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Abstract: Rutin is a natural antioxidant flavonoid compound with anti-inflammatory, antioxidant, and
antiviral effects that is used to prepare drugs with wide application in clinical treatment. Therefore, the
quantitative detection of rutin has important practical significance. In this work, a novel electrochem-
ical sensor based on glassy carbon electrodes (GCEs) modified with sodium carboxymethylcellulose
(CMC), multi-walled carbon nanotubes (MWCNTs), and 1-butyl-3-methylimid (ionic liquid, IL) was
developed for the super-sensitive detection of the flavonoid rutin. The properties of these modified
materials were analyzed by transmission electron microscope (TEM), cyclic voltammograms (CVs),
and electrochemical-impedance spectroscopy (EIS). CMC was used to disperse MWCNTs to further
enhance their hydrophilicity and biocompatibility. The modified MWCNTs improved the sensitivity
of rutin detection. The square-wave voltammetry (SWV) technique showed that the linear range
of rutin concentration determination was 0.01 µM to 1 µM and 1 µM to 10 µM. The minimum con-
centration detection of rutin was 0.83 nM and 6.6 nM, respectively. The proposed sensor presented
good selectivity for rutin and successfully analyzed rutin content in the pharmaceutical rutin tablets.
These results are consistent with those measured by ultra-high-performance liquid chromatography
(UHPLC). Therefore, this sensor has latent application value in the analysis of rutin in food and drug
tablets and nutraceutical samples.

Keywords: sensor; multi-walled carbon nanotubes; ionic liquid; sodium carboxymethylcellulose; rutin

1. Introduction

Rutin (rutoside, quercetin-3-rutoside) is a flavonoid glycoside compound composed of
flavonoic aglucone quercetin, along with disaccharide rutinose [1,2], that has widespread
distribution in plenty of plants, such as buckwheat, sophorae rice, tea, flavedo, and
tomato [3,4]. Rutin has many beneficial biological activities, including antiphlogistic, an-
tivirotic, antiallergic, antioxidative, antihypertensive, and antitumor effects, and plenty of
other characteristics. It is mainly used to treat capillary hemorrhage with increased fragility,
and can also maintain the elasticity of blood vessels, enhance capillary resistance, reduce
capillary fragility and permeability, and promote cell proliferation and prevent blood-cell
agglutination. In addition, rutin is also applied for treating hypertensive encephalopa-
thy, cerebral hemorrhage, retinal hemorrhage, hemorrhagic purpura, acute hemorrhagic
nephritis, recurrent epistaxis, traumatic pulmonary hemorrhage, and postpartum hemor-
rhage. These many biomedical protective actions are principally put down to its oxidation
resistance by scavenging an amount of various oxidizing species such as peroxyl radicals,
hydroxyl radicals, or superoxide anions. Because of its dominant biological and pharmaco-
logical activities, it has aroused widespread attention and has been widely applied in the
medical and health-care system. At present, rutin is not only served in the anthropic diet
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as an antioxygen and nutritional enhancer but is also used as a retardant in the therapy
of certain diseases, such as an oxidation-resistant, anti-inflammatory, antihemorrhagic,
antiviral, and neuroprotective agent. In particular, it can effectively regulate the pervious-
ness of blood capillaries and improve the stability of thrombocytes. This compound has
been extensively used in pharmacy and medicine as an anti-inflammatory, anti-bacterial,
anti-oxidant, and anti-aging therapeutic agent [5–13]. Hence, it is vital to build a sensitive,
convenient, fast, and economical analytical technique for the detection and quantification
of rutin in pharmaceutical, food, and clinical samples [14,15].

Nowadays, plenty of analytical techniques have been used for the quantitative mea-
surement of rutin, incorporating thin-layer chromatogram scanning, high-performance
liquid chromatography (HPLC), spectrophotometry, and capillary electrophoresis [16–24].
However, flaws in these methods include wasted time, high cost, the need for skilled oper-
ators, and expensive equipment. Compared with the above methods, the electrochemical
method is a preferred technology with high sensitivity, simplicity, and stability [25]. How-
ever, it is crucial to find suitable electrode-modified materials to improve the electrode’s
selectivity, sensitivity, and stability [26–28]. At present, multi-walled carbon nanotubes
(MWCNTs) have been put into use in many fields due to their excellent specific surface area
and electrochemical, thermodynamic, and mechanical properties [29–31]. Considering that
MWCNTs have strong hydrophobicity and tend to form a number of irreversible aggregates,
we introduced sodium carboxymethylcellulose (CMC) to improve the hydrophilicity and
electrical conductivity of MWCNTs [30,32].

In this study, we developed a novel and highly sensitive electrochemical sensor based
on an ionic liquid (IL) and a CMC-MWCNT nanomaterial modified electrode for rutin de-
termination. Here, IL is used because of its good conductivity, outstanding thermodynamic
stability, and wider potential window so as to improve the electrochemical signal of the
modified electrode [33–37]. The basic electrochemical performance of the sensor, as well as
its sensitivity, stability, anti-interference, repeatability, and reproducibility, were evaluated
through a variety of electrochemical experimental techniques. In addition, we use the
constructed electrochemical sensor to detect rutin content in drug samples to evaluate its
practical feasibility. The accuracy and sensitivity of the electrochemical sensor we built
for rutin measurement were also evaluated by comparing with the results measured by
ultra-high-performance liquid chromatography (UHPLC). In addition, the CMC we used is
non-toxic, nafion solution, ionic liquid, and multiwalled carbon nanotube are slightly toxic.
In view of safety concerns, we are currently thinking more about using it for vitro measure-
ments and in the future considering safer nontoxic materials for in vivo measurements.

2. Materials and Methods
2.1. Reagents and Materials

Rutin (98.0%), amoxicillin (98%), and clotrimazole (98%) were offered by Shanghai
Yuanye Co., Ltd., Shanghai, China. MWCNTs (>98%) were obtained from Shenzhen
Nanotech Port Co., Ltd., Shenzhen, China. CMC (>98%) was purchased from Shang-
hai Sinopharm Chemical Reagent Co., Ltd., Shanghai, China. 1-Butyl-3-methylimid (IL,
>99.0%) was obtained from Sichuan West Asia Chemical Co., Ltd., Suining, China. Nafion
(NF, 5% a mixture of lower aliphatic alcohols and water), glucose (Glu, ≥99%), sodium
dihydrogen phosphate (NaH2PO4·2H2O, ≥99%), and disodium hydrogen phosphate
(Na2HPO4·12H2O, ≥99.0%) were obtained from Sigma-Aldrich (St. Louis, MO, USA).
Ethanol (99.7%) was offered by Tianjin Benchmark Chemical Reagent Co., Ltd., Tianjin,
China. Vitamin B1 (Vit B1, >99%) and inositol (≥97%) were offered by Beijing Dingguo
Biotechnology Co., Ltd., Beijing, China. Vitamin C (Vit C, >99.7%) was purchased from Bei-
jing Aoboxing Biotechnology Co., Ltd., Beijing, China. Uric acid (UA, ≥99.0%) was obtained
from Sinopharm Chemical Reagent Co., Ltd., Shanghai, China. Sodium sulfite (≥98%),
sodium nitrite (≥99%), and levodopa (≥98%) were obtained from Sigma-Aldrich. Pyro-
gallic acid (>99.0%) was offered by Shanghai Aladdin Biochemical Technology Co., Ltd.,
Shanghai, China. Urea was obtained from Tianjin Deen Chemical Reagent Co., Ltd., Tianjin,
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China. Rutin solution was prepared with ethanol as the solvent, and 50 mM phosphate-
buffer solution (PBS) was employed as sustaining electrolyte. All of these reagents are
analytical level and do not need additional purification. All water employed in this study
was prepared in an 18 MΩ ultra-pure water machine.

2.2. Apparatus and Measurements

All electrochemical experiments were conducted on a CHI660E electrochemical work-
station (Shanghai Chenhua Instrument Co., Ltd., Shanghai, China). The system of the triple
electrode was applied in the experiment with a 3 mm diameter GCE, a saturated Ag/AgCl
electrode, and a platinum wire, which represented the working electrode, the reference
electrode, and the counter electrode, respectively [38–41]. Methods of cyclic voltammetry
(CV), linear-sweep voltammetry (LSV), differential-pulse voltammetry (DPV), and square-
wave voltammetry (SWV) were carried out in 50 mM pH 5 phosphate-buffer solution (PBS)
with a scan rate of 100 mV·s−1, respectively. The parameters of LSV were the system-
default settings (scan rate: 0.1 V/s, sample interval: 0.001 V). The parameters of DPV
were the system-default settings (amplitude: 0.05 V, pulse width: 0.05 s, sampling width:
0.0167 s). The parameter settings of SWV were amplitude: 0.05 V, frequency: 20 Hz. The
electrochemical-impedance spectroscopy (EIS) was performed in 5 mM [Fe(CN)6]3−/4−

solution containing 0.1 M KCl in the frequency range from 102 to 106 Hz [42,43]. All
electrochemical experiments were performed at a temperature of 25 ◦C.

The transmission electron microscope (TEM) images were obtained from a JEM-2100
transmission electrode microscope (JEM-2100, JEOL, Tokyo, Japan) at 200 kV [44–46]. The
morphology of the nanocomposite film was investigated by scanning electron microscope
(SEM) using Carl Zeiss at 20 kV. The Raman spectra of the prepared nanocomposite film
samples were recorded on a Renishaw inVia spectrometer at room temperature using the
excitation wavelength 532 nm of an Ar+ laser.

Ultra-high-pressure liquid chromatography (UHPLC) was used to detect the content
of rutin in drugs as a standard method (1290 Infinity II, Agilent, Santa Clara, CA, USA) [47].
Elution was executed on an Eclipse Plus C18 column (2.7 µm, 4.6 × 100 mm). The mobile
phase was comprised of water and methanol with a volume ratio of 40:60 and worked at a
flow rate of 0.2 mL·min−1. The wavelength of detection and the sample’s injection volume
were 365 nm and 10 µL, respectively.

2.3. Electrode Preparation and Modification

Before the electrode modification, the surface of a glassy carbon electrode (GCE)
was burnished on the chamois leather with aluminum-oxide suspension with particle
sizes of 1.0, 0.3, and 0.05 µm [48]. Therewith, the GCE conducted supersonic inspection
in 75% ethanol first for 15 min and then supersonic inspection in hyperpure water for
approximately 15 min. After that, the electrode was placed and dried in a drying tower.

The GCE modification process is as follows: Firstly, 5 mg of CMC were added into
1 mL of ultra-pure water. Then, 2 mg of MWCNTs were dispersed into 1 mL of ultra-pure
water containing 5 mg·mL−1 CMC solution (v:v = 9:1). After that, 2 µL of the mixture of the
CMC-MWCNTs dispersive liquid were dropped on the prepared GCE surface and dried
for 25 min at room temperature. Afterwards, 0.8 µL of IL were dropped on the electrode
and incubated for 4 h at 4 ◦C. At last, 2 µL of NF solution were cast on the electrode surface
and dried at 25 ◦C, which was used to prevent the modified materials from falling off the
GCE surface. In addition, other modified electrodes were also prepared with similar steps.
Figure 1 shows the manufacturing operation of the modified electrode.
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2.4. Real-Sample Preparation

Rutin tablets (20 mg/tablet) were purchased from two different local pharmacies,
and the two kinds of tablets were dissolved in the methanol. After ultrasonic, off-center,
and filter treatment for purification, the sample solutions (sample 1 and sample 2) were
prepared for the final content determination by using electrochemical and UHPLC analysis.

3. Results and Discussion
3.1. Characteristics of Nanomaterials

TEM was used to realize the morphology features of MWCNTs and CMC-MWCNTs.
The TEM image of the MWCNTs is displayed in Figure 2A. It could be seen that a great deal
of multi-walled carbon nanotubes were piled up and twisted together. Figure 2B shows the
TEM image of composite CMC-MWCNTs. It can be observed that the multi-walled carbon
nanotubes were obviously dispersed, which illustrates that CMC had the better dispersion
ability. Moreover, it can be seen that the MWCNTs had a long arm, and a curved and
tubular structure. This may have provided more active sites and loading areas to elevate the
electrical conductivity. In addition, we did a cross-sectional study of the CMC-MWCNT-IL
layer via SEM and the image is shown in Figure 2C. The thickness of the CMC-MWCNT-IL
layer was about 1 µm.
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Raman spectroscopy is essential for the study of the molecular vibration of carbon
materials. The Raman spectra of the MWCNT (a), CMC-MWCNT (b), and CMC-MWCNT-
IL (c) nanocomposite films are shown in Figure 2D. Raman spectra for the carbon nanotubes
consisted of the main G band at around 1570–1580 cm−1 and the disorder band D at around
1320–1350 cm−1. The D band represents the disordered graphite structure (sp3) and the G
band is associated with an ordered carbon (sp2) in a two-dimensional hexagonal lattice,
which is related to the graphite structure of the nanotubes. The band-intensity ratio (ID/IG)
is a measure of the defect and disorder density of the MWCNT side wall. The intensity
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ratio ID/IG for the MWCNT was 0.31, whereas it was 0.45 for the CMC-MWCNT and 0.7 for
the CMC-MWCNT-IL nanocomposite film. This confirms the successful functionalization
of MWCNT.

3.2. Electrochemical Characterization of Nanomaterial-Modified GCEs

CV and EIS can provide information about the electrochemical properties of these
different modified GCEs. The electrochemical evaluation of every modification step on
the electrode was carried out using the CV method in 50 mM phosphate-buffer solution
containing 5 µM rutin and EIS in 5 mM [Fe(CN)6]3−/4− solution of 0.1 M KCl. The CV
measurements of the bare GCE, NF/MWCNTs/GCE, NF/CMC-MWCNTs/GCE, and
NF/IL/CMC-MWCNTs/GCE are shown in Figure 3A. On the basis of the CV measure-
ments, it can be seen from Figure 3A that the bare GCE (curve a) had an extremely weak re-
dox peak, whereas the NF/MWCNTs/GCE (curve b) had an obvious redox peak compared
to the bare GCE, which is attributed to the electroconductibility of MWCNTs. The NF/CMC-
MWCNTs/GCE (curve c) had a better redox signal than curve b, which might have been
due to the improved dispersion of multi-walled carbon nanotubes by CMC, which further
improved its conductivity. After the modification of the NF/CMC-MWCNTs/GCE with IL
(curve d), the strongest redox peaks occurred at 0.421 V and 0.377 V. The difference potential
(∆E) was 44 mV [49]. The anodic peak current (Ipa) and cathodic peak current (Ipc) were
11.13 µA and 10.07 µA, respectively, with a peak-current ratio (Ipc/Ipa) of about 1, which
indicates that the direct electrochemistry of rutin on the modified GCE was quasi reversible.
Moreover, the embedded graph of Figure 3A shows that there was no redox response at
these different modified GCEs in the absence of rutin. Meanwhile, Figure 3B shows the
CVs of NF/IL/CMC-MWCNTs/GCE in the absence (curve a) and presence (curve b) of
5 µM rutin in 50 mM phosphate-buffer solution. It can be observed from Figure 3B that in
the absence of rutin there were no redox signals generated, but when rutin existed obvious
strong, sensitive, and reversible redox peaks were produced, which were acquired from the
cyclic voltammograms. These results manifest that rutin is an electro-active substance that
can produce a redox reaction on the electrode and shows a strong redox-current signal. In
addition, the reaction process of rutin on the electrode is as follows: rutin is oxidized to
quinone on the electrode and it then reacts with the active hydroxyl group on the glassy
carbon electrode. In fact, the two pathways by which electrochemical oxidation occurs are
closely related to the two catechol hydroxyl groups and the other two hydroxyl groups. At
low potential for rutin, the two hydroxyl groups on the C ring first contribute two electrons
and participate in a reversible oxidation reaction that eventually forms rutin orthoquinone.
The second oxidation occurs at a more positive potential and may correspond to the inter-
conversion of the 7-hydroxyl and -oxygen radicals in the A-ring, which in turn promotes
the subsequent oxygen-precipitation reaction, and the former substance is regenerated. The
final oxidation reaction occurs at a more positive potential and the product does not have
the structural features of a flavonoid [15,33]. The oxidation-reaction process of rutin on the
electrode only involves rutin losing two electrons on the electrode, producing quinone and
two protons at the same time. Furthermore, the proposed reaction mechanism of rutin on
the electrochemical sensor is shown in Scheme 1.

EIS measures the impedance at the electrode/solution interface and take into account
both types of currents: capacitive (C) and resistance (R) [50]. The change in the impedance
components (charge-transfer resistance, Rct; and double-layer capacitance, Cdl) directly
expresses the solution composition or the binding occurring at the electrode/solution
interface [43]. EIS can offer some information with regard to the different modified elec-
trodes on the impedance variations of the electrode surface during the different modified
process. In the Nyquist diagrams, the Rct corresponds to the semicircular part, whereas the
linear part represents the diffusion processes [51]. Explicitly, the Rct value can change with
the variations in the charge distribution on the sensor surface and other factors, such as the
change in the surface’s hydrophobicity [52]. The smaller the charge-transfer resistance (Rct),
the better represented the electron-transfer kinetics at the sensor interface [53]. Usually, we
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can compute the diameter of the semicircle to get the value of Rct, which illustrates that
the electron’s transport on the electrode’s surface is faster. The impedance data from the
Nyquist plots were fitted on the basis of the Randle equivalent-circuit model in Figure 4
(inset). Then, the Rct values of the bare GCE (curve a), NF/MWCNTs/GCE (curve b),
NF/CMC-MWCNTs/GCE (curve c), and NF/IL/CMC-MWCNTs/GCE (curve d) were
determined to be 91.08, 84.28, 83.39, and 71.46 Ω, respectively (Figure 4). It was shown
that the Rct value of NF/CMC-MWCNTs/GCE (84.28 Ω) was below the Rct value of
NF/MWCNTs/GCE (84.28 Ω) and bare GCE (91.08 Ω), which demonstrates that MWCNTs
possess the predominant conductivity and the dispersion of MWCNTs by CMC perhaps
are capable of increasing the effective transfer area of the electron and electron-transfer rate
on the electrode surface. The Rct of NF/IL/CMC-MWCNTs/GCE (71.46 Ω) was further
decreased, which can be interpreted as IL having good electrical conductivity, which can
further enhance the electron-transport rate on the electrode surface. The Rct value de-
creased with the increase in electron-transfer rate, which also corresponds with the results
of the CVs on different modified electrodes.

Chemosensors 2023, 11, x FOR PEER REVIEW 6 of 17 
 

 

time. Furthermore, the proposed reaction mechanism of rutin on the electrochemical sen-

sor is shown in Scheme 1. 

  

Figure 3. (A) CVs of different modified GCEs in 50 mM pH 5 PBS containing 5 μM rutin at a scan 

rate of 100 mVꞏs−1. Inset: CVs of different modified electrodes in the absence of rutin. (a) Bare GCE; 

(b) NF/MWCNTs/GCE; (c) NF/CMC-MWCNTs/GCE; (d) NF/IL/CMC-MWCNTs/GCE. (B) CVs of 

NF/IL/CMC-MWCNTs/GCE in 50 mM pH 5 PBS in the absence (a) and presence (b) of 5 μM rutin. 

 

Scheme 1. The proposed mechanism of rutin reaction on an electrochemical sensor. 

EIS measures the impedance at the electrode/solution interface and take into account 

both types of currents: capacitive (C) and resistance (R) [50]. The change in the impedance 

components (charge-transfer resistance, Rct; and double-layer capacitance, Cdl) directly 

expresses the solution composition or the binding occurring at the electrode/solution in-

terface [43]. EIS can offer some information with regard to the different modified elec-

trodes on the impedance variations of the electrode surface during the different modified 

process. In the Nyquist diagrams, the Rct corresponds to the semicircular part, whereas 

the linear part represents the diffusion processes [51]. Explicitly, the Rct value can change 

with the variations in the charge distribution on the sensor surface and other factors, such 

as the change in the surface’s hydrophobicity [52]. The smaller the charge-transfer re-

sistance (Rct), the better represented the electron-transfer kinetics at the sensor interface 

[53]. Usually, we can compute the diameter of the semicircle to get the value of Rct, which 

illustrates that the electron’s transport on the electrode’s surface is faster. The impedance 

data from the Nyquist plots were fitted on the basis of the Randle equivalent-circuit model 

in Figure 4 (inset). Then, the Rct values of the bare GCE (curve a), NF/MWCNTs/GCE 

Figure 3. (A) CVs of different modified GCEs in 50 mM pH 5 PBS containing 5 µM rutin at a scan
rate of 100 mV·s−1. Inset: CVs of different modified electrodes in the absence of rutin. (a) Bare GCE;
(b) NF/MWCNTs/GCE; (c) NF/CMC-MWCNTs/GCE; (d) NF/IL/CMC-MWCNTs/GCE. (B) CVs of
NF/IL/CMC-MWCNTs/GCE in 50 mM pH 5 PBS in the absence (a) and presence (b) of 5 µM rutin.

Chemosensors 2023, 11, x FOR PEER REVIEW 6 of 17 
 

 

time. Furthermore, the proposed reaction mechanism of rutin on the electrochemical sen-

sor is shown in Scheme 1. 

  

Figure 3. (A) CVs of different modified GCEs in 50 mM pH 5 PBS containing 5 μM rutin at a scan 

rate of 100 mVꞏs−1. Inset: CVs of different modified electrodes in the absence of rutin. (a) Bare GCE; 

(b) NF/MWCNTs/GCE; (c) NF/CMC-MWCNTs/GCE; (d) NF/IL/CMC-MWCNTs/GCE. (B) CVs of 

NF/IL/CMC-MWCNTs/GCE in 50 mM pH 5 PBS in the absence (a) and presence (b) of 5 μM rutin. 

 

Scheme 1. The proposed mechanism of rutin reaction on an electrochemical sensor. 

EIS measures the impedance at the electrode/solution interface and take into account 

both types of currents: capacitive (C) and resistance (R) [50]. The change in the impedance 

components (charge-transfer resistance, Rct; and double-layer capacitance, Cdl) directly 

expresses the solution composition or the binding occurring at the electrode/solution in-

terface [43]. EIS can offer some information with regard to the different modified elec-

trodes on the impedance variations of the electrode surface during the different modified 

process. In the Nyquist diagrams, the Rct corresponds to the semicircular part, whereas 

the linear part represents the diffusion processes [51]. Explicitly, the Rct value can change 

with the variations in the charge distribution on the sensor surface and other factors, such 

as the change in the surface’s hydrophobicity [52]. The smaller the charge-transfer re-

sistance (Rct), the better represented the electron-transfer kinetics at the sensor interface 

[53]. Usually, we can compute the diameter of the semicircle to get the value of Rct, which 

illustrates that the electron’s transport on the electrode’s surface is faster. The impedance 

data from the Nyquist plots were fitted on the basis of the Randle equivalent-circuit model 

in Figure 4 (inset). Then, the Rct values of the bare GCE (curve a), NF/MWCNTs/GCE 

Scheme 1. The proposed mechanism of rutin reaction on an electrochemical sensor.



Chemosensors 2023, 11, 171 7 of 15

Chemosensors 2023, 11, x FOR PEER REVIEW 7 of 17 
 

 

(curve b), NF/CMC-MWCNTs/GCE (curve c), and NF/IL/CMC-MWCNTs/GCE (curve d) 

were determined to be 91.08, 84.28, 83.39, and 71.46 Ω, respectively (Figure 4). It was 

shown that the Rct value of NF/CMC-MWCNTs/GCE (84.28 Ω) was below the Rct value 

of NF/MWCNTs/GCE (84.28 Ω) and bare GCE (91.08 Ω), which demonstrates that 

MWCNTs possess the predominant conductivity and the dispersion of MWCNTs by CMC 

perhaps are capable of increasing the effective transfer area of the electron and electron-

transfer rate on the electrode surface. The Rct of NF/IL/CMC-MWCNTs/GCE (71.46 Ω) 

was further decreased, which can be interpreted as IL having good electrical conductivity, 

which can further enhance the electron-transport rate on the electrode surface. The Rct 

value decreased with the increase in electron-transfer rate, which also corresponds with 

the results of the CVs on different modified electrodes. 

 

Figure 4. EIS of different modified GCEs: GCE (a), NF/MWCNTs/GCE (b), NF/CMC-

MWCNTs/GCE (c), and NF/IL/CMC-MWCNTs/GCE (d), with a frequency range from 102 to 106 Hz. 

3.3. Effects of Scan Rates 

CVs of NF/IL/CMC-MWCNTs/GCE at different scan rates were carried out in the 

presence of 5 μM rutin and the results are shown in Figure 5A; thus, it can be seen that 

the redox top currents increased with the increase in scanning speed. Figure 5B shows the 

relationship between different scan rates and peak currents, which maintained a great 

linear relationship. The regression equations were Ipa = 66.927v + 2.8994 (R2 = 0.9928) and 

Ipc = −62.258v − 2.411 (R2 = 0.9944). It can be seen from Figure 5C that the absolute slope 

values of log I vs. log v were close to 1, which indicates that the electrochemical redox 

reaction of rutin on the modified electrode surface was an adsorption-controlled process. 

With that, we used the modified NF/IL/CMC-MWCNTs electrode after measuring with 

the different scan rates in the blank phosphate-buffer solution with different scanning cy-

cles (Figure 5D). In Figure 5D, the effect of different scanning segments on the CV process 

of the modified NF/IL/CMC-MWCNTs electrode after measuring with the different scan 

rates in the absence of rutin is shown, which suggests that the diffusion-controlled perfor-

mance was slow. Moreover, it can be seen from Figure 5D that the redox-peak currents of 

the modified electrode decreased with the increase in scanning cycles. This proves that 

rutin could be released from the electrode surface into phosphate-buffered solution grad-

ually, and this result that further validates the above conclusion. 

Figure 4. EIS of different modified GCEs: GCE (a), NF/MWCNTs/GCE (b), NF/CMC-MWCNTs/GCE (c),
and NF/IL/CMC-MWCNTs/GCE (d), with a frequency range from 102 to 106 Hz.

3.3. Effects of Scan Rates

CVs of NF/IL/CMC-MWCNTs/GCE at different scan rates were carried out in the
presence of 5 µM rutin and the results are shown in Figure 5A; thus, it can be seen that
the redox peak currents increased with the increase in scanning speed. Figure 5B shows
the relationship between different scan rates and peak currents, which maintained a great
linear relationship. The regression equations were Ipa = 66.927v + 2.8994 (R2 = 0.9928) and
Ipc = −62.258v − 2.411 (R2 = 0.9944). It can be seen from Figure 5C that the absolute slope
values of log I vs. log v were close to 1, which indicates that the electrochemical redox
reaction of rutin on the modified electrode surface was an adsorption-controlled process.
With that, we used the modified NF/IL/CMC-MWCNTs electrode after measuring with the
different scan rates in the blank phosphate-buffer solution with different scanning cycles
(Figure 5D). In Figure 5D, the effect of different scanning segments on the CV process of the
modified NF/IL/CMC-MWCNTs electrode after measuring with the different scan rates in
the absence of rutin is shown, which suggests that the diffusion-controlled performance
was slow. Moreover, it can be seen from Figure 5D that the redox-peak currents of the
modified electrode decreased with the increase in scanning cycles. This proves that rutin
could be released from the electrode surface into phosphate-buffered solution gradually,
and this result that further validates the above conclusion.

3.4. Different Methods of Rutin Measurement

To verify the optimal catalytic performance of the proposed electrochemical sensor,
three different approaches were used to perform the measurements in this work. The elec-
trochemical performance of the modified NF/IL/CMC-MWCNTs/GCE electrochemical
sensor was measured using different concentrations (0.1 µM–20 µM) of rutin in 50 mM pH 5
phosphate-buffer solution by employing various testing methods, including square-wave
voltammetry (SWV), differential-pulse voltammetry (DPV), and linear-sweep voltamme-
try (LSV). Figure 6A–C represents the reduction-peak current-response signals of the
three different methods of SWV, DPV, and LSV, respectively. Figure 7A–C represents the
oxidation-peak current-response signals of the three different methods of SWV, DPV, and
LSV, respectively. It is clear that Figure 6A–C shows that with an increased in concentration
of rutin from 0.1 µM to 20 µM the reduction-peak current response also increased markedly.
At the same time, we further investigated the oxidation-peak current. It can be observed
from Figure 7A–C that the oxidation-peak current increased distinctly with increasing rutin
concentration (0.1 µM–20 µM) as well, which demonstrates that the oxidation-peak current
was higher than the reduction-peak current.

In order to compare the sensitivity of different methods to detect rutin from Figures 6 and 7
more intuitively, we plotted Figure 8. We can directly observe from Figure 8A–C that the
oxidation-peak current-response signals of the three techniques were higher than that
reduction-peak current-response signals. In addition, it is evident that the oxidation-peak
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response signal of the SWV method was the strongest, as seen in Figure 8D. Therefore,
the SWV technique was pitched for the subsequent study. In addition, the redox-peak
current-response signals increased significantly between the concentration of rutin in the
range of 0.1 µM to 10 µM and increased slowly beyond the concentration of rutin at 10 µM,
so we selected the rutin-concentration range of 0.1 µM to 10 µM as the subsequent accurate
measurement in this paper.
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Figure 8. (A) SWV, (B) DPV, and (C) LSV of NF/IL/CMC-MWCNTs/GCE response to different
concentrations of rutin (0.1 µM–20 µM). (D) Different methods of NF/IL/CMC-MWCNTs/GCE
response to rutin. Here, SWV+, DPV+, and LSV+ represent the oxidation-peak current; SWV−,
DPV−, LSV− represent the reduction-peak current. All reduction-peak currents are plotted in
absolute values.

3.5. Effects of pH Values

The effects of the pH values of the phosphate-buffer-solution research on NF/IL/CMC-
MWCNTs/GCE by the SWV method was carried out in the presence of 5 µM rutin, and
the results are shown in Figure 9A. It can be observed that the oxidation-peak current
was accompanied by an increase in the phosphate-buffer-solution pH value from 3 to 5,
whereafter the current depreciated with a phosphate-buffer-solution pH value higher than 5.
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At the same time, it can be seen from Figure 9B that the oxidation-peak current reached
a maximum value at the phosphate-buffer-solution pH value of 5. Therefore, pH 5 was
selected as the optimal phosphate-buffer-solution pH value for the next test.
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3.6. Precision Detection of Rutin

In order to study the precision and high-sensitivity measurement of the proposed
electrochemical sensor for different concentrations of rutin, according to the study of dif-
ferent measurement methods described above, the SWV method was used to determine
rutin on NF/IL/CMC-MWCNTs/GCE, and the results are shown in Figure 10A. And
the results indicate that the oxidation-peak current increased distinctly with increasing
concentrations of rutin. At the same time, Figure 10B shows the plot of the oxidation-peak
current versus rutin in the concentration range of 0.01 µM to 10 µM. As can be seen from
Figure 10B, the linear range of the NF/IL/CMC-MWCNTs/GCE response to rutin was di-
vided into two linear segments: 0.01 µM–1 µM and 1 µM–10 µM, with regression equations of
I (µA) = −54.056Crutin (µM) − 1.192 (R2 = 0.9952) and I (µA) = −6.8107Crutin (µM) − 49.717
(R2 = 0.9936), respectively. The sensitivities of the proposed electrochemical sensor were
54.05 µA·µM−1 and 6.81 µA ·µM−1, respectively, which were better than the different
modified sensors that had been reported previously [54–56]. The values of the detection
limit of this proposed electrochemical sensor was 0.83 nM and 6.6 nM, respectively (3S0/S,
S0 and S represent the standard deviation measured under the blank solution and the slope
of the linear-range curve, respectively) [48]. Table 1 shows the comparison between this
work and other modified sensors in the earlier reported analytical performance of rutin
sensors. It can be seen that the modified sensor proposed in this work had better sensitivity.
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Table 1. Comparison of different modified electrodes for rutin determination.

Electrode Method Linear Range (µM) LOD (µM) Reference

MIP/MWCNTs/GCE DPV 0.4–10 0.11 [4]
ZnO-rGO-PB/MCPE DPV 0.07–7, 7–100 0.02 [15]

MWCNTs-IL-Gel/GCE DPV 0.072–6 0.02 [33]
DMI·Tf2N-LAC/CPE SWV 5.84–53.6 0.69 [36]

PtNPs/rGO/GCE DPV 0.057–102.59 0.02 [57]
Pt@r-GO@MWCNTs/GCE DPV 0.05–50 0.005 [58]

AuNPs-CD-LAC/CPE SWV 0.3–2.97 0.17 [59]
Ni-GO/GCE SWV 0.011–1, 2.2–15 0.0032 [60]

MWCNTs-CD-Fe3O4/GCE DPV 0.02–10 0.0164 [56]
GO-CS/GCE DPV 0.9–90 0.56 [61]

PVP/CPE LSV 0.39–13 0.15 [62]
NF/IL/CMC-MWCNTs/GCE SWV 0.01–1, 1–10 0.0066 This work

MIP, molecularly imprinted polymer; PB, Prussian blue; CPE, carbon-paste electrode; IL, ionic liquid; DMI·Tf2N,
1-decyl-3-methylimidazolium; PtNPs, Pt nanoparticles; rGO, reduced graphene oxide; AuNPs, gold nanoparticles;
CD, β-cyclodextrin; Ni-GO, nickel nanoparticles incorporated with graphene-oxide composite; Fe3O4 NPs, Fe3O4
nanoparticles; CS, chitosan; PVP, poly (vinylpyrrolidone).

3.7. Anti-Interference Ability and Stability of the Modified Electrode

Anti-interference properties of the modified electrode electrochemical sensor were
investigated by adding different interference substances using the SWV method. In
Figure 11A, it can be seen that there was no obvious response when the interference
substances—which were 500-fold concentrations (250 µM) of rutin (Ru), such as ethanol,
glucose (Glu), vitamin B1 (Vit B1), ascorbic acid (Vit C), glycine (Gly) and uric acid (UA);
100-fold concentrations (50 µM), such as nitrite, sulfite, inositol, and urea; and 10-fold con-
centrations (5 µM), such as pyrogallic acid, levodopa, amoxicillin, and clotrimazole—were
added to the detection solution. However, a strong current signal was produced when
0.5 µM rutin was added, indicating that this proposed electrochemical sensor had great
selectivity and anti-interference performance.

To assess the stability of this electrochemical sensor, the modified GCE were checked
in the presence of 5 µM rutin via the SWV method. After the modified electrode was
stored at 4 ◦C for 10, 20, and 30 days, the oxidation-peak current decreased by 3.2%, 8.3%,
and 11%, respectively (Figure 11B). The results show that the modified electrode had
great storage stability. In addition, we prepared five parallel modified sensors in pH 5
phosphate-buffer solution containing 5 µM rutin to evaluate the reproducibility of these
sensors. This study provided an RSD of 1.7% between the electrochemical measurements of
the five sensors, indicating that the proposed sensors had good reproducibility. Moreover,
the voltammograms of the interferent, stability, and reproducibility study are shown in
Figure 11C–E, respectively.

3.8. Real-Sample Determination of Rutin in Tablets

Two types of rutin tablets were detected using this proposed electrochemical sensor.
In this work, the UHPLC method was used to evaluate the accuracy of the NF/IL/CMC-
MWCNTs/GCE electrochemical sensor. The results of the electrochemistry and UHPLC
methods used to create rutin tablets (sample 1 and sample 2) with different concentrations
are shown in Table 2. Meanwhile, the results show that the proposed electrochemical sensor
had better accuracy, which indicates that the presented electrochemical sensor could be
applied to the rapid quantitative determination of rutin concentration in the future.
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Table 2. Rutin-tablet sample determination by UHPLC and electrochemical-sensor methods (n = 3).

Samples Concentration (µM) UHPLC (µM) Sensor (µM) RSD (%)

1
1 0.94 0.92 2.25 ± 0.02
5 4.70 4.68 1.93 ± 0.05

10 9.60 9.72 1.23 ± 0.04

2
1 0.78 0.81 1.41 ± 0.06
5 4.50 4.73 2.22 ± 0.04

10 9.40 9.65 2.51 ± 0.03

4. Conclusions

In the present work, a novel and highly sensitive electrochemical sensor for the
detection of low concentration of the flavonoid rutin was successfully proposed based on
a modified glassy carbon electrode with sodium carboxymethylcellulose, multi-walled
carbon nanotubes, and 1-butyl-3-methylimid. The results of TEM and EIS show that CMC
could disperse the multi-walled carbon nanotubes well and synergistically interact with IL
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to improve the conductivity of the nanocomposites. Effects of scan rates indicate that the
electrochemical redox reaction of rutin on the modified electrode surface was an adsorption-
controlled process. Different methods of rutin measurement show that SWV was the most
suitable technique for rutin determination in this work. In precision detection of rutin, the
prepared NF/IL/CMC-MWCNTs/GCE exhibited good electrical conductivity and a low
limit for rutin detection, with detection limits of 0.83 nM and 6.6 nM (S/N = 3), respectively.
In addition, through interference experiments by adding different interfering substances,
this proposed electrochemical sensor demonstrated good selectivity for rutin. After storage
at 4 ◦C for 30 days, the results show that the modified electrode had great storage stability.
The reliability of this electrochemical sensor was demonstrated by analyzing two different
rutin tablets, which were produced by different manufacturers. The results were tested by
ultra-high-performance liquid chromatography as a comparison, and the results show that
this electrochemical sensor had good accuracy. Thus, the NF/IL/CMC-MWCNTs/GCE
electrochemical sensor for the rutin-testing results demonstrated a low detection limit, great
anti-interference capacity and stability, and good accuracy. The proposed electrochemical
sensor has latent utility value in actual content detection of drugs.

Author Contributions: Conceptualization, X.M. and J.H.; methodology, J.H.; software, X.M.; valida-
tion, X.M., J.H., B.-L.X. and X.-Y.S.; formal analysis, X.M.; investigation, X.M.; resources, J.H.; data
curation, X.M. and J.H.; writing—original draft preparation, X.M.; writing—review and editing, X.M.,
J.H., B.-L.X., X.-Y.S., X.-X.M., Y.-Y.L. (Yang-Yang Li), L.-L.M., Y.-J.C., Y.-Y.L. (Yu-Ying Li), K.-X.X., T.H.,
J.-S.W. and A.A.M.-M.; visualization, X.M.; supervision, T.H., J.H. and B.-L.X.; project administration,
X.M. and J.H.; funding acquisition, J.H. All authors have read and agreed to the published version of
the manuscript.

Funding: This research was funded by the National Natural Science Foundation of China (NSFC,
grant number 32161143021) and the Iran National Science Foundation (INSF, grant number 4001873).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Not applicable.

Acknowledgments: The National Natural Science Foundation of China (NSFC, grant number
32161143021), the Research Council of the University of Tehran and the Iran National Science Foun-
dation (INSF, grant number 4001873) are gratefully acknowledged.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Enogieru, A.B.; Haylett, W.; Hiss, D.C.; Bardien, S.; Ekpo, O.E. Rutin as a Potent Antioxidant: Implications for Neurodegenerative

Disorders. Oxidative Med. Cell. Longev. 2018, 2018, 6241017. [CrossRef] [PubMed]
2. Fabjan, N.; Rode, J.; Košir, I.J.; Wang, Z.; Zhang, Z.; Kreft, I. Tartary Buckwheat (Fagopyrum tataricum Gaertn.) as a Source of

Dietary Rutin and Quercitrin. J. Agric. Food Chem. 2003, 5122, 6452–6455. [CrossRef] [PubMed]
3. Ganeshpurkar, A.; Saluja, A.K. The Pharmacological Potential of Rutin. Saudi Pharm. J. 2017, 252, 149–164. [CrossRef] [PubMed]
4. Wang, C.; Wang, Q.; Zhong, M.; Kan, X. Boronic acid based imprinted electrochemical sensor for rutin recognition and detection.

Analyst 2016, 14120, 5792–5798. [CrossRef]
5. Sharma, S.; Ali, A.; Ali, J.; Sahni, J.K.; Baboota, S. Rutin: Therapeutic potential and recent advances in drug delivery. Expert Opin.

Investig. Drugs 2013, 228, 1063–1079. [CrossRef] [PubMed]
6. Chua, L.S. A review on plant-based rutin extraction methods and its pharmacological activities. J. Ethnopharmacol. 2013, 1503,

805–817. [CrossRef]
7. Ghorbani, A. Mechanisms of antidiabetic effects of flavonoid rutin. Biomed. Pharmacother. 2017, 96, 305–312. [CrossRef]
8. Gullón, B.; Lú-Chau, T.A.; Moreira, M.T.; Lema, J.M.; Eibes, G. Rutin: A review on extraction, identification and purification

methods, biological activities and approaches to enhance its bioavailability. Trends Food Sci. Technol. 2017, 67, 220–235. [CrossRef]
9. Imani, A.; Maleki, N.; Bohlouli, S.; Kouhsoltani, M.; Sharifi, S.; Dizaj, S.M. Molecular mechanisms of anticancer effect of rutin.

Phytother. Res. 2021, 355, 2500–2513. [CrossRef]
10. Hosseinzadeh, H.; Nassiri-Asl, M. Review of the protective effects of rutin on the metabolic function as an important dietary

flavonoid. J. Endocrinol. Investig. 2014, 379, 783–788. [CrossRef] [PubMed]

http://doi.org/10.1155/2018/6241017
http://www.ncbi.nlm.nih.gov/pubmed/30050657
http://doi.org/10.1021/jf034543e
http://www.ncbi.nlm.nih.gov/pubmed/14558761
http://doi.org/10.1016/j.jsps.2016.04.025
http://www.ncbi.nlm.nih.gov/pubmed/28344465
http://doi.org/10.1039/C6AN01294A
http://doi.org/10.1517/13543784.2013.805744
http://www.ncbi.nlm.nih.gov/pubmed/23795677
http://doi.org/10.1016/j.jep.2013.10.036
http://doi.org/10.1016/j.biopha.2017.10.001
http://doi.org/10.1016/j.tifs.2017.07.008
http://doi.org/10.1002/ptr.6977
http://doi.org/10.1007/s40618-014-0096-3
http://www.ncbi.nlm.nih.gov/pubmed/24879037


Chemosensors 2023, 11, 171 14 of 15

11. Choi, S.-S.; Park, H.-R.; Lee, K.-A. A comparative study of rutin and rutin glycoside: Antioxidant activity, anti-inflammatory
effect, effect on platelet aggregation and blood coagulation. Antioxidants 2021, 10, 1696. [CrossRef] [PubMed]

12. Choi, S.J.; Lee, S.-N.; Kim, K.; Joo, D.H.; Shin, S.; Lee, J.; Lee, H.K.; Kim, J.; Kwon, S.B.; Kim, M.J.; et al. Biological effects of rutin
on skin aging. Int. J. Mol. Med. 2016, 381, 357–363. [CrossRef] [PubMed]

13. Li, T.; Chen, S.; Feng, T.; Dong, J.; Li, Y.; Li, H. Rutin protects against aging-related metabolic dysfunction. Food Funct. 2016, 72,
1147–1154. [CrossRef] [PubMed]

14. Chen, G.; Zhang, H.; Ye, J. Determination of rutin and quercetin in plants by capillary electrophoresis with electrochemical
detection. Anal. Chim. Acta 2000, 4231, 69–76. [CrossRef]

15. D’Souza, O.J.; Mascarenhas, R.J.; Satpati, A.K.; Basavaraja, B.M. A novel ZnO/reduced graphene oxide and Prussian blue
modified carbon paste electrode for the sensitive determination of Rutin. Sci. China Chem. 2019, 622, 262–270. [CrossRef]

16. Jiang, H.; Engelhardt, U.H.; Thräne, C.; Maiwald, B.; Stark, J. Determination of flavonol glycosides in green tea, oolong tea and
black tea by UHPLC compared to HPLC. Food Chem. 2015, 183, 30–35. [CrossRef]

17. Peng, L.; Wang, Y.; Zeng, H.; Yuan, Y. Molecularly imprinted polymer for solid-phase extraction of rutin in complicated traditional
Chinese medicines. Analyst 2011, 1364, 756–763. [CrossRef]

18. Yang, N.; Ren, G. Application of Near-Infrared Reflectance Spectroscopy to the Evaluation of Rutin and D-chiro-Inositol Contents
in Tartary Buckwheat. J. Agric. Food Chem. 2008, 563, 761–764. [CrossRef]

19. Sakamoto, M.; Takamura, K. Consecutive determination of rutin and quercetin by spectrophotometric measurements. Microchem.
J. 1978, 233, 374–383. [CrossRef]

20. Kang, J.; Yeom, G.; Jang, H.; Park, C.J.; Kim, M.G. Highly sensitive and universal detection strategy based on a colorimetric assay
using target-specific heterogeneous sandwich DNA aptamer. Anal. Chim. Acta 2020, 1123, 73–80. [CrossRef]

21. Kreft, S.; Knapp, M.; Kreft, I. Extraction of Rutin from Buckwheat (Fagopyrum esculentum Moench) Seeds and Determination by
Capillary Electrophoresis. J. Agric. Food Chem. 1999, 4711, 4649–4652. [CrossRef] [PubMed]

22. Tan, H.; Zhao, Y.; Xu, X.; Sun, Y.; Li, Y.; Du, J. A covalent triazine framework as an oxidase mimetic in the luminol chemi-
luminescence system: Application to the determination of the antioxidant rutin. Microchim. Acta 2019, 1871, 42. [CrossRef]
[PubMed]
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