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Pb-toxicity is associated with inflammation which leads to delay in wound healing. Pb?* utilizes calcium ion
channels to enter the cell. Therefore, to achieve effective healing in a Pb-poisoned system, capturing Pb>*
from the circulatory system would be an effective approach without hampering the activity of the calcium
ion channel. In this work insulin—nickel fluorescent quantum clusters (INiQCs) have been synthesized and
used for the specific detection of Pb2* ions in vitro and in cell-free systems. INIQCs (0.09 pM) can detect

Pb2* concentrations as low as 10 pM effectively in a cell-free system using the fluorescence turn-off
Received 8th May 2021 thod. In vitro INIQCs (0.45 M) can detect Pb2* trati low as 1 M. INIQCs al t
Accepted 29th June 2021 method. In vitro INiQCs (0.45 pM) can detec concentrations as low as 1 pM. INiQCs also promote

wound healing which can easily be monitored using the bright fluorescence of INiQCs. INiQCs also help

DOI: 10.1039/d1ra03557e to overcome the wound recovery inhibitory effect of Pb2* in vitro using lead nitrate. This work helps to
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1. Introduction

Lead, a highly toxic, non-biodegradable element found ubig-
uitously in nature, causes environmental pollution, affects the
human body to a large extent, and is among 275 most
hazardous substances in the list of the Environmental Protec-
tion Agency (EPA), formulated by the Agency for Toxic
Substances and Disease Registry (ATSDR).* Lead affects around
0.6% of the population globally* and causes acute and chronic
toxicity even in minute quantities. Certain heavy metals,
including Pb**, Cd*>*, and Hg*"*, can enter the body through
food, water, smoking, industrial means, and even the skin
surface, leading to heavy metal poisoning.>* 600 ppm of lead is
suggested as a “safe” level in the soil and would contribute
under 5 ug dL ™" to total blood lead of children below 12 years.*
There is no relaxation in the maximum permissible limit for
lead in water which was set at 0.05 ppm and is the highest
desirable amount in drinking water in India. According to
WHO, 1993, 25 pug L™ lead per kg body weight is the maximum
tolerable amount weekly.® The daily exposure to Pb*>" causes its
deposition in body parts including liver, kidneys, spleen, and
brain, causing multiple tissue damage by inducing oxidative
stress. Moreover, long-term exposure to lead causes inflamma-
tory infiltration, alterations in tissues of testicles, reduction in
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generate effective biocompatible therapeutics for wound recovery in Pb?* poisoned individuals.

spermatocytes, necrosis of hepatocytes, degeneration of renal
tubules, hypertrophy in the renal epithelium and induces
endoplasmic reticulum stress due to calcium imbalance in the
liver and kidney.*” Kidneys are prone to the oxidative reaction of
lead as lead intoxication sometimes causes dysfunctioning of
proximal tubule or irreversible nephropathy depending on
exposure regimens, thus adversely affecting the health of kidney
function along with cadmium and mercury®** and can be
excreted through urine and feces." It affects central nervous
system causing several neurological disturbances affects the
blood-brain barrier and causes edema and loss of neurons. The
astroglial activation in the brain leads to pathological processes
causing the death of neuronal cells, which causes the release of
cytokines and chemokines, causing the inflammatory effect.”
Also, children exposed to environmental lead are at a higher
risk of toxicity because of absorption of ingested lead from the
gastrointestinal tract and nervous system becoming more
susceptible to neurotoxins.’ Pb>" has a carcinogenic effect by
damaging the DNA and disrupting its repair system by gener-
ating ROS (reactive oxygen species). It can even impair memory
and learning in the brain by disrupting NMDAR (N-methyl-p-
aspartate receptors).'* Lead causes damage to epithelial tissues
causes rashes and get accumulated over the epidermal
surface.”™® Lead toxicity is dosage-dependent and include
cellular traction forces, mechanical stiffness, focal adhesions,
the shape of the cell, speed of migration, permeability, and
wound healing efficacy in mammalian cells.”*°

At the molecular level, lead affects the humoral and cellular
immune responses through various inflammatory biomarkers*
including cytokines (IL-8, TNF, etc.), acute phase proteins
including CRP, haptoglobin, and ceruloplasmin, enzymes
involved in inflammation such as COX-2 and damages

© 2021 The Author(s). Published by the Royal Society of Chemistry
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intracellular molecules mediators and decreases immunoglob-
ulin production, making individuals more prone to inflamma-
tion and other diseases."**

To cope up with the toxic lead and its accumulation in the body
the quantum clusters are being used as one of the efficient ways for
its detection up to a picomolar level in a cell-free system and can be
detected well in vitro.”>* For this purpose, insulin nickel quantum
clusters were prepared as nickel metal plays a role in cell growth
and wound healing activities.* Further, nickel is also a micro-
nutrient essential for the proper functioning of the human body,
as it increases hormonal activity and is involved in lipid metabo-
lism. Nickel deficiency in mice resulted in a significant decrease in
the activity of lipogenic enzymes, including glucose-6-phosphate
dehydrogenase, 6-phosphogluconate dehydrogenase, malic
enzyme, and fatty acid synthase deficiency.>>**

At present, QCs are preferred, as they emit luminescence
because of high photostability, high emission rates, large stokes
shift.>”° They act as a bridge between the nanoparticles, atoms,
and bulk molecules and due to their size up to fermi wavelength
affect optical, chemical, and electronic properties to a large
extent based on different sizes.**** QCs have few particles in the
core as compared to the surface and are highly stable due to the
presence of ligands with which surface atoms bind.** Different
noble metals including gold, silver, copper, and zinc were used to
make water-soluble QCs using mild reductants including gluta-
thione, alkyl thiol, and NaBH, along with different peptides,
proteins, amino acids, dendrimers, and DNA which can be used as
templates.®*** A variety of protein, including proteins such as lacto-
transferrin, hemoglobin, BSA has been used for making QCs with
Au', Fe**, Cu™, Ca®', Ag" (ref. 36-38) which exhibited optical
properties, catalytic activity, and fluorescence thus, can be used in
bio-imaging, natural marking, bio detecting of proteins, nucleic
acids, and enzymes, and biological changes linked to them after
translation or transcription.****

Insulin is widely used nowadays because the receptors for
insulin are present on the membrane of all mammalian cells
and their number greatly varies from 40 for erythrocytes to 200~
300 x 10° for adipocytes and hepatocytes. The insulin receptors
are much higher in number in cancerous cells as compared to
normal cells.**** The insulin protein acts as a growth factor
which facilitates chemotaxis and pinocytosis or phagocytosis by
macrophages and promotes secretion of inflammatory media-
tors and helps in re-epithelialization which is crucial for healing
wounds.*® Different QCs using insulin as protein template is
with silver as a drug carrier, gold which was used for super-
resolution microscopy, copper for bioimaging applications,
and zinc for wound healing.*~*

Here insulin-nickel fluorescent quantum clusters have been
made, and it's been used for sensing of Pb>" sensing in a cell-
free system and countering of it's poising and in vitro.

2. Materials and methods
2.1. Materials

All the metal salts of analytical grade, including NiSO, (nickel
sulphate) and Pb(NOj3), (lead nitrate) were purchased from Loba
Chemie, India. Recombinant human insulin was purchased
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from (Elli Lilly, India). DMEM cell culture media, fetal bovine
serum (FBS), penicillin-streptomycin were purchased from
HiMedia, India. The rest of the chemicals were purchased from
HiMedia and were of analytical grade.

2.2. Preparation of insulin quantum clusters with nickel
metal salt

The metal salt was converted into insulin protected quantum
clusters by following the standard protocol. The final concen-
tration of both insulin and NiSO, was made at 1.82 uM in an
aqueous medium. NaOH was used to adjust the insulin pH up
to 10.5. This is labeled as solution A and kept in the dark. After
this, salt solutions having molarity of 1.82 uM (NiSO,) were
prepared in a covered glass vial and labeled as solution B.
Thereafter, solution A and B were mixed, and pH was adjusted
by using HCI (0.1 N) at 7.4. The resulting solution was kept for
incubation for 48 h at 37 °C at slow stirring (240 rpm).>*->

2.3. Spectroscopic characterization of INiQCs

2.3.1. UV-visible spectroscopy. UV-visible absorbance of
INiQCs was measured using instrument UV-2600 spectropho-
tometer Shimadzu and 4000 pl quartz cuvette with 1 cm path
and operated in the range 200 nm to 800 nm. The absorption
spectra for insulin, salt solution (NiSO,), and insulin linked
nickel-metal quantum clusters (INiQCs) were measured to find
out the interactions between insulin protein and NiSO, metal
salt solution.

2.3.2. Fluorescence spectroscopy. Fluorescence data of
insulin metal quantum clusters was measured using Agilent
technologies Cary Eclipse fluorescence spectrophotometer. It
helps determine insulin binding to the metal salt solutions to
form fluorescent protein-linked metal quantum clusters. It was
done for INiQCs, insulin, and NiSO, solution, all having similar
concentrations. The fluorescence intensity was measured at an
excitation wavelength of 272 nm, coupled with an emission scan
from 280 nm to 800 nm with an excitation and emission slit of
20 mm.

Along with this heavy metal sensing experiment was also
performed using the following protocol. 1 mM solution of Pb>*
metal ion was made using nitrates of the salt. The solution
thereafter undergoes 10 folds of 1/10th dilution. 1800 pl of the
sample was taken from each solution obtained in the above
dilution series, and 200 pl of INiQCs were added to each solu-
tion. The luminescence is measured immediately after the
addition of the heavy metal ions into quantum clusters. The
data obtained were analyzed to check out any quenching due to
heavy metal ions in fluorescence. Also, a 1 mM solution of other
heavy metals and certain cationic and anionic species were
made using the above-described method. As a result, a dilution
series was obtained for each of the ions, including Cd**, Cu*",
Hg>*, Zn**, Ca®", K%, Na*, CI", OH ", HCO;, SO,*>", S*". For
each sample, 1800 pl of the solution of the above-mentioned
ions, 200 ul of INiQCs having pH 10 were added followed by
instant measurement of fluorescence intensity to find out the
specificity.
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The percentage increase in intrinsic fluorescence intensity
was calculated and compared for both insulin and INiQCs using
the given eqn (1)

% of change in emission intensity

_ F.IL(INiQCs) — F.I.(insulin) x 100%

B F.I.(insulin) (1)

A similar formula was used to find out the % change in
emission intensity after adding Pb>" metal ions into INiQCs. For
finding out the quantum yield of both insulin and insulin
protected quantum clusters of nickel (INiQCs), the standard
tyrosine fluorescence quantum yield was used as in eqn (2)

_ QY(Tyr) x I(S) x 1 — 10~(Tyr) x n*(S)

Q.Y.(S) I(Tyr) x 1 — 107(S) x n2(Tyr)

(2)

here, Q.Y.is quantum yield; I is integrated emission intensity; n
is refractive index of solvent; A is the absorbance at excitation
wavelength; [ is the length of absorption cell; Tyr is tyrosine
(reference) and S is sample.

2.3.3. FTIR analysis to determine variation in wavenumber
after QCs formation. Agilent Cary 600 series FTIR Spectropho-
tometer was used to find out the functional groups present in
the above-mentioned INiQCs and insulin. The samples after
washing were air-dried on a glass side at 37 °C before using
them. Then the pellets were mixed with potassium bromide
(KBr), and scanning was done from 400 cm ™" to 4000 cm™ .

2.3.4. Morphological and elemental analysis using DLS
and HRTEM. We have performed DLS (dynamic light scattering)
to find out the hydrodynamic size of INiQCs formed using
a Malvern DLS-Zeta size analyzer. Thereafter, to find out the
morphology of insulin linked nickel quantum clusters High-
Resolution Transmission Electron Microscopy (HRTEM) Talos
F200S G2, Thermo Scientifics, and Selected Area Electron
Diffraction (SAED) was used. For this, the samples were
centrifuged at 240 rpm for nearly 10-15 minutes, followed by
a thorough washing of the pellet to eliminate unbound metal
salt or impurities associated with the sample.

In addition to HRTEM, Electron Dynamic Scattering (EDS)
was performed in which the same pellet was investigated to get
the percentage of elemental constituents present in the sample.

2.3.5. Stoichiometry ratio of Ni** ions: insulin protein. The
stoichiometry of nickel ions to insulin protein are calculated
using the following equation to find out the interactions taking
place between ligand that is metal ion and complex protein

Number of proteins bound to single Ni*™ ion

__average number of bound proteins per ml 3)

average number of Ni*" ions per ml

Further, for calculating the stoichiometry of INiQCs to Pb>*
ions present we have done job's plot by keeping the total
concentration constant and varying the individual concentra-
tion of ligand and complex.
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2.4. In silico studies to determine interactions between
nickel-metal and insulin protein

To find out the binding site residues of different transition
metal ions with the help of the fragment transformation
method, an online docking server tool that is MIB (Metal Ion
Binding) can be used. To apply this method, two different
protein chains were required, which were extracted from the
protein data bank (PDB) and consist of the template protein (T)
of length m containing metal-ion and query protein (S) of length
n. These chains were then aligned such that after proper
alignment, the metal ion binding protein template can be
converted into the query protein structure. To get these protein
structures, certain different parameters were followed. Firstly,
the most important parameter is that the metal ion template
must contain residues bound with transition metals, including
Ni**, cu**, Mg?*, Ca**, Co*", Zn**, Fe*", and Fe®" metal ions.
Secondly, the polypeptide chain length in protein structures
must be 50 residues; otherwise, it will be excluded.*® The resi-
dues of query template and metal ion binding triplets can be
written by using the notation N-Ca~C backbone atoms and as
(xN, xCa, xC) and (yN, yCa, yC); where x and y are PDB coor-
dinates. S and T can be written as (t1, 12...tm) and (61, 62...0m)
in terms of triplets. The third parameter is, there should be at
least two metal ion binding residues, and the distance in
between the PDB coordinates and metal center should be within
3.5 A. Proper alignment is possible only if the distance is less
than 3.5 A.** The fourth most important parameter is that the
residue's binding score should be more than a specified
threshold value, and only then will residue bind to particular
transition metal ions. The binding score is denoted by Ci, and
based on the sequence of target protein along with structural
conservation of protein; the binding score is assigned to all the
residues of the target protein by using root mean square devi-
ation of C-alpha carbons of structural local alignment as well as
BLOSUMBS62 substitution matrix.>»*® Hence, the binding site of
metal ions was determined using the bioinformatics tool.

In this way, the MIB tool helps determine the binding site of
metal ions on a particular protein chain. Human insulin protein
(PDB ID: 4EWW) was extracted from the PDB (Protein Data
Bank) database. This polypeptide contains 2 chains denoted by
A and B. In the MIB tool, Ni** metal ion was docked with chains
A and B of human insulin independently, followed by
comparing metal ion-binding templates with the target
protein.*”

2.5. Cytotoxicity testing using QCs prepared

To check out the viability of cells HEK 293 cell line (Human
Embryonic Kidney Cells) was used and MTT (3-(4,5-
dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide) the
assay was performed. For this purpose, HEK 293, having
a density of 1 x 10* (per well density), has been seeded in 96
well plates and was allowed to become confluent up to 70-75%.
After this incubation of cells using 3 different percentages (1.5,
7.5, and 30 uM) of INiQCs, insulin, NiSO,4, and a mixture of
insulin and NiSO, was done. Following this treatment, cells
were incubated in an incubator for 24 h and 37 °C. After 24 h,

© 2021 The Author(s). Published by the Royal Society of Chemistry
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the MTT (2 mg mL " in 5% ethanol) was added and kept as such
for 3 h. After 3 h MTT and media were both removed from every
well of 96 well plates, followed by the addition of 200 pl
dimethyl sulfoxide (DMSO) to dissolve the formazan crystals,
and then the absorbance was checked at 570 nm. To calculate
the inhibition percentage following equation was used.

% inhibition = [I — (4/4.) x 100]% (4)

where A, is the test substance absorbance and A, control solvent
absorbance. For each of the concentrations.*®

Following this, another MTT was performed. In this, we add
6 different concentrations (0, 1, 10, 100, 500, 1000 pM) of Pb** in
each of the initially incubated cell lines with INiQCs, insulin,
NiSO,, and a mixture of insulin and NiSO, as described above.
After incubation for 12 h, the MTT was added, and all the steps
were followed as above.

While performing MTT assay, both in presence and absence
of heavy metal Pb**, three independent replicate sets were taken
for each concentration. Then an average of all those readings
was calculated and plotted along with the error bars based on
standard deviation.

2.6. Fluorescence imaging to determine role of INiQCs in
bio-imaging

Fluorescence imaging was done using the Dewinter fluores-
cence microscope. For doing bioimaging, by using UV light in
UV-laminar, the samples were incubated for one h. Then, 100 ul
from the insulin metal quantum clusters (INiQCs) was taken
and added to the cell line opted for the experiment that is
human embryonic kidney cell line (HEK 293). Thereafter, to
remove any impurities, samples were washed with PBS buffer
twice, and cells were fixed by adding 2% of formaldehyde
solution. Then, in coverslip covered 6 well plates, HEK 293 cell
lines with the added quantum clusters were kept for incubation
for 1 day. Later on, a fluorescence microscope was used for
having images of the incubated cells with and without using
a magnet.

Similarly, in the other 6 well plates, the above samples were
again made as such, followed by the addition of 6 different
concentrations (0, 1, 10, 100, 500, 1000 uM) of Pb®" in each of
the initially incubated well to find out the variation in fluores-
cence emission intensity in vitro. Thereafter, bioimaging was
done using a microscope.

2.7. Effect of INiQCs on recovery of wound in presence of
toxic element Pb*>* using phase contrast and fluorescence
imaging

The cells were cultured in 60 mm plates using the high glucose
DMEM-F12 FBS-free medium. The cells were incubated at 37 °C
and 5% CO,. The cells were allowed to grow and be 80-85%
confluent. Thereafter, the cell scratch method was used for
making a wound, and the cells were treated with different
concentrations of INiQCs, insulin, Ni salt, and the mixture of
insulin and Ni salt (I + Ni). In one more plate, cells were treated
initially with lead, followed by treatment with INiQCs. Time-
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lapse imaging was done, and the variation in the width of the
wound was measured after 6 h, 12 h, and 24 h, respectively. We
measure wound width at different positions randomly for each
scratch-made in the individual well plate and took the mean of
those independent readings of wound diameter to calculate
percentage change in wound diameter.

3. Results and discussions

3.1. Absorbance spectra to determine variation in
absorbance after INiQCs formation

After the synthesis of INiQCs, its characterization was done. We
obtained a sharp peak for insulin without any added metal salts
at 272.03 with an absorbance value of 0.249, whereas on the
other hand, after incubating the insulin with metal salts for
48 h, an absorbance value of 0.135 was obtained for quantum
clusters having a peak at 272 nm Fig. 1a. This confirms the
synthesis of INiQCs. The absorption peak is also compared with
that of a tyrosine as it was selected as a standard, Fig. S1a.f

3.2. Fluorescence spectra to measure fluorescence intensity
of INiQCs formed

For INiQCs, at an excitation wavelength of 270 nm, an emission
peak ranging from 280-360 nm was obtained with maxima at
~300 nm with the intensity of 240.52 a.u. When it was moni-
tored from 200-800 nm, as shown in Fig. 1b.

To determine the quantum yield of INiQCs, tyrosine was
used as a standard as its quantum yield value is known. The %
change in fluorescence was calculated. In comparison to
insulin, the percentage change for INiQCs is 48.26%, but when
adding Pb** ions (10 pM) into INiQCs, the value decreases to
26.5%. The quantum yield of insulin was found out to be
0.1798, and that of INiQCs turned out to be 0.7416. After adding
Pb>" into INiQCs, the quantum yield obtained was 0.4626
(Fig. S1b¥).

For the metal salts, it has been observed that when we add
insulin to the salt solution, the intensity of the emission peak
increases.

3.3. Structure, composition and stoichiometry of metal
insulin clusters

The hydrodynamic size of INiQCs was found out to be 1400 +
150 nm (Fig. Sict). For the stability of complex in buffer, we
have done DLS measurements in PBS buffer on day 1 and after 6
months (day 196). The hydrodynamic size in buffer was found to
be 1350 £ 150 nm which is quite in similar to the one done
earlier 1400 £ 150 nm (on day 1), thus the results indicating the
stability of the formulation in 1x PBS in buffer (when stored at 4
°C). The hydrodynamic diameter values samples in DMEM
media without fetal bovine serum was checked at different time
points and was found 1300 £ 200 nm, 1350 & 200 nm, and 2000
£ 200 nm for 6 h, 12 h and 24 h incubation respectively at 37 °C,
which indicates there is an interaction between INiQCs and
media components. The spherical quantum clusters of INiQCs
were formed and confirmed by Transmission electron micro-
scopic images. All the quantum clusters are distributed over the

RSC Adv, 2021, 1, 24656-24668 | 24659
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Fig. 1 Characterization of INiQCs (a) the excitation peak of insulin was shown at 272 in absorption spectra and after incubation with NiSOy,,
maxima at 272 nm is obtained for INiQCs in absorption spectra. (b) Shows the fluorescence spectra after excitation of controls (insulin, and
NiSO4) and INIQCs at a wavelength of 272 nm, and an emission spectrum is obtained which exhibits maximum fluorescence intensity at
299.36 nm when scanned from 200-800 nm. Inset is the trailing of fluorescence from 380 nm onwards. (c) HRTEM images on a 10 nm scale
showing the ~5-6 nm size of INIQCs, inset is the HRTEM-EDS showing that the Ni is present in the quantum clusters along with the selected area
electron diffraction (SAED) confirming the presence of Ni in the INiQCs. (d) Metal ion binding residues: depicts the binding site for Ni¢* with the
amino acid residues within 3.55 A diameter that can participate in binding on chain B of insulin (e) binding potential of each amino acid with the

Ni?* jon.

protein matrix in small clusters. As shown by High-Resolution
Transmission electron microscopic images (HRTEM), the size
of clusters is ~5-6 nm. The presence of a significant amount of
Ni in quantum clusters is indicated by HRTEM-EDS images and
confirmed by the diffraction pattern. The SAED (selected area
electron diffraction) pattern is attached at the top, which shows
a ring-like pattern in Fig. 1c. The presence of different elements
like Ni, C, O, N, and S is shown in the elemental mapping of the
area. The even distribution and percentage of Ni associated with
protein come out to be 5.28% and analyzed by EDS (inset of
Fig. 1c). Further, the stoichiometric ratio between insulin
protein and Ni** ions were calculated and found that one Ni**
ion (163 pm in radius) is encapsulated by ~687 insulin protein.

3.4. In silico studies using metal-ion binding residue
templates for nickel and insulin interaction

We used MIB (Metal Ion Binding), which is an online docking
server. With the help of this tool, we were able to find the
binding sites of insulin with which transition metal Ni** can

24660 | RSC Adv, 2021, 1, 24656-24668

bind. The interaction of the protein with metals is largely based
on the amino acids' structure and sequence in a protein. Firstly,
the sequence of human insulin was extracted from the Protein
Data Base (PDB ID: 4EWW) and then inserted in the MIB (Metal
Ton Binding) tool to dock the Ni*" ions with both the chains
(chain A & B) of insulin. As a result, a binding score was
assigned to each residue in the insulin protein. If the binding
score was more than the threshold, that particular residue is
considered the binding site for that particular metal ion.
Therefore, the binding sites for metal ions Ni** were deter-
mined. The data indicates that chain A does not show any
template indicating the absence of binding sites of Ni*" ions
with chain A whereas in chain B, a binding site was found for
Ni** ions. Then we worked with another software called
Maestro. Using this, we calculated the distance between the
metal ion and its binding site, that is, amino acids, namely 9
SER and 10 HIS present on Chain B of insulin. The distance was
found out to be 5.87 and 6.24, respectively, as shown in Fig. 1d.
The binding score was also determined using MIB with

© 2021 The Author(s). Published by the Royal Society of Chemistry
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different amino acids present in chain B of insulin with Ni**
ions, thus finding the best possible sites for attachment
(Fig. 1e). The binding of nickel ions with different amino acids
is determined through different orientations of the metal-
binding amino acids in proteins, as shown in Fig. S2a-d.f
The binding score of different amino acids with nickel ions is
shown in Table S1.}

3.5. FTIR analysis for studying the interaction between
nickel and insulin

To figure out the interactions involved in metal-protein
binding, FTIR was used for NiSO,, insulin, and INiQCs. The
peaks appeared due to intermolecular interactions of insulin
and NiSO, at different wavenumbers. Firstly, the peak appeared
at 670 ecm™ " which indicates the Ni-OH bending bond forma-
tion.*® Then a peak at 742 cm ™' was observed both in insulin
and INiQCs, indicating NH, and NH wagging.*® In addition to
the first peak, a peak at 820 cm ™' shows the bond between Ni=
O confirms the interaction in insulin and NiSO..*® A peak at
881 cm ! in insulin shows C-O stretching. C-N stretching was
observed both in insulin and INiQCs at 1046 cm™ . Multiple S=0
stretching peaks were observed, firstly at 1198 cm ™" in INiQCs and
NiSO,, followed by a peak at 1288 cm™" both in insulin and NiSO,
and finally at 1415 cm™ " in INiQCs and NiSO,.” C-H bond was
observed in insulin at 1388.5 cm™".* Amide II is the NH, bond was
seen in insulin at 1528 cm ™" and 1590 cm™ " but only at 1590 cm ™"
in INiQCs.*> C-H stretching was observed at 2869.7 cm ™" in insulin
only.* Intramolecular O-H stretching gives two peaks in INiQCs at
2958 cm™ " and 3187.6 cm ' respectively, but a single peak was
observed at 3187.6 cm ™" in NiSO,.®* A single peak was there in
insulin, indicating amine N-H stretching at 3330 cm ™" which was
absent in the other two.* For non-H-bonded O-H stretching peaks
were observed at 3682 cm ™! and 3782.5 cm ™! both in INiQCs and
NiSO, but were absent in insulin.* This is shown in Fig. S3af and
Table 1.
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3.6. Heavy metal (Pb**) detection by luminescence
quenching in cell-free system

The luminescence of INiQCs can be used as a highly selective
and sensitive tool to detect Pb*>" ions by a “turn-off” luminescent
sensor. Fluorescence quenching is observed in the presence of
Pb>" ions, and it greatly varies with the concentration of Pb>*
ions Fig. 2a. The greater the concentration of heavy metal ion,
the more will be quenching, and the less will be the fluores-
cence intensity as shown in the inset of Fig. 2a. Fluorescence
quenching was maximum when the concentration of Pb>" ions
was maximum, 10 millimolar in this case, and declines gradu-
ally as concentration reaches up to 10 picomolar levels. Various
other metal ions were also used to find out if fluorescence due to
INiQCs decreases or increases in their presence, but no such
effect was found for Cd**, Hg>*, Cu**, zn**, Ca>*, K*, Na*, CI ",
OH™, HCO; ™, $*7, SO,>” when we use their highest concen-
tration similar to that of lead ions, that is 10 mM. Fluorescence
was immediately measured after adding the QCs into the salt
solutions of the highest concentration. However, no such effect
was observed with any of the other metal ions Fig. 2b. Then the
variation in fluorescence intensity of insulin, INiQCs, NiSO,,
tyrosine, INiQCs + Pb** was measured to compare the differ-
ences between all and calculate quantum yield, which comes
out to be 0.7416 for INiQCs and 0.4626 when we add the Pb*"
ions Fig. 2c. Further, the stoichiometric ratio was calculated
using the job's plot for INiQCs and Pb** and found tobe 1 : 1, as
shown in Fig. 2d.

3.7. HEK 293 cell viability and migration assay

The MTT result for cell viability is highly dependent on the
mitochondrial activity of cells. It is calculated for insulin,
NiSO,, a mixture of insulin and NiSO, and INiQCs by using 1.5,
7.5, and 30 pM of concentrations and the graph were plotted.
While performing MTT assay, both in the presence and absence

Table1 The comparative wavenumber values of insulin, NiSO4 and INiQCs showing the position of different functional groups present which

coins the interaction amongst insulin and NiSO,4 salt solution

Functional groups Insulin NiSO, INiQCs Reference number
Ni-OH bonding — — 670 59
NH, and NH wagging 742 — 742 36
Ni=O stretching — — 820 60
C-O stretching 881 — —_ 49
C-N stretching 1046 — 1046 49
S=0 stretching — 1198 1198 49
1288 1288 —
— 1415 1415
C-H bond 1388.5 — — 61
Amide C=O0 bond 1528 — — 62
1590 — 1590
C-H stretching vibrations 2869.7 — — 53
O-H intermolecular stretching — — 2958 63
— 3187.6 3187.6
Amine N-H stretching 3330 — — 49
O-H stretching (non-H — 3682 3682 59
bonded)
— 3782.5 3782.5

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Fig.2 Sensing of Pb?* in a cell-free system using INiQCs. (a) Shows the variation in fluorescence spectra after excitation of all samples at 272 nm.
An emission-spectra was obtained, showing a gradual decrease in fluorescence with increasing concentration of Pb2* ions from 1078 mM of
Pb2* to 0 mM of Pb?*. Inset is the decrease in fluorescence intensity at Amax With varying concentrations of Pb(NOs),. (b) Variation in fluorescence
intensity at Ao for different metal ions, including heavy metal ions and other cations and anions. (c) It shows the fluorescence spectra of INiQCs,
INiQCs + Pb2*, insulin, NiSO4, and tyrosine, indicating variation in fluorescence intensity. (d) It shows job's plot for the determination of stoi-
chiometry between INiQCs and Pb?* ions. X-axis represents the molar ratio between INiQCs and Pb?*.

of heavy metal Pb*", three independent replicate sets were taken
for each concentration. Then an average of all those readings
were calculated and plotted along with the error bars based on
standard deviation. For NiSO, treated cells, cell viability shown
is 102.94 + 3.20% for 1.5 uM, 125.16 + 1.27% for 7.5 uM and
131.35 £+ 10.96% for 30 uM. Insulin shows 113.1 + 4.60% for 1.5
uM, 129.76 + 0.49% for 7.5 uM and 157.41 =+ 18.47% for 30 pM,
respectively. The cells exposed to a combination of insulin and
NiSO, showed more cell viability. It is 141.03 £ 3.03% for 1.5
uM, 151.98 + 2.46% for 7.5 uM and 162.3 + 9.32% for 30 pM
respectively. Cell division after treatment with INiQCs showed
much more significant changes, which are 139.29 + 1.13% for
1.5 uM, 189.68 + 1.64% for 7.5 uM, and 195.63 + 7.36% for 30
uM respectively as compared with treated and untreated
controls. The results suggested that these quantum clusters
have the potential to enhance cell division and can help in
wound healing. The measurements were statistically signifi-
cant. From the graph, it was demonstrated that no one is toxic
in comparison to the control. With increasing the concentration
of samples added, the cell viability enhanced and was
maximum for INiQCs formed indicating that quantum clusters
formed are not at all toxic instead, they help in the cell division,
and multiplication thus can be used for wound healing, as well
as shown in Fig. 3a and S4a.f

24662 | RSC Adv, 2021, 11, 24656-24668

Similarly, when we add different concentrations of Pb**
ranging from 0, 1, 10, 100, 500, 1000 uM respectively in the cells
initially incubated with insulin, NiSO,, a mixture of insulin and
NiSO, and INiQCs, the MTT results show that the cell growth
declined gradually with increasing concentration of lead metal
ions in all the wells, but in the presence of INiQCs, the cell
growth is less impaired. The cell viability is calculated for all the
samples. For cells incubated only with Pb>* the cell viability is
97.71 + 4.46% for 1 uM, 98.07 + 1.85% for 10 pM, 43.31 =+
17.26% for 100 puM, 41.64 + 5.11% for 500 uM and 28.84 +
0.92% for 1000 uM. When we add the above-mentioned
concentrations of Pb** with a fixed concentration of NiSO, the
cell viability comes out to be 100.84 &+ 2.17% for 1 pM, 103.31 +
3.84% for 10 pM, 61.58 + 8.05% for 100 pM, 65.43 + 0.65% for
500 uM and 46.49 + 7.62% for 1000 uM. A fixed concentration of
insulin shows 107.15 4+ 1.34% for 1 uM, 100.53 + 6.36% for 10
UM, 79.59 + 12.47% for 100 uM, 50.03 £ 10.36% for 500 pM and
27.40 4+ 7.97% for 1000 uM. The cells incubated with a mixture
of insulin and NiSO, have cell viability as 92.76 + 4.02% for 1
1M, 91.30 + 3.86% for 10 M, 49.88 + 7.40% for 100 pM, 46.80
+ 7.40% for 500 uM, and 25.71 + 2.54% for 1000 uM. The cells
exposed to INiQCS have the maximum cell viability out of all
these, even in the presence of a varying concentration of Pb>*
which is 103.38 + 5.55% for 1 pM, 104.92 =+ 1.63% for 10 uM,
79.95 + 8.66% for 100 uM, 80.16 + 6.53% for 500 uM and 61.63

© 2021 The Author(s). Published by the Royal Society of Chemistry
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after 3 h and data were plotted as the mean value of three independent experiments.

=+ 8.86% for 1000 uM. The cells keep on growing without much
effect of heavy metal ion even in the highest concentrations of
Pb>" ion which are 100, 500, and 1000 uM respectively. This
indicates that INiQCs are not toxic themselves, overcome the
effect of toxicity due to Pb**, and further results in improving
cell multiplication and growth as shown in Fig. 3b and S4b.t
INiQCs induced more cell migration as compared to
untreated and treated controls including NiSO,, insulin, insulin
+NiSO,. With the increasing time, the extent of cell division and
migration increased at a fixed concentration that is 0.45 uM. For
the measurement of change in wound diameter, we measure
wound width at six distinguished positions for each scratch
made in an individual well plate and took the mean of those
independent readings of wound diameter to calculate
percentage change in wound diameter. The cells treated with
INiQCs shows the percentage of a gap left between the scratched
wound after 6, 12, and 24 h as 40.90 £ 4.54%, 27.62 + 5.99%,
and 8.51 + 2.83% Fig. 4(m-o and r-t) respectively in compar-
ison to untreated control scratch diameter Fig. 4a-c. A similar
procedure was followed, and the % of a gap left in cells that were
treated with NiSO,, insulin, insulin + NiSO,, were calculated
and showed significant migration when compared to control.
The cells treated with INiQCS + Pb** show 44.24 & 1.04%, 37.74
+2.93% and 27.42 + 1.63% after 6, 12, and 24 h, respectively, as

© 2021 The Author(s). Published by the Royal Society of Chemistry

shown in Fig. 4u-w. Similarly, the migration after 6, 12, and
24 h comes out to be 49.69 + 4.29%, 52.52 + 7.28%, and 35.46 +
0% in cells incubated with insulin + NiSO, as can be seen in
Fig. 4j-1. In cells treated with insulin, the value of migration is
64.24 + 4.66%, 63.42 + 4.71% and 62.83 £ 11.46% after the
time duration of 6, 12 and 24 h Fig. 4g-i while it is 82.72 +
4.16%, 75.48 + 4.85% and 71.63 + 2.95% after the same time
duration as above in cells treated with NiSO, as shown in
Fig. 4d-f.

3.8. In vitro bio-imaging and sensing of Pb**

To confirm the wide applications of INiQCs for cellular imaging,
bioimaging was performed on HEK293 cell lines. Cells were
treated with INiQCs and show bright blue fluorescence due to
the binding of INiQCs with the insulin receptors present on the
cell wall of each cell, thus illuminating the cell walls and
making cells look fluorescent. The imaging was performed on
HEK 293 cell line after treating with INiQCs at both white and
violet light, respectively, in the absence of a magnet Fig. 5a and
b. The cells are showing bright blue-tinged fluorescence.
Moreover, when the magnet was used while capturing the
pictures, the fluorescence becomes much brighter, indicating
the paramagnetic effect of Ni** ions under white and violet
light, respectively, Fig. 5c and d. This indicates the quantum

RSC Adv, 2021, 11, 24656-24668 | 24663
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clusters emit bright fluorescence and, therefore, can be used for
bioimaging purposes. The same experiment was performed in
the presence of Pb** ions. In this, the cells after treatment with
INiQCs were treated with (0, 1, 10, 100, 500, 1000) uM Pb** ions
respectively and incubated. Thereafter, images were taken in
white and violet light. It was observed that as we go on
increasing the concentration of Pb>" ions, there was a gradual

24664 | RSC Adv, 2021, N, 24656-24668

decline in fluorescence of cells that is fluorescence quenching
occurs with increased concentration of heavy metal even up to 1
uM level indicating that even though the lead is toxic but still
the INiQCs overcome its effect even at its highest concentra-
tions and emit fluorescence thus can be used even in these
conditions for bioimaging. The variation in fluorescence with

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Fig.5 In vitro imagining and HEK 293 cell line and sensing of Pb?* using INIQCs (a) in absence of magnet at the white light. (b) In the absence of
a magnet at violet light (c) in the presence of a magnet at white light (d) in the presence of a magnet at violet light. Imaging of HEK 293 cell line on
treatment with INIQCs (0.45 pM) followed by addition of different concentrations of Pb?* ions as (e) 0 uM Pb?*, (f) 1 uM Pb?*, (g) 10 pM Pb?*, (h)
100 pM Pb2*, (i) 500 pM Pb?*, (j) 1000 pM Pb?* all under violet light respectively.

different concentrations of heavy metal ions (0, 1, 10, 100, 500,
1000) uM Pb*" is shown in Fig. 5e-j, respectively.

4. Conclusion

Lead-induced toxicity is very prevalent since earlier times.
Although the overuse of lead is controlled in developed coun-
tries like Canada, USA and European Union but developing and
underdeveloped countries are still excessively using it due to its
certain physicochemical properties, which are of particular
interest to humans. Lead affects all age groups, but infants are
more prone to lead toxicity. Lead gets accumulated slowly in all
the organs and causes inflammation. Diabetic patients are
severely affected due to its accumulation leading to delay in
wound recovery, thus needs to be taken care of efficiently. For
this, we have prepared INiQCs, which contain an anti-
inflammatory effect, and both nickel and insulin play a role in
wound healing. These QCs were used to detect the heavy metal
ion named Pb>" in a cell-free system and in vitro up to certain
minimum levels of picomolar range and that too by using
deficient concentrations of INiQCs in micromolar range thus
preventing its highly toxic effects. Thereafter, INiQCs' effect on
wound healing was checked both in the presence and absence
of lead. Different techniques were used to confirm their
formation, including TEM micrography, elemental analysis,
FTIR, and metal ion binding site prediction and docking server
(MIB) to confirm the interaction of Ni-metal with the insulin

© 2021 The Author(s). Published by the Royal Society of Chemistry

protein. From FTIR, we got peaks that show intermolecular
interaction between Ni and insulin that is a peak at 670 cm ™"
and 820 em ™" showing Ni-OH bending and bond between Ni=
O, respectively. The metal-ion binding site prediction and
docking server were used for finding out the possible sites for
the metal ion to bind with insulin amino acid chains A and B. In
chain B, there was a binding site for Ni** ions, and amino acids
9 SER and 10 HIS were used to form the groove. The binding
potential was maximum for serine and histidine.

Moreover, INiQCs are target-specific quantum clusters. They
exhibit the property of binding to insulin receptors present on
the cells due to the use of insulin protein in their formation.
This target-specific property of these particles makes them
unique from other particles in various respects. First, these
particles exhibit fluorescence (blue fluorescence) which easily
distinguishes them from control insulin. Second, they have
enhanced fluorescent properties, which can be easily detected
using fluorescence microscopy. Third, in the presence of a magnet,
their fluorescence enhanced manifolds compared to the one
without using a magnet. Fourth, the INiQCs proved to be very
specific for the particular lead metal ion indicating its high
selectivity even in the presence of other interfering ions. This
activity indicates its use as a fluorescence turn-off probe. It can be
used in electronic and digital devices for several years for heavy
metal detection. Thus, it has a wide range of applications in bio
labeling and biosensing and material and biomaterial sciences
and thus can be further explored for in vivo applications.
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