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1 Introduction

Antibody fluorescein-doped silica
nanobioconjugates for the ultrasensitive detection
of prostate-specific antigent

Tumelo Msutu,® Omotayo Adeniyi® and Philani Mashazi @ *2®

Herein, we report the bioconjugation of anti-prostate-specific antigen polyclonal antibodies (pAb) onto the
fluorescein-doped silica nanoparticles to detect prostate-specific antigen (PSA). Fluorescein-isothiocyanate
(FITC), a fluorescent dye, was reacted with (3-aminopropyl)triethoxysilane (APTES) to form the FITC-APTES
organosilane precursor. FITC-APTES was mixed with tetraethoxysilane (TEOS) to form fluorescent silica
nanoparticles (FITC@SIO,NPs) containing 3% and 6% of dye loading. The silica nanoparticles prevented the
dye from leaching and promoted the fluorescent signal amplification for the detection of PSA.
Phenylboronic acid (PBA) was coated onto the fluorescent silica nanoparticles for the oriented antibody
the form FITC@SIiO,-PBA-pAb. The
nanobioconjugates exhibited an emission peak at 518 nm, which was stable over time. A fluorescence
sandwich-type immunoassay was used for the detection of PSA using FITC@SiO,-PBA-pAb. Alkaline
hydrolysis of the sensing nanobioconjugates afforded enhanced sensitivity by releasing FITC molecules. In

immobilization via boronate ester to fluorescent silica

buffer samples, the fluorescent immunosensor exhibited a linear correlation range from 2.0 pg mL™ to 50
ng mL% The linear range was from 2.0 pg mL™ to 100 ng mL™* in newborn calf serum (representing real
samples). The limit of detection (LOD) was 8.25 fg mL™ with a limit of quantification (LOQ) of 27.2 fg mL™
in PBS (pH 7.4) after NaOH dissolution. A fluorescence immunosensor was used to detect PSA in spiked
newborn calf serum with NaOH dissolution. It exhibited an LOD value of 33.0 fg mL™ and LOQ value of
0.109 pg mL ™% The developed fluorescence immunosensor showed high selectivity and specificity for PSA.
The detection of prostate-specific antigen in newborn calf serum samples exhibited no matrix
interferences.

serum of prostate cancer patients between 2.5 ng mL™ and

The emergence of prostate cancer (PCa) as the most
frequently diagnosed malignant cancer continues to attract
research interest. PCa is the second leading cause of cancer
deaths among men' and the fifth leading cause of cancer-
related deaths worldwide.>” Prostate-specific antigen (PSA) is
the biomarker used for the detection of prostate cancer and is
reliable for early diagnosis, screening, prognosis, monitoring,
and prostate cancer recurrence.’® Clinical identification of
PCa is measured as the total PSA, that is, a sum of both free
and complex PSA found in the patient's serum or seminal
fluid. The total PSA levels are significantly increased in the
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10 ng mL™.”"° This is due to cell mutation and over-secretion
of PSA, leading to the cell membrane (a basal membrane)
disruption, and the PSA leaking into the bloodstream.'®™!
There is therefore a need for the development of several
clinical diagnostic systems for the detection and
quantification of PSA that aim to improve PSA tests for the
early detection of PCa.

Current methods for PSA detection include commercial
enzyme-linked immunosorbent assays,'>"® electrochemical
immunosensors,”’* colorimetric immunoassays,">'® and
dual-mode fluorescence immunosensors."” Colorimetric and
electrochemical detection methods use antibodies labelled
with enzymes such as horseradish peroxidase or alkaline
phosphatase as the detection probe. However, enzymes
denature over time and are not stable under extreme assay
conditions (pH and temperature). Labelling antibodies with
enzymes is a challenging and tedious process, and
purification procedures of the enzyme-antibody conjugates
reduce enzyme activity and sensitivity during immunoassay
detection. The fluorescence immunosensor uses fluorophores
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that sometimes undergo quenching when attached to the
antibody through an energy transfer mechanism called
Forster (fluorescence) resonance energy transfer (FRET)."”

The research interest in fluorescence immunoassays has
been increasing due to the use of fluorophores with high
extinction coefficients for high sensitivity, low limits of
detection, and ease of preparation at low cost.*®*’
Conventional  fluorescence-based
fluorophore-labelled antibodies, which contain quantum
dots,”*>*  organic  dyes,”>* and  up-conversion
nanoparticles.”® The major challenge of using fluorophores is
fluorescence quenching upon bioconjugation.?®>®
Encapsulation of fluorophores into nanostructures such as
silica nanoparticles and liposomes has been reported to
overcome these limitations.>*** In addition, dye overloading
into the nanomaterials also results in fluorescence
quenching,>®?* due to the phenomenon called highest
occupied molecular orbital-Forster resonance energy transfer
(HOMO-FRET).>*** The potential solution for reducing
HOMO-FRET is dissolution, which results in the fluorophores
dissolving back into solution and thus allowing for their
fluorescence. In this study, we investigated alkaline
dissolution of fluorescein-doped silica nanoparticles using
NaOH to release fluorophores. Dye loading at two
percentages was investigated (3% and 6%) with the 6%
representing an overloaded nanoparticles and to see the
effect of dissolution on dye loading. This resulted in a
fluorescence signal amplification and enhanced sensitive
detection of PSA. Alkaline dissolution method was compared
with the PSA detection using the intact fluorescein-doped
silica nanoparticles. The preparation and characterization of
the fluorescein-doped silica nanoparticles was conducted and
bioconjugation with anti-PSA polyclonal antibodies (pAb) was
confirmed. Anti-PSA antibodies (pAb) were immobilized in an
oriented manner using phenylboronic acid functionalization
for specific, selective and sensitive detection of PSA. Here, to
the best of our knowledge, the use of silica nanoparticles
doped with FITC for the detection of PSA is reported for the
first time.

immunosensors use

2 Materials and methods
2.1 Biological reagents

The polyclonal (pAb) sheep anti-human prostate-specific
antibody (7820-0154), monoclonal (mAb) mouse anti-human
prostate-specific antibody (7820-0370), and prostate-specific
antigens (PSA) were purchased from Bio-rad Laboratory Ltd
(USA). The serum samples were prepared using newborn calf
serum purchased from Sigma-Aldrich (USA). All reagents and
solvents in this study were of analytical grade and used as
received from the supplier. Other reagents and methods are
indicated in the ESL} Ultra-pure water with a resistivity of 18
MQ cm (at 25 °C) was obtained from a Milli-Q Water
Purification System (Millipore Corp. Bedford, MA, USA) and
was used for the preparations of aqueous solutions.
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2.1.1 Bioconjugation of anti-PSA pAb onto FITC@SiO,-
PBANPs. The bioconjugation of anti-PSA pAb onto
FITC@SiO,-PBANPs was via boronate ester reaction with the
antibody Fc-glycans. FITC@SiO,-PBANPs (2.0 mg) were
dispersed in cold PBS buffer (2.0 mL, pH 7.4, 10 mM) and
stirred for 10 min. Polyclonal anti-PSA antibody (50 uL, 10 pg
mL ") was added to the solution. The mixture was kept at 4
°C, continuously stirred slowly, and allowed to react for 6
hours. The unbound pAb was isolated from FITC@SiO,-PBA-
pAb using centrifugation and washing with 4 °C cold PBS
buffer (pH 7.4). The unreacted boronic acid sites were
blocked by incubating FITC@SiO,-PBA-pAbNPs in 4 °C cold
PBS (pH 7.4, 10 mM) containing p-glucose solution (50.0 pg
mL™%, 60.0 mg, 0.33 mmol). After 2 hours, FITC@SiO,-PBA-
pAb/glucose nanoparticles were formed, which were washed
three times with 4 °C cold PBS buffer (pH 7.4, 10 mM).
FITC@SiO,-PBA-pAb/glucose nanoparticles were suspended
in PBS buffer (2.0 mL, pH 7.4, 10 mM) and kept at 4 °C
before use. FTIR [(ATR), zma/cm™']: 3348 (N-H), 1639 (amide
I), and 1322 (B-O). UV-vis [1 (nm), log(¢)]: 495 (3.8). The
Bradford assay was used to determine the amount pAb that
was bioconjugated onto FITC-doped silica nanoparticles. The
experimental conditions are outlined in the ESL}

2.2 Capture and detection of PSA, Scheme 1

Sandwich immunoassay detection of PSA following three
steps:

(i) Attachment of anti-PSA monoclonal antibodies (mAbs)
as captured on the microplate and blocking of non-specific
binding sites with BSA.

(ii) Capture of the PSA (changes in PSA concentrations
investigated), and

(iii) Detection of the captured PSA with FITC@SiO,-PBA-
pAb/glucose nanoparticles.

2.2.1 Attachment of capture anti-PSA monoclonal antibody
(mAb), Scheme 1(a). Black Nuc 96 microwell plates were used
for PSA sensing. For the positive control wells, mAb (200 uL,
10.0 ug mL™") diluted in sodium-bicarbonate buffer (10 mM,
pH 9.5) was added into the microwells, and incubated for 12
hours at 4 °C. This resulted in the attachment of mAb onto
the microwell, represented as well/mAb. The modified wells
were washed three times with washing buffer (PBST, 10 mM,
pH 7.4) to remove loosely bound mAb. Non-specific binding
sites on the microwells were blocked with PBST blocking
buffer (300 uL, pH 7.4, 10 mM) containing 2% BSA and
incubated at room temperature for 3 hours, represented as
well/mAb/BSA after washing three times with 4 °C PBST (pH
7.4) followed by a final rinse with PBS (pH 7.4). The negative
control wells were modified with only 2% BSA in PBST
blocking buffer (300 pL, pH 7.4) and washed three times to
remove the loosely bound BSA to form well/BSA.

2.2.2 Detection of PSA using FITC@SiO,-PBA-pAb/glucose,
Scheme 1(a). A sandwich immunoassay protocol was used for
PSA detection. PSA (200 pL) of varying concentrations was
added to the well/mAb/BSA and incubated to yield well/mAb

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Scheme 1 Capture of PSA on the well/mAb/BSA, and sensing with FITC@SiO,-PBA-pAb fluorescence nanobioconjugates.
> PSA. After 2 h, the microplate wells were washed 3 times FITC@SiO,NPs resulted from modification with

with 4 °C cold PBS (pH 7.4, 10 mM) to remove unbound PSA.
The nanobioconjugate solution (FITC@SiO,-PBA-pAb/glucose,
200 uL, 200 ug mL™") was added to the wells. The wells were
incubated for 50 min at room temperature, to yield the
sandwich immunoassay. The wells were washed three times
with PBST (pH 7.4, 10 mM) to remove unbounded
nanobioconjugates. The fluorescence signal was measured
for:

(i) intact nanobioconjugates captured, as demonstrated in
Scheme 1(b)(i), and

(ii) NaOH (200 pL, 10 mM) alkaline solution was used to
dissolve the silica shell and released FITC molecules, as
demonstrated in Scheme 1(b)(ii).

The negative wells were treated the same way as the
positive wells except only the BSA was coated. In the negative
control wells, no PSA capture was expected and subsequently
there was no capture of FITC@SiO,-PBA-pAb/glucose.

3 Results and discussion
3.1 Preparation of FITC@SiO,-PBA-pAb/glucose

The successful preparation of fluorescein-doped silica
nanobioconjugates involved the steps shown in Scheme S3 in
the ESL{ The organosilane precursor was synthesized by
covalent coupling of FITC (1) and APTES (2) via a thiourea
linkage to form FITC-APTES (3), Scheme S1.f FITC-APTES (3)
was encapsulated into silica nanoparticles to form
fluorescein-doped silica nanoparticles, FITC@SiO,NPs, via a
quaternary water-in-oil micro-emulsion method. Different
amounts of FITC-APTES (3) were added to tetraethoxysilane
(TEOS) to obtain different loadings into the fluorescein-
doped silica nanoparticles in the ammonium hydroxide
(NH,OH) solution. The phenylboronic acid functionalized

© 2024 The Author(s). Published by the Royal Society of Chemistry

triethoxysilane-propyl-3-amido phenylboronic acid (TES-PBA
(5), Scheme S2t) to form FITC@SiO,-PBANPs also in the
hydroxide solution. The
bioconjugation with pAbs and non-specific binding sites
blocked with bp-glucose resulted in the formation of
FITC@SiO,-PBA-pAb/glucose. The effect of dye-loading into
silica nanoparticles plays a crucial role in the high sensitivity
of fluorescent nanobioconjugates for ultra-low detection of
biomarkers.*****” Here, we prepared, characterized and
evaluated their fluorescence properties of 3.0% and 6.0%
FITC@SiO,NPs. After bioconjugation, the FITC@SiO,NPs
were used to fabricate simple, ultrasensitive fluorescence-
linked immunosorbent assays (FLISA) for the detection of
PSA.

ammonium successful

3.2 Characterization of FITC@SiO,-PBA-pAb/glucose

FT-IR spectrum shown in Fig. 1(a)(i) indicates the vibrational
bands at 1036 ecm ™, 948 cm™', and 786 cm ' due to
asymmetric stretching of siloxane (Si-O-Si), (Si-O) groups,
and silanol (Si-OH) groups, respectively. The presence of
broad (O-H) peaks at 3287 cm ™" and small peaks exhibited at
1323 em™, 1462 ecm™*, 1502 cm ™}, and 1642 cm™" are due to
the aromatic and aliphatic functional groups of FITC-APTES
(3). The results confirmed the successful encapsulation of
FITC-APTES (3) and the preparations of fluorescent silica
nanoparticles, FITC-SiO,NPs. FITC@SiO,NPs were modified
with TES-PBA (5) to form FITC@SiO,-PBNPs. FT-IR spectrum
shown in Fig. 1(a)(ii) indicated the presence of characteristic
peaks at 3303 cm ' corresponding to the O-H stretching of
the phenylboronic acid, and the N-H bending from the TES-
PBA (5) to the carbonyl oxygen of the phenylboronic acid.
This was accompanied by the presence of a C=O0 stretch at

Sens. Diagn., 2024, 3,1167-1176 | 1169
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Zeta potential (mV)
>

(a) FTIR spectra, (b) zeta potential (mV) vs. pH, and (c) bar graph of zeta-potential at pH (7.0) of (i) FITC@SIO,NPs, (ii) FITC@SiO,-PBANPs,

and (iii) FITC@SiO,-PBA-pAb. The data in (b) and (c) were measured in triplicates (n = 3).

1647 cm™' and the emergence of the B-O vibrational stretch
at 1395 cm ' from the phenylboronic acid. The
bioconjugation of pAbs onto FITC@SiO,-PBANPs proceeded
via the boronate ester bonds that were formed between the
cis-diol of the antibody glycan moieties on the Fc region of
the antibody. The boronic acid bioconjugation route helps
maintain the orientation of the antibody for enhanced
antigen binding. Fig. 1(a)(iii) shows the FT-IR spectrum of
the FITC@SiO,-PBA-pAb/glucose. The FT-IR spectrum shows
the appearance of an intense stretching vibration at 1639
cm™', assigned to the amide (I) from the peptides from the
pAb antibody. The broad absorption peak at 3328 cm™, was
assigned to the presence of the NH, functional groups from
the antibody. The peak shifts of B-O at 1322 cm™" confirm
the successful bioconjugation of the antibody.

The zeta ({) potential of FITC@SiO,NPs with TES-PBA (5)
and pAb confirmed the functionalization. The study of the
changes in the zeta potential at different pH values confirmed
the surface modification and charge on the fluorescent silica
nanobioconjugates. Fig. 1(b) and (c) show the zeta potential
measurements (surface charges) of the fluorescent silica
nanoparticles as a function of pH. Fig. 1(b) shows the zeta
potential (mV) plot at different pH values (1-10) and Fig. 1(c)
the bar graph of zeta potential at pH (7.0) of 6.0% w/w (i)
FITC@SiO,NPs, (ii) FITC@SiO,-PBANPs, and (iii) FITC@SiO,-

N70 | Sens. Diagn., 2024, 3, 167-1176

PBA-pAb. From Fig. 1(b) and (c), the FITC-doped silica
nanoparticles exhibited pH-dependent zeta potential values.
The zeta potential of (i) FITC@SiO,NPs shows that the
nanoparticles have a negative charge at higher pH values. The
isoelectric point (IEP) of FITC@SiO,NPs was at pH 4.8. A zeta
potential value at pH 7.0 was -25.9 mV due to the
deprotonated hydroxyl (-OH) groups from the silica and FITC.
For FITC@SiO,-PBANPs, the isoelectric point shifted to pH
5.3 and at pH 7.0 the zeta potential was -19.1 mV. This
decrease in the zeta potential from -25.9 mV for FITC@SiO,-
NPs to =19.1 mV for FITC@SiO,-PBA confirmed the successful
functionalization =~ with ~ phenylboronic  acid.  After
bioconjugation with pAb, the isoelectric point was observed at
pH 6.8. The zeta potential of FITC@SiO,-PBA-pAb decreased
further to -3.6 mV. The decrease in zeta potential was
attributed to the binding of the pAb to the phenylboronic acid
via boronate ester to form  FITC@SiO,-PBA-pAb.
Bioconjugation of pAb did not occur in the absence of
phenylboronic acid as the zeta potential remained -19.1 mV
and similar to FITC@SiO,-PBANPs above. The change in zeta
potential at different pH solutions confirmed the preparations
of the fluorescent FITC@SiO,-PBA-pAb nanobioconjugates.

To further confirm the successful preparation of
FITC@SiO,NPs at different (%, w/w) of FITC-APTES (3)
loading and the effects of surface modification with TES-PBA

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 TEM micrographs and corresponding histograms of 6% (a)
FITC@SIO,NPs, (b) FITC@SiO,-PBANPs, and (c) FITC@SiO,-PBA-pAb/glucose.

(5) TEM and EDS analysis were conducted. Fig. 2 shows the
TEM micrographs and size distribution histograms of 6.0%
(a) FITC@SiO,NPs, (b) FITC@SiO,-PBANPs and FITC@SiO,-
PBA-pAb/glucose. TEM micrographs of the nanoparticles were
spherical and exhibited good monodispersity. For 6.0%
loading, the average sizes were 46 + 10 nm for FITC@SiO,NPs
shown in Fig. 2(a) and 48 + 2 nm for FITC@SiO,-PBANPs
shown in Fig. 2(b). A 2 nm average size increase was observed
after functionalization with phenylboronic acid to form
FITC@SiO,-PBANPs. The size distribution of FITC@SiO,-PBA-
PADb in Fig. 2(c) showed no size variation as compared to the
FITC@SiO,-PBANPs. This was due to the antibody being a
protein molecule and under TEM measurement does not
show the increase in the diameter. The average size
distribution of 3.0% FITC@SiO,NPs was 30 + 3 nm, in Fig.
S3(a).f An increase in the average size to 32 + 2 nm for 3.0%
FITC@SiO,-PBANPs observed after coating with
phenylboronic acid in Fig. S3(b)f A 16 nm increase in the
average size from 3.0% to 6.0% confirmed higher loading
due to the increased concentration of FITC-APTES (3). In
addition, the high concentration of FITC-APTES will result in
high fluorescence. Other concentrations of FITC-APTES,
which will result in lower than 3% or higher than 6%, will be
investigated in future.

was

3.3 Bioconjugation with pAb to form FITC@SiO,-PBA-pAb

The Bradford assay was used to monitor and quantify pAb
bioconjugation onto FITC@SiO,-PBANPs. UV-vis absorbance

© 2024 The Author(s). Published by the Royal Society of Chemistry
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measurements at 595 nm corresponded to the BSA standard
solutions and pAb. The concentration of pAb in the
supernatant before and after bioconjugation gave the amount
of pAb conjugated. The percentage conjugation efficiency (%
CE) was calculated using eqn (1):

[PAD], — [pAb] ¢

9 =
%o CE [pAD] .

x100 1)

where [pAb], and [pAb]; indicate the initial and final
concentrations of the pAb before and after bioconjugation,
respectively. The % CE was found to be 79.3% corresponding
to the amount of protein conjugated to form FITC@SiO,-PBA-
pAb/glucose nanobioprobe. The Bradford assay details are
shown in Fig. S61 and confirmed the successful preparations
of FITC@Si0,-PBA-pAb/glucose nanobioconjugates.

3.4 Fluorescence analysis

3.4.1 Photophysical properties of fluorescein-silica
nanobioconjugates. Fig. 3 shows the ground-state
absorption and fluorescence emission spectra of (i) FITC
(1), (ii) FITC-APTES (3), (iii) FITC@SiO,NPs, (iv) FITC@SiO,-
PBANPs, and (v) FITC@SiO,-PBA-pAb. In Fig. 3(i) and (ii),
the UV-vis spectra exhibited a single absorption peak at 493
nm. The nanoparticles, FITC@SiO,NPs, shown in
Fig. 3(iii)-(v) exhibited a 2 nm shift with absorption peaks
observed at 495 nm. A 2 nm shift was due to the
interactions between FITC and APTES (3) in the silica
nanoparticles matrix. The maximum fluorescence emission
wavelength for FITC (1) was at 520 nm. The maximum
fluorescence emission was at 518 nm for FITC-APTES (3) as
shown in Fig. 3(ii) and FITC-doped silica nanoparticles, as
shown in Fig. 3(iii)~(v). The fluorescence of FITC stayed

intact even after the nanoparticle preparation and
functionalization.
21
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1.8 {==FITC@Si0,-PBA Iy
_ == FITC@SiO,NPs i [ 50
515 4 HRY —
s == FITC-APTES X\ 5
~ <
- - . - ~
£ 12 {=FrC \ 600 e
@ k - 450 -
2 0.9 1 ~ =
< ‘;‘-\\—"-) S
vl 3
0.6 W \ 300 ic
RN
0.3 WMk 150
AN
0 0

300 350 400 450 500 550 600
Wavelength (nm)

Fig. 3 Ground state absorption (solid lines) and fluorescence emission
(dotted lines) spectra of FITC (1), FITC-APTES (3), FITC@SiO,NPs,
FITC@SiO,-PBANPs, and FITC@SiO,-PBA-pAb (the colours show
reference to the materials).
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corresponding fluorescence intensity of FITC@SiO,NPs at varied pH
(2.0-11.0) in PBS (10 mM).

3.4.2 Dye-leakage, photostability, and effects of pH
studies. The fluorescent properties of the sensing
nanobioconjugates were optimized to obtain an excellent
analytical performance of the fluorescent immunosensors.
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Fig. 4 shows the normalized fluorescence intensity over time
of (a) dye-leaking studies on FITC@SiO,NPs, and (b)
photostability studies of (i) FITC (1), (ii) FITC-APTES (3), and
(iii) FITC@SiO,NPs in aqueous media, (c) fluorescence
spectra in varied PBS buffer (pH 2.0-9.0, 10 mM), and (d) the
corresponding pH response curve of FITC@SiO,NPs. The
nanoparticles were subjected to sonication to assess for
mechanical dye leakage and the supernatant was measured.
65% FITC dye was retained within the silica nanoparticles
after sonication for over a period of 50 min, as shown in
Fig. 4(a). Fig. 4(b)(i) shows a sharp decrease in intensity as
FITC (1) was photobleaching and after 40 min only 10%
fluorescence intensity was observed. The same was observed
for FITC-APTES (3), as shown in Fig. 4(b)(ii). However, when
FITC was doped into the silica nanoparticles, it showed
excellent photobleaching stability with more than 60%
fluorescence intensity retained after 40 min, as shown in
Fig. 4(b)(iii). Fig. 4(c) and (d) show the evaluation of the
effects of pH on the photostability of the FITC@SiO,NPs and
the optimum buffer pH for the dissolution of the sensing
nanobioconjugates. The fluorescence intensity increased with
increasing pH values from 5.0 to 9.0 in PBS (10 mM). A sharp
increase in the fluorescence intensity was between pH 7.0 to
pH 9.0. At higher pH values above pH 7.0, the fluorescent
silica nanoparticle shell disintegrated releasing FITC (1).** A
complete disintegration of FITC@SiO,NPs was at pH 9.0.
NaOH (10 mM, pH 12) was used as the dissolution buffer to
release FITC (1) for enhanced fluorescence detection. The
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Fig. 5 Fluorescence emission of the FITC@SiO,-PBA-pAb/glucose nanobioconjugates at increasing PSA concentrations from (2.0 pg mL™-100 ng
mL™) (a) before and (b) after NaOH dissolution. (c) Dose-response curves and (d) calibration curve of relative fluorescence intensity (AFlyay) Vs.

[PSA] (i) before and (ii) after dissolution with NaOH (10 mM) (n = 3).
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choice of NaOH is due to the dissolution of the silica matrix
being accelerated at a higher pH and enhanced in the
presence of cations such as sodium and potassium ions.*”

3.5 Detection of PSA in buffer samples

The detection of PSA was achieved following the procedure
shown in Scheme 1. Fig. 5(a) and (b) show the fluorescence
emission spectra of FITC@SiO,NPs nanobioconjugates
detection at varied concentrations of PSA before and after the
addition of NaOH (0.010 M), respectively. An increase in the
fluorescence intensity was observed with increasing PSA
concentrations from 2.0 pg mL™ to 50 ng mL . Dose-
response curves of the changes in fluorescence intensity
(AFInay) against varied PSA concentrations were observed, as
shown in Fig. 5(c). After NaOH dissolution, an increase in the
fluorescence emission signal was observed due to the release
of the encapsulated FITC fluorophores into the solution. The
dissolution-based detection yielded a fluorescent intensity
enhancement factor, which was higher when intact
FITC@SiO,NPs were used. The calibration curves of AFI,ax
against PSA concentrations in Fig. 5(d) show a linear
relationship between the relative fluorescence intensity (AFI =
FI; - FI,) and PSA concentrations in the range of 2.0 pg mL™"
to 50 ng mL™". The semi-log plot with the concentration gave
linear regression equations of both the intact eqn (2) and
dissolution eqn (3) studies:

AFI = 21.5In[PSA] + 170.1  (R*> = 0.957) (2)

AFI = 560.0 In[PSA] — 4805 (R* = 0.996) (3)
The sensitivity for the intact nanobioconjugate detection was
21.5 (a.u) pg mL™" and 560.0 (a.u) pg mL™" after NaOH
dissolution. A 26.4-fold increase after the dissolution of the
fluorescein-doped silica nanobioconjugates was observed.
The LOD and LOQ values were calculated according to the
reported method,”® LOD = 35/b and LOQ = 10S/b, where § is
a standard deviation of the blank response and b is a slope
of the calibration curve. For intact nanoparticles, the LOD
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Fig. 6 (a) Fluorescence emissions for different concentrations of PSA (2.0 pg mL™2-100 ng mL™), (b) calibration curve of relative fluorescence
intensity (AFI) against [PSA] in the spiked new-born calf serum (2.0-100 ng mL™) (n = 3).
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was 0.37 pg mL™" and LOQ was 1.22 pg mL". After NaOH
dissolution, the LOD was 8.25 fg mL ™" and the LOQ was 27.2
fg mL™'. The LOD was approximately 5-fold lower in the
dissolution studies. Therefore, the dissolution route resulted
in a higher sensitivity attributed to the release of the FITC
into the solution and the amplification of the emission
fluorescence signals for ultrasensitive detection of PSA.

3.6 PSA detection in serum samples

We investigated the applicability of the fluorescent
immunosensor in spiked newborn calf serum samples. The
dissolution  fluorescence-linked immunosorbent assay
method was employed for the detection of PSA due to its
enhanced signal. The serum samples were diluted 10-fold
with PBS buffer pH (7.4) and spiked with known
concentrations of PSA ranging from 2.0 pg mL™" to 100 ng
mL™". Serum samples without the addition of PSA were used
as negative controls to confirm the non-specific binding of
proteins in the serum. Fig. 6(a) shows that the fluorescence
emission intensity increased with an increase in PSA
concentrations spiked in the newborn calf serum. The
average fluorescent signal of the negative controls was 128 +
53 au (n = 3) and the intensity with the lowest
concentrations of PSA (2.0 pg mL™") was 1202 + 43.4 a.u (n =
3). This indicated that the proposed method could
discriminate between positive and negative sera samples at
low concentrations of PSA. An increase in the fluorescence
emission intensity relative to the increase in PSA
concentration is shown in Fig. 6(b). The calibration curve of
the change in the fluorescent intensity (AFI = FL; — FIL,) vs.
[PSA] was linear between 2.0 pg mL™" to 100 ng mL™". A linear
regression equation on a semi-log plot and the linear
regression coefficient (R*) are shown in eqn (4).

AFI = 478.2In[PSA] + 4503.2 R* = 0.992 (4)
The LOD and LOQ in newborn calf serum were calculated

following a similar method as reported above. The linear
concentration range of PSA detection was from 2.0 pg mL™"

(b)
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Table 1 A comparison of different analytical biosensors’ performance for the detection of PSA

Detection probe Signal monitored Linear concentration range (LCR) LOD Ref.
FITC@Si0O,-PBA-pAb/glucose Fluorescence (serum) (dissolution) 2.0 pg mL™'-100 ng mL™" 33.0 fg mL™" [TW]
Fluorescence (buffer) (intact NPs) 2.0 pg mL™'-50 ng mL™" 0.37 pg mL™" [TW]
Fluorescence (buffer) (dissolution) 2.0 pg mL™'-50 ng mL™" 8.25 fg mL™" [TW]
Multi-CAT-AuNPs-Ab, Colorimetric 50 pg mL™'-20 ng mL ™" 30 pg mL™" 11
HRP-Ab,-SiO,NSs Fluorescence 30 pg mL™'-100 ng mL™" 10 pg mL ™" 42
CdTe@SiO, Fluorescence 10 pg mL™'-5.0 ng mL™" 3.0 pg mL™ 43
rGO-Ca:CdSe-Ab, Photoelectrochemistry 5.0 pg mL™'-50 ng mL™" 2.6 pg mL™" 44
GENLs-anti-PSA-pAb Colorimetric (HRP) 0.10 pg mL™'-100 mg mL ™" 53 fg mL ™" 45

TW: this work; Multi-CAT-AuNP-Ab,: polyclonal goat anti-human PSA/catalase-labelled gold nanoparticles; HRP-Ab,-SiO,NSs: horseradish
peroxidase-labelled monoclonal anti-PSA antibody/silicon dioxide nanospheres; CdTe@SiO,-Ab,: PSA-labelled cadmium telluride@silica core-
shell nanoparticles; rGO-Ca:CdSe-Ab,: cadmium selenide doped (CdSe) on the conducting framework of reduced graphene oxide; GENLs-anti-
PSA-pAb: polyclonal sheep anti-human PSA/glucose encapsulated nanoliposomes.

to 100 ng mL™". The fluorescence immunosensor LOD was
calculated to be 33.0 fg mL™ and LOQ was 0.109 pg mL™ (n
= 3). The linear range and LOD of the proposed fluorescence-
linked immunosorbent assay (FLISA) dissolution method of
detection for PSA were compared between the serum samples
and PSA buffer solutions, along with previously reported
methods of detection for PSA, as summarized in Table 1.
Previously reported methods using different detection
methods gave LOD values of 30 pg mL™" using Mutli-CAT-
AuNPs-Ab,,** 10 pg mL™ using HRP-Ab,-SiO,NSs,** 3.0 pg
mL™" using CdTe@Si0,-Ab,," and 2.6 pg mL™ using rGO-Ca:
CdSe-Ab,.** The proposed FLISA immunosensor with NaOH
dissolution gave a lower LOD of 8.25 fg mL™" for PSA
detection in buffer samples and LOD of 33.0 fg mL™ in new-
born calf serum. When compared to the LOD by Mwanza
et al.,*> which was 53 fg mL™", the proposed FLISA exhibited
low LODs for the detection of PSA. The study employed a
detection probe of GENLs-anti-PSA-pAb. However, as
compared to other studies, the proposed FLISA offered
several advantages, such as (i) simple preparation of highly
fluorescent nanoparticles, (ii) photostable FITC in the silica
nanoparticle, and (iii) amplified fluorescence signals after
alkaline (NaOH) dissolution. Compared to the GENLs
detection  nanobioconjugates, fluorescein-doped  silica
nanobioconjugate followed a simple preparation route.

20
1.0 1
0.0 A
9\7"*\;&6“0 & &

Fig. 7 The specificity studies of the fluorescent immunoassay for the
detection of PSA and other analytes (L-cysteine, BSA, and IgG) (n = 3).
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3.7 Selectivity and specificity for PSA detection

The specificity of the FLISA was investigated by determining
the assay responses to other interfering analytes. The
newborn calf serum in PBS solution was measured as
prepared (blank) and after spiking with 50 ng mL™
concentration of i-cysteine, BSA, IgG, and 20 ng mL™" for
PSA, as shown in Fig. 7. From Fig. 7, the study showed that
only PSA-spiked newborn calf serum samples gave a
significant fluorescence response signal as compared to other
analytes, demonstrating the excellent specificity and
selectivity of the immunosensor for PSA detection.

4 Conclusions

We developed a simple method for rapid and highly sensitive
detection of PSA using anti-PSA polyclonal antibody
fluorescent silica nanobioconjugates for fluorescence
sensing. The step-by-step preparation and characterization of
antibody-fluorescence silica nanoparticle nanobioconjugates
followed wusing microscopic and spectroscopic
techniques. The preparation was successful as spherical and
monodispersed fluorescence-antibody nanobioconjugates
were obtained with 3% and 6% fluorescence dye loadings.
The fluorescent silica nanobioconjugates exhibited excellent
stability except under alkaline conditions used for enhanced
PSA detection. Surface functionalization with boronic acid
allowed for the oriented bioconjugation of anti-PSA-pAb, with
glycan moiety on the Fc region. 6.0% Fluorescein-doped
nanoparticles exhibited excellent and high fluorescence
signals due to the high loading of fluorescein. The oriented
pAb bioconjugation promoted specificity and selectivity for
PSA antigens and other biomolecules were not detected even
at higher concentrations. The dissolution of the FITC@SiO,-
PBA-pAb/glucose using NaOH resulted in amplified
fluorescence signals. The combined effect of the low
background noise and increased fluorescence intensity
resulted in low detection limits and limit of quantification in
fg mL™ and pg mL™". The immunoassay in newborn calf
serum samples further confirmed the excellent selectivity and
specificity towards the detection of PSA, thus paving the way
toward early detection and diagnosis of prostate cancer.

was
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