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Water Impact Statement

The frontier review discusses the recent progress in biocatalyst and bioreactor engineering to
improve the efficiency and specificity of existing bioremediation technology, which is expected
to open up new opportunities for many relevant applications from hazardous pollutant removal
to valuable materials recovery from waste water.



Environmental Science: Water Research & Technology

Emerging investigator series: Emerging biotechnologies in
wastewater treatment: from biomolecular engineering to

multiscale integration

Yixin Zhang, + Huan-Hsuan Hsu, * John J. Wheeler, Sishuang Tang, Xiaocheng Jiang*

Department of Biomedical Engineering, Tufts University, Medford, MA 02155, USA

KEYWORDS: biosorption, biotransformation, bioreactor, protein engineering, metabolic engineering, bioprinting

ABSTRACT: Biological wastewater treatment is the process in which toxic chemicals can be degraded into small,
environmentally friendly molecules by various microorganisms. Given the fact that traditional physical and chemical
purification methods are high-cost, unsustainable and unspecific, biotreatment is playing an increasingly important role in
the wastewater treatment field. The effective implementation of biotreatment strategy relies strongly on the intrinsic
degradation capability of the microorganisms as well as their interaction with pollutants. In this review, we will focus on
recent technological advances in engineering and improving biotreatment at both biocatalyst and bioreactor levels.
Specifically, we will discuss the progress in synthetic biology for enhancing biosorption and biotransformation, and the
challenges in applying engineered microorganisms on contaminated sites. We will further review the latest development in
bioreactor design, particularly the prospects of additive manufacturing/bioprinting to further optimize the mass transport
inside bioreactors through complex 3-D structures and flexible material selections. These research efforts are redefining the
frontier of biotreatment, and opening up new opportunities for cost-effective, efficient, and sustainable wastewater treatment.
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1.Introduction

The generation of considerable amounts of wastewater owing to increased human activities, unsustainable
agricultural practices and rapid industrialization exacerbates the water shortage and pollution problem in modern society.'
Among various strategies used for restoring wastewaters such as chemical methods (oxidation, reduction) and mechanical
methods (filtration, solidification and reverse osmosis),>* biological treatment methods, which involve utilization of
microorganisms to remediate pollutants in wastewater, have become one of the major approaches.> ¢ After billions of years
of evolution, living microorganisms have developed various detoxifying mechanisms to maintain homeostasis and resistance
to the contaminated environment by transforming organic or inorganic wastes into biologically degraded or less toxic forms.’
Therefore, biotreatment strategies are considered cost-effective and environmentally-friendly as they do not add additional
toxic chemicals or secondary pollutants during purification.®

Biological treatments can be realized either independent of microbial metabolism, which is known as “biosorption”
or “passive uptake”, or through metabolic activities, which is referred to as “biotransformation” or “active uptake”.’ Based
on physical/chemical interactions, microorganisms such as bacteria, algae and fungi have shown tremendous potential for
remediating a wide range of pollutants, such as heavy metal ions (e.g. arsenic, cadmium, chromium, lead etc.), organic
micropollutants (e.g. Ibuprofen, Carbamazepine Metoprolol, etc.) and industrial wastes (e.g. azo dye).!%-12 Although a broad
range of treatment has been achieved based on biological activities, the biological process is usually slow, which could lead
to accumulation of pollutants and failure to efficiently degrade some complex contaminants.!> And for some specific
anthropogenic chemicals, including persistent organic contaminants, such as dichlorodiphenyltrichloroethane (DDT), 1,2,3-
trichloropropane (TCP), and some polychlorinated biphenyls (PCB), natural strains have not evolved efficient catabolic
traits to degrade these pollutants.'* !> As a result, there is an ongoing interest to construct engineered strains that are capable
of degrading various wastes in a fast and efficient manner in contaminated environments. Advantages such as small genome
size, relative simplicity of the cell, short replication time, rapid evolution and adaption to the new environments make
microorganisms especially favorable candidates to meet genetic engineering purposes.'* Meanwhile, the development of
multi-omics technologies including genomics, transcriptomics, proteomics, metabolomics and fluxomics has enabled
researchers to better understand and reprogram biological systems.!¢ So far, there are many successful examples of
engineering microbes to enhance treatment efficiency which can be summarized in these aspects: expressing degrading
genes for different targets in one single stain, modifying proteins/enzymes to increase affinity and specificity, constructing
stable and efficient metabolic pathways, and regulating communications in coordinated bacterial networks.® 17-19

Effective operation of biological treatment systems not only relies on highly active microorganisms but is also
contingent upon microbial cell-contaminant interactions that happen inside the bioreactor. The efficient mass transfer inside
the bioreactor, by providing fresh gas and nutrients and exhausting purified water timely, will allow microbes to work in the
most appropriate environment and ensure optimal treatment efficiencies. Conventionally, mass transfers inside bioreactors
are facilitated through optimizing flow mechanics such as continuously agitating microorganism/wastewater mixtures or
choosing porous material to allow bacteria to anchor and grow. Nowadays, breakthroughs in materials and mechanical
engineering offer extensive opportunities for engineering flow dynamics beyond reactor level and up to millimeter to sub-
millimeter scale. Specifically, 3D printing technology stands out as it offers a unique platform to customize bioreactors by
designing complex 3D structures with flexible material. Through rational design of the biotic-abiotic interface and spatial
modulation of bio-physical and bio-chemical microenvironments, the microbial loading density can be maximized while
maintaining the mass transfer/bioactivity in bioreactors. These superior characteristics open up new possibilities in
engineering microbial communities for wastewater treatment.

Considering abundant progress in engineered biosystems for wastewater treatments, in this review, we will provide an
overview of recent advances on engineering biological systems for higher treatment efficiency in two parts. In the first part,
synthetic biology tools used to engineer two basic treatment functions of microorganisms- physical adsorption and catalytic
transformation- will be introduced. The second part will focus on engineering bioreactors by exploring 3D printing
technology. Two key parameters that have a large impact on the interactions between microbes and pollutants -- --structure
and materials--will be analyzed. Lastly, a sustainable approach -- Microbial Fuel Cells (MFCs) will also briefly covered.
Especially, we identify municipal wastewater as the primary focus of this review, which is considered as the major point-
source that can cause severe damages without proper treatments.?’ As municipal wastewater is rich in phosphorus and
nitrogen related compounds (the general target of biological wastewater treatment), biotechnology is one of the most
important strategies in the treatment of municipal wastewater.?! Furthermore, advanced biotechnologies also provide new
possibility in removing emerging containments (e.g. metals, pharmaceuticals, synthetic organic pesticides, microplastic
etc.)? 23 that continuously challenging the conventional treatment technologies.
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2. Biological machineries: overview, microbial consortia, and practical challenges
2.1 Biosorption — surface binding engineering

Microorganisms exhibit high, non-specific metal adsorption abilities, which are enabled by their high surface area
per unit weight and the prevalence of electronegative functional groups on cell surfaces such as hydroxyl groups, sulthydryl
groups, carboxyl in anionic groups, phosphate groups and nitrogen containing groups like the amino groups.?* 2 Good
adsorption performances have been identified in gram positive bacteria (Bacillus, Corynebacterium, Streptomyces,
Staphylococcus sp., etc.), gram negative bacteria (Pseudomonas, Enterobacter, Aeromonassp, etc.) and cyanobacterium
(Anabaena sp., etc.). Numerous papers have summarized recent progress by using natural strains as sorbent to treat polluted
water which can be found elsewhere.?® 27 Specifically, by expressing metal-binding proteins/peptides in the cytoplasm
(intracellularly) or on the cell surface (extracellularly), followed by cell lysis to release metal ions or direct desorption,
respectively (Fig. 1a),?® some types of microorganisms have
shown specific metal removal capability with superior a 2t . oca e ")y

selectivity and binding efficiency.?-3° However, expression in (38— "1: v R, - oimagea .
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cells by fusing with anchoring proteins (Fig. 1b). Among
widely used host cells, E. coli, P. putida, and the yeast S.
cerevisiae stand out for their well-studied genetic engineering
paradigms. These microorganisms have been engineered to
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Fig. 1 Natural or artificial microbial metal adsorption
ability. (a) Natural microbial adsorption ability enabled by
intracellular or extracellular expressed metal binding
proteins/peptides. Reproduced with permission from ref.
28. Copyright © 2018 Elsevier Ltd. (b) Cell-surface
display allows foreign proteins expressed in various host
cells by synthetic biology tools. Both stability and
functionality of the expressed proteins could be well
maintained. (¢) De novo designed protein could effectively
sequester uranyl from sea water or uranyl-containing
groundwater. Reproduced with permission from ref. 44.
Copyright © 2014 Springer Nature.

In addition to displaying existing proteins/peptides,
protein engineering that enables novel functions and improved
performances by random design or directed evolution could
also enrich metal-binding abilities of known proteins/peptides.
Recently, Zhou et al. developed an engineered uranyl-binding
protein that is thermally stable and offers superb affinity and
selectivity for uranyl (Fig. 1c).** Incorporating multiple
binding sites within one protein/peptide is also promising to
enhance binding affinity that could target several different
metal ions simultaneously. For example, Mauro et al.
constructed multidomain polypeptides and expressed them in E. coli.** A 65-fold increased Cd?" uptake ability was achieved
with recombinant cells, showing the possibility of developing novel multifunctional peptides/proteins to detoxify a wide
range of compounds.

Because the biosorption process is metabolism-independent, non-living biomass can be also used as sorbents for
pollutants removal. Particularly, extracellular polymeric substance (EPS) secreted by microbial cells during biofilm
formation has attracted considerable attention owing to the abundance of charged functional groups, such as carboxylic and
phosphoryl groups on the EPS matrix.% 47 These charged moieties could serve as natural binding sites to adsorb other
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charged molecules including heavy metal ions. Considering its high surface area and sustainability, EPS may provide more
efficient and cost-effective adsorption capabilities compared with the cell surface display strategy. By now, there has been
numerous examples of using EPS as biosorbents for removing metal ions, such as Zn?*, Cu?*, Cr?*, Cd?**, Co?" and Ni?*.48-!
Instead of using the whole EPS matrix, which consists of polysaccharides, proteins, lipids and DNA, adsorption only requires
single components to be extracted directly and immobilized onto a supporting substrate to act as “living filter” versus
traditional non-living filtration technologies, such as reverse osmosis and nanofiltration. One example of using a single
component is illustrated by Singh et al. used alginate gel beads, extracted from seaweed and brown algae, to effectively
remove divalent metal ions Cu?* from aqueous media. Another important EPS component frequently used is amyloid protein
nanofibers produced by E. coli bacteria, which could be easily genetically engineered to endow a variety of functions
including specific binding to metal ions (Fig. 2a).> Recently, Courchesne et al. developed a filtration method to quickly
purify engineered fibrous proteins from the E. coli biofilm matrix, which then self-aggregated onto membranes to form free-
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Fig. 2 EPS component-amyloid protein nanofibers secreted by E. coli could exhibit metal binding capabilities after being
genetically engineered. (a) E. coli is engineered to produce mercury-absorbing self-assembling extracellular protein nanofiber by
integration ofintegrating a mercury-responsive promoter and an operon into bacteria gene. Engineered bacteria can detect and
sequester toxic Hg?" ions from the environment. Reproduced with permission from ref. 52. Copyright © 2017 American Chemical
Society. (b) Scalable production of genetically engineered nanofibrous via vacuum filtration procedure. Reproduced with
permission from ref. 53. Copyright © 2017 American Chemical Society.

standing films by removing anchoring protein CsgB (Fig. 2b).>* This scalable approach further facilitates applicability of
recombinant amyloid proteins to treat various pollutants.

2.2 Biotransformation — metabolic engineering
2.2.1 Degradative metabolism overview

In addition to the physiochemical adsorption of wastes using either living organism or derived non-living
biocomponents, microorganisms also possess astonishing metabolic pathways to utilize various toxic compounds as a source
of energy for growth and development, through respiration, fermentation, and co-metabolism (Fig. 3). In contrast to the
biosorption process that is dependent on the contaminant concentration and kinetic equilibrium of microbial binding sites,
biotransformation is metabolism-driven and therefore, may be superior when high targeting sensitivity is required under the
circumstance of low concentration of pollutants. In the presence of oxygen, aerobic bacteria could oxidize organic
contaminants into non-toxic counterparts, usually carbon dioxide through respiration. Based on this principal, a wide range
of organic contaminants such as aromatic hydrocarbons and pesticides have been remediated.’* 3> While in the anaerobic

wastes as electron donor

both  wastes as electron acceptor

Fig. 3 Pollutants treatment through microbial metabolism. For most types of bacteria, organic compounds are removed by
acting as electron donors, while the electron acceptors could be oxygen (aerobic, pink region),) or nitrate, or sulfate (anaerobic,
blue region). For chlorinated contaminants, which are not easily oxidized, undergo reductive dichlorination (yellow region).
For electrochemically active bacteria (EAB)), they could consume both organic wastes and oxidized metal ions (green region).
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environment, microorganisms could instead utilize different electron acceptors such as nitrate, sulphate and acetic acid to
oxidize organic contaminates through denitrification, sulfidogenesis or methanogenesis reactions.’® 37 Not only can they
serve as electron donors to be removed, some contaminants can also work as electron acceptors in the reduction process.
For example, by utilizing reductive dehalogenation metabolism, chlorine present in the contaminants can be degraded by
some anaerobic microorganisms. 3860

The aforementioned metabolic activities taking place inside the cells do not represent all possibilities. Some
electrochemically active bacteria (EAB), such as S. oneidensis, G. sulfurreducens, and P. aeruginosa, have developed
extracellular electron transfer (EET) pathway to “dump” metabolically-generated electrons out of the cell membrane, which
can then be captured by external electron acceptors or electrodes.®!-6* Therefore, when toxic metal ions are present in their
growth environment, these soluble contaminants can be transformed into non-soluble forms by acting as electron acceptors,
thereby realizing the purification purpose.®* For example, S. loihica has been used to reduce toxic vanadium (V), chromium
(VD) to less-toxic, insoluble V (III) and Cr (III) simultaneously.®® Similarly, Geobacter species have also shown the ability
of in situ biotreatment of uranium-contaminated groundwater by reducing soluble U(VI) to insoluble U(IV).% In terms of
electron donor, although in most scenarios EAB consumes simple substrates such as acetate, lactate or glucose, research has
found that it is possible to utilize more complex substrates such as industrial or domestic water,®” %8 which will further
expand potential of EABs-based wastewater treatment. When bacteria grow on the electrode, which has been utilized in
Microbial Fuel Cells (MFCs), electricity could be generated by using solid electrodes as electron acceptors and recovering
chemical energy stored in wastewater.®7° Therefore, EAB-based treatment holds a lot of promise as it simultaneously deals
with water availability and energy shortage, two major issues society is facing today. Moreover, MFCs are known as an
energy-saving technology. This is due to it being able to work well at ambient temperature, thus requiring less energy for
temperature maintenance than common anaerobic digestion (AD) reactors, which also enable energy recovery in the form
of methane or hydrogen.”! And more details about MFCs will be discussed in the last section.

In order to maximize the pollutants treatment efficiency, physiology manipulation can be adopted to stimulate
activities of microorganisms related to the degradation of contaminants by optimizing environmental conditions, such as pH
and temperature, and adding nutrients required for their metabolic reaction. For example, a bacterial community varies
significantly in sludge of different pH.”? The acidification of media was thought of as harmful for most types of bacteria due
to biofilm cracking and low growth rate.” For EAB, Young et.al found that EET ability of S. oneidensis MR-1 is closely
related to the pH level of the electrolyte, where electricity generation increases in the pH range of 6-9 and reaches peak value
at pH=9.7* This is attributed to the improvement of riboflavin (electron mediator) biosynthesis by Shewanella at alkaline
pH. Thus, optimizing pH and other environmental factors provides an easy and efficient way to enhance biotreatment ability
by influencing growth and metabolism of microorganisms.

2.2.2 Metabolism rewriting

For some intrinsically slow and inefficient metabolic activities, engineering biological pathways of
microorganisms provides an alternative avenue to solve the above limitations by designing and constructing new catabolic
pathways with improved pollutants treatment ability. The development of whole-genome sequencing and high-throughput
screening in genetic engineering assists the global view of gene expression, enzymes, and biosynthetic pathways in microbes
under stress condition caused by pollutants.” Based on acquired biological information, metabolic engineering can then be
exploited to modify already existed metabolic pathways or introduce new catabolic pathways into different host cells to
achieve an enhanced biotreatment capability by increasing enzyme activity, extending targeted pollutants range or enhancing
biofilm formation. 7® Enzymes, the building blocks for powering the biotransformation process, plays a quite an important
role in microbial metabolic pathways. However, the expression levels in an enzyme’s native host may be low in natural
conditions, which will compromise its stability and activity in extreme environmental conditions. On the other hand, genetic
engineering provides a way to enhance the production of these enzymes by isolating and transferring the coding genes into
another expression host. Moreover, when combined with directed evolution or rational design technology,”” desired enzyme
properties like substrate utilization, stress tolerance (pH, temperature, solvents) and even the reaction mechanism can be
also tailored.” For example, Coconi-Linares et al. realized heterologous co-expression of recombinant enzymes peroxidases
and laccases in P. chrysosporium strains, which show a broad spectrum of phenolic/non-phenolic biotransformation and a
high percentage in synthetic dye decolorization compared with the wild strain.” Harford-Cross et al. expressed a mutant
cytochrome P450 in P. putida, and the two directed mutations in the enzyme active site bring an enhanced treatment activity
against different polycyclic aromatic hydrocarbons, including phenanthrene, fluoranthene, pyrene and benzo[a]pyrene.®°

For some complex organic pollutants, however, degradation relies on coordination among multiple enzymes.
Therefore, the heterologous expression of complete catabolic pathways is necessary. However, engineering entire pathways
is challenging because the expression of different enzymes in a recombinant host organism often consumes a significant
amount of the host cell’s resources, such as energy molecules (ATP, NADPH) and carbon source, thus placing a metabolic
burden on the host.?! As a consequence of the imposed metabolic load, the biochemistry and physiology of the host will be
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dramatically altered. To deal with this obstacle, different computational models such as metabolic flux analysis and machine-
learning approaches can be used to weigh, standardize and predict metabolic costs during engineering.?? A successful
example is illustrated by Nagendra et al., who assembled a synthetic route for conversion of highly toxic and recalcitrant
1,2,3-trichloropropane (TCP) to glycerol in E. coli via a five-step catabolic pathway (Fig. 4a).8® Specifically, by using a
mathematical model, they optimized the enzyme ratios by adjusting copy number of plasmids to obtain maximal production
of glycerol as well as minimal toxicity of metabolites. A mineralization pathway for a highly toxic organophosphorus
pesticide, paraoxon, was also functionally assembled in P. putida to allow complete mineralization within 142 h and use it
as the sole carbon and phosphorus source.?*

For the exoelectrogenic bacteria, their metabolically-driven EET pathway is mainly composed of five modules--
substrate oxidation, NADH recycling, quinone recycling, shuttle redox reaction, and transmembrane electron transport (Fig.
4b).% Therefore, engineering any of the above highly coordinated networks is possible to facilitate EET and enhance
treatment performance. For example, the TCA cycle (a.k.a. citric acid cycle) involved in substrate oxidation is the central
part of metabolism where ATP and NAD(P)H are generated to support downstream quinone reduction. Adjusting TCA cycle
activity is therefore feasible to increase EET rate. For example, Izallalen et al. artificially constructed an ATP drain in G.
sulfurreducens to decrease the ATP content of the cell and contribute to the higher respiration rates of engineered cells.?
Attempts have also been made to introduce riboflavin synthesis pathways from Bacillus subtilis into S. oneidensis MR-1 to
increase secreted electron shuttles, which in turn enhances biomineralization-based metal treatment (Fig. 4¢).8’

a b P 2.3 Engineering consortia
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Fig. 4 EngineeringEngineer biological pathways to enhance metabolism-driven Additionally, more efficient and
pollutants removal. (a) Top: Schematic illustration of toxic compound is degraded  effective treatment can be anticipated
into nontoxic, clean product through pre-designed metabolic pathway. Bottom: The  when co-metabolic activities within
synthetic pathway for the biodegradation of TCP assembled in E. coli into glycol.
Reproduced with permission from ref. 83. Copyright © 2014, American Chemical
Society. (b) Five modules in electroactive bacteria for EET. (/) The oxidation of
organics (initial electron donor) and TCA cycle; (/) the redox of NADH; (/1) the
redox of quinone pool; (/V) electron transfer to extracellular electrode by shuttles
through porin complex; and (V) the representative Shewanella metal-reducing (Mtr)
pathway for EET. Reproduced with permission from ref. 85. Copyright © 2019,
Springer Nature Singapore Pte Ltd. (c) Synthetic flavin biosynthesis pathway from

electrode

microbial consortia complement each
other. Currently, by developing specific
consortia, researchers have
successfully degraded various wastes,
such as phenol,” organic acid,’! nitrate
and phosphate °>% and cellulose.!® One
example is  consortia  between

Bacillus subtilis was heterologously expressed in S. oneidensis MR-1, resulting in cyanobacteria/microalgae and
~25.7 times’ increase in secreted flavin concentration and enhanced EET  bacteria.®* % Specifically,
performance. Reproduced with permission from ref. 87. Copyright © 2015,  photosynthetic microorganisms
American Chemical Society. provide oxygen, which is indispensable

for pollutant-degrading heterotrophic
bacteria. In return, carbon dioxide from bacterial mineralization completes the photosynthetic cycle. This symbiotic
interaction can be regarded as an ideal self-sustainable system which is better than conventional engineering designs of
adding oxygen. Researchers also found when biomass degrader-anaerobic fungi are co-cultured with methanogenic archaea,
effectiveness of waste breakdown can be enhanced by boosting synergistic relationships between them.®® For example, co-
cultivation of fungi Neocallimastix strain N1 with Methanobacterium formicicum strains cause cellulose digestion rate
increased and at the same time, fermentation products are also shifted from less-valued chemicals, lactate and ethanol to
more valued fuel energy--methane.”’ Being inspired by the natural symbiotic strains, rationally choosing and controlling
desired cell-cell communications among engineering microorganisms to form coordinated cellular network may provide a
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way to mitigate metabolic burden in microbial cells or degrade complex compounds that are hard to construct entire
degradation pathways in one strain.

2.4 Challenges in the real world

Although genetically-engineered biological machineries have demonstrated promising treatment outcomes
attributable to their extraordinary capabilities in adsorption and/or catalysis, their operations are still limited to ideal
laboratory environments.’® There are mainly two challenges remained to be solved before engineered microorganism can
function in real-world scenario. The first issue is the robustness of engineered cells in complex polluted environments where
pH, salinity, temperature, dissolved oxygen, redox potential, radioactivity, and overall cleanliness show large deviations
compared with laboratory parameters. Furthermore, overexpression of genes in the plasmids of engineered bacteria can
cause unnecessary burdens for the cells and slow down their growth and reproduction.?'-* As a result, it’s still difficult for
engineered bacteria to compete against natural strains in real environments as they are vulnerable and easily degraded.
Therefore, future researchers shall identify key physiological parameters that have large influence on in-site biotreatment
effect and explore more advanced synthetic biology technologies to minimize side-effects after gene editing. A simple
strategy is to use low, rather than high, copy number plasmid vectors.!? 191 Alternatively, avoiding the use of vectors by
directly integrating foreign DNA into chromosomal DNA of host microorganisms could also eliminate unnecessary
antibiotic resistance marker gene products.

Concerns of genetically engineered microbes lie with their potential threats to the ecological system and long-term
impact to human-beings. These concerns could be addressed by exploring biological containment strategies to eliminate
gene leakage to the environment. One approach is to introduce suicide systems into engineered bacteria so that it dies after
completing required tasks.'> More advanced genome-free gene editing technologies, such as CRISPR-Cas9, are also capable
of creating marker-free engineered cells.!% 1% Furthermore, physical encapsulation strategies by rationally designing
bioreactors as discussed below also deserve special attention as they are more accessible compared with complex biological
isolation methods.

3. Bioreactors: overview, upgrades, and self-sustaining operation
3.1 Overview of Bioreactors

Central to biological wastewater treatments are the physical (e.g. absorption) and chemical (e.g. nitrification,
transformation etc.) interactions between microorganisms and contaminants, which determine the treatment efficiency of
each bioreactor.'®® Hence, accelerating these interactions through promoting mass transfers inside the bioreactors can
significantly improve the treatment efficiencies. Since microbial communities in the bioreactors are developed through
different growth conditions from suspended-growth (i.e. activated sludge; with high microbial activity) to attached-growth
(i.e. biofilm; with high microbial loading density) based on diverse treatment conditions (e.g. reactor size, contaminate
concentration, etc.),'% enhancing mass transfers in these bioreactors requires customized engineering approaches.

Conventionally, mass transfers inside these bioreactors are facilitated through optimizing their flow dynamics. In
suspended-growth microbial communities, stirred tank bioreactors are the earliest and still the most common approach to
promote mass transfer by continuously agitating microorganism/wastewater mixtures.!?’ Besides, agitation can also improve
the gas phase mass transfer in wastewater to increase oxygen content, which is favorable to the metabolism of aerobic
microorganisms and leads to higher treatment efficiency.!?’” Furthermore, in attached-growth microbial communities, mass
transfer is commonly enhanced through increasing the interface area between wastewater and biofilm. For example, packed
bed biofilm reactors have demonstrated outstanding treatment outcomes by utilizing particular support biocarriers such as
silica granules, polymer beads, activated carbon particles, etc. to construct porous matrix for microorganisms to anchor and
develop high surface area biofilms.!*”1% Due to their high biomass content, the treatment efficiency of packed bed reactors
are usually superior to the stirring tank reactors. Nevertheless, the concentration gradients of waste contained in the packed
bed reactors (waste concentration continuously decrease along wastewater flow as a result of biotreatment) within the packed
bed reactors can lead to hydraulic instability owing to uneven biofilm distribution and consequently, increasing the
complexities in operations and maintenances. The developments and optimizations of these bioreactors have been
systematically summarized in several review articles.!07 110

Combining the advantages of suspended-growth and attached-growth bioreactors, the moving bed biofilm reactor
(MBBR) was developed in Norway during the late 80s to early 90s. In MBBR, biofilms are grown on small biocarriers that
can be suspended and flow within the water streams inside the reactors where agitation is applied to ensure uniform mass
transfer. MBBR can advance the volumetric treatment capability in stirred tank bioreactors as the biofilm-covered biocarriers
can largely increase in biomass loading. These “floating” biofilm can also eliminate the common drawback of packed bed
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reactors in complex operations caused by the uneven biofilm distributions and backwash requirements.!'- 12 The designs of
biocarriers are always essential because they determine the efficiencies of MBBRs. There are two key criteria in creating
high performance biocarriers, namely: (i) high specific surface area; and (ii) strong bacterial-surface interactions since high
specific surface area can increase the volumetric loads of biomass while strong bacterial-surface interactions can avoid the
detachment of biofilms induced by external hydraulic shearing forces. For instance, Wang et al. utilized porous polyurethane
particles as floating biocarriers to construct a bioreactor that is capable of treating organic contents with high loading rates.!!?
Additionally, biocarriers consisting of different materials such as zeolite,'"* nylon,'!s ceramics,'!® porous glass,''” PVA,!!8
and polyacrylamide!!® 12° were also explored by various research groups. These developments in synthetic biocarriers have
been comprehensively reviewed by Bouabidi et al'?! and Biase et al.!!!

Emerging developments in addictive manufacturing/3-D printing offer extensive opportunities to further advance
the designs of biocarriers beyond the conventional approaches (e.g. molding, machining, etc.) by customizing biocarriers
with complex 3-D structures with flexible material selections to maximize both surface area and bacterial-surface
interactions. Moreover, water-based polymerization technology allows immobilizing bacteria inside polymer matrix to limit
the mobility while maintaining their catalytic activity. These immobilized bacteria have shown their potential in the
degradation of various types of wastewater contaminants, especially in nutrients, with enhanced efficiency.!?! Based on these
achievements in bacterial immobilization, bioprinting tools are recently applied to assemble these immobilized bacteria into
hierarchical filters with modulated mass transfer, bacterial concentration, and polymer binding strength, which provide a
novel approach for effective water treatment strategies with minimum environmental impacts. Other than these conventional
biological treatments that rely on chemical-to-chemical transformation, microbial fuel cell is proposed as an attractive
solution by using microbial communities to directly convert organic waste inside wastewater into electrical energy for
sustainable wastewater treatments. In the following sections, the two frontier developments will be systematically
summarized.

3.2 Emerging designs in functionally
(b1) enhanced biocarriers

The unique abilities of 3-D printing
technologies in  engineering the
morphologies and mass transfer
dynamics  of  biocarriers  have
Hiobecter Q" demonstrated boosted efficiencies in
- MBBR. For example, Dong et al.
created a series of 3-D honeycomb
spherical biocarriers consisting of
pentahedrons and hexahedrons for COD
and NH; removal (Fig. 5a).!22 These
customized hollow designs enable an
| extra mass transfer pathway from inside
e T e e e the biocarriers toward  biofilm.

A T 1340 Combining with the mass transfer at
wastewater/biofilm interfaces, biofilms

. . .. . . . . ) on the 3-D printed biocarriers present
Fig. 5 3D-printedpritinted biocarriers with various structures. (a) 3-D printed enhanced bioactivity, whereas their

honeycomb spherical biocarriers consisted of pentahedrons and hexahedrons: (al) improvements in treatment efficiency
Images and treatment efficiencies of (a2) COD & (a3) Ammonia; Reproduced with  yere not clearly observed. Exploiting a
permission from ref. 122. Copyright © 2015 Springer Nature. (b) Biocarriers made similar ~ strategy, Elliott et al
of 3-D printed acrylate polymer with spherical gyroid structures: (b1) images and manufactured spherical biocarriers with
schemes of bioreactor and (b2) treatment results of simulated wastewater that gyroid-based hollow interspacing (Fig.
contained ammonia and nitrate. Reproduced with permission from ref. 123. 5b), which provides up to 4.5 times
Copyright © 2017 John Wiley and Sons. larger specific surface area (2309

m?/m?®) than many commercially
available biocarriers (~ 500 m?/m?). This increase in specific surface area can directly benefit the waste (NH;) removal rate
1.620 ppm/day as compared to commercially available biocarriers (0.710 ppm/day).!?* In summary, current studies provide
promising results which demonstrate the unique advantages of 3-D printing in fabricating biocarriers to produce biofilms
with high biomass loading and/or high bioactivities. However, future research and optimizations in these 3-D printed
biocarriers are necessary to achieve the elevation in MBBR efficiencies. From this standpoint, future research is suggested
to devote into two key parameters other than the current focus on surface area, which can also dominate the performance of
biocarriers: (i) structure and hydrodynamics; and (ii) materials and surface modifications.

Nitrosomonas
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In terms of encapsulated biocarriers, current development in natural and synthetic polymers such as Polyvinyl
alcohol (PVA),'**Polyurethane,'?® alginate,!!®> 120- 126 chitosan,'?” agar,!'% 120 and carrageenan'?® provide another material
selection of biocarriers. Different from attached-growth versions where the biofilms cover on their surfaces, polymers allow
microorganisms to be fully embedded “inside” the biocarriers, which offers a biologically relevant environment and effective
mass transfer to preserve the normal functions of microorganisms. Additionally, the polymer matrix provides a physical
boundary to minimize the microorganisms’ exposure to toxic contents in wastewater. Generally, there are two types of
polymer carriers, natural polymers and synthetic polymers. Comparing two materials, natural polymers provide good
biologically relevant environments (e.g. suitable mechanical strength, sufficient mass transfer etc.), which can well preserve
the viabilities of immobilized bacteria, whereas synthetic polymers have high mechanical strength and are more stable in
wastewater compared with natural polymers. The selection between natural and synthetic materials should be determined
by specific wastewater conditions. Among all materials, alginate is proposed to be one of the most used carriers for
microorganism immobilization due to its water-based gelation process, mechanical & chemical stabilities, high porosity and
superior biocompatibility, which can well preserve the activity of microorganism at both during and after immobilization.'?!:
129 For example, Ozer et al. synthesized P. boryanum contained alginate-based biocarriers for Chromium (VI) (Cr®")
treatments, which are able to remove 97% of Cr®" at 90 minutes after introduced into 100 mg/L Cr% solutions.'3
Furthermore, attributed to the hydrogel boundary, environmental stresses such as toxicity of Cr®" (up to 400 mg/L) and pH
show negligible influence on bioactivities of embedded P. boryanum. PVA is another widely used material in bacteria
immobilization owing to its low cost, simple handling process, low-toxicity properties, as well as its proper pore size for
oxygen/waste organic matters diffusion.’?! For instance, El-Naas et al. have utilized PVA immobilized P. putida for
designing the treatment of contaminations from petroleum refineries in both lab and pilot plant scales.!3? 133 The result
indicated that these biocarriers can ensure certain level of activities even under highly toxic environments (i.e. high phenol
concentration), which can achieve 96% reduction of COD and 100% reduction of phenol and cresols in the treatment of real
petroleum refinery wastewater. In addition to alginate and PV A, various polymers are also fabricated for toxic contaminants
(e.g. phenol, trichloroethane) removals such as B. cereus @ alginate,'?® methanogenic consortium @ agar,'>* and P. putida
@ Chitosan'?’. These developments of polymer immobilized bacteria in wastewater treatment are reviewed by Bouabidi et
al in details.'?!

While tremendous progress has been made through 3-D printing and hydrogel encapsulations, further enhancement
of MBBR performance demands advanced structural and material designs of biocarriers that could transform the bio-
integration to achieve higher treatment efficiency and longer-term stability. Potential opportunities include: (1) engineering
the structures and materials of biocarriers to accelerate the interfacial mass transport; (2) effective
immobilization/encapsulation of microorganisms to extend the lifetime; Key parameters from biomaterials engineering
perspective will be summarized in the next few sections.

3.3 Prospects of 3-D printed biocarriers
3.3.1 Structure and hydrodynamics

During biofilm formation, shear stress is an essential parameter which can dominate the attachment, morphology,
and detachment of bacterial communities. Chang et al. demonstrated that the biomass density of biofilm in liquid fluidized
beds increases while the biofilm thickness decreases when growing under high shear stress.!*> As high-density biofilms
usually demonstrate fewer sloughing phenomena, which are considered more stable than thick yet fluffy biofilms, high shear
stress on biocarriers is desired during MBBR operations. Nevertheless, biofilm detachment and deformation occur when
shear stress overcome the adhesive force between biofilm and substrates/biocarriers.!3¢ Besides, hydrodynamics can
crucially impact biofilm developments by controlling the mass transfer of oxygen and wastes/nutrients.!3” 3-D printing is
specialized in fabricating hierarchical structures with spatially controlled physical/chemical properties.!*® This unique
capability can offer extensive possibilities to create biocarriers with optimal structural integrity and hydrodynamic patterns
to enhance MBBR performance through precise control and engineering of following parameters:

First, various research indicates that sizes of biocarriers can have significant influence on MBBR efficiency.
Similar to the 3-D printed biocarriers, carriers with small sizes and great specific surface area have high capability in biomass
attachment, which can increase biomass quantity and result in better performance than a big carrier of small specific surface
area.' However, studies by Muhammad et al. on the texture and topography of biofilms on carriers of various sizes
suggested otherwise.'*? In this study, cube-shape biocarriers with six different diameters (5, 10, 15, 20, 30, and 50 mm in
diameter) were introduced into separated cylindrical bioreactors that were operated continuously under limited aerobic
conditions. Characterizations of developed biofilms on each carrier indicated that the biofilms on carriers with 15 mm
demonstrate the highest roughness and strongest bonding between both bacteria-carrier and the bacterial communities.
Further analysis in mass transfer and shear stress of each carrier demonstrated that this 15mm diameter can balance the
cohesive and shear forces introduced from the agitation in bioreactor while generating suitable aerobic, anoxic and anaerobic
zones on their surface for the optimum growth of bacterial communities. Consequently, these 15 mm biocarriers result in

9

Page 10 of 20



Page 11 of 20

Environmental Science: Water Research & Technology

the best wastewater treatment efficiency, while both increasing and reducing the carrier size can lead to adverse impacts.
Nevertheless, Bdegaard et al. studied the treatment efficiencies of 4 biocarriers with different sizes/surface areas (490; 1910;
1500; and 7700 mm?), which suggested that size of biocarrier shows minimum effect in removal rates as long as the organic
loading rate of specific surface area (g COD/m? - time) is similar.'#! Dias et al. also suggested that the rates of biofilm
formation and ammonia removal in their pilot MBBR showed minor correlations with carrier size, but were strongly
correlated with a combination of the media physical factors such as voidage and hydraulic efficiency.'*?> Based on these
studies, we conclude that the relationships between carrier sizes and treatment efficiencies remain unclear and may associate
with different factors (e.g. wastewater contains, bacteria species, bioreactor shape & volume etc.).Future designs of 3D-
printed biocarriers could be optimized by computational fluid dynamic tools to ensure the treatment outcomes.

Pore size is another important parameter that can affect MBBR performance. Under similar morphology,
biocarriers with smaller pore size can possess higher specific surface areas for cell attachment and biofilm development,
which can enhance the treatment efficiency of MBBRs through increasing the loads of biomass.!*3  However, carriers with
small pore size (high surface to volume ratio) can also demonstrate a strong tendency for clogging. Clogged pore spaces
reduce the mass transfer, which can significantly reduce the long-term treatment efficiency of MBBR.!% Generally, the
selection of pore size of carriers can be determined by the nature of the treatment process. Carriers with big pore size are
suitable for treatments requiring fast-growing aerobic biofilm in order to avoid loss of mass transfer caused by biofilm
induced clogging; whereas, carriers with small pore size can be applied in treatments based on slow-growing autotrophic
biofilm (e.g. nitrification) to increase the loads of biomass.'!!

It is widely believed that surface roughness can promote the development of stable biofilms in both growth and
stationary phases by (i) providing a larger surface area for attachment and (ii) providing anchors to protect the biofilm from
detachments due to fluid shearing and collision.!*> However, based on fundamental hydrodynamics, surface roughness may
also induce local turbulence and lead to the detachment of biofilm. Since MBBRSs can involve diverse hydrodynamic setups
and microbial communities based on individual treatment needs, 3D-printed biocarriers are considered as superior to
conventional batch fabricated counterparts, which allow rapid customization of biocarriers with desired surface roughness
to adapt to various conditions in MBBRs.

3.3.2 Materials and surface modifications

High density polyethylene (HDPE) (AnoxKaldnes™), Polypropylene (PP) (FLOCOR-Henderson) and
polyethylene (PE) (Seimens (USA)) are three commonly used materials in biocarrier fabrication for full size MBBRs owing
to their stability, plasticity, and proper density. Based on these carriers, the desired treatments of MBBRs have been widely
demonstrated in many studies.!#¢ As filaments of these materials for extrude-type 3-D printer are all commercially available,
future research is suggested to also explore HDPE, PP and PE based biocarriers, which can better adapt to existing MBBR
setups in the context of hydrodynamic setting and filling fractions as compared with recent developed acrylate polymer'?
and Nylon'?? based 3-D printed biocarriers.

In addition, surface modifications can improve the biological affinity to enhance the biomass load of biocarriers,
which has shown positive influence in treatment outcomes. For example, Zhang et al. coated hexadecyl trimethyl ammonium
chloride (CTAC) on basalt rock based biocarriers. Biofilms on the modified carriers show increased biomass loads and
microorganism diversity with shorter biofilm formation time.!#” Similar phenomena are also found by Chen et al. who studied
both ferric ion covered- and gelatin grafted- polyethylene carriers,'#® of which the modified carriers presented biocarriers
8.64 to 10.63 % increases in COD removal efficiencies. Furthermore, the HDPE-based biocarriers are also modified by
Klaus et al. through either ozone or potassium permanganate oxidations,'* which result in significant acceleration in
ammonia removals. Other surface modifications of biocarriers are also summarized in the review articles of Biase et al.!!!
Based on these studies, we identify that the reduction of both hydrophobic and electrostatic repulsions at bacteria-carrier
interfaces through coating/grafting/growing the hydrophilic yet positively-charged materials/functional groups on carrier
surface can favor the bacteria attachments and eventually lead to a boost in treatment efficiency. This principle can serve as
general guidance for future developments in the surface modifications of 3-D printed biocarriers.

3.3.3 Bioprinting

Recently, rapid developments in bioprinting provide opportunities in assembling these polymer immobilized
microorganisms into integrated communities.!’® Compared with conventional particular microbe-polymer matrix,
bioprinting allows rationally programming the assembling process in terms of the morphologies, compositions, cellular
interactions and microenvironments. These engineered microbial communities have demonstrated enhanced performance
over naturally-derived biosystems. These bioprinted microbial matrixes have demonstrated potentials in various applications
such as material synthesis'>' and biocatalysis.!*? For example, Qian et al. exploited freeze-dried cells as both biological
modules and structural supports, which significantly increased cell loading density, thereby increasing the biocatalytic
activity in their yeast-based hierarchical 3-D biocarriers.!3? Specifically, the mass transport within the living 3-D matrixes
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can be optimized by creating a highly porous lattice structure with a substantially expanded liquid-solid interface. The
productivity of the yeast-contained 3-D biocarriers increases threefold compared with its bulk counterpart, which contains
a similar amount of cells but with much lower surface area.'>

Beyond  these  biosynthesis

(a1) (b1) D R applications, the bioprinting strategy in
é/—\ @ - @ creating living materials also opens up

R S M possibilities in engineering microbial

e PeiR) it communities for wastewater treatments. Pu

it et al. seamlessly integrated the nanoscale

| J mediators (i.e. reduced graphene oxide)

on @n @n into the microbial matrix to maximize

(@2) ©2) ., :W,smpwﬂ:”; Sp2 «—- treatment e'fﬁciency of chromium ions
3 ‘ . (c2) (Cr(VI) (Flg. 6a).15% 13% Specifically, S.

- ™f g \ - — loihica PV-4 is known to be able to reduce

i; | g: i /” GO by its unique extracellular electron

§ of é o ' e transfer (EET) process.' As the EET of

= f s LR, TR PV-4 is mainly accomplished through the

of o o ,-' _/ Do conductive protein matrix on the bacterial
o e w W w N T outer membranes within the electron
tunneling distance (few nm), this as-
synthesized reduced graphene oxide (rGO)
is seamlessly coupled with the protein
matrix and greatly extends the electrically
active surface area of PV-4 communities.
Combined with a bioprinting platform, this
PV-41GO  hybrid matrix can be
hierarchically assembled into a “living
filter” which shows improved treatment
efficiency and chronic stability over
naturally derived biosystems. Although our
bioprinted carriers have demonstrated
promising results in lab-scale,
optimizations are inevitable before their
applications in full scale MBBRs. In addition to the material selection that have been discussed in previous sections, we
suggest three aspects that could be the focus of consecutive research, namely, (i) bioprinting mechanism, (ii) porosity and
interconnectivity and (iii) bacterial interactions.

Fig.6 (a) Bioprinted living filter for Cr¢* treatment (al) scheme of the living
filter consisted of PV-4 (biocatalysts), bio-reduced rGO (additional electron
transfer pathways) and alginate (structural supports) and (a2) Cr®" treatment
efficiency. The results indicate that this living filter can achieve around 90%
removal of Cr¢* after a 24 hour of treatment. Reproduced with permission
from ref. 153. (b) Genetic engineered B. subtilis-based living material for
pesticide treatments (bl) reaction cascades of biocatalytic organophosphate
pesticide degradations using assembled TasA-OPH and TasA-HisTag biofilms
(b2) concentrations of PAR (pesticide), PNP (intermediate product), and PAP
(non-toxic product) at different stages and their correspondent images.
Reproduced with permission from ref. 164. Copyright © 2018 Springer Nature.

Taking the advantages of the recent developments in biofabrication for tissue engineering, many bioprinting
mechanisms were comprehensively investigated using various mammalian cells as models. These studies are reviewed in
many book chapters and journal articles that focus on different prospects of bioprinting mechanisms such as designs,'>
terminology,"®” printability,!*® and materials.!*® Based on these articles, solution- and semi-solution based assembling
processes (e.g. stereolithography, liquid-phase gelation 3-D prints, extrusion etc.) are considered as a superior approach for
microbial bioprinting due to their biocompatibility, fabrication speed, and ability in scaling up; whereas the solid-phase
technologies such as electrospinning and laser sintering are usually challenged by insufficient cell viability.

Porosity and interconnectivity of bioprinted carriers can also play important roles in their performance.
Interconnected pores with sufficient openings (pore sizes) can effectively exchange supply (e.g. oxygen, organic matters,
etc.) and metabolic waste to support the growth and functions in the immobilized microbial communities, which are usually
desired in bioprinted structures.!®® However, one should expect increasing porosity to also significantly reduce the biomass
loads due to a large pore (vacant) space, which can eventually lead to a negative impact in overall treatment results. Hence,
the balance between porosity and biomass load is essential, which requires further in-depth investigations.

Bioprinting allows rational assembly of heterogeneous materials into complex structures (e.g. multi-layer
assemblies,'®! multi-material blocks,'*? and core-shell fibers!®® which provide unique potential in engineering the bacterial
interactions that can never be explored by traditional particular biocarriers. For example, aerobic and anaerobic bacteria can
be immobilized in a core-shell block by encapsulating anaerobic bacteria at core and aerobic bacteria at shell. This structure
allows spontaneous programming of the oxygen content (low at core and high at shell) to favor the growth of all species;
therefore, both aerobic and anaerobic treatments can be achieved in this biocarrier. Moving forward, various microbial
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consortia can be accommodated to advanced biocarriers through exploring emerging bioprinting tools; hence, more multi-
functional, high performance biocarriers are expected to be discovered in the near future.

Additionally, bioprinting has been also combined with powerful genetic engineering tools. Such a strategy allows
for creating customized microbial systems with desired and/or advanced functionalities for removal of toxic contaminants.
Huang et al. integrated B. subtilis into a tunable living material based on the genetically programmable TasA amyloid
machinery of that microorganism (Fig. 6b).1%* Through genetically modifying the TasA, the functionalities of either
organophosphate hydrolase (OPH) or HisTag-immobilized gold nanoparticles (AuNPs) can be expressed in the B. subtilis
bacterial matrices. OPH can catalyze the degradation of a pesticide, paraoxon, into paranitrophenol (PNP), while AuNPs
can further degrade PNP into harmless p-aminophenol. By rationally assembling the TasA-OPH - and TasA-HisTag-AuNPs
- bacterial communities with programmed biocatalytic cascades, Huang et al. created a living 3-D material for paraoxon
treatment.!%4

3.4 Sustainable approach - microbial fuel cell (MFC)

In biological wastewater treatment, energy consumption is always one of the major concerns that adversely impact
the environment. In this regard, microbial fuel cell (MFC) is proposed as an attractive solution by directly converting organic
waste inside wastewater into electricity.!®> 19 In MFC, bacteria on the anode decompose organic matter and free H" ions
and electrons by utilizing their unique EET capacities. Electrons produced by the bacteria from these substrates are
transferred to the anode (negative terminal) and flow to the cathode (positive terminal) to produce electricity. The H* ions
flow through the semi- permeable membrane to the cathode, then combine with dissolved oxygen by either bio- or abio-
catalyst-triggered oxygen reduction reactions (ORR) to form water. However, most studies indicated that electricity
generation due to low EET efficiency remains the major challenge to be solved before MFCs could recover sufficient energy
and truly reduce the environmental impacts of wastewater treatments.®> 97 To overcome this bottleneck, different designs
of MFCs along with their working principles, electrodes and bacteria species have been extensively investigated in the last
decades. Conventionally, energy density in MFC is enhanced through increasing the surface area of anode to maximize the
bacterial coverage. For this approach, carbon-based materials have been extensively studied to serve as the high performance
MFC anode due to their high surface area. Additionally, their biocompatibility and conductivity can also facilitate the
interactions between bacteria and the electrode. Recently, various carbon-based materials such as carbon cloth,'®® carbon
brush,'® carbon mesh,!”° carbon veil,'’! carbon paper,'’? graphite felt/rod/foam,!” granular graphite,'’ etc. have been tested
in MFC. The achievements of these works are well-summarized by Zhou et al.'’”*> and Santoro et al.'’® On the cathode of
MFC, various synthetic ORR catalysts can be applied to elevate the overall energy efficiency. Platinum (Pt) remains the
most effective catalyst of ORR and is widely used in MFC for high energy productions.!”” However, the complex
compositions in wastewater commonly challenge the long-term stability of Pt catalysts. Recently, many non-Pt catalysts
such as gold,'”® palladium!” and porphyrin-related compounds!8*-182 have also been used to build high performance yet long-
lasting MFCs. The current progress is reviewed by Wang et al.!$?

Furthermore, nanomaterials that possess superb electrical properties and tunability present great potential to
facilitate the EET at both bio-bio and bio-electrode interfaces to boost the energy generations inside MFC. State-of-the-art
development in nanomaterial assisted MFC have been reviewed and discussed by Hsu et al.®> Lastly, by exploiting
bioprinting (to accelerate the mass transfer) and nanomaterials (to facilitate the EET) to program the assembly of an S.
oneidensis MR-1 community, Freyman et al. created a bio-abiotic integrated MFC anode that demonstrate over two times
improvement in energy density as compared to its solid-state counterpart. This work provides significant insights in
advancing energy generation of bioanode through engineering microbial communities, which can open up many new
possibilities apart from conventional approaches that mainly focus on the materials of electrodes.!$*

4. Conclusion

Microorganisms have shown tremendous potential in restoring contaminated wastewater inexpensively and
sustainably. Recent progress in synthetic biology has provided reliable platforms to precisely engineer their structure and
function, enhance adsorption and catalytic capability, and improve the efficiency and specificity for biotreatment. The
advances in 3-D printing technology further promote microbial loading, mass transport and bioactivity through the
development of novel biocarriers. Together these efforts are opening up new opportunities for many relevant applications
from hazardous pollutant removal to valuable materials recovery and will benefit future research in minimizing potential
environmental risks caused by genetically engineered microorganisms and their scale-up production in the real word.

AUTHOR INFORMATION

Corresponding Author
* Xiaocheng. Jiang@tufts.edu

12



Environmental Science: Water Research & Technology

Author Contributions
1Y.Z. and H.H. contributed equally to this work.

ACKNOWLEDGMENT
The authors gratefully acknowledge support from the National Science Foundation (NSF DMR-1652095).

REFERENCES

1. Azubuike, C. C.; Chikere, C. B.; Okpokwasili, G. C., Bioremediation techniques—classification based on site of application: principles,
advantages, limitations and prospects. World Journal of Microbiology and Biotechnology 2016, 32 (11), 180.

2. Shon, H. K.; Phuntsho, S.; Chaudhary, D. S.; Vigneswaran, S.; Cho, J., Nanofiltration for water and wastewater treatment — a mini
review. Drink. Water Eng. Sci. 2013, 6 (1), 47-53.

3. Crini, G.; Lichtfouse, E., Advantages and disadvantages of techniques used for wastewater treatment. Environmental Chemistry Letters
2019, 77 (1), 145-155.

4. Epsztein, R.; Nir, O.; Lahav, O.; Green, M., Selective nitrate removal from groundwater using a hybrid nanofiltration—-reverse osmosis
filtration scheme. Chemical Engineering Journal 2015, 279, 372-378.

5. Herrero, M.; Stuckey, D. C., Bioaugmentation and its application in wastewater treatment: A review. Chemosphere 2015, 140, 119-128.
6. Christensen, M. L.; Keiding, K.; Nielsen, P. H.; Jorgensen, M. K., Dewatering in biological wastewater treatment: A review. Water
Research 2015, 82, 14-24.

7. Chandrangsu, P.; Rensing, C.; Helmann, J. D., Metal homeostasis and resistance in bacteria. Nature Reviews Microbiology 2017, 15
(6), 338-350.

8. Liu, L.; Bilal, M.; Duan, X.; Igbal, H. M. N., Mitigation of environmental pollution by genetically engineered bacteria — Current
challenges and future perspectives. Science of The Total Environment 2019, 667, 444-454.

9. Gupta, A.; Joia, J.; Sood, A.; Sood, R.; Sidhu, Y. S.; Kaur, G. In Microbes as Potential Tool for Remediation of Heavy Metals: A
Review, 2016.

10. Dixit, R.; Wasiullah; Malaviya, D.; Pandiyan, K.; Singh, B. U.; Sahu, A.; Shukla, R.; Singh, P. B.; Rai, P. J.; Sharma, K. P.;
Lade, H.; Paul, D., Bioremediation of Heavy Metals from Soil and Aquatic Environment: An Overview of Principles and Criteria of
Fundamental Processes. Sustainability 2015, 7 (2).

11. Winkler, M. K. H.; Straka, L., New directions in biological nitrogen removal and recovery from wastewater. Current Opinion in
Biotechnology 2019, 57, 50-55.

12. Nzila, A.; Razzak, A. S.; Zhu, J., Bioaugmentation: An Emerging Strategy of Industrial Wastewater Treatment for Reuse and Discharge.

International Journal of Environmental Research and Public Health 2016, 13 (9).

13. Elen Aquino, P.; Cleide Barbieri, S.; Claudio Augusto Oller, N., Engineering Bacteria for Bioremediation. 2011.

14. Dvorak, P.; Nikel, P. I.; Damborsky, J.; de Lorenzo, V., Bioremediation 3.0: Engineering pollutant-removing bacteria in the times of
systemic biology. Biotechnology Advances 2017, 35 (7), 845-866.

15. Janssen, D. B.; Stucki, G., Perspectives of genetically engineered microbes for groundwater bioremediation. Environmental Science:
Processes & Impacts 2020.

16. Arazoe, T.; Kondo, A.; Nishida, K., Targeted Nucleotide Editing Technologies for Microbial Metabolic Engineering. Biotechnology
Journal 2018, 13 (9), 1700596.

17. Daims, H.; Taylor, M. W.; Wagner, M., Wastewater treatment: a model system for microbial ecology. Trends in Biotechnology 2006,
24 (11), 483-489.

18. Haitjema, C. H.; Gilmore, S. P.; Henske, J. K.; Solomon, K. V.; de Groot, R.; Kuo, A.; Mondo, S. J.; Salamov, A. A.; LaButti,
K.; Zhao, Z.; Chiniquy, J.; Barry, K.; Brewer, H. M.; Purvine, S. O.; Wright, A. T.; Hainaut, M.; Boxma, B.; van Alen, T.; Hackstein,
J. H. P.; Henrissat, B.; Baker, S. E.; Grigoriev, I. V.; O'Malley, M. A., A parts list for fungal cellulosomes revealed by comparative
genomics. Nature Microbiology 2017, 2 (8), 17087.

19. Henske, J. K.; Wilken, S. E.; Solomon, K. V.; Smallwood, C. R.; Shutthanandan, V.; Evans, J. E.; Theodorou, M. K.; O'Malley,
M. A., Metabolic characterization of anaerobic fungi provides a path forward for bioprocessing of crude lignocellulose. Biotechnology and
Bioengineering 2018, 115 (4), 874-884.

20. Hsu, L. H.-H.; Aryasomayajula, A.; Selvaganapathy, P. R., A Review of Sensing Systems and Their Need for Environmental Water
Monitoring. 2016, 44 (5), 357-382.

21. Mittal, A., Biological Wastewater Treatment. Water Today 2011.

22. Kanaujiya, D. K.; Paul, T.; Sinharoy, A.; Pakshirajan, K., Biological Treatment Processes for the Removal of Organic Micropollutants
from Wastewater: a Review. Current Pollution Reports 2019, 5 (3), 112-128.

23.Joss, A.; Keller, E.; Alder, A. C.; Gobel, A.; McArdell, C. S.; Ternes, T.; Siegrist, H., Removal of pharmaceuticals and fragrances
in biological wastewater treatment. Water Research 2005, 39 (14), 3139-3152.

24. Javanbakht, V.; Alavi, S. A.; Zilouei, H., Mechanisms of heavy metal removal using microorganisms as biosorbent. Water Science
and Technology 2013, 69 (9), 1775-1787.

25. Ayangbenro, S. A.; Babalola, O. O., A New Strategy for Heavy Metal Polluted Environments: A Review of Microbial Biosorbents.
International Journal of Environmental Research and Public Health 2017, 14 (1).

26. Gupta, V. K.; Nayak, A.; Agarwal, S., Bioadsorbents for remediation of heavy metals: Current status and their future prospects.
Environmental Engineering Research 2015, 20 (1), 1-18.

27.Nzila, A.; Razzak, S. A.; Zhu, J., Bioaugmentation: An Emerging Strategy of Industrial Wastewater Treatment for Reuse and Discharge.

International journal of environmental research and public health 2016, 13 (9), 846.
28. Zhu, B.; Chen, Y.; Wei, N., Engineering Biocatalytic and Biosorptive Materials for Environmental Applications. Trends in
Biotechnology 2019, 37 (6), 661-676.

13

Page 14 of 20



Page 15 of 20

Environmental Science: Water Research & Technology

29. Wang, J.; Chen, C., Biosorbents for heavy metals removal and their future. Biotechnology Advances 2009, 27 (2), 195-226.

30. Vijayaraghavan, K.; Yun, Y.-S., Bacterial biosorbents and biosorption. Biotechnology Advances 2008, 26 (3), 266-291.

31.Li, P.-S.; Tao, H.-C., Cell surface engineering of microorganisms towards adsorption of heavy metals. Critical Reviews in Microbiology
2015, 41 (2), 140-149.

32. Diep, P.; Mahadevan, R.; Yakunin, A. F., Heavy Metal Removal by Bioaccumulation Using Genetically Engineered Microorganisms.
Frontiers in Bioengineering and Biotechnology 2018, 6, 157.

33. Pazirandeh, M.; Wells, B. M.; Ryan, R. L., Development of Bacterium-Based Heavy Metal Biosorbents: Enhanced Uptake of Cadmium
and Mercury by &lt;em&gt;Escherichia coli&lt;/em&gt; Expressing a Metal Binding Motif. Applied and Environmental Microbiology
1998, 64 (10), 4068.

34. Mejare, M.; Biilow, L., Metal-binding proteins and peptides in bioremediation and phytoremediation of heavy metals. Trends in
Biotechnology 2001, 19 (2), 67-73.

35. Kuroda, K.; Ueda, M., Molecular design of the microbial cell surface toward the recovery of metal ions. Current Opinion in
Biotechnology 2011, 22 (3), 427-433.

36. Li, H.; Cong, Y.; Lin, J.; Chang, Y., Enhanced tolerance and accumulation of heavy metal ions by engineered Escherichia coli
expressing Pyrus calleryana phytochelatin synthase. Journal of Basic Microbiology 2015, 55 (3), 398-405.

37.Li, H.-Y.; Cai, Z.-X.; Ding, J.-C.; Guo, X., Gigantically enhanced NO sensing properties of WO3/SnO2 double layer sensors with Pd
decoration. Sensors and Actuators B: Chemical 2015, 220, 398-405.

38.Liu, Q.; Yuan, F.; Liang, Y.; Li, Z., Cadmium adsorption by E. coli with surface displayed CadR. RSC Advances 2015, 5 (21), 16089-
16092.

39. Duprey, A.; Chansavang, V.; Frémion, F.; Gonthier, C.; Louis, Y.; Lejeune, P.; Springer, F.; Desjardin, V.; Rodrigue, A.; Dorel,
C., “NiCo Buster”: engineering E. coli for fast and efficient capture of cobalt and nickel. Journal of Biological Engineering 2014, 8 (1),
19.

40. Shahpiri, A.; Mohammadzadeh, A., Mercury removal by engineered Escherichia coli cells expressing different rice metallothionein
isoforms. Annals of Microbiology 2018, 68 (3), 145-152.

41. Reyes-Caballero, H.; Campanello, G. C.; Giedroc, D. P., Metalloregulatory proteins: Metal selectivity and allosteric switching.
Biophysical Chemistry 2011, 156 (2), 103-114.

42. Deng, X.; Jia, P., Construction and characterization of a photosynthetic bacterium genetically engineered for Hg2+ uptake. Bioresource
Technology 2011, 102 (3), 3083-3088.

43. Deng, X.; He, J.; He, N., Comparative study on Ni2+-affinity transport of nickel/cobalt permeases (NiCoTs) and the potential of
recombinant Escherichia coli for Ni2+ bioaccumulation. Bioresource Technology 2013, 130, 69-74.

44. Zhou, L.; Bosscher, M.; Zhang, C.; Ozgubukeu, S.; Zhang, L.; Zhang, W.; Li, C. J.; Liu, J.; Jensen, M. P.; Lai, L.; He, C., A
protein engineered to bind uranyl selectively and with femtomolar affinity. Nature Chemistry 2014, 6 (3), 236-241.

45. Mauro, J. M.; Pazirandeh, M., Construction and expression of functional multi-domain polypeptides in Escherichia coli: expression of
the Neurospora crassa metallothionein gene. Letters in Applied Microbiology 2000, 30 (2), 161-166.

46. Sheng, G.-P.; Yu, H.-Q.; Li, X.-Y., Extracellular polymeric substances (EPS) of microbial aggregates in biological wastewater
treatment systems: A review. Biotechnology Advances 2010, 28 (6), 882-894.

47. Dash, H. R.; Das, S., Interaction between mercuric chloride and extracellular polymers of biofilm-forming mercury resistant marine
bacterium Bacillus thuringiensis PW-05. RSC Advances 2016, 6 (111), 109793-109802.

48. Frangois, F.; Lombard, C.; Guigner, J.-M.; Soreau, P.; Brian-Jaisson, F.; Martino, G.; Vandervennet, M.; Garcia, D.; Molinier,
A.-L.; Pignol, D.; Peduzzi, J.; Zirah, S.; Rebuffat, S., Isolation and Characterization of Environmental Bacteria Capable of Extracellular
Biosorption of Mercury. Applied and Environmental Microbiology 2012, 78 (4), 1097.

49. Meliani, A.; Bensoltane, A., Biofilm-Mediated Heavy Metals Bioremediation in PGPR Pseudomonas. Journal of Bioremediation &
Biodegradation 2016, 7 (5), 1-9.

50. Gupta, P.; Diwan, B., Bacterial Exopolysaccharide mediated heavy metal removal: A Review on biosynthesis, mechanism and
remediation strategies. Biotechnol Rep (Amst) 2016, 13, 58-71.

51. Hao, L.; Guo, Y.; Byrne, J. M.; Zeitvogel, F.; Schmid, G.; Ingino, P.; Li, J.; Neu, T. R.; Swanner, E. D.; Kappler, A.; Obst, M.,
Binding of heavy metal ions in aggregates of microbial cells, EPS and biogenic iron minerals measured in-situ using metal- and
glycoconjugates-specific fluorophores. Geochimica et Cosmochimica Acta 2016, 180, 66-96.

52. Tay, P. K. R.; Nguyen, P. Q.; Joshi, N. S.,; A Synthetic Circuit for Mercury Bioremediation Using Self-Assembling Functional
Amyloids. ACS Synthetic Biology 2017, 6 (10), 1841-1850.

53. Dorval Courchesne, N.-M.; Duraj-Thatte, A.; Tay, P. K. R.; Nguyen, P. Q.; Joshi, N. S., Scalable Production of Genetically Engineered
Nanofibrous Macroscopic Materials via Filtration. ACS Biomaterials Science & Engineering 2017, 3 (5), 733-741.

54. Das, N.; Chandran, P., Microbial Degradation of Petroleum Hydrocarbon Contaminants: An Overview %J Biotechnology Research
International. 2011, 20/71.

55. Randhawa, G. K.; Kullar, J. S., Bioremediation of pharmaceuticals, pesticides, and petrochemicals with gomeya/cow dung. ISRN
Pharmacol 2011, 2011, 362459-362459.

56. Lovley, D. R., Cleaning up with genomics: applying molecular biology to bioremediation. Nature Reviews Microbiology 2003, 1 (1),
35-44.

57. Lovley, D. R., Anaerobes to the Rescue. Science 2001, 293 (5534), 1444.

58. Mohn, W. W.; Tiedje, J. M., Microbial reductive dehalogenation. Microbiological Reviews 1992, 56 (3), 482.

59. Zanaroli, G.; Negroni, A.; Higgblom, M. M.; Fava, F., Microbial dehalogenation of organohalides in marine and estuarine
environments. Current Opinion in Biotechnology 2015, 33, 287-295.

60. Nelson, J. L.; Fung, J. M.; Cadillo-Quiroz, H.; Cheng, X.; Zinder, S. H., A Role for Dehalobacter spp. in the Reductive Dehalogenation
of Dichlorobenzenes and Monochlorobenzene. Environmental Science & Technology 2011, 45 (16), 6806-6813.

61. Kumar, A.; Hsu, L. H.-H.; Kavanagh, P.; Barri¢re, F.; Lens, P. N. L.; Lapinsonniére, L.; Lienhard V, J. H.; Schréder, U.; Jiang,
X.; Leech, D., The ins and outs of microorganism—electrode electron transfer reactions. Nature Reviews Chemistry 2017, 1 (3), 0024.

14



Environmental Science: Water Research & Technology

62. Hsu, L.; Deng, P.; Zhang, Y.; Nguyen, H. N.; Jiang, X., Nanostructured interfaces for probing and facilitating extracellular electron
transfer. Journal of Materials Chemistry B 2018, 6 (44), 7144-7158.

63. Malvankar, N. S.; Vargas, M.; Nevin, K. P.; Franks, A. E.; Leang, C.; Kim, B.-C.; Inoue, K.; Mester, T.; Covalla, S. F.; Johnson,
J. P.; Rotello, V. M.; Tuominen, M. T.; Lovley, D. R., Tunable metallic-like conductivity in microbial nanowire networks. Nature
Nanotechnology 2011, 6 (9), 573-579.

64. Shi, L.; Dong, H.; Reguera, G.; Beyenal, H.; Lu, A.; Liu,J.; Yu, H.-Q.; Fredrickson, J. K., Extracellular electron transfer mechanisms
between microorganisms and minerals. Nature Reviews Microbiology 2016, 14 (10), 651-662.

65. Wang, G.; Zhang, B.; Li, S.; Yang, M.; Yin, C., Simultaneous microbial reduction of vanadium (V) and chromium (VI) by Shewanella
loihica PV-4. Bioresource Technology 2017, 227, 353-358.

66. Shelobolina, E. S.; Coppi, M. V.; Korenevsky, A. A.; DiDonato, L. N.; Sullivan, S. A.; Konishi, H.; Xu, H.; Leang, C.; Butler, J.
E.; Kim, B.-C.; Lovley, D. R., Importance of c-Type cytochromes for U(VI) reduction by Geobacter sulfurreducens. BMC Microbiol 2007,
7, 16-16.

67. Min, B.; Logan, B. E., Continuous Electricity Generation from Domestic Wastewater and Organic Substrates in a Flat Plate Microbial
Fuel Cell. Environmental Science & Technology 2004, 38 (21), 5809-5814.

68. Velvizhi, G.; Venkata Mohan, S., Bioelectrogenic role of anoxic microbial anode in the treatment of chemical wastewater: Microbial
dynamics with bioelectro-characterization. Water Research 2015, 70, 52-63.

69. Hernandez-Fernandez, F. J.; Pérez de los Rios, A.; Salar-Garcia, M. J.; Ortiz-Martinez, V. M.; Lozano-Blanco, L. J.; Godinez, C.;
Tomas-Alonso, F.; Quesada-Medina, J., Recent progress and perspectives in microbial fuel cells for bioenergy generation and wastewater
treatment. Fuel Processing Technology 2015, 138, 284-297.

70. He, L.; Du, P.; Chen, Y.; Lu, H.; Cheng, X.; Chang, B.; Wang, Z., Advances in microbial fuel cells for wastewater treatment.
Renewable and Sustainable Energy Reviews 2017, 71, 388-403.

71. Ramirez-Vargas, A. C.; Prado, A.; Arias, A. C.; Carvalho, N. P.; Esteve-Nuiiez, A.; Brix, H., Microbial Electrochemical Technologies
for Wastewater Treatment: Principles and Evolution from Microbial Fuel Cells to Bioelectrochemical-Based Constructed Wetlands. Water
2018, 10 (9).

72. Nascimento, A. L.; Souza, A. J.; Andrade, P. A. M.; Andreote, F. D.; Coscione, A. R.; Oliveira, F. C.; Regitano, J. B., Sewage
Sludge Microbial Structures and Relations to Their Sources, Treatments, and Chemical Attributes. Frontiers in Microbiology 2018, 9,
1462.

73. Padan, E.; Bibi, E.; Ito, M.; Krulwich, T. A., Alkaline pH homeostasis in bacteria: new insights. Biochim Biophys Acta 2005, 1717
(2), 67-88.

74.Yong, Y.-C.; Cai, Z.; Yu, Y.-Y.; Chen, P.; Jiang, R.; Cao, B.; Sun, J.-Z.; Wang, J.-Y; Song, H., Increase of riboflavin biosynthesis
underlies enhancement of extracellular electron transfer of Shewanella in alkaline microbial fuel cells. Bioresource Technology 2013, 130,
763-768.

75.Dai, Z.; Zhang, S.; Yang, Q.; Zhang, W.; Qian, X.; Dong, W.; Jiang, M.; Xin, F., Genetic tool development and systemic regulation
in biosynthetic technology. Biotechnol Biofuels 2018, 11, 152-152.

76. Dangi, A. K.; Sharma, B.; Hill, R. T.; Shukla, P., Bioremediation through microbes: systems biology and metabolic engineering
approach. Critical Reviews in Biotechnology 2019, 39 (1), 79-98.

77. Baweja, M.; Nain, L.; Kawarabayasi, Y.; Shukla, P., Current Technological Improvements in Enzymes toward Their Biotechnological
Applications. 2016, 7 (965).

78. Demarche, P.; Junghanns, C.; Nair, R. R.; Agathos, S. N., Harnessing the power of enzymes for environmental stewardship.
Biotechnology Advances 2012, 30 (5), 933-953.

79. Coconi-Linares, N.; Ortiz-Vazquez, E.; Fernandez, F.; Loske, A. M.; Gomez-Lim, M. A., Recombinant expression of four
oxidoreductases in Phanerochaete chrysosporium improves degradation of phenolic and non-phenolic substrates. Journal of Biotechnology
2015, 209, 76-84.

80. Harford-Cross, C. F.; Carmichael, A. B.; Allan, F. K.; England, P. A.; Rouch, D. A.; Wong, L.-L., Protein engineering of cytochrome
P450cam (CYP101) for the oxidation of polycyclic aromatic hydrocarbons. Protein Engineering, Design and Selection 2000, 13 (2), 121-
128.

81. Glick, B. R., Metabolic load and heterologous gene expression. Biotechnology Advances 1995, 13 (2), 247-261.

82. Demko, M.; Chrést, L.; Dvoiak, P.; Damborsky, J.; Safranek, D., Computational Modelling of Metabolic Burden and Substrate
Toxicity in Escherichia coli Carrying a Synthetic Metabolic Pathway. Microorganisms 2019, 7 (11), 553.

83. Kurumbang, N. P.; Dvorak, P.; Bendl, J.; Brezovsky, J.; Prokop, Z.; Damborsky, J., Computer-Assisted Engineering of the Synthetic
Pathway for Biodegradation of a Toxic Persistent Pollutant. ACS Synthetic Biology 2014, 3 (3), 172-181.

84. Gong, T.; Liu, R;; Zuo, Z.; Che, Y.; Yu, H.; Song, C.; Yang, C., Metabolic Engineering of Pseudomonas putida KT2440 for
Complete Mineralization of Methyl Parathion and y-Hexachlorocyclohexane. ACS Synthetic Biology 2016, 5 (5), 434-442.

85.Fang, Z.; Moradian, J. M.; Wang, Y.-Z.; Yu, Y.-Y.; Liu, X.; Yong, Y.-C., Bioengineering of Bacterial Extracellular Electron Transfer
Towards Sustainable Wastewater Treatment. In Bioelectrochemistry Stimulated Environmental Remediation: From Bioelectrorespiration
to Bioelectrodegradation, Wang, A.-J.; Liang, B.; Li, Z.-L.; Cheng, H.-Y., Eds. Springer Singapore: Singapore, 2019; pp 1-21.

86. Izallalen, M.; Mahadevan, R.; Burgard, A.; Postier, B.; Didonato, R.; Sun, J.; Schilling, C. H.; Lovley, D. R., Geobacter
sulfurreducens strain engineered for increased rates of respiration. Metabolic Engineering 2008, 10 (5), 267-275.

87. Yang, Y.; Ding, Y.; Hu, Y.; Cao, B.; Rice, S. A.; Kjelleberg, S.; Song, H., Enhancing Bidirectional Electron Transfer of Shewanella
oneidensis by a Synthetic Flavin Pathway. ACS Synthetic Biology 2015, 4 (7), 815-823.

88. Brenner, K.; You, L.; Arnold, F. H., Engineering microbial consortia: a new frontier in synthetic biology. Trends in Biotechnology
2008, 26 (9), 483-489.

89. Bernstein, H. C.; Carlson, R. P., MICROBIAL CONSORTIA ENGINEERING FOR CELLULAR FACTORIES: IN VITRO TO IN
SILICO SYSTEMS. Computational and Structural Biotechnology Journal 2012, 3 (4), €201210017.

90. Azaizeh, H.; Kurzbaum, E.; Said, O.; Jaradat, H.; Menashe, O., The potential of autochthonous microbial culture encapsulation in a
confined environment for phenol biodegradation. Environmental Science and Pollution Research 2015, 22 (19), 15179-15187.

15

Page 16 of 20



Page 17 of 20

Environmental Science: Water Research & Technology

91. Ogbonna, J. C.; Yoshizawa, H.; Tanaka, H., Treatment of high strength organic wastewater by a mixed culture of photosynthetic
microorganisms. Journal of Applied Phycology 2000, 12 (3), 277-284.

92. Dahiya, S.; Venkata Mohan, S., Strategic Design of Synthetic Consortium with Embedded Wastewater Treatment Potential:
Deciphering the Competence of Isolates from Diverse Microbiome. 2016, 4 (30).

93. Chen, Q.; Ni,J.; Ma, T.; Liu, T.; Zheng, M., Bioaugmentation treatment of municipal wastewater with heterotrophic-aerobic nitrogen
removal bacteria in a pilot-scale SBR. Bioresource Technology 2015, 183, 25-32.

94. Subashchandrabose, S. R.; Ramakrishnan, B.; Megharaj, M.; Venkateswarlu, K.; Naidu, R., Consortia of cyanobacteria/microalgae
and bacteria: Biotechnological potential. Biotechnology Advances 2011, 29 (6), 896-907.

95. Gongalves, A. L.; Pires, J. C. M.; Simdes, M., A review on the use of microalgal consortia for wastewater treatment. 4/gal Research
2017, 24, 403-415.

96. Swift, C. L.; Brown, J. L.; Seppéld, S.; O’Malley, M. A., Co-cultivation of the anaerobic fungus Anaeromyces robustus with
Methanobacterium bryantii enhances transcription of carbohydrate active enzymes. Journal of Industrial Microbiology & Biotechnology
2019, 46 (9), 1427-1433.

97. Teunissen, M. J.; Kets, E. P. W.; Op den Camp, H. J. M.; Huis in't Veld, J. H. J.; Vogels, G. D., Effect of coculture of anaerobic
fungi isolated from ruminants and non-ruminants with methanogenic bacteria on cellulolytic and xylanolytic enzyme activities. Archives
of Microbiology 1992, 157 (2), 176-182.

98. Ezezika, O. C.; Singer, P. A., Genetically engineered oil-eating microbes for bioremediation: Prospects and regulatory challenges.
Technology in Society 2010, 32 (4), 331-335.

99. Rosano, G. L.; Ceccarelli, E. A., Recombinant protein expression in Escherichia coli: advances and challenges. Frontiers in
microbiology 2014, 5, 172-172.

100. Na, G.; Wolfe, A.; Ko, C.; Youn, H.; Lee, Y.-M.; Byun, S. J.; Jeon, I.; Koo, Y., A low-copy-number plasmid for retrieval of toxic
genes from BACs and generation of conditional targeting constructs. Mol Biotechnol 2013, 54 (2), 504-514.

101. Rahube, T. O.; Viana, L. S.; Koraimann, G.; Yost, C. K., Characterization and comparative analysis of antibiotic resistance plasmids
isolated from a wastewater treatment plant. Frontiers in microbiology 2014, 5, 558-558.

102. Paul, D.; Pandey, G.; Jain, R. K., Suicidal genetically engineered microorganisms for bioremediation: Need and perspectives.
BioEssays 2005, 27 (5), 563-573.

103. Hsu, Patrick D.; Lander, Eric S.; Zhang, F., Development and Applications of CRISPR-Cas9 for Genome Engineering. Cell 2014,
157 (6), 1262-1278.

104. Metje-Sprink, J.; Menz, J.; Modrzejewski, D.; Sprink, T., DNA-Free Genome Editing: Past, Present and Future. Frontiers in Plant
Science 2019, 9, 1957.

105. Henze, M.; van Loosdrecht, M. C. M.; Ekama, G. A.; Brdjanovic, D., Biological Wastewater Treatment: Principles, Modelling and
Design. IWA Publishing: 2008. https://doi.org/10.2166/9781780401867.

106. Yildiz, B. S., 18 - Water and wastewater treatment: biological processes. In Metropolitan Sustainability, Zeman, F., Ed. Woodhead
Publishing: 2012; pp 406-428.

107. Narayanan, C. M.; Narayan, V., Biological wastewater treatment and bioreactor design: a review. Sustainable Environment Research
2019, 29 (1), 33.

108. Schlegel, S.; Koeser, H., Wastewater treatment with submerged fixed bed biofilm reactor systems — design rules, operating experiences
and ongoing developments. Water Science and Technology 2007, 55 (8-9), 83-89.

109. Coelhoso, I.; Boaventura, R.; Rodrigues, A., Biofilm reactors: An experimental and modeling study of wastewater denitrification in
fluidized-bed reactors of activated carbon particles. Biotechnology and Bioengineering 1992, 40 (5), 625-633.

110. Asri, M.; Elabed, S.; Ibnsouda Koraichi, S.; El Ghachtouli, N., Biofilm-Based Systems for Industrial Wastewater Treatment. In
Handbook of Environmental Materials Management, Hussain, C. M., Ed. Springer International Publishing: Cham, 2018; pp 1-21.

111. di Biase, A.; Kowalski, M. S.; Devlin, T. R.; Oleszkiewicz, J. A., Moving bed biofilm reactor technology in municipal wastewater
treatment: A review. Journal of Environmental Management 2019, 247, 849-866.

112. Rusten, B.; Hem, L. J.; @degaard, H., Nitrogen Removal from Dilute Wastewater in Cold Climate Using Moving-Bed Biofilm
Reactors. Water Environment Research 1995, 67 (1), 65-74.

113. Jianlong, W.; Hanchang, S.; Yi, Q., Wastewater treatment in a hybrid biological reactor (HBR): effect of organic loading rates.
Process Biochemistry 2000, 36 (4), 297-303.

114. Song, Z.; Zhang, X.; Ngo, H. H.; Guo, W.; Song, P.; Zhang, Y.; Wen, H.; Guo, J., Zeolite powder based polyurethane sponges as
biocarriers in moving bed biofilm reactor for improving nitrogen removal of municipal wastewater. Science of The Total Environment
2019, 651, 1078-1086.

115. Heitkamp, M. A.; Stewart, W. P., A novel porous nylon biocarrier for immobilized bacteria. Applied and Environmental Microbiology
1996, 62 (12), 4659.

116. Dong, Z.; Lu, M.; Huang, W.; Xu, X., Treatment of oilfield wastewater in moving bed biofilm reactors using a novel suspended
ceramic biocarrier. Journal of Hazardous Materials 2011, 196, 123-130.

117. Mol, N.; Kut, O. M.; Dunn, 1. J., Adsorption of Toxic Shocks on Carriers in Anaerobic Biofilm Fluidized Bed Reactors. Water
Science and Technology 1993, 28 (2), 55-65.

118. Surkatti, R.; El-Naas, M. H., Biological treatment of wastewater contaminated with p-cresol using Pseudomonas putida immobilized
in polyvinyl alcohol (PVA) gel. Journal of Water Process Engineering 2014, 1, 84-90.

119. Manohar, S.; Karegoudar, T. B., Degradation of naphthalene by cells of Pseudomonas sp. strain NGK 1 immobilized in alginate, agar
and polyacrylamide. Applied Microbiology and Biotechnology 1998, 49 (6), 785-792.

120. Parameswarappa, S.; Karigar, C.; Nagenahalli, M., Degradation of ethylbenzene by free and immobilized Pseudomonasfluorescens-
CS2. Biodegradation 2008, 19 (1), 137-144.

121. Bouabidi, Z. B.; El-Naas, M. H.; Zhang, Z., Immobilization of microbial cells for the biotreatment of wastewater: A review.
Environmental Chemistry Letters 2019, 17 (1), 241-257.

16


https://doi.org/10.2166/9781780401867

Environmental Science: Water Research & Technology

122. Dong, Y.; Fan, S.-Q.; Shen, Y.; Yang, J.-X.; Yan, P.; Chen, Y.-P.; Li, J.; Guo,J.-S.; Duan, X.-M.; Fang, F.; Liu, S.-Y., A Novel
Bio-carrier Fabricated Using 3D Printing Technique for Wastewater Treatment. Scientific Reports 2015, 5 (1), 12400.

123. Elliott, O.; Gray, S.; McClay, M.; Nassief, B.; Nunnelley, A.; Vogt, E.; Ekong, J.; Kardel, K.; Khoshkhoo, A.; Proafio, G.;
Blersch, D. M.; Carrano, A. L., Design and Manufacturing of High Surface Area 3D-Printed Media for Moving Bed Bioreactors for
Wastewater Treatment. Journal of Contemporary Water Research & Education 2017, 160 (1), 144-156.

124. El-Naas, M. H.; Mourad, A.-H. 1.; Surkatti, R., Evaluation of the characteristics of polyvinyl alcohol (PVA) as matrices for the
immobilization of Pseudomonas putida. International Biodeterioration & Biodegradation 2013, 85, 413-420.

125. O'Reilly, K. T.; Crawford, R. L., Degradation of pentachlorophenol by polyurethane-immobilized Flavobacterium cells. Applied and
environmental microbiology 1989, 55 (9), 2113-2118.

126. Banerjee, A.; Ghoshal, A. K., Biodegradation of real petroleum wastewater by immobilized hyper phenol-tolerant strains of Bacillus
cereus in a fluidized bed bioreactor. 3 Biotech 2016, 6 (2), 137-137.

127. Chen, Y.-M.; Lin, T.-F.; Huang, C.; Lin, J.-C.; Hsieh, F.-M., Degradation of phenol and TCE using suspended and chitosan-bead
immobilized Pseudomonas putida. Journal of Hazardous Materials 2007, 148 (3), 660-670.

128. Gardin, H.; Pauss, A., k-carrageenan/gelatin gel beads for the co-immobilization of aerobic and anaerobic microbial communities
degrading 2,4,6-trichlorophenol under air-limited conditions. Applied Microbiology and Biotechnology 2001, 56 (3), 517-523.

129. Smidsred, O.; Skja’k-Brik, G., Alginate as immobilization matrix for cells. Trends in Biotechnology 1990, 8, 71-78.

130. Ozer, T. B.; Erkaya, I. A.; Udoh, A. U.; Duygu, D. Y.; Akbulut, A.; Bayramoglu, G.; Arica, M. Y., Biosorption of Cr(VI) by free
and immobilized Pediastrum boryanum biomass: equilibrium, kinetic, and thermodynamic studies. Environmental Science and Pollution
Research 2012, 19 (7), 2983-2993.

131. Szczgsna-Antczak, M.; Antczak, T.; Bielecki, S., Stability of extracellular proteinase productivity by Bacillus subtilis cells
immobilized in PVA-cryogel. Enzyme and Microbial Technology 2004, 34 (2), 168-176.

132. El-Naas, M. H.; Surkatti, R.; Al-Zuhair, S., Petroleum refinery wastewater treatment: A pilot scale study. Journal of Water Process
Engineering 2016, 14, 71-76.

133. El-Naas, M. H.; Al-Muhtaseb, S. A.; Makhlouf, S., Biodegradation of phenol by Pseudomonas putida immobilized in polyvinyl
alcohol (PVA) gel. Journal of Hazardous Materials 2009, 164 (2), 720-725.

134. Dwyer, D. F.; Krumme, M. L.; Boyd, S. A.; Tiedje, J. M., Kinetics of Phenol Biodegradation by an Immobilized Methanogenic
Consortium. Applied and Environmental Microbiology 1986, 52 (2), 345.

135. Chang, H. T.; Rittmann, B. E.; Amar, D.; Heim, R.; Ehlinger, O.; Lesty, Y., Biofilm detachment mechanisms in a liquid-fluidized
bed. Biotechnology and Bioengineering 1991, 38 (5), 499-506.

136. Paul, E.; Ochoa, J. C.; Pechaud, Y.; Liu, Y.; Liné, A., Effect of shear stress and growth conditions on detachment and physical
properties of biofilms. Water research 2012, 46 (17), 5499-5508.

137. Thomen, P.; Robert, J.; Monmeyran, A.; Bitbol, A.-F.; Douarche, C.; Henry, N., Bacterial biofilm under flow: First a physical
struggle to stay, then a matter of breathing. PLOS ONE 2017, 12 (4), e0175197.

138. Schwartz, J. J.; Boydston, A. J., Multimaterial actinic spatial control 3D and 4D printing. Nature Communications 2019, 10 (1), 791.
139. Chai, S.; Guo, J.; Chai, Y.; Cai, J.; Gao, L., Anaerobic treatment of winery wastewater in moving bed biofilm reactors. Desalination
and Water Treatment 2014, 52 (10-12), 1841-1849.

140. Ahmad, M.; Liu, S.; Mahmood, N.; Mahmood, A.; Ali, M.; Zheng, M.; Ni, J., Effects of porous carrier size on biofilm development,
microbial distribution and nitrogen removal in microaerobic bioreactors. Bioresource Technology 2017, 234, 360-369.

141. @degaard, H.; Gisvold, B.; Strickland, J., The influence of carrier size and shape in the moving bed biofilm process. Water Science
and Technology 2000, 41 (4-5), 383-391.

142. Dias, J.; Bellingham, M.; Hassan, J.; Barrett, M.; Stephenson, T.; Soares, A., Influence of carrier media physical properties on start-
up of moving attached growth systems. Bioresource Technology 2018, 266, 463-471.

143. Jeon, M. S.; Jeon, Y.; Hwang, J. H.; Heu, C. S.; Jin, S.; Shin, J.; Song, Y.; Chang Kim, S.; Cho, B.-K.; Lee, J.-K.; Kim, D. R,
Fabrication of three-dimensional porous carbon scaffolds with tunable pore sizes for effective cell confinement. Carbon 2018, 130, 814-
821.

144. Hokkanen, S.; Bhatnagar, A.; Sillanpda, M., A review on modification methods to cellulose-based adsorbents to improve adsorption
capacity. Water research 2016, 91, 156-173.

145. Bolton, J.; Tummala, A.; Kapadia, C.; Dandamudi, M.; Belovich Joanne, M., Procedure to Quantify Biofilm Activity on Carriers
Used in Wastewater Treatment Systems. Journal of Environmental Engineering 2006, 132 (11), 1422-1430.

146. Cowan-Ellsberry, C.; Belanger, S.; Dorn, P.; Dyer, S.; McAvoy, D.; Sanderson, H.; Versteeg, D.; Ferrer, D.; Stanton, K.,
Environmental Safety of the Use of Major Surfactant Classes in North America. Crit Rev Environ Sci Technol 2014, 44 (17), 1893-1993.
147. Zhang, X.; Zhou, X.; Xie, Y.; Rong, X.; Liu, Z.; Xiao, X.; Liang, Z.; Jiang, S.; Wei, J.; Wu, Z., A sustainable bio-carrier medium
for wastewater treatment: Modified basalt fiber. Journal of Cleaner Production 2019, 225, 472-480.

148. Chen, S.; Cheng, X.; Zhang, X.; Sun, D., Influence of surface modification of polyethylene biocarriers on biofilm properties and
wastewater treatment efficiency in moving-bed biofilm reactors. Water Science and Technology 2012, 65 (6), 1021-1026.

149. Klaus, S.; McLee, P.; Schuler, A. J.; Bott, C., Methods for increasing the rate of anammox attachment in a sidestream
deammonification MBBR. Water Science and Technology 2016, 74 (1), 110-117.

150. Hsu, L.; Jiang, X., ‘Living’ Inks for 3D Bioprinting. Trends in Biotechnology 2019, 37 (8), 795-796.

151. Schaffner, M.; Riihs, P. A.; Coulter, F.; Kilcher, S.; Studart, A. R., 3D printing of bacteria into functional complex materials. Science
Advances 2017, 3 (12), eaao6804.

152. Qian, F.; Zhu, C.; Knipe, J. M.; Ruelas, S.; Stolaroff, J. K.; DeOtte, J. R.; Duoss, E. B.; Spadaccini, C. M.; Henard, C. A;
Guarnieri, M. T.; Baker, S. E., Direct Writing of Tunable Living Inks for Bioprocess Intensification. Nano Letters 2019, 19 (9), 5829-
5835.

153. Deng, P.; Jiang, X., Multi-Dimensional and Multi-Length Scale Assembly of Functional Biomaterial. In 2019 MRS MRS Fall Meetings
& Exhibits, 2019; Vol. 1499.

17

Page 18 of 20



Page 19 of 20

Environmental Science: Water Research & Technology

154. Deng, P.; Xu, A.; Jiang, X., Bottom-Up Assembled Hierarchical Bacterial Network of Chronical Stability. In 2019 MRS MRS Fall
Meetings & Exhibits, 2019; Vol. 1665.

155. Hsu, L. H.-H.; Zhang, Y.; Deng, P.; Dai, X.; Jiang, X., Biosynthetic Electronic Interfaces for Bridging Microbial and Inorganic
Electron Transport. Nano Letters 2019, 19 (12), 8787-8792.

156. Lee, J. M.; Yeong, W. Y., Design and Printing Strategies in 3D Bioprinting of Cell-Hydrogels: A Review. Advanced Healthcare
Materials 2016, 5 (22), 2856-2865.

157. Machala, Z.; Pavlovich, M. J., A New Phase in Applied Biology. Trends in Biotechnology 2018, 36 (6), 577-578.

158. Kyle, S.; Jessop, Z. M.; Al-Sabah, A.; Whitaker, I. S., ‘Printability' of Candidate Biomaterials for Extrusion Based 3D Printing:
State-of-the-Art. Advanced Healthcare Materials 2017, 6 (16), 1700264.

159. Merceron, T. K.; Murphy, S. V., Chapter 14 - Hydrogels for 3D Bioprinting Applications. In Essentials of 3D Biofabrication and
Translation, Atala, A.; Yoo, J. J., Eds. Academic Press: Boston, 2015; pp 249-270.

160. Li, J.; Chen, M.; Fan, X.; Zhou, H., Recent advances in bioprinting techniques: approaches, applications and future prospects. Journal
of Translational Medicine 2016, 14 (1), 271.

161. Connell, J. L.; Ritschdorff, E. T.; Whiteley, M.; Shear, J. B., 3D printing of microscopic bacterial communities. Proceedings of the
National Academy of Sciences 2013, 110 (46), 18380.

162. Highley, C. B.; Rodell, C. B.; Burdick, J. A., Direct 3D Printing of Shear-Thinning Hydrogels into Self-Healing Hydrogels. Advanced
Materials 2015, 27 (34), 5075-5079.

163. Hsu, L.; Deng, P.; Zhang, Y.; Jiang, X., Core/Shell Bacterial Cables: A One-Dimensional Platform for Probing Microbial Electron
Transfer. Nano Letters 2018, 18 (7), 4606-4610.

164. Huang, J.; Liu, S.; Zhang, C.; Wang, X.; Pu,J.; Ba,F.; Xue, S.; Ye, H.; Zhao, T.; Li, K.; Wang, Y.; Zhang, J.; Wang, L.; Fan,
C.; Lu, T. K.; Zhong, C., Programmable and printable Bacillus subtilis biofilms as engineered living materials. Nature Chemical Biology
2019, 15 (1), 34-41.

165. Liu, H.; Ramnarayanan, R.; Logan, B. E., Production of Electricity during Wastewater Treatment Using a Single Chamber Microbial
Fuel Cell. Environmental Science & Technology 2004, 38 (7), 2281-2285.

166. Introduction. In Microbial Fuel Cells, pp 1-11.

167. Jiang, X.; Hu, J.; Lieber, A. M.; Jackan, C. S.; Biffinger, J. C.; Fitzgerald, L. A.; Ringeisen, B. R.; Lieber, C. M., Nanoparticle
Facilitated Extracellular Electron Transfer in Microbial Fuel Cells. Nano Letters 2014, 14 (11), 6737-6742.

168. Cheng, S.; Logan, B. E., Ammonia treatment of carbon cloth anodes to enhance power generation of microbial fuel cells.
Electrochemistry Communications 2007, 9 (3), 492-496.

169. Feng, Y.; Yang, Q.; Wang, X.; Logan, B. E., Treatment of carbon fiber brush anodes for improving power generation in air—cathode
microbial fuel cells. Journal of Power Sources 2010, 195 (7), 1841-1844.

170. Wang, X.; Cheng, S.; Feng, Y.; Merrill, M. D.; Saito, T.; Logan, B. E., Use of Carbon Mesh Anodes and the Effect of Different
Pretreatment Methods on Power Production in Microbial Fuel Cells. Environmental Science & Technology 2009, 43 (17), 6870-6874.
171. Ieropoulos, I.; Greenman, J.; Melhuish, C., Microbial fuel cells based on carbon veil electrodes: Stack configuration and scalability.
International Journal of Energy Research 2008, 32 (13), 1228-1240.

172. Liu, H.; Cheng, S.; Logan, B. E., Power Generation in Fed-Batch Microbial Fuel Cells as a Function of Ionic Strength, Temperature,
and Reactor Configuration. Environmental Science & Technology 2005, 39 (14), 5488-5493.

173. Chaudhuri, S. K.; Lovley, D. R., Electricity generation by direct oxidation of glucose in mediatorless microbial fuel cells. Nature
Biotechnology 2003, 21 (10), 1229-1232.

174. You, S.; Zhao, Q.; Zhang, J.; Jiang, J.; Wan, C.; Du, M.; Zhao, S., A graphite-granule membrane-less tubular air-cathode microbial
fuel cell for power generation under continuously operational conditions. Journal of Power Sources 2007, 173 (1), 172-177.

175. Zhou, M.; Chi, M.; Luo, J.; He, H.; Jin, T., An overview of electrode materials in microbial fuel cells. Journal of Power Sources
2011, /96 (10), 4427-4435.

176. Santoro, C.; Arbizzani, C.; Erable, B.; Ieropoulos, I., Microbial fuel cells: From fundamentals to applications. A review. Journal of’
Power Sources 2017, 356, 225-244.

177. Yuan, H.; Hou, Y.; Abu-Reesh, I. M.; Chen, J.; He, Z., Oxygen reduction reaction catalysts used in microbial fuel cells for energy-
efficient wastewater treatment: a review. Materials Horizons 2016, 3 (5), 382-401.

178. Kargi, F.; Eker, S., Electricity generation with simultaneous wastewater treatment by a microbial fuel cell (MFC) with Cu and Cu-—
Au electrodes. Journal of Chemical Technology & Biotechnology 2007, 82 (7), 658-662.

179. Hosseini, M. G.; Ahadzadeh, 1., A dual-chambered microbial fuel cell with Ti/nano-TiO2/Pd nano-structure cathode. Journal of Power
Sources 2012, 220, 292-297.

180. Birry, L.; Mehta, P.; Jaouen, F.; Dodelet, J. P.; Guiot, S. R.; Tartakovsky, B., Application of iron-based cathode catalysts in a
microbial fuel cell. Electrochimica Acta 2011, 56 (3), 1505-1511.

181. Zhao, F.; Harnisch, F.; Schroder, U.; Scholz, F.; Bogdanoff, P.; Herrmann, 1., Application of pyrolysed iron(IT) phthalocyanine and
CoTMPP based oxygen reduction catalysts as cathode materials in microbial fuel cells. Electrochemistry Communications 2005, 7 (12),
1405-1410.

182. Cheng, S.; Liu, H.; Logan, B. E., Power Densities Using Different Cathode Catalysts (Pt and CoTMPP) and Polymer Binders (Nafion
and PTFE) in Single Chamber Microbial Fuel Cells. Environmental Science & Technology 2006, 40 (1), 364-369.

183. Wang, Z.; Cao, C.; Zheng, Y.; Chen, S.; Zhao, F., Abiotic Oxygen Reduction Reaction Catalysts Used in Microbial Fuel Cells.
ChemElectroChem 2014, 1 (11), 1813-1821.

184. Freyman, M. C.; Kou, T.; Wang, S.; Li, Y., 3D printing of living bacteria electrode. Nano Research 2019.

18



Environmental Science: Water Research & Technology Page 20 of 20

' effluent

Influent

Biocatalyst Engineering Bioreactor Engineering

19



