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l ratiometric electrochemical
sensor for combined determination of indole-3-
acetic acid and salicylic acid†

Ye Hu,‡ac Xiaodong Wang,‡ab Cheng Wang,ab Peichen Hou,ab Hongtu Dong,ab

Bin Luo*ab and Aixue Li *ab

Indole-3-acetic acid (IAA) and salicylic acid (SA) are two important phytohormones. In this work, for the first

time, a ratiometric electrochemical sensor was developed for quantifying IAA and SA simultaneously. A

composite of multi wall carbon nanotubes (MWNT) and carbon black (CB) was used to enhance the

sensitivity of electrochemical detection. Ferrocene (Fc) was used as the reference molecule to offer

a built-in correction to improve the accuracy. A good linearity was constructed between the IIAA/IFc and

the concentration of IAA from 25 mM to 1000 mM. The linear equation was y ¼ 0.00159x + 0.124 (R2 ¼
0.9887). The LOD for IAA was 1.99 mM. Meanwhile, the ISA/IFc gradually increased with increasing

concentration of SA. The linear regression equation for SA was y ¼ 0.00107x + 0.34465 (R2 ¼ 0.9488)

with the LOD of 3.30 mM. Thus, the as-prepared multifunctional ratiometric electrochemical sensor was

successfully applied to detect IAA and SA at the same time. This sensor was also successfully used to

detect IAA and SA in the homogenates of soybean seedlings under salt stress, confirming the practical

applicability of the sensor. And the obtained results agreed well with those obtained by the ultra

performance liquid chromatography-mass spectrometry (UPLC-MS) method.
1. Introduction

Phytohormones are small organic molecules produced in
plants. They play an important role in regulating the growth and
development of plants. Indole-3-acetic acid (IAA) and salicylic
acid (SA) are two important phytohormones (Scheme 1). IAA
mainly regulates gene expression, cell division, plant growth,
owering, withering, and so on.1–3 And there is evidence that
IAA is involved in a plant's response and adaptation to stress.4,5

SA plays an important role in regulating plant seed germina-
tion, membrane permeability, defense responses, owering,
heat production, etc.6 When plants encounter external stresses,
the level of many phytohormones will change accordingly, thus
causing a response to the external environment. Accumulating
evidence suggests that IAA and SA are oen involved in the
same biological process in plants.7–9 For example, SA can inhibit
plant growth by suppressing the signal of IAA.9 Therefore,
ment for Agriculture, Beijing Academy of

00097, China. E-mail: luob@nercita.org.

hnology in Agriculture, Beijing Academy of

0097, China

hinese Academy of Sciences, 19A YuQuan

tion (ESI) available. See DOI:

is work.

f Chemistry 2020
simultaneous detection of IAA and SA may improve our
understanding of a plant's physiological regulationmechanism.

Many technologies can be used for determining phytohor-
mones, such as capillary gas chromatographic (GC),10 capillary
electrophoresis (CE),11 radioimmunoassay,12 high performance
liquid chromatography (HPLC),13 uorescence spectrometry14,15

and enzyme linked immunosorbent assay (ELISA), etc.However,
these methods oen require expensive apparatus or lengthy
proceeding. Electrochemical sensors have aroused extensive
interest due to their high sensitivity, good selectivity, fast
response, good portability, and low cost, etc. Various electro-
chemical sensors have been developed for the detection of
Scheme 1 Schematic illustration of the fabrication process for the
ratiometric electrochemical sensor of IAA and SA.

RSC Adv., 2020, 10, 3115–3121 | 3115

http://crossmark.crossref.org/dialog/?doi=10.1039/c9ra09951d&domain=pdf&date_stamp=2020-01-16
http://orcid.org/0000-0001-6476-3005
http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/c9ra09951d
https://pubs.rsc.org/en/journals/journal/RA
https://pubs.rsc.org/en/journals/journal/RA?issueid=RA010006


RSC Advances Paper

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 1

7 
Ja

nu
ar

y 
20

20
. D

ow
nl

oa
de

d 
on

 1
1/

29
/2

02
5 

1:
56

:2
8 

A
M

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online
IAA16–18 or SA19–21 alone. However, up to our knowledge, few
works has been done on the simultaneous detection of IAA and
SA using electrochemical methods.16

Recently, a great deal of research has been done on the
development of ratiometric electrochemical sensors. Different
from the conventional single signal electrochemical sensors,
ratiometric electrochemical sensors introduce an independent
redox probe which can offer a built-in correction for the analy-
te's signal. The ratio of the two signals is used to replace the
absolute value of signal of analyte as the output signal, thus the
reproducibility and robustness of the sensor can be remarkably
enhanced. Nowadays, ratiometric electrochemical sensors have
been developed for a varieties of biomolecules including nucleic
acid,22,23 biological small molecule,24,25 protein,26,27 and metal
ions,28,29 etc. But most ratiometric electrochemical sensors only
can detect one analyte. Only a very few works have been shown
that two analytes can be detected simultaneously using ratio-
metric electrochemical sensors, such as copper ion and L-
cysteine,29 glucose and pH,30 etc. Therefore, the multifunctional
ratiometric electrochemical sensor for dual biochemical anal-
ysis is still a great challenge.

In this paper, a multifunctional ratiometric electrochemical
sensor was fabricated for detecting IAA and SA simultaneously.
As shown in the Scheme 1, rst, we used a layer of composite of
multi wall carbon nanotubes (MWNT) and carbon black (CB) to
enhance the sensitivity of sensor. MWNT have been widely used
in many biosensors due to its unique properties, such as high
specic surface areas, excellent electrical conductivity and
chemical stability, etc. With the aim of producing a low-cost,
practical sensor, carbon black (CB) was also used to form
a CB–MWNT composite due to its high surface to area ratio,
good conductivity, and low cost. Second, a layer of ferrocene (Fc)
was modied on the electrode, which was used as the reference
molecule. Third, a layer of CB–MWNT–Naon was modied on
the electrode, which used to improve the sensitivity of electro-
chemical detection further and avoid the interference of other
molecules. The as-prepared ratiometric sensor is accurate and
selective for IAA and SA detection. As far as we know, this is the
rst work for detecting IAA and SA simultaneously using ratio-
metric electrochemical sensor. The developed sensor was
applied to determine the levels of IAA and SA in the soybean
seedlings under different salt treatment, conrming the prac-
tical applicability of the ratiometric sensor.
2. Experimental
2.1. Chemicals and materials

Salicylic acid (SA), ascorbic acid, indole acetic acid (IAA), methyl
jasmonate, succinic acid, citric acid, abscisic acid, and Naon
(5 wt%) were supplied by Sigma-Aldrich Co. LLC. (St. Louis, MO,
US). The multiwalled carbon nanotube (MWNT) was bought
fromNanjing XFNANOMaterials Tech Co. Ltd. (Jiangsu, China).
VXC72R conductive carbon black (CB) was bought from Cabot
Chemical (Tianjin) Co., Ltd. (Tianjin China). Ferrocene (Fc),
chitosan (CS) and other chemicals were obtained from Beijing
Chemical Works (Beijing, China).
3116 | RSC Adv., 2020, 10, 3115–3121
2.2. Preparation of the ratiometric electrochemical sensor

Glassy carbon (GC) electrode (3 mm in diameter) was polished
with 0.3 and 0.05 mm alumina powder in turn. It was ultrasonic
cleaned in deionized water and ethanol, then dried under N2

atmosphere.
The MWNT was oxidized and shortened with H2SO4 and

HNO3 (3 : 1) for 6 h. Then it was centrifuged and washed. CB
and MWNT were dissolved in 1 ml 1% CS solution. The
concentration of CB and MWNT were optimized. Aer ultra-
sonicating for 1 h, a stable black suspension of CB–MWNT was
obtained. The cleaned GC electrode was rstly modied by
dropping 5 ml CB–MWNT solutions. Aer dried in air, 5 ml 5 mg
ml�1 Fc solution was dropped on the electrode and dried in the
air. At last, another 5 ml CB–MWNT solution was dropped on the
electrode, for the second layer of CB–MWNT, Naon (0.5%) was
added to improve the selectivity and stability of the sensor. The
modied CB–MWNT–Naon/Fc/CB–MWNT/GC electrode was
used as the working electrode. CB–Naon/Fc/CB/GC electrode
and MWNT–Naon/Fc/MWNT/GC electrode were also prepared
for comparation.
2.3. Characterization

The surface morphology of the CB–MWNT–Naon/Fc/CB–
MWNT/GC electrode for the modication process was charac-
terized by eld emission scanning electron microscopy (FESEM;
ZEISS Gemini SEM 500) equipped with an energy dispersive
spectrometer (EDS) detector (Oxford X-Max Extreme). Glassy
carbon sheets (5 mm in diameter, purchased from Shanghai
Chenhua Instrument Co., Ltd.) were employed for the
characterization.
2.4. Electrochemical experiments

A Ag/AgCl (3 M KCl) reference electrode, a platinum wire
counter electrode and the modied working electrode was used
for the electrochemical measurement, which was conducted on
the electrochemical analyzer system (PGSTAT302N AUTOLAB).
Differential pulse voltammetry (DPV) measurements was
recorded from�0.1 V to 1.4 V. The DPV parameter includes step
potential of 2 mV, scan rate of 20 mV s�1, and the modulation
amplitude of 50 mV. 10 mM PBS (pH ¼ 7.4) was used as the
buffer solution for the electrochemical measurement.
2.5. Plant samples preparation

The seeds of soybean (ZH13) were bought from Beijing Kafry
Technology Co., Ltd. The germinated seeds were incubated in
half-strength Hoagland solution in an illuminating incubator
for 10 days. Then the seedlings were divided into eight groups
randomly (20 plants in each group) for salt stress experiment.
Different concentrations of salts (0 and 100 mM NaCl) with
different treatment time (0, 12, 24, 36 h) were used.

The stems of soybean seedlings were ground into homoge-
nates with crystalline silica, then centrifuged for 10 min
(10 000 rpm at 4 �C). The supernatant was collected and diluted
with PBS (1 : 1 in volume) freshly for electrochemical
measurements.
This journal is © The Royal Society of Chemistry 2020
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2.6. UPLC-MS measurements

The UPLC-MSmeasurements were done referring to our previous
work.31,32 Briey, the stems of soybean seedlings with different
salt treatments were collected respectively. The samples were
ground with liquid nitrogen. 100 mg ground sample was
dispersed in 1 mL precooled methanol (80%) for extraction and
stayed at 4 �C overnight. 1 ml CHCl3 was added into the extract.
Aer that, it was vibrated for 4 min (900 rpm at 4 �C) and
centrifuged for 5 min (12 000 rpm at 4 �C). The underlying liquid
was collected and dried at room temperature. Before the UPLC-
MS, the sample was dissolved with methanol and ltrated.
Fig. 1 SEM (A–D) and EDS spectra (a–d) analysis of bare GC, CB–
MWNT/GC, Fc/CB–MWNT/GC, CB–MWNT–Nafion/Fc/CB–MWNT/
GC.
3. Results and discussion
3.1. Characterization of the modied electrodes

The catalytic performance of the four electrodes, bare GC elec-
trode, CB–Naon/Fc/CB/GC electrode, MWNT–Naon/Fc/
MWNT/GC electrode and CB–MWNT–Naon/Fc/CB–MWNT/
GC to SA and IAA was tested by DPV measurement. As shown
in Fig. S1,† compared the four DPV curves, the bare GC elec-
trode showed the weakest catalytic performance to SA and IAA.
The catalytic ability of MWNT–Naon/Fc/MWNT/GC electrode
was better than CB–Naon/Fc/CB/GC electrode. This may be
due to the lower electrical conductivity of the CBs compared to
MWNTs.33 The CB–MWNT–Naon/Fc/CB–MWNT/GC electrode
showed the best performance to SA and IAA, which may be due
to the extended conjugated network between CBs and MWNTs,
resulting a highly synergistic improvement in the electrical and
electrochemical properties.34 So, the CB–MWNT–Naon/Fc/CB–
MWNT/GC electrode was used in the following experiments.

The morphology for the modication process of CB–MWNT–
Naon/Fc/CB–MWNT/GC was characterized by SEM using
glassy carbon sheets as the substrate. The bare GC electrode
surface is smooth (Fig. 1A). Aer modied the electrode with
CB–MWNT layer, MWNT tubes and evenly distributed CB can be
observed (Fig. 1B). MWNT shows homogeneous layer of
randomly distributed strongly interlaced tubes. The diameter of
the MWNT tubes is about 20–30 nm. The CBs are intercalated
between the MWNT bundles. This uniform and interdigitated
nanostructure provides a signicant increase of effective area of
the electrode. When Fc was cast on the CB–MWNT layer
(Fig. 1C), the Fc molecules adsorbed on the surface of CB–
MWNT layer. Because Fc was dissolved in methanol, which
evaporated during the modication process, the whole modi-
cation layer on the electrode becomes denser and rougher. Aer
modied the CB–MWNT–Naon layer (Fig. 1D), the random
distribution of MWNTs and CBs can also be observed on the
electrode surface which showed that the MWNTs and CBs were
homogeneously dispersed into the Naon matrix. A membrane
like substance forms on the surface of the modier, suggesting
the Naon layer was formed on the electrode. So the addition of
Naon in the fabrication of the electrode can improve the
stability of the sensor. SEM data conrms the changes in the
electrode surface morphology and indicates the successful
fabrication of the electrode. EDS was used to analyze the
elements for each step of the modied electrode. For the bare
This journal is © The Royal Society of Chemistry 2020
electrode (Fig. 1a), only C and O elements can be observed. The
appearance of C elements was due to that the glassy carbon
sheets which were used as the substrate. The appearance of O
elements may be ascribed to the absorption of O in the air. For
the CB–MWNT/GC electrode (Fig. 1b), the elements of C, O
and N are observed. CB and MWNT also have the C element.
The oxidation treatment of MWNT can produce the O and N
elements. This result conrms the modication of CB and
MWNT. For the Fc/CB–MWNT/GC electrode (Fig. 1c), except for
C, O, N, Fe element is observed, because there are Fe element in
Fc molecules. This result conrms the modication of Fc layer
on the electrode. For the CB–MWNT–Naon/Fc/CB–MWNT/GC
(Fig. 1d), except for C, O, N, Fe, F and S elements are
observed, because there are F and S elements in Naon. This
result conrms the modication of CB–MWNT–Naon layer on
the electrode. The EDS results also conrm that the electrode
was successfully fabricated.
3.2. Feasibility of the CB–MWNT–Naon/Fc/CB–MWNT/GC
electrode for ratiometric detection of IAA and SA
simultaneously

As for the multifunctional ratiometric electrochemical sensor,
one important challenge is that the redox potential of the
RSC Adv., 2020, 10, 3115–3121 | 3117
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Fig. 2 (A) DPV curve of the modified CB–MWNT–Nafion/Fc/CB–
MWNT/GC electrode in 10 mM PBS (pH ¼ 7.4). (B) DPV curve of the
modified GC electrode in 600 mM IAA. (C) DPV curve of the modified
GC electrode in 600 mM SA. (D) DPV curve of the modified GC elec-
trode in 600 mM IAA + 600 mM SA.

Fig. 3 DPV curves of the modified electrode contained 5 mg ml�1 Fc
in PBS with SA (400 mM) plus IAA (125 mM, 200 mM, 300 mM, 400 mM,
600 mM, (a) to (e)) (A); IAA (400 mM) plus SA (125 mM, 200 mM, 300 mM,
400 mM, 600 mM, (a) to (e)) (B); IAA (400 mM), SA (400 mM) and Fc (1 mg
ml�1, 2.5 mg ml�1, 5 mg ml�1, 7.5 mg ml�1, 10 mg ml�1, (a) to (e)) (C).

RSC Advances Paper

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 1

7 
Ja

nu
ar

y 
20

20
. D

ow
nl

oa
de

d 
on

 1
1/

29
/2

02
5 

1:
56

:2
8 

A
M

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online
internal reference and the analytes should not disturb each
other. Fig. 2A shows the DPV curve of the modied GC electrode
in 10 mM PBS. An oxidation peak is observed at 0.15 V, which is
ascribed to the Fc modication on the electrode. Fig. 2B shows
the DPV curve of the modied electrode in 600 mM IAA. Except
for the oxidation peak of Fc, a new oxidation peak appears at
0.75 V, which is due to the oxidation of IAA. The oxidation peaks
of Fc and IAA are separated by �600 mV. Fig. 2C shows the DPV
curve of the modied electrode in 600 mM SA. Along with the
oxidation peak of Fc, the oxidation peak of SA appears at 1.05 V.
The oxidation peaks of Fc and SA are separated by �900 mV.
Fig. 2D shows the DPV curve of the modied electrode in 600
mM IAA and 600 mM SA. Three oxidation peaks are obviously
observed, which ascribe to the Fc, IAA and SA, respectively. The
oxidation peaks of IAA and SA are separated by �300 mV. It has
been reported that two substances can be measured simulta-
neously without mutual interference if their oxidation potential
separation is more than 100 mV.35 As the oxidation potential
separation of Fc and IAA, Fc and SA, and IAA and SA are
�600 mV, �900 mV and �300 mV, respectively, indicating that
the modied electrode can simultaneously detect the oxidation
of Fc, IAA and SA. The coexistence of Fc, IAA and SA in this
sensor system could not produce interference to respective
oxidation peak intensities and positions. Therefore, using the
IIAA/Fc and ISA/Fc, a ratiometric electrochemical sensor which can
simultaneously detect IAA and SA can be constructed.

The mutual interferences between Fc and IAA (or SA) were
also conducted. Fig. 3A shows the DPV curves of the modied
electrode in presence of different concentrations of IAA with
a xed concentration of SA. The increase of IAA causes a gradual
increase of the oxidation peak intensity of IAA, but hardly has
any impact on that of Fc and SA. Fig. 3B shows the DPV curves of
the modied electrode in presence of different concentrations
of SA with a xed concentration of IAA. With the increase of SA,
the oxidation peak intensity of SA increases, but it also has little
3118 | RSC Adv., 2020, 10, 3115–3121
effect on that of Fc and IAA. Similarly, as shown in Fig. 3C, the
increase of Fc also has negligible effect on IAA and SA. These
results suggest that the mutual interferences from the three
substances (Fc, IAA and SA) with xed or increased concentra-
tions have negligible inuence on the oxidation peaks of other
This journal is © The Royal Society of Chemistry 2020
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Fig. 4 (A) DPV curves of the CB–MWNT–Nafion/Fc/CB–MWNT/GC modified electrode in PBS contained SA and IAA with the same concen-
tration changes (25 mM, 50 mM, 125 mM, 200 mM, 300 mM, 400 mM, 600 mM, 800 mM, 1000 mM, (a) to (i)); (B) the linear relationships of IAA/Fc versus
IAA concentrations, and SA/Fc versus SA concentrations.
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components. The fabrication of microsensor for ratiometric
detection of IAA and SA simultaneously is feasible.
Fig. 5 Selectivity of the modified CB–MWNT–Nafion/Fc/CB–MWNT/
GC electrode toward potential interfering including (a) blank, (b)
abscisic acid, (c) citric acid, (d) methyl jasmonate, (e) succinic acid, (f)
ascorbic acid, (g) glucose, (h) lactose, (i) glycine, (j) MgCl2, (k) CaCl2, (l)
mix of all the interferences. The concentrations of IAA, SA and the
interferences are all 250 mM.
3.3. Performance of the CB–MWNT–Naon/Fc/CB–MWNT/
GC electrode for ratiometric detection of IAA and SA
simultaneously

The concentrations of CB and MWNT used to prepare the CB–
MWNT–Naon/Fc/CB–MWNT/GC electrode were optimized. As
shown in Fig. S2,† when the concentration of MWNT is kept
constant, as the concentration of CB increases from 0.5 mg
ml�1 to 2 mg ml�1, the oxidation peak current of SA (250 mM)
increases signicantly. When the concentration of CB increases
further, the peak current of SA decreases, indicating the optimal
concentration of CB is about 2 mg ml�1. The concentration of
MWNT was also investigated. As shown in Fig. S3,† the peak
current of IAA is highest when 4 mg ml�1 MWNT was used. So,
the 4 mg ml�1 MWNT was used in the following experiments.

The performance of the prepared CB–MWNT–Naon/Fc/CB–
MWNT/GC electrode toward ratiometric detection of IAA and SA
was studied by DPV. As the concentrations of IAA and SA raise
from 25 mM to 1000 mM, the oxidation peak intensity of IAA and
SA increase gradually (Fig. 4A), while the oxidation peak inten-
sity of Fc remains unchanged. The ratio between the peak
currents of IAA and Fc (i.e., IIAA/IFc) is linearly related to the IAA
concentration from 25 mM to 1000 mM. The linear regression
equation is y ¼ 0.00159x + 0.124 (R2 ¼ 0.9887), the LOD of the
ratiometric sensor for IAA is 1.99 mM. The ISA/IFc also shows
a linear relationship to the SA concentration from 25 mM to 1000
mM. The linear regression equation is y¼ 0.00107x + 0.34465 (R2

¼ 0.9488). The LOD of the ratiometric sensor for SA is 3.30 mM.
As shown in Tables S1 and S2,† our sensor is more sensitive or
comparable with the most electrochemical sensors that existed
for IAA or SA detection, and the linear range of our sensor is
wider, which can cover the concentration range of IAA and SA in
This journal is © The Royal Society of Chemistry 2020
most plants. More importantly, our sensor can detect the two
substances simultaneously with high reliability.

The selectivity of the sensor was also studied. As shown in
Fig. 5, no obvious responses are observed for the potential
interfering substances including abscisic acid, citric acid,
methyl jasmonate, succinic acid, ascorbic acid, glucose, lactose,
glycine, MgCl2, CaCl2 and mix of all the interferences. This
result suggests that our sensor possesses high selectivity. The
fabrication reproducibility of IAA and SA using six freshly
prepared CB–MWNT–Naon/Fc/CB–MWNT/GC electrodes is
shown in Fig. S4.† The reproducibility of the CB–MWNT–
Naon/Fc/CB–MWNT/GC electrode is also evaluated by per-
forming intra-assay and inter-assay experiments. The intra-
assay is performed by assaying six replicate measurements
with the same electrode in two concentrations of IAA and SA (50
RSC Adv., 2020, 10, 3115–3121 | 3119
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Fig. 6 Representative DPV curves of 50% homogenate of soybean
seedling stems diluted by 10 mM PBS solution under (A) 0 mM (B)
100mMNaCl salt stress for: 0 h (a), 12 h (b) 24 h (c) 36 h (d) detected by
the modified CB–MWNT–Nafion/Fc/CB–MWNT/GC electrode. (C)
The UPLC-MS results of IAA and SA levels of (A) and (B).
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mM and 250 mM). The inter-assay is estimated by using six
freshly prepared electrodes. The CV% intra-assay values are
below 4% and the inter-assay values are below 6% (Table S3†),
respectively, indicating an acceptable reproducibility. The
ratiometric sensor still has 87% sensing capacity aer storing at
4 �C for one month, indicating it has high stability.
3120 | RSC Adv., 2020, 10, 3115–3121
3.4. Simultaneous detection of IAA and SA for the salt
treated soybean seedlings using the ratiometric sensor

Salinity is one kind of environmental stresses which have
obstructing effect on plant growth. In this work, the IAA and SA
levels in the soybean seedlings treated by different salt
concentrations were monitored by the fabricated ratiometric
sensor. The soybean seedlings were salt treated for different
time (0 h, 12 h, 24 h, 36 h). As shown in Fig. 6A, for the control
group, the IAA and SA levels changed little over time, which are
separately about 60–70 mM and 300–320 mM (Table S4†). For the
salt treated group, the IAA level raises (124.69 � 6.67 mM)
compare to the control group aer 12 h salt stress (Table S4†).
Then the IAA level declines (40.35 � 3.11 mM) aer 24 h salt
stress. Aer 36 h salt treatment, the IAA level declined further.
While for SA, its level keeps rising from 314.91 � 19.32 mM to
740.30 � 15.47 mM during the 36 h salt stress (Fig. 6B). The
UPLC-MS result (Fig. 6C) also shows similar trends with the
result obtained by the prepared ratiometric sensor, which
conrms the reliability of the developed sensor.

Both IAA and SA are important phytohormones. Our results
suggest that, for IAA, its level raises rst and then declines. For
SA, its level keeps rising for the 36 h salt stress. This result
indicates that both the two phytohormones are involved in the
response of soybean seedlings to salt stress. The different
changes of IAA and SA may relate to their different functions.
IAA plays an important role in promoting plant growth.1,3,36

With the damage of salt stress to soybean seedlings, the growth
of the soybean seedlings will be inhibited, so the level of IAA
decreases in general. Studies have shown that IAA can improve
plant drought resistance by regulating ABA-related gene and
reactive oxygen species metabolism,37 suggesting that IAA can
improve the plants tolerance to environment stresses to
a certain extent. Therefore, the initial increase of IAA may be
ascribed to plants self-regulation under salt stress. As for SA,
one of its important roles is to send out defensive signals in the
process of plants immunity.38,39 Therefore, with the prolonga-
tion of salt stress, the SA level kept rising for enhancing the
plant defense response.
4. Conclusions

In summary, a multifunctional ratiometric electrochemical
sensor for simultaneous determination of IAA and SA has been
fabricated. The composite ofMWNT and CBwas used to enhance
the sensitivity of sensor. Fc was used as reference molecule to
offer a built-in correction. The proposed sensor showed high
selectivity and accuracy. And it was applied to the determination
of IAA and SA in the homogenates of soybean seedlings under
different salt treatment successfully, conrming its practical
applicability. The strategy demonstrates here could be further
developed for establishing other kinds of multifunctional ratio-
metric electrochemical sensor for dual/multi-analysis.
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