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Metal nanoclusters (NCs) have emerged as a promising class of HAuCL, DNRs uct,

fluorescent probes for cellular imaging due to their high resistance to photobleaching
and low toxicity. Nevertheless, their widespread use in clinical diagnosis is limited by
their unstable intracellular fluorescence. In this study, we develop an intracellularly fds
biosynthesized fluorescent probe, DNA nanoribbon-gold NCs (DNR/AuNCs), for long- DNRs/AuNGs =1
term cellular tracking. Our results show that DNR/AuNCs exhibit a 4-fold enhancement
of intracellular fluorescence intensity compared to free AuNCs. We also investigated the
mechanism underlying the fluorescence enhancement of AuNCs by DNRs. Our findings
suggest that the higher synthesis efficiency and stability of AuNCs in the lysosome may
contribute to their fluorescence enhancement, which enables long-term (up to 15 days)
fluorescence imaging of cancer cells (enhancement of ~60 times compared to free
AuNCs). Furthermore, we observe similar results with other metal NCs, confirming the generality of the DNR-assisted biosynthesis
approach for preparing highly bright and stable fluorescent metal NCs for cancer cell imaging.
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Compared with individual metal NCs, metal NC assembly-
based imaging probes can effectively enhance their fluores-
cence stability, eventually prolonging the imaging time in
tumor sites.” "> A series of self-assembly strategies were
developed through electrostatic interactions,™** 7—x stack-
ing,*** hydrophobic interactions,””** and so on. However, the
fluorescence imaging performances of these assemblies were
still unsatisfactory due to their limited ability to penetrate the
cell membrane. This limitation arises from the fact that they
are formed prior to entering the cell, leading to a significant
effect on the cellular uptake rate.

Since the emergence of DNA nanotechnology, self-
assembled DNA nanostructures have demonstrated consid-
erable promise in numerous biomedical theranostic applica-
tions because of their excellent programmability and
biocompatibility.””~>> Many studies have shown that the
intracellular GSH level in tumor cells is as high as 2—20 mM,

which is 100—1000 times and 7—10 times than that of the
56,57

Currently, fluorescent probes, including organic fluorescent
dyes,'™ semiconductor quantum dots," ® fluorescent pro-
teins,” ' and upconversion nanomaterials,"' ~"* are commonly
used for intracellular fluorescence ima§1n§ because of their
high luminescence and photostability.'*~'® However, these
fluorescent probes may suffer from limitations in making
reliable intracellular measurements. For example, several
organic dyes exhibit small Stokes shifts and poor photo-
bleaching resistance.'”'" Penetrating cell membranes is hard
for semiconductor quantum dots with large size, and most of
them are toxic.'"” Fluorescent proteins are easily denatured,”
and the rare earth upconversion nanoparticles exhibit poor
biocompatibility.”' These disadvantages limit the application of
the fluorescent probes currently used in the bioimaging field.
Fluorescent metal nanoclusters (NCs) have been widely
used for live-cell imaging in the past decade because of their
ultrasmall size, good biocompatibility, low toxicity, large Stokes extracellular matrix and normal tissues, respectivel
shifts, and excellent stability against photobleaching.”*~** Herein. for the first time. we propose(,i the cancez‘ cell
Among the metal NC-based bioimaging methods, intracellular biosynt’hesis and assembly O’f fluorescent gold NCs (AuNCs)
biosynthesis of metal NCs has achieved remarkable success in
recent years due to their easy synthesis and excellent cellular
targeting.””~>® However, the widespread use of these
individual metal NCs in clinical diagnosis is limited by their
unstable intracellular fluorescence,”® ' which is crucial for
long-term tracking and real-time observation of dynamic cell
migration, division, and lysis to gain deeper insights into tumor
pathogenesis.”*~
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Figure 1. (a) Schematic diagram of DNRs. (b) Schematic illustration of the synthesis procedure of DNRs/AuNCs. (c) Biosynthesis of DNRs/
AuNCs in cancer cells. (d) Laser confocal fluorescence images of DNRs/Au*" incubated with MCF 7 cells and MCF 10A cells for 24 h. (e) Laser
confocal fluorescence images of AuNCs colocalized with CyS-DNRs. DNRs/Au’* was incubated with MCE 7 cells for 24 h.

assisted by DNA nanoribbons (DNRs) to realize long-term
cellular tracking. It is worth mentioning that, unlike the
previously reported work, the assembly of AuNCs in this study
is carried out intracellularly rather than extracellularly. This
approach effectively resolves the challenge of large particle
penetration into the cell membrane. We demonstrated that the
synthesis of AuNCs with DNRs as the template (DNRs/
AuNCs) can significantly improve the intracellular fluores-
cence intensity of the resultant AuNCs compared with those
AuNCs synthesized without the DNRs templates (the
maximum enhancement of ~4 times was observed).
Inductively coupled plasma mass spectrometry (ICP-MS)
and fluorescence colocalization techniques revealed that DNRs
facilitated the intracellular biosynthesis of AuNCs and
enhanced the stability of AuNCs in the lysosome, which may
account for the fluorescence enhancement. Importantly, this
strategy was also successful in the case of other metal NCs,
indicating that DNR-assisted biosynthesis can be a general
approach for preparing high-performance fluorescent probes
for intracellular imaging.

In order to enter cells, both single and double-stranded DNA
(ssDNA and dsDNA, respectively) need to be transfected with
the aid of liposomes or specific vectors.””*” For example, Wang
et al. used natural dsDNA from herring sperm (<50 bp) and a
PTEN Gene to synthesize AuNCs in cancer cells by
transfection via liposomes for cancer diagnosis.(’O However,
the toxicity of cationic liposomes at the site of administration
limits their use.®’ % Hence, we designed the DNRs following
our previous study,®* which could enter cells without the need
for liposome transfection or construction of vectors.”” ™" As
shown in Figure 1a, DNRs are assembled from several repeated
units, each of which is composed of two scaffold strands, S1
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and S2, and three staple strands, ST1, ST2 and ST3. In each
repeated unit, two different types of 48-base DNA scaffold
strands are alternately arranged in an antiparalle] manner and
are connected by three 32-base folded staple strands (Table
S1, Figure S1).

We synthesized the DNRs/AuNCs complex by a simple
approach, which involved the incubation of DNRs and
HAuCI, solution with tumor cells. Briefly, the process included
three steps: (i) Synthesis of DNRs; (ii) mixing of DNRs with
HAuCl, at 25 °C to produce a mixture of the DNRs and Au’**
ions (DNRs/Au®"); and (iii) incubation of the resultant
mixture with MCF 7 cells at 37 °C for 1.5 h to obtain DNRs/
AuNCs.

In step one, to obtain the DNRs, we mixed the five
component DNA strands (1 M) at a molar ratio of 1:1 in a
Tris-Mg** (40 mM Tris, 20 mM acetic acid, and 10 mM
magnesium acetate, pH 7.5) buffer solution, and the mixture
was annealed in a PCR machine. The formation of DNRs was
confirmed by atomic force microscopy (AFM) (Figure S2).
The average width and height of each DNRs were 16.33 +
1.67 and 1.18 + 0.15 nm (N = 100), respectively, which are
consistent with the theoretical values.®®

In step two, we incubated 1 uM DNRs with 0.2 mM
HAuCl, at 25 °C in a 1:1 volume ratio to form a mixture of
DNRs and Au* ions (DNRs/Au’") (Figure 1b). Coordination
and chelation complexes may be formed between Au®** and
both ring and amino nitrogen of the nucleic acid bases.”’
Therefore, we used DNRs as templates to guide the assembly
of gold clusters via DNRs—Au interactions in our study.
Dynamic light scattering (DLS) results showed that the zeta
potential of HAuCl, mixed with DNRs was higher than DNRs,
demonstrating the formation of DNRs/Au’** (Figure S3).

In step three, we incubated DNRs/Au’" with cancer cells at
37 °C for 1.5 h to obtain DNRs/AuNCs (Figure 1c). Cancer
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Figure 2. (a) Schematic illustration of the process of extracting DNRs/AuNCs. (b) Fluorescence spectra of DNRs/AuNCs. Excitation wavelength
(Ex), emission wavelength (Em). (c) AFM images of DNRs/AuNCs. (d) Statistical distribution of height and width of the DNRs/AuNCs (N =
35). TEM image (e), high-angle darkfield scanning TEM (HAADF-STEM), and energy dispersive X-ray spectroscopy (EDS) energy spectra (f) of
DNRs/AuNCs. (g) HRTEM image of DNRs/AuNCs. (h) Selected area electron diffraction (SAED) of DNRs/AuNCs. (i) FFT pattern of DNRs/

AuNCs.

cells exhibit a higher amount of glutathione (GSH) and
nicotinamide adenine dinucleotide phosphate (NADPH),
reactive nitrogen species, and reactive oxygen species (ROS)
than those in normal cells, and the unique microenvironment
of cancer cells provides an ideal platform for the biosynthesis
of DNRs/AuNCs.””””> Human breast cancer cells (MCF 7)
were adopted as a cancerous cell model, while noncancerous
breast cells (MCF 10A) were used as a control. Both MCF 7
and MCF-10A cells were incubated with DNRs/Au®" for 24 h
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and visualized by using confocal laser scanning microscopy
(CLSM) (Figure 1d). The MCF 7 cells displayed bright green
fluorescence of the AuNCs, while the signal in the MCF 10A
cells was almost indiscernible. This indicates that the AuNCs
synthesis is cancer-cell-specific, and it is triggered by
upregulated GSH, etc., which reacts with HAuCl, Given the
fact that the different cancerous cells might demonstrate
variable levels of GSH expression, we further tested the
biosynthesis of AuNCs in human colon cancer HCT 116 cells

https://doi.org/10.1021/jacsau.3c00365
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Figure 3. (a) Bio-TEM image of MCF 7 cells. (b) Bio-TEM image of DNRs/Au**-treated cells. (c) Bio-TEM image of DNRs/AuNCs in
endosomes. (d) Bio-TEM image of DNRs/AuNCs in autolysosome. (e) Bio-TEM image of DNRs/AuNCs in cytoplasm. (f) Schematic illustration

of different distributions of DNRs/AuNCs in cells.

and human hepatoma Hep G2 cells (Figure S4). In both cases,
excellent fluorescence signals were observed in the DNRs/
Au®*-treated cells, while such fluorescent characteristics were
not observed in the control group (only culture medium)
under the same experimental condition. These results
indicated that intracellular biosynthesis of AuNCs occurred
only at the site of the lesion, enabling the targeted recognition
of the tumor.

To verify the successful assembly of AuNCs on the DNRs in
live breast cancer cell lines, we conducted a colocalization
analysis using CyS-modified DNRs (Figure le). Significant
colocalization of the red emission from CyS-modified DNRs
and green emission from the AuNCs was observed after an
incubation time of 12 h with a Pearson’s correlation coefficient
(PCC)”* of 0.79 (PCC values ranging from —1 to +1). If there
is no association between CyS-modified DNRs and AuNCs,
then the expected PCC is 0. A positive PCC means the DNRs
and AuNCs are colocalized to some extent; higher values of
red are associated with higher values of green. In addition, a
negative PCC value indicates that the distributions of the
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DNRs and AuNCs are inversely related, with higher red values
being associated with lower green values, proving that the
AuNCs are successfully assembled on the DNRs.

To further confirm the in situ formation of DNRs/AuNCs in
the cultured cancer cell lines, we harvested the supernatant of a
cellular extract after employing the freeze—thaw cells™* (a
detailed procedure is shown in Figure 2a and provided in the
Supporting Information) and characterized this supernatant by
its fluorescence spectrum, AFM, transmission electron
microscopy (TEM), and X-ray photoelectron spectroscopy
(XPS).

The fluorescence spectra of the intracellular biosynthesized
DNRs/AuNCs displayed excitation and emission wavelengths
at 455 and 530 nm, respectively (Figure 2b). A series of peaks
were obtained at 530 nm by irradiating a DNRs/AuNCs
solution with different wavelengths of light, as shown in Figure
SS, indicating the high uniformity of the biosynthesized
DNRs/AuNCs.”>’® AFM was first used to characterize the
biosynthesized DNRs/AuNCs. The average width and height
of the DNRs/AuNCs structure was approximately 30.94 and
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Figure 4. (a) Illustration of the synthesis of AuNCs and DNRs/AuNCs. (b) Laser confocal fluorescence images of HAuCl,, DNRs/Au*" incubated
with cells for different times. (c) Fluorescence intensity of HAuCl, and DNRs/Au®* in cells cultured for different times. The data are presented as
the mean + SD of n > S. The asterisk signs (** and ***) are used to indicate p < 0.0S and p < 0.01, respectively.

4.09 nm (Figure 2c,d); therefore, the diameter of the AuNCs is
2.91 nm, considering the height of the bare DNRs is 1.18 nm.
The TEM images demonstrated the formation of a uniform
near-monodisperse layered ribbon structure with a mean width
of about 2.04 nm (Figure 2e), and energy-dispersive X-ray
spectroscopy (EDS) of the areas marked as dashed square
proved that the DNRs/AuNCs were composed of Au, P, N, O,
and C (Figure 2f), which agrees with the XPS results (Figure
S6).

High-resolution TEM of the areas marked as yellow square
(Figures 2g and S7) confirmed that the lattice spacing (ca. 1.46
A) of the intracellular nanoclusters agreed with that of the
(220) facet of Au.”” The lattice spacing (ca. 2.18 and 1.27 A)
matched well with the distance of the adjacent facets (331)
and (262) of the Au,O; crystallite.”® More convincing
evidence was provided by the corresponding selected area
electron diffraction (SAED) and fast Fourier transform (FFT)
results (Figure 2h,i), which confirm the single crystalline
nature of DNRs/AuNCs with reflections corresponding to the
(220) spacings of Au and the (711), (331), and (151) spacings
of Au,O;.

To provide additional evidence, we employed bio-TEM for
the in situ characterization of the DNRs/AuNCs formation.
Figures 3a,b and S8 demonstrate the presence of NCs in MCF
7 cells incubated with DNRs/Au?', while blank cells or DNRs-
treated cells did not show any NCs. TEM images of DNRs/
Au**-treated cells revealed the encapsulation of acicular
clusters within endosomes (Figure 3c) or lysosomes (Figure
3d), with some clusters located in the cytoplasm (Figure 3e).
Figure 3f illustrates the possible intracellular trafficking of
DNRs/AuNCs, where NCs are typically delivered within
endosomes that subsequently fuse with lysosomes. A fraction
of NCs may escape from lysosomes to the cytoplasm.
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To demonstrate the advantages of DNRs nanostructures, we
compared DNRs/Au’" treated MCF 7 cells side-by-side with a
control group, which was treated with only HAuCl, (Figure
4a).

To ensure that intracellularly biosynthesized gold NCs
exhibit no toxic effect on cells in subsequent experiments, we
conducted cytotoxicity tests with different concentrations of
the HAuClI, solution. Figure S9 shows the MTT assay results
for cancer cells (MCF 7, Hep G2, and HCT 116) and
noncancerous cells (MCF 10A). We can see that the cell
survival rate is higher than 60% for all the cells, and the survival
rate of the noncancer cells was higher than that of the cancer
cells, proving that DNRs/AuNCs and AuNCs are nontoxic to
both cancer and noncancer cells. In addition, it was found that
the toxicity of the DNRs/AuNCs was lower than that of
AuNGCs. It has been demonstrated that the AgNCs showed
significantly reduced low cytotoxicity even at a high
concentration under the protection of the DNA hydrogel.””
Therefore, our results suggested that DNRs can effectively
reduce the cytotoxicity of gold NCs, thereby providing an
advantage for long-term tracking experiments.

Next, we performed long-term cell tracking experiments.
The fluorescence of both DNRs/AuNCs and AuNCs was
observed in the MCF 7 cells at different incubation times by
CLSM (Figures 4b and S10). The statistical diagram of the
fluorescence intensity is shown in Figure 4c. The fluorescence
of the DNRs/AuNCs and AuNCs showed a trend of first
increasing and then decreasing over time. The fluorescence
intensity was the strongest at 1.5 h for both groups, and the
fluorescence intensity of the experimental group (DNRs/
AuNCs) was higher than that of the control group (AuNCs) in
the range of 3 min to 48 h. The difference was the most
significant with the 12 h incubation time (enhancement of ~4
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times) because, unlike that of the experimental group, the
fluorescence intensity of the control group was considerably
reduced after the 12 h incubation. With the further increase of
incubation time, though progressively declining in intensity,
the fluorescence signals of DNRs/Au’" treated MCF 7 cells
could still be observed for up to 15 days, which is equal to that
of the control group at 6 h of of incubation (enhancement of
~60 times) (Figures 4c and S11). This long-term tracking
approach is based on cell proliferation by endogenous
nanoprobes rather than the continuous addition of imaging
agents during long-term monitoring.80

To explore the reasons for the aforementioned phenomen-
on, we performed ICP-MS to quantify the gold content versus
the incubation time. As shown in Figure Sa, the gold content of
the experimental group was higher than that of the control
group at all time points, indicating that DNRs is more
conducive to the intracellular biosynthesis of AuNCs, which
led to the higher fluorescence intensity of DNRs/AuNCs.
However, when incubated for 48 h, the fluorescence intensity
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of DNRs/AuNCs was 3.6 times that of AuNCs, but the gold
content of DNRs/AuNCs was only 2.3 times that of AuNCs,
which implied that there might be another factor influencing
the fluorescence intensity of AuNCs. Unexpectedly, the
intracellular gold content of both DNRs/AuNCs and AuNCs
showed an increasing trend within the time frame of 48 h,
while the fluorescence intensity decreased after 1.5 h of
incubation, suggesting that the evacuation of AuNCs from the
cells was not the reason for the decrease in fluorescence
intensity.

We further used a fluorescence colocalization technique to
study the subcellular localization of fluorescent gold clusters in
MCF 7 cells (Figures Sb,c and S12). Pearson’s correlation
coeflicient was used for quantification of the colocalization of
the red emission from the Lyso-tracker red (a commercial dye
for visualizing lysosome) and green emission from AuNCs.
The results showed that the Pearson’s correlation coefficient of
both the experimental group and the control group increased
in the 0—1.5 h range and began to decrease after 1.5 h, which
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Figure 6. (a) Laser confocal images of MCF 7 cells incubated with DNRs/Ag* or AgNO; for different times. (b) Fluorescence intensity of AgNO,

and DNRs/Ag" in cells cultured for different times.

was consistent with the observed trend of fluorescence
intensity. Based on our observations, we hypothesized that
the initial increase in fluorescence was a result of cluster
aggregation in lysosomes, which has been observed previously
for AuNPs formed into self-assembled nanostructures using
chitosan.”" Subsequently, the decrease in fluorescence could be
attributed to the degradation of gold clusters within the
lysosomes. A previous study has demonstrated that ROS
generated by NADPH oxidase inside lysosomes can induce
damage to gold nanoparticles.*> After 48 h of incubation, the
control group exhibited a significant decrease in Pearson’s
correlation coefficient, reaching only half of the maximum
value. In contrast, the experimental group showed a mere 6%
decline in the colocalization rate. This suggests that DNRs
enhance the stability of AuNCs within lysosomes, which could
explain the stronger fluorescence exhibited by DNRs/AuNCs
after an extended incubation period.

To verify the universality of this method, we attempted to
synthesize other types of metal NCs using a DNR-assisted
technique. The nucleic acid bases have been found to form
coordination with many metal ions, such as silver (Ag).*
Thus, we synthesized DNRs/AgNCs by the same approach,
and more details about the preparation and characterization of
the AgNCs are given in the Supporting Information (Figures
S13—S17). Similarly, cells treated with only AgNO, were used
as a control. We observed that the fluorescence of the DNRs/
Ag'-treated MCF 7 cells was higher than that of the cells
treated with only AgNO;. After 48 h of incubation, the
experimental group still demonstrated strong fluorescence,
whereas no fluorescence was observed in the control group
(Figures 6 and S18). These results suggested that the DNR-
assisted biosynthesis of metal NCs could be used as a potential
technique for clinical oncology diagnosis.

In the current study, we showed that DNR-assisted intra-
cellular biosynthesis of metal NCs is a general strategy by
which we can efficiently synthesize brighter and more stable
fluorescent metal NCs for cancer cell imaging. This strategy
uses DNRs as a template for the assembly of metal NCs in
cancer cells, which showed stronger intracellular fluorescence
than that of those treated with preionic solutions alone owing
to the higher synthesis efficiency and stability of metal NCs in
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the lysosome. Finally, the potential application of DNRs/
AuNCs as fluorescent probes for the long-term tracking of
cancer cells was demonstrated. It is to be noted that this
fluorescence could be maintained for up to 15 days without the
continuous addition of imaging agents during long-term
monitoring, which exhibit an ~60X enhancement of tracking
time compared to free AuNCs. This study suggests that the
DNRs-assisted intracellular biosynthesis of metal NCs could be
used as a potential fluorescent technique for long-term cellular
tracking and real-time observation of dynamic cell migration,
division, and lysis, which will considerably facilitate the early
diagnosis of cancer.

Dulbecco’s modified Eagle’s medium/Nutrient Mixture F-12
(DMEM/F12), hydrocortisone, insulin, nonessential amino acid
(NEAA), epidermal growth factor (EGF), horse serum (HS) and 3-
(4,5)-dimethylthiahiazo(-z-y1)-3,5-diphenytetrazoliumromide
(MTT) were purchased from Procell Life Science&Technology Co..
Dimethyl sulfoxide, Dulbecco’s modified Eagle’s medium (DMEM),
trypsin-EDTA solution, penicillin-streptomycin, and fetal bovine
serum (FBS) were purchased from Sangon Biotech (Shanghai).
Choloroauric acid (HAuCl,), silver nitrate (AgNOs;), tris-
(hydroxymethyl) methyl aminomethane THAM (Tris), magnesium
acetate (MgAc,), and nitric acid (HNO;) were purchased from
Aladdin. All DNA strands were synthesized from Sangon Biotech
(Shanghai). These DNA oligonucleotides were purified by high-
performance liquid chromatography (HPLC, purity > 95%) and
suspended in double distilled water (Shanghai Sangon) to give a final
concentration of 100 #M. Fluorescence spectra were recorded on a F-
4500 spectrometer (Hitich, Japan). AFM images were collected on a
MultiMode 8 atomic force microscope with a NanoScope V
Controller (Bruker, Inc.). TEM images were recorded on an FEI
Talos F200X microscope operating at 200 kV. X-ray photoelectron
spectroscopy was performed on a Thermo Scientific K-Alpha+ X-ray
photoelectron spectrometer. X-ray powder diffraction was performed
on a BrukerD 8 ADVANCE X-ray powder diffractometer. Laser
confocal maps were recorded on an N-SIMS (Nikon, Japan) laser
confocal microscope. Inductively coupled plasma mass spectrometry
(ICP-MS) was recorded on an Agilent 7800 ICP-MS instrument.
Bioelectron micrographs were recorded on a Hitachi H-7650
Biotransmission Electron Microscope. Cytotoxicity was recorded on
a Synergy H1 enzyme-labeled instrument.
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All the staple strands, the scaffold strands (in the molar ratio of 1:1),
and magnesium acetate (10 mM) were mixed to a volume of 50 L in
Tris-HAc buffer consisting of 40 mM Tris (pH 7.5) and 20 mM acetic
acid. Successful folding of the DNRs was observed at the following
conditions: subjecting the mixture to thermal annealing by heating to
85 °C followed by slow cooling to 25 °C for about 2 h. Then the
DNRs was purified using Microcon centrifugal filter devices (100 kDa
MWCO, 3000g speed, 10 min, 3 times) followed by washing with the
buffer (40 mM Tris-HAc, 10 mM Mg*", pH 7.5) to remove single
stranded DNA after assembly. The concentration of the DNRs after
purification (C,g,) could be calculated from the absorbance of the
DNRs before (Apeore) and after (A,g,,) the purification (C,g,,) by the
following equation:

after

C

after —

X Cbefore

(1)

We use the concentration of one copy unit to represent the
concentration of the DNRs in this report. The concentration of copy
units before purification (Cyegr.) Was assumed equal to the scaffold
DNA concentration quantified by measuring the OD260 with the
extinction coeflicient €260 calculated with Sangon Biotech’s Oligo
Analyzer.

before

Gold nanoclusters were biosynthesized in situ through incubation
with 50 yL of HAuCl, (0.2 mM) and 50 uL of buffer (Tris-Mg**, pH
7.5) under 37 °C and 5% CO, for different times.

First, these cells were incubated in a Petri dish and cultured at 37 °C
and 5% CO, for 24 h. Then, 1 uM DNRs was incubated with 0.2 mM
HAuCl, at room temperature in a 1:1 volume ratio to form a mixture
of DNRs and metal ion (DNRs/Au’"), DNRs/Au®>" were added to the
culture dishes and incubated with the cells for different times, and
finally DNRs/AuNCs were obtained.

Silver nanoclusters were biosynthesized in situ through incubation
with 50 uL of AgNO; (34 ug/mL) and 50 uL of buffer (Tris-Mg™,
pH 7.5) under 37 °C and 5% CO, for different time.

First, these cells were incubated in a Petri dish and cultured at 37 °C
and 5% CO, for 24 h. Then, 1 uM DNRs was incubated with 34 ug/
mL AgNO; at room temperature in a 1:1 volume ratio to form a
mixture of DNRs and metal ion (DNRs/Ag"), DNRs/Ag" was added
to the culture dishes and incubated with the cells for different times,
and finally DNRs/AgNCs were obtained.

Hep G2, human liver cancer cells, MCF 7, human breast cancer cells,
and HCT 116, human colon cancer cells, were grown in DMEM
supplemented with 10% FBS and 1% Pen Strep Glutamine (Gibco) in
5% CO, incubator at 37 °C. The human normal breast cell line, MCF
10A, was purchased from Procell Life Science&Technology Co, Ltd.
and grown in DMEM/F12 medium supplemented with 5% HS, 20
ng/mL EGF, 0.5 ug/mL hydrocortisone, 10 ug/mL insulin, 1%
nonessential amino acids (NEAA), and 1% 100X penicillin-
streptomycin solution (P/S) in 5% CO, incubator at 37 °C. The
culture medium was changed every 2 days, and when the density of
cells reached 70—80%, the cells were digested with trypsinization for
the experiments.

First, MCF 7 cells were incubated with HAuCl, and DNRs for 24 h,
and then the cells were lysed by repeated freeze—thaw methods (3
cycles of freezing for 15 s and thawing for 75 s) with liquid nitrogen
(=196 °C) and a water bath (37 °C) for cell lysis, and then the lysed
tissue solution was centrifuged 8000 rpm for 20 min. The supernatant
containing the biosynthesized nanoclusters was collected for further
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characterization. The biosynthesized DNRs/AuNCs were character-
ized by fluorescence spectra, XPS, AFM, and TEM.

XPS. First, the supernatant from the lysed cells was placed in a
centrifuge tube, and then the tube was placed in a freezer bottle and
frozen for 4 h at —60 °C. Finally, the frozen samples were processed
overnight in a freeze-dryer to obtain frozen powder samples. The
samples were then examined on a BrukerD 8 ADVANCE powder X-
ray diffractometer and a Thermo Scientific K-Alpha+ X-ray photo-
electron spectrometer.

AFM. A 3 yL amount of the cell lysate (DNRs/AuNCs) and DNRs
(1 uM) was deposited on fresh mica sheets and allowed to adsorb on
the surface for 2 min. They were eventually scanned under tapping
mode on a MultiMode 8 AFM with a NanoScope V Controller
(Bruker, Inc.).

TEM. A volume of 10 uL of cell lysate was deposited on a copper
grid for 30 min, dried, and then scanned using a FEI Talos F200X
machine.

Bio-TEM. Cells cultured in DMEM were used as control, 0.2 mM
HAuCl, solution alone with cells for 12 h, 1 uM DNRs solution alone
with cells for 24 h, and the cells were incubated with 0.2 mM HAuCl,
solution and 1 M DNRs solution for 24 h. The cells above 10° were
then digested with trypsin and centrifuged at 3000 rpm for 10 min,
and 2—3 rice-like samples were collected from the bottom of the tube,
and the supernatant was finally discarded, and prechilled 25%
glutaraldehyde fixative was slowly added along the wall of the tube
and stored at 4 °C for 12 h. It was then observed under a biological
transmission electron microscope.

The same method for characterization was used as DNRs/AuNCs.

HCT 116, Hep G2, MCF 7, and MCF 10A cells were seeded on 15
mm confocal Petri dishes. Then a concentration of 0.2 mM HAuCl,
and 1 uM DNRs was incubated with the cells for 24 h. Finally, the
cells were washed with PBS for 3 times and the fluorescence was
observed under a confocal laser microscope. (N-SIMS). Each
experiment is repeated three times.

The MCEF 7 cells were seeded in 15 mm confocal Petri dishes.
Then the concentration of 34 ug/mL AgNO; and 1 uM DNRs was
incubated with the cells for 24 h. Finally, the cells were washed with
PBS for 3 times and the fluorescence was observed under a confocal
laser microscope. (N-SIMS). Each experiment is repeated three times.

HCT 116, Hep G2, MCF 7 and MCF 10A cells (1 X 10* cells per
well) were seeded in 96-well enzyme label plates and cultured for 24 h
in a humid atmosphere with 5% CO, at 37 °C. After removing the old
medium and adding DMEM containing different concentrations of
HAuCl,, DNRs/Au** (concentration of DNRs added was 1 uM,
concentrations of HAuCl, were 0, 0.05, 0.1, 0.2, 0.4, 0.6, 0.8, 1, 1.5, 2
mM) were incubated with the cells for 24 h. Then, 20 L of MTT
solution (S mg/mL) was added to each well and incubated for 4 h.
Next, 200 uL of DMSO was added to each well and oscillated for 10
min to allow the crystal to be fully dissolved. Finally, Absorbance was
measured at a wavelength of 490 nm. (Cells incubated with DMEM
were used as controls). The cytotoxicity of AuNCs and DNRs/
AuNCs was calculated according to eq 2:
Atest

cell viability = X 100%

)

Ayt is mean of Abs value of test group, and A,y is the mean Abs
value of control.

control

MCE 7 cells were seeded at a density of 1 X 10° in 6-well plates. After
24 h, HAuCl, and DNRs/Au*" were incubated with cells for 0, 30
min, 1.5 3, 6, 12, 24, and 48 h. The old medium was poured off and
washed three times with PBS to remove uninternalized AuNCs and
DNRs/AuNCs. Then cells were digested by adding trypsin-EDTA
(0.05% trypsin-EDTA) to digest the cells and count the cells. The
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collected cells were completely lysed in 3 mL of aqua regia for 24 h.
Then samples were heated at 120 °C in an oil bath until the aqua
regia evaporated completely and finally dispersed in S mL of 2%
HNO; for ICP-MS measurements.

MCE 7 cells in a logarithmic growth phase were seeded in an ordinary
Petri dish and 15 mm confocal Petri dish at a density of 1 X 10° cells/
well and incubated in DMEM for 24 h. Then the old medium in the
15 mm confocal dishes was replaced with 1 mL of DMEM containing
50 uL of HAuCl, (0.2 mM) and 50 uL of DNRs (S uM), and
incubated for 24 h at 37 °C (day 0). Then the cells were diluted and
subcultured in an ordinary Petri dish for 0—1S days regeneration,
while the cells in the confocal dish were used for confocal imaging.
These processes are repeated until the sixth generation.

The Supporting Information is available free of charge at
https://pubs.acs.org/doi/10.1021/jacsau.3c00365.

Additional experimental results of the studied samples,
including DNA sequences, DLS, AFM, fluorescence
spectra, XPS, TEM, EDS, cytotoxicity assay, and
confocal image analysis (PDF)
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