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Summary

Microbes naturally build nanoscale structures,
including structures assembled from inorganic mate-
rials. Here, we combine the natural capabilities of
microbes with engineered genetic control circuits to
demonstrate the ability to control biological synthe-
sis of chalcogenide nanomaterials in a heterologous
host. We transferred reductase genes from both She-
wanella sp. ANA-3 and Salmonella enterica serovar
Typhimurium into a heterologous host (Escherichia
coli) and examined the mechanisms that regulate the
properties of biogenic nanomaterials. Expression of
arsenate reductase genes and thiosulfate reductase
genes in E. coli resulted in the synthesis of arsenic
sulfide nanomaterials. In addition to processing the
starting materials via redox enzymes, cellular com-
ponents also nucleated the formation of arsenic sul-
fide nanomaterials. The shape of the nanomaterial
was influenced by the bacterial culture, with the syn-
thetic E. coli strain producing nanospheres and con-
ditioned media or cultures of wild-type Shewanella
sp. producing nanofibres. The diameter of these
nanofibres also depended on the biological context
of synthesis. These results demonstrate the potential
for biogenic synthesis of nanomaterials with con-
trolled properties by combining the natural capabili-
ties of wild microbes with the tools from synthetic
biology.

Introduction

Biological synthesis of nanomaterials provides exciting
new routes to synthesize materials for use in environ-
mental remediation, automobiles, photovoltaics, aircrafts,
medical imaging and medical implants (Thakkar et al.,
2010; Hulkoti and Taranath, 2014). Biogenic synthesis of
nanomaterials is a process of creating nanomaterials
using biochemical reactions and biomolecules from bac-
teria, fungi, plants and viruses. Microbes found in nature
are capable of building nanoscale materials, such as
magnetosomes and silicates (Cai et al., 2007; Yan et al.,
2012). Microbes have also evolved redox enzymes cap-
able of processing many starting materials used in semi-
conductor and metallic nanostructure, such as
manganese, iron, selenium, arsenate, uranium and chro-
mium (Liu et al., 2002; Nealson et al., 2002; Yan et al.,
2012). These capabilities suggest the possibility of large-
scale synthesis of nanomaterials by cells, similar to the
large-scale biogenic synthesis of organic compounds,
including biofuels and drugs (Cai et al., 2007; Yan et al.,
2012). Cellular construction of nanomaterials can also
leverage the continued advancement of genetic control
circuits, enabling the combination and fine-tuned control
of synthesis pathways to modulate nanomaterial
properties.
Nanomaterials, such as cadmium sulfide, arsenic sul-

fide, gold nanoparticles, silver nanoparticles and zinc
oxide have previously been synthesized using microor-
ganisms (Narayanan and Sakthivel, 2010; Quester et al.,
2013; Jacob et al., 2016; Plaza et al., 2016). These
materials include both nanomaterials composed of single
elements, such as nanoparticles synthesized from gold
or silver (Chandran et al., 2006; Kumar et al., 2010;
Bharali et al., 2013), as well as nanomaterials composed
of multiple elements, such as cadmium sulfide, arsenic
sulfide and zinc sulfide (Bai et al., 2006; Lee et al.,
2007; Bakhshi and Hosseini, 2016). For instance,
arsenic sulfide nanofibres with semiconductor properties
were synthesized by wild-type Shewanella species (Lee
et al., 2007; Jiang et al., 2009; McFarlane et al., 2015).
Gold, Silver nanoparticles and CdTe/CdS quantum dots
have been patterned using a biological template (Naik
et al., 2002; Chen et al., 2014).
A major challenge in biogenic synthesis of nanomateri-

als is the control of nanomaterials properties, including
size, shape and composition. Biomolecules such as
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glycolipids and proteins can control the size and shape
of the nanomaterials (Mao et al., 2003; Kumar et al.,
2010; Narayanan et al., 2010; Singh et al., 2011; Dun-
leavy et al., 2016; Dahoumane et al., 2017). A better
understanding of the biochemical pathways and biomole-
cules involved in controlling the nanomaterial properties
would help us create a better biological system with tun-
able circuits to influence the nanomaterial properties. For
instance, do we need live cells to process the precursors
or can we simply add cell extracts or purified proteins or
glycolipids to control the nanomaterial properties? Cur-
rent work has shown that for some nanomaterials, puri-
fied proteins and biomolecules were sufficient, however
in other cases, an active microbial cell was needed
(Kumar et al., 2010; McFarlane et al., 2015; Dunleavy
et al., 2016). The shape of the nanomaterials plays an
important role in controlling the optical properties and the
application of the nanomaterial; star-shaped copper
oxide nanoparticles had the highest catalytic activity of
reduction of 4-nitrophenol by NaBH4, compared with rod
and spherical-shaped nanoparticles (Konar et al., 2016).
Similarly, the optical properties of gold nanoparticles
were determined by the shape of the nanoparticles (Nehl
and Hafner, 2008). Another critical variable in controlling
the optical properties of the nanomaterial property is its
size. When dealing with materials in the nanoscale,
quantum confinement effect plays an important role in
controlling the optical properties (Lin et al., 2015;
Bajorowicz et al., 2018). For instance, when the size of
the nanomaterial increases, there is a corresponding
decrease in bandgap energy. Researchers observed an
increase in size of the nanomaterials and a correspond-
ing shift in photoluminescence emission of spherical
CdTe quantum dots towards higher wavelength (Red-
shift) by increasing the incubation time with E. coli cells
(Bao et al., 2010). Biological routes of synthesis offer
new strategies for controlling nanoparticles properties.
In this work, we take advantage of the ability of

microbes to change the oxidation state of metals and
metalloids. Microbes have evolved both specific and
non-specific enzymes to transfer electrons to metals
such as iron and manganese as well as metalloids such
as selenium and arsenic. These redox reactions are
either part of the respiratory chain or detoxification path-
ways. Here, we transfer redox pathways from two strains
of bacteria, arsenate reductase genes from Shewanella
sp. ANA-3 and thiosulfate reductase gene from

Salmonella enterica serovar Typhimurium, into a heterol-
ogous host to synthesize arsenic sulfide nanomaterials.
Arsenic and thiosulfate reductase genes were cloned
into plasmids and expressed under the control of induci-
ble promoters (Bang et al., 2000a,b). Using this synthetic
system, we investigated how the properties of synthe-
sized nanomaterials depend on biological activity, finding
that both redox activity and nucleating factors produced
by the cells control the size and shape of the resultant
nanomaterials.

Results

Engineering E. coli to reduce arsenate and thiosulfate

To create a synthetic microbial system capable of pro-
ducing arsenic sulfide nanostructures, genes for arsen-
ate and thiosulfate reduction were introduced via
plasmids (Table 1) into a heterologous host, E. coli.
Escherichia coli was chosen as the host organism
because it is genetically well characterized with devel-
oped tools for synthetic biology applications and has
successfully been used as a host strain for expression
of Shewanella pathways (Malasarn et al., 2008; Ang
et al., 2013; Jensen et al., 2016; Schuergers et al.,
2017).
For arsenate reduction, arsDABC (4.2 kb) and arrAB

(3.2 kb) from Shewanella sp. ANA-3 were assembled
into two plasmids. The arrAB is an arsenic operon giving
Shewanella sp. ANA-3 the capability to respire arsenate
As(V) as a terminal electron acceptor and couple it to
growth. The arsDABC operon is a separate arsenate
detoxification pathway from the same strain (Saltikov
and Newman, 2003; Saltikov et al., 2003; Malasarn
et al., 2008). Both pathways reduce arsenate As(V) to
arsenite As(III) – necessary for the formation of arsenic
sulfide nanomaterial.
For thiosulfate reduction, thiosulfate reductase gene

(phsABC)(Bang et al., 2000a,b) from Salmonella enterica
Serovar Typhimurium was obtained from Addgene. Previ-
ously, researchers used this plasmid in an engineered
system for bioremediation applications (Bang et al.,
2000a,b). Plasmid maps (Fig. S1) and primers used
(Table S1) are available in the supporting information.
Figure 1A shows a schematic of engineered E. coli

strains involved in thiosulfate reduction to sulfide and
arsenate reduction to arsenite, two substrates necessary
for arsenic sulfide production. The strains were co-

Table 1. List of plasmids used in this study.

Plasmid Backbone Key genes Source

pSB74 pTrc99A Thiosulfate reductase (phsABC) induced by IPTG, AmpR Addgene
pZE arsDABC pZE (Reed et al., 2012) Arsenate reductase (arsDABC) induced by IPTG, SmR (Spectinomycin) This Study
pBAD arrAB pTS1b (Shis and Bennett, 2013) Arsenate reductase(arrAB) induced by arabinose, ChlR (Chloramphenicol) This Study
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cultured for experiments involving the biogenic synthesis
of arsenic sulfide nanomaterials.
In control experiments, E. coli without the plasmids

were tested for the ability to reduce arsenate and thiosul-
fate. As shown in Fig. 1B, after 24 h, E. coli with plasmid
pSB74 reduced 2.5 mM thiosulfate to 350 lM sulfide, 10-
fold more than no plasmid control. Similarly, arsenate
reduction capabilities of E. coli strains with plasmids pZE
arsDABC and pTSlb arrAB were quantified, as shown in
Fig. 1C. When induced, strains carrying the arsenate
reductase plasmids were able to reduce 5 mM arsenate
to 3.8 mM arsenite at 72 h. Uninduced cultures generated
1.6 mM arsenite after 72 h. Background levels of arsenate
reduction in cells without the plasmids produced 0.8 mM
arsenite. A schematic of arsenate reduction in E. coli with
cellular machinery involved in arsenate reduction and
transportation of arsenate in and out of the cell is pre-
sented in Fig. S2. Sequence analogy of the proteins
involved in arsenate reduction and transportation between
E. coli and ANA-3 is presented in Table S2.

Arsenate as terminal electron acceptor in engineered
E. coli

Arsenate has a thermodynamically favourable redox
potential for an electron acceptor (E0: +560 mV, com-
pare this with oxygen at +836 mV). In arsenate

respiring bacteria, the organisms can derive energy for
growth by reducing arsenate to arsenite using respira-
tory arsenate reductase enzymes such as ArrAB (Salti-
kov and Newman, 2003). Upon reduction, arsenite is
exported out of the cell to limit toxicity. ArrAB is a het-
erodimer protein with molybdenum and ironsulfur cluster
involved in arsenate reduction process (Malasarn et al.,
2008).
We tested if E. coli cells could use arsenate as a ter-

minal electron acceptor for growth. Elsewhere in the
paper cells grown under anaerobic conditions used
fumarate as an electron acceptor. To test for growth with
arsenate as the sole electron receptor, E. coli express-
ing arrAB and arsDABC genes from ANA-3 were added
to minimal media with 500 lM of arsenate with no fuma-
rate. There was no change in biomass represented by
change in absorbance (OD600) and cell count
(CFU ml�1) (data not shown). This indicates that engi-
neered E. coli with the cloned genes arsDABC and
arrAB could not facilitate arsenate respiratory capabili-
ties, with an associated gain in energy and biomass.

Synthesizing arsenic sulfide nanomaterials with
engineered E. coli

We tested the ability of engineered E. coli cells with
inducible thiosulfate reductase and arsenate reductase

Fig. 1. Reduction of thiosulfate and arsenate by engineered E. coli.
A. Plasmids containing pathways for the reduction of arsenate (arr/ars) and thiosulfate (phs) were inserted into E. coli host cells, enabling the
formation of arsenic sulfide nanomaterials.
B. E. coli expressing the thiosulfate reductase produced high concentrations of sulfide. C. Arsenate reductase from Shewanella sp. ANA-3 in
E. coli increased the rate of arsenite production as compared with negative controls in uninduced cells or cells without the plasmid.
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to synthesize arsenic sulfide nanomaterials. After induc-
tion of the reductase genes, arsenate and thiosulfate
were added to the culture. E. coli cells expressing arsen-
ate reductase genes formed arsenic sulfide precipitate
after 24 h. Arsenite reacts with sulfide to form arsenic
sulfide nanomaterial as show in Fig. 2A. Although sulfide
alone has been shown to reduce As(V) to As(III), in con-
trol experiments shown in Fig. S3, this low level of arse-
nate reduction was not sufficient to generate any
precipitate. Additional controls shown in Fig. S4 show
that the dense, yellow precipitate is not due to E. coli
growth. We also verified that cells containing either ars-
DABC or arrAB were able to synthesize spherical
arsenic sulfide nanomaterials, see Fig. S5.
We then tested the effect of nanomaterial formation on

cell viability. Arsenic sulfide formation had a deleterious
effect on cell viability. In our experiments, within 24 h of
initiation of arsenic sulfide precipitation, E. coli cell viabil-
ity dropped to < 10 colony forming units per ml
(CFU ml�1) as shown in Fig. S6. In controls without
arsenic sulfide precipitates, the cell viability did not drop
to zero CFU ml�1, but exhibited natural attenuation in
viability as one would expect in a culture running out of
nutrients.
The precipitate morphology was assessed using scan-

ning electron microscopy. The engineered E. coli cul-
tures formed spherical arsenic sulfide structures with an
average diameter of 381 � 246 nm (Fig. 2B), which was
surprising given that arsenate and thiosulfate reduction
by Shewanella sp. ANA-3 is known to synthesize nanofi-
bres of arsenic sulfide, as shown in Fig. 2C and previ-
ously reported (McFarlane et al., 2015). The shape of
the material was influenced by the microorganism
expressing the reductase genes. Energy-dispersive X-
ray (EDX) spectroscopy was used to characterize the
elemental composition of the precipitate from both E. coli
and ANA-3 cultures. The precipitates had signature

characteristic peaks (Fig. S7) corresponding to arsenic
and sulfur, confirming the yellow precipitate for both host
strains was arsenic sulfide. Table 2 summarizes the
nanomaterials formed for the conditions and strains
described above.
X-ray diffraction characterization confirmed the pres-

ence of diffraction peaks corresponding to multiple
phases of arsenic sulfide nanomaterials (Fig. S8), as
reported in earlier work (Ledbetter et al., 2007; Lee
et al., 2007; Rodriguez-Freire et al., 2016). The diffra-
tions patterns revealed overlapping crystalline phases
that were produced by both E. coli and ANA-3, such as
orpiment (As2S3), realgar (AsS) and alacranite (As8S9).
Previous reports have observed that the arsenic sulfide
material crystallinity improves moderately over a period
of time (Lee et al., 2007; McFarlane et al., 2015).

Cellular components were needed to induce formation of
arsenic sulfide nanomaterials

Control experiments were run to determine what roles
the cells played in nanomaterial synthesis other than the
reduction of the starting arsenate and thiosulfate. To
identify additional roles of bacterial cells in nanomaterial
formation, reduced substrates, 5 mM arsenite and
10 mM sulfide were added to cultures of cells and media
without cells. Bottles containing minimal media did not
form precipitate (Fig. 3A and B), indicating a role for cel-
lular components in the nucleation of arsenic sulfide
nanomaterial. Absorbance at 375 nm (Abs375) was used
to quantify the formation of arsenic sulfide, as reported
in previous work (McFarlane et al., 2015). While there
was an increase in Abs375 for the bottle containing
arsenite and sulfide as shown in Fig. 3B, we did not see
any arsenic sulfide precipitate after 72 h. The sample
was centrifuged to collect any nanomaterials that may
have formed, although no visible precipitate was

(A) (B) (C)

Fig. 2. Biogenic production of arsenic sulfide nanomaterials.
A. Bottles containing media without cells, and engineered E. coli expressing thiosulfate and arsenate reductases form yellow coloured arsenic
sulfide precipitate. Scanning electron micrograph images of nanomaterials produced by engineered E. coli (B) and wild-type Shewanella sp.
ANA-3 (C). Both samples were collected at 72 h.
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collected and no structures were observed under SEM.
The absorbance measurement likely detects smaller
clusters of arsenite sulfide that may not be stable or
observable under SEM. This result also suggests addi-
tional compounds and molecules provided by the cell
might play a role in nucleation.
When arsenite and sulfide were added to anaerobic

bottles with E. coli cells, we observed precipitation of
arsenic sulfide material within hours (Fig. 3). To deter-
mine if live cells were required to initiate nanomaterial
synthesis, we tested whether supernatant from E. coli
culture would also lead to precipitation. E. coli cell cul-
ture was centrifuged and filtered using a 0.2 lm filter to
obtain a cell-free supernatant. The cell-free supernatant
also initiated nanomaterial synthesis (Fig.3C). The pres-
ence of cellular components resulted in a larger increase
of absorbance at 375 nm, indicating production of
arsenic sulfide. Unlike the arsenic sulfide spheres
formed when arsenate As(V) and thiosulfate were added
to cultures of E. coli, the addition of the reduced sub-
strates to E. coli cultures formed nanofibres, as shown
in Fig. 3D. In a control experiment shown in Table S3,
we analysed whether the ratio of arsenite to sulfide influ-
enced nanomaterial shape. We found that the ratios of

reactants did not influence the shape, and only arsenic
sulfide nanofibres were formed for all ratios. This con-
firms that active biogenic reduction process by a host
organism influences the shape of the nanomaterial and
not the ratio of concentrations of arsenite and sulfide
available in the reaction.
We also tested the heat sensitivity of the cellular com-

pounds involved in nanomaterial precipitation. Our
results show that the cellular components involved in
nucleation were not heat sensitive. Both autoclaved cell
culture and autoclaved supernatant were capable of
inducing precipitate formation. A summary of results and
conditions tested with direct addition of arsenite and sul-
fide are summarized in Table S4. These results show
that biomolecules secreted by the cells are necessary
for the initiation of arsenic sulfide material precipitation.
Unlike other metals, such as iron and cadmium that
readily react with sulfide to form iron sulfide and cad-
mium sulfide complexes, under our experimental condi-
tions arsenic sulfide requires a heat-stable nucleating
agent provided by cell. Similar experiments were con-
ducted using the cultures of ANA-3; live cells, autoclaved
cells and supernatant were tested for their ability to pre-
cipitate arsenic sulfide nanomaterials in the presence of

Table 2. Characteristics of biogenic nanomaterials formed through cellular reduction of arsentate and thiosulfate.

Cell type Reactants Precipitation Nanomaterial Size (nm)

Shewanella ANA-3 Arsenate, thiosulfate Yes Fibre 46 � 14
E. coli with pZE arsDABC and pBAD arrAB and E. coli with pSB74 Arsenate, thiosulfate Yes Spheres 411 � 125

Fig. 3. Cellular components were needed to precipitate arsenic sulfide nanomaterials.
A. Control bottle of media with no arsenite and sulfide formed no precipitate.
B. In the absence of cellular components, bottles with media, arsenite and sulfide formed no precipitate. Absorbtion of 375 nm light indicates
trace amounts of arsenic sulfide material in solution.
C, D. Bottles with arsenite and sulfide containing either cell-free supernatant or E. coli cells produced solutions with high absorbance at 375 nm
and large amounts of yellow precipitate, characteristic of arsenic sulfide materials. SEM images revealed arsenic sulfide nanofibres were pro-
duced when arsenite and sulfide were added to E. coli cultures.
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arsenite and sulfide, revealing trends similar to E. coli
results (Table S4).
Additionally, we tested the ability of biological com-

pounds found in media to nucleate arsenic sulfide nano-
materials. We tested if the organic molecules of
biological origin found in a rich, complete media could
induce precipitate formation, specifically LB, which con-
tains yeast extracts, and minimal media with vitamins
(see Table S5 for media components). These complex
media also did not initiate arsenic sulfide precipitation.
Results from abiotic experiments are summarized in
Table 3. These results indicate that the compounds and
molecules found that enable culture media to nucleate
arsenic sulfide nanomaterials is somewhat specific to
cultures of E. coli and ANA-3. Previous reports have
also found that microbes influence multiple aspects of
nanomaterial formation (Singh et al., 2014; McFarlane
et al., 2015; Hussain et al., 2016).

Size dependence of arsenic sulfide nanofibres on
synthesis conditions

Finally, we assessed whether biotic synthesis conditions
influenced nanostructure dimensions. We compared
nanofibres synthesized when arsenite, As(III) and sulfide
were added to solutions of cells, cell-free supernatant,
autoclaved cells and autoclaved cell-free supernatant for
both E. coli and Shewanella sp. ANA-3. SEM images of
nanofibres from each condition were analysed using
ImageJ (Abr�amoff et al., 2004) to extract the diameter of
each nanofibre.
Solutions derived from E. coli cultures tended to

form wider nanofibres than solutions derived from She-
wanella sp. ANA-3 cells. Although fibres from all con-
ditions were similar in width, statistical analysis
revealed significant shifts in fibre widths for some con-
ditions (Table S6). In general, the size variation was
larger for fibres produced in E. coli conditioned media
(Fig. 4). These results demonstrate the choice of bio-
genic system for synthesis controls nanostructure prop-
erties including size.

Discussion

We implemented synthetic genetic circuits in a heterolo-
gous host to synthesize biogenic nanostructures. As part

of this work, we created two plasmids to recombinantly
express arsenic reductases from Shewanella sp. ANA-3
in E. coli. While arsDABC and arrAB pathways both
enable E. coli to reduce arsenate to arsenite, E. coli was
not able to respire arsenate for growth. Perhaps other
respiratory biochemical pathways and cytochromes
found in Shewanella are needed to utilize arsenate as
the sole electron acceptor for growth. For example, a
recent study demonstrated that both the MtrCAB cyto-
chrome complex and the CymA cytochromes were
needed for E. coli to respire and grow on iron(III) oxide
(Jensen et al., 2016).
We used a co-culture approach to synthesize arsenic

sulfide nanomaterials: an E. coli strain expressing arse-
nate reductases from ANA-3 and another E. coli strain
expressing thiosulfate reductase from Salmonella enter-
ica were used. Similar to our approach, reseachers
used an engineered E. coli strain and Sphingobium
chlorphenolicum for the bioremediation of hex-
achlorobenzene (Yan et al., 2015). A shift towards divi-
sion of labour and the implementation of co-cultures for
bioprocessing has been explored in recent publications
using synthetic microbial communities (Kim et al., 2011;
Lindemann et al., 2016). The ability of bacteria to pro-
duce nanomaterials has been reported previously
(Sweeney et al., 2004; da Costa et al., 2016; Choi
et al., 2018), and here we explore how several biologi-
cal parameters influenced the properties of the synthe-
sized nanostructures.
For the formation of arsenic sulfide nanomaterial

under ambient conditions, the presence of yet unknown
biological components involved in nucleation were criti-
cal for material synthesis. In the absence of cells or
cellular components, arsenic sulfide nanostructures did
not precipitate out of solution. This points to an essen-
tial role for biological compounds in nucleating nanos-
cale materials. Nanomaterial nucleation is an active
area of research, as understanding nucleation is critical
to control the homogeneity of nanomaterials (Thanh
et al., 2014). In some biological systems, the nucleating
agent has been identified. Cadmium sulfide nanoparti-
cles can nucleate on a cystathionine c-lyase enzyme
(Dunleavy et al., 2016), and other known nucleation
materials including enzymes, peptides and cells
extracts have been reported for nanomaterial synthesis
(Merzlyak and Lee, 2006; Spoerke and Voigt, 2007;

Table 3. Abiotic conditions tested for arsenic sulfide precipitation.

Abiotic conditions Reactants Precipitation Nanomaterial Size (nm)

Buffer solution Arsenite, sulfide No NA NA
LB media ARSENITE, sulfide No NA NA
Minimal media with minerals and
vitamins

Arsenite, sulfide No NA NA
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Varma, 2012; Seker et al., 2017). For arsenic sulfide
nanomaterial, the nucleating agent can be provided by
either E. coli or ANA-3 cells. We even found the super-
natant of these cultures to be sufficient for nucleation
of nanomaterial, although it is possible that supernatant
contained cells fragments that lysed during preparation
of the supernatant. The nucleating agent remained
active after autoclaving the solution. The nucleation
agent however was somewhat specific to these cul-
tures. Media containing biological components such as
digested proteins and vitamins did not precipitate
material. These results demonstrate that microbes have
multiple roles in nanostructure formation, not only
processing starting materials, but also regulating the
nucleation of materials.
Besides providing nucleation centres, the biological

context of synthesis also influenced both the size and
shape of arsenic sulfide nanomaterials. When substrates
necessary for arsenic sulfide nanomaterials were pro-
cessed by engineered E. coli spherical nanoparticles
were formed, whereas all other conditions produced the
nanofibres, similar to previous studies (Lee et al., 2007;
McFarlane et al., 2015). Arsenic sulfide spheres have
been observed in earlier work where the bacteria
reduced arsenate to arsenite and in the presence of sul-
fide formed precipitates (Newman et al., 1997; Rodri-
guez-Freire et al., 2016). In ANA-3, even after the cells
are dead, arsenic sulfide precipitation and yield

continues to increase using dead cells and other biomo-
lecules as a nucleation seed (Mcfarlane, 2015). Mecha-
nisms that regulate nanoparticle shape were not
determined. In other contexts, the host organism influ-
enced material shape and size (Li et al., 2011; Dahou-
mane et al., 2017). For example, gold nanoparticles
made by Shewanella were spherical (~12 nm) in shape
(Suresh et al., 2011); however, E. coli produced trian-
gles and hexagons (Du et al., 2007). However, in one
study (Ramanathan et al., 2009), researchers demon-
strated the shape of the silver nanomaterials synthesized
depended on the growth kinetics of a silver resistant
bacteria, Morganella psychrotolerans. Differences in the
nanostructure dimensions were also dependent on the
biological context of synthesis (Dahoumane et al., 2017),
and here in our study, fibres derived from E. coli cultures
were slightly wider and more heterogeneous in size. In a
previous study, analyzing the formation of cadmium sul-
fide nanomaterials by E. coli only two of the four strains
tested produced nanomaterials with photoluminescence
(Sweeney et al., 2004), and in the same study stationary
phase produced 20-fold higher nanomaterials compared
with log phase cells.
Together these results highlight the potential for con-

trol of nanoparticle properties by engineering the biologi-
cal host system. Clearly the size, shape and yield of
biogenic nanomaterials all depend on the choice of
organism and culturing conditions. Arsenic sulfide

Fig. 4. Size distribution of arsenic sulfide nanowires synthesized by the addition of arsenite and sulfide to cellular solutions derived from cul-
tures of WT Shewanella sp. ANA-3 (top) or engineered E. coli (bottom). Nanomaterials dimensions were calculated from SEM images. Size dis-
tribution in the box plot: the box represents the data in the 1st and 3rd quartile range; dark line in the middle of the box is the median size of
the nanowire; the circles represent the outliers (outliers accounted for < 3% of measurements). A minimum of 450 fibres were analysed for each
condition.
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nanomaterials, because of their semiconductor proper-
ties, have applications in the field of electronics and
optoelectronics, i.e. photovoltaics and biosensors (Lee
et al., 2007; McFarlane et al., 2015). Additionally, engi-
neered strains expressing metal reductases could be
used to synthesize various chlacogenides such as cad-
mium sulfide, zinc sulfide and cadmium selenide. Further
research is needed to understand the mechanisms
through which biological factors impact nanomaterial
synthesis. Once characterized, pathways and molecules
that control nanomaterials synthesis could be regulated
to tune nanomaterial properties.

Conclusions

Moving forward synthetic biological systems may be a
valuable route of nanoparticle production. We demon-
strated the ability to program a heterologous host to syn-
thesize arsenic sulfide nanomaterials and have shown
that the characteristics of the resulting materials depend
on multiple biological factors. Manipulating the biological
factors that impact nanomaterial characteristics using the
‘control knobs’ of synthetic biology has the potential to
fine-tune the properties of biogenic nanomaterials and
may even enable the production of materials not possi-
ble through conventional methods.

Experimental procedures

Bacterial culture conditions

Bacterial strains were transferred from frozen stocks
stored at �80°C and grown overnight under aerobic
conditions in 5 ml of lysogeny broth. Escherichia coli
(DarsC) strain JW3470-1 was obtained from The Coli
Genetic Stock Center, Yale University. The strain has
arsenate reductase gene deleted by homologous
recombination method. Deletion of arsC gene made
E. coli more susceptible to arsenate toxicity (Diorio
et al., 1995). Overexpressing arsC on a plasmid
enabled cells to improve arsenate to arsenite reduction
and hence improve the cell survival outcome (Diorio
et al., 1995). The arsC mutant was used in these
experiments to clarify that arsenate reduction was due
to the ANA-3 arr and ars pathways. Engineered E. coli
strains containing plasmids to express the redox
enzymes were grown at 37°C, and Shewanella sp.
ANA-3 cells were grown at 30°C in a shaker at
220 rpm. Upon reaching late log phase in LB, cells
were transferred to anaerobic minimal media. Concen-
trations of vitamins, minerals and amino acids used in
the anaerobic minimal media experiments are listed in
Table S5. For E. coli, 15 mM glucose was added as a
carbon source and for Shewanella sp. ANA-3 15 mM
lactate (ANA-3) was used as a carbon source. The

30 mM fumarate was added as terminal electron accep-
tor for both E. coli and ANA-3 cells. Cells grew under
anaerobic conditions to reach an OD600 of 0.6–0.8.
All the stock solutions (sodium arsenate, sodium

metaarsenite, sodium sulfide, sodium thiosulfate) were
made anaerobic by flushing the solutions with nitrogen
and sterilized by autoclaving them in anaerobic glass
serum bottles. Appropriate antibiotics [spectinomycin
(50 lg ml�1) and chloramphenicol (25 lg ml�1)] were
added to all media to maintain plasmid selection.

Arsenic sulfide nanomaterials synthesis

For experiments involving microbial reduction of sub-
strates (arsenate and thiosulfate), we induced arsenate
reductase genes in E. coli (OD600 of 0.6–0.8) using
2.5 mM IPTG and 0.5% arabinose and thiosulfate reduc-
tase gene using 2.5 mM IPTG. After 4 h of induction, we
added 5 mM arsenate and/or 2.5 mM thiosulfate to the
anaerobic serum bottles. These concentrations were
chosen based on previous work (McFarlane et al.,
2015).
In experiments to test the influence of cells and super-

natant on the size and shape of the arsenic sulfide
nanomaterial, late log phase cells of E. coli or ANA-3
were centrifuged and washed three times with HEPES
buffer to remove salts, and cells were then resuspended
in buffer and added to sterile serum bottles. For testing
cell culture supernatant, cells were filtered using
0.22 lm sterile filter and then added to sterile serum bot-
tles, and oxygen was purged by flushing nitrogen
through the system. In case of autoclaved cells or super-
natants, cells or cell-free supernatant and oxygen were
purged by flushing nitrogen, and the bottles were auto-
claved. Finally, 5 mM sodium metaarsenite and 10 mM
sodium sulfide were added to the anaerobic bottles con-
taining either cells or supernatant. Minimal media con-
trols were tested for abiotic arsenic sulfide synthesis,
and arsenic sulfide precipitate was not observed.
All reactions proceeded for 72 h, and samples were

collected and imaged under scanning electron micro-
scopy. Duplicate experiments were performed for each
time point. To characterize relative abundance of arsenic
sulfide nanomaterial, absorption at 375 nm was mea-
sured in standard cuvettes using a Nanodrop 2000C
(ThermoFisher), as described previously (McFarlane
et al., 2015).

Nanomaterials shape and crystallinity analysis

Arsenic sulfide precipitate was separated from cells and
media by centrifugation in 50 ml conical tubes. Precipi-
tates were washed and resuspended, five times in DDI
water to remove salts. After the washing process, the
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precipitate was resuspended in a 1 ml DDI water and
deposited on a silicon wafer (Ted Pella) and air dried
overnight. Samples were coated with gold in a sputter
coater (Ted Pella), and scanning electron micrographs
were obtained using JEOL 700 FE scanning electron
microscopy, accessorized with energy-dispersive X-ray
spectroscopy (EDX) for elemental analysis. Crystallinity
of the nanomaterials was analysed by depositing the DI
water washed nanomaterials on a glass slide and using
a X-ray diffraction (XRD) scans on a Rigaku Ultima IV
diffractometer.

Plasmid construction details

Plasmids expressing the arsenic reduction pathways
from Shewanella sp. ANA-3 were created using Gibson
assembly. The arsDABC (GenBank: AY271410.1) and
arrAB genes (GenBank: AY271310.1) were amplified
from Shewanella sp. ANA-3 and cloned into plasmids
pZE (Reed et al., 2012) and pTSlb (Shis and Bennett,
2013). The pZE plasmid was modified for this experi-
ment by replacing kanamycin resistance marker with
spectinomycin resistance marker before adding ars-
DABC gene in place of GFP. The arsDABC expression
was regulated by a IPTG inducible lac promoter, and
arrAB was regulated by arabinose inducible pBAD pro-
moter. For nanostructure synthesis, plasmids were
transformed into E. coli strain JW3470-1 DarsC (Baba
et al., 2006) obtained from The Coli Genetic Stock
Center, Yale University. This strain has a deletion of
the E. coli arsenate reductase arsC. Note this gene is
related to arsC gene from Shewanella sp. ANA-3. ArsC
is an integral protein involved in reduction of arsenate
to arsenite; in the absence of this gene, arsenate
reduction is inhibited in wild-type E. coli and results in
toxicity and cell death. Compare this arrAB genes,
which are involved in arsenate respiration, and E. coli
does not have the physiological abilities to respire arse-
nate and gain energy for its metabolic activities. A plas-
mid containing the thiosulfate reductase gene was
obtained from Addgene, pSB74 (https://www.addgene.
org/19591/). The gene was under an IPTG inducible
promoter and had a carbenicillin resistance marker
(Bang et al., 2000a,b).

Arsenate reduction analysis

Concentrations of arsenite and arsenate species were
measured using ICP-MS (Exova, CA, USA). To prepare
samples for ICP-MS, E. coli cultures were incubated for
72 h with 5 mM arsenate As(V). Samples were cen-
trifuged and filtered with 0.22 lm filter to remove cells.
Arsenate reductase gene, if present, will reduce arsen-
ate As(V) to arsenite As(III). If the cells do not possess

arsenate reductase, or the genes were not active, arsen-
ite production would be low or null similar to background
levels.

Thiosulfate reductase activity

Escherichia coli strain DH5alpha with pSB74 was tested
for thiosulfate reduction. 1 mM thiosulfate was added to
cultures after reaching at OD600 of 0.7. We measured
the activity of thiosulfate reductase gene indirectly, the
thiosulfate reductase enzyme converts thiosulfate to sul-
fide. There is a direct relationship between the gene
activity of thiosulfate reductase and sulfide concentra-
tion. Cline assay was performed to measure the concen-
trations of sulfide using the procedure reported in (Bang
et al., 2000a,b). Sulfide concentrations were measured
using UV- Cuvette micro cuvettes in a NanoDrop 2000C
spectrophotometer at 600 nm, and then concentrations
were interpreted by comparing it with the calibrated ref-
erence solution of sodium sulfide. Thiosulfate reductase
activity was also confirmed by adding 1 mM ferric chlo-
ride to the media (Bang et al., 2000a,b). This is a quali-
tative assay to confirm the production of sulfide by the
bacteria; when expression of the thiosulfate reductase
was induced, a black precipitate of iron sulfide was
formed. Uninduced cultures formed less precipitate and
no precipitate formed in cultures lacking the plasmid
containing the thiosulfate reductase gene.

Nanomaterial size analysis

Nanomaterial dimensions were determined from scan-
ning electron microscopy (SEM) images. Objects in
images were measured using ImageJ (Abr�amoff et al.,
2004). For images with nanofibres, a minimum of 150
fibre widths were measured per image. Three images
were measured for each experimental condition.

Acknowledgements

This work was supported by Office of Naval Research
award number N00014-15-1-2573. We thank USC Cen-
ter for Electron Microscopy and Microanalysis (CEMMA)
and Exova for their help with sample analysis.

Conflicts of interest

None declared.

References

Abr�amoff, M.D., Magalh~aes, P.J. and Ram, S.J. (2004)
Image processing with imageJ. Biophotonics Int 11: 36–
42.

ª 2018 The Authors. Microbial Biotechnology published by John Wiley & Sons Ltd and Society for Applied Microbiology., Microbial
Biotechnology, 12, 161–172

Biogenic synthesis of nanomaterials 169

http://www.ncbi.nlm.nih.gov/nuccore/AY271410.1
http://www.ncbi.nlm.nih.gov/nuccore/AY271310.1
https://www.addgene.org/19591/
https://www.addgene.org/19591/


Ang, J., Harris, E., Hussey, B.J., Kil, R., and McMillen, D.R.
(2013) Tuning response curves for synthetic biology. ACS
Synth Biol 2: 547–567.

Baba, T., Ara, T., Hasegawa, M., Takai, Y., Okumura, Y.,
Baba, M., et al. (2006) Construction of Escherichia coli K-
12 in-frame, single-gene knockout mutants: the Keio col-
lection. Mol Syst Biol 2: 2006.0008.

Bai, H.J., Zhang, Z.M., and Gong, J. (2006) Biological syn-
thesis of semiconductor zinc sulfide nanoparticles by
immobilized Rhodobacter sphaeroides. Biotechnol Lett
28: 1135–1139.

Bajorowicz, B., Kobyla�nski, M.P., Gołazbiewska, A., Nadolna,
J., Zaleska-Medynska, A., and Malankowska, A. (2018)
Quantum dot-decorated semiconductor micro- and
nanoparticles: a review of their synthesis, characterization
and application in photocatalysis. Adv Colloid Interface
Sci 256: 352–372.

Bakhshi, M., and Hosseini, M.R. (2016) Synthesis of CdS
nanoparticles from cadmium sulfate solutions using the
extracellular polymeric substances of B. licheniformis as
stabilizing agent. Enzyme Microb Technol 95: 209–
216.

Bang, S.W., Clark, D.S., and Keasling, J.D. (2000a) Cad-
mium, lead, and zinc removal by expression of the thio-
sulfate reductase gene from Salmonella typhimuriam in
Escherichia coli. Biotechnol Letts 22: 1331–1335.

Bang, S.W., Clark, D.S., and Keasling, J.D. (2000b) Engi-
neering hydrogen sulfide production and cadmium removal
by expression of the thiosulfate reductase gene (phsABC)
from Salmonella enterica serovar typhimurium in Escheri-
chia coli. Appl Environ Microbiol 66: 3939–3944.

Bao, H., Lu, Z., Cui, X., Qiao, Y., Guo, J., Anderson, J.M.,
and Li, C.M. (2010) Extracellular microbial synthesis of
biocompatible CdTe quantum dots. Acta Biomater 6:
3534–3541.

Bharali, P., Saikia, J.P., Paul, S., and Konwar, B.K. (2013)
Colloidal silver nanoparticles/rhamnolipid (SNPRL) com-
posite as novel chemotactic antibacterial agent. Int J Biol
Macromol 61: 238–242.

Cai, Y., Dickerson, M.B., Haluska, M.S., Kang, Z., Sum-
mers, C.J., and Sandhage, K.H. (2007) Manganese-
doped zinc orthosilicate-bearing phosphor microparticles
with controlled three-dimensional shapes derived from
diatom frustules. J Am Ceram Soc 90: 1304–1308.

Chandran, S.P., Chaudhary, M., Pasricha, R., Ahmad, A.,
and Sastry, M. (2006) Synthesis of gold nanotriangles
and silver nanoparticles using aloe vera plant extract.
Biotechnol Prog 22: 577–583.

Chen, A.Y., Deng, Z., Billings, A.N., Seker, U.O.S., Lu,
M.Y., Citorik, R.J., et al. (2014) Synthesis and patterning
of tunable multiscale materials with engineered cells. Nat
Mater 13: 515–523.

Choi, Y., Park, T.J., Lee, D.C., and Lee, S.Y. (2018)
Recombinant Escherichia coli as a biofactory for various
single- and multi-element nanomaterials. Proc Natl Acad
Sci USA 115: 5944–5949.

da Costa, J.P., Gir~ao, A.V., Trindade, T., Costa, M.C.,
Duarte, A., and Rocha-Santos, T. (2016) Biological syn-
thesis of nanosized sulfide semiconductors: current status
and future prospects. Appl Microbiol Biotechnol 100:
8283–8302.

Dahoumane, S., Jeffryes, C., Mechouet, M., and Agathos,
S. (2017) Biosynthesis of inorganic nanoparticles: a fresh
look at the control of shape. Size Composition Bioengi-
neering 4: 14.

Diorio, C., Cai, J., Marmor, J., Shinder, R., and DuBow,
M.S. (1995) An Escherichia coli chromosomal ars operon
homolog is functional in arsenic detoxification and is con-
served in gram-negative bacteria. J Bacteriol 177: 2050–
2056.

Du, L., Jiang, H., Liu, X., and Wang, E. (2007) Biosynthesis
of gold nanoparticles assisted by Escherichia coli DH5a
and its application on direct electrochemistry of hemoglo-
bin. Electrochem Commun 9: 1165–1170.

Dunleavy, R., Lu, L., Kiely, C.J., McIntosh, S., and Berger,
B.W. (2016) Single-enzyme biomineralization of cadmium
sulfide nanocrystals with controlled optical properties.
Proc Natl Acad Sci USA 113: 5275–5280.

Hulkoti, N.I., and Taranath, T.C. (2014) Biosynthesis of
nanoparticles using microbes-A review. Colloids Surfaces
B Biointerfaces 121: 474–483.

Hussain, I., Singh, N.B., Singh, A., Singh, H., and Singh,
S.C. (2016) Green synthesis of nanoparticles and its
potential application. Biotechnol Lett 38: 545–560.

Jacob, J.M., Lens, P.N.L., and Balakrishnan, R.M. (2016)
Microbial synthesis of chalcogenide semiconductor
nanoparticles: a review. Microb Biotechnol 9: 11–21.

Jensen, H.M., TerAvest, M.A., Kokish, M.G., and Ajo-Franklin,
C.M. (2016) CymA and exogenous flavins improve extracel-
lular electron transfer and couple it to cell growth in Mtr-
expressing Escherichia coli.ACS Synth Biol 5: 679–688.

Jiang, S., Lee, J.-H., Kim, M.-G., Myung, N.V., Fredrickson,
J.K., Sadowsky, M.J., and Hur, H.-G. (2009) Biogenic for-
mation of As-S nanotubes by diverse Shewanella strains.
Appl Environ Microbiol 75: 6896–6899.

Kim, H.J., Du, W., and Ismagilov, R.F. (2011) Complex
function by design using spatially pre-structured synthetic
microbial communities: degradation of pentachlorophenol
in the presence of Hg(ii). Integr Biol (Camb) 3: 126–133.

Konar, S., Kalita, H., Puvvada, N., Tantubay, S., Mahto,
M.K., Biswas, S., and Pathak, A. (2016) Shape-depen-
dent catalytic activity of CuO nanostructures. J Catal 336:
11–22.

Kumar, C.G., Mamidyala, S.K., Das, B., Sridhar, B., Sarala
Devi, G., and Karuna, M.S.L. (2010) Synthesis of biosur-
factant-based silver nanoparticles with purified rhamno-
lipids isolated from Pseudomonas aeruginosa BS-161R. J
Microbiol Biotechnol 20: 1061–1068.

Ledbetter, R.N., Connon, S.A., Neal, A.L., Dohnalkova, A.,
and Magnuson, T.S. (2007) Biogenic mineral production
by a novel arsenic-metabolizing thermophilic bacterium
from the Alvord Basin. Oregon Appl Environ Microbiol 73:
5928–5936.

Lee, J.-H., Kim, M.-G., Yoo, B., Myung, N.V., Maeng, J.,
Lee, T., et al. (2007) Biogenic formation of photoactive
arsenic-sulfide nanotubes by Shewanella sp. strain HN-
41. Proc Natl Acad Sci USA 104: 20410–20415.

Li, X., Xu, H., Chen, Z.S. and Chen, G. (2011) Biosynthesis
of nanoparticles by microorganisms and their applications.
J Nanomater 2011, 1–16.

Lin, S., Feng, Y., Wen, X., Zhang, P., Woo, S., Shrestha,
S., et al. (2015) Theoretical and experimental

ª 2018 The Authors. Microbial Biotechnology published by John Wiley & Sons Ltd and Society for Applied Microbiology., Microbial
Biotechnology, 12, 161–172

170 P. Chellamuthu et al.



investigation of the electronic structure and quantum con-
finement of wet-chemistry synthesized Ag 2 S nanocrys-
tals. J Phys Chem C 119: 867–872.

Lindemann, S.R., Bernstein, H.C., Song, H.-S., Fredrickson,
J.K., Fields, M.W., Shou, W., et al. (2016) Engineering
microbial consortia for controllable outputs Diversity in the
microbial world and its implications for biosystem design.
ISME J 10: 2077–2084.

Liu, C., Gorby, Y.A., Zachara, J.M., Fredrickson, J.K.
and Brown, C.F. (2002) Reduction kinetics of Fe(III),
Co(III), U(VI), Cr(VI), and Tc(VII) in cultures of dissimi-
latory metal-reducing bacteria. Biotechnol Bioeng 80,
637–649.

Malasarn, D., Keeffe, J.R., and Newman, D.K. (2008)
Characterization of the arsenate respiratory reductase
from Shewanella sp. strain ANA-3. J Bacteriol 190:
135–142.

Mao, C., Flynn, C.E., Hayhurst, A., Sweeney, R., Qi, J.,
Georgiou, G., et al. (2003) Viral assembly of oriented
quantum dot nanowires. Proc Natl Acad Sci USA 100:
6946–6951.

Mcfarlane, I. (2015) Microbially synthesized chalcogenide
nanostructures: characterization and potential applica-
tions. Doctoral dissertation. Available at USC Libraries.

McFarlane, I.R., Lazzari-Dean, J.R., and El-Naggar, M.Y.
(2015) Field effect transistors based on semiconductive
microbially synthesized chalcogenide nanofibers. Acta
Biomater 13: 364–373.

Merzlyak, A., and Lee, S. (2006) Phage as templates for
hybrid materials and mediators for nanomaterial synthe-
sis. Curr Opin Chem Biol 10: 246–252.

Naik, R.R., Stringer, S.J., Agarwal, G., Jones, S.E., and
Stone, M.O. (2002) Biomimetic synthesis and patterning
of silver nanoparticles. Nat Mater 1: 169–172.

Narayanan, K.B., and Sakthivel, N. (2010) Biological synthe-
sis of metal nanoparticles by microbes. Adv Colloid Inter-
face Sci 156: 1–13.

Narayanan, J., Ramji, R., Sahu, H., and Gautam, P. (2010)
Synthesis, stabilisation and characterisation of rhamno-
lipid-capped ZnS nanoparticles in aqueous medium. IET
Nanobiotechnol 4: 29–34.

Nealson, K.H., Belz, A., and McKee, B. (2002) Breathing
metals as a way of life: geobiology in action. Antonie Van
Leeuwenhoek 81: 215–222.

Nehl, C.L., and Hafner, J.H. (2008) Shape-dependent plas-
mon resonances of gold nanoparticles. J Mater Chem 18:
2415.

Newman, D.K., Beveridge, T.J., and Morel, F.M.M. (1997)
Precipitation of arsenic trisulfide by Desulfotomaculum
auripigmentum. Appl Environ Microbiol 63: 2022–2028.

Plaza, D.O., Gallardo, C., Straub, Y.D., Bravo, D., and
P�erez-Donoso, J.M. (2016) Biological synthesis of fluores-
cent nanoparticles by cadmium and tellurite resistant
Antarctic bacteria: exploring novel natural nanofactories.
Microb Cell Fact 15: 76.

Quester, K., Avalos-borja, M., and Castro-longoria, E.
(2013) Biosynthesis and microscopic study of metallic
nanoparticles. Micron 55: 1–27.

Ramanathan, R., O, A.P., Parikh, R.Y., Smooker, P.M.,
Bhargava, S.K. and Bansal, V. (2009) Bacterial kinetics-
controlled shape-directed biosynthesis of silver

nanoplates using Morganella psychrotolerans. Nanomed
Nanotechnol Biol Med 11, 36.

Reed, B., Blazeck, J., and Alper, H. (2012) Evolution of an
alkane-inducible biosensor for increased responsiveness
to short-chain alkanes. J Biotechnol 158: 75–79.

Rodriguez-Freire, L., Moore, S.E., Sierra-Alvarez, R., Root,
R.A., Chorover, J., and Field, J.A. (2016) Arsenic remedia-
tion by formation of arsenic sulfide minerals in a continuous
anaerobic bioreactor. Biotechnol Bioeng 113: 522–530.

Saltikov, C.W., and Newman, D.K. (2003) Genetic identifica-
tion of a respiratory arsenate reductase. Proc Natl Acad
Sci USA 100: 10983–10988.

Saltikov, C.W., Cifuentes, A., Venkateswaran, K., and New-
man, D.K. (2003) The ars detoxification system is advan-
tageous but not required for As (V) respiration by the
genetically tractable Shewanella species strain ANA-3 the
ars detoxification system is advantageous but not
required for As (V) respiration by the genetically. Appl
Environ Microbiol 69: 2800–2809.

Schuergers, N., Werlang, C., Ajo-Franklin, C.M., and
Boghossian, A.A. (2017) A synthetic biology approach to
engineering living photovoltaics. Energy Environ Sci 10:
1102–1115.

Seker, U.O.S., Chen, A.Y., Citorik, R.J., and Lu, T.K. (2017)
Synthetic biogenesis of bacterial amyloid nanomaterials
with tunable inorganic-organic interfaces and electrical
conductivity. ACS Synth Biol 6: 266–275.

Shis, D.L., and Bennett, M.R. (2013) Library of synthetic
transcriptional AND gates built with split T7 RNA poly-
merase mutants. Proc Natl Acad Sci USA 110: 5028–
5033.

Singh, B.R., Dwivedi, S., Al-Khedhairy, A.A., and Musarrat,
J. (2011) Synthesis of stable cadmium sulfide nanoparti-
cles using surfactin produced by Bacillus amyloliquifa-
ciens strain KSU-109. Colloids Surfaces B Biointerfaces
85: 207–213.

Singh, B.N., Rawat, A.K.S., Khan, W., Naqvi, A.H. and
Singh, B.R. (2014) Biosynthesis of stable antioxidant ZnO
nanoparticles by Pseudomonas aeruginosa Rhamnolipids.
PLoS ONE 9, e106937.

Spoerke, E.D., and Voigt, J.A. (2007) Influence of engineered
peptides on the formation and properties of cadmium sul-
fide nanocrystals. Adv Funct Mater 17: 2031–2037.

Suresh, A.K., Pelletier, D.A., Wang, W., Broich, M.L., Moon,
J.-W., Gu, B., et al. (2011) Biofabrication of discrete
spherical gold nanoparticles using the metal-reducing
bacterium Shewanella oneidensis. Acta Biomater 7:
2148–2152.

Sweeney, R.Y., Mao, C., Gao, X., Burt, J.L., Belcher, A.M.,
Georgiou, G., and Iverson, B.L. (2004) Bacterial biosyn-
thesis of cadmium sulfide nanocrystals. Chem Biol 11:
1553–1559.

Thakkar, K.N., Mhatre, S.S., and Parikh, R.Y. (2010) Biolog-
ical synthesis of metallic nanoparticles. Nanomedicine
Nanotechnology. Biol Med 6: 257–262.

Thanh, N.T.K., Maclean, N., and Mahiddine, S. (2014)
Mechanisms of nucleation and growth of nanoparticles in
solution. Chem Rev 114: 7610–7630.

Varma, R.S. (2012) Greener approach to nanomaterials and
their sustainable applications. Curr Opin Chem Eng 1:
123–128.

ª 2018 The Authors. Microbial Biotechnology published by John Wiley & Sons Ltd and Society for Applied Microbiology., Microbial
Biotechnology, 12, 161–172

Biogenic synthesis of nanomaterials 171



Yan, L., Zhang, S., Chen, P., Liu, H., Yin, H., and Li, H.
(2012) Magnetotactic bacteria, magnetosomes and their
application. Microbiol Res 167: 507–519.

Yan, D.-Z., Mao, L.-Q., Li, C.-Z., and Liu, J. (2015)
Biodegradation of hexachlorobenzene by a constructed
microbial consortium. World J Microbiol Biotechnol 31:
371–377.

Supporting information

Additional supporting information may be found online in
the Supporting Information section at the end of the arti-
cle.

Fig. S1. Maps of plasmids containing the arsDACB and
arrAB genes involved in arsenic reduction cloned from She-
wanella sp. ANA-3.
Fig. S2. Schematic of arsenate reductase genes expressed
in a heterologous host E. coli JWE470-1 strain with deletion
of native arsenate reductase arsC gene.
Fig. S3. No precipitate is formed within 72 h when sulfide
and arsenate As(V) are added to the minimal media.
Fig. S4. Media bottles to show the E. coli cell culture turbid-
ity in the absence and presence of arsenic sulfide

nanomaterials.
Fig. S5. Arsenic sulfide material produced at 72 h by E. coli
with either arsDABC or arrAB plasmid.
Fig. S6. Effect of nanoparticle formation on E. coli cell via-
bility.
Fig. S7. EDX analysis of nanostructures synthesized by
E. coli and ANA-3.
Fig. S8. XRD pattern of arsenic sulfide nanomaterials syn-
thesized by E. coli and ANA-3.
Table S1. Primers used in this study.
Table S2. Amino acid sequence comparison of arsenate
reductase system between E. coli and ANA-3.
Table S3. Arsenic sulfide structures formed under different
stoichiometric ratios of arsenite and sulfide directly added to
bottles with E. coli cells.
Table S4. Influence of cells and cell-free supernatant on
arsenic sulfide nanomaterial dimensions.
Table S5. Concentrations of salts, amino acids and trace
minerals mix used in the experiments to test the effects of
abiotic media with minerals or amino acids on nucleation of
arsenic sulfide nanomaterials.
Table S6. Student t-test analysis to identify conditions that
yielded statistically significant difference (numbers in bold)
in arsenic sulfide nanofiber width (P<0.05) with E. coli and
ANA-3 as nucleation material.

ª 2018 The Authors. Microbial Biotechnology published by John Wiley & Sons Ltd and Society for Applied Microbiology., Microbial
Biotechnology, 12, 161–172

172 P. Chellamuthu et al.


