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Abstract: Platinum nanoparticles (Pt(0)NPs) are expected to play a vital role in future technologies
as high-performance catalysts. The microbiological route for Pt(0)NPs’ production is considered a
greener and simpler alternative to conventional methods. In order to explore the potential utility of ex-
treme acidophiles, Fe(III)-reducing acidophilic bacteria, Acidocella aromatica and Acidiphilium crytpum,
were tested for the production of bio-Pt(0)NPs from an acidic solution. Bio-Pt(0)NPs were successfully
formed via a simple one-step reaction with the difference in the size and location between the two
strains. Intact enzymatic activity was essential to exhibit the site for Pt(0) crystal nucleation, which
enables the formation of well-dispersed, fine bio-Pt(0)NPs. Active Ac. aromatica cells produced the
finest bio-Pt(0)NPs of mean and median size of 16.1 and 8.5 nm, respectively. The catalytic activity of
bio-Pt(0)NPs was assessed using the Cr(VI) reduction reaction, which was shown to be in a negative
linear correlation with the mean particle size under the conditions tested. This is the first study
reporting the recruitment of acidophilic extremophiles for the production of Pt(0)NPs. Acidophilic
extremophiles often inhabit metal-rich acidic liquors in nature and are expected to become the
promising tool for metal nanotechnology.

Keywords: platinum; nanoparticles; extreme acidophiles; Fe(IlI)-reducing bacteria; Acidocella sp.;
Acidiphilium sp.

1. Introduction

Metal nanoparticles (NPs) have recently gained increasing attention owing to their po-
tential for technological innovation in various sectors, including energy, catalysis, pharma-
ceuticals, optics, and photonics industries. The large specific surface area of nano-sized ma-
terials allows minimization of the metal consumption while maximizing its effect. Among
other metal NPs, Pt(0)NPs are of particular importance. Their potential is widely explored
in applications such as automobiles, fuel cells, petrochemicals, electronics, nanomedicine,
optics, drug delivery, and antimicrobial, antioxidant, and anticancer agents [1,2]. Addition-
ally, the production of “green” hydrogen is gaining increasing attention worldwide as an
alternative clean energy to contribute to the decarbonization of the environment. “Green”
hydrogen is produced via the water electrolysis reaction, wherein Pt plays a vital role as
the reaction catalyst. Despite its importance and increasing demand, Pt is defined as a
critical raw material and its future supply is facing concerns.

Conventionally, the production of metal NPs employs multi-step physical and chem-
ical methods using a top-down (bulk metal is mechanically broken down to NPs) or
bottom-up approach (precursor metal ions are assembled to generate NPs) [1]. However,
the necessity to avoid toxic chemicals and hazardous conditions has led to an increasing
interest in greener and simpler biological alternatives. So far, the biological fabrication of
metal NPs explored a range of life forms, such as bacteria, yeast, fungi, algae, and plants,
for metal species such Au, Ag, Pd, Pt, Ni, Co, and Fe [3,4]. The size of biogenic metal NPs
can be controlled by modifying conditions such as concentrations of electron donors and
reaction inhibitors [5,6].
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Among those microorganisms or plants as the template for NPs” production, a num-
ber of bacterial species possess the ability to reduce soluble metal species to zero-valent
nanometal. For the bio-Pt(0)NPs” production, several bacterial species have been utilized
so far, e.g., Acetobacter xylinum [7], Acinetobacter calcoaceticus [8], Desulfovibrio spp. [9,10],
Escherichia coli [11], Shewanella spp. [12,13], Pseudomonas spp. [14], Streptomyces sp. [15], and
a mixed consortium of sulfate-reducing bacteria [16] as well as cyanobacteria [17,18]. In
addition to whole cells, microbial cell extracts from several bacterial species have also been
investigated [14]. Other than these, halophilic bacteria from salt lakes (Halomonadaceae,
Bacillaceae, and Idiomarinaceae) were used for the production of Pt(0)NPs under acidic saline
conditions (sea salt mixture and NH4Cl, 20—-210 g/L, pH 3—7) [19].

Nonetheless, despite the fact that metal-bearing solutions (metal leachates, meta-
polluted waters, etc.) are often highly acidic, so far, studies on bacteriogenic Pt(0)NPs’
production have focused solely on neutrophiles (or acid-tolerant halophiles). Extreme
acidophiles, broadly defined as microorganisms that grow optimally at pH < 3, have
potential in metal NPs” production from such highly acidic liquors but are rarely stud-
ied in this regard. Our previous studies reported the first case of bio-NPs’ production
of Pd(0) by extreme acidophiles, using Acidocella (Ac.) aromatica and Acidiphilium (A.)
crytpum, and the extremely acidophilic archaeon, Sulfolobus tokodaii, from highly acidic
solutions (pH 2.0-2.5), including the spent Pd catalyst leachate and at elevated CI~ concen-
trations [5,20]. Ac. aromatica was also shown to be useful in size-controlled bio-Au(0)NPs’
production [6] as well as in reducing soluble V(V) to form V(IV) precipitates in acidic
liquors [21]. To the best of our knowledge, the biological synthesis of Pt(0)NPs by extreme
acidophiles is not yet known. Here, we report the Pt(0)NPs” production using the two
Fe(Ill)-reducing, extreme acidophiles, Ac. aromatica and A. crytpum.

2. Materials and Methods
2.1. Microorganisms

Ac. aromatica strain PFBC (DSM 270267) and A. cryptum strain SJH were chosen in this
study as Fe(Ill)-reducing acidophiles which are tolerant to a number of heavy metals [22,23].
Their aerobic, heterotrophic growth can also ease the collection of cell biomass used for the
following metal nanoparticles” production step. The two strains were cultivated aerobically
in 500 mL Erlenmeyer flasks containing 200 mL of heterotrophic basal salts (HBS) media
(per liter; 450 mg (NHy4)2SO4, 50 mg KCl, 50 mg KH,POy, 500 mg MgSO4 7H0, 14 mg
Ca(NO3), - 4H,0, and 142 mg NaySO;,: pH 2.5 with H,SO,) with 0.025% (w/v) tryptone
soya broth (TSB). Either 10 mM of fructose or 10 mM of glucose was provided as an electron
donor for Ac. aromatica or Acidiphilium SJH, respectively. Flasks were incubated at 30 °C on
a rotary shaker at 100 rpm.

2.2. PH(IV) Tolerance Test

Each strain was pre-grown aerobically (pHipnitia) 2.5, as described in Section 2.1),
harvested at the late-exponential phase by centrifugation, washed twice, and inoculated
into 15 mL test tubes containing 5 mL of fresh HBS media (pH 2.5) to the initial cell density
of 1.0 x 107 cells/mL. Filter-sterilized Pt(IV) stock solution (as H,PtCly - 6H,0) was added
to the cultures at different concentrations: 0, 0.5, 0.75, 1.0, 2.5, 5.0, or 10 mg/L. The test
tubes were aerobically incubated and shaken at 100 rpm, 30 °C. Samples were regularly
taken to monitor cell density (using a Thoma counting chamber). All experiments were
conducted in duplicates.

2.3. Pt(1V) Reduction for Bio-Pt(0)NPs” Production

Each strain was grown aerobically (as described in Section 2.1.) until the late-exponential
phase to reach the cell density of about 1.0 x 10° cells/mL. N, gas was purged into the culture
for 3 h in order to reduce the DO (Dissolved Oxygen) level to <1.0 ppm. The N, gas-purged
culture (100 mL) was then transferred into 100 mL vial bottles and Pt(IV) (as H,PtClg - 6H,O)
was added to a final Pt(IV) concentration of 50 mg/L. After 1 h of incubation (to allow Pt(IV)



Minerals 2021, 11, 1175

30f11

sorption onto the cell surface), different concentrations of sodium formate (1.0, 5.0, 10, or
20 mM, pH 2.5) were added as the sole electron donor. Sterile control cultures (with 10 or
20 mM of sodium formate) were also prepared for comparison.

In order to compare the Pt(IV) reduction behavior of active cells with or without an
enzymatic inhibitor, the following comparison tests were prepared: To evaluate the effect
of Cu®* (as a potential enzyme inhibitor) on the Pt(IV)-reducing ability of active cells, Cu®
(as CuSOy - 7Hp0O) was added to the media at 5 mM. All preparation after the initial aerobic
cultivation was performed in an anaerobic chamber and all vial bottles were sealed with
butyl rubber stoppers and aluminum crimps. The vial bottles were incubated and shaken
at 100 rpm, 30 °C. Samples were regularly withdrawn using syringe needles to monitor
concentrations of total Pt by the inductively coupled plasma-optical emission spectrometry
(ICP-OES; Optima 8300, Perkin Elmer). All experiments were carried out in duplicate.

2.4. Characterization of Bio-Pt(0)NPs by X-ray Diffraction (XRD) and X-ray Absorption Fine
Structure (XAFS)

Following the Pt(IV) reduction experiments in Section 2.3, bacterial cells were collected
by centrifugation (12,000x g, 10 min), washed twice with fresh HBS media (pH 2.5),
and freeze-dried overnight for XRD (Rigaku UltimalV; CuK« 40 mA, 40 kV) and XAFS
analyses. Cell tablets for XAFS analysis were prepared using the same amounts of cells
by a tablet press machine at 10 MPa for 5 min. X-ray absorption spectra were collected
with the Kyushu University beamline (BL06) at Kyushu Synchrotron Light Research Center
(SAGA-LS; 1.4 GeV storage ring with a circumference of 75.6 m). The measurements were
conducted at the Pt L3-edge and data were collected in fluorescence mode at the energy
range from 11,300 to 12,400 eV. As standard chemicals, Pt(0) powder (Sigma-Aldrich, Tokyo,
Japan: 327476) and H,Pt!VCly 6H,O (Sigma-Aldrich, Tokyo, Japan: 206083) were used.

2.5. Ultra-Thin Section Transmission Electron Microscopy (TEM) Observation

Bacterial cells were fixed in 2.5% (w/v) aqueous glutaraldehyde, washed twice with
phosphate buffer (pH 7.6), and then washed in 1% osmium tetroxide. Cells were de-
hydrated using an ethanol series (70%, 80%, 90%, and 99.5% ethanol for 5 min at each
concentration, and lastly 100% dried ethanol for 10 min), washed twice in propylene oxide
(5 min, twice), and finally embedded in epoxy resin (48 h, 60 °C). Sections (~70 nm) were
cut with a microtome, placed onto a copper grid, and viewed with a transmission electron
microscope (TEM) (TECNAI G2-20; accelerating voltage 100 kV).

2.6. Particle Size Analysis Using Image-|

Based on the ultra-thin section TEM images obtained in Section 2.5, the particle sizes of
bio-Pt(0)NPs were analyzed using Image-J software (National Institute of Health, Bethesda,
MD, USA). The images were calibrated and thresholded by selecting the ROI (region of
interest) and removing the background noise, as appropriate. The particles were then
analyzed with the “Analyze Particles” function, which calculates the projected area of an
individual particle. The diameter of each particle was deduced from its projected area,
assuming that the particle is spherical. Typically, over 100 particles were analyzed to
calculate the average diameter and standard deviation.

2.7. Catalytic Activity of Bio-P+(0)NPs

Bio-Pt(0)NPs were produced as described in Section 2.3. Upon the complete reduction
of 50 mg/L Pt(IV) in a total of 200 mL of culture (equivalent to the formation of 10 mg
of Pt(0)), bio-Pt(0)NPs were recovered by centrifugation and freeze-dried. The weight of
the freeze-dried bio-Pt(0)NPs was 44.4 mg for Ac. aromatica and 52.0 mg for A. cryptum
(regardless of the addition of Cu?"). For the Cr(VI) reduction test, 1.0 mg of bio-Pt(0)NPs
(equivalent to 0.22 mg of net-Pt(0) for Ac. aromatica and 0.19 mg of net-Pt(0) for A. cryptum)
was resuspended into 20 mL of fresh HBS medium (pH 2.5) in a 20 mL vial bottle. For
comparison, Pt bulk powder (<10 um, Sigma-Aldrich, Tokyo, Japan: 327476) and Pt/C
(10 wt.% loading, matrix-activated carbon support, Sigma-Aldrich, Tokyo, Japan: 205958)
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were also tested (0.2 mg of net-Pt(0) was used). Cr(VI) (as Na,CrOy4-4H,0) and formate
(as an electron donor) were then added at 10 mg/L and 10 mM, respectively. All solutions
were anaerobically prepared by purging N, gas (<1 mg/L DO). The vial bottles were sealed
with butyl rubber stoppers and incubated unshaken at 30 °C. Samples were withdrawn
periodically to monitor Cr(VI) concentrations (diphenyl carbazide method [24]).

3. Results and Discussion
3.1. Effect of Pt(IV) on Bacterial Cell Growth

For the Ac. aromatica growth, the presence of 0.5 and 0.75 mg/L of Pt(IV) increasingly
extended the lag-phase, but the final cell density was comparable to the case without Pt(IV)
(~1 x 107 cells/mL). The addition of 1 mg/L of Pt(IV), however, completely inhibited the
cell growth: MIC (minimal inhibitory concentration) of 1 mg/L (Figure 1a). Compared
to Ac. aromatica, A. cryptum was less sensitive to Pt(IV). Although the lag-phase was
largely prolonged to about 120 h, the cell density eventually reached 1 x 10° cells/mL. The
presence of 5 mg/L of Pt(IV), however, was detrimental to the cell growth of A. cryptum
(MIC of 5 mg/L; Figure 1b). According to our previous study [20], Ac. aromatica and
A. cryptum had a MIC for Pd(II) at 5 mg/L (or 47 uM) and 2.5 mg/L (or 23 uM), respectively.
Both strains were reported to be tolerant to high concentrations of a number of heavy
metals, i.e., Ac. aromatica MICs at 300 mM AI**, 172 mM Fe?*, 200 mM Mn?*, 200 mM Ni**,
300 mM Zn2*, and 5 mM Cu?* [22], and A. cryptum MICs at >200 mM Fe?*, >200 mM Fe>*,
and 20 mM Cu?* [23]. Compared to these, platinum group metals (PGMs) such as Pd(II)
and Pt(IV) were shown to be highly toxic to both strains.
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~ (a) Ac. aromatica (b) A. eryptum
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Figure 1. Effect of Pt(IV) on aerobic growth of Ac. aromatica (a) and A. cryptum (b) at pHiniial 2.5
Initial Pt(IV) concentrations were set to 0 mg/L (e), 0.5 mg/L (4), 0.75 mg/L (¢), 1 mg/L (M),
2.5mg/L (==), or 5mg/L (x). Data points are mean values from duplicate flasks.

3.2. Pt(1V) Reduction for the Production of Bio-Pt(0)NPs

Since the presence of Pt(IV) exhibited an inhibitory effect on the bacterial growth, as
shown in Section 3.1, cells were pre-grown to the late-exponential phase before combining
with Pt(IV) for the bio-Pt(0)NPs’ production.

As shown in Figure 2, the presence of cell biomass slowed the speed of the Pt(IV)
reduction reaction, compared to that in cell-free controls. Especially, active cells (without
enzymatic inhibition by Cu?*) showed a clear two-phase Pt(IV) reduction reaction.
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Figure 2. Pt(IV) reduction by pre-grown cells of Ac. aromatica (a) and A. cryptum (b) at pHinitial 2.5:
active cells (o, A, W), active cells + 5 mM Cu?* (O, A), and sterile controls (x) were compared.
(a) Formate was added as an electron donor at 5 mM (e), 10 mM (A), or 20 mM (M, [J, X). (b) Formate
was added at 5 mM (o) or 10 mM (A, A, x). Data points are mean values from duplicate experiments.

As for the production mechanism of bio-Pt(0)NPs, Capness et al. [10] proposed the
involvement of cytochromes and/or hydrogenases enzymes in anaerobic sulfate-reducing
bacteria, Desulfovibrio alaskensis. Attard et al. [11] suggested that E. coli possesses various
hydrogenases that catalyze the hydrogen cleavage into protons and electrons to facilitate
the biogenic synthesis of Pt(0)NPs. Riddin et al. [16] proposed the involvement of two
different hydrogenase enzymes in the Pt(0)NPs’ production, where Pt(IV) is first reduced
to Pt(I) using an oxygen-tolerant/protected novel cytoplasmic hydrogenase, followed by
the second Pt(II) reduction to Pt(0)NPs by an oxygen-sensitive periplasmic hydrogenase.
Additionally, the extracellular formation of Pt(0)NPs by Streptomyces sp. was attributed to
the chloride reductase enzyme [15].

In the case of Acidiphilium sp. and Acidocella sp., the presence of putative formate
dehydrogenase (FDH) enzymes is predicted from their genome sequences [25].

Sodium formate (HCOONa) added to cell suspensions existed mostly in the form of
formic acid (HCOOH, pKa = 3.8) under the acidic condition used in this study. It can be
hypothesized that the putative FDH enzymes decomposed formic acid to release H, gas
(Equation (1)). Hp gas then acted as a reducing agent for the formation of Pt(0) crystal
nuclei (Equation (2)) at a number of enzymatic sites scattered over the cell surface as well
as in the cytosol (Figure 3).

Platinum is a well-known chemical catalyst to accelerate Equation (1) [26]. Therefore,
the two-phase Pt(IV) reduction reaction exhibited by active cells can be explained as the first
slower enzymatic Pt(0) crystal nucleation phase followed by the second, faster Pt(0) crystal
growth via autocatalytic Pt(IV) reduction [5,20]. In cell-free controls, the overall speed of
abiotic reactions was greater but produced a few, visibly large Pt(0) aggregated particles.

In Ac. aromatica, the addition of 20 mM of formate resulted in the complete Pt(IV)
reduction in all conditions, but with different speeds (Figure 2a). A similar trend was also
observed in A. cryptum, but at a lower formate concentration of 10 mM (Figure 2b). This
may be related to a different number of crystal nucleation sites (enzyme distribution) on
active cells, as A. cryptum tends to form fewer NPs, as shown in this study, as well as in our
previous study on bio-Pd(0)NPs [20].

HCOOH — CO, + H, )

PHIV) + 2H, — P(0) + 4H* @)
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Figure 3. Proposed mechanism of the bio-Pt(0)NPs’ production in active cells: (i) Formic acid
(HCOOH, pKa = 3.8) existing under the acidic condition can diffuse through the cell membrane. The
putative formate dehydrogenase (FDH) enzyme catalyzes the decomposition of HCOOH to CO, and
H; (i). Accordingly, at each FDH site on the cell membrane (ii) and in the cytosol (ii"), Pt(IV) ions
are reduced by Hj to form the initial Pt(0) crystal nuclei (first slow reaction). Once Pt(0) nuclei are
formed, Pt(0) starts to act as a chemical catalyst to accelerate the HCOOH decomposition reaction (iii).
This autocatalytic reaction leads to the crystal growth of Pt(0)NPs (iv,iv’) (second, faster reaction).
When the corresponding enzymes are (at least partially) deactivated by Cu?*, the number of crystal
nucleation sites becomes limited, but the individual particle grows larger (the overall reaction time
becomes shorter).

Blackish precipitates formed during the Pt(IV) reduction reaction were analyzed by
XRD (Figure 4a) and XANES (Figure 4b) and confirmed to be Pt(0) particles. Cells were
recovered for ultra-thin section TEM observation (Figure 5) and the following particle-size
analysis (Figure 6). A number of Pt(0) particles were formed mainly on the cell surface
of intact Ac. aromatica cells (Figure 5a,b). On the other hand, deactivating the enzymatic
activity (at least partially) by Cu?" resulted in the formation of larger and fewer Pt(0)
particles, mainly in the cell cytosol of Ac. aromatica (Figure 5c). This might be due to
the deactivation of membrane enzymes which are responsible for the first Pt(0) crystal
nucleation step on the cell surface. Additionally, Pt(IV) might have more freely diffused
through the cell membrane due to the partial loss of its selective cell permeability (owing
to the cell lysis/decomposition by Cu?* ions). Compared with Ac. aromatica, the number of
bio-Pt(0)NPs formed on A. cryptum cells were generally lower (as was also the case with
Pd(0) [20]), and scattered over the cell surface and cytosol (Figure 5d,e). The presence
of Cu®* ions seemingly resulted in partially disrupted cells bearing agglomerated Pt(0)
particles (Figure 5f).
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Figure 4. XRD patterns (a) and normalized XANES spectra at the Pt L3-edge (b) of bio-Pt(0)NPs
produced by Ac. aromatica and A. cryptum using 20 and 10 mM of formate respectively, as an electron
donor: (a) O is assigned to metallic Pt(0) (JCPDS 01-087-0640). (b) Grey solid and dotted lines indicate
the peaks of Pt standards, Pt(0) and Pt(IV), respectively.

Ac. aromatica

A. cryptum

200 am

Figure 5. TEM images of bio-Pt(0)NPs produced by active cells of Ac. aromatica (using 20 mM of
formate, (a—c)) or A. cryptum (using 10 mM of formate, (d—f)), without (a,b,d,e) or with (c,f) the
addition of 5 mM of Cu?* as a potential enzymatic inhibitor.
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Figure 6. Particle size distributions of bio-Pt(0)NPs: (a,b) Ac. aromatica cells were used with 20 mM
of formate. (c,d) A. cryptum cells were used with 10 mM of formate. (b,d) 5 mM of Cu?* was added
as an enzymatic inhibitor.

As was visually predicted from TEM images (Figure 5), the finest bio-Pt(0)NPs were
formed by intact Ac. aromatica cells with the mean and median particle sizes of 16.1
and 8.5 nm respectively (Figure 6a), while bio-Pt(0)NPs formed by intact A. cryptum
cells were in a broader size range, with the mean and median particle sizes of 28.9 and
21.9 nm, respectively (Figure 6c). The addition of an enzyme inhibitor (Cu?*) resulted in
the formation of larger bio-Pt(0)NPs in both Ac. aromatica (mean 33.7 nm, median 26.9 nm;
Figure 6b) and A. cryptum (mean 37.8 nm, median 16.8 nm; Figure 6d).

The catalytic activity of bio-Pt(0)NPs produced under each condition was compared
on the basis of the Cr(VI) reduction reaction (Equation (3)) via Equation (1).

Cr(VI) + 3/2H, — Cr(Ill) + 3H" 3)

Although Ac. aromatica originally possesses the Cr(VI) reduction capability [27], the
direct microbiological effect was first eliminated by the freeze-drying treatment. As shown
in Figure 7, the specific Cr(VI) reduction rate was 3.3, 1.7, 2.0, or 1.3 mg-Cr(VI)/L/h/mg-
Pt(0) when bio-Pt(0)NPs produced by intact Ac. aromatica cells, Ac. aromatica cells + Cu®*
intact A. cryprum cells, or A. cryprum cells + Cu?* were used, respectively. This catalytic
activity was in a negative linear correlation with the mean bio-Pt(0)NPs” size (Figure 7)
within the condition range tested. Deactivation of the enzymatic activity by Cu®* caused
an appearance of outliers in the particles’ distribution (larger particles of 100200 nm or
over, Figure 6¢,d), which was especially noticeable with the enzyme-deactivated A. cryptum
(Figure 6d). In fact, when the median particle size (instead of the mean particle size) was
plotted, bio-Pt(0)NPs produced by the enzyme-deactivated A. cryptum came out of the
linear correlation (data not shown). These results suggest that the catalytic activity of
bio-Pt(0)NPs is largely affected by the outliers (contamination of larger particles). The
presence of intact enzymatic catalysis in active cells was thus critical to act as an individual
Pt(0) nucleation site, which all together enables the formation of finer and more uniform
bio-Pt(0)NPs of greater catalytic activity. As a comparison, the specific Cr(VI) reduction rate
by the commercially purchased Pt/C catalyst (~5 nm) was 5.7 mg-Cr(VI)/L/h/mg-Pt(0),
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and was roughly on the same line with bio-Pt(0)NPs (Figure 7). The bulk Pt powder did
not exhibit any Cr(VI) reduction activity and was not plotted in Figure 7.

6
O

R?=009513

©) (b)
(d)

Specific Cu(VI) reduction
(mg-Cr(VI)/L/h/mg-Pt(0))

1 [ 1 1 1 1 1 1 1

0O 5 10 15 20 25 30 35 40

Mean Pt(0) bionanoparticles size
(nm)

Figure 7. Catalytic activity of bio-Pt(0)NPs: Relationship between the specific Cr(VI) reduction
rate (mg/L/h/mg-Pt(0)) and the mean (circles) or median (triangles) bio-Pt(0)NPs’ size is shown.
Bio-Pt(0)NPs (e) were produced by: (a) Ac. aromatica cells with 20 mM of formate, (b) Ac. aromatica
cells with 20 mM of formate in the presence of 5 mM of Cu?* asan enzymatic inhibitor, (c) A. cryptum
cells with 10 mM of formate, and (d) A. cryptum cells with 10 mM of formate in the presence of 5 mM
of Cu?* as an enzymatic inhibitor. As a control, commercial Pt/C (Pt on carbon) was tested (O).

4. Conclusions

Bio-Pt(0)NPs were successfully produced from a highly acidic Pt(IV) solution using
the extremely acidophilic Fe(Ill)-reducing bacteria, Ac. aromatica and A. crytpum, via a
simple one-step microbiological reaction. The difference in the size and location of bio-
Pt(0)NPs between the two species tested likely reflected the difference in the catalytic
activity, localization, and number of the membrane proteins and enzymes responsible
for Pt(0) crystal nucleation. The intact enzymatic function was critical to act as a site for
Pt(0) crystal nucleation, which led to the formation of well-dispersed, fine bio-Pt(0)NPs.
The finest bio-Pt(0)NPs were obtained by using intact Ac. aromatica cells without Cu?*
as an enzymatic inhibitor (mean size 16.1, median size 8.5 nm). The catalytic activity of
bio-Pt(0)NPs was in a negative linear correlation with their mean particle size within the
condition range tested. This is the first study reporting the acidophilic extremophiles to be
used in the Pt(O)NPs’ formation. Further studies on acidophilic extremophiles (especially
with higher metal and salt tolerances) for biogenic metal NPs” production would benefit
the development of nanobiotechnology.
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