
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0425
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0425

A. Gonzalez et al.

Ghasimi, D.S.M., Aboudi, K., de Kreuk, M., Zandvoort, M.H., van Lier, J.B., 2016a. Impact
of lignocellulosic-waste intermediates on hydrolysis and methanogenesis under
thermophilic and mesophilic conditions. Chem. Eng. J. 295, 181-191. http://dx.doi.
0rg/10.1016/j.cej.2016.03.045.

Ghasimi, D.S.M., de Kreuk, M., Maeng, S.K., Zandvoort, M.H., van Lier, J.B., 2016b. High-
rate thermophilic bio-methanation of the fine sieved fraction from Dutch municipal
raw sewage: Cost-effective potentials for on-site energy recovery. Appl. Energy 165,
569-582. http://dx.doi.org/10.1016/j.apenergy.2015.12.065.

Gianico, A., Braguglia, C.M., Cesarini, R., Mininni, G., 2013. Reduced temperature hy-
drolysis at 134 °C before thermophilic anaerobic digestion of waste activated sludge
at increasing organic load. Bioresour. Technol. 143, 96-103. http://dx.doi.org/10.
1016/j.biortech.2013.05.069.

Goldstone, J.V., Pullin, M.J., Bertilsson, S., Voelker, B.M., 2002. Reactions of hydroxyl
radical with humic substances: Bleaching, mineralization, and production of bioa-
vailable carbon substrates. Environ. Sci. Technol. 36, 364-372. http://dx.doi.org/10.
1021/es0109646.

Gong, C., Jiang, J., Li, D., Tian, S., 2015. Ultrasonic application to boost hydroxyl radical
formation during Fenton oxidation and release organic matter from sludge. Sci. Rep.
5, 11419. http://dx.doi.org/10.1038/srep11419.

Guan, B., Yu, J., Fu, H., Guo, M., Xu, X., 2012. Improvement of activated sludge dewa-
terability by mild thermal treatment in CaCl2 solution. Water Res. 46, 425-432.
http://dx.doi.org/10.1016/j.watres.2011.11.014.

Guo, X., Liu, J., Xiao, B., 2014. Evaluation of the damage of cell wall and cell membrane
for various extracellular polymeric substance extractions of activated sludge. J.
Biotechnol. 188, 130-135. http://dx.doi.org/10.1016/j.jbiotec.2014.08.025.

Guo, H., Fang, J., Felz, S., Lin, Y., Lier, J.B., Kreuk, M., 2018. Anaerobic Degradation of
Structural Extracellular Polymeric Substances: A Comparison Between Flocculated
Activated Sludge and Aerobic Granules. (Unpublished results).

Hansen, K.H., Angelidaki, I., Ahring, B.K., 1998. Anaerobic digestion of swine manure:
Inhibition by ammonia. Water Res. 32, 5-12. http://dx.doi.org/10.1016/50043-
1354(97)00201-7.

Haug, R.T., Stuckey, D.C., Gossett, J.M., McCarty, P.L., 1978. Effect of thermal pre-
treatment on digestibility and dewaterability of organic sludges. J. Water Pollut.
Control Fed. 50, 73-85.

He, Z.-W., Yang, C.-X., Wang, L., Guo, Z.-C., Wang, A.-J., Liu, W.-Z., 2016. Feasibility of
short-term fermentation for short-chain fatty acids production from waste activated
sludge at initial pH10: Role and significance of rhamnolipid. Chem. Eng. J. 290,
125-135. http://dx.doi.org/10.1016/j.cej.2016.01.033.

Heller, M.C., Carpenter, J.F., Randolph, T.W., 1999. Protein formulation and lyophili-
zation cycle design: Prevention of damage due to freeze-concentration induced phase
separation. Biotechnol. Bioeng. 63, 166-174. http://dx.doi.org/10.1002/(SICI)1097-
0290(19990420)63:2 < 166::AID-BIT5 > 3.0.CO;2-H.

Hellstrom, D., 1997. Natural sludge dewatering. II: Thawing-drying process in full-scale
sludge freezing ditches. J. Cold Reg. Eng. 11, 15-29.

Hiraoka, M., Takeda, N., Sakai, S., Yasuda, A., 1985. Highly efficient anaerobic digestion
with thermal pretreatment. Water Sci. Technol. 17, 529-539.

Hirooka, K., Asano, R., Yokoyama, A., Okazaki, M., Sakamoto, A., Nakai, Y., 2009.
Reduction in excess sludge production in a dairy wastewater treatment plant via
nozzle-cavitation treatment: Case study of an on-farm wastewater treatment plant.
Bioresour. Technol. 100, 3161-3166. http://dx.doi.org/10.1016/j.biortech.2009.01.
011.

Holliger, C., Alves, M., Andrade, D., Angelidaki, I., Astals, S., Baier, U., Bougrier, C.,
Bulffiere, P., Carballa, M., de Wilde, V., Ebertseder, F., Fernandez, B., Ficara, E.,
Fotidis, I., Frigon, J.-C., de Laclos, H.F., Ghasimi, D.S.M., Hack, G., Hartel, M.,
Heerenklage, J., Horvath, 1.S., Jenicek, P., Koch, K., Krautwald, J., Lizasoain, J., Liu,
J., Mosberger, L., Nistor, M., Oechsner, H., Oliveira, J.V., Paterson, M., Pauss, A.,
Pommier, S., Porqueddu, I., Raposo, F., Ribeiro, T., Rusch Pfund, F., Stromberg, S.,
Torrijos, M., van Eekert, M., van Lier, J., Wedwitschka, H., Wierinck, I., 2016.
Towards a standardization of biomethane potential tests. Water Sci. Technol. 1-9.
http://dx.doi.org/10.2166/wst.2016.336.

Hong, S.M., Park, J.K., Lee, Y.O., 2004. Mechanisms of microwave irradiation involved in
the destruction of fecal coliforms from biosolids. Water Res. 38, 1615-1625. http://
dx.doi.org/10.1016/j.watres.2003.12.011.

Hong, S.M., Park, J.K., Teeradej, N., Lee, Y.O., Cho, Y.K,, Park, C.H., 2006. Pretreatment
of sludge with microwaves for pathogen destruction and improved anaerobic diges-
tion performance. Water Environ. Res. 78, 76-83. http://dx.doi.org/10.2175/
106143005X84549.

Horton, D., Philips, K.D., 1973. The nitrous acid deamination of glycosides and acetates of
2-amino-2-deoxy-D-glucose. Carbohydr. Res. 30, 367-374. http://dx.doi.org/10.
1016/50008-6215(00)81823-6.

Hosseini Koupaie, E., Eskicioglu, C., 2016. Conventional heating vs. microwave sludge
pretreatment comparison under identical heating/cooling profiles for thermophilic
advanced anaerobic digestion. Waste Manag. http://dx.doi.org/10.1016/j.wasman.
2016.04.014.

Hosseini Koupaie, E., Johnson, T., Eskicioglu, C., 2017. Advanced anaerobic digestion of
municipal sludge using a novel and energy-efficient radio frequency pretreatment
system. Water Res. 118, 70-81. http://dx.doi.org/10.1016/j.watres.2017.04.017.

Hu, K., Jiang, J.Q., Zhao, Q.L., Lee, D.J., Wang, K., Qiu, W., 2011. Conditioning of
wastewater sludge using freezing and thawing: Role of curing. Water Res. 45,
5969-5976. http://dx.doi.org/10.1016/j.watres.2011.08.064.

Huan, L., Yiying, J., Mahar, R.B., Zhiyu, W., Yongfeng, N., 2009. Effects of ultrasonic
disintegration on sludge microbial activity and dewaterability. J. Hazard. Mater. 161,
1421-1426. http://dx.doi.org/10.1016/j.jhazmat.2008.04.113.

Jahn, A., Nielsen, P.H., 1998. Cell biomass and exopolymer composition in sewer bio-
films. Water Sci. Technol. 37, 17-24.

Jan, T.W., Adav, S.S., Lee, D.J., Wu, R.M,, Su, A,, Tay, J.H., 2008. Hydrogen fermentation

1466

Biotechnology Advances 36 (2018) 1434-1469

and methane production from sludge with pretreatments. Energy Fuel 22, 98-102.
http://dx.doi.org/10.1021/ef700278;j.

Jaziri, K., Casellas, M., Dagot, C., 2012. Comparing the effects of three pre-treatment
disintegration techniques on aerobic sludge digestion: biodegradability enhancement
and microbial community monitoring by PCR-DGGE. Environ. Technol. 33,
1435-1444. http://dx.doi.org/10.1080,/09593330.2011.632653.

Jiang, J., Yang, S., Chen, M., Zhang, Q., 2009. Disintegration of sewage sludge with bi-
frequency ultrasonic treatment. Water Sci. Technol. 60, 1445-1453. http://dx.doi.
org/10.2166/wst.2009.469.

Jin, B., Wilén, B.M., Lant, P., 2004. Impacts of morphological, physical and chemical
properties of sludge flocs on dewaterability of activated sludge. Chem. Eng. J. 98,
115-126. http://dx.doi.org/10.1016/j.cej.2003.05.002.

Jin, Y., Li, H., Mahar, R.B., Wang, Z., Nie, Y., 2009. Combined alkaline and ultrasonic
pretreatment of sludge before aerobic digestion. J. Environ. Sci. 21, 279-284. http://
dx.doi.org/10.1016/51001-0742(08)62264-0.

Joo, S.H., Dello Monaco, F., Antmann, E., Chorath, P., 2015. Sustainable approaches for
minimizing biosolids production and maximizing reuse options in sludge manage-
ment: A review. J. Environ. Manag. 158, 133-145. http://dx.doi.org/10.1016/j.
jenvman.2015.05.014.

Jorand, F., Zartarian, F., Thomas, F., Block, J.C., Bottero, J.Y., Villemin, G., Urbain, V.,
Manem, J., 1995. Chemical and structural (2D) linkage between bacteria within
activated sludge flocs. Water Res. 29, 1639-1647. http://dx.doi.org/10.1016/0043-
1354(94)00350-G.

Jung, J., Xing, X.H., Matsumoto, K., 2001. Kinetic analysis of disruption of excess acti-
vated sludge by Dyno Mill and characteristics of protein release for recovery of useful
materials. Biochem. Eng. J. 8, 1-7. http://dx.doi.org/10.1016/51369-703X(00)
00123-6.

Jung, H., Kim, J., Lee, S., Lee, C., 2014. Effect of mild-temperature H202 oxidation on
solubilization and anaerobic digestion of waste activated sludge. Environ. Technol.
35, 1702-1709. http://dx.doi.org/10.1080,/09593330.2014.880517.

Kakita, Y., Kashige, N., Murata, K., Kuroiwa, A., Funatsu, M., Watanabe, K., 1995.
Inactivation microwave of lactobacillus bacteriophage irradiation PL-1 by microwave
irradiation. Microbiol. Immunol. 39, 571-576.

Kavitha, S., Jayashree, C., Adish Kumar, S., Yeom, L.T., Rajesh Banu, J., 2014. The en-
hancement of anaerobic biodegradability of waste activated sludge by surfactant
mediated biological pretreatment. Bioresour. Technol. 168, 159-166. http://dx.doi.
org/10.1016/j.biortech.2014.01.118.

Kavitha, S., Stella, P.B.C., Kaliappan, S., Yeom, L.T., Banu, J.R., 2016. Enhancement of
anaerobic degradation of sludge biomass through surfactant-assisted bacterial hy-
drolysis. Process. Saf. Environ. Prot. 99, 207-215. http://dx.doi.org/10.1016/j.psep.
2015.11.009.

Kennedy, K.J., Thibault, G., Droste, R.L., 2007. Microwave enhanced digestion of aerobic
SBR sludge. Water SA 33, 261-270. http://dx.doi.org/10.4314/wsa.v33i2.49085.

Kent, J.A., 2013. Handbook of industrial chemistry and biotechnology. (Springer Science
& Business Media).

Kianmehr, P., Parker, W., Seto, P., 2013. Assessment of waste-activated-sludge pretreat-
ment by ultrasound and applicability of biodegradability indicators. J. Environ. Eng.
139, 545-553. http://dx.doi.org/10.1061/(ASCE)EE. 1943-7870.0000657.

Kim, J., Park, C., Kim, T.-H., Lee, M., Kim, S., Kim, S.-W., Lee, J., 2003. Effects of various
pretreatments for enhanced anaerobic digestion with waste activated sludge. J.
Biosci. Bioeng. 95, 271-275. http://dx.doi.org/10.1263/jbb.95.271.

Kim, H.J., Nguyen, D.X., Bae, J.H., 2008. The performance of the sludge pretreatment
system with venturi tubes. Water Sci. Technol. 57, 131-137. http://dx.doi.org/10.
2166/wst.2008.717.

Kim, D.H., Jeong, E., Oh, S.E., Shin, H.S., 2010. Combined (alkaline + ultrasonic) pre-
treatment effect on sewage sludge disintegration. Water Res. 44, 3093-3100. http://
dx.doi.org/10.1016/j.watres.2010.02.032.

Kim, D.-H., Cho, S.K., Lee, M.K., Kim, M.S., 2013. Increased solubilization of excess sludge
does not always result in enhanced anaerobic digestion efficiency. Bioresour.
Technol. 143, 660-664. http://dx.doi.org/10.1016/].biortech.2013.06.058.

Kim, J., Yu, Y., Lee, C., 2013b. Thermo-alkaline pretreatment of waste activated sludge at
low-temperatures: Effects on sludge disintegration, methane production, and me-
thanogen community structure. Bioresour. Technol. 144, 194-201. http://dx.doi.
org/10.1016/j.biortech.2013.06.115.

Kinnunen, V., Craggs, R., Rintala, J., 2014. Influence of temperature and pretreatments on
the anaerobic digestion of wastewater grown microalgae in a laboratory-scale accu-
mulating-volume reactor. Water Res. 57, 247-257. http://dx.doi.org/10.1016/j.
watres.2014.03.043.

Kobayashi, T., Li, Y.Y., Harada, H., Yasui, H., Noike, T., 2009. Upgrading of the anaerobic
digestion of waste activated sludge by combining temperature-phased anaerobic di-
gestion and intermediate ozonation. Water Sci. Technol. 59, 185-193. http://dx.doi.
org/10.2166/wst.2009.510.

Kohanski, M.A., Dwyer, D.J., Hayete, B., Lawrence, C.A., Collins, J.J., 2007. A common
mechanism of cellular death induced by bactericidal antibiotics. Cell 130, 797-810.
http://dx.doi.org/10.1016/j.cell.2007.06.049.

Kolokassidou, C., Pashalidis, I., Costa, C.N., Efstathiou, A.M., Buckau, G., 2007. Thermal
stability of solid and aqueous solutions of humic acid. Thermochim. Acta 454, 78-83.
http://dx.doi.org/10.1016/j.tca.2006.12.022.

Kroiss, H., 2004. What is the potential for utilizing the resources in sludge? Water Sci.
Technol. 49, 1-10.

Kuglarz, M., Karakashev, D., Angelidaki, I., 2013. Microwave and thermal pretreatment
as methods for increasing the biogas potential of secondary sludge from municipal
wastewater treatment plants. Bioresour. Technol. 134, 290-297. http://dx.doi.org/
10.1016/j.biortech.2013.02.001.

Kumar, P.S., Pandit, A.B., 1999. Modeling Hydrodynamic Cavitation. Chem. Eng.
Technol. 22, 1017-1027. http://dx.doi.org/10.1002/(SIC)1521-4125(199912)


http://dx.doi.org/10.1016/j.cej.2016.03.045
http://dx.doi.org/10.1016/j.cej.2016.03.045
http://dx.doi.org/10.1016/j.apenergy.2015.12.065
http://dx.doi.org/10.1016/j.biortech.2013.05.069
http://dx.doi.org/10.1016/j.biortech.2013.05.069
http://dx.doi.org/10.1021/es0109646
http://dx.doi.org/10.1021/es0109646
http://dx.doi.org/10.1038/srep11419
http://dx.doi.org/10.1016/j.watres.2011.11.014
http://dx.doi.org/10.1016/j.jbiotec.2014.08.025
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0470
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0470
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0470
http://dx.doi.org/10.1016/S0043-1354(97)00201-7
http://dx.doi.org/10.1016/S0043-1354(97)00201-7
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0475
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0475
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0475
http://dx.doi.org/10.1016/j.cej.2016.01.033
http://dx.doi.org/10.1002/(SICI)1097-0290(19990420)63:2<166::AID-BIT5>3.0.CO;2-H
http://dx.doi.org/10.1002/(SICI)1097-0290(19990420)63:2<166::AID-BIT5>3.0.CO;2-H
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0490
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0490
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0495
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0495
http://dx.doi.org/10.1016/j.biortech.2009.01.011
http://dx.doi.org/10.1016/j.biortech.2009.01.011
http://dx.doi.org/10.2166/wst.2016.336
http://dx.doi.org/10.1016/j.watres.2003.12.011
http://dx.doi.org/10.1016/j.watres.2003.12.011
http://dx.doi.org/10.2175/106143005X84549
http://dx.doi.org/10.2175/106143005X84549
http://dx.doi.org/10.1016/S0008-6215(00)81823-6
http://dx.doi.org/10.1016/S0008-6215(00)81823-6
http://dx.doi.org/10.1016/j.wasman.2016.04.014
http://dx.doi.org/10.1016/j.wasman.2016.04.014
http://dx.doi.org/10.1016/j.watres.2017.04.017
http://dx.doi.org/10.1016/j.watres.2011.08.064
http://dx.doi.org/10.1016/j.jhazmat.2008.04.113
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0545
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0545
http://dx.doi.org/10.1021/ef700278j
http://dx.doi.org/10.1080/09593330.2011.632653
http://dx.doi.org/10.2166/wst.2009.469
http://dx.doi.org/10.2166/wst.2009.469
http://dx.doi.org/10.1016/j.cej.2003.05.002
http://dx.doi.org/10.1016/S1001-0742(08)62264-0
http://dx.doi.org/10.1016/S1001-0742(08)62264-0
http://dx.doi.org/10.1016/j.jenvman.2015.05.014
http://dx.doi.org/10.1016/j.jenvman.2015.05.014
http://dx.doi.org/10.1016/0043-1354(94)00350-G
http://dx.doi.org/10.1016/0043-1354(94)00350-G
http://dx.doi.org/10.1016/S1369-703X(00)00123-6
http://dx.doi.org/10.1016/S1369-703X(00)00123-6
http://dx.doi.org/10.1080/09593330.2014.880517
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0595
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0595
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0595
http://dx.doi.org/10.1016/j.biortech.2014.01.118
http://dx.doi.org/10.1016/j.biortech.2014.01.118
http://dx.doi.org/10.1016/j.psep.2015.11.009
http://dx.doi.org/10.1016/j.psep.2015.11.009
http://dx.doi.org/10.4314/wsa.v33i2.49085
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0620
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0620
http://dx.doi.org/10.1061/(ASCE)EE
http://dx.doi.org/10.1263/jbb.95.271
http://dx.doi.org/10.2166/wst.2008.717
http://dx.doi.org/10.2166/wst.2008.717
http://dx.doi.org/10.1016/j.watres.2010.02.032
http://dx.doi.org/10.1016/j.watres.2010.02.032
http://dx.doi.org/10.1016/j.biortech.2013.06.058
http://dx.doi.org/10.1016/j.biortech.2013.06.115
http://dx.doi.org/10.1016/j.biortech.2013.06.115
http://dx.doi.org/10.1016/j.watres.2014.03.043
http://dx.doi.org/10.1016/j.watres.2014.03.043
http://dx.doi.org/10.2166/wst.2009.510
http://dx.doi.org/10.2166/wst.2009.510
http://dx.doi.org/10.1016/j.cell.2007.06.049
http://dx.doi.org/10.1016/j.tca.2006.12.022
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0675
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0675
http://dx.doi.org/10.1016/j.biortech.2013.02.001
http://dx.doi.org/10.1016/j.biortech.2013.02.001
http://dx.doi.org/10.1002/(SICI)1521-4125(199912)22:12<1017::AID-CEAT1017>3.0.CO;2-L

A. Gonzalez et al.

22:12<1017::AID-CEAT1017 > 3.0.CO;2-L.

Lajapathi Rai, C., Mueller, J., Struenkmann, G., Gangadhar Rao, P., 2008. Microbial
growth reduction in sewage sludge by stirred ball mill disintegration and estimation
by respirometry. J. Chem. Technol. Biotechnol. 83, 269-278. http://dx.doi.org/10.
1002/jctb.1803.

Laurent, J., Pierra, M., Casellas, M., Dagot, C., 2009a. Fate of cadmium in activated sludge
after changing its physico-chemical properties by thermal treatment. Chemosphere
77, 771-777. http://dx.doi.org/10.1016/j.chemosphere.2009.08.024.

Laurent, J., Pierra, M., Casellas, M., Pons, M.N., Dagot, C., 2009b. Activated sludge
properties after ultrasonic and thermal treatments and their potential influence on
dewaterability. J. Residuals Sci. Technol. 6, 19-25.

Lee, 1., Han, J.I., 2013. The effects of waste-activated sludge pretreatment using hydro-
dynamic cavitation for methane production. Ultrason. Sonochem. 20, 1450-1455.
http://dx.doi.org/10.1016/j.ultsonch.2013.03.006.

Leite, W.R.M., Gottardo, M., Pavan, P., Belli Filho, P., Bolzonella, D., 2016. Performance
and energy aspects of single and two phase thermophilic anaerobic digestion of waste
activated sludge. Renew. Energy 86, 1324-1331. http://dx.doi.org/10.1016/j.
renene.2015.09.069.

Li, Y.Y., Noike, T., 1992. Upgrading of anaerobic digestion of waste activated sludge by
thermal pretreatment. Water Sci. Technol. 26, 857-866. http://dx.doi.org/10.1016/
j.energy.2015.04.110.

Li, H., Jin, Y., Mahar, R., Wang, Z., Nie, Y., 2008. Effects and model of alkaline waste
activated sludge treatment. Bioresour. Technol. 99, 5140-5144. http://dx.doi.org/
10.1016/j.biortech.2007.09.019.

Li, Y., Hu, Y., Wang, G., Lan, W., Lin, J.,, Bi, Q., Shen, H., Liang, S., 2014. Screening
pretreatment methods for sludge disintegration to selectively reclaim carbon source
from surplus activated sludge. Chem. Eng. J. 255, 365-371. http://dx.doi.org/10.
1016/j.cej.2014.06.034.

Li, X., Zhao, J., Wang, D., Yang, Q., Xu, Q., Deng, Y., Yang, W., Zeng, G., 2016. An
efficient and green pretreatment to stimulate short-chain fatty acids production from
waste activated sludge anaerobic fermentation using free nitrous acid. Chemosphere
144, 160-167. http://dx.doi.org/10.1016/j.chemosphere.2015.08.076.

Liao, B.Q., Allen, D.G., Leppard, G.G., Droppo, 1.G., Liss, S.N., 2002. Interparticle inter-
actions affecting the stability of sludge flocs. J. Colloid Interface Sci. 249, 372-380.
http://dx.doi.org/10.1006/jcis.2002.8305.

Liao, X., Li, H., Zhang, Y., Liu, C., Chen, Q., 2016. Accelerated high-solids anaerobic
digestion of sewage sludge using low-temperature thermal pretreatment. Int.
Biodeterior. Biodegrad. 106, 141-149. http://dx.doi.org/10.1016/j.ibiod.2015.10.
023.

Lin, J.-G., Chang, C.-N., Chang, S.-C., 1997. Enhancement of anaerobic digestion of waste
activated sludge by alkaline solubilization. Bioresour. Technol. 62, 85-90. http://dx.
doi.org/10.1016/50960-8524(97)00121-1.

Liu, J., Jia, R., Wang, Y., Wei, Y., Zhang, J., Wang, R., Cai, X., 2015. Does residual H202
result in inhibitory effect on enhanced anaerobic digestion of sludge pretreated by
microwave-H202 pretreatment process? Environ. Sci. Pollut. Res. 9016-9025.
http://dx.doi.org/10.1007/511356-015-5704-z.

Martinez, E.J., Gil, M.V., Rosas, J.G., Moreno, R., Mateos, R., Moran, A., Gémez, X., 2016.
Application of thermal analysis for evaluating the digestion of microwave pre-treated
sewage sludge. J. Therm. Anal. Calorim. 127, 1209-1219. http://dx.doi.org/10.
1007/510973-016-5460-4.

Matsumoto, M., Ohashi, K., 2003. Effect of immobilization on thermostability of lipase
from Candida rugosa. Biochem. Eng. J. 14, 75-77. http://dx.doi.org/10.1016/51369-
703X(02)00138-9.

Mehdizadeh, S.N., Eskicioglu, C., Bobowski, J., Johnson, T., 2013. Conductive heating
and microwave hydrolysis under identical heating profiles for advanced anaerobic
digestion of municipal sludge. Water Res. 47, 5040-5051. http://dx.doi.org/10.
1016/j.watres.2013.05.055.

Mikkelsen, L.H., Keiding, K., 2002. Physico-chemical characteristics of full scale sewage
sludges with implications to dewatering. Water Res. 36, 2451-2462. http://dx.doi.
org/10.1016/50043-1354(01)00477-8.

Montusiewicz, A., Lebiocka, M., Rozej, A., Zacharska, E., Pawlowski, L., 2010. Freezing/
thawing effects on anaerobic digestion of mixed sewage sludge. Bioresour. Technol.
101, 3466-3473. http://dx.doi.org/10.1016/j.biortech.2009.12.125.

Morgan-Sagastume, F., Pratt, S., Karlsson, A., Cirne, D., Lant, P., Werker, A., 2011.
Production of volatile fatty acids by fermentation of waste activated sludge pre-
treated in full-scale thermal hydrolysis plants. Bioresour. Technol. 102, 3089-3097.
http://dx.doi.org/10.1016/j.biortech.2010.10.054.

Mottet, A., Steyer, J.P., Déléris, S., Vedrenne, F., Chauzy, J., Carrere, H., 2009. Kinetics of
thermophilic batch anaerobic digestion of thermal hydrolysed waste activated sludge.
Biochem. Eng. J. 46, 169-175. http://dx.doi.org/10.1016/j.bej.2009.05.003.

Miiller, J.A., 2001. Prospects and problems of sludge pre-treatment processes. Water Sci.
Technol. 44, 121-128.

Miiller, J.A., Winter, A., Striinkmann, G., 2004. Investigation and assessment of sludge
pre-treatment processes. Water Sci. Technol. 49, 97-104.

Miinch, E.V., Pollard, P.C., 1997. Measuring bacterial biomass-COD in wastewater con-
taining particulate matter. Water Res. 31, 2550-2556. http://dx.doi.org/10.1016/
S0043-1354(97)00089-4.

Nazari, L., Yuan, Z., Santoro, D., Sarathy, S., Ho, D., Batstone, D., Xu, C., Ray, M.B., 2016.
Low-temperature thermal pre-treatment of municipal wastewater sludge: Process
optimization and effects on solubilization and anaerobic degradation. Water Res.
113, 111-123. http://dx.doi.org/10.1016/j.watres.2016.11.055.

Neumann, P., Pesante, S., Venegas, M., Vidal, G., 2016. Developments in pre-treatment
methods to improve anaerobic digestion of sewage sludge. Rev. Environ. Sci.
Biotechnol. 15, 173-211. http://dx.doi.org/10.1007/s11157-016-9396-8.

Neyens, E., Baeyens, J., 2003. A review of classic Fenton's peroxidation as an advanced
oxidation technique. J. Hazard. Mater. 98, 33-50. http://dx.doi.org/10.1016/50304-

1467

Biotechnology Advances 36 (2018) 1434-1469

3894(02)00282-0.

Nguyen, D.D., Yoon, Y.S., Nguyen, N.D., Bach, Q.V., Bui, X.T., Chang, S.W., Le, H.S., Guo,
W., Ngo, H.H., 2016. Enhanced efficiency for better wastewater sludge hydrolysis
conversion through ultrasonic hydrolytic pretreatment. J. Taiwan Inst. Chem. Eng.
71, 244-252. http://dx.doi.org/10.1016/j.jtice.2016.12.019.

Nielsen, P.H., Frglund, B., Keiding, K., 1996. Changes in the composition of extracellular
polymeric substances in activated sludge during anaerobic storage. Appl. Microbiol.
Biotechnol. 44, 823-830. http://dx.doi.org/10.1007/BF00178625.

Nielsen, P.H., Jahn, A., Palmgren, R., 1997. Conceptual model for production and com-
position of exopolymers in biofilms. Water Sci. Technol. 36, 11-19.

Nielsen, H.B., Thygesen, A., Thomsen, A.B., Schmidt, J.E., 2011. Anaerobic digestion of
waste activated sludge-comparison of thermal pretreatments with thermal inter-stage
treatments. J. Chem. Technol. Biotechnol. 86, 238-245. http://dx.doi.org/10.1002/
jetb.2509.

Pabén Pereira, C.P., Castafares, G., Van Lier, J.B., 2012. An OxiTop® protocol for
screening plant material for its biochemical methane potential (BMP). Water Sci.
Technol. 66, 1416-1423. http://dx.doi.org/10.2166/wst.2012.305.

Parawira, W., 2012. Enzyme research and applications in biotechnological intensification
of biogas production. Crit. Rev. Biotechnol. 32, 172-186. http://dx.doi.org/10.3109/
07388551.2011.595384.

Park, W.J., Ahn, J.H., 2011. Optimization of microwave pretreatment conditions to
maximize methane production and methane yield in mesophilic anaerobic sludge
digestion. Environ. Technol. 32, 1533-1540. http://dx.doi.org/10.1080,/09593330.
2010.543929.

Park, B., Ahn, J.H., Kim, J., Hwang, S., 2004. Use of microwave pretreatment for en-
hanced anaerobiosis of secondary slugde. Water Sci. Technol. 50, 17-23.

Parmar, N., Singh, A., Ward, O., 2001. Enzyme treatment to reduce solids and improve
settling of sewage sludge. J. Ind. Microbiol. Biotechnol. 26, 383-386. http://dx.doi.
org/10.1038/sj.jim.7000150.

Penaud, V., Delgenes, J.P., Moletta, R., 1999. Thermo-chemical pretreatment of a mi-
crobial biomass: influence of sodium hydroxide addition on solubilization and
anaerobic biodegradability. Enzym. Microb. Technol. 25, 258-263. http://dx.doi.
org/10.1080/09593332108618141.

Pérez-Elvira, S., Fdz-Polanco, M., Plaza, F.I., Garralén, G., Fdz-Polanco, F., 2009.
Ultrasound pre-treatment for anaerobic digestion improvement. Water Sci. Technol.
60, 1525-1532. http://dx.doi.org/10.2166/wst.2009.484.

Pérez-Elvira, S.I., Ferreira, L.C., Donoso-Bravo, A., Fdz-Polanco, M., Fdz-Polanco, F.,
2010. Full-stream and part-stream ultrasound treatment effect on sludge anaerobic
digestion. Water Sci. Technol. 61, 1363-1372. http://dx.doi.org/10.2166,/wst.2010.
893.

Pérez-Elvira, S.I., Sapkaite, 1., Fdz-Polanco, F., 2016. Separate digestion of liquid and
solid fractions of thermally pretreated secondary sludge. assessment and global
evaluation. Braz. J. Chem. Eng. 33, 699-704. http://dx.doi.org/10.1590/0104-6632.
20160334s20150277.

Pijuan, M., Wang, Q., Ye, L., Yuan, Z., 2012. Improving secondary sludge biodegradability
using free nitrous acid treatment. Bioresour. Technol. 116, 92-98. http://dx.doi.org/
10.1016/j.biortech.2012.04.016.

Pilli, S., Bhunia, P., Yan, S., LeBlanc, R.J., Tyagi, R.D., Surampalli, R.Y., 2011. Ultrasonic
pretreatment of sludge: a review. Ultrason. Sonochem. 18, 1-18. http://dx.doi.org/
10.1016/j.ultsonch.2010.02.014.

Pilli, S., Yan, S., Tyagi, R.D., Surampalli, R.Y., 2014. Thermal Pretreatment of Sewage
Sludge to Enhance Anaerobic Digestion: A Review. Crit. Rev. Environ. Sci. Technol.
45, 669-702. http://dx.doi.org/10.1080/10643389.2013.876527.

Pilli, S., Yan, S., Tyagi, R.D., Surampalli, R.Y., 2016. Anaerobic digestion of ultrasonicated
sludge at different solids concentrations - Computation of mass-energy balance and
greenhouse gas emissions. J. Environ. Manag. 166, 374-386. http://dx.doi.org/10.
1016/j.jenvman.2015.10.041.

Pinnekamp, J., 1989. Effects of thermal pretreatment of sewage sludge on anaerobic di-
gestion. Water Sci. Technol. 21, 97-108.

Prorot, A., Julien, L., Christophe, D., Patrick, L., 2011. Sludge disintegration during heat
treatment at low temperature: a better understanding of involved mechanisms with a
multiparametric approach. Biochem. Eng. J. 54, 178-184. http://dx.doi.org/10.
1016/j.bej.2011.02.016.

Rajan, R.V,, Lin, J.-G., Ray, B.T., 1988. Improved anaerobic digestion with low level
chemical pretreatment, in: 43 Rd Industrial Waste Conference May 10-12, 1988.
Lewis Publishers, Purdue University, West Lafayette, Indiana., pp. 327-337.

Ray, B., Lin, J.-G., Rajan, R., 1990. Low-level alkaline solubilization for enhanced anae-
robic digestion. Res. J. Water Pollut. Control Fed. 62, 81-87.

Riau, V., De la Rubia, M.A., Pérez, M., 2012. Assessment of solid retention time of a
temperature phased anaerobic digestion system on performance and final sludge
characteristics. J. Chem. Technol. Biotechnol. 87, 1074-1082. http://dx.doi.org/10.
1002/jctb.3709.

Riffaldi, R., 1982. Humic substances in sewage sludges. Environ. Pollut. 139-146.

Rombaut, N., Tixier, A.S., Bily, A., Chemat, F., 2014. Green extraction processes of natural
products as tools for biorefinery. Biofuels Bioprod. Biorefin. 8, 530-544. http://dx.
doi.org/10.1002/bbb.1486.

Ruffino, B., Campo, G., Genon, G., Lorenzi, E., Novarino, D., Scibilia, G., Zanetti, M.,
2015. Improvement of anaerobic digestion of sewage sludge in a wastewater treat-
ment plant by means of mechanical and thermal pre-treatments: Performance, energy
and economical assessment. Bioresour. Technol. 175, 298-308. http://dx.doi.org/10.
1016/j.biortech.2014.10.071.

Ruffino, B., Campo, G., Cerutti, A., Zanetti, M., Lorenzi, E., Scibilia, G., Genon, G., 2016.
Preliminary technical and economic analysis of alkali and low temperature thermo-
alkali pretreatments for the anaerobic digestion of waste activated sludge. Waste
Biom. Valoriz. 7, 667-675. http://dx.doi.org/10.1007/512649-016-9537-x.

Sahinkaya, S., 2015. Disintegration of municipal waste activated sludge by simultaneous


http://dx.doi.org/10.1002/(SICI)1521-4125(199912)22:12<1017::AID-CEAT1017>3.0.CO;2-L
http://dx.doi.org/10.1002/jctb.1803
http://dx.doi.org/10.1002/jctb.1803
http://dx.doi.org/10.1016/j.chemosphere.2009.08.024
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0700
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0700
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0700
http://dx.doi.org/10.1016/j.ultsonch.2013.03.006
http://dx.doi.org/10.1016/j.renene.2015.09.069
http://dx.doi.org/10.1016/j.renene.2015.09.069
http://dx.doi.org/10.1016/j.energy.2015.04.110
http://dx.doi.org/10.1016/j.energy.2015.04.110
http://dx.doi.org/10.1016/j.biortech.2007.09.019
http://dx.doi.org/10.1016/j.biortech.2007.09.019
http://dx.doi.org/10.1016/j.cej.2014.06.034
http://dx.doi.org/10.1016/j.cej.2014.06.034
http://dx.doi.org/10.1016/j.chemosphere.2015.08.076
http://dx.doi.org/10.1006/jcis.2002.8305
http://dx.doi.org/10.1016/j.ibiod.2015.10.023
http://dx.doi.org/10.1016/j.ibiod.2015.10.023
http://dx.doi.org/10.1016/S0960-8524(97)00121-1
http://dx.doi.org/10.1016/S0960-8524(97)00121-1
http://dx.doi.org/10.1007/s11356-015-5704-z
http://dx.doi.org/10.1007/s10973-016-5460-4
http://dx.doi.org/10.1007/s10973-016-5460-4
http://dx.doi.org/10.1016/S1369-703X(02)00138-9
http://dx.doi.org/10.1016/S1369-703X(02)00138-9
http://dx.doi.org/10.1016/j.watres.2013.05.055
http://dx.doi.org/10.1016/j.watres.2013.05.055
http://dx.doi.org/10.1016/S0043-1354(01)00477-8
http://dx.doi.org/10.1016/S0043-1354(01)00477-8
http://dx.doi.org/10.1016/j.biortech.2009.12.125
http://dx.doi.org/10.1016/j.biortech.2010.10.054
http://dx.doi.org/10.1016/j.bej.2009.05.003
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0790
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0790
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0795
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0795
http://dx.doi.org/10.1016/S0043-1354(97)00089-4
http://dx.doi.org/10.1016/S0043-1354(97)00089-4
http://dx.doi.org/10.1016/j.watres.2016.11.055
http://dx.doi.org/10.1007/s11157-016-9396-8
http://dx.doi.org/10.1016/S0304-3894(02)00282-0
http://dx.doi.org/10.1016/S0304-3894(02)00282-0
http://dx.doi.org/10.1016/j.jtice.2016.12.019
http://dx.doi.org/10.1007/BF00178625
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0830
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0830
http://dx.doi.org/10.1002/jctb.2509
http://dx.doi.org/10.1002/jctb.2509
http://dx.doi.org/10.2166/wst.2012.305
http://dx.doi.org/10.3109/07388551.2011.595384
http://dx.doi.org/10.3109/07388551.2011.595384
http://dx.doi.org/10.1080/09593330.2010.543929
http://dx.doi.org/10.1080/09593330.2010.543929
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0855
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0855
http://dx.doi.org/10.1038/sj.jim.7000150
http://dx.doi.org/10.1038/sj.jim.7000150
http://dx.doi.org/10.1080/09593332108618141
http://dx.doi.org/10.1080/09593332108618141
http://dx.doi.org/10.2166/wst.2009.484
http://dx.doi.org/10.2166/wst.2010.893
http://dx.doi.org/10.2166/wst.2010.893
http://dx.doi.org/10.1590/0104-6632.20160334s20150277
http://dx.doi.org/10.1590/0104-6632.20160334s20150277
http://dx.doi.org/10.1016/j.biortech.2012.04.016
http://dx.doi.org/10.1016/j.biortech.2012.04.016
http://dx.doi.org/10.1016/j.ultsonch.2010.02.014
http://dx.doi.org/10.1016/j.ultsonch.2010.02.014
http://dx.doi.org/10.1080/10643389.2013.876527
http://dx.doi.org/10.1016/j.jenvman.2015.10.041
http://dx.doi.org/10.1016/j.jenvman.2015.10.041
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0905
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0905
http://dx.doi.org/10.1016/j.bej.2011.02.016
http://dx.doi.org/10.1016/j.bej.2011.02.016
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0915
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0915
http://dx.doi.org/10.1002/jctb.3709
http://dx.doi.org/10.1002/jctb.3709
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0925
http://dx.doi.org/10.1002/bbb.1486
http://dx.doi.org/10.1002/bbb.1486
http://dx.doi.org/10.1016/j.biortech.2014.10.071
http://dx.doi.org/10.1016/j.biortech.2014.10.071
http://dx.doi.org/10.1007/s12649-016-9537-x

A. Gonzalez et al.

combination of acid and ultrasonic pretreatment. Process. Saf. Environ. Prot. 93,
201-205. http://dx.doi.org/10.1016/j.psep.2014.04.002.

Salsabil, M.R., Prorot, A., Casellas, M., Dagot, C., 2009. Pre-treatment of activated sludge:
Effect of sonication on aerobic and anaerobic digestibility. Chem. Eng. J. 148,
327-335. http://dx.doi.org/10.1016/j.cej.2008.09.003.

Salsabil, M.R., Laurent, J., Casellas, M., Dagot, C., 2010. Techno-economic evaluation of
thermal treatment, ozonation and sonication for the reduction of wastewater biomass
volume before aerobic or anaerobic digestion. J. Hazard. Mater. 174, 323-333.
http://dx.doi.org/10.1016/j.jhazmat.2009.09.054.

Salton, M.R.J., Horne, R.W., 1951. Studies of the bacterial cell wall. Biochim. Biophys.
Acta 7, 19-42.

Sanders, W.T.M., Geerink, M., Zeeman, G., Lettinga, G., 2000. Anaerobic hydrolysis ki-
netics of particulate substrates. Water Sci. Technol. 41, 17-24.

Sapkaite, 1., Barrado, E., Fdz-Polanco, F., Pérez-Elvira, S.I., 2017. Optimization of a
thermal hydrolysis process for sludge pre-treatment. J. Environ. Manag. 192, 25-30.
http://dx.doi.org/10.1016/j.jenvman.2017.01.043.

Schmid, M., Thill, A., Purkhold, U., Walcher, M., Bottero, J.Y., Ginestet, P., Nielsen, P.H.,
Wuertz, S., Wagner, M., 2003. Characterization of activated sludge flocs by confocal
laser scanning microscopy and image analysis. Water Res. 37, 2043-2052. http://dx.
doi.org/10.1016/50043-1354(02)00616-4.

Seng, B., Khanal, S.K., Visvanathan, C., 2010. Anaerobic digestion of waste activated
sludge pretreated by a combined ultrasound and chemical process. Environ. Technol.
31, 257-265. http://dx.doi.org/10.1080/09593330903453236.

Serrano, A., Siles, J.A., Martin, M.A., Chica, A.F., Estévez-Pastor, F.S., Toro-Baptista, E.,
2016. Improvement of anaerobic digestion of sewage sludge through microwave pre-
treatment. J. Environ. Manag. 177, 231-239. http://dx.doi.org/10.1016/j.jenvman.
2016.03.048.

Sesay, M.L., Ozcengiz, G., Dilek Sanin, F., 2006. Enzymatic extraction of activated sludge
extracellular polymers and implications on bioflocculation. Water Res. 40,
1359-1366. http://dx.doi.org/10.1016/j.watres.2006.01.045.

Shao, L., Wang, X., Xu, H., He, P., 2012. Enhanced anaerobic digestion and sludge de-
waterability by alkaline pretreatment and its mechanism. J. Environ. Sci. (China) 24,
1731-1738. http://dx.doi.org/10.1016/51001-0742(11)61031-0.

Show, K.-Y., Mao, T., Lee, D., 2007. Optimisation of sludge disruption by sonication.
Water Res. 41, 4741-4747. http://dx.doi.org/10.1016/j.watres.2007.07.017.

Silvestre, G., Ruiz, B., Fiter, M., Ferrer, C., Berlanga, J.G., Alonso, S., Canut, A., 2015.
Ozonation as a pre-treatment for anaerobic digestion of waste-activated sludge: Effect
of the ozone doses. Ozone Sci. Eng. 37, 316-322. http://dx.doi.org/10.1080/
01919512.2014.985817.

Sélyom, K., Mato, R.B., Pérez-Elvira, S.I., Cocero, M.J., 2011. The influence of the energy
absorbed from microwave pretreatment on biogas production from secondary was-
tewater sludge. Bioresour. Technol. 102, 10849-10854. http://dx.doi.org/10.1016/j.
biortech.2011.09.052.

Sotodate, J., Inaba, K.I., Tajima, H., Yamagiwa, K., 2009. Effect of ultrasonication on
excess sludge bioavailability for methane production. J. Chem. Eng. Japan 42, 67-72.

STOWA, 2013. Vervolgonderzoek slibdesintegratie RWZI Nieuwgraaf (In Dutch).
(Amersfoort).

Stuckey, D.C., McCarty, P.L., 1984. The effect of thermal pretreatment on the anaerobic
biodegradability and toxicity of waste activated sludge. Water Res. 18, 1343-1353.
http://dx.doi.org/10.1016,/0043-1354(84)90002-2.

Su, G., Huo, M., Yuan, Z., Wang, S., Peng, Y., 2013. Hydrolysis, acidification and de-
waterability of waste activated sludge under alkaline conditions: Combined effects of
NaOH and Ca(OH)2. Bioresour. Technol. 136, 237-243. http://dx.doi.org/10.1016/].
biortech.2013.03.024.

Szwergold, B.S., 2013. Maillard reactions in hyperthermophilic archaea: implications for
better understanding of non-enzymatic glycation in biology. Rejuvenation Res. 16,
259-272. http://dx.doi.org/10.1089/rej.2012.1401.

Taib, M.Y., Aziz, A.A., Alias, B.S., 2010. Performance analysis of a domestic refrigerator.
(National Conference in Mechanical Engineering Research and Postgraduate
Students).

Tan, W.F., Koopal, L.K., Weng, L.P., van Riemsdijk, W.H., Norde, W., 2008. Humic acid
protein complexation. Geochim. Cosmochim. Acta 72, 2090-2099. http://dx.doi.org/
10.1016/j.gca.2008.02.009.

Thomashow, M.F., 1998. Role of cold-responsive genes in plant freezing tolerance. Plant
Physiol. 118, 1-8. http://dx.doi.org/10.1104/pp.118.1.1.

Tian, X., Trzcinski, A.P., Lin, L.L., Ng, W.J., 2015a. Impact of ozone assisted ultra-
sonication pre-treatment on anaerobic digestibility of sewage sludge. J. Environ. Sci.
(China) 33, 29-38. http://dx.doi.org/10.1016/].jes.2015.01.003.

Tian, X., Wang, C., Trzcinski, A.P., Lin, L., Ng, W.J., 2015b. Interpreting the synergistic
effect in combined ultrasonication-ozonation sewage sludge pre-treatment.
Chemosphere 140, 63-71. http://dx.doi.org/10.1016/j.chemosphere.2014.09.007.

Tiehm, A., Nickel, K., Zellhorn, M., Neis, U., 2001. Ultrasonic waste activated sludge
disintegration for improving anaerobic stabilization. Water Res. 35, 2003-2009.
http://dx.doi.org/10.1016/50043-1354(00)00468-1.

Tipton, H., Powell, J., Town, R.M., 1992. Solubility and fractionation of humic acid; effect
of pH and ionic medium. Anal. Chumca Acta 267, 47-54. http://dx.doi.org/10.1016/
0003-2670(92)85005-Q.

Toreci, I., Kennedy, K.J., Droste, R.L., 2009. Effect of high temperature microwave
thickened waste-activated sludge pretreatment on distribution and digestion of so-
luble organic matter. Environ. Eng. Sci. 26, 981-991. http://dx.doi.org/10.1089/ees.
2008.0297.

Toreci, 1., Droste, R.L., Kennedy, K.J., 2010. Microwave pretreatment for soluble phase
mesophilic anaerobic digestion. Environ. Prog. Sustain. Energy 29, 242-248. http://
dx.doi.org/10.1002/ep.

Toreci, 1., Droste, R.L., Kennedy, K.J., 2011. Mesophilic anaerobic digestion with high-
temperature microwave pretreatment and importance of inoculum acclimation.

1468

Biotechnology Advances 36 (2018) 1434-1469

Water Environ. Res. 83, 549-559.

Tuan, N., Julcour-Lebigue, C., Barthe, L., Delmas, H., 2016. Optimisation of sludge pre-
treatment by low frequency sonication under pressure. J. Environ. Manag. 165,
206-212. http://dx.doi.org/10.1016/j.jenvman.2015.09.015.

Uma Rani, R., Adish Kumar, S., Kaliappan, S., Yeom, I.T., Rajesh Banu, J., 2012. Low
temperature thermo-chemical pretreatment of dairy waste activated sludge for
anaerobic digestion process. Bioresour. Technol. 103, 415-424. http://dx.doi.org/10.
1016/j.biortech.2011.09.124.

Uma Rani, R., Adish Kumar, S., Kaliappan, S., Yeom, 1., Rajesh Banu, J., 2013. Impacts of
microwave pretreatments on the semi-continuous anaerobic digestion of dairy waste
activated sludge. Waste Manag. 33, 1119-1127. http://dx.doi.org/10.1016/j.
wasman.2013.01.016.

Unsworth, L.D., Oost, J. Van Der, Koutsopoulos, S., 2007. Hyperthermophilic enzymes -
stability, activity and implementation strategies for high temperature applications.
FEBS J 274, 4044-4056. http://dx.doi.org/10.1111/j.1742-4658.2007.05954.x.

Ushani, U., Kavitha, S., Johnson, M., Yeom, L.T., Banu, J.R., 2016. Upgrading the hy-
drolytic potential of immobilized bacterial pretreatment to boost biogas production.
Environ. Sci. Pollut. Res. 1-14. http://dx.doi.org/10.1007/s11356-016-7819-2.

Vaclavik, V., Christian, E.W., 2008. Essentials of Food Science. http://dx.doi.org/10.
1007/978-1-4757-5173-4.

Valo, A., Carrére, H., Delgeneés, J.P., 2004. Thermal, chemical and thermo-chemical pre-
treatment of waste activated sludge for anaerobic digestion. J. Chem. Technol.
Biotechnol. 79, 1197-1203. http://dx.doi.org/10.1002/jctb.1106.

Vavilin, V.A., Fernandez, B., Palatsi, J., Flotats, X., 2008. Hydrolysis kinetics in anaerobic
degradation of particulate organic material: An overview. Waste Manag. 28,
939-951. http://dx.doi.org/10.1016/j.wasman.2007.03.028.

Vergine, P., Zabranskd, J., Canziani, R., 2014. Low temperature microwave and con-
ventional heating pre-treatments to improve sludge anaerobic biodegradability.
Water Sci. Technol. 69, 518-524. http://dx.doi.org/10.2166/wst.2013.735.

Vesilind, B.P.A., Martel, C.J., 1990. Freezing of water and wastewater sludges. J. Environ.
Eng. 116, 854-862.

Wahidunnabi, A.K., Eskicioglu, C., 2014. High pressure homogenization and two-phased
anaerobic digestion for enhanced biogas conversion from municipal waste sludge.
Water Res. 66, 430-446. http://dx.doi.org/10.1016/j.watres.2014.08.045.

Wang, J., Li, Y., 2016. Synergistic pretreatment of waste activated sludge using CaO2 in
combination with microwave irradiation to enhance methane production during
anaerobic digestion. Appl. Energy 183, 1123-1132. http://dx.doi.org/10.1016/j.
apenergy.2016.09.042.

Wang, Q., Fujisaki, K., Ohsumi, Y., Ogawa, H.I., 2001. Enhancement of dewaterability of
thickened waste activated sludge by freezing and thawing treatment. J Env. Sci Heal.
A Tox Hazard Subst Env. Eng 36, 1361-1371. http://dx.doi.org/10.1081/ESE-
100104884.

Wang, L.-L., Wang, L.-F., Ren, X.-M., Ye, X.-D., Li, W.-W., Yuan, S.-J., Sun, M., Sheng, G.-
P., Yu, H.-Q., Wang, X.-K., 2012. pH dependence of structure and surface properties
of microbial EPS. Environ. Sci. Technol. 46, 737-744.

Wang, Q., Ye, L., Jiang, G., Jensen, P.D., Batstone, D.J., Yuan, Z., 2013. A novel free
nitrous acid (FNA)-based technology for enhancing methane production from waste
activated sludge. Environ. Sci. Technol. 47, 11897-11904.

Wang, Q., Jiang, G., Ye, L., Yuan, Z., 2014. Enhancing methane production from waste
activated sludge using combined free nitrous acid and heat pre-treatment. Water Res.
63, 71-80. http://dx.doi.org/10.1016/j.watres.2014.06.010.

Wang, Z., Cao, J., Meng, F., 2015. Interactions between protein-like and humic-like
components in dissolved organic matter revealed by fluorescence quenching. Water
Res. 68, 404-413. http://dx.doi.org/10.1016/j.watres.2014.10.024.

Wang, Q., Liang, Y., Zhao, P., Li, Q.X., Guo, S., Chen, C., 2016. Potential and optimization
of two-phase anaerobic digestion of oil refinery waste activated sludge and microbial
community study. Sci. Rep. 6, 1-10. http://dx.doi.org/10.1038/srep38245.

Wang, R., Liu, J., Lv, Y., Ye, X., 2016a. Sewage sludge disruption through sonication to
improve the co-preparation of coal-sludge slurry fuel: the effects of sonic frequency.
Appl. Therm. Eng. 99, 645-651 doi: j.applthermaleng.2016.01.098.

Wang, R., Zhao, Z., Yin, Q., Liu, J., 2016b. Effects of the low-temperature thermo-alkaline
method on the rheological properties of sludge. J. Environ. Manag. 177, 74-83.
http://dx.doi.org/10.1016/j.jenvman.2016.04.021.

Westerholm, M., Crauwels, S., van Geel, M., Dewil, R., Lievens, B., Appels, L., 2016.
Microwave and ultrasound pre-treatments influence microbial community structure
and digester performance in anaerobic digestion of waste activated sludge. Appl.
Microbiol. Biotechnol. 1-14. http://dx.doi.org/10.1007/500253-016-7321-2.

Wett, B., Phothilangka, P., Eladawy, A., 2010. Systematic comparison of mechanical and
thermal sludge disintegration technologies. Waste Manag. 30, 1057-1062. http://dx.
doi.org/10.1016/j.wasman.2009.12.011.

Wetzel, R.G., 1991. Extracellular enzymatic interactions: storage, redistribution and in-
terspecific communication. In: Microbial Enzymes in Aquatic Environments. Springer
Berlin Heidelberg, pp. 6.

Wilén, B.M., Jin, B., Lant, P., 2003. The influence of key chemical constituents in acti-
vated sludge on surface and flocculating properties. Water Res. 37, 2127-2139.
http://dx.doi.org/10.1016/5S0043-1354(02)00629-2.

Wilson, C.A., Novak, J.T., 2009. Hydrolysis of macromolecular components of primary
and secondary wastewater sludge by thermal hydrolytic pretreatment. Water Res. 43,
4489-4498. http://dx.doi.org/10.1016/j.watres.2009.07.022.

Wingender, J., Neu, T.R., Flemming, H.-C., 1999. What are bacterial extracellular poly-
meric substances?, in: Microbial Extracellular Polymeric Substances. Springer, pp.
1-19.

Wu, L.-J., Higashimori, A., Qin, Y., Hojo, T., Kubota, K., Li, Y.-Y., 2016. Upgrading of
mesophilic anaerobic digestion of waste activated sludge by thermophilic pre-fer-
mentation and recycle: Process performance and microbial community analysis. Fuel
169, 7-14. http://dx.doi.org/10.1016/j.fuel.2015.11.091.


http://dx.doi.org/10.1016/j.psep.2014.04.002
http://dx.doi.org/10.1016/j.cej.2008.09.003
http://dx.doi.org/10.1016/j.jhazmat.2009.09.054
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0960
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0960
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0965
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf0965
http://dx.doi.org/10.1016/j.jenvman.2017.01.043
http://dx.doi.org/10.1016/S0043-1354(02)00616-4
http://dx.doi.org/10.1016/S0043-1354(02)00616-4
http://dx.doi.org/10.1080/09593330903453236
http://dx.doi.org/10.1016/j.jenvman.2016.03.048
http://dx.doi.org/10.1016/j.jenvman.2016.03.048
http://dx.doi.org/10.1016/j.watres.2006.01.045
http://dx.doi.org/10.1016/S1001-0742(11)61031-0
http://dx.doi.org/10.1016/j.watres.2007.07.017
http://dx.doi.org/10.1080/01919512.2014.985817
http://dx.doi.org/10.1080/01919512.2014.985817
http://dx.doi.org/10.1016/j.biortech.2011.09.052
http://dx.doi.org/10.1016/j.biortech.2011.09.052
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1015
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1015
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1020
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1020
http://dx.doi.org/10.1016/0043-1354(84)90002-2
http://dx.doi.org/10.1016/j.biortech.2013.03.024
http://dx.doi.org/10.1016/j.biortech.2013.03.024
http://dx.doi.org/10.1089/rej.2012.1401
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1040
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1040
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1040
http://dx.doi.org/10.1016/j.gca.2008.02.009
http://dx.doi.org/10.1016/j.gca.2008.02.009
http://dx.doi.org/10.1104/pp.118.1.1
http://dx.doi.org/10.1016/j.jes.2015.01.003
http://dx.doi.org/10.1016/j.chemosphere.2014.09.007
http://dx.doi.org/10.1016/S0043-1354(00)00468-1
http://dx.doi.org/10.1016/0003-2670(92)85005-Q
http://dx.doi.org/10.1016/0003-2670(92)85005-Q
http://dx.doi.org/10.1089/ees.2008.0297
http://dx.doi.org/10.1089/ees.2008.0297
http://dx.doi.org/10.1002/ep
http://dx.doi.org/10.1002/ep
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1085
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1085
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1085
http://dx.doi.org/10.1016/j.jenvman.2015.09.015
http://dx.doi.org/10.1016/j.biortech.2011.09.124
http://dx.doi.org/10.1016/j.biortech.2011.09.124
http://dx.doi.org/10.1016/j.wasman.2013.01.016
http://dx.doi.org/10.1016/j.wasman.2013.01.016
http://dx.doi.org/10.1111/j.1742-4658.2007.05954.x
http://dx.doi.org/10.1007/s11356-016-7819-2
http://dx.doi.org/10.1007/978-1-4757-5173-4
http://dx.doi.org/10.1007/978-1-4757-5173-4
http://dx.doi.org/10.1002/jctb.1106
http://dx.doi.org/10.1016/j.wasman.2007.03.028
http://dx.doi.org/10.2166/wst.2013.735
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1130
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1130
http://dx.doi.org/10.1016/j.watres.2014.08.045
http://dx.doi.org/10.1016/j.apenergy.2016.09.042
http://dx.doi.org/10.1016/j.apenergy.2016.09.042
http://dx.doi.org/10.1081/ESE-100104884
http://dx.doi.org/10.1081/ESE-100104884
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1150
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1150
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1150
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1155
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1155
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1155
http://dx.doi.org/10.1016/j.watres.2014.06.010
http://dx.doi.org/10.1016/j.watres.2014.10.024
http://dx.doi.org/10.1038/srep38245
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1175
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1175
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1175
http://dx.doi.org/10.1016/j.jenvman.2016.04.021
http://dx.doi.org/10.1007/s00253-016-7321-2
http://dx.doi.org/10.1016/j.wasman.2009.12.011
http://dx.doi.org/10.1016/j.wasman.2009.12.011
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1195
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1195
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1195
http://dx.doi.org/10.1016/S0043-1354(02)00629-2
http://dx.doi.org/10.1016/j.watres.2009.07.022
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1210
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1210
http://refhub.elsevier.com/S0734-9750(18)30100-9/rf1210
http://dx.doi.org/10.1016/j.fuel.2015.11.091

A. Gonzalez et al.

Wu, J,, Yang, Q., Luo, W., Sun, J., Xu, Q., Chen, F., Zhao, J., Yi, K., Wang, X., Wang, D., Li,
X., Zeng, G., 2018. Role of free nitrous acid in the pretreatment of waste activated
sludge: Extracellular polymeric substances disruption or cells lysis? Chem. Eng. J.
336, 28-37. http://dx.doi.org/10.1016/j.cej.2017.11.038.

Xiao, B., Liu, J., 2006. Effects of thermally pretreated temperature on bio-hydrogen
production from sewage sludge. J. Environ. Sci. http://dx.doi.org/10.1007/s11434-
009-0100-z.

Xiao, B., Liu, C., Liu, J., Guo, X., 2015. Evaluation of the microbial cell structure damages
in alkaline pretreatment of waste activated sludge. Bioresour. Technol. 196, 109-115.
http://dx.doi.org/10.1016/j.biortech.2015.07.056.

Xu, G., Chen, S., Shi, J., Wang, S., Zhu, G., 2010. Combination treatment of ultrasound
and ozone for improving solubilization and anaerobic biodegradability of waste ac-
tivated sludge. J. Hazard. Mater. 180, 340-346. http://dx.doi.org/10.1016/j.
jhazmat.2010.04.036.

Yang, S.S., Guo, W.Q., Meng, Z.H., Zhou, X.J., Feng, X.C., Zheng, H.S., Liu, B., Ren, N.Q.,
Cui, Y.S., 2013. Characterizing the fluorescent products of waste activated sludge in
dissolved organic matter following ultrasound assisted ozone pretreatments.
Bioresour. Technol. 131, 560-563. http://dx.doi.org/10.1016/j.biortech.2013.01.
024.

Yeneneh, A.M., Chong, S., Sen, T.K., Ang, H.M., Kayaalp, A., 2013. Effect of ultrasonic,
microwave and combined microwave-ultrasonic pretreatment of municipal sludge on
anaerobic digester performance. Water Air Soil Pollut. 224. http://dx.doi.org/10.
1007/s11270-013-1559-4.

Yi, W.G., Lo, K.V., Mavinic, D.S., 2014. Effects of microwave, ultrasonic and enzymatic
treatment on chemical and physical properties of waste-activated sludge. J Env. Sci
Heal. A Tox Hazard Subst Env. Eng 49, 203-209. http://dx.doi.org/10.1080/
10934529.2013.838880.

Yu, Z., Johnston, K.P., Williams, R.O., 2006. Spray freezing into liquid versus spray-freeze
drying: Influence of atomization on protein aggregation and biological activity. Eur.
J. Pharm. Sci. 27, 9-18. http://dx.doi.org/10.1016/j.ejps.2005.08.010.

Yu, S., Zhang, G., Li, J., Zhao, Z., Kang, X., 2013. Effect of endogenous hydrolytic enzymes
pretreatment on the anaerobic digestion of sludge. Bioresour. Technol. 146, 758-761.
http://dx.doi.org/10.1016/j.biortech.2013.07.087.

Yu, J., Zheng, M., Tao, T., Zuo, J., Wang, K., 2013b. Waste activated sludge treatment
based on temperature staged and biologically phased anaerobic digestion system. J.
Environ. Sci. 25, 2056-2064. doi:https://doi.org/10.1016/51001-0742(12)60266-6.

Zahedi, S., Icaran, P., Yuan, Z., Pijuan, M., 2016. Assessment of free nitrous acid pre-
treatment on a mixture of primary sludge and waste activated sludge: Effect of ex-
posure time and concentration. Bioresour. Technol. 216, 870-875. http://dx.doi.org/
10.1016/j.biortech.2016.06.038.

Zahedifar, M., Castro, F.B., @rskov, E.R., 2002. Effect of hydrolytic lignin on formation of
protein-lignin complexes and protein degradation by rumen microbes. Anim. Feed
Sci. Technol. 95, 83-92. http://dx.doi.org/10.1016/50377-8401(01)00305-4.

1469

Biotechnology Advances 36 (2018) 1434-1469

Zahmatkesh, M., Spanjers, H., Toran, M..J., Blanquez, P., van Lier, J.B., 2016. Bioremoval
of humic acid from water by white rot fungi: exploring the removal mechanisms.
AMB Express 6 (1). http://dx.doi.org/10.1186/513568-016-0293-x.

Zhang, T., Fang, H.H.P., 2001. Quantification of extracellular polymeric substances in
biofilms by confocal laser scanning microscopy. Biotechnol. Lett. 23, 405-409.
http://dx.doi.org/10.1023/A:1005620730265.

Zhang, Y., Zhang, P., Ma, B., Wu, H., Zhang, S., Xu, X., 2012. Sewage sludge disin-
tegration by high-pressure homogenization: A sludge disintegration model. J.
Environ. Sci. 24, 814-820. doi:https://doi.org/10.1016/51001-0742(11)60834-6.

Zhang, X., Spanjers, H., van Lier, J.B., 2013. Potentials and limitations of biomethane and
phosphorus recovery from sludges of brackish/marine aquaculture recirculation
systems: A review. J. Environ. Manag. 131, 44-54. http://dx.doi.org/10.1016/j.
jenvman.2013.09.016.

Zhang, T., Wang, Q., Ye, L., Batstone, D., Yuan, Z., 2015a. Combined free nitrous acid and
hydrogen peroxide pre-treatment of waste activated sludge enhances methane pro-
duction via organic molecule breakdown. Sci. Rep. 5, 16631. http://dx.doi.org/10.
1038/srep16631.

Zhang, W., Yang, P., Yang, X., Chen, Z., Wang, D., 2015b. Insights into the respective role
of acidification and oxidation for enhancing anaerobic digested sludge dewatering
performance with Fenton process. Bioresour. Technol. 181, 247-253. http://dx.doi.
org/10.1016/j.biortech.2015.01.003.

Zhen, G., Lu, X., Wang, B., Zhao, Y., Chai, X., Niu, D., Zhao, A,, Li, Y., Song, Y., Cao, X.,
2012. Synergetic pretreatment of waste activated sludge by Fe(Il)-activated persul-
fate oxidation under mild temperature for enhanced dewaterability. Bioresour.
Technol. 124, 29-36. http://dx.doi.org/10.1016/j.biortech.2012.08.039.

Zhen, G., Lu, X., Li, Y.Y., Zhao, Y., 2014. Combined electrical-alkali pretreatment to in-
crease the anaerobic hydrolysis rate of waste activated sludge during anaerobic di-
gestion. Appl. Energy 128, 93-102. http://dx.doi.org/10.1016/j.apenergy.2014.04.
062.

Zhou, A., Yang, C., Guo, Z., Hou, Y., Liu, W., Wang, A., 2013. Volatile fatty acids accu-
mulation and rhamnolipid generation in situ from waste activated sludge fermenta-
tion stimulated by external rhamnolipid addition. Biochem. Eng. J. 77, 240-245.
http://dx.doi.org/10.1016/j.bej.2013.06.007.

Zhou, X., Wang, Q., Jiang, G., 2015. Enhancing methane production from waste activated
sludge using a novel indigenous iron activated peroxidation pre-treatment process.
Bioresour. Technol. 182, 267-271. http://dx.doi.org/10.1016/j.biortech.2015.01.
132.

Zielewicz, E., 2016. Effects of ultrasonic disintegration of excess sewage sludge. Appl.
Acoust. 103, 182-189. http://dx.doi.org/10.1016/j.apacoust.2015.05.007.

Zorba, G.T., Sanin, F.D., 2013. Disintegration of sludge by sonication and improvement of
methane production rates in batch anaerobic digesters. Clean Soil, Air, Water 41,
396-402. http://dx.doi.org/10.1002/clen.201100391.


http://dx.doi.org/10.1016/j.cej.2017.11.038
http://dx.doi.org/10.1007/s11434-009-0100-z
http://dx.doi.org/10.1007/s11434-009-0100-z
http://dx.doi.org/10.1016/j.biortech.2015.07.056
http://dx.doi.org/10.1016/j.jhazmat.2010.04.036
http://dx.doi.org/10.1016/j.jhazmat.2010.04.036
http://dx.doi.org/10.1016/j.biortech.2013.01.024
http://dx.doi.org/10.1016/j.biortech.2013.01.024
http://dx.doi.org/10.1007/s11270-013-1559-4
http://dx.doi.org/10.1007/s11270-013-1559-4
http://dx.doi.org/10.1080/10934529.2013.838880
http://dx.doi.org/10.1080/10934529.2013.838880
http://dx.doi.org/10.1016/j.ejps.2005.08.010
http://dx.doi.org/10.1016/j.biortech.2013.07.087
https://doi.org/10.1016/S1001-0742(12
http://dx.doi.org/10.1016/j.biortech.2016.06.038
http://dx.doi.org/10.1016/j.biortech.2016.06.038
http://dx.doi.org/10.1016/S0377-8401(01)00305-4
http://dx.doi.org/10.1186/s13568-016-0293-x
http://dx.doi.org/10.1023/A:1005620730265
https://doi.org/10.1016/S1001-0742
http://dx.doi.org/10.1016/j.jenvman.2013.09.016
http://dx.doi.org/10.1016/j.jenvman.2013.09.016
http://dx.doi.org/10.1038/srep16631
http://dx.doi.org/10.1038/srep16631
http://dx.doi.org/10.1016/j.biortech.2015.01.003
http://dx.doi.org/10.1016/j.biortech.2015.01.003
http://dx.doi.org/10.1016/j.biortech.2012.08.039
http://dx.doi.org/10.1016/j.apenergy.2014.04.062
http://dx.doi.org/10.1016/j.apenergy.2014.04.062
http://dx.doi.org/10.1016/j.bej.2013.06.007
http://dx.doi.org/10.1016/j.biortech.2015.01.132
http://dx.doi.org/10.1016/j.biortech.2015.01.132
http://dx.doi.org/10.1016/j.apacoust.2015.05.007
http://dx.doi.org/10.1002/clen.201100391

	Pre-treatments to enhance the biodegradability of waste activated sludge: Elucidating the rate limiting step
	Introduction
	Anaerobic biodegradability and biodegradation
	Composition of waste activated sludge

	Pre-treatment methods
	Thermal pre-treatment<100 °C
	Process description and mode of action
	Effects on WAS
	Floc and cell disruption
	Carbohydrates, proteins and humic substances
	Hydrolysis rate and biodegradation
	Limiting factors, advantages and perspectives

	Temperature phased anaerobic digestion (TPAD)
	Process description and mode of action
	Effects on WAS
	Floc and cell disruption / carbohydrates, proteins and humic substances
	Hydrolysis rate and biodegradation
	Limiting factors, advantages and perspectives

	Thermal pre-treatment ≥100 °C
	Process description and mode of action
	Effects on WAS
	Floc and cell disruption
	Carbohydrates, proteins and humic substances
	Hydrolysis rate and biodegradation
	Limiting factors, advantages and perspectives.

	Microwave pre-treatment
	Process description and mode of action
	Effects on WAS
	Floc and cell disruption
	Carbohydrates, proteins and humic substances
	Hydrolysis rate and biodegradation
	Limiting factors, advantages and perspectives

	Freezing and thawing
	Process description and mode of action
	Effects on WAS
	Floc and cell disruption
	Carbohydrates, proteins and humic substances
	Hydrolysis rate and biodegradation
	Limiting factors, advantages and perspectives

	Ultrasonic pre-treatment
	Process description and mode of action
	Effects on WAS
	Floc and cell disruption
	Carbohydrates, proteins and humic substances
	Hydrolysis rate and biodegradation
	Limiting factors, advantages and perspectives

	Hydrodynamic cavitation, milling and homogenization
	Process description and mode of action
	Effects on WAS
	Floc and cell disruption
	Carbohydrates, proteins and humic substances
	Hydrolysis rate and biodegradation
	Limiting factors, advantages and perspectives

	Chemical pre-treatments
	Alkaline pre-treatment
	Process description and mode of action
	Effects on WAS
	Floc and cell disruption
	Carbohydrates, proteins and humic substances
	Hydrolysis and biodegradation
	Limiting factors, advantages and perspectives
	Acid pre-treatment
	Process description and mode of action
	Effects on WAS
	Floc and cell disruption
	Carbohydrates, proteins and humic substances
	Hydrolysis and biodegradation
	Limiting factors, advantages and perspectives
	Advanced oxidation processes (AOPs)
	Process description and mode of action
	Effects on WAS
	Floc and cell disruption
	Carbohydrates, proteins and humic substances
	Hydrolysis rate and biodegradation
	Limiting factors, advantages and perspectives

	Biological pre-treatment
	Process description and mode of action
	Effects on WAS
	Floc and cell disruption
	Carbohydrates, proteins and humic substances
	Hydrolysis rate and biodegradation
	Limiting factors, advantages and perspectives


	Overall discussion
	Conclusion
	Acknowledgements
	Appendix A
	Appendix B
	Appendix C
	References




