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Multimode microsensors based on Ag—TiO,—
graphene materials used for the molecular
recognition of carcinoembryonic antigen in whole
blood samples

Livia Alexgndra Gugoasa,® Ahmed Jassim Muklive AlOgaidi,” Raluca-loana Stefan-van
Staden, 9*2° Ahed El-Khatib, Marcela-Corina Rosu® and Stela Pruneanu®

Ag-TiO,—graphene pastes modified with inulin, and r-alanine tert-butyl ester nitrate (L-Ala-Cy4-L-Lac),
respectively, were proposed for the molecular recognition of carcinoembryonic antigen (CEA) from
whole blood samples. High levels of CEA are associated with different types of cancer, one of them
being colorectal cancer. Both sensors gave high reliability for the measurements, and also high sensitivity
and selectivity were recorded. The modes used were stochastic mode for qualitative and quantitative
analysis of CEA, and differential pulse voltammetry for the quantitative measurement of CEA. The lowest
limit of determination (20.5 fg mL™Y) was recorded when the multimode sensor based on Ag-TiO,~
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Introduction

Carcinoembryonic antigen (CEA) is a glycoprotein encoded by
a gene from the superfamily of immunoglobulins® and it can be
found in the chromosome 19q.> CEA is the most common
tumor marker used in the diagnosis of several types of cancer.
After its discovery in 1964 (ref. 3 and 4) over expression of CEA
levels were mainly used in gastrointestinal cancer with focus on
colorectal tumors.

Determination of this biomarker in bodily fluids plays
a crucial role in biomedical research. To date, CEA was deter-
mined using various analytical methods (Table 1) from serum
samples. A fast screening method is needed for both diagnosis
of patients as well as checking the efficiency of cancer
treatment.

The group of Stefan-van Staden proposed multimode
sensors as new reliable tools for the analysis of biomarkers from
biological samples.'®"” This new type of sensors can perform in
more than one mode, e.g., differential pulse voltammetry (DPV),
stochastic mode, potentiometric mode, measurements of one
or more analytes from the same sample. Multimode sensors
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graphene paste was modified with the inulin 1Q.

offer a qualitative and a quantitative analysis by their response
obtained in stochastic mode and a second quantitative analysis
by their response in either amperometric or potentiometric
modes. Because of this, stochastic mode is used first for the
qualitative analysis, and the first quantification of the analy-
te(s). For this paper the second mode was amperometric mode
with DPV measurements.

In this paper, we proposed two multimode microsensors
based on Ag-TiO,-graphene (Ag-TiO,/rGO) materials modified
with inulin IQ and r-alanine tert-butyl ester i-lactate (1-Ala-C,-
Lac) for the screening tests of whole blood samples for CEA. The
selection of the modifiers was done based on their properties:
possibility to form channels for stochastic sensing, and also
good electrocatalytic activity needed on DPV mode. The modi-
fication of graphene material with Ag-TiO, nanoparticles
facilitated the increasing the surface of the sensors, as well as
the producing of channels, and increasing of the conductivity of
graphene. The modes used were stochastic and differential
pulse voltammetry (DPV).

Experimental
Materials and reagents

Carcinoembryonic antigen (CEA), inulin, r-alanine tert-butyl
ester 1-lactate (t-Ala-C4-Lac), sodium azide, monosodium and
disodium phosphate were purchased from Sigma Aldrich (Mil-
waukee, USA) and paraffin oil (d4,?° 0.86 g cm™ ') from Fluka
(Buchs, Switzerland). TiO,-P25 powder was purchased from
Degussa (Germany). Triton X-100 and acetylacetone, used as
organic additives, were bought from Fluka (Switzerland) and
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Table 1 Analytical methods for the determination of carcinoembryonic antigen
Method Biological samples Detection limit Reference
Electrochemiluminescence (ECL) Serum 1.52 fg mL ™! 5
Electrochemistry-immunosensor 8 pgmL~* 6

90 pg mL ™" 7

0.2 fg mL ™" 8
Electrochemistry-biosensor 8 pg mL " 9

30 pg mL™" 10
Surface Plasmon Resonance (SPR) 1ng mL™" 11
Fluorescence 3 pg mL ! 12

0.3 ng mL™* 13
Lateral-flow immunoassay (LFIA) 0.25 ng mL ™' 14
Fluorescence-spectroscopy 49 pg mL ™! 15

Merck (Germany), respectively. Silver nitrate (AgNO;) was ob-
tained from Alfa-Aesar (Germany). Ascorbic acid (C¢HgOs) and
ethanol were acquired from Fluka (Germany). Graphene oxide
(GO) was prepared from natural graphite (Sigma Aldrich, Ger-
many) using a modified Hummer's method.*

Monosodium and disodium phosphates were used for the
preparation of 0.1 mol L~ " phosphate buffer solution (PBS) of
pH = 7.4. Deionized water obtained from a Millipore Direct-Q 3
System (Molsheim, France) was used for the preparation of all
solutions. All standard solutions were prepared in buffer solu-
tion pH = 7.4, with NaN; 0.1% in a ratio water : buffer solution
of 1:1 (v/v). Serial dilution technique was used for the prepa-
ration of solutions of different concentrations (2.05 x 10" g
mL ™" to 5.00 x 10~ ° g mL™"). CEA solutions were stored in the
fridge at 2-8 °C. All chemicals were of analytical grade.

Preparation of Ag-TiO, graphene (Ag-TiO,/rGO)
nanocomposite

In the first step, Ag-TiO, nanoparticles were obtained by
a combined chemical/thermal approach. A suspension of TiO,
nanoparticles in double-distilled water (0.15 ¢ mL™~") was added
to a mixture of Triton X-100 and acetylacetone (3 : 2 v/v) and
magnetically stirred at room temperature. Then, silver nitrate
(AgNO;) and ascorbic acid (C¢HgOg) (1:2 mass ratio) were
added into the TiO, homogenous suspension. AgNO; acted as
Ag nanoparticles precursor and C¢HgOg as reducing agent for

Multimode sensor

Solution of
modifier

Ag-TiO,-graphen \_)
powder % s

Paraffin oil

Modified Ag-TiO,-graphene paste

Fig.1 Construction diagram of the multimode sensor.
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Ag' ions. The final Ti : Ag molar ratio was 50 : 1. The mixture
was magnetically stirred at 80 °C until the color changed from
white to dark gray, indicating the chemical reduction of Ag" to
Ag®. Finally, the dried powder was thermally treated at 450 °C
for 2 h, in the air. The resulted gray material, denoted as Ag-
TiO,, was naturally cooled to room temperature.

In the second step, Ag-TiO, nanoparticles were mixed with
graphene oxide (GO) and then thermally treated, in order to
obtain Ag-TiO,/reduced graphene oxide (Ag-TiO,/rGO). Briefly,
GO and Ag-TiO, nanoparticles (20:1 mass ratio) were
dispersed in 20% ethanol (Fluka, Germany) solution and the
suspension was ultrasonicated for 30 minutes. Then, the
suspension was magnetically stirred at 50 °C, until complete
drying. Following, the material was subjected to 1 hour thermal
treatment at 550 °C, in argon/hydrogen controlled atmosphere.
The thermal treatment is necessary for the reduction of GO
which is an insulating material. The reduced graphene oxide
(rGO) obtained after the thermal treatment has a low content of
oxygen-containing groups and high conductivity, being benefi-
cial for charge transfer.*

Design of multimode microsensors based on carbon matrices
Paraffin oil was added to the Ag-TiO,/rGO powder until
a homogenous paste was formed. To each 50 mg paste were added

50 pL of modifier (1072 mol L™ solution of either inulin, or ionic
liquid: 1-alanine tert-butyl ester 1-lactate (1-Ala-C,-Lac)) to give the

Electrochemical cell

Ag/AgCl

This journal is © The Royal Society of Chemistry 2017
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Fig. 2 Examples of stochastic diagrams for the assay of CEA in whole
blood samples using (a) inulin IQ/Ag-TiO,/rGO, (b) L-AlaC4-Lac/Ag-
TiOL/rGO.

modified paste. Each modified paste was inserted in a plastic tip
with a diameter of the active site of 300 um (Fig. 1). The electric
contact was done using an Ag wire. When not in use, the multi-
mode sensors were stored at room temperature, in a dry place.

Apparatus and methods

All measurements were performed with AUTOLAB/PGSTAT 12
(Methrom) connected to a computer. A three electrode system
electrochemical cell was employed (Fig. 1). Ag/AgCl (0.1 mol L™"
KCl) electrode serves as a reference electrode in the cell and a Pt
wire as auxiliary electrode in the cell, respectively.

A stochastic mode was used for the measurements of the
qualitative parameter ¢, and the quantitative parameter ¢,,, at
a constant potential (125 mV vs. Ag/AgCl) and was used for both
qualitative and quantitative analysis of CEA (Fig. 2). The known
value of t,¢ was followed in each stochastic diagram to identify
CEA and further for its quantification using the recorded ¢,
value (1/t,, = flconc.)).

Differential pulse voltammetry (DPV) was used for the
quantitative analysis of CEA in whole blood samples. All
parameters used for DPV scans are summarized in Table 2. The
unknown concentrations of CEA from whole blood samples
were determined from the calibration graphs H = f{conc.),
where H is the value of peak height (Fig. 3).
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Table 2 Working parameters used in DPV mode for the assay of CEA
using multimode microsensors

Microsensors based on

Inulin-1Q/
Ag-TiO,/rGO

L-Ala-C,-1-Lac/

Parameter Ag-TiO,/rGO

Potential range (mV) 400 to >1500 1000 to >2200
Scan rate (mV s~ ") 50 50
Modulation amplitude (mV) 10 10
Step potential (mV) 10 10
Peak position (mV) 1650
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Fig. 3 Examples of voltammograms for the assay of CEA in whole
blood samples using (a) inulin IQ/Ag-TiO,/rGO, (b) L-AlaC4-Lac/Ag—
TiOL/rGO.

TEM images were obtained with an H-7650 120 kV Automatic
Microscope-Hitachi while STEM-EDX images were obtained
with an SU-8230 STEM system, Hitachi (Japan). Before investi-
gations, the samples were diluted in ethanol then dropped on
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copper grid (200 mesh) and dried at room temperature for
several minutes.

Phase formation and crystalline properties of the composite
sample were reveled by X-ray powder diffraction, using a Bruker
X-ray diffractometer (Bruker, Germany) with CukK, radiation
(A = 1.54056 A).

Samples

Eleven blood samples were collected from patients confirmed
with colon cancer from the University Hospital in Bucharest
(Ethics committee approval nr 75/2015). Informed consent was
obtained from all patients. The samples were screened using the
multimode sensors, without any treatment sampling procedure.

Results and discussions
TEM and XRD characterization of Ag-TiO,/rGO composite

Fig. 4a and b show representative TEM images of TiO, and Ag-
TiO, nanoparticles, respectively. One can see that there are no

TiO2_Ag 200kV x250k TE 100nm

Ti K series

O K series

View Article Online
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major morphological differences between TiO, and Ag-TiO,
nanoparticles. The majority of nanoparticles have round shape,
with the size below 50 nm. Due to the low concentration of
AgNO; used in the synthesis of the composite material, only
a small number of silver nanoparticles were identified by EDX
mapping (Fig. 4c). The elemental maps of Ti, O and Ag in the
Ag-TiO, sample can be seen in Fig. 4d-f, respectively.

As known, the Ag" has a larger ionic radius (1.29 A) than that
of Ti*" (0.745 A)* therefore silver ions are not readily incorpo-
rated at Ti sites in the TiO, lattice, but mostly deposited on TiO,
surface. In addition, the substitution of Ti** by Ag™ would be
accompanied by an important lattice expansion, due to the
large difference between them. This was not observed in our
XRD measurement.

The Ag-TiO, nanoparticles were mixed with graphene oxide
then the material was thermally reduced at 550 °C, resulting the
final Ag-TiO,/rGO composite (Fig. 5a and b). The interaction
between Ag-TiO, nanoparticles and the sp® carbon network of
rGO is mainly physical. As a result of the oxygen-containing

100nm

[ 8| i) rects

100nm

m00nm !

100nm !

100nm !

Fig. 4 TEM image of: TiO, nanoparticles (a) and Ag—TiO, nanoparticles (b); elemental maps of Ti, O and Ag in Ag-TiO, sample (c—f); scale bar

100 nm (a-f).
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Fig. 5 TEM images of Ag—TiO,/rGO composite; scale bar 100 nm (a)

group removal from the GO structure, the graphene sheets are
closely associated and stacked via van der Waals' interactions.
The two representative TEM images of composite indicate that
the Ag-TiO, nanoparticles are uniformly dispersed on the gra-
phene surface. The high transparency of the synthesized
material suggests that graphene sheets are very thin being
composed of 2-3 layers. Also, the wrinkles and folding of the
layers, specific to graphene, can be clearly seen. TiO, and Ag
attached to graphene have beneficial effects, by increasing the
surface area of the composite material (Ag-TiO,/rGO).

Phase formation and crystalline properties of the composite
sample were next studied by X-ray powder diffraction. The X-ray
pattern of Ag-TiO, powder illustrates the presence of both
anatase (PDF card no. 21-1272) and rutile (PDF card no. 21-
1276) crystalline phases of TiO,, denoted as TiO,-A and TiO,-R,
respectively (Fig. 6). By comparison, Ag-TiO,/rGO composite
exhibits only the diffraction peaks of TiO, anatase crystalline
phase. No peaks related to the presence of silver nanoparticles
were identified, due to the low concentration of Ag in the
composites (Ag-TiO, and Ag-TiO,/rGO).

The broad peak at 2¢ = 21.25° can be attributed to reduced
graphene oxide (rGO). Its position correlates with the distance

800
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Fig. 6 X-ray diffraction patterns of Ag—TiO, (magenta) and Ag—TiO,/
rGO (blue) composites, showing the characteristic peaks of TiO,
(anatase and rutile) and of reduced graphene oxide (rGO).
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between the graphene layers (d-spacing) which was found to be
0.43 nm (slightly higher than the distance between graphene
layers in graphite — 0.335 nm). The graphene crystallite size was
estimated from the FWHM of the rGO diffraction peak, using
Scherrer equation® and was determined to be 0.8 nm. By taking
into account the d-spacing value (0.43 nm) we determined that the
graphene crystallites are composed of two layers. Such finding was
in excellent agreement with TEM results which clearly revealed the
transparent morphology of graphene sheets (few-layer graphene).

Response characteristics of multimode microsensors used in
stochastic mode

Stochastic response relies on the conductivity of channels when
the analyte is going through it: under an applied potential, the
molecule of the analyte is extracted from the solution to the
membrane-solution interface. Molecular recognition of the
analyte takes place in 2 stages. In the first stage the molecule of
the analyte blocks the entrance in the pore (the current is
dropping to zero) for a certain period of time which is called ¢,
and represents the qualitative parameter of the analyte. In the
second stage the molecule is binding to the pore wall and the
following equation of equilibrium takes place:

Ch(i) + CEA(i) < Ch x CEA(i)

where Ch is channel, and i is the interface, followed by redox
processes. The binding time is called ¢,, and represents the
quantitative parameter.

In Table 3 are presented the response characteristics of the
multimode microsensors in stochastic mode. The best multi-
mode microsensor for stochastic mode was the one based on
inulin IQ/Ag-TiO,/rGO, because it had the highest sensitivity
and the lowest determination limit (20.5 fg mL '), making it
a good choice for early detection of CEA.

Response characteristics of multimode microsensors used in
DPV mode

Response characteristics of the multimode microsensors in
DPV mode are given in Table 4. For the assay of CEA (Table 4),
the microsensor based on inulin IQ/Ag-TiO,/rGO showed the

RSC Aadv., 2017, 7, 28419-28426 | 28423
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Table 3 Response characteristics of multimode microsensors in stochastic mode®
Limit of
Calibration equation and correlation Linear concentration range Sensitivity determination
Microsensors based on coefficient (r) (ng mL™Y) tor (sT/molL™")  (ugmL™")
1-Ala-C,1-Lac/Ag-TiO,/rGO  1/tyn = 0.01+2.91 X 107" X C, 7 =0.9991  1.60 x 10 > t02.00 x 10°" 2.5 2.91 x 10" 1.6 x 10
Inulin-IQ/Ag-TiO,/rGO 1/ton = 0.018 + 9.40 x 10* X C,r = 0.9999  2.05 x 10 ®t05.12 x 1077 2 9.40 x 10* 2.05 x 108

“fton) =55 (C) = ng mL™ ",

Table 4 Response characteristics of multimode microsensors for DPV mode

Limit of Limit of
Equation of calibration® and correlation detection determination
Sensor based on coefficient () E(mV) (ngmL™") (ugmL™Y) Linear conc. range (ug mL™")
1-Ala-C,1-Lac/Ag-TiO,/tGO H=6.1 x 10 ° +4.0 x 10°° x C,r = 0.9996 1570  4.77 x 107> 1.60 x 10> 1.60 x 10> to0 2.00 x 10 *
Inulin-IQ/Ag-TiO,/rGO H=12x10°%+6.5x%x10"°x C,r=0.9981 1650 4.78 x 10~ 1.02 x 10"~ 1.02 x 1077 t0 1.60 x 1073

“(H) = A; (C) = mg mL™".

lowest determination limit (1.02 fg mL™"). The same micro-
sensor had covered the widest linear concentration range (1.02
fg mL ™" to 0.20 ug mL ") for the assay of CEA.

Both types of modifiers - ionic liquids and inulins are
nanostructured materials, which can give the necessary pores
needed for stochastic sensing, but the inulins had also a ring in
their structures which can function as channel, and therefore
they are better materials for the design of stochastic sensors;
this property was also reflected on the response characteristics
of the proposed sensors.

Based on the experimental data, the multimode microsensor
of choice, which can be used reliable for both modes is the one
based on Ag-TiO,/rGO modified with inulin IQ.

The reliability of the design was checked by construction and
evaluation of 5 different sensors of each category. For each cate-
gory, the sensitivity was evaluated initially, and every day, when the
% RSD values recorded were lower than 1.0% for 3 months.

Interferences were checked versus CA19-9, p53, and HER-1.
For stochastic mode, different ¢, values were recorded with
the proposed sensors for the compounds proposed as interfer-
ences and CEA, and accordingly the proposed sensors and
selective in the stochastic mode. Also, measurements per-
formed in mixed solution methods for the DPV mode shown
that the amperometric selectivity coefficients recorded were
lower than 10~ *, proving that the sensors are selective also in
this mode, and accurate measurements can be performed.

Although the limits of determination are a bit higher than
those reported to date in the literature,>® the advantages of the
proposed sensors and method are: simplicity, the biological
fluid can be used as taken from the patients, there is a first step
of qualitative analysis based on identification of the signature of
the analyte which indicates reliable the presence of CEA, also
the quantitative analysis used for the assay of concentration is
performed using two techniques: stochastic mode and DPV
mode - and this is increasing the precision and accuracy of the
determination.

Interferences

The multimode sensors' selectivity was checked using both
modes: stochastic and DPV, versus other cancer biomarkers:
p53, KRAS, HER-1, NSE, and CYFRA-21. For the stochastic
mode, the signatures (¢, values) obtained for the specified
possible interferences were different from the one obtained for
CEA using the proposed sensors; accordingly, the sensors are
selective in the stochastic mode.

Mixed solution method was selected for the determination of
the selectivity amperometric coefficients of the proposed
sensors in the DPV mode. The results presented in Table 5 for
the amperometric selectivity coefficients shown that the other
cancer biomarkers did not interfere in the assay of CEA using
the DPV mode.

Table 5 Amperometric selectivity coefficients obtained in the DPV mode for the proposed multimode sensors

Ksar®
Sensor based on P53 KRAS HER-1 NSE CYFRA-21
1-Ala-C41-Lac/Ag-TiO,/rGO 5.16 x 103 6.70 x 103 6.77 x 1073 6.96 x 103 6.52 x 1073
Inulin-IQ/Ag-TiO,/rGO 5.22 x 10° 6.68 x 10> 9.52 x 10°° 5.87 x 10° 5.90 x 10 °
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Table 6 The assay of CEA in whole blood samples using multimode microsensors in stochastic and DPV modes®

Inulin I1Q/Ag-TiO,/rGO, ng mL ™"

1-AlaC,-Lac/Ag-TiO,/rGO, ng mL ™~

Nr Stochastic mode DPV mode Stochastic mode DPV mode ELISA, ng mL ™" t-Test
1 96.40 £+ 0.21 98.40 £ 0.32 96.50 £ 0.22 99.00 £ 0.32 95.95 £ 0.54 1.49
2 116.00 + 0.17 114.96 + 0.35 113.90 £ 0.20 111.16 + 0.30 110.02 £+ 0.55 1.30
3 69.80 £ 0.18 67.55 £ 0.27 68.49 £ 0.13 68.09 £ 0.23 67.00 £ 0.52 1.78
4 29.06 £ 0.20 28.90 £ 0.20 27.10 + 0.16 27.90 £ 0.20 27.22 £ 0.60 1.27
5 87.50 £ 0.23 91.80 £ 0.43 93.30 £ 0.20 89.20 £ 0.29 87.50 £ 0.46 1.92
6 63.10 £+ 0.18 66.00 £ 0.37 63.73 £ 0.22 66.56 £+ 0.42 62.59 £ 0.51 1.68
7 17.50 £ 0.09 15.23 £ 0.27 15.03 £ 0.12 17.18 £ 0.11 15.29 £ 0.50 1.03
8 68.96 + 0.21 68.30 £ 0.22 68.25 £ 0.21 66.67 £+ 0.25 66.50 £+ 0.47 1.60
9 13.40 £ 0.08 13.36 £ 0.19 13.56 £ 0.14 13.80 £ 0.27 13.23 £ 0.40 0.98
10 96.40 £+ 0.21 101.92 £+ 0.32 100.00 £ 0.22 102.96 + 0.30 99.87 £ 0.42 1.27
11 0.30 £ 0.05 0.31 £ 0.08 0.32 £ 0.07 0.32 £ 0.09 0.27 £ 0.12 1.02
“ All values are average of three determinations.

Analytical applications References

Normal levels of CEA in a healthy patient are less than 2.5 ng
mL~'. High levels of CEA in blood predict colon cancer
tumors, therefore a fast, simple and cheap method to analyse
the concentration of CEA in hospitalized patients can help
physicians to ask the patients to do further investigations for
a fast diagnostic. Results obtained from the screening of whole
blood samples, using multimode sensors, in stochastic and
DPV mode are shown in Table 6. Statistical analysis based on
pair t-test was performed for a confidence level of 99.00%. The
results have shown that there is no significant difference
between the values obtained using the multimode micro-
sensors used in either stochastic or DPV modes, and ELISA
(standard method) at 99.00% confidence level (fineoretical =
4.032). Accordingly, the proposed sensors are a good alterna-
tive for ELISA, for screening tests and quantitative assay of CEA
in whole blood samples.

Conclusions

In this paper we proposed two multimode microsensors for the
molecular recognition of carcinoembryonic antigen (CEA). For
the design of the proposed multimode sensors an Ag-TiO,/rGO
paste was modified with inulin IQ or two types of ionic liquids.
The best multimode sensor which reached very low limits of
determination in both stochastic and DPV modes (LOQs in the
magnitude orders of fg mL™") was the one based on Ag-TiO,/
rGO modified with inulin IQ. The proposed method is more
simple, fast, and accurate compared with those proposed
previously and can be used for the screening of the whole blood
samples, as taken from the patients.
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