
����������
�������

Citation: Wang, Y.; Li, J.; Ji, L.; Chen,

L. Simultaneous Determination of

Sulfonamides Antibiotics in

Environmental Water and Seafood

Samples Using Ultrasonic-Assisted

Dispersive Liquid-Liquid

Microextraction Coupled with High

Performance Liquid

Chromatography. Molecules 2022, 27,

2160. https://doi.org/10.3390/

molecules27072160

Academic Editor: Alireza Ghiasvand

Received: 8 February 2022

Accepted: 24 March 2022

Published: 27 March 2022

Publisher’s Note: MDPI stays neutral

with regard to jurisdictional claims in

published maps and institutional affil-

iations.

Copyright: © 2022 by the authors.

Licensee MDPI, Basel, Switzerland.

This article is an open access article

distributed under the terms and

conditions of the Creative Commons

Attribution (CC BY) license (https://

creativecommons.org/licenses/by/

4.0/).

molecules

Article

Simultaneous Determination of Sulfonamides Antibiotics in
Environmental Water and Seafood Samples Using
Ultrasonic-Assisted Dispersive Liquid-Liquid Microextraction
Coupled with High Performance Liquid Chromatography
Yixiao Wang 1,2, Jinhua Li 1,2,3,* , Ling Ji 4 and Lingxin Chen 1,3

1 CAS Key Laboratory of Coastal Environmental Processes and Ecological Remediation, Shandong Key
Laboratory of Coastal Environmental Processes, Research Center for Coastal Environmental Engineering and
Technology of Shandong Province, Yantai Institute of Coastal Zone Research, Chinese Academy of Sciences,
Yantai 264003, China; yixiaowang@yic.ac.cn (Y.W.); lxchen@yic.ac.cn (L.C.)

2 School of Source and Environment, University of Chinese Academy of Sciences, Beijing 100049, China
3 Center for Ocean Mega-Science, Chinese Academy of Sciences, Qingdao 266071, China
4 Yantai Oceanic Environmental Monitoring Central Station, State Oceanic Administration, Yantai 264006,

China; jiling562@163.com
* Correspondence: jhli@yic.ac.cn

Abstract: The residues and abuse of antibiotics have seriously endangered ecological balance and
human health; meanwhile, antibiotics determination is very difficult because of their low levels and
multiple categories in complicated matrices. Appropriate sample pretreatment is usually imperative
to enrich (ultra)trace antibiotics and eliminate matrix interference prior to chromatographic analysis.
Dispersive liquid-liquid microextraction (DLLME) has become an ideal pretreatment technique owing
to its simplicity, effectiveness, low-consumption, etc. In this work, an ultrasonic-assisted DLLME
(UA-DLLME) was developed for the simultaneous extraction of seven sulfonamides (SAs) antibiotics
in environmental water and seafood samples coupled with HPLC-DAD determination. Several
parameters affecting UA-DLLME efficiency were systematically optimized, and consequently the SAs
were separated and detected within 14.5 min. The obtained limits of detection (LODs) and limits of
quantification (LOQs) ranged from 0.7–7.8 µg/L and 2.4–26.0 µg/L for three water samples (seawater,
aquaculture wastewater and lake water) and two seafood samples (pomfrets and shrimps). High
recoveries (80.0–116.0%) with low relative standard deviations (0.1–8.1%) were achieved for all the
tested samples at three spiked levels. Notably, sulfadimethoxine was found at 24.49 µg/L in one
seawater sample. The facile, robust and benign DLLME-HPLC method demonstrated promising
perspectives for multiresidue analysis of antibiotics.

Keywords: dispersive liquid-liquid microextraction; ultrasonic-assisted; sulfonamides antibiotics;
environmental water; seafood samples

1. Introduction

Antibiotics are widely used in clinical treatment, agricultural and livestock production,
aquaculture and so on, to control and prevent diseases and reduce economic losses [1]. Sul-
fonamides (SAs) are a typical group of antibiotics with the p-aminobenzene structure, which
are prescribed for both humans and animals. Recently, the abuse of SAs has caused serious
harm to ecosystem balance, such as efficacy reduction [2] and superbacteria emergence [3,4],
etc. Due to the cumulative amplification effect of the food chain, SAs can be easily enriched
in human and animal bodies, which poses huge potential threats to humans and other
organisms [5,6]. Especially for sulfacetamide (SCT), sulfamerazine (SMR), sulfanilamide
pyridine (SPD), sulfadizine (SDZ), sulfamonomethoxine (SMM), sulfamethoxazole (SMX)
and sulfadimethoxine (SDM), they have a higher frequency and wider range of use and are
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often detected in coexistent residues, so the potential harm is greater [7,8]. To safeguard
human health, a maximum residue limit (MRL) of 100 µg/kg (or 100 ppb) for the total
amount of SAs in foods of animal origin has been stipulated by the European Union (EU) [9]
and Ministry of Agriculture of the People’s Republic of China [10].

The residues of SAs in the environment show the characteristics of low amounts
and various types. Therefore, it is urgently required to develop rapid, sensitive, afford-
able, and reliable methods for the concurrent determination of multiple residual SAs
in complex matrices, like environmental water, food and biological samples. So far,
some analytical methods have been developed for SAs determination, mainly includ-
ing high-performance liquid chromatography (HPLC) [11,12], capillary electrophoresis
(CE) [13], liquid chromatography-tandem mass spectrometry (LC-MS/MS) [14], and sens-
ing analysis [15]. Often, sensing platforms are incapable for simultaneous detection of
SAs. Chromatography-based techniques are more preferable for qualitative and quantita-
tive analysis since enabling selective separation and sensitive detection of SAs residues.
However, due to the low concentration of SAs in actual samples and the co-existence of
matrix impurities, the direct quantitative analysis of SAs at trace levels is hardly possible to
be realized. The main aims of sample pretreatment are the separation of targets from the
complex matrices and the preconcentration of targets to reach a sufficient measurement
level [16–18]. Therefore, it is of great significance to establish reliable, rapid, and effi-
cient sample pretreatment methods for the extraction and preconcentration of (ultra)trace
residues of SAs in complicated samples to reduce/eliminate matrix interference and im-
prove detection sensitivity.

Liquid-liquid extraction (LLE) [19,20] and solid-phase extraction (SPE) [21–23] are
two common sample pretreatment/preparation techniques that have been widely used for
SAs. Amongst LLE, dispersive liquid-liquid microextraction (DLLME) has gained broad
interest as an ideal pretreatment technique owing to the advantages of simplicity, low cost,
effectiveness, speediness, and the small consumption of organic solvents [24–27]. Com-
pared with SPE, DLLME is easier to implement with rapidity and more environmentally
friendly, because it doesn’t need much solvent to elute targets and only needs common
laboratory equipment [28]. DLLME also has a high potential for coupling with other sample
pretreatment methods and analytical instruments [29,30].

So far, a number of articles have reported the preconcentration and determination of
SAs by using DLLME coupling with HPLC-UV or LC-MS/MS. For example, Li et al. [31]
established a simple and rapid method for the determination of thirteen SAs in water sam-
ples by utilizing ultrasonic-assisted DLLME (UA-DLLME) coupled with ultra-performance
LC-MS/MS (UPLC-MS/MS). Herrera-Herrera et al. [32] developed a DLLME procedure
combined with UPLC-UV to determine eleven SAs and fourteen other antibiotics in mineral
and run-off waters. Ji et al. [33] synthesized deep eutectic solvent (DES) as an extractant to
enrich three SAs in juice samples followed by HPLC-UV determination. However, most
reported methods need more advanced instruments and/or more procedures such as
synthesizing extractants. Inspired by them, it is still in high demand to develop DLLME
based chromatographic methods for the convenient, rapid and sensitive determination of
the multi-categories of SAs at low contents in complicated samples [34].

Therefore, in this work, we purpose to develop a simple, fast, and efficient method
based on UA-DLLME coupled with HPLC-DAD for the simultaneous effective extrac-
tion of the above-mentioned seven SAs in environmental water and seafood samples, as
schematically illustrated in Figure 1. The main factors, including the kinds and volume of
extractants, the kinds and volume of dispersants, sample pH, ionic strength, and the kinds
of redissolved solvents were systematically optimized by using one-variable-at-a-time
(OVAT). Under the optimal conditions, the analytical performance of this method, such
as linear range, limits of detection (LODs), limits of quantification (LOQs) and recoveries,
was evaluated in several real samples (three environmental waters and two seafoods).
The proposed method was fully validated and successfully applied for the concurrent
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determination of seven SAs in a variety of water and food samples, presenting a good
alternative to the routine monitoring of trace antibiotics in complicated matrices.
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Figure 1. Schematic illustration of the UA-DLLME-HPLC procedure for simultaneous determination
of seven SAs in environmental water and seafood samples.

2. Results and Discussion
2.1. Optimization of UA-DLLME Conditions

To acquire the maximum efficiency of the UA-DLLME procedure, the influence of
experimental parameters on the method performance was investigated. Considering that
the OVAT analysis is easy and convenient, and thereby the most preferred and classical
optimization choice [33,35–37], and because little influence occurs on the interaction among
variables of the presented extraction technique, therefore the optimization process of UA-
DLLME conditions was carried out by OVAT. The type and volume of extractant and
dispersant, the pH of the solution, the ionic strength, and the type of redissolved solvent
as significant variables were investigated, respectively. Deionized water spiked standard
solution with seven SAs individual at 2000 µg/L were used for optimization experiments.
The peak areas of seven SAs were used as an analytical signal to evaluate the extraction
efficiency of DLLME, and all of the optimization experiments were carried out five times.

2.1.1. Effect of the Type and Volume of Extractant

Selecting an appropriate extractant is crucial for DLLME efficiency. The extraction
solvent should be freely soluble in the dispersant, immiscible in the water phase, and
have a higher affinity toward the tested analytes than the water phase [38]. Accordingly,
four high-density organic solvents were investigated as extractants, including C2H2Cl4
(density (ρ) = 1.59 g/mL), CH2Cl2 (ρ = 1.33 g/mL), C6H5Cl (ρ = 1.11 g/mL) and CCl4
(ρ = 1.60 g/mL). 500 µL of the above four extractants were individually mixed with disper-
sant (ACN, 800 µL) and injected into a 5 mL sample solution. Figure 2A shows the peak
area of the seven SAs after the DLLME procedure using the four extraction solvents. Except
CCl4, the other three extractants had the enrichment effect on the tested SAs. As seen, the
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extraction efficiency of C2H2Cl4 was obviously higher than that of C6H5Cl and CH2Cl2.
Thus, C2H2Cl4 was chosen as the extractant for further experiments.
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The volume of extractant is also a key factor affecting extraction efficiency. The vol-
ume of C2H2Cl4 was tested over the range of 200–600 µL. As illustrated in Figure 2B, the
highest peak area for all the seven SAs was observed when the volume of C2H2Cl4 was
500 µL. When the extractant’s volume was lower than 500 µL, SAs couldn’t be transferred
to the organic phase effectively. But when the volume continued to increase, the extraction
efficiency decreased, because a too large volume of C2H2Cl4 led to decreasing the concen-
tration of SAs in the organic phase [37,38]. Thus, 500 µL of C2H2Cl4 was selected as the
optimal volume.

2.1.2. Effect of the Type and Volume of Dispersant

Suitable dispersant is essential for improving the extraction efficiency. The miscibility
of dispersant in the water phase and the extractant has directly affected the formation of
a cloudy solution. ACN, MeOH and DMSO were selected for the optimization process.
800 µL of the above three dispersants were individually mixed with extraction solvent
(C2H2Cl4, 500 µL) and injected into a 5 mL sample solution. As shown in Figure 2C,
when ACN was used as dispersant, the highest peak areas were obtained. ACN has good
compatibility with the water phase, and a lower distribution ratio of SAs compared with
that of the extractant (C2H2Cl4) resulted in a high extraction efficiency [37]. MeOH and
DMSO possessed relatively weak dispersing capacity, and therefore, the organic phase
couldn’t fully form a cloudy solution with the water phase, bringing about poor extraction
efficiency. Therefore, ACN was chosen as the optimal dispersant.

The volume of dispersant was also examined ranging from 600 to 1000 µL. Figure 2D
shows the peak area of the seven SAs after the DLLME procedure using different volumes
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of ACN. By increasing the dispersant’s volume, the extraction efficiency was gradually
enhanced and finally reached a maximum at 900 µL. This may be due to that a small volume
of ACN cannot fully disperse the extractant in the water phase, thus reducing the extraction
efficiency [39]. Therefore, 900 µL of ACN was selected for dispersion.

2.1.3. Effect of Sample Solution pH

The pH value of the sample solution is very significant for the DLLME efficiency.
The pH of unregulated standard-mixture solution was 5.3 as measured by pH meter. The
influence of pH within the range of 2–10 was assessed. 500 µL of C2H2Cl4 and 900 µL
of ACN were rapidly injected into the 5 mL of standard solution with different pH. As
demonstrated in Figure 2E, poor extraction efficiencies for all the seven SAs were observed
at 6.0 ≤ pH ≤ 10. SAs as amphoteric compounds become acidic in water, and it is well
known that when analytes are in neutral form (mostly at pH = pKa), they can be extracted
into the organic phase more easily [40]. Consequently, by considering the pKa values of the
seven SAs (Figure S1, Supplementary Materials) and the pH values of real samples, the pH
of the water phase in the extraction process was adjusted to 5.3.

2.1.4. Effect of Ionic Strength

The ionic strength possibly plays an important role in increasing the DLLME efficiency,
which is optimized commonly by adding different concentrations of salts. The addition of
salt in the aqueous media could reduce the solubility of the analyte of interest in the aqueous
phase, improving the extraction efficiency [41]. However, an additional excess of salt can
increase the viscosity of the sample solution and suppress the analytes’ mass transfer.
Moreover, the electrostatic force between the analytes and the salt ions increases, which
decreases the mass-transfer ability of analytes and subsequently reducing the extraction
efficiency [40–43]. Herein, the effect of ionic strength was investigated by adding NaCl
(0–0.1 g/mL) into 5 mL of sample solution. As seen from Figure 2F, the ionic strength had
no significant effect on the extraction efficiency of SAs, suggesting the feasibility of the
developed DLLME method for analyzing samples containing salt like seawater. Therefore,
no addition of salt was required during the DLLME procedure.

2.1.5. Effect of Redissolved Solvent

To further ameliorate the extraction efficacy of DLLME, the type of redissolved sol-
vents was also investigated. Based on related document literature and our experimental
experiences, five kinds of redissolved solvents, including ACN, MeOH, 0.4% HAc:ACN
(v:v, 1:1), MeOH:water (v:v, 1:1) and ACN:water (v:v, 1:1) were tested. As indicated in
Figure S2A, when ACN and MeOH were used as redissolved solvents, poor separation
resolution for SCT, SMR and SPD was observed. This phenomenon could be explained
by the eluent strength of ACN and MeOH being much greater than that of the initial
proportional HPLC mobile phase, resulting in the strong solvent effect. The strong eluting
solvent participated in the elution of SAs at the beginning of the elution process, which
affected the peak characteristics (shape, area, and retention time) of the first four SAs with
a short retention time. Figure S2B suggests that the peak areas of all the tested SAs did not
change significantly when ACN:water (v:v, 1:1), MeOH:water (v:v, 1:1) and 0.4% HAc:ACN
(v:v, 1:1) were used as redissolve solvents, respectively. Hence, by considering the mobile
phase (0.4%HAc:ACN), 300 µL of 0.4% HAc: ACN (v:v, 1:1) was chosen as the optimal
redissolved solvent.

2.2. Method Performance of the UA-DLLME-HPLC-DAD

Under the optimum UA-DLLME-HPLC-DAD conditions, all the seven SAs (500 µg/L)
were significantly enriched by the UA-DLLME procedure (Figure 3). The enrichment
factor (EF) was calculated based on the following equation:was calculated based on the
following equation:

EF = C1/C0
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where, C1 and C0 are the concentrations of SAs after and before UA-DLLME, respectively.
The obtained EF values for SCT, SMR, SPD, SDZ, SMM, SMX and SDM were 17.9, 18.4, 17.6,
22.4, 24.6, 27.7, and 29.0, respectively. The developed UA-DLLME-HPLC-DAD method was
employed for the determination of seven SAs in environmental water samples (seawater,
lake water and aquaculture wastewater) and seafood samples (pomfrets and prawns). No
SAs were detected in all of the test samples. The aforementioned samples were used as
blank matrices to carry out the following experiments.
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without DLLME.

Spiking blank samples (water samples and seafood samples) with concentrations of
10–5000 µg/L were used to attain matrix-matched calibration parameters. As listed in
Tables 1 and S1, the linear range of SCT in the three water samples was 10–5000 µg/L,
while the linear ranges of SMR, SPD and SDZ were all within 10–5000 µg/L in seawater
samples and aquaculture wastewater samples and were 5–5000 µg/L in lake water samples.
The linear ranges of the other three SAs were all 5–5000 µg/L in the three water samples.
Wide liner ranges were also attained for seafood samples. All linear ranges based on peak
areas exhibited an outstanding correlation coefficient of r = 0.9999. Low LODs and LOQs
were also achieved in all the actual samples based on a signal-to-noise ratio in respect to
peak height (S/N = 3 and S/N = 10, respectively) according to the recommendations of
the Analytical Methods Committee, UK [44]. For example, the LODs and LOQs of seven
SAs were in the range of 1.3–7.8 µg/L and 4.3–26.0 µg/L in seawater samples, respectively,
and in the range of 0.9–5.9 µg/L and 3.2–19.6 µg/L in pomfrets samples, respectively. The
obtained LODs and LOQs of seven SAs were much lower than the MRLs in seafoods namely
0.02 mg/kg for SMR, 0.1 mg/kg for SDZ, and 0.03 mg/kg for SMM, required by Japan [45].
The reference basis on peak area and peak height, respectively, is both reasonable and
feasible. The peak area refers to the total area of the peak above the background line, also
known as integral strength. In quantitative calculation, integral strength (peak area) is more
accurate to reflect the concentrations of analytes, because the peak width will be affected by
the size of sample grain, thus affecting the peak height. On the other hand, the peak height
refers to the height between the diffraction peak point and the background line, which is
more sensitively attained and suitable for LOD and LOQ. Theoretically, the LODs are in the
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range of 10–30% of the bottom concentration of the linear range, and the LOQs are close to
the bottom concentration of the linear range. Combining with the consideration of certain
difference between the reference basis of peak height and peak area, several LOQs values
slightly higher than the bottom concentrations are acceptable. Therefore, the results are
rationally attained in Tables 1 and S1.

Table 1. Analytical performances of the UA-DLLME-HPLC-DAD method for the determination of
seven SAs in seawater and pomfret samples a.

Samples SAs Regression Equation r Linear Range b (µg/L) LOD c (µg/L) LOQ c (µg/L)

Seawater d

SCT y = 0.1655x − 3.065 0.9999 10–5000 7.1 23.7
SMR y = 0.3094x − 8.400 0.9999 10–5000 4.9 16.2
SPD y = 0.2640x − 7.800 0.9999 10–5000 7.8 26.0
SDZ y = 0.3700x − 7.566 0.9999 10–5000 4.0 13.3
SMM y = 0.3571x − 2.507 0.9999 5–5000 1.9 6.5
SMX y = 0.4526x − 3.949 0.9999 5–5000 1.4 4.8
SDM y = 0.5507x − 10.243 0.9999 5–5000 1.3 4.3

Pomfret e

SCT y = 0.2153x − 5.394 0.9999 10–5000 5.0 16.6
SMR y = 0.2891x − 1.241 0.9999 10–5000 4.2 14.0
SPD y = 0.2405x − 0.614 0.9999 10–5000 5.9 19.6
SDZ y = 0.3138x − 7.041 0.9999 10–5000 3.3 11.0
SMM y = 0.3541x − 0.713 0.9999 5–5000 1.6 5.3
SMX y = 0.4428x − 0.734 0.9999 5–5000 1.4 4.5
SDM y = 0.5064x + 1.959 0.9999 5–5000 0.9 3.2

a n = 5. b Based on peak area. c Based on peak height. d From a fishery farm in Laizhou City, Yantai City. e From a
local market in Laishan District, Yantai City.

The intraday and interday precision of the UA-DLLME-HPLC-DAD method was
studied by using seven SAs mixed solution individual at 2000 µg/L, with five consecutive
injections in one day and consecutive injections over 5fivedays, respectively. As shown
in Table S2, the intraday precision (relative standard deviation (RSD), n = 5) values of
retention time, and peak area were in the range of 0.3–1.2% and 0.3–1.5%, respectively,
while the interday precision was within 0.9–2.7% and 0.8–2.4%, respectively. These results
demonstrated that the developed UA-DLLME-HPLC-DAD method was qualified for accu-
rate and reliable determination of the seven SAs concurrently in environmental water and
seafood samples.

2.3. Evaluation of Matrix Effect

As is well known, the matrix effect (ME) has an important influence on the analytical
performance of a method, and sample pretreatment/preparation aims to reduce/eliminate
matrix interference. In our present study, three typical samples (seawater, lake water and
pomfrets) were selected to evaluate the influence of ME on the test data. As shown in
Figure 4, for most SAs, the ME was positive, showing slight suppression of the analytical
signal; but the analytical signal was enhanced, especially for the SCT in pomfrets, which
may be related to the polarity of SCT and the pH of the extract solution [37]. As seen, the
ME was obtained in the range between −20% and 20%, and therefore it can be regarded
as insignificant based on the SANTE guidelines [46,47]. The low ME% indicated that the
developed UA-DLLME technique effectively eliminated matrix interference and improved
the detection’s accuracy, sensitivity and reliability [48,49], indicating a great application
potential in actual samples.
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2.4. Application of the UA-DLLME-HPLC-DAD Method to Seawater and Seafood Samples

To further evaluate the practical applicability of the developed method, the UA-
DLLME-HPLC-UV was applied to analyze seven SAs in different types of actual samples.
Figure S3 shows the chromatograms of pomfrets and seawater samples, respectively, before
and after applying the UA-DLLME procedure. Obviously, all the SAs were influentially
enriched after the implementation of UA-DLLME. The recovery experiments were carried
out through three different concentrations of SAs (50, 500 and 5000 µg/L), which were
spiked in water and seafood samples, and five parallel samples were tested. As listed in
Tables 2 and S3, satisfactory recoveries of the seven SAs were achieved for all samples
at different concentrations. For example, the recoveries of seven SAs in seawater and
pomfret samples were in the ranges of 80.0–106.0% and 81.1–105.2%, respectively, while
RSD values ranged from 0.2–6.3% and 2.1–8.1%, respectively (Table 2). Therefore, the
develop method proved applicable for the accurate quantitative determination of the seven
SAs simultaneously in real samples.

Furthermore, more kinds of seawater and seafood samples were analyzed by using
the method. The sampling locations were shown in Figure 5, including scenic spots, fishery
farms and a research station. As listed in Table S4, except SDM, the other six SAs were
not detected in any of the tested samples. It should be noted that the SDM was detected
in seawater sampled near Chang Island, with an average concentration of 24.49 µg/L;
it was identified by comparing the almost consistent retention time with that of stan-
dard solution (Figure S4) and quantified based on the regression equation of seawater in
Table 1. Considering many fishery farms near Chang Island, SDM should have been widely
used as a common antibiotic in aquaculture. Although the concentration is much lower
than the stricter MRLs for SAs in animal products required by China and the EU [9,10],
their accumulation effects cannot be neglected. Some researchers have confirmed that
antibiotics can enter the food chain through ingestion by aquatic organisms with expo-
sure experiments [50]. Moreover, some antibiotics have also been widely detected in
fish (without exposure experiments) that live in aquatic environments (ocean, river) in
China [51,52]. The above results indicate that SAs were probably enriched in aquatic
organisms in the tested areas. As a result, the UA-DLLME-HPLC-UV possessed wide prac-
ticability and therefore can be used for routine monitoring of SAs in complicated matrices.
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Table 2. Found values and recovery of the UA-DLLME-HPLC-DAD method for the determination of
seven SAs in aquaculture seawater and pomfret samples a.

SAs Spiked (µg/L) Seawater Pomfret
Found (µg/L) Recovery (%) RSD (%) Found (µg/L) Recovery (%) RSD (%)

SCT

0 ND b - - ND - -
50 47 94.0 3.5 50 100.0 2.1
500 510 102.0 1.9 481 96.2 2.2

5000 4964 99.3 0.5 5002 100.0 2.5

SMR

0 ND - - ND - -
50 51 102.0 3.7 48 96 3.4
500 494 98.8 1.7 511 102.2 3.1

5000 5001 100.0 0.2 4998 100.0 3.2

SPD

0 ND - - ND - -
50 51 102.0 1.9 52 104.0 8.1
500 496 99.2 1.7 493 98.6 2.8

5000 5001 100.0 0.3 4999 100.0 2.8

SDZ

0 ND - - ND - -
50 42 84.0 3.0 41 81.1 4.9
500 530 106.0 1.6 526 105.2 6.7

5000 4998 100.0 0.3 4995 99.9 3.3

SMM

0 ND - - ND - -
50 41 82.0 5.6 41 82.0 3.7
500 498 99.6 1.1 460 92.0 7.0

5000 5000 100.0 0.3 4790 95.8 3.4

SMX

0 ND - - ND - -
50 40 80.0 6.3 42 84.0 6.5
500 496 99.2 1.1 466 93.2 6.4

5000 5000 100.0 0.4 4856 97.1 3.4

SDM

0 ND - - ND - -
50 44 88 1.8 41 81.7 6.8
500 472 94.4 2.3 475 95.0 6.4

5000 5003 100.1 2.3 4774 95.5 4.5
a n = 5. b Not detected.
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2.5. Method Performance Comparison for SAs Determination

A comparison of the developed method with other reported methods for SAs determi-
nation was presented in Table 3. As seen, lower LODs were obtained by using advanced
extractants like the covalent triazine-based organic framework (CTF) [21] and the magnetic
covalent organic framework (COF) [22] in SPE, magnetic ionic liquids (MILs) [11] and
DES [33] in DLLME. However, the aforementioned more sensitive methods need more
complex operations and synthesis processes, which would increase the workloads of the
experiments [11,21,22,33]. What’s more, the performance of some synthetic extractants may
be unstable due to the change of the external environment’s temperature, humidity and
other objective conditions [33]. For SPE, it requires more organic reagents and an extraction
device, which would be time-consuming and increase the analysis cost [21,22]. In addition,
the hyphenated analytical instruments such as UPLC-MS/MS [21] and HPLC-MS/MS [22]
can also improve the detection sensitivity to a large extent. But the MS detector is complex
and expensive, and often unavailable in a general lab. Under the same extraction mode of
UA-DLLME, our established method achieves a better enrichment effect without additional
synthetic extractant [33], and detects more kinds of SAs in more kinds of real samples than
that reported [33,53]. And even if compared with the two-step enrichment method [54],
our method still shows comparable analytical performance. On the whole, the novelty
features and advantages of our UA-DLLME-HPLC-DAD method can be summarized as
follows: the method is convenient and easy to operate and popularize, and the matrix effect
is effectively eliminated by the matrix-matched calibration curves established in a variety
of real samples to attain reliable results; in the end, it is not only highly sensitive, accurate,
stable and reliable, but also simpler, cost-saving and eco-friendly.

Table 3. Analytical performance comparison with reported methods for SAs determination.

Sample Number
of SAs Extractant Dispersant Method LOD

(µg/L)
LOQ

(µg/L) r Ref.

Pork,
chicken
and beef

14 CTF - SPE-UPLC-Q/TOF-
MS/MS 0.05–0.54 - >0.99 [21]

Chicken 9 MOF - MSPE
a-HPLC-MS/MS 0.8–1.6 - >0.99 [22]

Milk 5 [C4MIM-TEMPO]
Cl - In-situ MILs VA-

DLLME-HPLC-DAD 0.534–0.891 1.783–2.974 >0.999 [11]

Water 11 650 µL CHCl3
1250 µL

ACN
VA-DLLME-UPLC-

DAD 0.41–8.6 1.36–28.7 >0.99 [32]

Juice 3 800 µL DES - UA-DLLME-HPLC-
DAD 20–50 20–80 =0.9999 [33]

Water 3 650 µL CHCl3
1000 µL

ACN
UA-DLLME-HPLC-

DAD 0.07–0.25 - >0.999 [53]

Chicken
Liver 4 650 µL CH2Cl2

1000 µL
ACN

DSPE b-VA-DLLME-
HPLC-DAD

0.4–8.4 - >0.99 [54]

Environmental
water and

seafood
7 500 µL C2H2Cl4 900 µL ACN UA-DLLME-HPLC-

DAD 0.7–7.8 2.4–26.0 =0.9999 This
work

a magnetic SPE. b dispersive SPE.

3. Materials and Methods
3.1. Chemicals and Reagents

Seven SAs standards, i.e., sulfacetamide (SCT), sulfamerazine (SMR), sulfanilamide
pyridine (SPD), sulfadizine (SDZ), sulfamonomethoxine (SMM), sulfamethoxazole (SMX),
and sulfadimethoxine (SDM), with the individual purity ≥ 98%, were all purchased from
Macklin (Shanghai, China); their chemical structures and related pKa and logP values are
shown in Figure S1. Chromatographic pure acetonitrile (ACN) was obtained from ANPEL
Laboratory Technologies (Shanghai, China), with purity ≥ 99.9%. Chromatographic pure
acetic acid (HAc) was provided by Tianjin Kemiou Chemical Reagent Co., Ltd. (Tianjin,
China), with purity ≥ 98.8%. Analytical pure ACN, methyl alcohol (MeOH), dimethylsul-
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foxide (DMSO), tetrachloroethane (C2H2Cl4), chlorobenzene (C6H5Cl), dichloromethane
(CH2Cl2), tetrachloromethane (CCl4), formic acid, n-hexane, and anhydrous sodium sulfate
were all attained from Sinopharm Chemical Reagent (Shanghai, China), with individual
purity ≥ 99.5%. Ultrapure water with the specific resistance of 18.2 MΩ.cm produced by
Pall Cascada lab water purification system (Pall Corp., Westborough, MA, USA) was used
for aqueous solution preparation throughout the present study.

3.2. Instrument and Conditions

HPLC experiments were carried out on an Agilent high-performance liquid chromato-
graph (HPLC, 1260 Infinity II, Agilent Technologies, Palo Alto, CA, USA) equipped with
a diode-array detector (DAD). A ZORBAX SB-C18 column (4.6 × 150 mm, 5 µm), also
from Agilent Technologies, was employed. Mobile phases A and B were 0.4% HAc in
ultrapure water and ACN, respectively. A gradient elution program started from 16% B,
held for 6.8 min, then increased linearly to 60% B within 8 min, and held for 0.2 min before
reconditioning, at a flow rate of 1.0 mL/min. The monitoring wavelength was 270 nm and
the column thermostat was kept at 30 ◦C. The sample injection volume was 10 µL.

The Ultrasonic apparatus (KQ5200E) was bought from Kun Shan Ultrasonic In-
struments Co., Ltd. (Kunshan, China). pH was adjusted by PHS-3C digital pH meter
(Hangzhou Dongxing Instrument Factory, Hangzhou, China). The extracted phase was
dried by a DZF-6050 vacuum drying oven (Shanghai Boxun Industry & Commerce Co.,
Ltd., Shanghai, China). The seafood samples (pomfrets and prawns) were crushed and
homogenized with an MX-GS1 multifunctional hand-held electric cooking machine (Pana-
sonic co., Ltd., Kadoma, Japan). The spin steaming instrument (RE-2000) was purchased
from Shanghai Hongxuan Lab Instrument Co., Ltd. (Shanghai, China).

3.3. Preparation of Standard Solutions and Real Samples
3.3.1. Standard Solutions

Standard stock solutions of seven individual SAs with the concentration of 1000 µg/mL
were prepared by dissolving SAs powders in 50 mL of ACN. The standard working
solutions were obtained by diluting the standard stock solutions using ultrapure water.
The stock and working solutions were all stored in a refrigerator at 4 ◦C and used within
seven days.

3.3.2. Water Samples

The seawater samples were collected near the First Bathing Beach in Yantai City, which
is part of the Yellow Sea. The aquaculture wastewater samples were collected from a fishery
farm located in Laizhou City, Yantai City, China. The lake water samples were collected
from an artificial lake located in the schoolyard of Yantai University, Yanai City, China.
After the collection of water samples, they were stored in clean and dry 500 mL glass
bottles. The bottles were flushed three times with corresponding water samples (lake water,
seawater, and aquaculture wastewater) before sampling. All glass bottles containing water
samples were kept at 4 ◦C and used within 24 h. Prior to analysis, all the water samples
were filtered using a hydrophilic microporous filter membrane with a pore size of 0.22 µm.
The above three environmental water samples were used for the method’s establishment
and validation. Then for the method’s application investigation, four seawater samples
were collected from different sites as follows. As shown in Figure 5, the four sampling sites
were located by GPS according to the selected typical areas around Yantai City, i.e., near
Yangma Island, near Chang Island, the Oriental Ocean Fishery and the Muping Coastal
Environment Research Station. Sampling and sample preservation were the same as above.

3.3.3. Seafood Samples

Pomfrets and prawns were bought from a local market in Laishan District, Yantai City,
China for the method’s establishment and validation; two kinds of seafood samples were
then collected from a large-scale seafood breeding area (near Zhifu Island) for the method’s
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application investigation (Figure 5). The same preparation procedures were conducted
for the above two purposes. The process of extracting SAs from the shrimp and fish was
based on the current National Standard of China [55], which was further optimized to be
more suitable for the DLLME procedure. Different from the current national standard, an
additional step aiming to remove fat in seafood samples was added. Ten pomfrets and
twenty prawns were homogenized using a cooking machine, respectively. The extraction
process was the same for both kinds of seafoods. Taking the pomfrets, for example, 5.0 g of
the pomfrets samples was put into a 50 mL plug-centrifuge tube. Then 10 g of anhydrous
sodium sulfate and 20 mL of acidified ACN (adding 1 mL to 19 mL ACN.) were added into
the samples to remove water, precipitate protein, and extract SAs. The above mixture was
vortexed for 1 min and ultrasonicated for 10 min followed by centrifugation for 5 min at
4000 rpm. Afterward, the supernatant was transferred into a 50 mL round-bottomed flask.
Then, 20 mL acidified ACN was added to the residue for extracting again; combining with
the extracting solution, the mixture was rotated to dry in a 40 ◦C water bath under vacuum.
1.0 mL of 20% MeOH solution was added to the mixture and the mixed solution was used
to dissolve the residues by a vortex. 2.0 mL of n-hexane was added into the solution to
remove fat, and then was vortexed for 30 s and centrifuged at 4000 rpm for 5 min. After
centrifugation, the upper liquid was discarded, and the clear liquid was removed and
dried in a vacuum drying oven at 50 ◦C. Finally, 900 µL of ACN was added to dissolve
the residue and transfer the solution into a 10 mL tube. Before DLLME, the solution was
filtered by a filter membrane with pore sizes of 0.22 µm, and then the filtered 900 µL of
ACN solution was employed for the dispersion process of DLLME.

3.4. UA-DLLME Procedure
3.4.1. Water Samples

The pH of water samples was first measured and adjusted to 5.3 by using 0.1 mol/L
HCl, and then the UA-DLLME procedure was performed as follows and is schematically
shown in Figure 1. A mixture containing 900 µL of ACN as dispersant and 500 µL of
C2H2Cl4 as extractant was injected rapidly into a 10 mL tube containing a 5 mL water
sample. The solution was then ultrasonicated for 5 min to form the cloudy solution.
Centrifugation was then carried out at 8100 rpm for 8 min. Afterwards, the organic phase
containing SAs was deposited at the bottom of the tube, and this was transferred into a
5 mL glass vial by using a micropipette. The mixture was dried at 50◦C under vacuum
and the residue was redissolved into 300 µL of 0.4% HAc:ACN (v:v, 1:1). After filtration by
0.22 µm filter membrane, the solution was injected into HPLC.

3.4.2. Seafood Samples

5 mL of ultrapure water was first adjusted to pH 5.3, and then 900 µL of ACN as
dispersant and 500 µL of C2H2Cl4 as extractant were added, respectively. The mixture was
then ultrasonicated for 5 min to form the cloudy solution. After centrifugation at 8100 rpm
for 8 min, the organic phase deposited at the bottom of the tube was collected and vacuum
dried at 50 ◦C. The residue was then redissolved using 300 µL of 0.4% HAc:ACN (v:v, 1:1).
After filtration by a 0.22 µm filter membrane, the solution was analyzed by HPLC-DAD.

3.5. Matrix Effect

Solvent-free matrices and extracts of real seawater, lake water and pomfrets were used
to construct analytical curves. ME was evaluated by comparing the slope of analytical
curves. The following equation was used to calculate the percentage ME% in different
samples [37]:

ME% =
k1 − k2

k1
× 100

where, k1 is the slope of the curve of the analyte standards prepared in ACN and k2 is the
slope of the curve obtained by different matrices enriched by DLLME.
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4. Conclusions

In sum, a facile UA-DLLME procedure combined with HPLC-DAD was developed
for the simultaneous and sensitive determination of seven SAs in environmental water
and seafood samples. The combination of C2H2Cl4 as an extractant and ACN as a dis-
persant together with ultrasonic-assistant dispersion realized the influential extraction of
SAs with low LODs and LOQs. Through testing different water and seafood samples, the
reliability and practicality of the method was further validated. Given the advantages,
we can expect a high potential for this method in the routine monitoring of trace ana-
lytes in complicated samples. On the other hand, several limitations of the established
method still exist; for example, difficulties with regard to the automating of the sample
preparation procedure, the use of chloride solvents, and the further improvement of sensi-
tivities. Accordingly, perspectives can be proposed to enhance the automation of DLLME
and thereby attain the integration of sample pretreatments and instrumental analysis, to
develop more eco-friendly and highly efficient solvents, and to combine DLLME with
other enrichment technologies, which will elevate the extraction performance and thereby
expand the applications of DLLME.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/molecules27072160/s1, Figure S1: The chemical structures and
related pKa and logP values of the seven SAs; Figure S2: (A) Chromatograms of the seven SAs
using 1 mL of MeOH (a), ACN (b) and 0.4% HAc:ACN, v:v = 50:50 (c) as redissolved solvents. (B)
Effect of redissolved solvents on the peak areas of the seven SAs. Error bars are from n = 5. Other
DLLME conditions: sample solution: 5 mL; ultrasound time: 5 min; centrifuge time: 8 min; centrifuge
rate: 8000 rpm; Figure S3: Chromatograms of the seven SAs with/without DLLME in (A) seawater
samples and (B) pomfrets samples. (a) blank samples with DLLME, (b) without DLLME in spiked
seawater samples with seven SAs individual at 500 µg/L, and (c) after DLLME in spiked seawater
samples with seven SAs individual at 500 µg/L; Figure S4: Chromatograms of (a) seawater sample
near Chang Island and (b) standard solution at 100 µg/L; Table S1: Analytical performances of the
UA-DLLME-HPLC-DAD method for determination of seven SAs in water and seafood samples;
Table S2: Method precision of peak retention time and peak area in the standard solution; Table S3:
Found values and recovery of the UA-DLLME-HPLC-UV method for the determination of seven
SAs in water and seafood samples; Table S4: The results of detecting seven SAs in real samples by
UA-DLLME-HPLC-DAD method.

Author Contributions: Y.W., methodology; investigation; validation; data curation; formal analysis;
visualization; writing—original draft; J.L., conceptualization; supervision; methodology; writing—
review and editing; funding acquisition; L.J., supervision; resources; validation; writing—review and
editing; L.C., writing—review and editing; funding acquisition. 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 (21876199,
22176210, 21976209), the Science and Technology Innovation Development Plan of Yantai City of
China (2020MSGY077), the Natural Science Foundation of Shandong Province of China (ZR2020KC032),
and the Taishan Scholar Project Special Funding (ts20190962).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this work are available in the article and supple-
mentary materials.

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

Sample Availability: Samples of the environmental water and seafood with limited quantity are
available from the authors.

https://www.mdpi.com/article/10.3390/molecules27072160/s1
https://www.mdpi.com/article/10.3390/molecules27072160/s1


Molecules 2022, 27, 2160 14 of 16

References
1. Li, L.; Zhao, X.; Liu, D.; Song, K.; Liu, Q.; He, Y. Occurrence and ecological risk assessment of PPCPs in typical inflow rivers of

Taihu lake. J. Environ. Manag. 2021, 285, 112176. [CrossRef] [PubMed]
2. Lin, L.; Yuan, K.; Liang, X.; Chen, X.; Zhao, Z.; Yang, Y.; Zou, S.; Luan, T.; Chen, B. Occurrences and distribution of sulfonamide

and tetracycline resistance genes in the Yangtze River Estuary and nearby coastal area. Mar. Pollut. Bull. 2015, 100, 304–310.
[CrossRef] [PubMed]

3. Yuan, J.; Ni, M.; Liu, M.; Zheng, Y.; Gu, Z. Occurrence of antibiotics and antibiotic resistance genes in a typical estuary aquaculture
region of Hangzhou Bay, China. Mar. Pollut. Bull. 2019, 138, 376–384. [CrossRef] [PubMed]

4. Wang, L.; Li, H.; Dang, J.; Guo, H.; Zhu, Y.; Han, W. Occurrence, distribution, and partitioning of antibiotics in surface water and
sediment in a typical tributary of Yellow River, China. Environ. Sci. Pollut. Res. 2021, 28, 28207–28221. [CrossRef]

5. Ngigi, A.N.; Magu, M.M.; Muendo, B.M. Occurrence of antibiotics residues in hospital wastewater, wastewater treatment plant,
and in surface water in Nairobi County, Kenya. Environ. Monit. Assess. 2020, 192, 18. [CrossRef] [PubMed]

6. Fiaz, A.; Zhu, D.; Sun, J. Environmental fate of tetracycline antibiotics: Degradation pathway mechanisms, challenges, and
perspectives. Environ. Sci. Eur. 2021, 33, 64.

7. Lyu, J.; Yang, L.; Zhang, L.; Ye, B.; Wang, L. Antibiotics in soil and water in China-a systematic review and source analysis.
Environ. Pollut. 2020, 266, 115147. [CrossRef]

8. He, Z.; Cheng, X.; Kyzas, G.; Fu, J. Pharmaceuticals pollution of aquaculture and its management in China. J. Mol. Liq. 2016,
223, 781–789. [CrossRef]

9. European Union. Commision Regulation (EU) No 37/2010 of 22 December 2009[EB/OL]; European Comission: Brussels, Belgium, 2019.
10. Announcement No. 235 of the Ministry of Agriculture of the People’s Republic of China; Ministry of Agriculture of the People’s Republic

of China: Beijing, China, 2008.
11. Yao, T.; Du, K. Simultaneous determination of sulfonamides in milk: In-situ magnetic ionic liquid dispersive liquid-liquid

microextraction coupled with HPLC. Food Chem. 2020, 331, 127342. [CrossRef] [PubMed]
12. Qi, M.; Tu, C.; Li, Z.; Wang, W.; Chen, J.; Wang, A. Determination of sulfonamide residues in honey and milk by HPLC coupled

with novel graphene oxide/polypyrrole foam material-pipette tip solid phase extraction. Food Anal. Methods 2018, 11, 2885–2896.
[CrossRef]

13. Wen, Y.; Li, J.; Zhang, W.; Chen, L. Dispersive liquid-liquid microextraction coupled with capillary electrophoresis for simul-
taneous determination of sulfonamides with the aid of experimental design. Electrophoresis 2011, 32, 2131–2138. [CrossRef]
[PubMed]

14. Xue, Y.; Qing, L.; Yong, L.; Xu, X.; Hu, B.; Tang, M.; Xie, J. Determination of flavonoid glycosides by UPLC-MS to authenticate
commercial lemonade. Molecules 2019, 24, 3016. [CrossRef] [PubMed]

15. Mohammad-Razdari, A.; Ghasemi-Varnamkhasti, M.; Izadi, Z.; Rostami, S.; Ensafi, A.A.; Siadat, M.; Losson, E. Detection of
sulfadimethoxine in meat samples using a novel electrochemical biosensor as a rapid analysis method. J. Food Compos. Anal. 2019,
82, 103252. [CrossRef]

16. Ma, J.; Lu, W.; Chen, L. Recent advances in dispersive liquid-liquid microextraction for organic compounds analysis in environ-
mental water: A review. Curr. Anal. Chem. 2012, 8, 78–90. [CrossRef]

17. Zhang, Y.; Li, G.; Wu, D.; Li, X.; Yu, Y.; Luo, P.; Chen, J.; Dai, C.; Wu, Y. Recent advances in emerging nanomaterials based food
sample pretreatment methods for food safety screening. Trends Anal. Chem. 2019, 121, 115669. [CrossRef]

18. Lv, M.; Chen, L. Advances in sample pretreatment techniques for analysis of antibiotics in the coastal environment. Chin. J.
Chromatogr. 2020, 38, 95–103.

19. Veach, B.T.; Mudalige, T.K.; Rye, P. Rapid fire mass spectrometry with enhanced throughput as an alternative to liquid-liquid salt
assisted extraction and LC/MS analysis for sulfonamides in honey. Anal. Chem. 2017, 89, 3256–3260. [CrossRef] [PubMed]

20. Zhang, M.; Li, T.; Cao, X.; He, S.; Liang, Y. Determination of 19 sulfonamides residues in surface water by liquid-liquid extraction
with UPLC-MS/MS. Environ. Pollut. Control 2020, 42, 838–842.

21. Wang, G.; Hong, Z.; Lei, Y. The fabrication of a covalent triazine-based organic framework for the solid-phase extraction of
fourteen kinds of sulfonamides from meat samples. RSC Adv. 2016, 154, 581–588. [CrossRef]

22. Yang, Y.; Li, G.; Wu, D.; Wen, A.; Wu, Y.; Zhou, X. β-Cyclodextrin-/AuNPs-functionalized covalent organic framework-based
magnetic sorbent for solid phase extraction and determination of sulfonamides. Microchim. Acta 2020, 10, 35941. [CrossRef]
[PubMed]

23. Sun, D.; Song, Z.; Zhang, Y.; Wang, Y.; Lv, M.; Liu, H.; Wang, L.; Lu, W.; Li, J.; Chen, L. Recent advances in molecular-imprinting-
based solid-phase extraction of antibiotics residues coupled with chromatographic analysis. Front. Environ. Chem. 2021, 2, 703961.
[CrossRef]

24. Wang, Y.; Li, J.; Sun, D.; Yang, S.; Liu, H.; Chen, L. Strategies of dispersive liquid-liquid microextraction for coastal zone
environmental pollutant determination. J. Chromatogr. A 2021, 1658, 462615. [CrossRef] [PubMed]

25. Zhang, R.; Tan, Z.; Huang, K.; Wen, Y.; Li, X.; Zhao, J.; Liu, C. A vortex-assisted dispersive liquid-liquid microextraction followed
by UPLC-MS/MS for simultaneous determination of pesticides and aflatoxins in herbal tea. Molecules 2019, 24, 1029. [CrossRef]

26. Kreidl, M.; Harder, M.; Rainer, M.; Bonn, G. Novel ionic liquid based dispersive liquid-liquid microextraction for the extraction of
bergapten and bergamottin in hydroalcoholic cosmetic formulations. Anal. Methods 2020, 12, 4377–4386. [CrossRef] [PubMed]

http://doi.org/10.1016/j.jenvman.2021.112176
http://www.ncbi.nlm.nih.gov/pubmed/33601264
http://doi.org/10.1016/j.marpolbul.2015.08.036
http://www.ncbi.nlm.nih.gov/pubmed/26349787
http://doi.org/10.1016/j.marpolbul.2018.11.037
http://www.ncbi.nlm.nih.gov/pubmed/30660287
http://doi.org/10.1007/s11356-021-12634-1
http://doi.org/10.1007/s10661-019-7952-8
http://www.ncbi.nlm.nih.gov/pubmed/31820117
http://doi.org/10.1016/j.envpol.2020.115147
http://doi.org/10.1016/j.molliq.2016.09.005
http://doi.org/10.1016/j.foodchem.2020.127342
http://www.ncbi.nlm.nih.gov/pubmed/32590266
http://doi.org/10.1007/s12161-018-1271-5
http://doi.org/10.1002/elps.201100142
http://www.ncbi.nlm.nih.gov/pubmed/21792996
http://doi.org/10.3390/molecules24163016
http://www.ncbi.nlm.nih.gov/pubmed/31434256
http://doi.org/10.1016/j.jfca.2019.103252
http://doi.org/10.2174/157341112798472170
http://doi.org/10.1016/j.trac.2019.115669
http://doi.org/10.1021/acs.analchem.6b04889
http://www.ncbi.nlm.nih.gov/pubmed/28218830
http://doi.org/10.1039/D0RA04101G
http://doi.org/10.1007/s00604-020-04257-z
http://www.ncbi.nlm.nih.gov/pubmed/32314062
http://doi.org/10.3389/fenvc.2021.703961
http://doi.org/10.1016/j.chroma.2021.462615
http://www.ncbi.nlm.nih.gov/pubmed/34656846
http://doi.org/10.3390/molecules24061029
http://doi.org/10.1039/D0AY01322F
http://www.ncbi.nlm.nih.gov/pubmed/32852487


Molecules 2022, 27, 2160 15 of 16

27. Li, X.; Li, Q.; Xue, A.; Chen, H.; Li, S. Dispersive liquid-liquid microextraction coupled with single-drop microextraction for the
fast determination of sulfonamides in environmental water samples by high performance liquid chromatography-ultraviolet
detection. Anal. Methods 2016, 8, 517–525. [CrossRef]

28. Herrera-Herrera, A.; Asensio-Ramos, M.; Hernandez-Borges, J.; Angel Rodriguez-Delgado, M. Dispersive liquid-liquid microex-
traction for determination of organic analytes. Trends Anal. Chem. 2010, 29, 728–751. [CrossRef]

29. Fikarova, K.; Horstkotte, B.; Machian, D.; Sklenarova, H.; Solich, P. Lab-In-Syringe for automated double-stage sample preparation
by coupling salting out liquid-liquid extraction with online solid-phase extraction and liquid chromatographic separation for
sulfonamide antibiotics from urine. Talanta 2021, 221, 121427. [CrossRef] [PubMed]

30. Nezami, R.; Tehrani, M.; Faraji, H.; Husain, S.; Azar, P. Strategies to improve the challenges of classic dispersive liquid-liquid
microextraction for determination of the parabens in personal care products-One step closer to green analytical chemistry.
J. Chromatogr. B 2021, 1183, 122973. [CrossRef] [PubMed]

31. Li, X.; Yu, H.; Yang, R.; Gan, P.; Liu, M.; Li, Z. Determination of 13 sulfonamide residues in water by ultrasound-assisted dispersive
liquid-liquid microextraction coupled with ultra performance liquid chromatography-tandem quadrupole mass spectrometry.
J. Instrum. Anal. 2016, 35, 1255–1260.

32. Herrera-Herrera, A.V.; Hernandez-Borges, J.; Borges-Miquel, T.M.; Rodriguez-Delgado, M.A. Dispersive liquid–liquid microex-
traction combined with ultra-high performance liquid chromatography for the simultaneous determination of 25 sulfonamide
and quinolone antibiotics in water samples. J. Pharm. Biomed. 2010, 29, 728–751. [CrossRef] [PubMed]

33. Ji, Y.; Meng, Z.; Zhao, J.; Zhao, H.; Zhao, L. Eco-friendly ultrasonic assisted liquid–liquid microextraction method based on
hydrophobic deep eutectic solvent for the determination of sulfonamides in fruit juices. J. Chromatogr. A 2020, 1609, 460520.
[CrossRef]

34. Leong, M.; Fuh, M.; Huang, S. Beyond dispersive liquid-liquid microextraction. J. Chromatogr. A 2014, 1335, 2–14. [CrossRef]
[PubMed]

35. Venkatachalam, M.; Shum-Cheong-Sing, A.; Caro, Y.; Dufosse, L.; Fouillaud, M. OVAT Analysis and Response Surface Methodol-
ogy Based on Nutrient Sources for Optimization of Pigment Production in the Marine-Derived Fungus. Mar. Drugs 2021, 19, 248.
[CrossRef] [PubMed]

36. Yadav, A.; Yadav, P.; Singh, A.; Kumar, V.; Sonawane, V.; Markandeya; Bharagava, R.; Raj, A. Decolourisation of textile dye by
laccase: Process evaluation and assessment of its degradation bioproducts. Bioresour. Technol. 2021, 340, 125591. [CrossRef]
[PubMed]

37. Abdallah, O.I. Simultaneous determination of nine dinitroaniline herbicides in environmental samples using a validated vortex-
assisted dispersive liquid–liquid microextraction procedure coupled with GC–MS/MS. Chem. Pap. 2019, 47, 2311–2316. [CrossRef]

38. Ma, S.; Gao, F.; Lu, W.; Zhou, N.; You, H.; Li, J.; Chen, L. Dispersive liquid-liquid microextraction coupled with pressure-assisted
electrokinetic injection for simultaneous enrichment of seven phenolic compounds in water samples followed by determination
using capillary electrophoresis. J. Sep. Sci. 2019, 42, 2263–2271. [CrossRef]

39. Viegas, O.; Esteves, C.; Rocha, J.; Melo, A.; Ferreira, I. Simultaneous determination of melatonin and trans-resveratrol in wine by
dispersive liquid-liquid microextraction followed by HPLC-FLD. Food Chem. 2021, 339, 128091. [CrossRef] [PubMed]

40. Gao, X.; Si, X.; Yuan, Y.; Chen, K.; Qin, K. Ultra-trace extraction of two bactericides via ultrasound-assisted dispersive liquid-liquid
microextraction. J. Chromatogr. Sci. 2021, 59, 182–190. [CrossRef]

41. Balçık, U.; Chormey, D.; Ayyıldız, M.; Bakırdere, S. Liquid phase microextraction based sensitive analytical strategy for the
determination of 22 hazardous aromatic amine products of azo dyes in wastewater and tap water samples by GC-MS system.
Microchem. J. 2020, 155, 104712. [CrossRef]

42. Galuch, M.; Magon, T.; Silveira, R.; Nicacio, A.; Pizzo, J.; Bonafe, E.; Maldaner, L.; Santos, O.; Visentainer, J. Determination of
acrylamide in brewed coffee by dispersive liquid-liquid microextraction (DLLME) and ultra-performance liquid chromatography
tandem mass spectrometry (UPLC-MS/MS). Food Chem. 2019, 282, 120–126. [CrossRef]

43. Peng, G.; Lu, Y.; He, Q.; Mmereki, D.; Zhou, G.; Chen, J.; Tang, X. Dispersive liquid-liquid microextraction using low-toxic solvent
for the determination of heavy metals in water samples by inductively coupled plasma-mass spectrometry. J. AOAC Int. 2016,
99, 260–266. [CrossRef]

44. Committee, A. Recommendations for the definition, estimation and use of the detection limit. Analyst 1987, 112, 199–204.
45. Ma, N.; Zhang, Q.; Zeng, D. China and CAC, EU, Japan aquatic products comparative analysis of residue limit standard of fishery

medicine. J. Chin. Fish. 2008, 9, 21–22.
46. European Commission. Document No. SANCO/12571/2013. Guidance Document on Analytical Quality Control and Validation

Procedures for Pesticide Residues Analysis in Food and Feed. 2014. Available online: http://www.eurl-pesticides.eu/library/
docs/allcrl/AqcGuidance_Sanco_2013_12571.pdf (accessed on 24 April 2015).

47. Walorczyk, S. Validation and use of a QuEChERS-based gas chromatographic–tandem mass spectrometric method for multiresidue
pesticide analysis in blackcurrants including studies of matrix effects and estimation of measurement uncertainty. Talanta 2014,
120, 106–113. [CrossRef]

48. Guedes, J.; Silva, R.; Lima, C.; Milhome, M.; do Nascimento, R. Matrix effect in guava multiresidue analysis by QuEChERS
method and gas chromatography coupled to quadrupole mass spectrometry. Food Chem. 2016, 199, 380–386. [CrossRef] [PubMed]

http://doi.org/10.1039/C5AY02619A
http://doi.org/10.1016/j.trac.2010.03.016
http://doi.org/10.1016/j.talanta.2020.121427
http://www.ncbi.nlm.nih.gov/pubmed/33076060
http://doi.org/10.1016/j.jchromb.2021.122973
http://www.ncbi.nlm.nih.gov/pubmed/34666891
http://doi.org/10.1016/j.jpba.2012.11.026
http://www.ncbi.nlm.nih.gov/pubmed/23246932
http://doi.org/10.1016/j.chroma.2019.460520
http://doi.org/10.1016/j.chroma.2014.02.021
http://www.ncbi.nlm.nih.gov/pubmed/24582396
http://doi.org/10.3390/md19050248
http://www.ncbi.nlm.nih.gov/pubmed/33925595
http://doi.org/10.1016/j.biortech.2021.125591
http://www.ncbi.nlm.nih.gov/pubmed/34325390
http://doi.org/10.1007/s11696-020-01075-8
http://doi.org/10.1002/jssc.201900106
http://doi.org/10.1016/j.foodchem.2020.128091
http://www.ncbi.nlm.nih.gov/pubmed/33152879
http://doi.org/10.1093/chromsci/bmaa083
http://doi.org/10.1016/j.microc.2020.104712
http://doi.org/10.1016/j.foodchem.2018.12.114
http://doi.org/10.5740/jaoacint.15-0061
http://www.eurl-pesticides.eu/library/docs/allcrl/AqcGuidance_Sanco_2013_12571.pdf
http://www.eurl-pesticides.eu/library/docs/allcrl/AqcGuidance_Sanco_2013_12571.pdf
http://doi.org/10.1016/j.talanta.2013.11.087
http://doi.org/10.1016/j.foodchem.2015.12.007
http://www.ncbi.nlm.nih.gov/pubmed/26775985


Molecules 2022, 27, 2160 16 of 16

49. Panuwet, P.; Hunter, R.; D’Souza, P.; Chen, X.; Radford, S.; Cohen, J.; Marder, M.; Kartavenka, K.; Ryan, P.; Barr, D. Biological
matrix effects in quantitative tandem mass spectrometry based analytical methods: Advancing biomonitoring. Crit. Rev. Anal.
Chem. 2016, 46, 93–105. [CrossRef] [PubMed]

50. Labitt, R.; Ren, J.; Marquis, H. Emergence of phenotypic and genotypic resistance in the intestinal microbiota of rainbow trout
(Oncorhynchus mykiss) exposed long-term to sub-inhibitory concentrations of sulfamethoxazole. Ecotoxicology 2021, 30, 2043–2054.
[CrossRef] [PubMed]

51. Yang, H.; Lu, G.; Yan, Z.; Liu, J.; Dong, H.; Bao, X.; Zhang, X.; Sun, Y. Residues, bioaccumulation, and trophic transfer of
pharmaceuticals and personal care products in highly urbanized rivers affected by water diversion. J. Hazard. Mater. 2020,
391, 122245. [CrossRef] [PubMed]

52. Zhang, L.; Qin, S.; Shen, L.; Li, S.; Cui, J.; Liu, Y. Bioaccumulation, trophic transfer, and human health risk of quinolones antibiotics
in the benthic food web from a macrophyte-dominated shallow lake, North China. Sci. Total Environ. 2020, 712, 130557. [CrossRef]

53. Zhang, J.; Peng, J.; Zhou, M.; Li, A.; He, Y. Development of a dispersive liquid-liquid microextraction method for the determination
of sulfonamide residues in water samples by high performance liquid chromatography. Chin. J. Anal. Lab. 2014, 33, 993–997.

54. Deng, K.; Lan, X.; Sun, G.; Ji, L.; Zheng, X. Determination of sulfonamide residues in chicken liver using high-performance liquid
chromatography. Food Anal. Methods 2016, 9, 3337–3344. [CrossRef]

55. Announcement No. 1077 of the Ministry of Agriculture of the People’s Republic of China; Ministry of Agriculture of the People’s
Republic of China: Beijing, China, 2008.

http://doi.org/10.1080/10408347.2014.980775
http://www.ncbi.nlm.nih.gov/pubmed/25562585
http://doi.org/10.1007/s10646-021-02480-9
http://www.ncbi.nlm.nih.gov/pubmed/34545508
http://doi.org/10.1016/j.jhazmat.2020.122245
http://www.ncbi.nlm.nih.gov/pubmed/32062346
http://doi.org/10.1016/j.scitotenv.2020.136557
http://doi.org/10.1007/s12161-016-0514-6

	Introduction 
	Results and Discussion 
	Optimization of UA-DLLME Conditions 
	Effect of the Type and Volume of Extractant 
	Effect of the Type and Volume of Dispersant 
	Effect of Sample Solution pH 
	Effect of Ionic Strength 
	Effect of Redissolved Solvent 

	Method Performance of the UA-DLLME-HPLC-DAD 
	Evaluation of Matrix Effect 
	Application of the UA-DLLME-HPLC-DAD Method to Seawater and Seafood Samples 
	Method Performance Comparison for SAs Determination 

	Materials and Methods 
	Chemicals and Reagents 
	Instrument and Conditions 
	Preparation of Standard Solutions and Real Samples 
	Standard Solutions 
	Water Samples 
	Seafood Samples 

	UA-DLLME Procedure 
	Water Samples 
	Seafood Samples 

	Matrix Effect 

	Conclusions 
	References

