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DNA-stabilized silver nanoclusters (DNA-AgNCs) are biocompatible emitters formed by silver atoms and
cations encapsulated in DNA oligomers. Here, we present an analytical approach to calculate the molar
absorption coefficient (&) of these systems, which consists of combining UV-Vis spectroscopy, electro-
spray ionization-mass spectrometry (ESI-MS), and inductively coupled plasma-optical emission spec-
trometry (ICP-OES). ESI-MS enables the determination of the number of silvers bound to the DNA
strands, whereas ICP-OES allows measurement of the total amount of silver in solution. The data is used
to calculate the concentration of DNA-AgNCs and together with UV-Vis absorbance, allows for the cal-
culation of e. We compare the obtained ¢ with the experimental values previously determined through
fluorescence correlation spectroscopy (FCS) and theoretical estimates based on the ¢ of the DNA itself.
Finally, the experimental radiative decay rates (k;) and ¢ values are evaluated and compared to those typi-

rsc.li/nanoscale

Introduction

The use of single-stranded DNA oligomers offers the possibility
to easily synthesize and tune the optical properties of silver
nanoclusters. Particularly, the length and specific motifs of
the oligomers define the number of silver atoms and cations
in the resulting silver nanocluster (AgNC)."?

To get a better insight into the relationship between the
structure and the photophysical properties, it is fundamental
to measure spectroscopic characteristics such as absorption and
emission spectra, fluorescence decay times and quantum yields
from purified samples. All these features can be obtained without
knowing the accurate concentration of DNA-AgNCs, which is
instead relevant if one wants to compare experimental molar
absorption coefficients with theoretical values® or calculate two-
photon absorption cross-sections.” The concentration of
DNA-AgNCs is usually estimated based on the theoretical absorp-
tion coefficient of the DNA at 260 nm (e,)) and the number of
DNA strands encapsulating the AgNC. However, it is important to
realize that this e}, is an estimate,”” and it is unknown how
much the AgNC itself contributes or affects the overall absorption
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cally found for organic fluorophores, highlighting the molecular-like nature of the DNA-AgNC emission.

in the UV region.>® For example, zeolite-stabilized AgNCs often
show strong optical transitions in the UV range,'®'! which are
attributed to excitations into higher excited states centered on the
AgNCs.

Classically, ¢ can be determined by weighing a certain
amount of compound with known molecular weight and dis-
solving it in a known volume of solvent. However, this
approach has never been reported for DNA-AgNCs because it
relies on the capability of preparing enough material and the
knowledge of the exact composition of the DNA-AgNCs, includ-
ing the number of structurally bound water molecules. Single
crystal X-ray diffraction showed that a large number of water
molecules are indeed bound to DNA-AgNCs, and its removal
could lead to changes in the optical properties.>'*"?
Therefore, alternative approaches to determine ¢ have been
proposed in the past.

One of these is based on fluorescence correlation spec-
troscopy (FCS), which provided estimates for the molar absorp-
tion coefficient (e yc) of some NIR'*'* and visible emissive
DNA-AgNCs.'*'® FCS allows one to obtain the number of
diffusing molecules in a reference-calibrated volume, which
can be used to determine the concentration of the investigated
compound. However, not all DNA-AgNCs are bright enough for
FCS, especially if they have significant probabilities of evolving
into long-lived (dark) states.'>"7*°

Another method that has been employed is based on fluo-
rescence saturation spectroscopy.®>" It relies on the deviation
of the linear fluorescence response as a function of excitation
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intensity, using a reference with a known e. This approach
requires intense fs-laser pulses to saturate the optical tran-
sition, and while elegant, might not be directly accessible to
everyone. Additionally, photobleaching under these intense
conditions and the buildup of long-lived states could affect the
outcome.

Here, we present an analytical approach to calculate the
molar absorption coefficient (eng) of DNA-AgNCs. This method
consists of combining electrospray ionization-mass spec-
trometry (ESI-MS), inductively coupled plasma-optical emission
spectrometry (ICP-OES) and UV-Vis absorption spectroscopy.
The first technique allows for the determination of the number
of silvers within the DNA-AgNCs and the number of DNA
strands, while the second is employed to measure the total
amount of silver in solution (after digestion of DNA-AgNCs in
HNO3). The ey values obtained with our method are in good
agreement with ;g v values reported in the literature. We also
discuss the limitations of the presented method and why esti-
mates using 5% can lead to significant deviations.

Results and discussion

Synthesis and purification

In this work, we determined the exg of six DNA-AgNCs with
AgNC-related absorption bands that span the visible and NIR-I
range (Fig. 1a).">'>'7?*>* The DNA-AgNCs are named after
the AgNC absorption maximum, and hence they will be
referred to as: DNA470-AgNC, DNA525-AgNC, DNA540-AgNC,
DNA575-AgNC, DNA600-AgNC and DNA750-AgNC (see
Experimental section for the DNA sequences).

DNA-AgNCs are synthesized using the standard method of
Ag' reduction by NaBH, after a 15-minute incubation in the
presence of DNA. It is known that this reduction leads to a dis-
tribution of DNA-AgNCs and silver nanoparticles (AgNPs), thus
a subsequent purification step is required. To achieve this,
high-performance liquid chromatography (HPLC) is employed,
and the purity is evaluated with absorption and fluorescence
spectroscopy. The synthesis and purification conditions are
reported in the Experimental section below and the detailed
protocols are reported elsewhere,'?'%1722724

Quantification of the molar absorption coefficient

exp

In order to determine ey, of the DNA-AgNCs, we developed an
analytical methodology consisting of three steps, as outlined
in Fig. 1b.

Step 1. A known volume of the concentrated stock solution
was diluted in 10 mM ammonium acetate, and the absorption
spectrum of the diluted solution was then measured (Fig. 1a).
In this method we assume that all features in the absorption
spectrum are due to absorption and that loss in transmitted
light caused by scattering is negligible.

Step 2. The number of silver atoms and stabilizing DNA
strands per DNA-AgNC was determined by ESI-MS (see ESI for
detailst). The DNA-AgNC compositions are reported in
Table 1, and the mass spectra for DNA575-AgNC, DNA600-
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Fig. 1 (a) Normalized absorption spectra of the six DNA-AgNCs used in
this study; (b) Outline of the analytical approach to determine eg¢.

Table 1 Ag content determined by ICP-OES, ESI-MS data, and
DNA-AgNC concentration. Note that Ag content and Ag atoms/cluster
imply both 0 and +1 oxidation states of Ag

Determination of DNA-AgNC

concentration

ICP-OES ESI-MS

Ag content Ag atoms/ #DNA  DNA-AgNC conc.
Sample [ppm] cluster strands  [uM]
DNA470-AgNC ~ 25.7 £ 0.2 11 (ref. 13) 2 21.7+0.6
DNA525-AgNC  34.7 £ 0.3 16 (ref. 25) 2 20.1+04
DNA540-AgNC  23.0 + 0.1 18 (ref. 23) 2 11.8 £ 0.2
DNA575-AgNC ~ 46.0 + 0.1 14 1 30.5+0.3
DNA600-AgNC  27.4 +0.2 15 1 16.9 £ 0.4
DNA750-AgNC  46.8 + 0.2 21 2 20.7+0.3

AgNC and DNA750-AgNC can be found in Fig. S3, S4 and S5,
respectively, whereas the remaining mass spectra have been
published recently.'??*?>

Step 3. To quantify the total silver content from purified
DNA-AgNCs, the stock solutions used in Step 1 were dissolved
in HNOj;, and the amount of Ag was determined by ICP-OES
(see Experimental section for details). The obtained values

This journal is © The Royal Society of Chemistry 2024
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ranged from 23 to 47 ppm (see Table 1 and Fig. S9-S14} for
calibration curves).

The concentration of DNA-AgNCs can be then calculated by
combining the data obtained from ICP-OES and ESI-MS
(eqn (2)). The ey values are finally determined with the help
of UV-Vis absorption spectra and the Lambert-Beer law (eqn (3)).
The detailed calculations can be found in the Experimental
section, and the six ent values are reported in Table 2. The egg
values span from 5.40 x 10* to 1.76 x 10° M™* cm™", and are
similar to absorption coefficients of organic fluorophores.>®
Fig. 2a shows the absorption spectra in units of ey for the six
DNA-AgNCs analyzed in this study. It is worth noticing that for
the investigated DNA-AgNCs a fairly linear correlation between
eng and the maximum absorption wavelength was found
(Fig. 2b). This rough trend can be also observed for organic
chromophores®® and can be tied back to the probability of

spontaneous emission.?”

Comparing experimental and theoretical molar absorption
coefficients of DNA-AgNCs

The g e values of DNA600-AgNC and DNA750-AgNC have
been previously reported in the literature to be 1.5 x 10> and
1.8 x 10° M™' cm™, respectively.'>'” The ex¢ values deter-
mined with our new method for DNA600-AgNC and DNA750-
AgNC are in line with these reported s ¢ values, with the
largest relative deviation of 25% observed for DNA600-AgNC. It
is worth noting that in FCS, significant errors in the determi-
nation of the number of molecules can occur (especially below
one molecule on average) due to contributions from uncorre-
lated background signals.>®

We also compared eyg with estimated absorption coeffi-
cients of the AgNC (efh,) based on the theoretical DNA absorp-
tion coefficients at 260 nm (el,). These &, values were calcu-
lated using eqn (4) (see Experimental section). Depending on
which method was used to calculate the theoretical £, both

2607
positive and negative relative deviations up to 42% were
th exp
observed between ey, and ey .
There are several approaches to calculate these theoretical
values. In Table 2, the e} values on the left side of the first

column are calculated using the nearest-neighbor method and
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Fig. 2 (a) Normalized absorption spectra of selected DNA-AgNCs

expressed in units of & (M™ cm™); (b) experimentally-determined molar

absorption coefficients (eﬁ,"é’) as a function of absorption maxima of the

AgNC related peak in the Vis/NIR range (42% )

max’*

are the values provided by the manufacturer (or twice those
values if there are 2 DNA strands per AgNC).”

Alternatively, an estimate for &, can be obtained by summing
up the & values for the individual nucleotides.” This second
method was employed to calculate the &}, values on the right
side of the first column in Table 2, which are approximately
4-15% higher than those determined with the nearest-neighbor
method. Cavaluzzi et al. showed that this second method pro-
vided more accurate estimates for small oligonucleotides.”

Table 2 Absorption coefficients at 260 nm of single-stranded DNA (elf};) estimated with ®nearest-neighbor method (1** column, left) and Psum of
the absorption coefficients of the individual nucleotides’ (1%t column, right). ethe (2™ column) estimated at the AQNC absorption maximum based on

exp

e (see eqn (4)) reported in the 1% column left (a) or right (b). efe (3 column) of DNA-AgGNCs calculated with eqn (3), and e\ values of

DNA-AgNCs (4" column)*>*’

Determination of molar absorption coefficients

89%0 Silllc ngg geFxcps.Nc

Sample M em™) M em™] M em™] M em™)
DNA470-AgNC 182 000%/198 800" 63 000%/68 642° 54 000 —
DNA525-AgNC 196 226%/213 000° 57 0007/62 640° 72000 —
DNA540-AgNC 192 200%/221 800° 100 000%/115 790° 81000 —
DNA575-AgNC 182 300%/193 200° 68 000%/72 460" 86 000 —
DNA600-AgNC 255 300%/284 420" 128 000%/142 760" 120 000 150 000
DNA750-AgNC 266 600%/277 880" 143 000%/150 470° 176 000 180 000

This journal is © The Royal Society of Chemistry 2024
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Additionally, the binding of silver to the nucleobases, par-
ticularly when the DNA-AgNCs are formed, could influence the
absorption coefficients similarly to the hyperchromicity effect
observed in melting curves of double-stranded DNA and DNA-
metal base pairs.’*** So far, the region below 300 nm in the
excitation spectra of DNA-AgNCs has been interpreted as the
result of a direct energy transfer from the DNA nucleobases to
the silver core.>® However, while often assumed to be solely
related to the DNA absorption, the AgNCs can exhibit absorp-
tion to higher excited states in this UV region. Careful analysis
of the absorption spectra reveals indeed that some DNA-AgNCs
present a shoulder around 300 nm (e.g.,, DNA525-AgNC, see
Fig. 2a) that is unlikely to originate purely from DNA absorp-
tion. Since all the samples were HPLC purified, we believe that
the absorption below 300 nm is partly due to an AgNC-related
transition, resulting either from a direct excitation into higher-
lying electronic states or mixed DNA/AgNC states.

Interestingly, when DNA-AgNC solutions age and decom-
pose, the ratio of DNA to AgNC-related peak in the Vis/NIR
range can change dramatically. For DNA750-AgNC, we indeed
noticed that the ratio in the absorption spectrum changes over
time (Fig. S151), hence &} -based values become increasingly
unreliable for calculating the concentration of the remaining
DNA-AgNCs.

It is also equally important to discuss limitations and
potential sources of error in our new method. First, the purity
of the samples needs to be assessed by comparing excitation
spectra with absorption spectra. It is indeed paramount that
DNA-AgNCs are pure and do not have Ag-containing bypro-
ducts. For example, in the case of DNA470-AgNC, we can see
an additional small absorption band at 400 nm (Fig. 1) that is
absent in the excitation spectrum (Fig. S6at), indicating the
presence of another species. Hence, HPLC purification was not
completely successful in this case, and ICP-OES might have
detected extra silvers not related to the cluster of interest,
resulting most likely in an underestimation of eyg.
Additionally, if the ionization process in the ESI-MS promotes
the dissociation of Ag" attached to either the DNA strands or
the AgNC itself, we might also underestimate the number of
silvers associated with the DNA-AgNC, which also leads to an
underestimation of eyg. See ESIf for further discussion of
ESI-MS limitations.

Molar absorption coefficients and radiative rate constants of
DNA-AgNCs

The quantum yields and decay times of DNA-AgNCs allowed
us to calculate the radiative rate constants (k¢), which are
reported in Table 3.>° We note that this is under the assump-
tion that the non-radiative pathway is in direct competition
with the radiative one. This might not always be true, as we
have demonstrated in the past for red and NIR emissive
DNA-AgNCs.***® Additionally, in the case of DNA525-AgNC
and DNA750-AgNC, femtosecond transient absorption spec-
troscopy by Chen et al. and Thyrhaug et al.*”*® demonstrated
that the Franck-Condon state quickly deactivates to a lower-
energy excited state, the fluorescent state. As a result, the

12562 | Nanoscale, 2024, 16,12559-12566
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Table 3 Experimental intensity-weighted average decay times (rexp. 1t

column), fluorescence quantum yields (¢nc, 2™ column), and corres-
ponding radiative rate constants (k, 3™ column) of DNA-AgNCs calcu-
lated through eqgn (6). The decay times were monitored at the emission
maxima

k¢ values for DNA-AgNCs

Sample Texp [N1S] dne [%] ke[10% 571
DNA470-AgNC (ref. 13) 0.42 4 0.95
DNA525-AgNC (ref. 22) 3.26 26 0.80
DNA540-AgNC (ref. 23) 0.091 2 2.2
DNA575-AgNC (ref. 24) 2.95 87 2.9
DNA600-AgNC (ref. 17) 3.82 68 1.8
DNA750-AgNC 1.9 46 2.4

absorbing and emitting states are not the same and hence cor-
relations between k¢ and ¢, as predicted by the Strickler-Berg
relationship, might not hold.?”

In Fig. 3, the k¢ values are plotted against eyg and the
maximum absorption wavelengths for the six measured
DNA-AgNCs. We note that these values are in line with typical
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Fig. 3 (a) Radiative rate constants (k;, Table 3) as a function of molar

absorption coefficients. The colored dots refer to DNA-AgNCs (egg,

Table 2), while the crosses represent organic fluorophores reported by
Maillard et al.?® (b) Radiative rate constants (k;) of DNA-AgNCs (colored
dots) and organic fluorophores (crosses, data by Maillard et al.?®) as a
function of their absorption maximum in the Vis/NIR range (4255,).

This journal is © The Royal Society of Chemistry 2024
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values obtained for organic fluorophores, supporting the mole-
cular-like emission of DNA-AgNCs.*®

Experimental
Reagents

The oligonucleotides and the nuclease-free water were pur-
chased from Integrated DNA Technologies (IDT). All DNA
sequences are listed below, together with their corresponding
names. AgNO; (>99.998%), NaBH, (>99.99%), and
ammonium acetate (NH,OAc, >98%) were purchased from
Sigma Aldrich. HNO; (>68%) trace analysis-grade was pur-
chased from Thermo Fisher. Alexa 750 Fluor™ Carboxylic
Acid, tris(triethylammonium) salt was purchased from Thermo
Fisher Scientific. All chemicals were used as received and dis-
solved in nuclease-free H,O.

DNA sequences:

* DNA470: 5'-ATCCACGAG-3'

« DNA525: 5-CACCTAGCGA-3’

« DNA540: 5"TGGACGGCGG-3'

« DNA575: 5-TTCCCACCCACCCCGGCCCGTT-3'

« DNA600: 5-CACCGCTTTTGCCTTTTGGGGACGGATA-3'

« DNA750: 5'-CCCACCCACCCTCCCA-3’

Synthesis and purification of DNA-AgNCs

All DNA-AgNCs were synthesized by mixing the hydrated DNA
with AgNO; in a 10 mM NH,OAc solution (pH 7). After
15 min, the reaction mixture was reduced with NaBH,. The
final ratio of the components is reported in the table below:

Sample DNA [pM] Ag' [uM] BH, [uM]
DNA470-AgNC (ref. 13) 30 150 75
DNA525-AgNC (ref. 22) 25 187.5 93.75
DNA540-AgNC (ref. 23) 30 150 75
DNA575-AgNC (ref. 24) 20 200 100
DNA600-AgNC (ref. 17) 15 187.5 93.75
DNA750-AgNC (ref. 15) 30 240 120

The samples were stored in the fridge or at room tempera-
ture in the dark for 1 to 6 days before purification, as pre-
viously reported. For DNA750-AgNCs, the sample was instead
kept in the fridge for 3 days prior to HPLC.

The HPLC purification was performed using a preparative
HPLC system from Agilent Technologies (1100 series) with an
Agilent Technologies 1260 Infinity fluorescence detector, an
Agilent Technologies 1100 Series UV-Vis detector, and a
Kinetex C18 column (5 pm, 100 A, 250 x 4.6 mmy;
Phenomenex), equipped with a fraction collector. The mobile
phase was a gradient mixture of 35 mM triethylammonium
acetate (TEAA) buffer in water (A) and methanol (B). The flow
rate was set to 1 mL min ', whereas the specific elution
gradient differs for each DNA-AgNC, and it is reported
elsewhere.">?** The only exceptions are DNA600-AgNC and
DNA750-AgNC, which were purified with Luna C18(2) column

This journal is © The Royal Society of Chemistry 2024
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(5 pm, 100 A, 250 x 10 mm; Phenomenex), and the flow rate
set to 4.7 mL min ™",

For DNA600-AgNC, the gradient was varied from 15% to
95% B as follows: 0-10 min 15% B, 10-61.7 min linear
increase of B until 27%, 61.7-64 min constant at 27% B, and
finally from 27% to 95% B in 4 min (total run time = 68 min).
The fraction was collected based on the absorption signal at
600 nm.

For DNA750-AgNC, the following gradient was instead used:
0-10 min 15% B, 10-75.8 min increase of B until 29%,
75.8-82 min from 29% to 95% B. The fraction collection was
based on the absorption signal at 730 nm.

Both runs were followed by 5 min of washing with 95% B to
remove any traces of the samples from the column. The HPLC
chromatograms of DNA600-AgNC and DNA750-AgNC are
shown in Fig. S1 and S27, respectively.

Electrospray ionization-mass spectrometry

ESI-MS measurements were performed with a Xevo G2-XS
QTof (Waters Corporation), using negative ion mode with a
2 kV capillary voltage, 30 V cone voltage and no collision
energy. Spectra were collected from 750 to 4000 m/z, with a
scan time of 1 s. For DNA575-AgNC, the source temperature
was 80 °C with a cone gas flow of 45 L h™", and the deso-
lvation temperature and gas flow were 150 °C and 450 L
h™', respectively. For DNA600-AgNC and DNA750-AgNC, the
source temperature was instead set to 150 °C with a cone
gas flow of 150 L h™, and the desolvation temperature and
gas flow were 600 °C and 1000 L h™', respectively. The
QTOF was calibrated using ESI-L Low Tune Mix (Agilent
Technologies, Santa Clara, CA, USA), which contained com-
pounds in the mass range of 1034 to 2834 my/z. All samples
were injected using an Acquity I-Class Plus system (Waters)
with a flow-through needle autosampler, with a flow of
0.1 mL min~' 50 mM NH,OAc buffer at pH 7-MeOH
(80:20) and using 2-5 pL injection volume. The system was
operated using UNIFI v.1.9.4 (Waters), and the final spectra
were generated by averaging multiple spectra surrounding
the apex of the observed peak.

The recorded data were analyzed and fitted with the open-
source software EnviPat Web (https:/www.envipat.eawag.ch/
index.php). ESI-MS of DNA470-AgNC, DNA525-AgNC, and
DNA540-AgNC are reported elsewhere.'®?%2°

Chemical composition

All the samples for the elemental analysis were prepared as
follows. A certain volume of the DNA-AgNC stock solution was
digested in 147 pL of HNO; (>68%). The solution was mixed
until it turned colorless and transparent, then it was brought
to volume in a 2 mL volumetric flask with MilliQ water in
order to obtain a 5% HNO; solution.

The volume of the stock solution was chosen in such a way
that the concentration of Ag" (ppm) in 5% HNO; would be
within and, possibly, in the middle of the calibration curves
created with ICP-OES. The Ag' concentration was estimated

Nanoscale, 2024, 16,12559-12566 | 12563
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from the absorption band at 260 nm, assuming that all the
absorption comes from the DNA strands:
Azeo

— VO
Ag (ppmor (mgL™)) = eoma [ Vsttoik

. nAg/AgNC . MAg x 1000

(1)

where A,¢, is the absorbance at 260 nm, epy, is the absorption
coefficient of the DNA encapsulating the cluster (see Table 2),
and [ is the optical path length. Vi,/Vsock is the dilution factor
of the stock solution used to measure the absorption spec-
trum. nag/agnc is the number of silver atoms per cluster, My, is
the atomic weight of silver (107.87 ¢ mol™"), while 1000 is the
factor needed to convert the units from g L™" to mg L™".

The calibration curve was built with the following silver
standard concentrations: 1 ppm, 5 ppm, 10 ppm, 17 ppm,
30 ppm, 40 ppm, and 60 ppm, prepared by diluting a certified
standard (Silver, plasma standard solution, Specpure™ Ag
1000 pg mL™", Thermo Scientific Chemicals, 1000 ug mL™" in
5% HNO;).

ICP-OES was conducted using a Thermofisher scientific
iCAP PRO X DUO equipped with a photomultiplier tube detec-
tor. The Argon 99.999% gas was utilized for the plasma, and
the operating pressure ranged from 5.5 to 6 bar. The instru-
ment has a cooling system with pressure ranging from 2 to 6
bar. The employed purge gas is the same Argon 99.999% at the
same pressure. The instrument is equipped with a CETAC
ASX-280 autosampler from Teledyne.

To quantify the amount of silver, three different measure-
ments were carried out, and each value was evaluated at three
emission lines of silver: 243.8 nm, 328 nm, and 338 nm. The
amount of silver obtained at each wavelength was then aver-
aged and used to calculate the absorption coefficient.

The amount of silver in ppm obtained from ICP-OES was
then converted to the molar concentration of DNA-AgNCs
using the following formula:

A m
[AgNGs] (M) = A& (PP (2)
MAg X 1000 X nAg/AgNC

Optical spectroscopy

All absorption measurements were performed on a Cary 300
UV-Vis spectrophotometer from Agilent Technologies using a
deuterium lamp for ultraviolet radiation and a halogen lamp
for visible and near-infrared radiation. The measurements
were carried out in a single-beam configuration with a 0/100%
transmittance baseline correction. Every spectrum was sub-
tracted by the absorption spectrum of the corresponding
blank (10 mM NH,OAc).
The ey is calculated by applying the Lambert-Beer law:

A
exp _ NC
NC = 7 TAgNCs] ®)

where Ayc is the absorbance at the maximum of the Vis/NIR
AgNC-related peak, [ is the optical path length and [AgNCs] is
the concentration of the DNA-AgNCs in the cuvette.
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The &if\, value is estimated from eff}, in the following way:

el = el (4)
260

A, is the absorbance at 260 nm, el is the absorption coeffi-

cient of the single-stranded DNA at 260 nm and is listed in

Table 2.

Steady-state fluorescence measurements were performed
for DNA750-AgNC using a FluoTime300 instrument from
PicoQuant. The emission spectrum was recorded by exciting
with a 726 nm picosecond-pulsed laser from Picoquant
(LDH-P-C-730).

The excitation spectra were measured using a
QuantaMaster400 from PTI/HORIBA with a xenon arc lamp.

All spectra were corrected for the wavelength dependency of
the detector and the excitation spectra were additionally cor-
rected for the lamp power. For all fluorescence measurements,
the absorbance of the investigated compound was kept below
0.1 at the excitation wavelength in order to avoid inner filter
effects.

Time-resolved fluorescence measurements were carried
out for DNA750-AgNC using a Fluotime300 instrument from
PicoQuant with a 726 nm picosecond-pulsed laser (LDH-P-
C-730) as excitation source. The intensity decay was moni-
tored at 825 nm. The repetition rate was set to 25 MHz and
the integration time was chosen to be 15 s in order to
reach at least 10 000 counts in the maximum. The data was
analyzed using Fluofit v.4.6 software from PicoQuant. The
decay curve was fitted with a bi-exponential reconvolution
model including the instrument response function (IRF), see
Fig. S8.1 The obtained amplitude («;) and decay time (z)
components were used to calculate the intensity-weighted
average decay time the selected emission
wavelength.>®

Texp at

Fluorescence quantum yield calculation

The quantum yield of DNA750-AgNC was determined in
10 mM NH,OAc aqueous solution at 25 °C, using Alexa 750
Fluor™ as reference dye in a PBS buffer (50 mM K;PO, and
150 mM NaCl) with pH = 7.2. Absorption and emission spectra
of the DNA750-AgNC and the reference compound were
measured at five different concentrations, and the quantum
yield was calculated according to the following formula:*°

Ine Arer NG
NC ref. NC (5)

e = Prer 7

Iref ANC nref2

where ¢ represents the quantum yield, I is the integrated emis-
sion spectrum (i.e., the area under the fluorescence spectrum),
A defines the fraction of absorbed light (1-107*"%) at the exci-
tation wavelength (726 nm), and 7 is the refractive index of the
medium where the compounds are dissolved in during the
measurements. The subscripts NC and ref indicate the
DNA750-AgNC and Alexa 750 Fluor™, respectively. ¢..r equals
to 0.12.%° The calculated ¢nc for DNA750-AgNC is 46% (see ESI
for detailst).
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The emission spectra, fluorescence decays and quantum
yield values for the other five DNA-AgNCs are reported
elsewhere,'®'”**2* while the spectra and data measured for
DNA750-AgNC are reported in the Fig. S7 and S8.f

The experimental radiative rate constant (k¢) is calculated
from:

Pne

Texp

ke = (6)
where 7.y, is the experimentally measured decay time, either
with the time-correlated single photon counting or with fs-
transient absorption experiments, and ¢yc is the fluorescence
quantum yield. Note that in this case we assume that all the
non-radiative decays are in direct competition with the radia-

tive decay, which is not always true.**°

Conclusions

In this study, we introduced an analytical method for deter-
mining the absorption coefficient of DNA-AgNCs. This
approach integrates UV-Vis absorption, ESI-MS, and ICP-OES
measurements. The concentration of DNA-AgNCs was obtained
from the ESI-MS and ICP-OES data, and it was combined with
the corresponding absorbance to calculate eyg using the
Lambert-Beer law. The values derived with this method span
from 5.40 x 10* to 1.76 x 10° M~* ecm™" for the six investigated
DNA-AgNCs. For DNA600-AgNC and DNA750-AgNC, ene, values
were in line with the FCS-based values reported in the litera-
ture. We discussed the limitations of using e, based on the
DNA absorption peak at 260 nm and the possible sources of
error in our new method. Finally, experimentally determined
ke values were plotted as a function of the molar absorption
coefficients of DNA-AgNCs. The eyé and k¢ values are in line
with those of organic fluorophores, highlighting the mole-
cular-like nature of DNA-AgNC emission.
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