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Abstract: The study of the fate of emerging organic contaminants (EOCs), especially the identification
of transformation products, after water treatment or in the aquatic environment, is a topic of growing
interest. In recent years, electrochemistry coupled to mass spectrometry has attracted a lot of
attention as an alternative technique to investigate oxidation metabolites of organic compounds.
The present study used different electrochemical approaches, such as cyclic voltammetry, electrolysis,
electro-assisted Fenton reaction coupled offline to high resolution mass spectrometry and thin-layer
flow cell coupled online to high resolution mass spectrometry, to study oxidation products of the
anti-infective trimethoprim, a contaminant of emerging concern frequently reported in wastewaters
and surface waters. Results showed that mono- and di-hydroxylated derivatives of trimethoprim were
generated in electrochemically and possibly tri-hydroxylated derivatives as well. Those compounds
have been previously reported as mammalian and bacterial metabolites as well as transformation
products of advance oxidation processes applied to waters containing trimethoprim. Therefore,
this study confirmed that electrochemical techniques are relevant not only to mimic specific
biotransformation reactions of organic contaminants, as it has been suggested previously, but also to
study the oxidation reactions of organic contaminants of interest in water treatment. The key role that
redox reactions play in the environment make electrochemistry-high resolution mass spectrometry a
sensitive and simple technique to improve our understanding of the fate of organic contaminants in
the environment.

Keywords: redox reactions; EC-MS; Fenton reaction; fate of contaminants of emerging concern;
transformation products

1. Introduction

In the late 1990s, researchers started to demonstrate the importance of investigating contaminants
of emerging concern (EOCs) such as pharmaceuticals and personal care products and since then,
the fate of these compounds in wastewater treatment plants and in the aquatic environment has
been a topic of wide interest and active research. It is known that enzymes, such as those of the
cytochrome P450 (CYP) super family, catalyze many oxidative reactions that transform EOCs during
secondary (biological) water treatment processes or after these compounds are released into the natural
environment [1]. The conventional method of the study of biotransformation products of organic
contaminants involves extracting transformation products from in vivo experiments, or performing
in vitro experiments using cellular extracts containing CYP450 enzymes [2,3]. In order to remove
uninteresting compounds which might interfere with the analysis, reduce sample complexity and
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simplify interpretation of the results, those approaches require laborious sample preparation to detect
the compounds of interest [4]. In addition, performing experiments with biological systems requires
the use of low concentrations of contaminants to avoid toxic effects leading to low concentrations of
transformation products, making their identification and characterization even more difficult. Besides
biological transformations, EOCs may be transformed after tertiary processes during wastewater
treatment such as ozonation, ultraviolet light or advanced oxidation processes, i.e., chemical oxidation
processes occurring via reactions with hydroxyl radicals [5]. Considering that these approaches do
not generally result in complete mineralization under usual treatment conditions, these processes
lead to the formation of unknown compounds [6,7]. To improve risk assessments for aquatic biota,
it is important to understand the mechanisms of formation of those oxidation products as well as to
elucidate their molecular structure [8].

Electrochemistry coupled offline or online with mass spectrometry is an interesting alternative to
study oxidation products of EOCs, since experiments are done in controlled conditions using pure
solvents and reagents and higher concentration of contaminants, reducing or eliminating the need for
sample preparation and accelerating data analysis and identification workflows [9]. Mass spectrometry
is well suited for coupling with electrochemistry given the rapidity, sensitivity and specificity of modern
mass spectrometers. Studies have demonstrated that metabolites generated by enzyme-catalyzed
reactions such as N-dealkylation, N-oxidation and O-dealkylation, aliphatic hydroxylation and
aromatic hydroxylation can be generated in vitro by electrochemical methods [9,10]. The similarity
between results obtained by such apparently unrelated systems (enzymatic vs. electrochemical cell) is
explained by the underlying mechanisms that occur in the phase I metabolism, which are generally
initiated by single electron transfer or hydrogen atom transfer involving an iron-oxygen complex [9,11].
For example, in electrochemical cells, single-electron transfer mechanisms such as the one occurring
during N-dealkylation can be reproduced by oxidation reactions at the working electrode in the
presence of a basic supporting electrolyte [11]. Electrochemistry was showed also to be useful to
improve our understanding of abiotic processes that degrade or cause EOCs in the environment to
bind to soils, as demonstrated by Hoffmann, et al. [12] with the sulfonamide antimicrobial sulfadiazine.
It is clear at this point that electrochemistry cannot mimic all possible CYP450-catalyzed reactions, in
fact only those reactions initiated by single-electron transfer (N-, O-, and S-dealkylation, hydroxylation
of benzylic carbon, etc.) can be simulated by electrochemistry [13]. However, electrochemistry
can be useful as a starting point to tackle the complexity found in samples issued from natural
transformation processes, as it was demonstrated in a study on the transformation products of an EOC
produced by the White-Rot Fungus Pleurotus ostreatus [14]. In that study, the formation of multiple
complex biotransformation products of carbamazepine by electrochemistry, such as epoxy, dihydro
and methoxy derivatives, was demonstrated using an online electrochemistry—mass spectrometry
technique. According to the authors of that paper, workflows of identification of transformation
products of organic contaminants can be improved by electrochemistry coupled to mass spectrometry.

The objective of the present work was to study the oxidation of a common EOC while
demonstrating the usefulness of using electrochemistry coupled offline or online with mass
spectrometry to improve our understanding of the fate of organic contaminants in the environment.
Three different electrochemical experiments coupled offline to high-resolution mass spectrometry
(HRMS) were investigated: cyclic voltammetry, electrolysis and the electro-assisted Fenton reaction.
Also, an electrochemical experiment using a thin-layer flow cell coupled online to HRMS was
performed. The anti-infective trimethoprim (TRI) was chosen as model compound given its frequent
detection in environmental waters [15] and the availability in the literature of information on its
oxidation products [16-21] and metabolites [22,23].
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2. Material and Methods

2.1. Reagents and Chemicals

Trimethoprim was purchased from Santa-Cruz Biotechnology (Dallas, TX, USA). Tetrabutylammonium
perchlorate (TBAP) was acquired from TCI America (Portland, OR, USA). 2,4-Diaminopyrimidine,
3,4,5-trimethoxytoluene, iron (II) sulfate and sodium sulfate were obtained from Sigma-Aldrich
(St. Louis, MO, USA). All these products have a purity >98%. Water for electrochemistry experiments
was purified using a Milli-Q filtration system (Merck Mlllipore, Burlington, MA, USA). Solvents and
additives used in liquid chromatography-mass spectrometry experiments, such as acetonitrile (ACN),
water and formic acid (FA), were purchased from Fisher Scientific (Ottawa, ON, Canada) and were
Optima LC/MS grade.

2.2. Cyclic Voltammetry and Electrolysis

A three-compartment glass cell, each containing its own electrode, was used for both cyclic
voltammetry (CV) and electrolysis experiments. The counter electrode, a Pt mesh connected to a Pt
wire, was separated from the working electrode by a fine-sized glass frit. The reference electrode
communicates with the central working compartment (volume =2 25 mL) via a Luggin capillary placed
just below the surface of the working electrode. Working electrodes for cyclic voltammetry experiments
had a 2 mm diameter and were made of glassy carbon, Au or Pt. For electrolysis experiments, the Au
electrode was 6 mm and the glassy carbon 7 mm in diameter to improve the rate of transformation of
TRI. The Ag/Ag" reference electrode was prepared fresh on each day of the experiments. The reference
solution consisted of 1 mL of ACN:H,O 99:1 (v/v) solution with 100 mM (34.2 g~L’1) TBAP as the
supporting electrolyte to which 1 mM (169.9 mg-L~') AgNO; was added. An Ag wire was rubbed
with fine sandpaper to remove the oxide layer and expose a fresh Ag surface. The wire was rinsed with
ACN: H;0 99:1 (v/v) before being immersed in the reference solution to form the reversible Ag/Ag*
redox couple. Organic medium such as ACN and TBAP is usually chosen to have access to a large
potential window (very negative and very positive potential), this combination of solvent and salt
is very stable in a wide range of potentials and various electrode materials. The presence of water
(1% here) is added to furnish little and controlled amounts of protons.

To study the electrochemical behavior of TRI, CV experiments were used first to determine the
general redox pattern of TRI and to monitor the potentials to be applied during subsequent electrolysis
(constant potential) experiments. All experiments were performed at room temperature. Cyclic
voltammetry experiments were carried out in a purely diffusional regime (working electrode was
stationary) using conditions used in previous electrochemical oxidation studies [24,25]. Solutions of
TRI (1 mM, 290.3 mg-L~!) were prepared in ACN:H,0 99:1 (v/v) with 100 mM TBAP. The supporting
electrolyte was set at 100 mM to ensure a good conductivity of the solution. To eliminate reactions of
radical intermediates with dissolved O,, the working electrode compartment (anode compartment)
was maintained under a Ny, atmosphere. Ny was passed through a bubbler containing ACN to
limit evaporation during prolonged experiments and the flow rate was adjusted to achieve moderate
bubbling to limit undesirable convection phenomena. The cathode compartment was open to air.
A CV of a blank solution of TBAP/ACN without TRI was always recorded before each experiment.
The potential scan rate was set at 50 or 100 mV-s~! for all CV experiments.

Electrolysis experiments were done at constant potential and were conducted with a
potentiostat/galvanostat EG&G model 273A from Princeton Applied Research. The solution was
stirred to increase the supply of electroactive compound to the surface of the working electrode and
to promote a higher conversion rate. Also, a higher concentration of TRI, 10 mM (2903 mg-L’l) was
used. After electrolysis, samples were diluted by a factor of 1000 using water and injected into the
liquid chromatography—quadrupole-time of flight mass spectrometry (LC-QqTOFMS) system (Bruker,
Billerica, MA, USA). This dilution step was necessary to avoid overloading the chromatographic
column with the supporting electrolyte and to prevent signal saturation for the analyte.
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2.3. Electro-Assisted Fenton Reaction

Electro-assisted Fenton reaction experiments were carried out with a potentiostat/galvanostat
EG&G model 273A from Princeton Applied Research in a cell with one compartment and two
electrodes. The working electrode was made of glassy carbon (diameter: 7 mm) and molecular
oxygen is continuously bubbled into the solution during the experiment. In the electro-assisted
Fenton reaction, hydrogen peroxide is generated in situ electrochemically in an acid medium from the
dissolved oxygen:

OZ(aq) + 2H+(aq) +2e” — HzOz(aq)

Compared to other materials, glassy carbon shows a reduced overpotential with respect to the
production of peroxide compared to other reactions, making it an ideal candidate [26] for this type of
experiment. The hydroxyl radical (OHe) produced in the Fenton reaction reacts quickly with organic
compounds in solution. For example, according to Dodd, et al. [27], the second order rate constant of
the reaction of OHe with TRIis (6.9 + 0.2) x 10° M-s~! at neutral pH and at 25 °C. When produced
in sufficient quantity over a sufficient period of time, OHe will oxidize virtually all carbons in the
molecule to lead to an almost complete mineralization of TRI. The counter electrode/reference electrode
was a Pt mesh. The solution contained 50 mM Na;SOy, 0.1 mM FeSO; in water acidified to pH 2.7
using concentrated H,SO;. Since degradation of TRI in the electro-assisted reaction is fast, a higher
concentration of TRI (58 mg-L 1) was used in this experiment to follow changes in its concentration
throughout the duration of the whole experiment. A current density of 1 mA-cm~2 was applied for
30 min in galvanostatic mode. The reaction time and the current density were optimized to limit
bubble formation at the counter electrode and to produce about 70% reduction of the signal of the
precursor ion detected by mass spectrometry. Longer electrolysis time, e.g., >60 min, were not used
to avoid further degradation of the transformation products which would then be harder to detect
and characterize. All experiments were done at room temperature. Aliquots at different time intervals
were sampled from the cell, diluted by a factor of 1000 and injected into the LC-QqTOFMS system.

2.4. Thin-Layer Flow Cell Coupled Online to High-Resolution Mass Spectrometry

The Roxy EC for MS System manufactured by Antec Leyden B.V. (Zoeterwoude, the Netherlands)
was used to perform online EC-MS experiments. This system is composed of a syringe pump,
a thin-layer flow cell (u-PrepCell) and a three-electrode setup controlled by a potentiostat.
The thin-layer flow cell has a 11 pL internal volume. The reference electrode was Pd/H,, the counter
electrode was Ti and the working electrode was boron-doped diamond (dimensions 12 x 30 mm,
thickness 1 mm). The cell was operated in the constant potential steps mode. All experiments
were done at room temperature. The outlet of the thin-layer flow cell was connected to the inlet
of the electrospray source of the QqTOFMS through a PEEK tubing (127 um internal diameter).
TRI at a concentration of 4.3 pM (1.25 mg L) dissolved in a solution of 0.1% FA in HyO:ACN
1:1 (pH 2.92) was introduced in the cell using in a syringe pump at a flow rate of 20 puL min~ 1.
This concentration was optimal to avoid saturating the QqTOFMS detector. The composition of
the solution used for these experiments (0.1% FA in ACN:H,O 1:1 v/v) was chosen according to
manufacturer’s recommendations [28].

2.5. Liquid Chromatography—Quadrupole-Time of Flight Mass Spectrometry (LC-QqTOFMS)

Chromatographic separation of electrolysis or Fenton reaction products was performed on a
Nexera ultra performance liquid chromatograph (UPLC) manufactured by Shimadzu (Kyoto, Japan)
coupled to a Bruker MaXis time-of-flight mass spectrometer (QqTOFMS) equipped with an electrospray
ionization (ESI) source operated in the positive mode. Reaction products generated in the thin-layer
flow cell were not separated chromatographically since the cell is coupled online to the QqTOFMS and
reaction products are monitored in real time.
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The UPLC parameters were the following: the column was an Acquity HSS-T3 C;g reverse phase
(50 x 2.1 mm, 1.8 um), the mobile phase was composed of solvent A (0.1% FA in H,O) and solvent
B (0.1% FA in ACN) and the mobile phase flow rate was 500 pL-min~!. The elution gradient was
adjusted according to the samples to maximize separation. Therefore, two different gradients were
employed for optimal separation: one for electrolysis products and the another for electro-assisted
Fenton reaction products. For the analysis of electrolysis products, the gradient as percentage of B in
the mobile phase was: at 0 min, 10%; 5.30 min, 15%; 7 min, 40%; 9 min, 98%; 10 min, 98%; 11 min,
10%; 14 min, 10%. For the analysis of Fenton reaction products, the gradient used was the following:
0 min, 5%; 5 min, 20%; 7 min, 50%; 8 min, 98%; 10 min, 98%; 11 min, 5%; 14 min, 98%. For both
chromatographic methods the column temperature was set to 30 °C.

The injection volume was also adjusted according to the experiment and the sample. Thus between
0.1 and 2 pL of the diluted sample was injected to obtain a signal with a target intensity of 2 x 10°
for the most abundant species. A switching valve was used to bypass supporting electrolyte (TBAP)
which remains sufficiently concentrated to saturate the QqTOFMS detector.

The QqTOFMS parameters were the following: nebulizing gas Ny, nebulizing gas temperature
200 °C, nebulizing gas flow rate 9 L-min~!, capillary voltage 3500 V, end plate offset —500 V, ion
cooler 35 us and RF 55 Vpp. The mass range was m/z 100 to 700. For the MS/MS experiments, a time
segment comprising the peak of the analyte was created and the isolation window of the precursor ion
was set to 1 Da. The collision energies (between 10 and 30 eV) were optimized to obtain 10% relative
intensity of the precursor ion. The mass resolution measured at full width at half-maximum for m/z
291 was about 18,000.

2.6. Identification of Oxidation Products

To identify the oxidation products generated in the diverse electrochemical setups. a workflow
based on the confidence level scheme proposed by Schymanski et al. [29] was adopted. According
to that scheme, accurate mass represents the lowest confidence (level 5), followed by unequivocal
molecular formula (level 4), tentative candidate (level 3, based on complementary data such as
tandem mass spectra and software tools), probable structure (level 2a, reached using a library
spectrum match or level 2b reached using experiments indicating that no other structure fits the
data) and finally confirmed structure (level 1, which requires a reference standard). Since tandem
mass (MS/MS) spectra of oxidation products of trimethoprim are not yet stored in spectral libraries
and standards are rare or not commercially available, diverse techniques were used to improve the
identification level of the accurate mass data obtained by the high-resolution mass spectrometer.
Those complementary techniques were: hydrogen—deuterium exchange (HDX) [30], which reveals the
number of exchangeable hydrogen atoms such as those present in alcohol or amine functional groups;
MS/MS experiments and comparison with MS/MS data found in the literature; in-silico fragmentation
analysis of precursor ions based on the Mass Frontier software from HighChem and spectral accuracy
determined by MassWorks software from Cerno Bioscience. Spectral accuracy measures the similarity
between mathematically transformed experimental isotopic pattern of an ion and the theoretical
isotopic pattern corresponding to a given molecular formula [31]. High spectral accuracy, generally
>98%, means that the experimental isotopic pattern closely matches the abundance and shape of the
isotopic pattern expected for a possible formula. Therefore, spectral accuracy contributes to eliminate
possible candidates and gives higher confidence in the assignation of unique molecular formulas to
accurate masses. Parameters for spectral accuracy were the following: elements (C, H, N and O);
number of elements determined by empirical rules, mass tolerance (10 Da); charge (+1) and number of
double bond equivalents (3.5 to 11.5).

Parameters for the in-silico fragmentation analysis using Mass Frontier software were the
following: ionization method (M + H*); ionization on non-bonding electrons and 7-bonds; cleavage
(v and inductive); H-rearrangement (charge remote rearrangement, hydrogen transfer from atom
«, 3 and y); resonance reaction (electron sharing, charge stabilization); aromatic system allowed
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(ionization, stabilization); cleavage allowed on primary, secondary and tertiary carbocation; maximum
reaction steps (5) and reactions limit (10).

3. Results and Discussion

3.1. Cyclic Voltammetry and Electrolysis

The results of CV measurements with TRI are shown in Figure 1. They revealed two main peaks
in the voltammogram at 900 and 1150 mV (vs. Ag/Ag™"). Those peaks indicate the oxidation of
two electroactive functions on the TRI molecule and the formation of two oxidation products at the
electrode surface. Electrolysis experiments based on those two potentials were performed to produce a
sufficient quantity of oxidation products for identification by offline LC-QqTOFMS. Minor peaks were
also observed at negative potentials which may have been the result of an incomplete purge of O, by
N, bubbling. Nevertheless, the presence of possible traces of O, did not influence TRI oxidation.

< 27
2
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e
214
24
T T T T T
-2000 -1000 0 1000 2000
Potential (mV vs Ag/Ag*)
—— TRI—— Blank

Figure 1. Cyclic voltammogram of trimethoprim (TRI) in the three-compartment electrochemical cell
using a glassy carbon working electrode (2 mm of diameter) and a solution of ACN:H;O 99:1 and
100 mM tetrabutylammonium perchlorate (TBAP). Potential scan rate was 50 mV s~ 1. Arrows indicate
the signal corresponding to the forward and reverse scans.

Electrolysis experiments were initially performed at a constant potential of 1050 mV, i.e.,
at a potential between the two oxidation peaks observed in the cyclic voltammetry experiments.
The solution was stirred to maximize the supply of reagent to the surface of the electrode. During
these experiments, a layer of precipitate formed on the surface of the working electrode regardless
of the material used, Au or Pt. That solid product accumulated until small flakes started to detach
and settle at the bottom of the cell. At the end of the electrolysis, the solution was diluted by a factor
of 1000 in water and analyzed by LC-QqTOFMS. Results did not show the presence of any reaction
product. To investigate the nature of the layer formed on the electrode, the cell was placed in a
sonicator for 1 min to detach the precipitate from the glass wall and facilitate its recovery by dissolving
it in methanol. Analysis of that methanol solution by LC-QqTOFMS showed only the presence of
TRI. The presence of TRI in that solution was most likely the result of a contamination, i.e., TRI was
adsorbed on the layer of precipitate.

When the potential applied during the electrolysis was increased to 1500 mV, i.e., after the second
oxidation peak of TRI, and after 60 min of electrolysis, the solution acquired a slightly beige tint
and no layer was formed on the surface of the electrode, thus suggesting the formation of soluble
oxidation products, and a sample of the solution was collected. The sample was diluted by a factor
of 1000 in water and injected in the LC-QqTOFMS. Results showed the presence of an oxidation
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product having an ion of m/z 307.1411 which was named oxidation product 306 or OP306 because its
molecular mass is 306 Da. Analysis of spectral accuracy of the isotopic pattern in MassWorks indicated
that only two neutral formulas were possible for that ion considering the constraints specified in the
Material and methods section: C14H;13N4O4 (Am =1 mDa, spectral accuracy = 93.9%) and CoH;oNgOg
(Am =5 mDa, spectral accuracy = 92.2%). Since the number of N atoms in the oxidation should not
be higher than in TRI and considering that the spectral accuracy for the first formula was higher,
the unequivocal molecular formula was determined to be C14H1g§N4O4. This formula indicated the
addition of one O atom relative to TRI (C14H;3N4O3) in OP306. HDX experiments using a technique
recently developed in our group [32] indicated an increase of one exchangeable H atom in OP306
(total of five exchangeable H atoms) relative to TRI (four exchangeable H atoms). MS/MS experiments
with OP306 using a collision energy of 30 eV gave the product ions shown in Table 1. Transformation
products of TRI with the same molecular formula, number of exchangeable hydrogens, precursor ion
and product ions (Table 1) have been previously reported by several authors and were produced by
rat metabolism [32], pig liver microsomes [33] and diverse water treatment processes [16,18,19,22].
Proposed structures are shown in Figure 2 (isomers A, B and C).
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Figure 2. Tentative molecular structures for TRI transformation products according to previous studies.
(A—C): Proposed structures for OP306. (D,E): Proposed structures for OP324.

From isomers A, B and C shown in Figure 2, OP306 appears to correspond to
a-hydroxytrimethoprim (o-OH-TRI, isomer A) since it is the best match to MS/MS data. Two reaction
mechanisms, based on single-electron transfer and nucleophilic attack by H,O, are proposed to
explain the electrochemical formation of OP306 (Figure 3 and Figure S1, Supplementary material).
A hypothesis explaining the difference between the electrolysis products observed at 1050 and 1500 V
is illustrated in Figure 3. The first step in the electrolysis of TRI, is the loss of an electron which
generates a radical intermediate. This radical intermediate can react with TRI to form dimers or
other TRI oligomers. At higher potentials, further oxidation (followed by the loss of a proton) of
the radical intermediate is possible, thus resulting in a second cationic intermediate that cannot be
further oxidized and that ultimately leads to the formation of x-OH-TRI after the loss of a proton and
nucleophilic attack by water.

The formation of x-OH-TRI by electrochemistry in the electrolysis experiments was selective as is
shown in Figure S2 (Supplementary material). No other major oxidation product between /2 200 and
400 was observed in the chromatograms after 7 min of analysis (TRI eluted at around 6 min). While it
is possible that dimers or other TRI dimers or oligomers could have been formed in the electrolysis at
1500 V, they do not appear to be major products. Also, detection of such species in the conditions used
could be difficult since they would have eluted by the end of the chromatographic gradient. In those
conditions, many column contaminants are eluted given the high organic content in the mobile phase.
Those compounds can cause signal suppression, thus avoiding detection of minor sample components.
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Table 1. Proposed molecular formulas and major product ions of the precursor ions observed in the electrochemistry experiments.

g) lralsse(l;vn 73) Name ng::ll;ilgormula 2 (Ar;nDa) i}z;ﬁ:‘?cly %) RDBE?  Product Ions € (in/z)

(Neutral)
Electrolysis
307.1411 OP306 C14H1gN4Oy4 1 93.9 7.5 259.0825 (100), 243.0875 (58), 274.1055 (22), 289.1286 (11)
Electro-assisted Fenton reaction
237.1026 OP236 CioH12N405 4 64.6 65 N.A.

C13H1604 -10 64.8 55
291.1082 OP290 C13H14N, Oy 05 N.A. 8.5 258.0736 (100), 273.0984 (66), 240.0645 (44), 241.0703 (40), 291.1084 (31)
307.1398 OP306 C14H1sN4O4 ~0.2 69.8 75 259.0822 (100), 243.0878 (60), 274.1054 (30), 231.0869 (14), 244.0927 (14)
323.1345 OP322a C14H1gN4Os -05 89.2 75 249.0983 (100), 231.0887 (88), 259.0827 (86), 216.0624 (73), 323.1345 (59)
323.1346 OP322b C14H1gN4O5 —-04 84.6 7.5 249.0979 (100), 231.0875 (90), 259.0826 (78), 216.0637 (45), 323.1349 (41)
325.1504 OP324 C14HpoN4Os 02 873 6.5 181.0680 (100), 325.1497 (55)
Thin later flow cell coupled online to high-resolution mass spectrometry (HRMS) 4
307.1421 OP306 C14H1gN4 Oy 2 50.3 75 N.A.
323.1372 OP322 C14H1gN4O5 2 92.9 7.5 323.1372 (100), 259.0998 (22), 291.1109 (20), 231.0893 (13)
339.1325 OP338 C14H15N4Og 3 N.A. 75 N.A.
357.1431 OP356 C14HooN,O; 3 N.A. 6.5 N.A.

C10H23NgOg * —4 94.1 35
398.1700 OP397 CiiHasN7 O * 7 041 35 N.A.

C16H3N505 * 3 92.0 7.5

2 According to mass accuracy (tolerance = 10 mDa), spectral accuracy and number of C and N atoms in the candidate structures (candidates with number of C and N atoms higher than
those of trimethoprim (TRI) were eliminated). ® Ring and double bond equivalents. ¢ Values between parentheses indicate normalized abundance at a collision energy of 30 eV. 4 Values
between parentheses indicate normalized abundance at a collision energy of 20 eV. * Indicates that no possible candidate formula was possible within the constraints given, therefore a
higher number of C and N atoms relative to TRI was allowed to determine a molecular formula. N.A.: Not available.
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The TRI oxidation product «-OH-TRI has been observed in living systems such as rat
metabolism [32], and biological and chemical process like nitrifying bacteria in activated sludge [22],
direct photolysis and solar TiO, photocatalysis [16], oxidation by KMnOy [18] and thermo-activated
persulfate oxidation [19]. This demonstrates the diversity of phenomena in which electrochemistry can
play an important role in predicting, identifying and understanding the formation of transformation
products of EOCs generated by diverse and dissimilar systems involving redox reactions.

| |
— - |
HATONTO HzN/I\mO/ HzN)mo/
-1 e@
2 +TRI

4 N

= ® o
/"t Formation of TRI dimers, trimers, etc.
HoN™ N7 SNH o~ N ~ J
O .
Mechanism favored at 1050 V
- H+
|
NN .0
L
HoNT ONTSNH Y o7
o\
+ H,O

H,N NHZY\ o~

N J
Y

Mechanism favored at 1500 V

Figure 3. Proposed mechanism of formation of «-OH-TRI by electrolysis at 1500 V. The formation of
the unidentified precipitated at 1050 V could be explained by the reaction of a radical intermediate
with TRIL

3.2. Electrochemically-Assisted Fenton Reaction

These experiments showed that after 60 min of reaction, TRI was completely transformed
(Figure 4). Several major transformation products with ions of m/z 237, 291, 307, 323 and 325 were
formed during the experiment and they reached their maximum concentration between 10 to 20 min
of treatment. After this maximum, the transformation products were also degraded and were no
longer detected after 60 min of treatment, except for one transformation product which appeared to be
resistant to degradation, the oxidation product with a m/z of 237.
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Figure 4. Profile of degradation of TRI and formation of its transformation products with the
electro-assisted Fenton reaction setup. Only the concentration of TRI was measured (left axis). For the
oxidation products, peak areas were used to measure their relative abundance as a function of time
(right axis).

To the authors’ knowledge, OP236 (m/z 237.1026) has not been reported previously in the
literature. For this compound (Table 1), only two candidates were possible: C190H12N4O3 (Am =4 mDa,
spectral accuracy = 64.6%), and C13H;404 (Am = —10 mDa, spectral accuracy = 64.8%). Unfortunately,
it was not possible to perform MS/MS experiments since precursor abundance was too low and further
experiments are necessary to unambiguously assign its molecular formula.

As for m/z 291.1083 (OP290), formula determination based on mass and spectral accuracy
suggested that one two molecular formulas are possible candidates: C13H14N4O4 (Am = —0.5 mDa,
spectral accuracy = 74.1%) or C1o,H130g (Am = 0.9 mDa, spectral accuracy = 74.1%). From those two,
C13H14N4Oy4 is obviously the most probable candidate since it is extremely unlikely that TRI could
have lost four N atoms while retaining 12 C atoms (loss of two C atoms) and accepted four additional
O atoms upon its oxidation. Five potential structures corresponding to the formula C;3H14N4O4 were
suggested, as presented in Table 2. An in-silico MS/MS fragmentation analysis based on theoretical
and library reactions on MassFrontier software showed that only one among those five structures
(isomer E) could explain 10 of the 12 most abundant product ions of m/z 291.1083, with mass accuracy
for all matching fragments <2.5 mDa.

In a previous study of the transformation of TRI under aerobic conditions in nitrifying activated
sludge, this same structure was assigned to a transformation product of TRI with the same exact mass,
albeit a completely different MS/MS spectrum [34]. While differences in MS/MS could be the result of
different mass analyzers (the present study used an QqTOF while in the study of Jewell et al. a linear
ion trap—orbitrap mass spectrometer was used) mass accuracy, spectral accuracy and comparison of
MS/MS spectrum and in silico fragmentation suggests that the most likely structure of OP290 is isomer
E or (2,4-diaminopyrimidin-5-yl)-(4-hydroxy-3,5-dimethoxyphenyl)methanone.
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Table 2. Mass accuracy of the product ions of the five proposed structures for OP290 according to in-silico fragmentation analysis done by Mass Frontier software.

Observed Product Relative Abundance Isomer
Ions m/z % A B C D E
o o 0 o) o}
NI o N‘ NN © N (2N N‘ X o N‘ X SN
|
HzN)\N/ NH Y Yo HZN)\N/ NH, O HN ‘N/ NH, 0 HN" N7 NH, o~ HZN)\N/ NH, OH
~ 1SN | O | O O
212.0700 10.5 —-0.7
216.0519 14.3
230.0790 18.3 0.8
234.0660 9.4 —-2.5
240.0645 439
241.0703 40.4 1.7 1.7
249.0866 25.4 11.6 04 04 11.6 0.4
258.0736 100 13.7 1.1 1.1 1.1 1.1
261.0613 8.0 0.5
261.0968 6.5 14 14 14 14 14
273.0984 66.4 —-0.2 —-0.2 —-0.2 —-0.2 —-0.2
276.0849 15.0 13.0 13.0 13.0 13.0 0.4

Note: A few ions were omitted from this table if the accurate mass and the abundance were close to the expected M + 1 isotopic peaks.



Environments 2018, 5,18 12 of 18

Chromatograms showed that the oxidation product with a retention time of 2.0 min had an
ion of m/z 307.1398 and eluted earlier than TRI on the Cig column, similar to OP306 (x-OH-TRI),
the oxidation product observed in the electrolysis experiments with the three-compartment cell with
stationary electrodes. Mass accuracy (—0.2 mDa) and spectral accuracy (69.8%) also suggested that the
most likely neutral formula for that compound is C14H18N4Oy4 since the other two possible candidates
(C16H14NgO, CoH18NgOg) had a higher number of N atoms relative to TRI, which is not possible
in this reactive system. The low spectral accuracy of the most likely candidate was due to the low
signal-to-noise ratio signal, and the presence of background peaks interfering with the determination
of spectral accuracy. Peaks in the MS/MS spectrum of m/z 307.1398 (Table 1) showed that product
ions generated after collision induced dissociation (m/z 243, m/z 244, m/z 259 are m/z 274) are the
same as those of OP306 observed in the three-compartment electrode cell with stationary electrodes
(Table 1). This suggests that a-OH-TRI can also be formed in the electro-assisted Fenton reaction setup.

The presence of two oxidation products of m/z 323, OP322a eluting at 2.8 min, and the other,
OP322b, with a retention time of 4.3 min was also observed. Spectral accuracies (89.2% and 84.6%,
respectively) and mass accuracies (—0.5 and —0.4 mDa, respectively) unambiguously indicated that
the neutral formula of both OP322a and OP322b was C14H;13N4Os. MS/MS experiments revealed
that those two isomers share the same major product ions: m/z 249, m/z 231, m/z 259, m/z 216 and
m/z 232 (Table 1). Therefore, they must have a very similar structure. For example, the addition of
oxygen must have occurred at close positions on the OP322a and OP322b molecule, such as on the
ring of the 3,4,5-trimethoxyphenyl moiety or on the amine groups to yield N-oxides. However, those
oxygen additions decreased the retention of OP322a more significantly than that of OP322b, since the
difference of retention time between the two isomers is of 1.5 min. Oxidation products of TRI with the
same molecular formula have been reported earlier by several authors working on advanced oxidation
processes for water treatment and these were identified as dihydroxy-TRI isomers [16,19]. At least
five isomers of OP322 were reported by Sirtori, et al. [16]. In another study, two other isomers were
proposed for OP322 and were explained by cleavage of the 2,4-diaminopyrimidinyl moiety but the
MS/MS spectrum reported by the authors in that study [18] had only one product ion (171/z 181) which
does not correspond the one observed experimentally in the present study (Table 1).

Another oxidation product observed was m/z 325.1504 (OP324). Spectral accuracy (87.3%) and
mass accuracy (—0.2 mDa) pointed to C14H)N4Os as the most likely molecular formula and the other
possible candidates (e.g., CooH0O4 or C146H16NgO,) had a higher number of C or N atoms relative to
TRI. A compound with the same molecular formula (compound D, Figure 2) was also identified in TRI
degradation experiments with sludge containing nitrifying bacteria [22]. The only product ion of m/z
325.1504 observed by MS/MS, m/z 181 (Table 1), is also the only product ion reported by Eichhorn
et al. [22]. Another study on the oxidation of antibiotics during water treatment with KMnOy [18]
suggested a different molecular structure for a TRI oxidation product of formula C;4Hy)N4O5 and
similar MS/MS spectrum. Such structure (Figure 2, compound E) is also possible. Unfortunately,
HDX combined with MS/MS experiments were not performed on OP324, which could have helped
determine the correct structure since some exchangeable hydrogens in both compounds are located in
different parts of their structure.

Contrary to the CV and electrolysis experiments, in the electro-assisted Fenton reaction there
was no interaction between TRI and the surface of the electrode. The reactions leading to these
transformation products take place within the solution. Besides being able to mimic certain reactions
resulting from the metabolism of cytochrome P450 enzymes, as reported earlier [10], the electro-assisted
Fenton reaction is an interesting approach to study oxidation reactions occurring during water
treatment processes involving OHe.

3.3. Thin-Layer Flow Cell Coupled Online to High-Resolution Mass Spectrometry

One of the major advantages of the thin-layer flow cell compared to the other setups used is the
possibility of online coupling with a mass spectrometer. Such a setup allows us to detect in real time
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compounds formed in the cell when a potential is applied. This setup saves enormous amounts of
time but it also comes with certain limitations: (i) the solution composition must be compatible with
electrospray ionization, i.e., the supporting electrolyte must be kept at low concentration, usually
around 0.1% v/v or < 50 mM; (ii) the supporting electrolyte must be volatile, such as FA or ammonium
formate; and (iii) there is no chromatographic data, reaction products are introduced directly into the
mass spectrometer, therefore isomers cannot be resolved.

Figure 5 shows the results of experiments performed using constant potential steps with a
solution containing TRI at 1.25 mg-L~!. Preliminary experiments showed that no reaction product
was observed below 750 mV (vs. H, /Pd) using the boron-doped diamond (BDD) working electrode.
Reaction products started to be detectable at +1000 mV and a progressive diminution of the TRI ion
(m/z 291) was observed when increasing the potential. At +2500 mV, the signal of TRI was about 0.5%
of its original value when the cell was off.
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Figure 5. Mass spectrometry voltammogram of TRI obtained with the thin-layer flow cell coupled
online with the QqTOFMS. The solution was composed of 0.1% FA in ACN:H,O 1:1 and the
concentration of TRI (11/z 291) was 1.25 mg-L~1.

The most abundant oxidation products were detected between +1000 and +1250 mV and are
reported in Table 1. Amongst that list, the most intense signal corresponded to m/z 323.1372
(C14H18N4Os5, Am = 2 mDa, spectral accuracy = 92.9%) and it was observed at both 1000 and 1250 mV
(vs. Pd/Hj). Tandem mass (MS/MS) spectra experiments (Table 1) confirmed that C14H3N4Os5
(or most likely a mixture of compounds of molecular formula C14H1gsN4Os) generated in the thin-
layer flow cell are the same as the dihydroxy-TRI isomers (OP322a and OP322b) observed in the
Electro-assisted Fenton reaction experiments. Also, m/z 307.1421 (C14H18N4O4, Am =2 mDa, spectral
accuracy = 50.3%) observed only at 1000 mV (vs. Hy-Pd) and m/z 339.1325 (C14H18N4Og, Am = 2 mDa)
observed at 1250 mV (vs. H, /Pd) were observed and appear to be mono and trihydroxylated-TRI,
respectively. As for m/z 357.1431 (1250 mV vs. Hj/Pd), it could correspond to C14H)N4O7
(Am =3 mDa). However, unequivocal molecular formulas for this ion cannot be confirmed since
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the relative low abundance and signal-to-noise ratio of these compounds resulted in low spectral
accuracy or isotope patterns that did not correspond to the proposed formulas, as was the case of m/z
339.1325 (1250 mV vs. Hy /Pd). Also, meaningful MS/MS spectra could not be obtained because of
the low signal of these two ions. However, the presence of multiple hydroxylated oxidation products
of TRI in the thin-layer flow cell is highly possible. Multiple hydroxylated species of nucleotides
have been observed when using a similar setup with the same electrode, albeit at both higher pH and
potential [35]. Electron transfer from TRI to the electrode surface may not be the only mechanism
responsible for the formation of TRI oxidation products in the BBD electrode; OHe radicals most
probably intervened in their formation as well. Indeed, Marselli, et al. [36] have shown that OHe
radicals are formed in the oxidation of water on a BDD electrode. A previous study on the degradation
of TRI in a photoelectro-Fenton process also reported the formation of multiple hydroxylated oxidation
products of TRI [37].

The presence of m/z 398.1700 (1250 mV vs. H,/Pd), is however puzzling since no molecular
formula with a number of C and N atoms equal or lower than those in TRI can be assigned to this
ion. Therefore, this ion may correspond to an addition or condensation reaction product between
TRI oxidation products. Such reactions are not unlikely, since the generation of radical species by
electrochemistry often leads to oligomerization or polymerisation reactions [38]. Studies on the
oxidation of the skin allergen p-phenylenediamine using a thin-layer flow cell with a BBD working
electrode showed that ions corresponding to p-phenylenediamine dimers were formed [39]. The nature
of such reactions products was not investigated here and were considered out of the scope of the
present study.

Results obtained with this setup showed that coupling a thin-layer flow cell with a BDD electrode
to a high-resolution mass spectrometer provides an interesting tool for studying the oxidation products
of organic compounds in the environment and water treatment process involving OHe such as
photolysis and advanced oxidation processes. In this setup, the effect of potential on the formation of
oxidation products can be monitored in real time, which allows a more efficient interpretation of data.

In summary, the diverse electrochemical approaches used in the present study showed that mostly
mono-, di-hydroxylated and possibly tri-hydroxylated derivatives of trimethoprim were generated
electrochemically (Table 3). Those compounds have been previously reported as mammalian [32] and
bacterial metabolites [22] as well as transformation products of advance oxidation processes applied
to waters containing trimethoprim [16,18,19,37]. These results suggest that electrochemistry-high
resolution mass spectrometry is an interesting technique for studying oxidative reactions of organic
compounds of environmental interest, as was previously suggested by Hoffmann et al. [12].
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Table 3. Summary of techniques tested and the main results obtained.

15 of 18

. ies TRI Oxidation e Previous Reports of the Oxidation
Technique Conditions Products Generated Identification Level [29] Product
Solution: ACN:H,0 99: 1 (v/v) Rat metabolism [32].
with 100 mM TBAP. s Probable structure (level 2b): based on spectral and mass Nltrlfylng bacteria m activated slgdge
. WE: Glassy carbon maintained =~ OP306 . . [22], direct photolysis and solar TiO,
Electrolysis accuracy, H/D exchange, experimental and literature . s
under a N 2(g) atmosphere. (x-OH-TRI) MS,/MS spectra photocatalysis [16], Oxidation by KMnO4
Potential applied: 1500 mV (vs. P ’ [18], thermo-activated persulfate
Ag/Ag*). oxidation [19].
Solution: 50 mM NapSQOy, 0.1 ?523237 1026) ﬁctc ura.t enmarzlss (lelvel 511 mafs Srirlldl sliectt;al abCCL;racC}ll co/uld Not reported previously.
' mM FeSO, in acidified H,O m/z 237. ot assign unequivocally a formula to the observed m/z.
Electro-assisted 34y, 11,50, at pH 2. OP290

Fenton reaction

WE: Glassy carbon.
Current density: 1 mA cm™2.

[2,4-diaminopyrimidin
-5-yl)-(4-hydroxy-
3,5-dimethoxyphenyl)

Probable structure (level 2b): based on spectral and mass
accuracy, and comparative in-silico MS/MS fragmentation
analysis.

Nitrifying bacteria in activated sludge
[34].

methanone]

OP306 Probable structure (level 2b): based on spectral and mass f;rrzs-?§r§1d;f?r;e§1i(12f?§vith stationar

(x-OH-TRI) accuracy, experimental and literature MS/MS spectra. P y
electrodes.

or322 Tentative structures (level 3): based on spectral and mass Direct photolysis and solar TiO,

(20H-TRI) isomers

accuracy, experimental and literature MS/MS spectra.

photocatalysis [16], thermo-activated
persulfate oxidation [19].

Tentative structures (level 3): based on spectral and mass

Thin-layer flow
cell coupled
online to HRMS

Solution: 0.1% FA in H,O:ACN
1:1

WE: Boron-doped diamond.
Potential applied: 1000 to 1500 vs.
Pd/H,.

OP324 accuracy. Experimental and literature MS/MS spectra could Nitrifying bacteria in activated sludge
(C14H29N4O5) . ~ [22].

not assign unambiguously one structure.
OP306 Accurate mass (level 5): mass and spectral accuracy could Same as indicated for the

(m/z 323.1372)

not assign unequivocally a formula to the observed m/z.

three-compartment cell with stationary
electrodes.

OP322
(20H-TRI)

Tentative structures (level 3): based on spectral and mass
accuracy, experimental and literature MS/MS spectra.

Same as indicated for the
three-compartment cell with stationary
electrodes.

OP338 (m/z 339.1325)

Exact mass (level 5): mass and spectral accuracy could not
assign unequivocally a formula to the observed m/z.

Photoelectro-Fenton with Pt anode [37].

WE: Working electrode.
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4. Conclusions

Oxidation experiments with TRI using different electrochemical experiments (cyclic voltammetry,
electrolysis, electro-assisted Fenton reaction and thin-layer flow cell coupled online to HRMS)
generated several oxidation products previously reported in diverse biological processes such as
bacterial and mammalian metabolism as well as in oxidation processes used for water treatment. Since
many parameters intervened in the outcome of the experiments with each technique such as solution
composition, pH, and electrode material, it is not possible to rank the techniques tested in terms
of performance. Table 2 shows that the four setups differed especially in terms of selectivity in the
production of oxidation products. Electrolysis using a glassy carbon electrode under Ny atmosphere
was the most selective. This setup only generated OP306, identified as a-hydroxytrimethoprim
(x-OH-TRI), as the major oxidation product. Electro-assisted Fenton oxidation and oxidation at a BDD
anode in a thin-layer flow cell were less selective and generated an array of oxidation products. Among
the most abundant were 0-OH-TRI, 20H-TRI and OP338, possibly a tri-hydroxylated derivative of
TRI. The selectivity depends on the main oxidation mechanism involved in the techniques evaluated.
In the three-compartment cell, the formation of «-OH-TRI is initiated by the transfer of one electron to
the working electrode. In the electro-assisted Fenton oxidation in the one-compartment cell and in
the oxidation at a BDD anode in the thin-layer flow cell, the OHe radical, a highly reactive oxidant
with low selectivity towards organic compounds, plays a major role. Also, further studies with the
thin-layer flow cell using different working electrodes, solution compositions, and pH values are
needed, since the rapidity and simplicity of this technique makes it a quick and simple approach to
study the fate of EOCs.

Finally, this study confirmed that electrochemical techniques are relevant not only to mimic
the cytochrome P450 oxidation transformations of drugs, as has been suggested previously [10,13],
but also to study the oxidation reactions of organic contaminants in wastewater treatment plants.
The key role that redox reactions play in the environment make electrochemistry coupled to high
resolution mass spectrometry a powerful technique to improve our understanding of the fate of EOCs
in the environment.

Supplementary Materials: The following are available online at www.mdpi.com/2076-3298/5/1/18/s1, Figure
S1. Simultaneous proposed mechanism of formation of x-OH-TRI (OP306). Since protons are generated at the
anode during the electrolysis, TRI can be protonated in solution and then oxidized by initial loss of an electron from
the trimethoxyl moiety rather than the diaminopyridinyl moiety. Figure S2. Survey view of the chromatogram
obtained by UPLC-QTOFMS of a solution of TRI after 60 min of electrolysis at 1500 mV vs. Ag/Ag"* using the
setup described for the three-compartment electrochemical cell with stationary electrodes. The red circle indicates
the peak corresponding to OP306 (11/z 307, x-hydroxytrimethoprim) and the blue square the peak corresponding
to TRI (m/z 291). Peaks observed after 7 min correspond to compounds eluted at high organic percentage during
the chromatographic separation. Signal threshold for the survey view was 1000 counts.
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