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Abstract
Nano-size and shape of fluorescent silver nanostructures are important for a wide range of bio-applications, especially as drug
delivery systems, imaging and sensing. The aim of the work is to develop a fluorescent silver nano-structured system, synthesized
by chemical reduction of aqueous AgNO3 solution by Tryptophan using Dextran 70 as stabilizing agent (SNPsFL). The formed
fluorescent nano-system was analyzed by UV-Vis absorption, DLS, SEM, TEM, AFM, steady-state and time resolved fluores-
cence spectroscopy. TEM analysis showed multi-twined nanoparticle, with the size within 15–40 nm. SNPsFL shows the
fluorescence emission at 346 nm, the fluorescence quantum yield, Φ = 0.034 and the integrated fluorescence lifetime, <τ > =
1.82 ns. Riboflavin fluorescence behaviour in the RF/SNPsFL system, has been also studied. The results have relevance in using
SNPsFL as a potential marker/emissive system to solve various biological barriers in humans, like drug release and protein
structure.
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Introduction

Nanoscience by the commercially and synthesized nano-sized
materials play an important role in biology and medicine, and
is currently employed as a tool to explore several problems
especially regarding gene and drugs delivery systems [1, 2]. In
this context, pharmaceutical sciences are using nanoparticles
to reduce toxicity and the side effects of drugs, but the risks
imposed by the carrier systems is still not very well under-
stood [3].

Among nano-sized materials, silver nanoparticles (SNPs)
are being used as a medium to transport and release several
drugs [4, 5] and in antibacterial, antimicrobial and disinfecting

formulations [6–10]. The size, shape and composition of
SNPs play an important role on their efficacy and related to
this issue synthesis and optical properties of SNPs [11, 12],
focused on their fluorescence characteristics, have been re-
ported [13–18]. According to Zheng and Dickson, 2002, sil-
ver clusters formed by photo-reduction of silver ions in the
dendrimer host (1:12 dendrimer: Ag) have strong fluores-
cence, while the larger NPs formed through reduction with
NaBH4 were non-fluorescent [16]. It was found that fluores-
cence grows with increasing irradiation time as silver ions are
photo-reduced, within ∼6 s, the field of view being filled with
individual blinking fluorescent species, with little subsequent
photo-activation [16]. Jacob et al. 2011, studied the formation
of SNPs by the reduction of AgNO3 using tryptophan (Trp)
under alkaline conditions, and showed that the replacement of
BH4

− ions adsorbed on the nanoparticle surface by Trp desta-
bilizes the particles and further causes aggregation [19].

Based on fluorescence quenching, fluorescent silver nano-
particles [20–23] were used for the selective and highly sen-
sitive detection of Pb(II), at 200 ppq level [24], of S2− with a
detection limit of 2 nM [25]. They were used as well for their
toxicological effect in aquatic environments (Goldfish) and
human hepatoma cells (HepG2) [26]. Regarding in vivo stud-
ies on oxidative stress, photosynthesized emissive SNPs
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containing as organic dye the 2-amino-anthracene, caused
larger changes in livers than in intestines with Glutathione-
S-Transferase (GST) level measurements, suggesting the im-
portance of NPs size in terms of its toxicity while for in vivo
studies in HepG2 cancer cells, a less toxicity by cell viability
measurements, were observed [26].

Recently, it was reported that Trp-stabilized SNPs, possess
antitumor activity and exhibit lower pro-oxidant activity in
relation to cellular lipids, but do not differ from the SDS-
stabilized NPs in their ability to induce protein oxidation
[27]. Thus, the use of Trp in NPs synthesis is effective in
attenuating the potential hepatotoxicity and nephrotoxicity of
NPs during their in vivo application [27].

The aim of the present work is to develop a fluorescent
silver nano-structured system, synthesized by chemical reduc-
tion of aqueous AgNO3 solution by Tryptophan using Dextran
70 as stabilizing agent (SNPsFL). TEM analysis showed that
the formed nanostructures are multi-twined nanoparticles,
with the size within 15–40 nm. The surface plasmon reso-
nance peak of SNPsFL shows maximum absorption at
463 nm with the fluorescence emission at 346 nm and the
fluorescence quantum yield, Φ = 0.034 and the integrated
fluorescence lifetime, <τ > = 1.82 nm. Riboflavin fluores-
cence behaviour in the RF / SNPsFL system, has been also
studied. The results support the idea of using it as a potential
marker/emissive system to solve various biological barriers in
humans, like drug delivery and protein structure.

Experimental

Materials

Synthesis of fluorescent silver nanoparticles: (SNPsFL) were
prepared by chemical reduction. The silver nitrate (AgNO3, ≥
99%, purchased from Sigma-Aldrich) of 0.02M and the blend
of reducing agents, Tryptophan (L-Trp, ≥ 98%, purchased
from Sigma Aldrich) of 8 mM and Dextran 70 (Dx70, pur-
chased from ROTH) of 1.2%, Dx70 being a stabilizer too,
were stirred at room temperature, at 700 rpm. The colorless
initial solution turned to pale yellow towards pale pink after
aprox. 30 min of stirring while, after 1 h of continuous stirring
the color of the solution became open brick toward reddish,
which indicates the formation of SNPsFL. The solution is clear
and the color open brick toward reddish is kept during 1 week
at room temperature.

For DLS and TEM analysis, 500 μl of SNPsFL solution
were centrifuged at 7000 rpm, 5 min for purification and the
sediment was washed twice with distilled water.

Riboflavin (RF) was purchased from Fluka and aliquots
from a stock aqueous solution of 0.2 mM were used such that
the final working concentration was of 3 × 10−5 M.

Methods

UV-Vis Absorption measurements were recorded using a
Perkin Elmer, Lambda 35, UV-Vis Spectrometer, the scan rate
of 480 nm/min and the spectral resolution of 1 nm. The con-
centration of SNPsFL was estimated using the Beer-Lamber
law with the relationship between molar extinction coefficient
and diameter, according to Navarro and Werts, 2013 [28].

Dynamic Light Scattering (DLS) measurements for the av-
erage hydrodynamic size of the particles dispersed in water
was performedwith a Beckman Coulter Delsa Nano C particle
analyzer (Brea, CA, USA). Zeta potential was measured by
Electrophoretic Light Scattering, using the same equipment.

Scanning electron microscopy (SEM) was performed with
a high-resolution FEI Quanta 3D FEG microscope operating
at an acceleration voltage of 10 kV, using an Everhart–
Thornley secondary electrons (SE) detector. Drops of the as
prepared silver nanoparticles solution were deposited on a Si
substrate and observed by SEM after evaporation of the liquid
part at room temperature. A second sample was subjected to
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Fig. 1 UV-visible absorption spectrum of SNPsFL; The inset picture
showing the color of SNPsFL(a) and the absorption spectrum of the
washed SNPsFL and Trp; [Trp] = 3 × 10−5 M (b)
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rapid thermal annealing (RTA): heated at a rate of 10 °C/min
up to 160 °C, this temperature was held for 5 min and the
sample cooled down before observation.

Transmission Electron Microscopy (TEM) analysis was
taken using a transmission electron microscope model JEM

200CX equipped with a KeenView CCD camera and operat-
ing at 120 kV.

Atomic Force Microscopy (AFM)measurements were un-
dertaken with XE-100 microscope from Park Systems, in
t rue non-con tac t™ mode - the work ing mode

Fig. 3 SEM micrographs of
SNPsFL after deposition (top) and
after RTA (bottom)

Fig. 2 Volume distribution and zeta potential profile of SNPsFL
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recommended for soft samples. The scanner of the XE100
apparatus is equipped with flexure-guided, cross talk
eliminated scanners, thus allowing the imaging of very
small objects at the nanometric scale. All AFM images
have been recorded with sharp tips (<8 nm tip apex),
NCHR type from Nanosensors™, of aprox. 125 μm
length, 30 μm width, spring constant 42 N/m, and
330 kHz resonance frequency. For the AFM experiments,
a small quantity of SNPsFL variant was deposited on high

quality quartz pieces and dried at room temperature. The
recorded AFM images were processed with XEI program
(v 1.8.0 - Park Systems) for displaying purpose.

Fluorescence emission and excitation spectra were record-
ed with a Jasco FP-6500 Spectrofluorometer, using 3–5 nm
bandpass for the excitation and the emissionmonochromators,
the detector response of 1 s, data pitch of 1 nm, the scanning
speed of 100 nm/min. The excitation wavelength was 295 nm
(for Trp emission).

Fig. 4 TEM micrographs at
different magnifications of
SNPsFL

Fig. 5 2-D AFM image with the
size distribution of SNPsFL
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To determine the fluorescence quantum yields for synthe-
sized fluorescent silver nanoparticle, the following equation
has been used, with Trp as emission standard:

ΦSNPs ¼ FSNPs � ATrp � ΦTrp

� �
=FTrp � ASNPs ð1Þ

where, ΦTrp is the known quantum yield of Trp in water, Φ =
0.13 [29], FSNPs and FTrp, are the integrated fluorescence in-
tensities of the silver nanoparticles and Trp reference, ATrp and

ASNPs are the absorbance of the reference and the silver nano-
particles, with FTrp and ATrp in Dx70 3% aqueous solution.

The Excitation-Emission Matrix (EEM) spectra were re-
corded by scanning the excitation wavelength in the range of
250–520 nm with a step of 10 nm and measuring the
emission spectrum. Contour plots were then constructed
with the dedicated software provided by the manufactur-
er. They contain scattering data as well (λex = λem),
which should be disregarded.
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Fig. 6 Temperature effect on the fluorescence emission (left) and excitation (right) spectra of SNPsFL, Trp/Dx70 and washed SNPsFL; λex = 295 nm;
λem = 350 nm; [Trp] = 3 × 10−5 M; [Dx70] = 3%
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The fluorescence lifetime decays were recorded in a time-
correlated single photon counting FLS920 system from
Edinburgh Instruments, with led excitation at 294.5 nm and
laser excitation at 375.6 nm, a lifetime scale of 50 ns and 2048
channels. The instrument response function was measured on
a scattering ludox sample. The data were fitted as bi-
exponential decays and the goodness of fit was checked on
grounds of χ2; when values exceeded 1.2 a third component
was added. Intensity-averaged lifetimes were calculated ac-
cording to the eq. (2); the fractional emission intensity of the
ith component is defined as the eq. (3):

τh i ¼
∑
i
αi⋅τ2i

∑
i
αi⋅τ i

ð2Þ

f i ¼
αi⋅τ i
∑
i
αi⋅τ i

ð3Þ

Results and Discussion

UV-vis Analysis

The surface plasmon resonance band observed the in UV-
visible absorption spectrum of SNPsFL at two stages of reduc-
tion of silver ions, at 24H (λabs = 460 nm) and 1H30, (λabs =
463 nm) to SNPsFL, indicated the formation of colloidal silver
nanoparticles, Fig. 1a. A shoulder at ~ 387 nm in the

absorption bands is attributed to the formed spherical small
NPs [30, 31].After 1H30 min, an increase in the absorption
intensity with 3 nm batochormic shifted of the plasmon band
indicates that NPs partially aggregates to form clusters/larger
agglomerates. The reduction of silver ions (Ag+→Ag0) was
visible evident from colourless (initially) - yellow pale (after
30 min) up to brick - reddish, after the process of reduction,
Fig.1a – inset. The concentration of SNPsFL was found to be
0.0132 nM, and they showed no changes in the absorption
spectra even after one week of ageing time.

To check the Trp profile, Fig. 1b shows by the position of
the surface plasmon band of the washed NPs. A blue-shift of
24 nm, λmax ~ 439 nm, of the surface plasmon band with the
Trp slightly absorption band at ~ 288 nm, is noticed. As can be
observed, λmax value of Trp in Dx70 was found to be 274 nm,
Fig. 1b. The red-shift of the present Trp may be attributed to
differences in the surface environment. Therefore, the Trp
linkage by hydrophobic interaction to the NPs surface as well
as a conjugation of the formed NPs around un-interacted Trp,
has occurred. Also, the variation in the absorption intensity,
the decrease in plasmon band with the increase of the 288 nm
absorption band may suggest the presence of two Trp con-
formers in the SNPs complex.

DLS Analysis

DLS analysis of the SNPsFL revealed an average size of
135.7 nm and a good polydispersity index, PDI = 0.310, thus
the presence of mono-dispersed particles. The mobility

Fig. 7 Contours of the excitation-
emission matrix measurements
for the prepared SNPsFL (a) and
Trp/Dx70 (b) (x/y-emission/exci-
tation wavelength in nm, intensity
in a.u.)

Table 1 Fluorescence lifetime measurements parameters: αi-pre-exponential factor, %, fi fractional emission intensity, %, τi-fluorescence lifetime,
<τ > −intensity-averaged lifetime (lifetimes in ns)

System λem / nm α1 α2 α3 f1 f2 f3 τ1 τ2 τ3 <τ>

λex = 294.6 nm

SNPsFL as prepared 350 54.07 45.69 0.24 25.13 67.27 7.591 0.241 0.762 16.383 1.82

SNPsFL washed 350 76.00 23.22 0.78 43.82 44.1 12.08 0.296 0.996 7.947 1.52

Trp/Dx70 350 74.74 23.16 2.11 39.21 47.37 13.42 0.502 1.979 6.554 2.06
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(−1.138 × 10−4 cm2/Vs) distribution exhibited a zeta potential
ζ = −14.60 mV, Fig. 2. This value provides a good physical
stability of SNPsFL with the tendency towards agglomeration;
the presence of electric charges on the SNPsFL surface favours
agglomeration. The efficiency of the Dx70 in stabilizing
SNPsFL by providing negative charges that leads to particles
agglomeration or formation of self assembled aggregates, is
taken into consideration.

SEM Analysis

SEM analysis of the SNPsFL solution deposited in a Si substrate
and dried at room temperature revealed the deposition of a layer
of silver nanoparticles with diameters around 30 nm. After
drying, the silver nanoparticles remain well dispersed in the
highly stable organic stabilizer, Dextran70, solid at room tem-
perature, up to aprox. 200 °C, Fig. 3 - top. The sample treated
by RTA, Fig. 3 - bottom, showed more details in the size and
shape of the stabilized nanoparticles, agglomerated after densi-
fication of the hybrid layer, the blurred appearance of the image
is caused by the stabilizer coating the Ag nanocrystallites.

TEM Analysis

TEM micrographs at different magnifications of SNPsFL are
shown in Fig. 4. Figure 4 - top shows independent particles
with Ag nanocrystal in <111> facets as major planes. In Fig. 4
- bottom one can see that polycrystalline NPs are generated,
that Ag nano-crystallites (A, B, C) full of defects are welded,
twined and partially aggregate to form larger clusters. The

average particle size of the measured particles was as small
as 15–40 nm. For clarity sake, multi-twined nanoparticles at
higher magnification are presented.

AFM Analysis

AFM analysis confirmed the nano-scaled SNPsFL and gave
useful morphological details regarding their shapes and the
size distribution, Fig. 5. Individual SNPsFL are spherical in
shape and the size is ~ 17 nm, however aggregates of higher
diameter are observed.

Fluorescence Analysis

Steady-State Fluorescence Measurements

Fluorescence emission spectra of SNPsFL exhibit a single emis-
sion peak with maximum centered at 346 nm, feature due to
Trp fluorescence. The found fluorescence quantum yield of
SNPsFL is 0.034. As temperature increases, 25–80 °C range,
the fluorescence intensity of SNPsFL slowly decreases without
shifts in emission wavelength, Fig. 6a. Its corresponding fluo-
rescence excitation spectra show amaximum at 309 nm, due to
the Trp deprotonated form at NPs surface, with slightly
batochromic shifted as temperature increases, Fig.6b. Also,
an extension of π→ π* transition, is considered [32].

In direct comparison, Trp fluorescence in Dx70, showed an
emission peak at 350 nm and the fluorescence intensity grad-
ually deceases as temperature increases and no emission shifts
are noticed, Fig. 6c. Fluorescence excitation spectra show a
maximum at 282 nm, appearing from π→ π* transition of the
aromatic amino acid residues [32, 33] corresponding thus to
Trp absorption, Fig. 6d.

Comparison of the SNPsFL before (Fig. 6a) and after Trp
washing, (Fig. 6e) shows the appearance of two emission
peaks with maximum at 328 nm and 351 nm, with a higher
level of the fluorescence intensity. The 5 nm red-shifted,
λem = 351 nm, corresponds to a more hydrophilic environ-
ment of Trp on NPs surface while the emission peak at
328 nm, appears from a buried Trp into SNPsFL. Thus in
washed SNPsFL, an increase in Trp surface hydrophobicity
takes place. Fluorescence excitation spectra, Fig. 6f, exhibits
two maxima: at 280 nm, corresponding to Trp absorption and
at 314 nm, attributed to the deprotonation of hydroxyl group
with π-electrons delocalization at the NPs surface [33]. It is
also observed that as temperature increases, the band at
280 nm slightly linearly decreases while, the band at 314 nm
remains unchanged, Fig. 6f. The feature may suggest no
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subsequent thermal destruction of Trp electronic structure, no
changes in the Trp environment for both, the buried Trp and
the Trp on the SNPsFL surface.

Overall, fluorescence emission of the washed SNPsFL ap-
pears from two Trp rotamers: one buried into SNPsFL complex
with λem = 328 nm and the other more exposed to the interac-
tions on the NPs surface, with λem = 351 nm. Also, an increase
in Trp surface hydrophobicity, as a good indication of protein
containing Trp stability, is taken into consideration.

3D-Excitation-Emission Matrix Measurements

The 2D contours representing the projection of the excitation-
emission matrix measurements in the wavelengths plane are
presented in Fig. 7. The main band of the SNPsFL (Fig. 7a)
corresponds to Trp, with an excitation maximum at 286 nm
and a spike at 308 nm (attributed to the Raman water band),
while the emission maximum is at 350 nm. In direct compar-
ison, from contour of Trp/Dx70 (Fig. 7b), it results that the
band specific to Trp is found at the excitation and emission
wavelength of 280 and 350 nm, respectively.

Lifetime Measurements

The resulting lifetime parameters are presented in Table 1. The
prepared SNPsFL have Trp as an intrinsic fluorophore. It was
shown that Trp has two lifetime components in water [34, 35],
with lifetimes of 3.1 and 0.53 ns at pH = 7. The presence of
Dx70 in aqueous medium gives rise to a third component,
with a longer lifetime of 6.55 ns, while the other two decrease
to 1.98 and 0.50 ns, respectively. There is a further decrease of
the shortest lived two Trp components for the sample that
contain SNPsFL to 0.24 and 0.76 ns, respectively, while the
longest one increases up to 16.38 ns.

Riboflavin (RF) Fluorescence Behaviour into RF /
SNPsFL System

Absorption Measurements

As fluorescent and photosensitive probe able to easily inter-
acts with several biological molecules with application in di-
agnoses [36–42], in order to see changes in the electronic
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structure, Fig. 8 presents by comparison the absorption spectra
of RF in the RF/SNPsFL and RF/Dx70 systems. Two

absorption peaks at 379 and 453 nm (specific to π→ π* tran-
sition) with a broad absorption band at ~ 570 nm, were ob-
served. The last one may be attributed to the reduced form of
RF at the SNPsFL surface, suggesting a hindering of the silver
ion release leading in this way to a lower toxicity of the
SNPsFL [31].

Compared with RF/Dx70 system where λabs = 373/
445 nm, in RF/SNPsFL system, 6–8 nm batochromic shifts
were observed (bands at λabs = 379/453 nm) and these could
be due to the superimposition of the plasmonic band of SNPs
or may suggest the Trp-RF interaction by H-bonds at the
SNPsFL surface. Also, changes in the absorption shape of
RF with the decrease of the absorbance intensity occur,
Fig.8 The possible reaction of RF reduction at the SNPsFL

surface may be described as follows, Scheme 1.

Steady-State and Time-Resolved Fluorescence Measurements

The influence of temperature (25–80 °C range) on the fluores-
cence behaviour of RF in Dx70 is shown in Fig. 9a. As tem-
perature increases, the emission maximum at 527 nm remains
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Fig. 11 Contour of the excitation-emission matrix measurements for the
prepared SNPsFL / RF system (x/y-emission/excitation wavelength in nm,
intensity in a.u.)
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unchanged and no significant RF fluorescence quenching is
noticed. Also, no changes in the electronic structure of RF in
the excited state, λ = 379/453 nm, are observed, Fig. 9b. In the
SNPsFL/RF system, the decrease of the fluorescence intensity
of RF is ~ 10 times greater than that in Dx70 without changes
in shape, Fig. 9c. The RF fluorescence emission is not signif-
icantly changed, 3 nm red-shifted towards λem = 530 nm and
no emission shifts as temperature increases are noticed. The
feature may suggest no aggregation, but rather a dissociation
of RF molecule in the SNPsFL/RF system. Fluorescence exci-
tations spectra of RF in SNPsFL/RF systems present two max-
ima at 375 and 450 nm, slight hypsochromic-shifted com-
pared to RF in Dx70, Fig. 9 d. As temperature increases, the
375 nm band continues to be slight hypsochromic shifted
while no shifts of the band at 450 nm are observed. Also, no
changes in the shape are noticed.

The observed behaviours suggest that under thermal effect
on the SNPsFL/RF system, the RF fluorescence emission does
not undergo major changes, thus no thermal degradation of its
electronic structure in the excited state takes place. The find-
ings are important regarding SNPsFL/ RF containing drugs
which would require thermal treatment for such a purpose like
controlled release.

On the Trp band, fluorescence emission spectrum of
SNPsFL/RF system shows an emission maximum at 343 nm,
3 nm blue-shifted compared with SNPsFL, Fig. 10a.
Comparing both systems, two iso-emissive points at 358 /

387 nm are observed. Under temperature effect, a similar
shape is observed with the maximum emission wavelength
unchanged at 343 nm, Fig. 10c. A shoulder at ~ 390 nm,
attributed to RF fluorescence traces, as a result of H-bonds
between RF carbonyl group and hydroxyl Trp at SNPs sur-
face, decreased as temperature increases. No significant
changes, in the fluorescence excitation spectra, regarding the
absorbance intensity, shifts and shape for both SNPsFL and
SNPsFL/RF systems are noticed, Figs. b and d.

Regarding 3D-excitation-emissionmatrix measurements, it
appears from Fig. 11 that RF maintains its high fluorescence
367, 449 nm/528 nm bands in the presence of SNPsFL, but Trp
is quenched by it, as the intensity of the band at 286, 308 nm/
350 nm decreases in respect to the data above described for
SNPsFL.

From lifetime measurements, RF in aqueous medium has a
mono-exponential decay with a 4.74 ns lifetime, but a second,
shorter, component of 2.62 ns appears in the presence of SNPs
[31]. Data in Table 2 indicate that at the RF interaction with
SNPsFL, the decays are three exponential, with a new short
lifetime of 0.21 ns being present. The emission decays with
the corresponding fits of SNPsFL / RF system on the RF band
are depicted in Fig. 12.

Conclusions

Fluorescent silver nano-structured system, has been obtained
by chemical reduction of aqueous AgNO3 solution by
Tryptophan (Trp) using Dextran 70 as stabilizing agent
(SNPsFL). The formed fluorescent nanostructures are stable,
multi-twined nanoparticle, with the size within 15–40 nm. The
surface plasmon resonance peak of SNPsFL shows maximum
absorption at 463 nm, the fluorescence emission at 346 nm
with the fluorescence quantum yield, Φ = 0.034 and the inte-
grated fluorescence lifetime, <τ > = 1.82 nm. Also, an in-
crease in Trp surface hydrophobicity with λem = 328 nm,
occurs.

Riboflavin fluorescence behaviour in the RF/SNPsFL sys-
tem, does not undergo major structural changes; RF maintains
its high fluorescence at λem = 530 nmwith its reduction on the
NPs surface.

The results support the ideas that SNPsFL would be stable
in the pharmaceutical formulations and for using them as a
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Fig. 12 Fluorescence decays of SNPsFL / RF at 450 (hollow squares) and
530 nm (full squares) emission wavelength

Table 2 Fluorescence lifetime measurements parameters: αi-preexponential factor, %, fi-fractional emission intensity, %, τi-fluorescence lifetime,
<τ > −intensity-averaged lifetime (lifetimes in ns)

System λem / nm α1 α2 α3 f1 f2 f3 τ1 τ2 τ3 <τ>

λex = 375.6 nm

SNPsFL /RF 450 68.91 12.61 18.49 6.929 17.17 75.9 0.21 2.78 8.45 6.91

530 – 56.86 43.14 – 45.23 54.77 – 2.41 3.84 3.19
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potential marker/emissive system to solve various biological
barriers in humans, like drug release and protein containing
Trp structure.
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