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Abstract: Chloroacetanilide herbicides are widely used in the agricultural sector throughout the
world. Because of their poor biodegradability, high water solubility, and long persistence, chloroac-
etanilide herbicides have a high potential to contaminate water, and conventional water treatment
processes do not ensure sufficient removal. Therefore, heterogeneous photocatalysis using TiOp /UV-
A was investigated for the degradation of alachlor, acetochlor, and metolachlor from water. Two
commercially available TiO, (P25 and AV-01) were used as photocatalysts. Different experimental se-
tups were also tested. In addition, the toxicity of single herbicides and mixtures of their photocatalytic
degradation products to the freshwater alga Chlorella kessleri was investigated via a growth inhibition
test. The maximum removal efficiency for alachlor, acetochlor, and metolachlor was 97.5%, 93.1%, and
98.2%, respectively. No significant differences in the removal efficiency of chloroacetanilide herbicides
were observed for the photocatalysts used. Although the concentrations of all herbicides during
photocatalysis decreased, the toxicity of the resulting mixtures of degradation products increased or
remained the same, indicating the formation of toxic degradation products.

Keywords: algal growth inhibition test; Chlorella kessleri; chloroacetanilide herbicides; heterogeneous
photocatalysis; photocatalytic degradation; titanium dioxide; UV-A LED

1. Introduction

Herbicides are an integral part of modern agricultural practices, and are used in-
tensively to prevent, destroy, or mitigate undesirable vegetation, and their use has been
increasing continuously over the past decades [1-3]. Unfortunately, the benefits generated
by their use are accompanied by several negative effects on human health and the environ-
ment [4,5]. The extensive use of herbicides leads to soil and water contamination that is
primarily due to agricultural runoff [2,3]. The presence of herbicides in aquatic ecosystems
is concerning, as they can affect several levels of biological organization, from the molecular
to the ecosystem level [6].

Systematic and selective chloroacetanilide herbicides represent one of the major classes
of herbicides that are applied worldwide in the agricultural sector to control broadleaf
weeds and annual grasses for crops such as corn, soybeans, sorghum, cotton, sugar beet,
or sunflower [1,7,8]. Chloroacetanilides are mainly the N-alkoxyalkyl-N-chloroacetyl-
substituted derivatives of aniline [1]. The mode of action of chloroacetanilide herbicides
consists of inhibiting the early development of susceptible weeds by preventing the synthe-
sis of alkyl chains longer than C18 outside the chloroplast, thus affecting the elongation of
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very-long-chain fatty acids, which are important factors in the plasma membrane and cell
expansion [7,9-12].

Acetochlor, metolachlor, and alachlor are among the most commonly used chloroac-
etanilide herbicides [11]. Due to their relatively high-water solubility, poor biodegradability,
low sorption, long environmental persistence, and prolonged half-life, they have a high
potential to contaminate water [1,3,13,14]. Therefore, chloroacetanilide herbicides, as well
as their metabolites, such as ethane sulfonic acids (ESA) and oxanilic acids (OA), are often
detected in ground and surface water. The concentration of the parent compounds varied
according to the matrices from 0.1 to 10 pug/L [1,7,8,11]. However, if the water source
is strongly influenced by agricultural activities, chloroacetanilide herbicides can reach a
concentration of the order of 100 ug/L [15]. Chloroacetanilides have also been detected
in drinking water [7]. In addition, herbicides constitute one of the main products of the
agrochemical industry found in wastewater [16].

Concern about the influence of chloroacetanilide herbicides on human health and
ecosystems has increased in recent years due to the high rate of their use. The main risks
represent their high toxicity even at low concentrations, and their almost non-biodegradable
nature [2,16]. Metolachlor is classified as a possible human carcinogen, and acetochlor is
classified as suggestive evidence of carcinogenic potential [8].

In addition, the removal of chloroacetanilide herbicides from contaminated water
is difficult. These compounds negatively impact the activity of microorganisms in acti-
vated sludge, indicating that conventional bioremediation-based biological water treatment
processes are not suitable for the removal of herbicides [13,16-18]. Furthermore, many
conventional physicochemical water treatment processes, such as peroxidation by perman-
ganate, coagulation, filtration, adsorption, and chlorination, do not ensure the removal of
herbicides from water [11,13,17]. Therefore, the successful elimination of herbicides in an
aqueous environment requires the application of innovative technologies. In this context,
advanced oxidation processes (AOPs) represent a particularly effective water treatment
technology for the degradation of pesticides, as well as other non-easily removable or-
ganic compounds retained in water [4,16]. In general, AOPs use strong oxidation agents,
such as hydroxyl radicals (OH®), generated by specific chemical reactions in aqueous
solutions, capable of degrading recalcitrant organic pollutants into simple and non-toxic
molecules [16,19]. AOPs have acquired high relevance in the field of water treatment
mainly due to their high removal efficiency derived from the high reactivity and low se-
lectivity of hydroxyl radicals [20,21]. AOPs are capable of degrading nearly all types of
organic contaminants into compounds, with a reduced impact on the environment [22,23].
Furthermore, unlike conventional chemical and biological processes, AOPs represent com-
pletely environmentally friendly technology, as they neither transfer pollutants from one
phase to another (such as in chemical precipitation and adsorption) nor produce hazardous
sludge [23]. AOPs are classified according to the different ways used to produce oxidation
agents [19].

Among AOPs, heterogeneous photocatalysis, which uses ultraviolet light (A < 400 nm)
as an energy source and an appropriate semiconductor as a photocatalyst, constitutes
one of the most distinctive, promising, and effective solutions for the purification of
water contaminated with persistent and recalcitrant contaminants [16,17,24-26]. The light
absorption by a suitable photocatalyst results in the generation of electrons (e ™) with high
reducing ability in the conduction band (CB), and holes (h+) with high oxidizing ability
in the valence band (VB). VB holes (h+) migrate to the surface of the photocatalyst, where
they react with water and hydroxide ions to form hydroxide radicals (OH®), which are
the primary oxidant in the photocatalytic oxidation of organic compounds [19,27]. The
degradation of alachlor in aqueous solutions using different heterogeneous photocatalytic
systems is relatively well-described in the literature [28-35]. On the other hand, less
attention is paid to metolachlor and acetochlor, and their photocatalytic degradation has
rarely been investigated [36-39].
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In addition to photocatalytic oxidation, other AOPs and their combination have been
studied for the removal of chloroacetanilide herbicides from water, with alachlor again
receiving the most attention. The application of different ozone-based AOPs [40—42], photo-
Fenton oxidation [35,43], and electro-oxidation processes [18,44], as well as relatively new
plasma-based AOPs, has been reported for the elimination of alachlor in water [45,46].
Metolachlor and acetochlor have been removed by direct ozonation and catalytic ozona-
tion [11,47-49], and the photo-Fenton process [50,51]. Furthermore, electrochemical AOPs
have been used for metolachlor degradation [4,52].

Among the semiconductors used as photocatalysts for heterogeneous photocatalysis,
titanium dioxide (TiO;) is the most common because it is distinctive with a large surface
area; a good particle size distribution; excellent chemical, thermal, and photochemical
stability; and excellent photocatalytic performance. Other benefits of TiO, include rela-
tively low cost, non-toxicity, and no secondary pollution [13,19,25-27]. TiO, forms three
naturally occurring polymorphic crystalline modifications. Anatase and rutile, with a
tetragonal crystal lattice, are the most common forms. Anatase is more efficient than rutile
in photocatalysis applications, and shows higher photocatalytic activity. As a result, TiO,
photocatalysts generally have a high share of anatase. Nevertheless, the rutile phase is
generally considered the most stable phase among all forms of titania. Brookite is the third
crystalline form with a rhombic crystal lattice, and, in powder or thin-film forms, shows
good stability and even better photocatalytic activity than anatase TiO, [24,53-55]. Com-
mercial TiO, powder, such as crystalline anatase and combinations of anatase and rutile,
have been the photocatalysts used the most extensively in the photocatalysis treatment
processes [24]. Although TiO, powder (particle size in the range of tens of nanometers)
exhibits high effectiveness, it has been established that TiO, in the form of nanoparticles is
much more effective as a photocatalyst [21,56]. The better photocatalytic performance of
TiO, nanoparticles is derived from the fact that photocatalytic reactions take place on the
surface of the photocatalyst, and particles of smaller sizes tend to provide more reactive
sites [57]. Generally, TiO, is prepared in the form of powders, crystals, thin films, nanotubes,
and nanorods [56].

However, the commercial application of pure TiO, as a photocatalyst is still lim-
ited. The biggest obstacles are the relatively low quantum efficiency of pure TiO,, and a
considerable reduction in photocatalytic activity by electron-hole recombination [27,58].
Furthermore, TiO, particles are active only under UV light, as they cannot absorb light
with wavelengths greater than 398 nm (which comprise only 5% of the sunlight) due to
their relatively large bandgap. Thus, the poor photosensitivity of TiO, under visible/solar
irradiation is also a problem [21,25,55,58,59]. From this point of view, many concepts are
available to improve the photocatalytic properties of TiO, under visible irradiation, such as
immobilization of TiO, on different supports, surface modification with organic molecules,
doping with metal and non-metal ions, hybridization with carbonaceous nanomaterials,
and the addition of oxidants, among others [21,55,57-59].

The environmental applications of TiO,-based heterogeneous photocatalysis in the
field of wastewater and water treatment are numerous and include the removal of tradi-
tional and emerging pollutants. In addition to chloroacetanilide herbicides, degradation of
different classes of herbicides used in the agricultural sector over TiO;,-based photocata-
lysts has also been reported. Heterogeneous photocatalysis was used to remove herbicide
diuron [60], atrazine [61], bentazon [62], and terbuthylazine [63], among others. In addi-
tion, other agrochemicals, such as fungicides [64] and insecticides [65], were degraded
by TiO,-based photocatalysis. Considerable attention has been paid to the application
of heterogeneous photocatalysis to remove pharmaceuticals from water and wastewa-
ter. Photocatalytic degradation of paracetamol [66], diclofenac [67], or ibuprofen [68] has
been reported. The emphasis is on the removal of commonly used antibiotics, such as
ciprofloxacin [69], ofloxacin [70], sulfamethoxazole-trimethoprim [71], and tetracycline [72].
TiO, photocatalysis under ultraviolet light was also used to remove antibiotic-resistant
bacteria and antibiotic-resistant genes [73].
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Heterogeneous photocatalysis with TiO, has been extensively examined for the re-
moval of substances such as phenol [74]. Attention is also paid to the degradation of
persistent organic pollutants such as perfluorooctanoic acid [75]. The application in the
removal of dyes, such as rhodamine B, methylene blue, and methyl orange, has also
been studied [76,77]. TiO,/UV photocatalysis was even applied to remove polystyrene
nanoparticles [78].

An important property of AOPs is the detoxification of purified water, due to their
ability to degrade highly toxic organic compounds into less toxic or non-toxic products [79].
However, in some cases, the oxidation of the parent compound can lead to transformation
products or intermediates with similar or even greater toxicity [79,80]. The structural
transformation of chemical compounds by AOPs leads to a potential contaminant with
new chemical toxicity [80]. For this reason, acute toxicity tests are used during different
stages of treatment, which helps to demonstrate the utility of AOPs in reducing the toxicity
of contaminated water [79].

Algae are the primary producers and the first level of the aquatic food chain. Therefore,
any effect on algae will influence higher trophic levels. Although herbicides were generally
designed to be toxic only to particular groups of organisms, nowadays there is undeniable
evidence that herbicides, including chloroacetanilides, are not specific to their main target
(weeds). As a result, chloroacetanilide herbicides can have considerable adverse effects on
other aquatic non-target organisms and, in particular, on algae due to their similarity to
plants, since both have the photosynthetic capacity [3,5,6,81].

In view of this fact, the freshwater alga Chlorella kessleri was chosen as a test organism
for the evaluation of the toxicity of chloroacetanilide herbicides and the mixtures of their
degradation products formed during heterogeneous photocatalysis. Species of the Chlorella
genus (Chlorophyceae) are widespread throughout the world and can be found in a variety
of aquatic environments, where they represent primary producers, contribute to the self-
purification of water, and have many other important ecological functions. Chlorella kessleri
is a unicellular microalga and is often used in toxicity studies, as it has a short life cycle,
can be easily cultured in the laboratory, and many studies have shown that it is sensitive to
xenobiotics [82-85].

In summary, this study focuses on the use of heterogeneous photocatalysis with
TiO, /UV-A for the degradation of the chloroacetanilide herbicides alachlor, acetochlor, and
metolachlor. To the best of our knowledge, data on the titania-mediated photocatalyzed
transformation of chloroacetanilide herbicides are scarce. Therefore, the main objective of
the present study was to design and verify a suitable procedure for the effective elimination
of selected chloroacetanilide herbicides from contaminated water using TiO, /UV photo-
catalysis. For this purpose, two commercial titanium dioxide AEROXIDE® TiO, P25 and
PRETIOX® TiO, AV-01 (hereafter referred to as P25 and AV-01) and different experimental
setups were compared. The efficiency of treatment was evaluated for not only herbicide
degradation, but also toxicity, in different stages of treatment.

2. Results
2.1. Photocatalytic Degradation of Alachlor, Acetochlor, and Metolachlor

The photocatalytic degradation of the chloroacetanilide herbicides alachlor, acetochlor,
and metolachlor was repeated three times under each experimental condition, and the
reported data are the average values obtained from this series of measurements. Figure 1
presents variations in the concentrations of alachlor, acetochlor, and metolachlor during the
different experimental setups of the photocatalysis process.
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Figure 1. Variations in the concentration of herbicides during the different experimental setups of the
photocatalysis process: (a) alachlor, (b) metolachlor, (c) acetochlor. The error bars are not included in
the graphs, as the measurement error was less than 5% for all measurements. As a result, the error
bars are short and smaller than the size of the markers in the plot. Adding error lines would make
the graphs confusing.

The highest alachlor removal (97.5%) was achieved using the AV-01 photocatalyst
and reactor R2. On the contrary, the combination of photocatalyst AV-01 with reactor R1
showed a removal level of 92.4%, which corresponds to the lowest efficiency for alachlor
degradation. The combination of photocatalyst P25 with reactors R1 and R2 resulted in
removal levels of 93.9% and 95.1%, respectively, in 180 min. For both photocatalysts, reactor
R1 showed a slower degradation profile.

The highest removal efficiency for acetochlor (93.1%) was achieved with the combina-
tion of photocatalyst P25 and reactor R1. However, the level of acetochlor removal by other
photocatalysis experimental setups was considerably lower. The removal levels achieved
for acetochlor after 180 min of photocatalytic reaction were 73.8%, 70.6%, and 77.4% when
the process was carried out with P25/reactor R2, AV-01/reactor R1, and AV-01/reactor R2,
respectively. In the case of photocatalyst AV-01, reactor R1 showed a slower degradation
profile, which is consistent with the results obtained for alachlor. On the contrary, no
significant differences were observed in the degradation profile in reactors R1 and R2 for
the photocatalyst P25.

The highest metolachlor removal (98.2%) was achieved using photocatalyst P25 and
reactor R2. However, an almost identical level of removal (97.9%) was obtained with
photocatalyst AV-01 and reactor R1. The combination of photocatalyst P25 with reactor R1,
and the combination of photocatalyst AV-01 with reactor R2 resulted in removal levels of
95.0% and 93.7%, respectively, in 180 min. In terms of degradation profile, opposite results
were obtained compared to acetochlor. No significant differences in the degradation profile
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were observed for photocatalyst P25 in reactors R1 and R2, whereas for photocatalyst P25,
reactor R1 showed a slower degradation profile.

2.2. Toxicity Evaluation
2.2.1. Toxicity of Single Chloroacetanilide Herbicides

The toxicity of the chloroacetanilide herbicides alachlor, acetochlor, and metolachlor to
the freshwater alga Chlorella kessleri was investigated via a growth inhibition test. After 72 h
of exposure, the growth inhibition increased with the increasing concentration of herbicides
in the exposure medium. The estimated dose-response curves depicting the course of
the toxic effect of alachlor, acetochlor, and metolachlor on Chlorella kessleri are shown in
Figure 2. The estimated dose-response curves for every single herbicide can be found in
the Supplementary Material (see Figures S1-S3). The estimated values of 72 h EC5y with
95% confidence intervals are summarized in Table 1. The results of toxicity testing in our
study showed that Chlorella kessleri was the most vulnerable to the alachlor (14.07 pg/L),
then to acetochlor (19.13 ng/L), and, in the presence of metolachlor, toxicity was an order
of magnitude lower (115.10 ug/L). Our results showed that all herbicides were highly toxic
to the freshwater alga Chlorella kessleri.

— 100
o~
c
S 754
=
2 ----m--- Metolachlor
=
£ 504 --e-- Acetochlor
§ ——— Alachlor
3 251
S
(O] gt
0 T T T T T 1
0 1 2 3 4 5 6

log ¢ (ug/l)

Figure 2. Estimation of dose-response curves describing the toxicity of tested chloroacetanilide
herbicides to Chlorella kessleri after 72 h of exposure.

Table 1. Estimated 72 h ECs( values (ug/L) of tested chloroacetanilide herbicides to Chlorella kessleri
with 95% confidence intervals in brackets.

Chloroacetanilide
Herbicide

72 h ECs (ug/L) 115.10 (86.19-148.50) 19.13 (13.25-25.71) 14.07 (9.59-19.66)
ECsp—concentration inducing 50% effect growth inhibition.

Metolachlor Acetochlor Alachlor

2.2.2. Toxicity of Photocatalytic Degradation Products

The toxicity of mixtures of herbicides and their photocatalytic degradation products
after 0 to 180 min of irradiation was investigated via a growth inhibition test. The depen-
dences of the inhibition at different times of the photocatalysis in comparison with the
average effectiveness of photocatalysis and concentration of herbicides in tests are shown
in Figure 3. The graphs were created from average results obtained in individual photo-
catalysis modifications, which are reported in the Supplementary Material (see Figures
54-56).
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Figure 3. The average growth inhibition (%) of Chlorella kessleri exposed to a mixture of herbicides
and their photocatalytic degradation products collected at a different time of photocatalysis (a point
at the time of 5 min represents the time of contact of the photocatalyst with herbicides, but without
irradiation) in comparison with the average effectiveness of photocatalysis and concentration of
herbicides in tests (right axis): (a) alachlor, (b) metolachlor, (c) acetochlor.

The general expectation of this testing was that it would be possible to observe de-
creasing toxicity with decreasing herbicide concentration in the exposure medium. At the
beginning of the photocatalysis, concentrations of herbicides (10 ug/L) were approximately
at the ECs level of alachlor and acetochlor, and at ECy5 for metolachlor. However, after 72 h
of exposure, the growth inhibition did not correlate with the concentration of any tested
herbicide in the exposure medium (see Figure 3). Despite the fact that the concentrations
of all herbicides during photocatalysis decreased, the toxicity of the resulting mixtures
of herbicides and their photocatalytic degradation products increased (metolachlor) or
remained the same (acetochlor), or slightly decreased, but then increased again (alachlor). It
was found that the presence of the catalyst itself without irradiation has no significant effect
on the concentration of herbicides or toxicity (a point at the time of 5 min). Interestingly,
after 60 min of photocatalysis, the toxicity of all three herbicides was almost comparable, as
can be seen in Figure 4. After 180 min of photocatalysis, the mixture of alachlor products
still remained the most toxic. Observation suggests that the experimental design of photo-
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catalysis likely led to products, other than monitored ethane sulfonic acids and oxanilic
acids that influence growth of the alga more than primary herbicides.

Comparison of growth inhibition (%) caused by
herbicides and products of photocatalysis at different time

100
;\? —&- Alachlor
g 75 -& Metolachlor
= —4— Acetochlor
2
£ 50
£
=
% 25
2]
1
O

0 T T T T \ T T \ T T T

0 15 30 45 60 75 90 105 120 135 150 165 180
Time of photocatalysis (min)

Figure 4. The average growth inhibition (%) of Chlorella kessleri exposed to a mixture of herbicides
and their photocatalytic degradation products collected at a different time of photocatalysis.

3. Discussion

Heterogeneous photocatalysis using TiO,/UV represents one of the most promis-
ing methods for combating environmental pollution with highly stable organic com-
pounds [13,25]. Titanium dioxide is considered to be very close to an ideal semiconductor
for photocatalysis, mainly due to its high photocatalytic stability, chemical inertness, low
cost, and safety for humans and the environment [56,86]. Unlike some other semiconduc-
tors, such as ZnO, CdS, and GaP, which can dissolve and produce toxic by-products during
the photocatalysis process, TiO, itself remains unchanged during photocatalysis [23,87].
As a result, the photocatalyst can be regenerated for further use without a significant
loss of catalytic activity [53]. Recyclability studies indicated effective reuse of TiO,-based
photocatalysts in multiple photocatalysis cycles [88-93].

Heterogeneous photocatalysis did not require consumable chemicals, which resulted
in considerable material consumption and a simple operation of the process. Moreover,
because the contaminant is strongly attracted to the surface of the photocatalyst, the
degradation process will continue even at very low concentrations of the contaminant.
These advantages resulted in low-cost and environmentally-friendly technology with high
treatment efficiency [87].

Chloroacetanilide herbicides can be degraded by direct photolysis, as previously
performed [7]. However, as reported [28], the photocatalysis of alachlor using TiO, signifi-
cantly improved the decay rate compared to direct photolysis. This is probably mainly due
to the presence of a parallel (or additional) pathway of photocatalysis that coexists with
direct photolysis.

According to our results, photocatalytic degradation using TiO, /UV appears to be an
effective strategy for the degradation of chloroacetanilide herbicides in water. Although
our method eliminated all selected herbicides, the effectivity of photocatalytic degradations
varied. From this point of view, the best results were achieved for metolachlor and alachlor.
The use of P25 (90 mg/1) and UV-A for the photocatalytic degradation of an aqueous solu-
tion of metolachlor (5 mg/1) in a batch reactor has previously been reported. The removal
efficiency after 60 minutes of irradiation was 88% [36]. The maximum removal efficiency
of 98.44% was reported for alachlor using TiO, nanoparticles as a photocatalyst under
UV-C [13]. Even 100% removal of metolachlor was reported using a photocatalytically
assisted ozone process with commercial P25 and synthesized TiO, as photocatalysts [11].

On the contrary, acetochlor degradation was generally less successful, and the per-
centage efficiency of acetochlor removal at the end of the experiment (180 min) was, on
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average, 20% lower compared to alachlor and metolachlor. This result can be derived from
the different degradation rates during photocatalysis. The degradation rate of alachlor and
metolachlor was higher in the first 90 min of the irradiation time, whereas in the second
90 min, the degradation rate gradually decreased. In contrast, the rate of acetochlor degra-
dation was similar throughout the irrigation period. The dependence between removal
efficiency and irradiation time was almost linear. This phenomenon was independent of
the experimental setup used. In view of this fact, prolonging the irradiation time could
result in an increase in acetochlor removal efficiency.

Ethane sulfonic acid and oxanilic acid are the most reported metabolites resulting from
the degradation or mineralization of chloroacetanilide herbicides [94,95]. Ethane sulfonic
acid is also the most abundant transformation product of chloroacetanilide herbicides found
in soil [96]. Although the concentrations of these compounds in irradiated samples were
monitored by the HPLC-MS-MS method, which allowed the monitoring of concentration
levels of nanograms per liter, none of the compounds were detected, as their concentrations
were below the limit of detection. These results indicate that ethane sulfonic acid and
oxanilic acid were not the main degradation products of chloroacetanilide herbicides in
this study.

In the present study, two commercially available TiO, were used as photocatalysts.
P25 is a well-characterized material with high photocatalytic activity, consisting of the
anatase and rutile phase (80:20 or 70:30), representing the standard material in the field
of photocatalytic reactions [30,97,98]. It was found that P25 exhibits higher photocatalytic
activity than the other commercially available TiO, photocatalysts. This is attributed
to the mixed structure of P25 TiO, [53]. The rutile phase was found to not exist as an
overlayer on the surface of the anatase particle, but it exists separately from the anatase
particles [30]. The application of P25 as a photocatalyst for the photocatalytic degradation
of alachlor [28,30] and metolachlor [36,39] has previously been reported. On the other hand,
AV-01 is anatase titanium dioxide, used especially in paints, but also applicable for the
pigmentation of rubber mixtures or direct injection into paper pulp. The present study
reported the application of commercial TiO, AV-01 as a photocatalyst for the first time.
This material was selected considering the fact that the anatase phase of TiO; is accepted
as the most photoactive [13]. For this reason, we assumed that AV-01 could be used as a
photocatalyst. This hypothesis was confirmed, since the degradation of chloroacetanilide
herbicides carried out with AV-01 and P25 was comparable, and no significant differences
were observed. Furthermore, similar to P25, AV-01 constitutes a relatively inexpensive,
commercially available, and non-toxic material [98,99]. The non-toxicity of AV-01, as well
as P25, was confirmed by the growth inhibition test with Chlorella kessleri. The addition
of photocatalysts to the initial reaction solution did not increase the toxicity, because no
significant variation in the percentage of growth inhibition was observed.

The effect of the reactor on degradation was also evaluated. It was assumed that a
larger irradiated area in reactor R2 will ensure the improvement of degradation efficien-
cies due to the increase of the contact of the photocatalyst with photons. Although the
degradation efficiency in reactor R2 was higher compared to reactor R1 in most of the
experiments carried out, in some cases, the degradation profile was similar in both reactors.
This could be caused by the inhomogeneity of the reaction solution during photocatalysis.
Since reactor R2 had a rectangular cross-section compared to the square cross-section in
reactor R1, the catalyst may not have been completely dispersed. As a result, the number
of reaction sites could be limited.

Regarding the known toxicity of herbicides to non-target organisms, several studies
on toxicity to aquatic organisms, including microalgae, can be found in the literature. The
abundance, biomass, and growth rate are the most often studied toxicological parameters
in tests with algae [100-103]. Few recent studies that try to address the mechanism of action
can be found [3,6,12].

With regards to the ECsg values that can be found in the literature, values are in orders
of micrograms of herbicides per liter, and range from units to hundreds depending on
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the used alga and tested herbicide. It is known that algae and higher aquatic plants are
more sensitive to the herbicides in comparison to other aquatic animals (such as daphnids,
etc.), with ECsg values even three orders of magnitude lower [104]. For example, in a study
with the green alga Raphidocelis subcapitata, 72 h ECsg 46 pug/L and 3 pg/L for metolachlor
and acetochlor were found, respectively [103], which are very similar values to ours. The
authors also observed an order of magnitude difference in toxicity between metolachlor
and acetochlor. Another study tested the toxicity of metolachlor to Raphidocelis subcapitata
and after 48 h was estimated at 159 pg/L as an ECsy and after 72 h, the value dropped to
98 nug/L [105]. In another study with Chlorella vulgaris, the estimated 96 h ECs( values were
26 ug/L and 84 pg/L for alachlor and metolachlor, respectively [106]. Our experimentally
detected values are, therefore, in accordance with those in the available literature.

Very little information exists about the toxicity of herbicide degradation products in
the available literature. These products are rarely tested, even though these are commonly
detected in the aquatic environment, and sometimes their concentrations are higher than
the parent compounds [107]. In general, the toxicity of degradation products can be
lower or similar to the parent compound, but in a third of available studies, there was
an increase in the toxicity of degradation products [108]. As in our study, the increasing
toxicity of degradation products can be found in a few studies [109-113]. For example,
products of UV irradiation via modelled wastewater treatment of water containing alachlor,
metolachlor, and acetochlor were tested on the freshwater microalga Pseudokirchneriella
subcapitata [7]. In this study, the toxicity of the degradation products of all three herbicides
was higher compared to the parent compounds. Similarly, another study also observed an
increase in metolachlor toxicity to marine luminescence bacteria Vibrio fischeri using TiO, as
photocatalysts [36]. Vibrio fischeri was used in other available studies for the evaluation of
the toxicity profile of herbicide clopyralid before and after its photocatalytic decomposition
using TiO, [114]. The authors observed increasing toxicity at the first stages of degradation,
which they attribute to the progressive formation of intermediates more toxic than the
parent molecule, or due to synergistic effects among the transformation products. However,
the toxicity decreased eventually with increasing photocatalysis time.

4. Materials and Methods
4.1. Chemicals and Materials

Alachlor (99.2%), acetochlor (98.6%), metolachlor (97.9%), and their degradation prod-
ucts ethane sulfonic acid (ESA) and oxanilic acid (OA), were purchased from HPC Standards
GmbH (Cunnersdorf, Germany). Commercial titanium dioxide, sample AEROXIDE® TiO,
P25 (specific surface area (BET) 35-65 m?/g), was purchased from Evonik Industries AG
(Hanau, Germany). Commercial titanium dioxide, sample PRETIOX® TiO, AV-01 (spe-
cific surface area (BET) 11-15 m?/g), was purchased from Precheza a.s. (Pferov, Czech
Republic). For more information on the commercial titanium dioxides used, see the product
information for AEROXIDE® TiO, P25 and the product information for PRETIOX® TiO,
AV-01.

The chromatographic-grade solvents methanol and ammonium acetate were supplied
by Sigma-Aldrich (St. Louis, MO, USA). Deionized water was produced by Milli-Q® Direct
8 Water Purification System (Merck KGaA, Darmstadt, Germany).

4.2. Photocatalytic Experiments

The photocatalytic degradation of alachlor, acetochlor, and metolachlor was performed
in a batch lab-scale system which consisted of a stirred reaction vessel with a UV-A lamp
with a irradiation intensity of 1284 W/ cm? installed in the center above the reactor. The
aqueous medium was represented by deionized water with a conductivity of less than
0.1 uS/cm. In the experiments, two stainless steel reactors with varying dimensions were
used. Reactor 1 (R1) had a volume of 2400 mL with dimensions of 176 x 162 mm and a
height of 150 mm, and the irradiated area was 285.12 cm?. Reactor 2 (R2) had a volume
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of 4000 mL with dimensions of 265 x 162 mm and a height of 150 mm, and the irradiated
area was 429.30 cm?.

Herbicide stock solutions (100 mg/L) were prepared in deionized water and stored in
the dark at 4 °C. The reaction solution with a concentration of 10 mg/L was prepared from a
stock solution of the appropriate chloroacetanilide herbicide by dilution in deionized water.
The final volume of the herbicide solution treated was 1000 mL. The exact initial herbicide
concentration was determined by HPLC-DAD. The reaction solution was magnetically
stirred with a frequency of 500 rpm and heated to 25 °C using a Heidolph MR Hei-Tec
magnetic stirrer (Heidolph Instruments GmbH & Co. KG, Schwabach, Germany).

At the beginning of the experiment, the initial herbicide solution was stirred vigorously
for 5 min, and the initial sample was taken (marked 0—concentration of the herbicide at
time 0 without the photocatalyst). Subsequently, the photocatalyst at a concentration of
1 g/L was added to the solution and dispersed for 5 min, and another sample (marked
0/TiO; concentration of the herbicide at time 0 with the photocatalyst) was taken. After
this period, the UV-A lamp was switched on to initiate a photoreaction. For this study, two
different commercial TiO, materials, P25 and AV-01, were tested. Each experiment was
repeated three times.

During the experiment, 20 mL of the reaction solution was collected at regular time
intervals of 15 min. The total duration of the experiment was 180 min. The collected
samples were centrifuged at 11,000x g for 15 min to remove the photocatalyst using a
centrifuge 5804 R (Eppendorf, Hamburg, Germany). The centrifuged samples were stored
in the dark at 4 °C before further analysis. No sample processing was performed before
HPLC analysis. For toxicity evaluation by the algae growth inhibition test, the samples
were diluted a thousand times with sterile deionized water.

4.3. Analytical Methods

Chloroacetanilide herbicide concentrations were monitored by HPLC-DAD, consisting
of an Agilent 1260 Infinity II LC system equipped with a binary pump, an autosam-
pler, and a WR diode array detector (Agilent Technologies, Santa Clara, CA, USA). Chro-
matograms were evaluated at 230 nm. Separation was carried out on a Kinetex C18 column
(150 mm x 3 mm, particle size 2.6 um) with a water/methanol gradient. The starting
conditions for the mobile phase were set at 40% solvent A (water) and 60% solvent B
(methanol). Within 10 min, solvent B was linearly increased to 100%, and kept constant for
5 min. Subsequently, the gradient was changed back to the initial conditions in 1 min. For
the re-equilibration, these conditions were held for 4 min, resulting in a total run time of
20 min. The flow rate was set at 0.3 mL/min, the column temperature was maintained at
50 °C, and the injection volume was 50 pL.

The concentration of products, which resulted from photocatalytic degradation of
chloroacetanilide herbicides, ethane sulfonic acid (ESA), and oxalic acid (OA), was moni-
tored by HPLC-MS-MS. The HPLC system consisted of an Agilent 1260 Infinity II LC system
equipped with a binary pump and an autosampler (Agilent Technologies, Santa Clara, CA,
USA). The chromatographic column, temperature, and flow rate were the same as those
for the HPLC-DAD analysis. The injection volume was 100 pL, and a water/methanol
gradient was applied. The starting conditions for the mobile phase were set at 63% solvent
A (water with 10 mM ammonium acetate) and 37% solvent B (methanol). Within 10 min,
solvent B was linearly increased to 100%, and kept constant for 5 min. Subsequently, the
gradient was changed back to the initial conditions in 1 min. For the re-equilibration, these
conditions were held for 4 min, resulting in a total run time of 20 min. Detection was
performed using the QTrap 4500 tandem mass spectrometric detector (Sciex, Framingham,
MA, USA) equipped with electrospray ionization (ESI) and operated in positive mode. The
optimized parameters related to the QqQ/MS experiments are shown in Table 2.
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Table 2. Optimization of MS-MS conditions for the analysis of the photocatalysis degradation

products.
MRM Declus.tering Collision Co.llision C.ell
Compound Transition Potential DP Energy CE (V) Exit Potential
V) CXP (V)
Alachlor OA 264/160 -20 —18 -5
Alachlor ESA 314/121 -35 -30 -7
Acetochlor OA 264/146 —30 —18 -5
Acetochlor ESA 314/80 —50 —68 -9
Metolachlor OA 278/206 -5 -16 -9
Metolachlor ESA 328/121 —55 —-32 -7

ESA—ethane sulfonic acid; OA—oxanilic acid; MRM—multiple reaction monitoring.

4.4. Algal Bioassay for Toxicity Determination

The freshwater chlorococcal alga Chlorella kessleri Fott et Novak (strain LARG/1)
obtained from the Culture Collection of Autotrophic Organisms at the Institute of Botany in
Ttebor (Czech Republic) was used as a test organism in this study. The growth inhibition
test was performed according to the recommendations described in OECD 201 [115], but
modified with respect to the use of the Chlorella kessleri strain. All operations were carried
out under aseptic conditions to maintain the axenic culture. The OECD medium [115] and
Bold’s basal medium (BBM) [116] were used as growth media.

The stock culture was kept in 300 mL Erlenmeyer borosilicate flasks with a cotton
top, containing 250 mL of OECD medium at 26 £ 2 °C under a light (12 h) and dark
(12 h) cycle with cool white light (luminescent tubes with a color temperature of 4300 K),
with an intensity of 6000 lux on the surface of the flasks. Ten milliliters of stock culture
was transferred weekly to 250 mL of fresh OECD medium to maintain the culture in the
exponential growth phase.

4.4.1. Microplate Bioassay

A miniaturized growth inhibition test in microplates was used to determine the
toxicity of single chloroacetanilide herbicides. A preculture with an initial concentration
of 2 x 10° cells/mL was prepared from the stock culture 72 h before the start of the test.
The precultures were incubated in 100 mL Erlenmeyer borosilicate flasks with a cotton
top containing 50 mL of BMB medium under the same conditions as the test cultures.
Incubation was carried out at 22 £ 2 °C with agitation on an orbital shaker with a frequency
of 150 rpm, in a thermostat with continuous cool white light (luminescent tubes with a
color temperature of 4300 K) with an intensity of 8000 to 10,000 lux.

At the beginning of the toxicity test, the algal preculture in an exponential growth phase
was diluted with a fresh BBM medium to achieve an initial cell density of 2 x 10° cells/mL.
Toxicity tests were performed in 96-well polystyrene sterile microplates with a flat bottom.
Per well, a volume of 225 uL of algal suspension and 25 uL of herbicide stock solution was
used. As a control, the algal suspension was only incubated in BBM medium. The final test
volume was 250 /pL per well. The tests were run for 72 h under the conditions described
above for precultures. During incubation, microplates were covered with clear polystyrene
lids to prevent air contamination and evaporation of the growth medium.

After 72 h of exposure, cell density was determined by the measurement of optical den-
sity at 684 nm (ODgg4) using a microplate spectrophotometer, Epoch (BioTek Instruments,
Winooski, VT, USA).

The geometric series of nine equally-spaced concentrations of each herbicide was
tested first. The concentration range of 0.125-32 mg/L with factor 2 was tested for all
chloroacetanilide herbicides. Each concentration was tested in five replicates, and similarly,
a growth control was tested in five replicates. For each herbicide, three independent
series of assays were performed. Lower concentrations were subsequently tested for
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ECsp determination (0.125-0.001 mg/L). The results from three-times repeated tests were
averaged and used for ECs calculations and the creation of dose-response curves.

4.4.2. Flask Bioassay

A flask growth inhibition test was used to evaluate the toxicity of herbicide mix-
tures and their photocatalytic degradation products collected at different time intervals
during photocatalysis. Due to the concentration of herbicides in the initial reaction so-
lution (10 mg/L), the samples were diluted (1000 times) with sterile deionized water to
obtain concentrations approximately corresponding to the estimated values of ECsj of
chloroacetanilide herbicides.

A preculture with an initial concentration of 5 x 10* cells/mL was prepared from the
stock culture 72 h before the start of the test. The precultures were incubated in 300 mL
Erlenmeyer borosilicate flasks with a cotton top containing 250 mL of OECD medium
under the same conditions as the test cultures. Incubation was carried out at 28 &+ 2 °C
with agitation on an orbital shaker with a frequency of 120 rpm in a temperature-controlled
culture box under a light (18 h) and dark (16 h) cycle with cool white light (luminescent
tubes with a color temperature of 4300 K) with an intensity of 8000 to 10,000 lux.

At the beginning of the toxicity test, the algal preculture in an exponential growth
phase was diluted with a fresh OECD medium to achieve an initial cell density of 5 x 10*
cells/mL. The toxicity tests were performed in 30 mL volumes in 50 mL sterile Erlenmeyer
borosilicate flasks. As a control, the algal suspension was incubated in an OECD medium.
The tests were run for 72 h under the conditions described above for precultures. The flash
neck was covered with cellulose wadding to prevent air contamination and evaporation of
the growth medium.

After 72 h of exposure, cell density was determined by the measurement of optical
density at 684 nm (ODggs) using a DR6000 spectrophotometer (Hach Lange, Diisseldorf,
Germany). The three replicates of each sample were tested. Growth controls were tested in
five replicates.

4.4.3. Data Analysis

Growth rates and percentage inhibition were calculated according to OECD 201 [115].
The percentage inhibition of the growth rate was plotted against the time of treatment to
evaluate the changes in acute toxicity of the irradiated solution during photocatalysis.

The dose-response curves and ECsj calculations (growth inhibition concentration)
were made using a non-linear curve fitting procedure in the GraphPad 9 statistical software
(Version for Windows, GraphPad Software, San Diego, CA, USA). The best-fitting model for
experimental data was log vs. normalized response with variable slope, and the equations
had the form: Y =100/(1 + 10"((LogECs¢ — X)*HillSlope)), in which Y is the inhibition (%
of control value), HillSlope is the slope, and X is log concentration (mg/L).

5. Conclusions

The present study focuses on the photocatalytic degradation of the chloroacetanilide
herbicides alachlor, acetochlor, and metolachlor with TiO, /UV-A. The results demonstrate
that titania-mediated photocatalytic is an efficient process for the removal of chloroac-
etanilide herbicides from an aqueous solution. Two commercial TiO, materials were used
as photocatalysts: P25, as the standard for photocatalytic applications; and AV-01, which is
reported as a photocatalyst for the first time. However, it was confirmed that the anatase
titanium dioxide AV-01 has photocatalytic activity and can be successfully applied as
a photocatalyst.

Although the maximum removal efficiency for alachlor, acetochlor, and metolachlor
was 97.5%, 93.1%, and 98.2%, respectively, it was not enough for toxicity abatement. First,
our results showed that all investigated herbicides are highly toxic to the freshwater alga
Chlorella kessleri. Furthermore, the toxicity of the resulting mixtures of herbicides and their
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photocatalysis degradation products increased or remained the same as that of the initial
herbicide solutions.

This phenomenon can be ascribed to the formation of degradation products of the
same or even more toxic nature in comparison to the parent compounds. The fact that none
of the major metabolites resulting from the degradation of chloroacetanilide herbicides
was detected indicates the complexity of the photocatalytic process, and the existence of
various degradation routes resulting in a complex mixture of degradation products. For this
reason, toxicity monitoring can contribute to the evaluation of efficiency and subsequent
optimization of the photocatalysis process.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/catal12060597/s1, Figure S1: Estimation of dose-response curves
describing the acute toxicity of metolachlor to Chlorella kessleri after 72 h of exposure, Figure S2:
Estimation of dose-response curves describing the acute toxicity of acetochlor to Chlorella kessleri
after 72 h of exposure, Figure S3: Estimation of dose-response curves describing the acute toxicity
of alachlor to Chliorella kessleri after 72 h of exposure, Figure S4: The dependence of the Chlorella
kessleri growth inhibition (%) at different times of the metolachlor photocatalysis on the used catalyst
and reactor vessel, Figure S5: The dependence of the Chlorella kessleri growth inhibition (%) at
different times of the acetochlor photocatalysis on the used catalyst and reactor vessel, Figure S6:
The dependence of the Chlorella kessleri growth inhibition (%) at different times of the alachlor
photocatalysis on the used catalyst and reactor vessel.
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