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Microorganisms contribute to the formation of secondary gold

Au(lll) Erwinia sp. IMH

(Au) deposits through enzymatic reduction of Au(IIl) to Au(0). However, the

enzyme that catalyzes the reduction of Au(IIl) remains enigmatic. Here, we

identified and characterized a previously unknown Au reductase (GolR) in the &
cytoplasm of Erwinia sp. IMH. The expression of goIR was strongly up-regulated in
response to increasing Au(III) concentrations and exposure time. Mutant with in- {
frame deletion of goIR was incapable of reducing Au(1Il), and the capability was
rescued by reintroducing wild-type golR into the mutant strain. The Au(III)
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reduction was determined to occur in the cytoplasmic space by comparing the
TEM images of the wild-type, mutant, and complemented strains. In vitro assays of
the purified GolR protein confirmed its ability to reduce Au(Ill) to Au
nanoparticles. Molecular dynamic simulations demonstrated that the hydrophobic cavity of GolR may selectively bind
AuCL,(OH),", the predominant auric chloride species at neutral pH. Density functional theory calculations revealed that
AuCl,(OH),” may be coordinated at the Fe-containing active site of GolR and is probably reduced via three consecutive proton-
coupled electron transfer processes. The new class of reductase, GolR, opens the chapter for the mechanistic understanding of

Au(III) bioreduction.

biogeochemical cycling of gold, microbial Au(IIl) reduction, Au nanoparticles, Au(IIl) reductase, GoIR

Microorganisms are of paramount importance in the
biogeochemical cycling of gold (Au) in the environment.' ™*
Au(I1I) is soluble and inherently toxic, whereas elemental Au is
inert. As a rare metal on the earth, Au is not evenly distributed
but highly enriched in mineralized zones where primary
deposits (50—80 wt % of Au) and secondary grains (up to 99
wt % of Au) are formed.” The formation of secondary Au
grains and deposits is often attributed to microbial activities.*
Microorganisms, especially bacteria, reduce Au(III) to a zero-
valence state as a resistance strategy”® and have evolved
distinct genetic, proteomic, and metabolic mechanisms to
counteract Au(III) toxicity.g’10

Bacteria have evolved two primary pathways to detoxify
Au(11I), including the biochemical conversion of Au(III) to Au
nanoparticles (NPs)'""* and the extrusion of Au(III) out of
the cells.”” In fact, Au(III) extrusion is not as widespread as
other heavy metals probably due to its ready reduction to zero
valence.'* Till now, only two efflux pathways were reported.
Specifically, Salmonella enterica has developed a Au-specific
efflux system including a MerR-like transcriptional activator
(GolS), a putative efflux P-type ATPase (GolT), and a
metallochaperone (GolB).'"* In addition, Cupriavidus metal-
lidurans CH34 employs a copper-handling system encoded by
copABCD for pumping Au(IIl) into the periplasmic space.'
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Microbial reduction of Au(III) to lower toxic Au NPs often
occurs in the cytoplasmic and extracellular spaces. Extracellular
polymeric substances (EPS) are involved in extra-cellular
Au(III) reduction in numerous bacterial strains.'”'” Mean-
while, strains of Delftia acidovorans secrete metallophore
delftibactin to reduce Au(1Il) to Au NPs, which is regulated
by delG as a response to Au(Ill) threat.” In addition, the
formation of Au NPs was often observed in the cytoplasm,'®
and Au usually bonds with amino acids.'”~*' We thus propose
that a reductase mediates Au(III) reduction as a microbial
detoxification mechanism. As a justification of our surmise,
nicotinamide adenine dinucleotide-dependent enzymes were
found to catalyze Au(Ill) reduction via a well-established
electron-donating regeneration system.22 Notably, copper
resistance genes in Cupriavidus metallidurans CH34 were
initially assumed to regulate the Au(IIl) bioreduction.”
However, the gene knockout results in the following study
proved that these copper resistance genes are involved in
Au(III) resistance but are not specific for Au(III) reduction.’®
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Figure 1. Q-RT PCR analysis of changes in the expression of three representative genes in response to different Au(III) concentrations at 10 and
35 min induction. (a) Gene expression was normalized to that of 16S rRNA gene. (b) f-Galactosidase activity driven by IMHGL002106,
IMHGLO001570, and IMHGLO000S37 promoters at different Au(III) concentrations. Data are shown as the mean of three replicates, with errors

bars corresponding to one standard deviation.

Till now, the microbial Au(Ill) reductase has not yet been
identified.

The motivation of this study is to discover the reductase and
electron transfer pathway involved in cytoplasmic Au(III)
reduction. Our previous study found that Erwinia sp. IMH, a
multiple metal resistance bacterium isolated from Au ores,”” is
capable of reducing Au(Ill) to Au NPs both extra- and
intracellularly.'’ Here, we describe the identification and
characterization of a novel NADH-dependent Au(III)
reductase referred to as GolR from Erwinia sp. IMH. We
investigated GolR activity in vivo and in vitro and explored the
interaction of Au(III) with GolR by molecular dynamic (MD)
simulations and density functional theory (DFT) calculations.
GolR represents a previously unrecognized class of enzymes
involved in cytoplasmic Au(IIl) reduction as a detoxification
strategy.

Our previous work showed that genes regulated Au NP
formation."" To identify genes that respond positively to
Au(III) challenge and possibly mediate Au(III) reduction in
IMH, we analyzed transcriptome results and focused on three
oxidoreductases, which have a potential functional role in
Au(Ill) reduction. The most strongly upregulated oxidor-
eductase was a dehydrogenase (IMHGL002106) (Figure S1),
with a 5.2-fold up-regulation after 35 min of Au(III) exposure.
The next two most up-regulated oxidoreductase genes were
annotated as glutathione-independent formaldehyde dehydro-
genase FdhA (IMHGLO001570)** up to 4.2-fold up-regulation
after 35 min and 7-cyano-7-deazaguanine reductase QueF
(IMHGL000537)° up to 2.7-fold up-regulation after 35 min
(Figure S1).
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To verify the positive transcriptional response of these three
oxidoreductase genes to the Au(Ill) challenge, the response of
three genes to different doses of Au(IIl) after 10 and 35 min
exposure was analyzed by real-time quantitative polymerase
chain reaction (RT-qPCR). In agreement with the global
transcription analysis, IMHGL002106 was up-regulated most
strongly among the three genes analyzed, and its expression
was constantly increased with time regardless of the initial
Au(III) concentration (Figure la). Meanwhile,
IMHGL002106 transcription was increased with increasing
Au(IIl) concentrations from 20 to SO uM, but no
concentration dependency was found at 100 and 200 uM
Au(1II) (Figure la). This is probably because the growth of
IMH was greatly inhibited at such high Au(IIl) concen-
trations."" Compared with IMHGL002106, IMHGL000537
and IMHGLO001570 showed no dependency on time and
Au(III) concentration.

To explain the different responses of IMHGL002106,
IMHGLO000537, and IMHGL001570 to the Au(III) challenge,
the activity of their promoters was examined in E. coli DH Sa
challenged with different Au(III) concentrations. Interestingly,
IMHGLO002106::lacZ expression was linearly correlated (p =
0.017) with the Au(III) concentration, whereas IM-
HGLO001570::lacZ and IMHGLO000537::lacZ expression ex-
hibited no dependence on Au(IIl) concentration (p > 0.1,
Figure 1b). This observation indicates that the expression of
IMHGLO002106 but not that of IMHGLO001570 and
IMHGLO000537 is directly induced by Au(IIl) acting on the
gene promoter. These results suggest that IMHGL002106 may
be an ideal candidate gold reductase, denoted as GolR. Thus,
our subsequent efforts were focused on golR.
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To explore the relationship between GolR and Au(III)
reduction in Erwinia sp. IMH, a mutant strain (AgolR) with
nonpolar deletion of goIR and a complemented strain (AgolR-
C) were constructed. The diagnostic PCR was used to verify
that the deletion and complementation experiments were
successful (Figure S2). Then, the ability of the strains to
reduce Au(Ill) was tested by UV—vis and transmission
electron microscopy (TEM) analysis. The results showed
that the wild-type IMH strain changed the color of the clear
Au(III) solution to intense claret after overnight incubation,
with a strong surface plasmon resonance (SPR) of Au NPs at
approximately 540 nm (Figure 2a,b).”® Consistently, TEM
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Figure 2. (a) Biosynthesis and (b) UV/vis spectra of Au NPs in
different conditions. (I) PBS only; (II) PBS + 2 mM Au(III); (III)
PBS + IMH; (IV) PBS + AgolR; (V) PBS + AgolR-C; (VI) PBS +
IMH + 2 mM Au(II); (VII) PBS + AgolR + 2 mM Au(III); and
(VII) PBS + AgolR-C + 2 mM Au(IIl). (c) HR-TEM images of
nanoparticles formed in the wild strain IMH, the mutant AgolR, and
the complementary strain AgolR-C. Sensitivity assays of the wild
strain IMH, the mutant strain AgolR, and the complementary strain
AgoIR-C in the absence and presence of toxic Au(III). The (d) results
are shown as the mean of three replicates with errors bars
corresponding to one standard deviation (two-tailed Student’s ¢ test).

with energy-dispersive spectrometry confirmed the presence of
Au NPs, and a lattice fringe spacin% of 0.224 nm was assigned
to (111) of Au NPs (Figure S3).”” By contrast, the color of
AgolR culture turned pale pink with a much suppressed UV—
vis absorption peak at 540 nm, suggesting the absence of Au
NPs. The complemented strain (AgolR-C) turned the culture
color to claret, with a partial but marked recovery of the 540
nm absorption peak, indicative of biogenic Au NP formation
(Figure 2a,b). This indicates that golR plays a key role in the
reduction of Au(Ill) to Au NPs.
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To locate the position of Au NP formation, a 70 nm thick
thin slice of strains was analyzed using TEM. The results
revealed that Au NPs were present in the cytoplasm of wild-
type IMH but not that of AgolR cells or wild-type cells in the
absence of Au(Ill) (Figure 2c). When golR deletion was
complemented in AgoIR-C strain, Au NPs were detected in the
cytoplasm (Figure 2c). These observations strongly indicate
that Au(IIl) reduction mediated by GolR occurred in the
cytoplasm of IMH.

To assess the importance of GolR in the Au(III)
detoxification network, the growth of the three IMH strains
(wild-type, AgolR, and AgolR-C) was monitored in the
presence of S0 M Au(Ill). Figure 2d shows that golR
deletion significantly (p < 0.005) increased the sensitivity to
Au(III) toxicity, and the complementation of golR rescued its
resistance to Au(IIl) to the same level as the wild type (p <
0.005). These results indicate that GolR was employed to
protect IMH from toxic soluble Au. It is the active strategy of
IMH to employ cytoplasmic GolR to detoxify Au(1Il). In fact,
IMH has developed multiple pathways to resist Au(III) threat.
Upon sorption of Au(III) to cell surfaces, Au(III) was readily
reduced to Au NPs by EPS."" When Au(III) sneaked the first
protective barrier into the cytoplasm, intracellular reductants
such as GSH resumed the responsibility for detoxification.
Actually, GSH is abundant in bacteria and able to resist metal
toxicity as a flexible soldier.”**” However, in our study, GSH
was consumed by Au(III)-induced reactive oxygen species,
which were pronounced under Au(Ill) threat (Figure S4). In
this case, cytoplasmic GolR was activated to catalyze Au(III)
reduction. The identification of this cytoplasmic Au(III)
reductase catalyzing Au(III) reduction to Au(0) can explain
the presence of Au NPs in the cytoplasm of diverse bacteria
(Table S1). Such an enzymatic detoxification mechanism has
also been found in microbial selenate reduction to selenium
NPs in Thauera selenatis.”

To further explore the function of golR, we cloned the IMH
goIR gene, overproduced GolR in E. coli, and purified it in vitro
(Figure SS). Then, the Au(III)-reducing activity of GolR in
vitro was examined using UV—vis spectra and X-ray absorption
near edge structure (XANES) analysis. In the absence of either
GolR or NADH, the color of the solution did not change and
there is no SPR absorption peak at 540 nm (Figure 3a). In a
XANES spectrum, the white-line feature in the Au Ly-edge
(11,923 eV) is associated with the transition of 2p electrons to
unoccupied Sd orbitals, with a higher peak intensity
corresponding to more unoccupied states of d orbitals, that
is, a higher oxidation state.”® The linear combination fitting
(LCF) of XANES spectra revealed that there is about 29 or
36% Au(IIl) reduction by GolR or NADH alone, respectively
(Figure 3b and Table S2). These results suggested that GolR
or NADH alone mediates a certain degree of Au(III)
reduction, but this reduction is not enough to form Au NPs.

When Au(IlI) was mixed with GolR and NADH, the
solution turned a light claret color, with an SPR absorption
peak at 540 nm, suggesting that GolR together with NADH
mediated the Au(IIl) reduction to Au NPs (Figure 3a). In
agreement with the results of UV—vis spectra, XANES analysis
showed that a large degree of Au(IIl) reduction happened as
indicative of the decreased intensity of the white-line peak, and
LCF further indicated that about 67% Au(III) was reduced in
2 h (Figure 3b and Table S4). These observations confirmed
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Figure 3. (a) UV—vis spectra and (b) XANES analysis of Au NPs synthesized in the treatment of Au(III) + GolR + NADH. The treatments of

NADH + Au(III) and GolR + Au(III) were used as controls.

that GolR is a NADH-dependent Au(III) reductase, and
consistent with other NADH-dependent reductases,” the
cofactor NADH plays an important role in GolR-catalyzed
Au(III) reduction.

GolR is a Au(III) reductase and is able to reduce Cu®* and
Ag", the elements in the same group in the periodic table, as
evidenced by the XPS characterization (Figure S6 and Table
S3). Consistent with a previous report that Au(IIl) can be
detoxified using a copper-specific efflux protein,16 our results
suggest that microbes adopt similar or identical pathway to
resist heavy metals with similar chemical properties. GolR,
however, cannot reduce other heavy metals, such as Ni**, Pd**,

Zn*', and Cd*" (Figure S6).

To identify the Au(IIl) species in the culture medium, the
distribution of Au(III) species at neutral pH was calculated.
Figure S7 shows that AuClL,(OH),” (42%) and AuCI(OH);~
(47%) are dominant in a chloroauric solution. To gain insight
into the molecular interactions of AuClL,(OH),” or AuCl-
(OH);” and GolR, molecular docking and dynamic
simulations were next performed. The docking results show
that the two Au(III) species are able to remain at the vicinity
of the Fe site in the GolR cavity (Figure S8). Interestingly, the
MD simulations reveal that only AuCL(OH),” is able to
interact with GolR, while AuCI(OH);™ is expelled from the
GolR cavity (Figure 4 and Movies S1 and S2). The instability
of AuCI(OH);™ in the cavity may be attributed to its triple
hydrophilic hydroxyl groups, which render its incompatibility
with the hydrophobic GolR (Figure S8). This hydrophobicity-
driven selectivity by GolR was further confirmed by our MD
simulations involving AuCl,” and Au(OH),". The MD results
clearly indicate that AuCl,”, a hydrophobic Au complex,
remains in the active site, whereas Au(OH),”, a hydrophilic
complex, is ejected from the cavity after approximately 1 ns
(Figure S9 and Movies S3 and S$4).

In addition, we carried out in vitro Au(III) reduction under
different pH conditions. The results in Figure S10 showed that
Au(IIT) reduction by GolR is pH dependent. Specifically, a
claret color, with an SPR absorption peak at 540 nm, was
observed at pH 5—7. At pH 8—9, the color of the solution was
light yellow and no SPR absorption peak was detected. The
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Figure 4. Snapshots of the MD simulations of (a) AuCL,(OH),™ and
(b) AuCI(OH);™ in the GolR cavity. Au, yellow sphere; Fe, ice-blue
sphere; Cl, green sphere; O, red sphere; H, white sphere; NADH,
blue sticks; His residues, pink sticks; Asp residue, tan sticks.

solution changed to brown at pH 3—4, with a weak SPR
absorption peak shifted to about 560 nm. Consistent with our
MD simulation results, the pH-dependent Au(III) reduction
indicated that GolR may selectively react with AuCl,(OH),”
and AuCl,”, rather than AuCI(OH);~ and Au(OH),".
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Figure S. Calculated pathways for Au(III) reduction by GolR. The Mulliken charges of Fe and Au atoms are shown under each structure.

The selectivity of GolR toward AuClL,(OH),” leads to a
stable Au(IIT) complex on the Fe site in the cavity, as shown in
Figure S11. Specifically, the bond between Fe and N on the
residue His195 is broken upon AuCl,(OH)," attack, and Fe is
coordinated with two hydroxyl groups of AuCL,(OH),” with
an average Fe—O distance of 2.4 A in a six-coordinated
structure (Figure S11). Meanwhile, NADH is departed from its
initial position in a 1.9 A distance from the Fe atom, and this
space is replaced by AuCL,(OH),”, which coordinates with Fe
using with two bridging OH groups, resulting in a slightly
shorter Au—Fe distance (3.03 A) than Au—NADH distances
(3.20 A). This coordination environment for AuCl,(OH),™ at
the GolR active site lays the structural foundation for
subsequent Au(III) reduction.

To predict the possible pathways for the reduction of
Au"CL,(OH),™ to Au’, first-principles DFT calculations were
carried out. The results suggest that Au(IIl) reduction may be
realized in three consecutive proton-coupled electron transfer
(PCET) steps with an exothermic reaction in each step
(Figures S and S12). To quantify the electron transfer, we
calculated the Mulliken charges of Fe and Au atoms where
more positive values represent fewer electrons. Specifically, in
the first step, Au""CL,(OH),” donates one OH group to react
with a H to form H,O at the Fe site, and Au’CL,OH then
accepts an electron from NADH to become Au"Cl,OH™
(Figure SII to III). The Mulliken charge of Au is increased
from 0.041 to —0.156 e, and that of Fe is reduced from 1.033
to 1.090 e, indicating the electron transfer from Fe to Au
atoms. The oxidized Fe™ is subsequently reduced to Fe" by
electrons provided by NADH, as evidenced by the increase in
its Mulliken charge from 1.090 to 1.039 e (Figure SIV). With
the release of H,O away from the Fe site, the OH group of
Au"CLOH is coordinated to Fe, resulting in the formation of
a five-coordinated Fe" complex and Au'Cl,” (Figure SV).
Correspondingly, the Mulliken charge is decreased from 1.039
to 1.224 e on Fe and is increased from —0.138 to —0.336 e on
Au. The resulting Au intermediate, Au'Cl,”, exhibits a Cl—
Au—Cl angle of 103.4° with a Au—Fe distance of 2.64 A.
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Similarly, in the second PCET step, the OH group on the
Fe" complex reacts with a H' to from H,O at the Fe site
(Figure 5VI), and Fe'"" is reduced to Fe"' by the electrons from
NADH (Figure SVII). Then, the formed H,0 is departed from
the Fe site, leaving the linear Au'Cl,” at a Au—Fe distance of
3.07 A (Figure SVIII). Consequently, the Mulliken charges of
Fe and Au are changed to 1.029 and—0.318 e, respectively.

Finally, Au'Cl,” is reduced to Au’ in the third PCET step.
Au'Cl,~ first uptakes a H' from NADH, resulting in a H—Cl
bond with an atomic distance of 1.72 A (Figure SIX). Then,
HAU'Cl, is reduced to Au’, which stays at a Au—Fe distance of
2.54 A, leaving the two Cl atoms in an association with a H" at
an average H—Cl distance of 1.73 A (Figure 5X). Similarly, the
Mulliken charge analysis indicates the electron transfer from Fe
to Au atoms. At the end, the Fe' active site is regenerated by
releasing Au’, H, and Cl atoms (Figure SX to I), and the
Mulliken charge of Fe after regeneration (1.043 e)
comparable to that in the initial stage (1.037 e). Therefore,
the Fe' site at the cavity of GolR probably catalyzes the
Au(III) reduction, and the resulting Au® aggregated to form Au
NPs in the cytoplasmic space (Figure 2c).

Our multiple complementary results report a previously
unknown gold reductase named GolR, which is able to reduce
Au(III) to Au NPs in the cytoplasm of Erwinia sp. IMH. GolR
may selectively capture AuClL,(OH),” rather than Au"'Cl-
(OH);™ due to its hydrophobic nature. Au™CL,(OH),” is
probably reduced to Au NPs at the active Fe site in GolR by
three consecutive PCET processes, involving NADH as a
cofactor to provide both protons and electrons. Such a PCET
process was also found in arsenate respiratory reduction
mediated by ArrAB,”* which is common for redox reactions
catalyzed by oxidoreductase in bacteria. Our findings provide
direct evidence that cytoplasmic Au(IIl) reductase is evolved
and actively mediated the biogeochemical cycling of the Au
element.

GolR probably contributes to a biochemically driven
mineralization of Au in the environment due to its broad
phylogenetic distribution (Figure S13). The organisms
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containing golR belong to distantly related phyla within
bacteria such as Erwinia spp.”> and Klebsiella pneumoniae®* in
the phylum Proteobacteria and Holdemanella biformis®> and
Roseburia intestinalis®® in the phylum Firmicutes. Moreover, the
GolR homologue shows a high conservatism on evolution
(Figure S13). For example, GolR sequences of Erwinia sp.
IMH and Erwinia tracheiphila show as high as 80% similarity in
amino acids. Thus, goIR can be used as a molecular probe in
metagenomics analysis to explore the possible contribution of
microbial Au(IIl) reduction in gold mineralized zones. In
addition, bio-green synthesis of Au NPs with high efficiency
probably could be realized through molecular engineering
based on the identification and characterization of goIR.

Bacterial strains of Erwinia, E. coli, and plasmids used or constructed
in this study are listed in Table S4. Erwinia and E. coli strains were
cultured at 30 or 37 °C in the Luria-Bertani (LB) medium,
respectively. When needed for the culture of E. coli WM3064,
diaminopimelic acid (DAP, 30 mM) was added. When needed for the
culture of strains containing plasmid, the corresponding antibiotics
were added.

To verify the transcriptome data and identify the transcriptional level
of the Au-induced genes, Erwinia sp. IMH was cultivated and
challenged with different Au(III) concentrations. Then, RNA was
isolated and cDNA was synthesized as described in the Supporting
Information (SI). RT-qPCR was performed according to the SYBR
Premix ExTaq II Reagent Kit (TaKaRa, Japan) protocol,’” and three
technical and biological replicates were established for each reaction.
Primers used for the reactions are listed in Table S5. Gene expression
was normalized based on ACy calculations,”® using an iQS Real-Time
PCR detection system (Bio-Rad, USA). The expression of the 16S
rRNA gene was used as a reference in the calculations.

To determine whether golR was required for intracellular Au(III)
reduction, a mutant with in-frame deletion of goIR (AgoIR strain) was
constructed. The primers used for the construction of the deletion are
listed in Table S5. The PCR product was cloned into pSMV10
double-digested with SepI-BamH]I, yielding pAgolR, which was then
transformed into strain IMH via conjugation with E. coli WM3064.
Single-crossover mutants were screened on LB agar containing 10%
sucrose, and kanamycin-sensitive colonies were screened and verified
by PCR using primers GolR-up-F and GolR-down-R (Table S5).

For AgolR complementation, the complete goIR coding region with
a gene promoter was PCR cloned as a KpnI and HindIlII fragment into
pUCI18 and then transferred to AgolR strain by conjugation via E. coli
WM3064. The resultant strain was named AgolR-C. The
complemented strain was further verified by PCR using primers
GolR-F and GolR-R (Table S5).

To understand the promotor activities in the presence of Au(IIl),
promoters of IMHGL002106, IMHGLO000537, and IMHGL001570
genes were fused to the lacZ gene of ppRITT, and f-galactosidase
assays were analyzed. Three promotors were PCR-cloned as Kpnl-
Smal fragments into lacZ reporter plasmid pPROTT, respectively. The
resulting plasmids were transformed into E. coli DHSa, yielding E. coli
DHSa/pPRITT-P2106, E. coli DHSa/pPRITT-P0537, and E. coli
DHSa/pPRITT-P1570. For f-galactosidase activity assays, three E.
coli strains were cultured in LB for 24 h, harvested, washed three
times, and resuspended in phosphate-buffered saline (PBS) buffer
(pH 7.0) with different Au(IIl) concentrations at 30 °C for 35 min.
Then, the cells were harvested, and p-galactosidase activity was
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measured according to the method described by Miller.*” All of the
experiments were performed in triplicate.

To investigate the relation between golR and Au(IlI) reduction,
Au(III) reduction and sensitivity assays of wild-type IMH, mutant
AgolR, and complementary AgoIR-C were carried out. For Au(III)
reduction, IMH, AgolR, and AgoIR-C were cultured in LB for 24 h,
harvested, washed three times, and resuspended in PBS buffer (pH
7.0) with 2 mM Au(III) at 30 °C on a rotary shaker (160 rpm)
overnight. Then, each sample was taken for detecting the SPR of Au
NPs using UV—vis spectroscopy (UV-2550 Shimadzu) at $40 nm. At
the same time, the cells were harvested, washed with PBS buffer (pH
7.0) three times, and fixed with 0.15% glutaraldehyde in phosphate
buffer (pH 7.0) at 4 °C for overnight. The fixed cells were dehydrated
with graded ethanol (75—100%) series and embedded in resin. The
samples were then thin sectioned (70 nm) in ultramicrotome using a
diamond knife and collected on a carbon-coated copper grid. Our
previous work showed that the particle formed in our condition was
identified as Au NPs. Localization of Au NPs was observed from high-
resolution TEM (Tecnai G2 F20, FEI).

For Au(IIl) sensitivity assays, overnight cultures of IMH, AgolR,
and AgolR-C were inoculated into 100 mL of fresh LB medium
containing 50 M Au(III) and incubated at 30 °C on a rotary shaker
(160 rpm) for 72 h, and control experiments without Au(IIl) were
also performed. Cell growth was monitored at ODgy using a
spectrophotometer (DR2800, HACH, USA). The experiments were
performed in triplicate.

To measure the Au(IIl) reduction activity of GolR in vitro, GolR was
overexpressed and purified as described in the SI. The coenzyme
requirement was determined first, and no GolR activity was detected
in the absence of NADH, whereas Au(III) was actively reduced when
NADH was added. For Au(Ill) reduction by GolR in vitro, 1 mM
GolR and 1 mM NADH were incubated with 2 mM Au(III) in Tris—
HCI (pH 7.0) at 30 °C in quartz cuvettes for 2 h. NADH or GolR
alone incubated with 2 mM Au(III) was used as the control. The
formation of Au NPs was monitored by using a UV—vis spectrometer
(UV-2550 Shimadzu) at 540 nm. All experiments were carried out in
triplicate. Then, the samples were centrifuged at 6000 X g (Thermo
Scientific, USA) for 10 min and washed three times with PBS (pH
7.0). These washed samples were flash cooled in liquid nitrogen and
freeze-dried overnight. Then, the XANES spectra at the Au Ly-edge
were collected at beamline 14 WI at the Shanghai Synchrotron
Radiation Facility, China. An energy range of —200 to 650 eV from
the Lyj-edge of Au (11,919 eV) was used for spectrum acquisition.
The spectra were analyzed using a LCF in the Athena program.** The
data processing and fitting approach followed our previous report.''

To calculate the molecular interactions of Au(III) and GolR,
molecular docking and dynamic simulations were carried out. First,
Au complexes, including AuClL,(OH),”, AuCI(OH),~, AuCl,”, and
Au(OH),”, were geometry optimized in the Gaussian 09 program
with B3LYP hybrid DFT using the 6-31G* basis set for O, H, and Cl
and the LanL2DZ basis set for Au. Then, molecular docking of Au
complexes with GolR was performed by the homology model and
CDOCKER protocol in Discovery Studio Software (DS, Accelrys, San
Diego, CA, United States). Finally, the MD simulations were
conducted in Amber software with Amber Tools 18, and MCPB.py
has been performed to build force fields for the simulation of metal
complexes of AuCL(OH),” and AuCl(OH);. The details are
described in the SL

To predict the possible pathways for the Au(IIl) reduction by GolR,
DFT calculations were carried out. The stable structure after MD runs
was extracted by selecting the AuCL,(OH),” molecule and residues
that are in the 5.0 A range. It is acknowledged that the NADH
cofactor is the electron donor and a dehydrogenase. Thus, the extra
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electrons and protons were added in the system to replace NADH to
compensate computational cost. The reduced Au(IIl) structures were
optimized in the Gaussian 09 program using the 6-31G* basis set for
C, H, O, N, Cl, and Fe and the LanL2DZ basis set for Au. The
reduction process was examined, and the reaction energy was
calculated.

The Supporting Information is available free of charge at
https://pubs.acs.org/doi/10.1021/jacsau.2c00170.

AuCL(OH),™ interaction with GolR (Movie S1) (AVI)

AuCl(OH);~ expelled from the GolR cavity (Movie S2)
(AVI)

AuCl,”, a hydrophobic Au complex, remaining in the
active site (Movie S3) (AVI)

Au(OH),”, a hydrophilic complex, ejected from the
cavity after approximately 1 ns (Movie S4) (AVI)

Details of cell growth, RNA isolation, cDNA synthesis,
GolR purification, phylogenetic analysis, electrophoretic
mobility shift assays, molecular docking, molecular
dynamic simulations, and additional figures and tables
(PDF)
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