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Lanthanide-based luminescent materials have gained huge attention due to their applications in opto-
electronic devices, sensing, bio-imaging, anti-counterfeiting, and more. In this work, we report a lumine-
scence-based sensor for the detection of tryptophan using orotic acid-capped Tb**-doped CaSO, nano-
rods (NRs). Orotic acid (OA) was found to play a dual role as a capping agent to control the growth of the
nanorods and as a sensitizer for Tb** ions. The resulting nanorods exhibited excellent dispersibility and
strong photoluminescence signals characteristic of Tb®* ions in the visible region. Nearly 10-fold
enhancement in the emission intensity was noted through OA sensitization compared to direct excitation
of Tb®" ions (acceptors). Interestingly, the strong emission intensity of the NRs reduced significantly with
the addition of tryptophan. In contrast, hardly any change was noted with the addition of other amino
acids and metal ions, suggesting greater selectivity for tryptophan. Moreover, there is barely any notable
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interference from other amino acids toward the detection of tryptophan. The limit of detection is found
to be ~0.61 pM. Finally, the sensing study was extended to biological samples to detect tryptophan
present in blood plasma, urine, and saliva samples. The nanorods demonstrated high detection abilities,
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Introduction

Tryptophan is one of the essential aromatic amino acids that
has numerous applications in different fields." Its detection
can provide crucial insights into the structural and functional
properties of biomolecules and also be a suitable biomarker
for different diseases, especially in medicine.”> For instance,
tryptophan has been shown to be a precursor for serotonin, a
neurotransmitter that regulates mood and sleep patterns.’®
Besides, tryptophan has been used to diagnose and monitor
cancer.” In certain types of cancer, tryptophan metabolism is
altered, leading to increased levels of specific metabolites, like
in the case of gastric cancer, where an increased level of trypto-
phan in gastric juice can be a marker of potential gastric
cancer.” Hence, the detection of tryptophan can help in the
early diagnosis of the disease, which is quite essential in the
field of medicine. The free tryptophan level in plasma has
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indicating the potential of the developed materials for biomedical applications.

been found to be linked with major depressive disorders
(MDD), type 2 diabetes, tryptophan metabolism, etc.®™*° Also,
the tryptophan level in saliva was found to be correlated with
levels of serotonin, salivary cortisol, etc.'’™ Additionally,
tryptophan levels in urine were also reported to be correlated
to vitamin B6 deficiency, breast cancer, and autistic patients,
just to mention a few."*™'® The detection of tryptophan is also
essential in environmental applications such as monitoring
water quality.”” Since tryptophan is also present in natural
organic matter, its presence in organic pollutants can also
serve as a marker for microbial activities.'®'® Adding these up,
analyzing tryptophan can provide valuable information in
various applications.

Traditional methods for tryptophan detection include mass
spectrometry, inductively coupled plasma mass spectrometry
(ICP-MS), infrared spectroscopy, gas chromatography, electro-
chemical methods, AAS, voltammetry, high-performance
liquid chromatography (HPLC), and inductively coupled
plasma atomic emission spectroscopy (ICP-AES).>">* Despite
their high sensitivity, they are unsuitable for real-time and on-
site detection. Fluorescence-based methods are advantageous
as they are relatively simpler and provide high sensitivity, easy
sample preparation methods, and quick response times.**™’
Furthermore, hand-held optical spectrometers are available for
on-site detection. There are few reports on fluorescence
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sensors for the detection of tryptophan. For example, Zhang
et al. reported a hydrothermally prepared carbon spheres-
based fluorescence sensor for detecting i-tryptophan.®® The
carbon spheres have limited capacity in terms of sensing due
to challenges associated with achieving precise control over
their emission properties. Additionally, the stability and photo-
stability (i.e., resistance to photobleaching) of carbon spheres
are not promising, nor do the photophysical properties of the
carbon spheres allow them to show low detection limits and
sensitivity.>® In another work, Pang and co-workers have syn-
thesized terbium hybrids with a silica framework to detect
tryptophan.®® However, the obtained detection limit was low,
and the synthesis protocol involves multiple complex steps
with long reaction times. Alternatively, lanthanide (Ln®**)-
doped nanomaterials are interesting for the following reasons.
For example, the 4f electrons of lanthanides are well-shielded
from the 5s and 5p orbitals, making them unperturbed by the
surrounding crystal fields.>"** This results in quite narrow
intra-4f-4f transitions.**** They possess long luminescence
lifetimes, allowing efficient excited-state processes like lumine-
scence resonance energy transfer (LRET) to occur.’>*® LRET
can occur over a larger distance in Ln*'-doped materials or
complexes (>10 nm).*” This allows efficient sensitization of the
Ln’" emission, thereby minimizing the problem of low absor-
bance of Ln** ions. Additionally, Ln*" ions show a large Stokes
shift, which minimizes optical interference from other foreign
molecules.*®*°

There are quite a few reports on the use of Ln**-doped
nanomaterials for the detection of toxic metal ions and other
small molecules.’®° Nevertheless, there are few reports on
using these nanomaterials for amino acid detection, particu-
larly tryptophan. For instance, Hazra et al. used Tb**-doped
nanocrystals for the detection of aromatic amino acids at
nanomolar concentrations.>® However, the obtained nanocrys-
tals were not selective towards the detection of only tryptophan
but rather for all three aromatic amino acids, thus urging the
need to develop specific and selective sensor materials. Our
objective is to choose a multifunctional ligand that not only
controls the nanoparticle size but acts as both a sensitizer to
Ln*" ions and a linker to tryptophan. The direct binding of
tryptophan to the sensitizer is expected to alter the energy
transfer efficiency of the latter to the Ln*" ions. We have syn-
thesized orotic acid (OA)-capped Tb**-doped CaSO, nanorods
(NRs) using a simple microwave method. A 3% doping concen-
tration of Tb** ions was chosen based on optimization results
(Fig. S1, ESIt).

The use of microwave synthesis is advantageous due to its
fast reaction times, high product yield, and minimal by-pro-
ducts.”® We have chosen OA as a capping molecule as it pos-
sesses a pyrimidinedione unit and the carboxyl group, which
can bind to the nanoparticles. The pyrimidinedione unit is
expected to have hydrogen bonding interaction with trypto-
phan. In addition, OA has strong absorbance in the UV region
and can thus sensitize the Tb*' ions possessing multiple
excited energy levels in the UV and visible regions.
Interestingly, DMSO plays a dual role as a suitable solvent and
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sulphate source.”® CaSO, is chosen as the host matrix as there
is a close match of ionic radii of Ca** (1.0 A) with Tb*" (0.92 A),
which is expected to facilitate the doping of Tb®" ions.>* The
close match in size is essential for preparing Tb**-doped NRs
with fewer crystal defects. The successful incorporation of Th**
ions into the CaSO, host matrix resulted in strong green emis-
sion upon excitation at 290 nm. The strong intensity of the
green emission is attributed to the efficient energy transfer
from OA to the Tb*" ions.

The addition of tryptophan selectively reduces the emission
intensity of the Tb*" ions. Furthermore, there is barely any
interference in the detection of tryptophan from other amino
acids or metal ions. Finally, we have extended the detection of
tryptophan using OA-capped Tb**-doped CaSO, NRs in various
biological samples.

Results and discussion
Phase analysis

Powder X-ray diffraction measurements (PXRD) were per-
formed to check the phase purity of as-prepared Tb**-doped
CaSO, nanorods. Fig. 1 shows the PXRD pattern of OA-capped
CaSO,Tb®" NRs, along with the standard pattern of bulk
CaSO,. The PXRD pattern of the NRs matched well with the
standard pattern of orthorhombic phase bulk CaSO, (ICDD:
01-072-0916), confirming the formation of orthorhombic
phase materials. The observed sharp diffraction peaks indicate
good crystallinity in the synthesized NRs.

Morphology analysis

The formation of the rod-shaped morphology of the OA-
capped NRs is confirmed by the field-emission scanning elec-
tron microscopy (FESEM) images presented in Fig. 2(a, b, e &
f). The formation of rod-shaped nanostructures is further sup-
ported by transmission electron microscopy (TEM) analysis

Orotic acid capped Tb**- doped CaSO, nanorods
| CaSO, orthorhombic #01-072-0916

=
c
5 |
o
E SL“Ld.M PP W ¢ -
> o
=
0
c
[7)
<
£

‘I; .Il r |III'|'|I |.1|L? P I?T 1

20 30 40 50 60 70 80

20 (degree)

Fig. 1 PXRD pattern of OA@CaSO,4:Tb** NRs compared with the stan-
dard pattern of pure CaSO,.
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Fig. 2 SEM images (a, b, e, and f) and TEM images (c and d) of OA@CaSO,:Tb*>* NRs at different magnifications. (g and h) HRTEM image and SAED

pattern of the NC NRs showing diffraction planes corresponding to CaSQO,.

(Fig. 2(c, d, g & h)). The high-resolution TEM image of the OA-
CaSO, NRs reveals the presence of lattice fringes, suggesting
high crystallinity of the NRs. The d-spacing between the planes
is 2.84 A, indicating that the observed lattice fringes corres-
pond to the (102) planes.

Surface functionalization

FTIR analysis confirmed the binding of OA molecules to the
NRs, presumably at the surface. Fig. 3(a) shows the FTIR
spectra of pure OA and OA-capped CaSO, NRs. The shift in the
“C=0”" stretching frequency of the -COOH group from
1716 cm™ in pure OA to 1623 cm™* in OA-capped CaSO, indi-
cates the successful binding of OA to the surface of the nano-
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rods.”® This shift is attributed to the binding of the carboxylate
group to the NRs through the oxygen atom, leading to a
decrease in the strength of the “C=0” bond and a subsequent
reduction in the corresponding stretching frequency. The
other peaks corresponding to different functional groups
remained unaffected, confirming that binding has occurred
through the -COOH group.

UV-vis and photoluminescence analyses

UV-vis absorption spectra of pure OA and OA-capped CaSO,:
Th*" nanorods are presented in Fig. S2 (ESIT). The absorption
spectrum of pure OA exhibited a broad peak ranging from 271
to 330 nm, with a maximum at 295 nm. In the case of
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Fig. 3 (a) FT-IR spectra of pure OA and the same after being attached to the Th**-doped CaSO,4 NRs. (b) Excitation and photoluminescence spectra
of OA(aCaSO4:Tb3+ NRs. The concentration of OA@CaSO‘;:Tb3+ nanorods in DMSO used was 1 mg per 10 mL.
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OA@CaS0,:Tb** NRs, a broad hump with peak maxima at
291 nm is observed, closely resembling the absorption spec-
trum of pure OA. This confirms the attachment of OA mole-
cules to the nanorods. Fig. 3(b) represents the excitation and
emission spectra of OA-capped Tb**-doped CaSO, NRs. All PL
studies were carried out on the NRs dispersed in DMSO. The
PL spectrum shows peaks at approximately 490 nm, 542 nm,
586 nm, and 622 nm, attributed to the °D, excited level to “Fs,
’Fs, "F,4, and “F; ground state transitions, respectively. A strong
band with a maximum at 291 nm is observed in the excitation
spectrum (Aem = 542 nm, 'F5 < °D, transition of Tb*" ions).
The excitation peak position matches with the maxima in the
UV-vis absorbance peak of OA, indicating the possible sensitiz-
ation of the Tb** emission by OA. In comparison with direct
excitation (i.e., dex = 378 nm) of Tbh*" ions, excitation via OA
resulted in almost ~10 times enhancement in the emission
intensity of Tb*" ions.’® To confirm the occurrence of energy
transfer from OA to the Tb*" ions inside the NRs, a control
experiment was performed by synthesizing citric acid (CA)-
capped CaSO,:Tb*" NRs. CA was chosen as it lacks any charac-
teristic absorption or emission in the UV region and is
expected to show hardly any energy transfer process between
citric acid and Tb*" ions. Fig. S3 (ESIt) shows the comparison
of the excitation and PL spectra of Tb**-doped CaSO, NRs
capped with OA and CA. As expected, barely any enhancement
in the characteristic Tb®>" emission peaks is observed when
excited at 291 nm for the CA@CaSO,:Tb** nanorods compared
to the peaks obtained by exciting at 378 nm, which is the
direct excitation of the Tb*" ions (Fig. S3(c), ESIT).

A schematic of the proposed energy transfer process
between OA and Tb*" ions in OA@CaSO,:Tb*" nanorods is
shown in Fig. S4 (ESIt). Briefly, upon excitation of the NRs at
291 nm, OA becomes excited from the ground state (S,) and
reaches the excited singlet state (S,). This is followed by a non-
radiative intersystem crossing (ISC), which results in the long-
lived triplet (T;) state.>” The D, level of the Tb** ion lies below
the triplet state of OA, facilitating energy transfer from the
higher triplet state to the low-lying energy levels of Th** ions.
This leads to the population of the excited states of Th** ions
and subsequent radiative transitions from °D, to "F; (J = 3-6)
ground state energy levels. The photoluminescence quantum
yield was determined using tyrosine as a reference, as its
absorbance matches well with that of orotic acid. The
quantum yield of OA-capped CaSO4:Tb*" nanorods is calcu-
lated using the following equation (eqn (1)):*®

Qsample = Qref(A/Aref)(Iref/I) (nz/nrefz) (1)

where, Qgampie and Qr.r are the quantum yields of the nanorods
and tyrosine, respectively, A is the absorbance, I is the inte-
grated area of photoluminescence peaks, and 7 is the refractive
index of the solution. The quantum yield of tyrosine as the
reference is 0.14.°° The quantum yield of OA-capped CaSO,:
Tb*" nanorods was estimated by comparing the integrated
emission spectra of the aqueous solution with that of the tyro-
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sine solution. The calculated quantum yield was about 57%
for OA-capped CaSO,:Tb*" nanorods.

To investigate the detection capabilities of the OA@CaSO,:
Tb*" nanorods, a 1 mM concentration of tryptophan was
added to the NR dispersion, and the PL characteristics were
measured. A strong reduction in the emission intensity of the
Tbh** was observed. To understand the selectivity of the detec-
tion, a range of different amino acid solutions (at a concen-
tration of 1 mM) were tested.

The results are shown as a bar diagram in Fig. 4a. There is
barely any change in the emission intensity with the addition
of other amino acids. Additionally, various other analytes are
tested, such as EDTA, Cu®*, Hg>", Ni**, Mn**, Cd**, Fe**, Zn*",
Co>*, Pb**, and other relevant cations and anions. Fig. 4b
shows a reduction in the emission intensity to approximately
90%, noted only with the addition of tryptophan. The above
results confirm the good selectivity of the OA@CaSO,:Tb**
nanorods toward detecting tryptophan.

To understand the reliability of the assay, we have studied
the colloidal stability of the nanoprobe. The photo-
luminescence of the colloidal dispersion was measured up to
one hour at 10-minute intervals (Fig. S5, ESIT). The intensity of
the OA@CaSO4Th*" NRs showed minimal change, with a
maximum decrease of approximately 16% compared to the
fresh samples. Please note that all tryptophan detection ana-
lyses were done within a minute of addition. This indicates
that the nanoprobe exhibits good stability during the assay.

To examine any interference from other amino acids, ions,
and molecules towards quenching of the Th** emission inten-
sity by tryptophan, we conducted PL measurements of
OA@CaSO,:Tb** NRs in a mixture containing equimolar
(1 mM) tryptophan and other analytes. The results shown in
Fig. 4(c & d) suggest that the quenching of the PL emission
intensity by tryptophan is hardly influenced by the presence of
other interfering ions and molecules. Furthermore, to check if
any change in the pH and temperature of the medium with
the addition of different amino acids is responsible for the
observed differences in the PL intensity, the pH and tempera-
ture of the dispersion containing NRs are measured for the
corresponding mixtures. There is barely any noticeable change
in the pH and temperature of the NR dispersion in DMSO
after adding different amino acids (Fig. S6, ESIT).

To study the photoluminescence response of OA@CaSO,:
Tbh*>" NRs towards tryptophan, different concentrations of
tryptophan were added to the NR dispersion. As noted in
Fig. 5(b), a gradual decrease in the intensity of Tb** emission
is observed with an increase in the concentration of trypto-
phan in the dispersion. Almost a 90% reduction in the emis-
sion intensity of Tb®" is observed with the addition of 5 mM
tryptophan. In the excitation spectra of OA@CaSO,:Tb**, a
shift towards the higher wavelength (redshift) is observed for
the characteristic tryptophan peak at higher concentrations of
tryptophan (Fig. 5(a)). The redshift observed in the excitation
spectra of OA@CaSO4:Th*>" NRs can be attributed to the trypto-
phan binding to the OA present on the surface of the NRs.
This likely alters the energy level of the OA, thus affecting the

This journal is © The Royal Society of Chemistry 2024
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Fig. 4 Bar diagram showing (a) the effect of different amino acids on the PL intensity of OA@CaSO4:Tb** NRs, (b) the effect of different metal ions
on the PL intensity of OA@CaSO4:Tb** NRs, and (c) the interference of other amino acids on the selective detection of tryptophan using
OA@CaSO,4:Tb>* nanorods, and (d) the interference of metal ions on the selective detection of tryptophan using OA@CaSO,4: Tb** nanorods. The
concentration of OA@CaSO,:Tb** nanorods in DMSO used was 1 mg per 10 mL.

energy transfer efficiency between OA and Tb*" ions present in
the nanorods.® %

The sensitivity of OA@CaS0,:Tb*" NRs towards the detec-
tion of tryptophan ions was evaluated using the Stern-Volmer
analysis, which relates the luminescence intensity of the nano-
rods in the presence of an analyte to its intensity in its
absence. In the following Stern-Volmer equation (eqn (2)):

In/I =1+ Ksy[C] (2)

I, and I denote the luminescence intensity of the nanorods
before and after the addition of tryptophan ions, respectively.®?
The quenching constant, Ksy, was determined from the plot of
luminescence intensity ratio vs. concentration of tryptophan.
The resulting graph showed good linearity from 100 nM to
10 pM (Fig. 6)

This journal is © The Royal Society of Chemistry 2024

Tryptophan detection in biological samples

The detection of tryptophan using OA@CaSO,Tb*>" NRs is
extended to biological samples like human blood plasma,
saliva, and urine specimens. The determination of tryptophan
in clinical specimens is essential, though challenging, given
the presence of heterogeneous organic (proteins) and in-
organic (for example, metal ions) components.®* To assess the
tryptophan level in blood plasma, we have taken a 2 mL dis-
persion of OA@CaSO,:Tb*>" NRs and added 100 pl of pure
plasma. The PL analysis of the mixture shows quenching of
the luminescence intensity of Tb®" ions in OA@CaSO,:Tb*"
NRs (Fig. 6). The limit of detection (LOD) is determined using
the equation 3¢/K, where o is the standard deviation of the
blank and K is the slope of the calibration plot. The calculated
LOD is 0.61 pM.

Nanoscale, 2024, 16, 20679-20688 | 20683
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Fig. 5 Excitation (a) and PL (b) spectra of OA@CaSO,:Tb** NRs collected with the gradual addition of tryptophan solutions of increasing concen-
tration. The concentration of OA@CaSO4:Tb3+ nanorods in DMSO used was 1 mg per 10 mL.
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Fig. 6 The Stern—Volmer plot of OA@CaSO,4:Tb** NRs (3%) with the
addition of increasing concentrations of tryptophan in DMSO. The con-
centration of OA@CaSO4:Tb>* nanorods in DMSO used is 1 mg per
10 mL.

To check the effectiveness of our approach, a mixed solu-
tion of amino acids (2 mmol each), except tryptophan, was
added to the above mixture containing NRs and blood plasma.
The corresponding dispersion shows no further quenching.
Next, the NR dispersion is mixed with pure plasma containing
a mixture of amino acids, including tryptophan (2 mmol). The
corresponding PL spectrum shows a further reduction in the
emission intensity of Tb®" ions (Fig. 7(a)). The above results
suggest that the reduction in the emission intensity from the
NRs is caused primarily by the presence of tryptophan in the
dispersion.

Furthermore, a detection analysis was performed on the
plasma sample after removing the proteins to detect the pres-

20684 | Nanoscale, 2024, 16, 20679-20688

ence of free tryptophan in the blood plasma. A 100 pL depro-
teinated plasma sample was added to a 2 mL dispersion of
NRs. The PL spectrum of the resulting sample shows a
reduction in the luminescence intensity of Tb*" ions in
OA@CaS0,:Tb**. However, the quenching observed was rela-
tively lower than that observed for pure plasma samples, pri-
marily due to the absence of tryptophan bound to plasma pro-
teins (Fig. 7(b)). Again, a sample of deproteinated blood
plasma and the mixture of amino acids (2 mmol each), except
tryptophan, was added to the NR dispersion. Again, no further
quenching of the emission intensity is observed. Finally, the
NR dispersion was treated with a sample of deproteinated
blood plasma with a mixture of amino acids, including trypto-
phan (2 mmol each). In this case, further quenching was
observed, confirming the efficiency of our method in detecting
tryptophan in human blood plasma.

The above results motivated us to extend the study to detect
tryptophan in human saliva and urine. We followed a pro-
cedure similar to that performed with the blood plasma study.
In this case, saliva and urine samples were used directly
without further processing. In both studies, the PL analysis
showed considerable quenching of the luminescence intensity
of Tb** ions in OA@CaSO,:Tb** NRs. Similarly, the NR dis-
persion with the saliva and urine samples, with a mixture of
amino acids (2 mmol each), except tryptophan, shows hardly
any quenching (Fig. 7(c & d)). The addition of a mixture con-
taining all the amino acids, including tryptophan (2 mmol), to
the saliva and urine samples in the NR solution resulted in
further quenching of the Tb*" emission intensity. These
results suggest that OA@CaSO4:Th*" NRs could be an efficient
optical probe for detecting tryptophan in biological samples
without much interference from other analytes. In addition to
the emission spectra, we also tried to study the excitation
spectra at de, = 542 nm after the addition of pure plasma to
the OA@CaS0,:Tb>" NRs, and the same in the presence of an

This journal is © The Royal Society of Chemistry 2024


https://doi.org/10.1039/d4nr02774d

Published on 21 October 2024. Downloaded on 11/2/2025 10:21:12 PM.

Nanoscale
(a) == Nanorods (NRs)
= 10 7
.": Pure blood Plasma in NRs
c
= 0 8 _ == Pure blood plasma along
o with amino acids except
-Q- tryptophan in NRs
A= 0.6 N Pure blood plasma along

with amino acids including
tryptophan in NRs

(A

> 0.4-

0.2

ntensi

= 0.0

450 500 550 600 650
Wavelength (nm)

Nanorods (NRs)
—~ 1.0
- — Saliva sample in NRs
: - o
: 0 : 8 - == Saliva sample along with

amino  acids  except
tryptophan in NRs

Saliva sample along with
amino acids including
tryptophan in NRs

450 500 550 600 650
Wavelength (nm)

View Article Online

Paper
( b) = Nanorods (NRs)
— 1 .0 T
_": Deproteinated Plasma in NRs
c
Deproteinated plasma along
: 0.8 T with amino acids except
. tryptophan in NRs
[ 0 6_ Deproteinated plasma along
< - with amino acids including
~— tryptophan in NRs
20.4-
n—
Z
S 0.2
s
o
= 0.0

450 500 550 600 650
Wavelength (nm)

( ) == Nanorods (NRs)
—~ 1.04
i Urine sample in NRs
_ == Urine sample along with
: 0'8 amino acids except
u tryptophan in NRs
s 0_6 1 Urine sample along with
< amino acids including
Nages” tryptophan in NRs
e
- —
2
c
]
c
— 0 0 )
.

450 500 550 600 650
Wavelength (nm)

Fig. 7 PL analysis: (a) emission spectra of pure OA@CaSO,:Tb** NRs, after addition of pure blood plasma sample, pure blood plasma sample with a
mixture of amino acids without tryptophan, and pure sample with a mixture of amino acids including tryptophan to OA@CaSO,:Tb** NRs. (b) emis-
sion spectra of pure OA@CaSO4:Tb** NRs, after addition of deproteinated blood plasma sample, deproteinated sample with a mixture of amino
acids without tryptophan, and deproteinated sample with a mixture of amino acids including tryptophan to OA@CaSO,:Tb®* NRs; (c) emission
spectra of pure OA@CaSO,4:Tb** NRs, after addition of saliva, a saliva sample with a mixture of amino acids without tryptophan, and saliva with a
mixture of amino acids including tryptophan to OA@CaSO4:Tb>* NRs; and (d) emission spectra of pure OA@CaSO4:Tb>* NRs, after addition of a
urine sample, a urine sample with a mixture of amino acids without tryptophan, and a urine sample with a mixture of amino acids including trypto-
phan to OA@CaSO,:Tb>* NRs. The concentration of OA@CaSO,4:Tb** nanorods in DMSO is 1 mg per 10 mL.

additional 2 mmol concentration of tryptophan (Fig. S7, ESIT).
It is noted that the excitation peaks showed a similar shift, as
noted in the case of the addition of different concentrations of
tryptophan in NRs (vide supra). Additionally, the results of the
recovery test of tryptophan in the bio-related samples are
shown in Table 1. The results showed that recoveries of trypto-
phan in these samples are within the range of 99-102.5%.

Proposed detection mechanism

To investigate the cause of the quenching of Tb*" ion emission
intensity upon the addition of tryptophan, some additional
experiments and analyses were performed. The attachment or
interaction of tryptophan with OA present on the surface of

This journal is © The Royal Society of Chemistry 2024

OA@CaS0,:Tb** nanorods was validated through FTIR ana-
lysis. The FTIR spectrum shows a shift in the N-H bond
stretching to a lower wavenumber (from 3400 cm™ to
3130 cm™") for the OA@CaSO4:Th** NRs after the addition of
tryptophan (Fig. S8, ESIt). This indicates a probable trypto-
phan binding to the OA on the NR surface through the pyrimi-
dine N-H-group. Furthermore, to confirm any possible inter-
action between the amino acid tryptophan and OA, NMR ana-
lysis was performed. First, the "H NMR spectra of tryptophan
and OA were recorded in DMSO-ds. The '"H NMR spectrum of
tryptophan consists of 3 peaks within the 3 to 3.5 ppm range,
which belongs to the aliphatic C-H bonds (Fig. S9, ESI}).
Similarly, OA shows a peak at 6 ppm corresponding to the sp”
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Table 1 Determination of spiked tryptophan in bio-related samples

Tryptophan added to samples Amount added (mmol) Calculated” (mmol) Standard error Coefficient of variance Recovery (%)
Pure blood plasma 2 1.98 0.2 0.10 99
Deproteinated blood plasma 2 2.01 0.3 0.14 100.5

Saliva 2 2.05 0.6 0.29 102.5

Urine 2 2.02 0.5 0.24 101

“Mean of three determinations.

C-H unit. The peaks at 11.33 and 10.89 ppm represent the two
N-H bonds of OA (Fig. S10, ESI{). In a separate experiment, a
few drops of tryptophan were mixed with a DMSO-d¢ solution
containing OA. The NMR spectrum of the mixture shows a
shift in the peak position in the aliphatic region of tryptophan
(Fig. S11, ESIf). We believe that this shift is because of the
interaction of tryptophan’s amino and -COOH groups with
OA. This interaction likely resulted in a change in the electron
density around the carbon of the tryptophan molecules,
causing a shift in the chemical shift positions of these hydro-
gen atoms of the aliphatic regions of tryptophan. The concen-
tration of OA is much greater than that of tryptophan in the
above experiment. As a result, only the shift in tryptophan
protons is observed. To acquire more information, a "H NMR
spectrum was recorded for a solution containing a 1:1 molar
ratio of tryptophan and OA in DMSO-dg (Fig. S12, ESIf).
Interestingly, a shift in the peak positions of both OA and
tryptophan is noted, suggesting a chemical interaction
between both molecules. This interaction is likely to cause
changes in the triplet state of the OA, thereby decreasing the
probability of energy transfer from OA to Tb** ions present
inside the NRs.

The decrease in the energy transfer probability from OA to
Tb** inside the NRs reduces the excited state population of
Tb** ions, decreasing the emission intensity. This is validated
by the reduction in the lifetime of the *D, level of Tb** ions in
OA@CaS0,:Tb** NRs, shifting from 2.00 ms to 0.01 ms after
the addition of tryptophan. In contrast, minimal change was
observed in the case of serine addition (2.00 ms to 1.99 ms).
These dynamics are illustrated in Fig. 8. The decrease in life-
times indicates the presence of another relaxation pathway
that can depopulate the excited state. The potential role of n-n
interactions, whereby tryptophan engages with the aromatic
systems in the nanorods, is also noteworthy and could contrib-
ute to luminescence quenching by perturbing electronic tran-
sitions responsible for the emission.®>”°

To further check any competitive absorption occurring
between OA and tryptophan for the excitation energy, UV-vis
absorption analysis was performed. The UV-vis spectra shown
in Fig. S137 show a clear overlap between the absorption peaks
of OA and tryptophan (between 250 nm to 300 nm). However,
near 290 nm, the absorbance is higher for OA compared to
tryptophan. This suggests that there is competitive absorption
to some extent between OA and tryptophan for the excitation
light. Thus, part of the reduction in the Tb*" emission inten-
sity in the presence of tryptophan is likely due to the competi-
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Fig. 8 The lifetime decay curves of OA@CaSO,4:Tb>* NRs before (blue)
and after the addition of serine (red) and tryptophan (green). The con-
centration of OA@CaSO4:Tb>* nanorods in DMSO was 1 mg per 10 mL.

tive absorption. Therefore, one of the reasons for the observed
reduction in the emission intensity of Tb** ions upon the
addition of tryptophan could be the combination of competi-
tive absorption of excitation energy between OA@CaSO,:Tb*"
and tryptophan. In addition, intermolecular interactions
between the OA capping agent and tryptophan alter the energy
of the triplet state, thereby reducing the probability of energy
transfer efficiency between OA and Tb®" present inside the
nanorods.

Conclusions

In summary, we utilized a microwave synthesis method to
prepare OA-capped Tb**-doped CaSO, colloidal nanorods.
When excited at the OA absorption wavelength of 291 nm,
these colloidal nanorods exhibited strong emissions at 542 nm
along with weak emissions at 488, 585, and 620 nm, which are
characteristic emission peaks of Tb®* ions. The addition of
tryptophan selectively quenches the emission intensities of the
Tb*" ions due to a reduction in the energy transfer efficiency
between OA and Tb*" ions, presumably caused by the overlap-
ping of tryptophan emission with that of OA along with the
chemical interaction between OA and tryptophan altering the

This journal is © The Royal Society of Chemistry 2024
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energy transfer efficiency between OA and Tb*' ions. This
quenching effect is specific to tryptophan, as adding other
amino acids and analytes had little impact on the Tb*" ion
emission intensity. In addition, the developed nanorods
efficiently detect tryptophan in human blood plasma, saliva,
and urine, indicating its potential use in biomedical
applications.
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