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Preface

Dear Colleagues,

We are pleased to present the printed version of the Special Issue dedicated to the 60-year
anniversary of the foundation of the Laboratory of Analytical Chemistry (School of Chemistry,
Aristotle University of Thessaloniki, Greece). Our intention was to launch a Special Issue in which
contributions were not restricted to our laboratory alone. We, therefore, invited colleagues and friends
from the other labs of our School of Chemistry and from other departments of Chemistry in Greece
and abroad. Our goal was to gather high-quality research/review articles to celebrate 60 years since
the foundation of our lab.

Due to contributions from almost all invited colleagues and the assistance of MDPI, we launched
a successful Special Issue of high scientific quality. It contains seventeen research and review articles
covering modern aspects of chemistry and/or analytical science. The “geography” of the SI is rather
impressive, taking into account its anniversary character. Besides Thessaloniki, we received articles
from colleagues and friends from Athens, Ioannina, Patras, Austria, Germany, and even Norway.

We are confident that interested readers will enjoy the contents of this SI. For example, Gikas
and Tsarbopoulos reported GC-MS Methods for the analysis of Refill Liquids for E-Cigarettes,
Kokkinos et. al. developed a 3D-printed device for the electrochemical determination of Colchicine,
Christopoulos and co-workers reported DNA sensors for food authenticity studies, and Rosenberg
et. al. developed a Multiplexing Injector for GC towards the analysis of Volatile Emissions from
Lithium-Ion Batteries.

Once again we would like to express our gratitude to all contributing colleagues for the quality
of the submitted research and to MDPI who provided the opportunity to launch this SIin a top-rated

journal such as Molecules.

Paraskevas D. Tzanavaras and Victoria Samanidou
Editors

ix
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Abstract: Multiplex sampling, so far mainly used as a tool for S/N ratio improvement in spectroscopic
applications and separation techniques, has been investigated here for its potential suitability for
time-resolved monitoring where chromatograms of transient signals are recorded at intervals much
shorter than the chromatographic runtime. Different designs of multiplex sample introduction were
developed and utilized to analyze lithium-ion battery degradation products under normal or abuse
conditions to achieve fast and efficient sample introduction. After comprehensive optimization,
measurements were performed on two different GC systems, with either barrier discharge ionization
detection (BID) or mass spectrometric detection (MS). Three different injector designs were examined,
and modifications in the pertinent hardware components and operational conditions used. The
shortest achievable sample introduction time was 50 ms with an interval of 6 s. Relative standard
deviations were lower than 4% and 10% for the intra- and inter-day repeatability, respectively.
The sample introduction system and column head pressure had to be carefully controlled, as this
parameter most critically affects the amount of sample introduced and, thus, detector response. The
newly developed sample introduction system was successfully used to monitor volatile degradation
products of lithium-ion batteries and demonstrated concentration changes over the course of time of
the degradation products (e.g., fluoroethane, acetaldehyde and ethane), as well as for solvents from
the battery electrolyte like ethyl carbonate.

Keywords: gas chromatography; multiplexing; multiplex sampling; time-resolved measurements;
lithium-ion batteries

1. Introduction

Gas chromatography is the primary technique for the analysis of volatile and semi-
volatile organic compounds in a large variety of environmental, industrial, biological or
food/flavor-related samples. Its versatility is a consequence of the numerous options
this technique offers for sample introduction, separation and detection that allow the
customization of a GC system to the particular requirements [1]. Depending on whether
qualitative or quantitative analysis is the aim, specific detectors such as mass spectrometry
(MS) or universal detectors such as flame ionization (FID), thermal conductivity (TCD)
or barrier discharge-ionization detection (BID) can be used. This latter detector, being a
relatively recent addition to the range of gas chromatographic detectors [2], is an attractive
alternative to both the FID and the TCD in that it offers sensitive, non-destructive and
universal detection even of analytes that do not or hardly respond in flame ionization
detection. It has thus been used in a variety of applications [3-9], including the analysis of
volatile degradation products of the organic electrolyte of lithium-ion batteries [10,11].
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Separation techniques are typically used where several analytes have to be determined
simultaneously in complex matrices or where the interference-free determination of one or
more analytes requires their separation from the matrix. Since separation is achieved in time
(rather than in space), chromatography is a technique that—in its classical format—cannot
be used for continuous monitoring of process streams. Various strategies have therefore
been developed to overcome this shortcoming. Among the more common approaches
are the use of short columns or miniaturized separation systems [12], separations under
vacuum outlet (low pressure) conditions [13], low thermal mass/directly resistively heated
systems and very recently, also negative thermal gradient GC systems [14].

A totally different approach that provides high(er) temporal resolution for chromato-
graphic analyses is the use of multiplexed or multiplexing chromatography [15]. The core
of this technique is that a sample is introduced into the separation system at predefined
intervals. The samples are separated, and as the duration of a single separation is longer
than the interval between sample injections, the individual chromatograms overlap, leading
to a complex signal as a response. This signal must then be deconvoluted to arrive again
at the individual chromatograms or an average chromatogram (Supplementary Materials,
Figure S1).

The conditions that are to be fulfilled for successful multiplexing chromatography are
the following:

(@) The sample is introduced at irregular intervals into the separation system according
to a pre-defined so-called ‘pseudo-random binary sequence’ (PRBS) consisting of only
“0” and “1” values where the former codes no sample introduction, while the latter
stands for the introduction of sample;

(b) The interval of sample introduction (I) is much shorter than the interval between
injections, the period T, and also the width of each individual signal (Figure 1);

(c) Chromatographic conditions must be stationary so that each injected sample is ex-
posed to exactly the same separation conditions. This means in practice that sepa-
rations have to be performed in the isocratic (for HPLC) or in the isothermal mode
(for GC), which limits its practical applicability to samples with a relatively narrow
polarity range (HPLC) or boiling point distribution (GC).

Period (T) PeTod Period
TR
| | |

Injection Time between Injection o
time (1) Injections (At) time (1) I:Imjectlon

No Injection

Figure 1. Schematic illustration of the terminology related to modulated injection sequences.

When these conditions are fulfilled, and additionally, the number of data points that
have been acquired can be expressed as 2" (ranging from 0. ..m = 2" —1), then it is possible
to deconvolute the data using the Hadamard transform, or rather, the corresponding back-
transformation. The Hadamard transformation is, similar to the Fourier transformation, an
ideally loss-free linear transformation from one into another data space. It is typically used
for data compression, signal processing and error correction [16]. It explains the formation
of the convoluted chromatogram (represented by a vector of dimensionality m) by the
product of the so-called convolution matrix [S] (a m x m matrix derived from the PRBS
(Equation (1)) [17]

deconvoluted convoluted
5] [chromato } - { h } @)
gram chromatogram
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The deconvoluted chromatogram was obtained by multiplying the inverse convo-
lution matrix with the convoluted chromatogram, as shown in Equation (2) (inverse
Hadamard transformation):

= @)

[S]_1 " [ convoluted }

deconvoluted
chromatogram

chromatogram

The most important motivation for using multiplexing chromatography is to improve
the signal-to-noise ratio of weak signals. While the signal increases n times with an n-fold
performance of a measurement, the noise increases only by a factor of /n, therefore
also improving the signal-to-noise ratio by a factor of /n (known as ‘Fellgett advantage’,
particularly in spectroscopy).

Generally, the application of multiplexing chromatography to improve time resolu-
tion rather than the signal-to-noise ratio is less considered but equally useful. In that
case, injections are made from a sample stream whose concentration changes during the
measurement sequence, and the objective is to represent these temporal changes with a
better time resolution than the cycle time, which, particularly in temperature-programmed
operation, can be considerably longer than the chromatographic run time [18]. Depending
on the complexity of the resulting chromatogram, and particularly the degree of overlap
of the individual signals, different strategies can be applied to deconvolute the data and
to derive individual chromatograms in which not only the number of peaks and their
retention time is correctly determined, but also their intensity or peak area. In case of
a strong overlap, deconvolution of the convoluted chromatogram is required according
to the inverse Hadamard transformation outlined above. In that case, the condition of
non-periodicity of the sample introduction must be fulfilled, as otherwise, it is not pos-
sible to deconvolute the data. Data evaluation is based on the calculation of the average
chromatogram as an intermediate result [19]. This chromatogram is then used to calculate
the concentration profiles of the individual analytes over time. In the case of only partly
overlapping or non-overlapping signals resulting from multiplex injection, there is no need
for an inverse Hadamard transformation for the deconvolution of the data, and simpler
algorithms can be applied. In the simplest case, the peaks do not overlap and can be
evaluated directly if their position is known. To this end, it is no longer a requirement
that the sample is introduced in a non-periodic sequence (e.g., the previously discussed
PRBS), but on the contrary, it largely simplifies data processing if the sample is introduced
in periodic intervals, which makes it easier to determine the relevant peak position.

The algorithm proposed in this work is more universally applicable: It relies on fitting
the peak profiles of the individual peaks to the convoluted chromatogram. Provided the
chromatographic system is not overloaded, the peak width remains essentially constant
with the peak height scales and the concentration. This scaling factor is determined in the
process of peak fitting, and the resulting peak is subtracted, while the scaling factor is a
measure of its relative concentration. The positions at which the scaled peak is subtracted
from the complex chromatogram are given by the retention time of the particular analyte
in the first chromatogram under consideration of the time interval between injections (and
whether an injection was completed or not in the case of non-periodic sample introduction
sequences). This process is repeated for each signal in the initial chromatogram. Evidently,
all analytes to be determined must already be present in the first chromatogram (but
they may be absent in subsequent chromatograms). The algorithm was shown to work
satisfactorily when overlapping peaks had a resolution of at least R = 1 and when the peak
shape of individual peaks did not change during the multiplexed chromatogram as an
effect of overload or column wear (see Figure S2 in the Supplementary Materials) [20].

Multiplexing chromatography requires particular consideration of how the sample
introduction is achieved. Ideally, sample introduction is undertaken in a narrow injection
pulse with a rectangular peak profile. This can be effected more easily in liquid phase
separation (high-performance liquid chromatography, HPLC, and capillary electrophoresis,
CE), where the sample is typically introduced through an injection valve with a sample loop
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of appropriate dimensions (HPLC [21,22]) or through either hydrodynamic or electrokinetic
injection in CE [23]. In gas chromatography, the situation is more demanding: In the case of
liquid sample introduction, ultrafast introduction and evaporation of the sample must be
achieved, which calls for dedicated injector designs [24]. Although with gaseous samples,
the use of a six-port valve with a gas sampling loop also appears an attractive option,
there are two obstacles: First, multiplexing chromatography with high time resolution
(At =2...3 s) could mean a chromatographic run of a half hour up to 900 switching cycles,
which is a huge number of switching cycles in a very short time, and this could lead to
premature leakage and failure of the injection valve. And even then, the typical arrangement
of the gas sampling valve upstream of the injector is not suitable for this type of operation
if no particular precautions are taken. Depending on the instrument type, the volume of
a classical split/spitless injector is in the order of 600-950 pL. Due to this relatively large
volume, the injector creates the same effect as if a gaseous sample was introduced into
a continuous stirred-tank reactor (CSTR). The characteristics of a CSTR are that with a
delta input function (=controlled sample introduction during a short interval), the output
function (=transfer of the analytes to the analytical GC column) would have a very steep
left edge, while the right edge would follow exponential decay. This is unsuitable for
multiplexing injection, which requires narrow, well-defined injection pulses; however, this
situation is improving (at the cost of sensitivity) when a high split ratio is used. All these
aspects are addressed by the proprietary design of an injector for gaseous samples where
the actual location of sample introduction is within the injector in the immediate vicinity
of the GC column head. Furthermore, the three designs investigated in this study (design
A-C) replace the switching of a six-port valve for sample introduction by the opening and
closing of solenoid valves (which are certified to be good for several hundred thousand
switching cycles) for the controlled introduction of a defined sample volume. In contrast
to this, examples reported in the literature mostly still make use of a six-port valve for
sample introduction:

Published examples of multiplex-GC analyses include the detection of volatile organic
compounds in indoor air [25], ethanol or toluene in exhaled breath after drinking or smok-
ing [26], acetone in human breath [27] and hexamethyldisiloxane in a wafer cleanroom [24].
Recently, the use of switching valves in combination with column switching techniques has
been used for fast sample introduction in the monitoring of catalytic reactions [28,29]. In
general, a multiplex sample introduction is interesting for all applications where fast reac-
tions take place and where a better time resolution than one data point per GC cycle time is
required. One prominent example is the case of lithium-ion battery degradation products.

Lithium-ion batteries (LIBs) are widely used as an energy storage. To better understand
the degradation mechanisms of the organic electrolyte and to improve the safety and
performance of LIBs, qualitative and quantitative analysis with high-time resolution is
needed. Different chromatographic techniques have already been used for the analysis of
electrolyte degradation products [30]. The GC methods use temperature programs that
span a wide temperature interval and consequently lead to long cycle times, including the
cooling phase. Also, direct MS analysis is not a suitable option in this case, as there are
important isobaric interferences that would not be resolved (CoH4/CO and CH3CHO/CO»,
respectively) [31].

The current work addresses the development and investigation of three multiplex
injector configurations based on headspace sampling and the introduction of gaseous
compounds. Various parameters that can affect the analytical performance are examined
and evaluated according to the relative standard deviation (RSD%) and peak area response
values. To demonstrate the feasibility of our prototype multiplexing injector, we performed
an in situ analysis of lithium-ion battery degradation products and obtained time-resolved
chromatograms for a number of relevant compounds.
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2. Materials and Methods
2.1. Materials

All reagents had a purity of at least 95%. n-heptane was purchased from Fluka (Buchs,
Switzerland). Ethanol was obtained from Merck (Darmstadt, Germany), acetonitrile and
dimethyl carbonate (DMC) battery grade from Sigma Aldrich (Vienna, Austria) and ethyl
methyl carbonate (EMC) Selectilyte from BASF (Ludwigshafen, Germany). Helium, used
as the GC carrier and BID discharge gas, was of purity >99.999% and was purchased from
Messer (Gumpoldskirchen, Austria). All battery cell components were provided by Lithops
S.rl., now FAAM Research Center (Torino, Italy), and the samples were prepared in a
commercially available test cell for the in situ analysis of gas species in Li-ion systems, the
ECC-DEMS (EL-CELL, Hamburg, Germany).

2.2. Instrumentation

The instrumentation used for the investigation of different multiplex injector con-
figurations was a GC-2010 Plus gas chromatograph with a Tracera BID barrier-discharge
ionization detector equipped with an external 6-port switching valve from Shimadzu
(Kyoto, Japan). The column was a DB-5MS (5% phenyl-95% methyl-polysiloxane) 30 m
x 0.25 mm x 0.25 pm from Agilent J&W. A GC-MS-QP2010 Plus instrument (Shimadzu)
equipped with a Rt-Q-BOND (100% divinylbenzene, Restek, Bellefonte, PA, USA) PLOT
(porous layer-open tubular) column of 30 m x 0.32 mm X 10 um dimension equipped
with a particle trap and a guard column was used for real sample analysis. For the
laboratory-made injector, an Arduino Leonardo ETH board (RS Components, Frankfurt
am Main, Germany) with a code written in-house for Arduino Software (IDE) v1.8.9
(https:/ /www.arduino.cc/en/main/software, accessed on 30 December 2023) was used
for the control of the solenoid valves. The normally open 2-way, normally closed 2-way
and 3-way solenoid valves used for the work were purchased from Biirkert Austria GmbH
(Vienna, Austria). Tee connectors were from VICI Valco (Schenkon, Switzerland).

2.3. Analytical Procedure

Sample injection was performed with the laboratory-made injectors as described below.
The final method used with the BID detector was an injector temperature of 250 °C, linear
velocity of 22.7 cm s~!, split of 10:1, discharge gas flow of 50 mL min~?!, column head
pressure of 85.6 kPa, total flow of 14.0 mL min—?!, column flow of 1.00 mL min—}, purge
flow of 3 mL min~!, oven temperature of 35 °C isothermal, and BID temperature of 300 °C.
The analysis runtime varied depending on the sequence length from 5 to 100 min as all
data were stored in one single data file. The method used on the GC-MS instrument had an
injector temperature of 270 °C, split of 8:1, column head pressure of 87 kPa, column flow
of 2.22 mL min~!, purge flow of 1 mL min~!, oven temperature program of 100 °C, ion
source temperature of 220 °C, interface temperature of 220 °C, and MS scan range of 30 to
300 m/z.

2.4. Multiplex Injector Configurations

Three designs for a multiplex injector were developed and examined. These were the
one-valve (A), the two-valve (B) and the three-valve (C) design. Although some of the
injector designs could have equally been realized with a six-port switching valve, preference
was given to solenoid on/off- or three-way valves due to the longer durability, keeping in
mind that a single chromatographic run could require several hundred switching cycles and
that during regular operation, tens of thousands of switching cycles could be performed
within few days at which regular six-port valves often fail. The general idea of the first two
sample introduction device designs was that the gaseous sample was introduced through a
fused silica capillary into the GC'’s injector, which itself was confined within or connected
to a stainless-steel capillary. The third introduction device consisted of tubing connections
and a stainless-steel sample loop. Depending on the pressure conditions in the injector, at
the head of the fused silica capillary and the stainless-steel capillary, and, of course, the
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valve switching, the sample was or was not introduced into the GC injector and transferred
to the GC column.

For design A (Figure 2), a He makeup gas was added to the sample gas stream.
Supported by this make-up gas stream, the sample was transported toward the GC through
an uncoated capillary column. The capillary was fitted through a Tee connector and this
also, into a hypodermic needle, which was inserted through the septum into the GC
injection port. The capillary end was close to the needle’s end but still confined within the
capillary. The other side of the Tee connector was connected to a normally open solenoid
valve and through this to the waste. When the sample was not injected, the valve was
opened, and the sample that eluted from the fused silica capillary was directed to waste
because the GC column head pressure was higher than the pressure at the end of the
transfer line, thus preventing the sample from reaching the GC column. In order to inject a
portion of the gas stream, the valve was closed, which caused a back-pressure build-up. At
one point, the backpressure created by the blocked flow path exceeded the column head
pressure, and thus, the sample was injected into the GC column.
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Figure 2. Scheme of multiplex injector design A. The green and red arrows indicate the flow of the

Injector
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carrier gas stream (transporting the sample) into and out of the GC’s split/splitless injector when
the sample was introduced (‘Injection’) or not ("No injection’). >« represents a solenoid valve in the
‘closed’ state, while >< represents the valve in the ‘open’ state.

Figure 3 shows the second design (design B), which is similar to the first, up to the
point where the uncoated capillary reaches the Tee connector. The Tee connector was
connected to a normally closed valve at the injection port side and a normally open valve at
the waste side. When no injection was performed, the normally closed and normally open
valves stayed in their default state. The sample that eluted from the capillary was directed
to waste because the injection port side was closed. To inject, the normally open and closed
valves were now closed and opened, respectively. This means that the flow path to waste
was closed, and the sample was forced to the injection port side, which was then open.

Design C (Figure 4) was different from the other two because it was a three-valve
set-up that included one 3-way, one 2-way normally open, and one 2-way normally closed
solenoid valve. The three-way valve was connected to the He supply from one side and
to the sample, which was transported by He make-up gas from the other side. The third
port was connected to a length of tubing that defined the sampling volume, similar to the
sampling loop of a six-port valve. The tubing was connected via a Tee connector to the
normally open valve leading to the waste and to the normally closed valve leading to the
injection port. When not injecting, the sample flushed the tubing/loop while connected to
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the waste line. When injecting the sample, the 3-way valve switched from the sample to
the He supply (kept at a higher flow than the sample). The normally open valve closed,
and the normally closed valve opened. This led to the sample being injected into the GC
column instead of going to waste since the flow path to waste was closed.
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Figure 3. Scheme of multiplex injector design B. The green and red arrows indicate the flow of the
carrier gas stream (transporting the sample) into and out of the GC’s split/splitless injector when
the sample was introduced (‘Injection’) or not ("No injection’). >« represents a solenoid valve in the
‘closed’ state, while >< represents the valve in the ‘open’ state.
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Figure 4. Scheme of multiplex injector design C. The green and red arrows indicate the flow of the
carrier gas stream (transporting the sample) into and out of the GC’s split/splitless injector when
the sample was introduced (‘Injection”) or not (‘No injection’). >« represents a solenoid valve in the
‘closed’ state, while >< represents the valve in the ‘open’ state. >Y< represents a three-way solenoid
valve with the open symbols representing the open flow path and the closed symbol representing the

Sample + He [
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closed flow path.
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3. Results

The three different multiplexing injector designs described in the experimental section
were mounted on a GC-BID instrument for further investigations. As a consequence of the
multiplexed sample introduction, this system is capable of providing time-resolved chro-
matograms and improved time resolution. All three designs—denoted ‘Design A’, ‘Design
B’ and ‘Design C’ in the following discussion—allow the computer-controlled introduction
of a gaseous sample at precisely controlled intervals and sample introduction lengths.

At first, the investigation focused on whether each design was functional or not, and
in the second stage, each system was optimized. The compound chosen for the initial
testing was heptane, a compound in the middle of the boiling point range with respect to
the intended application for LIB emission monitoring, which also shows very good peak
shape and detectability with the BID detector. Different parameters and variations of the
experimental setup were tested for their influence on the results. Among those were the
use of a vacuum pump in the waste line, the inner diameter of the sample introduction
capillary, the position of the sample introduction capillary inside the injector, the inner
volume of the Tee connector and the length and inner diameter of the tubing connections.

3.1. Investigation of Experimental Setup

Initial experiments with different experimental setups were used with a vacuum pump
in the waste flow line. The rationale behind this setup was to create a greater pressure
drop between the column head pressure in the GC injector and the pressure at the end
of the waste line and thus to efficiently prevent the leakage of sample from the sample
introduction capillary into the GC injector during periods of no injection. For testing the
usefulness of the pump, the conditions were a 50 °C oven temperature, I mL min~! column
flow, 20:1 split flow, 50 mL min 1 sample flow, 1 s injection time, tested pump flows: 0, 5; 15;
75; and 115 mL min~! (measured at the outlet of the membrane pump). The experimental
results showed that the use of the pump leads to irreproducible and somewhat variable
amounts of sample being introduced into the GC (Supplementary Materials, Figure S3).
The most probable reason for the peak area decreasing with an increasing pump flow
rate is that the increasing suction created by the pump affects, i.e., reduces, the amount
of sample introduced with each injection. Results were obtained successfully with short
tubing connections with smaller inner volumes and without using a vacuum pump in the
waste line. Short tubing lengths and small inner volumes were favorable as they resulted
in faster sample introduction into the GC and more accurate results. In contrast, greater
tubing lengths and larger inner volumes not only resulted in slower sample transfer but
also gave rise to carryover between injections. While this problem can be resolved by
increasing the sample flow or the injection time, this option is less attractive as it results in
high gas and sample consumption. In the subsequent experiments, no pump was used in
the waste line for either of the three injector designs. Maximum tubing lengths for designs
A and B were 14 cm (inner volume: 90 puL) and 18 cm (inner volume: 100 uL), respectively.
For design C, the tubing after the normally closed valve was as short as technically possible
and with a small ID (inner volume: 55 uL) to avoid a memory effect from a not adequately
flushed sample. The other tubing parts had larger IDs (inner volume: 130 or 530 uL). The
three-way valve design mimics the function of a sampling-loop-based injection valve, in
contrast to the other two designs, which perform time- and pressure-driven injections. The
injected sample volume was calculated from the sample flow and injection time for the
time-driven injections. When using lower sample flows, the smaller sample volumes did
not disturb the equilibrium between the injector and the instrument, and the injection was
achieved more easily. For a loop-based injection (and similarly, for design C, which mimics
a loop-based injection), the loop volume defined the injected volume, which means that it
had to be chosen adequately.

Normally, in this system, the pressure that comes from the multiplex injector has to
be higher or equal to the GC pressure (Pinj > Pinst). This is a prerequisite for a pressure-
controlled sample introduction (see Supplementary Materials, Figure S54). With a multiplex
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injector, the pressure drop (AP) between the initial pressure before the sample (Pjnit) and
the pressure at the end of the injector (Pi,j) must be calculated. The pressure drop must
not significantly affect the Pi,;. However, this was also determined by the requirements
of the sample introduction. Figure 5 shows the relation between the Pj,;, the sample flow
and the capillary ID. Values for Pj,; were calculated for different combined flows of sample
+ He and capillary IDs, depending on the total tubing lengths and IDs according to the
Hagen-Poiseuille equation. The parameter range, which is suitable for injection, was
identified. The pressures were calculated at sample flows of 1-, 5-, 10- and 20-mL min !
and 0.10-, 0.25-, 0.32- and 0.5-mm ID. As can be seen, there was a specific parameter range
where injection could be successfully achieved (highlighted in color in Figure 5). This was
always dependent on the column head pressure Py, of the instrument. Thus, the accessible
working range can change depending on the Pj;.

Pinj
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Figure 5. Interrelationship between sample flow rate, capillary ID and required injection pressure
Pjpj (in bar) for successful sample introduction.

To this end, the effect of capillary inner diameter (ID) for the first design was in-
vestigated. The investigation reported here was completed under isothermal conditions
mentioned in Section 2.3. The tested capillary IDs were 0.10, 0.25 and 0.32 mm. Only the
0.25- and 0.32-mm IDs could be compared because, for the capillary with a 0.1-mm ID
and the practically achievable pressure ratio, there was no or only a very small amount
of sample injected. A possible reason for this behavior could be the high pressure drop
between Pipjt and Pyyj, resulting in lower Piy; from the Pinst. The comparison of the analyte
signals from the corresponding chromatograms (Figure 6) showed that the 0.25-mm ID
capillary produced much higher signal intensities for the same sample. Injections were
achieved with injection times as short as 50 ms, but the corresponding sensitivity was low.
Of note is that the injected amount increased only after 300 and 500 ms for the 0.25- and
0.32-mm ID capillaries, respectively. The trends looked similar. The only difference was
the 0.32-mm ID capillary needed longer injection times to start reaching peak areas similar
to those of the 0.25-mm ID column. The difference comes from the pressure drop, which
resulted in different sample amounts being injected.

Another important aspect to investigate was the bore size of the Tee connector, which
was important for all designs. Tested bore sizes (and corresponding dead volumes, in
brackets) were 0.25 mm (0.47 pL), 0.75 mm (4.2 uL), 1 mm (7.5 uL), and 1.5 mm (34.8 uL).
The bore sizes affected responses in two ways: With an increasing diameter, the dead
volume of the connector increased, making the pressure build up slower and thus also
injections slower, and even back-mixing possible. In turn, the pressure drop for the waste
line was lower with an increasing bore size, allowing faster removal of the effluent gas
stream, which in turn should make injection peaks narrower. Like with the capillary, we



Molecules 2024, 29, 2181

could not obtain results with the smallest bore size (0.25 mm), but we managed to compare
the remaining ones and selected the 0.75 mm as the most appropriate for achieving higher
intensity results for designs B and C (Figure 7) and all three bore sizes (0.75-, 1- and
1.5-mm ID) work successfully with different sample flow rates for the design A. The higher
bore sizes worked well, but provided lower sample intensities under the same conditions.
Therefore, an increase in the sample flow was needed for those. Unlike the capillary change,
which is closely related to the pressure drop, and the structural changes in the bore size
affect the flow, which then changes the injected sample amounts.
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Figure 6. Comparison of the peak area of heptane for two sample introduction capillaries of different
inner diameters (0.25 and 0.32 mm) with increasing injection time for design A. The isothermal
method is mentioned in Section 3.3 with 60 mL min~! sample flow. Intervals represent one standard
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Figure 7. Comparison of the heptane peak area for two Tee connector bore sizes (1 and 0.75 mm)
with increasing injection time for design B. The isothermal method is mentioned in Section 3.3 with a

-1

7-mL min~" sample flow. Error bars indicate £1 s.

3.2. Investigation of Instrumental Parameters

Further instrumental parameters such as split ratio, column flow, sample flow, injection
time, and time interval between injections were optimized. The tested split ratios were 10:1,
20:1, 75:1, 100:1, 200:1, 400:1 and 500:1, and column flows of 0.5, 0.75, 1, 1.25, 1.5 mL min 1.
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The higher the split ratio, the faster the sample was transferred to the GC column for a
‘normal’, i.e., liquid phase injection, where a large solvent vapor cloud was formed from
the liquid volume injected. In the case of gaseous sample introduction for sub-second
periods, this effect was not relevant, and the dilution effect of increasing split ratios was
dominant. Hence, and also to reduce carrier gas consumption, a lower split ratio of 10:1
was adopted. Figure 8 demonstrates the effect of the column flow and sample flow on the
peak area. Higher column flows moved the sample faster and, as can be seen, resulted
in a lower response because of the change in the Pj,g (Figure 8). The split ratio and the
column flow were parameters that could change depending on the Pj,i¢ we wanted to
achieve. In the present work, we needed to work with lower sample flows because our
aim was to use the multiplex injector for the investigation of lithium-ion battery emissions,
which (due to the small cell volume) allow only very low flow rates. So, the final split
ratio was 10:1, and the column flow used was 1 mL min~!. An increase in the column
flow or the split flow typically increases the column head pressure. An increased column
head pressure will change the pressure situation between the front end of the sample
introduction capillary and the GC injector. This may, in the extreme case, lead to a situation
where there is no pressure drop toward the GC injector or, if the pressure drop is even
inverted, result in no sample being injected. This demonstrates that the optimization of
pressure and flow parameters in the multiplexing sample introduction device and the GC
injector is delicate and decides whether the sample is successfully introduced or not into
the GC. For the optimization of the further parameters, the conditions of GC flow and
pressure were the same as reported before, with the only difference that during one run, a
sample was injected multiple times (20 times). The investigated sample flows were 50, 80-,
100-, 120- and 140-mL min—! with 50 ms injection time, with time intervals 0.5, 1, 2, 3,4, 5,
6,7,8,9 and 10 s between samples and the injection times were 10, 20, 40, 50, 100, 200, 300,
400, 500, 600, 700, 800, 900 and 1000 ms. For the first of our injector designs, lower sample
flows (below 50 mL min~!) with the use of the 1.5 mm bore Tee union did not reach the
necessary Pi;. Higher sample flows showed faster sample introduction (due to the fact that
the necessary pressure for injection was built up in a much shorter period of time), and
thus, lower injection times of 50 ms could be used (Figure 8). With increasing sample flow,
the pressure at the end of the sample introduction capillary increased above the column
head pressure in the injector (Pinj > Pinst), and more of the sample was introduced. If the
Pjpj is too high, this could result in sample overload. The flow must be high enough to
ensure fast sample introduction at the ms time scale. The most appropriate time interval
and injection time can be chosen depending on the selected flow. A short time interval
(between injections) was desirable as it would determine the temporal resolution of the
method. Longer interval times result in fewer data points of the measurement. However,
very short interval times can result in significant peak overlap, which will be difficult to
deconvolute. In our case, the lowest sampling interval time was 6 s (Table 1). In the case
of the injection times, the higher they are, the higher the overload and broadened peak
shape of the outcome. This was observed when using a high sample flow of 150 mL min~1.
The peak asymmetry was 1.14 £ 0.03 at 50 ms and reached an asymmetry of less than
0.4 at injection times higher than 200 ms. The selected conditions for injector design A
were 60-100 mL min~! sample flow (depending on the bore size used), 6 s interval time,
and 50 ms injection time. The injection time can vary from 50 ms to 1 s or more as it is a
way to increase the injected volume. Similar tests were undertaken for injector designs
B and C. With these, we managed to reduce the sample flow to 5-7 and 0.2-1 mL min~!,
respectively. This decrease in sample flow rate became possible by the inclusion of an
additional normally closed solenoid valve directly before the injector, which isolated the
injector from the GC when the sample was not injected.

11
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Figure 8. Heptane peak area changes at various columns and sample flows. The isothermal method
is mentioned in Section 3.3. Error bars in the graph represent +1 s.

Table 1. Analytical characteristics of design A for different interval times (At).

Interval Peak Area ! Peak Height ! Asymmetry 2

Time [s] Mean RSD% Mean RSD% Mean RSD%
2 693,516 5.6 338,558 6.7 - -
3 700,262 2.2 297,074 0.5 - -
4 698,850 0.9 287,342 0.8 - -
5 694,628 0.8 286,460 1.2 0.75 1.5
6 672,199 3.0 281,610 1.3 1.13 2.8
7 667,479 1.0 281,128 0.8 1.14 15
8 680,908 0.5 285,048 0.4 1.16 0.0
9 681,597 1.0 283,220 1.1 1.13 3.2
10 797,033 2.0 330,935 2.7 1.11 3.0

1 Mean and RSD% values were calculated from 5 data points. ! Where asymmetry values are not reported, peaks
are not resolved at 10% of the peak height and asymmetry can consequently not be calculated.

Further to the investigation of the used conditions, it was crucial to test whether the
retention times were reproducible or not. Reproducible retention times are highly important
for the deconvolution of the raw data with the Hadamard transform algorithm and other
deconvolution algorithms developed for this work. This was tested after subsequently
injecting the same amount of heptane 15 times into the system (three repetitive runs). In
all cases, the interval between the injection times of two neighboring peaks was 0.01 min,
with relative standard deviations less than 0.01%. For design A, the peak asymmetry was
1.09 £ 0.02, and the relative standard deviation (RSD%) for peak area and height was
3.8 and 2.9%, respectively. These favorable precision data also confirmed the injection time
stability (in this case, 50 ms) since the amount of sample introduced was proportional to the
injection time. Furthermore, experiments according to a 4-bit PRBS (15 injections) during
different days showed RSD% values for the peak area and height of 8.2 and 8.4%. The peak
asymmetry average values were 1.07 &= 0.01. For design B, the peaks for repeated injections
of the same analyte constantly increased while the analyte’s concentration was constant.
Even after taking measures against possible memory effects from the preceding injection,
the relative standard deviation remained larger than 20%, and this design, therefore, was not
used further for the experiments. For design C, the relative standard deviation (RSD%) for
peak area and height was 3.3 and 6.2%, respectively. Experiments with random injections
during different days showed RSD% values for the peak area and height of 8.4 and 4.2%.

12
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Peak asymmetry was found to be 1.28 £ 0.01. The advantage of design C over design A is
that, while the latter, the system is easily affected by changes in the experimental set-up,
the former offers the possibility of more accurate determination of the injected volume
and, thus, more reproducible and accurate measurements. Additionally, with design C, the
instrument was protected from unwanted sample injections during the start-up phase of
the system, which was noticed with design A on another GC system.

3.3. Comparison to a 6-Port Switching Valve

Experiments were also performed with the 6-port gas sampling valve provided as a
sample introduction option for the GC-BID instrument that was housed in a thermostatted
valve box and compared to the designs we had already examined. The first drawback
we faced was that all operations of the valve (injection, switching back) were limited by
the time base of the instrument’s software. The smallest injection/switching time that
could be set was 0.01 min (600 ms), which was much longer than the 50 ms achievable
with the designs developed in-house. The second drawback consists of the relatively slow
switching speed of the electrically actuated switching valve, which did not allow the use of
loop filling/injection times of less than 0.02 min to inject the sample into the GC efficiently.
It is evident that these problems could be resolved by controlling sample introduction
externally, and by using a high-speed switching valve, but these options are not available
at the present time. For the experiments that were performed with the switching valve,
peak asymmetry was found to be 1.32 4= 0.017, and the RSD values for peak area and height
were 0.8% and 1.2%, respectively.

3.4. Application to the Volatile Emissions from Lithium-Ion Batteries

As a realistic test for the versatility of the above-described multiplexing sample intro-
duction system for GC, the developed device was used to study the emissions of a dummy
electrochemical cell with GC-BID, while measurements of the degradation products from
the electrolyte of a lithium-ion battery by multiplexing-GC/MS were performed for safety
reasons at another facility. A dummy cell containing the compounds of interest imitated the
transient emission of typical battery electrolyte degradation products. It initially included
five compounds: ethanol; ethyl methyl carbonate (EMC); dimethyl carbonate (DMC); ace-
tonitrile; and heptane. Air (O, + Njy), CO, and water leaked into the dummy cell at a later
stage or were created from the electrolyte decomposition. The tests were performed with
injector design C. Sample injections were performed every 2.02 min in order to obtain a
multiplex chromatogram (Figure 9). These were subsequently processed and produced
chromatograms, which showed the peaks attributable to seven individual compounds.
Figure 10 depicts the peak area change in each compound over time and imitates the
battery discharging state where most degradation products show a decrease. The test
demonstrated that the multiplex injector and the data processing can successfully handle
even complex samples. The investigation was continued by coupling the multiplex injector
to a GC-MS instrument for the overcharge experiments (conditions specified in Section 3.3).
The tested cell was assembled from am NMC 1:1:1 (Li;_(Nig 33Mng 33C0¢ 33)O>) lithium
nickel-manganese-cobalt (1:1:1) oxide cathode prepared vs. a graphite anode in an EL-
Cell. During the overcharging experiment, the battery voltage was increased by applying
constant current (CC) above its recommended maximum potential. The testing was under-
taken after performing a specific constant current-constant voltage (CCCV) formation cycle.
This experiment—in which the particular sample introduction device that was previously
mounted on the GC-BID system was installed on a GC-MS system—demonstrated that the
multiplex injector unit is easily transferable to other instruments and allows comparing the
results with the standard sampling method that is usually used. Overcharging experiments
were conducted until 250% of the rated capacity. This was achieved by applying the 1C rate
for fast overcharging while using multiplex sampling (180 chromatograms were recorded
in three hours). In contrast, the monitoring of degradation products by temperature-
programmed separation was significantly slower, where the overcharging was produced

13
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by a C/3 rate (24 chromatograms in 12 h, Figure 11b). For the 3 h experiments, a drift in
the baseline was observed without having a significant effect on the peak identification
(Figure 11a). The change is attributed to the high amount of solvents emitted from a Li-ion
battery, which continuously accumulate as samples and are constantly introduced into the
system. From real battery testing, useful information on the battery degradation products
was obtained during overcharging. The compounds detected and investigated for their
concentration change over time were CO;, ethane, water, acetaldehyde, fluoroethane, DMC
and methyl formate. The overcharge process resulted in an increase in CO,, fluoromethane
and methyl formate formation.
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Figure 9. Multiplex chromatogram resulting from a dummy cell measurement with design C. The
isothermal method is mentioned in Section 2.3. Seven compounds were analyzed.
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Figure 10. Change in concentration of dummy cell analytes during the experiment (30 injections in
60 min). The isothermal method, as specified in Section 2.3.
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Figure 11. Real lithium-ion battery testing experiment of NMC 111 cell with the design C (a) (top)
multiplexing and (b) (bottom) normal gradient conditions during overcharge. (Eye: potential of a

working electrode in V).

4. Conclusions

In the current study, we developed three different designs for multiple sample intro-
duction into a GC system. The operational characterization of the three devices showed that
two of the designs (A and C) successfully worked after optimization of the respective work-
ing conditions. This included the parameters sample flow, column flow and injection time
on which the analytical result critically depends, particularly. Another important aspect of
the success of the proposed setup was the solenoid valve which had to be fast-switching
and had a very small dead volume.
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The multiplex system developed in this study provides the advantage of repeated
sample introduction in a s short time, which, together with the in-house developed software
for data deconvolution, allows the acquisition of a significantly larger number of chro-
matograms per given time and thus obtains a larger amount of information for a transient
process compared to sequential data acquisition. The multiplexing injector is self-confined
and can be installed on different instruments, for example, GC with atmospheric pressure
detectors such as the BID or even with vacuum detection such as a mass spectrometer
(adjustment of the optimum operating parameters is required then).

Finally, GC with multiplex sample introduction was applied in the monitoring of LIB
degradation products. Recording the chromatograms in shorter intervals along the transient
process allowed for a better understanding of the reactions that take place under normal or
abusive conditions and identifying hazardous compounds and their concentration changes.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/moleculesXXXXX/s1, Figure S1: Graphical representation of
the production of a multiplexed chromatogram; Figure S2: Algorithm for the deconvolution of
multiplexed chromatograms; Figure S3: Change of peak area response with increase of pump flow in
the waste line; Figure S4: Sketch of the different pressures within the GC system in order to achieve a
pressure-driven injection into the GC; Figure S5: Construction drawing (left and middle) and photo
(right) of the actual set-up of the multiplex injector (Design C), mounted on the rear injection port of
a Shimadzu 2010 GC.
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Abstract: A simple and rapid method for the extraction of D-series resolvins (RvD1, RvD2, RvD3,
RvD4, RvD5) released into Leibovitz’s L-15 complete medium by head kidney cells from Atlantic
salmon and the further determination of liquid chromatography triple quadrupole mass spectrometry
is proposed. A three-level factorial design was proposed to select the optimal concentrations of
internal standards that were used in the evaluation of the performance parameters, such as linear
range (0.1-50 ng mL~1), limits of detection and quantification (0.05 and 0.1 ng mL~!, respectively),
and recovery values ranging from 96.9 to 99.8%. The optimized method was used to determine the
stimulated production of resolvins by head kidney cells exposed to docosahexaenoic acid, and the
results indicated that it is possible that the production was controlled by circadian responses.

Keywords: resolvins; liquid chromatography quadrupole mass spectrometry; Atlantic salmon; head
kidney cells; liquid-liquid extraction

1. Introduction

Resolvins from the D-series are bioactive oxygenated metabolites of docosahexaenoic
acid (22:6n-3; DHA) that were discovered in mice exudate cells treated with aspirin and
DHA and were termed resolvins due to their role in dampening and promoting the resolu-
tion of inflammation processes [1]. Resolvins from the D-series (RvD) are biosynthesized
by the action of 15-LOX on DHA to produce 175-hydroperoxydocosahexaenoic acid that is
converted to various types of resolvin D (RvD): RvD; RvD, RvDj3, RvDy, RvDs and RvDg
by the action of 5-LOX [1,2]. RvD; has therapeutic effects such as slowing the progression
of osteoarthritis in joints, preventing neuronal dysfunction in Parkinson’s disease, and
increasing efferocytosis in the elderly [3]. RvD, promotes subcellular localized healing, and
regenerative and protective effects in burn wounds, such as keratinocyte restoration, mus-
cle regeneration, tissue necrosis restriction, tumor growth inhibition and clearing cellular
debris in mice [3,4]. RvDs has powerful anti-inflammatory effects on leukocytes, decreases
the levels of pro-inflammatory cytokines (MCP-1, IL-6, and keratinocyte chemoattractant
protein), and eicosanoids (LTB4, PGD; and TxB,), inhibits neutrophil transmigration and
enhances macrophage absorption of microbial particles [5]. RvD, protects organs in cases
of ischemia kidney injury [3,6]. RvDs5 improves phagocytosis by increasing neutrophil
and macrophage movement, modulates TNF-« and NF-kB in blood, synovial fluid and
exudates discharged after a hemorrhage, and, in the late stages of coagulation, prolongs
the agglutination process and reduces the likelihood of bleeding [7]. RvDg increases nerve
regeneration and stimulates hepatocyte growth factor genes specifically as upstream regu-
lators and a gene network involved in axon growth and the suppression of neuropathic
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pain, indicating a novel function of this lipid mediator to maintain cornea integrity and
homeostasis after injury [2,8].

In general, resolvins produced from DHA have demonstrated promising therapeutic
advantages in terms of cell damage reduction, oxidative stress inhibition, and tumor growth
suppression [9]. In mammals, there is growing evidence that resolvins may assist in the
resolution of acute inflammation and potently suppress inflammatory and neuropathic
pain. Although it is unknown whether this is the case in fish, a study conducted by Ruyter
and colleagues showed that greater dietary DHA levels lead to higher concentrations of
resolvins in plasma, which may have health benefits in fish [10]. Neuronal deficiencies
and developmental issues in larvae have been reported in fish fed with a diet scarce in
DHA [11], hence the possible link between resolvins in the neuronal function of fish.

Different approaches have been reported for the determination of resolvins in different
kinds of samples. Enzyme immunoassay (EIA) kits have been used for determining the
production of RvD; in human and fish plasma [10,12] with high sensitivity. However, it is
also well known that EIA is prone to cross-reactivity, which in turn causes an overestimation
of the levels of specific resolvins. In addition, EIA are limited to just one type of resolvin
per commercial kit (e.g., either RvD; or RvD;, which makes the technique remarkably
expensive when different resolvins are considered.

High performance liquid chromatography with UV diode array detection (HPLC-
DAD) and gas chromatography coupled to mass spectrometry (GC-MS) have been used as
alternative techniques to validate the results of liquid chromatography mass spectrometry
in tandem mode (LC-MS/MS). For instance, enzymatically generated RvD; was determined
by LC-MS/MS analysis, and further evidence of its positive identification was obtained
using HPLC-DAD to confirm the presence of a conjugated tetraene structure within RvD,
that is responsible for its characteristic triplet chromophore at a Amax = 301 nm. A subse-
quent GC-MS analysis was performed after derivatizing RvD; with diazomethane to its
corresponding trimethylsilyl derivative [9,13]. In a similar way, actively phagocytosing
polymorphonuclear neutrophils were converted to RvD, and determined by LC-MS/MS
analysis, followed by a subsequent GC-MS analysis of derivatized RvD, to validate the
LC-MS/MS determination [9]. The main drawback associated with HPLC-DAD is the
potential coelution of isomeric resolvins with a similar spectrum, which may hinder their
discrimination, while the most evident disadvantage of GC-MS is that is restricted to ther-
mally stable volatile compounds, generally prepared by a time-consuming derivatization
process [14-16].

Resolvins are commonly found in biological fluids and organs at extremely low concen-
trations, including peripheral blood, cerebral fluid, placenta, synovial fluids, urine, sputum,
spleen, lymph nodes, cell cultures, and others [17]. As a result, successful extraction is
essential to wash and clean up the sample, followed by drying up and reconstitution in a
small volume to improve the concentration of the analyte. An overview of the literature
indicated that solid phase extraction (SPE) is arguably the most popular extraction method
for the analysis of resolvins in different kind of samples and LC-MS/MS the preferred
quantitative technique for its outstanding sensitivity. A recent article has proposed a cum-
bersome methodology that combines liquid-liquid extraction (LLE) with chloroform and
acetate-water buffered at pH 4 followed by u-SPE with methanol-water buffered at pH 4
and a final LC-MS/MS analysis for the quantification of resolvins in human keratinocyte
cell lysates to obtain recoveries at around 42 and 64% [18]. Unfortunately, SPE alone (not
to mention when combined with LLE) is a time-consuming and complicated method that
requires multiple steps and different solvents prior to LC-MS/MS analysis. Our current
SPE protocol for the analysis of resolvins (RvDj, RvD,) in cell culture requires a total of
seven different solvents (six solvents for SPE and one solvent for final reconstitution) [14].
Poor recovery and reproducibility, and insufficient cleaning of sample extracts are some
of the drawbacks commonly associated with SPE [19]. Different SPE adsorbent materials
and LLE have been compared to propose a suitable method for the extraction of RvD;
from human endothelial cells and further determination by LC-MS, and the best results
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were obtained using LLE with a solution of methanol containing the internal standard [20].
Although it seems a promising approach, this LLE protocol was validated incorrectly by
using spiked plasma samples instead of human endothelial cells. Furthermore, methanol
is generally used for protein removal, and therefore LLE with methanol for biological
samples requires multiple and time-consuming centrifugation steps to ensure complete
precipitation: for instance, centrifugation times of 45 min for metabolome [21] and 70 min
for RvD; analysis [20], followed by drying methanol with a stream of nitrogen, which is a
lengthy operation prior to final reconstitution and LC-MS/MS analysis.

Overall, sample preparation for the analysis of multiple compounds (e.g., resolvins)
is the major bottleneck in analytical laboratories. The aim of this study is to propose a
simple and rapid LLE procedure to quantify the temporal production of released resolvins
(RvDq, RvDy, RvD3, RvDy, RvDs) into Leibovitz’s L-15 complete medium by head kidney
cells from Atlantic salmon exposed to DHA and further liquid chromatography triple
quadrupole mass spectrometry (LC-MS/MS). To our knowledge, this is the first validated
LLE procedure for quantifying biosynthesized D-series resolvins using cell cultures.

2. Results and Discussion
2.1. Optimal Concentration of Internal Standards

A 32-factorial design, where the base 3 represents the number of concentration levels
(low, medium, high) and the exponent 2 the number of factors (analyte and internal
standard), was used to investigate whether the response factor (RF) remains constant at
different internal standard (IS) concentrations over a fixed analytical range. The nine
combinations of analytes and internal standards (3%) suggested by the factorial design
(Table 1) were prepared by dissolving the analytical resolvins and internal standards in the
L-15 medium. For instance, Experiment 2 represents an L-15 media solution containing all
the analytes (RvD;, RvD;, RvD3, RvDy, RvDs) at a concentration level of 30 ng/mL and
submitted to the extraction protocol by using a mixture of deuterated internal standards
(RvDj-ds, RvD,-ds and RvDj3-ds) at 15 ng/mL each. Four blanks, consisting of L-15
medium containing 0, 15, 30 and 45 ng/mL of internal standards, were also prepared. The
experiments in Table 1 were were prepared in triplicate and run in random order.

Table 1. Proposed 3%-factorial design to select the optimal concentrations of internal standards.

Resolvin [A]

Experiment (ng/mL) Internal Standard [IS] (ng/mL)
1 15 15
2 30 15
3 45 15
4 15 30
5 30 30
6 45 30
7 15 45
8 30 45
9 45 45

The RF for every resolvin at the different concentrations of IS were calculated at every
experimental point in Table 1 by the expression RF = [IS]/[A] X (ya/y1s), where [A] and
[IS] represent the analyte and IS concentrations and y4 and yjs their corresponding signals,
respectively. This RF approach has been published elsewhere in the selection of an optimal
concentration of RvD;-ds for extracting RvD; and RvD; from fish cells by SPE and further
quantification using an LCMS ion-trap instrument [14]. The results are shown in Table 2.
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A multiple range test, applied to determine significant differences (p < 0.05) between
the calculated RF values, revealed that apart from RvDs, the RF remains constant for the
concentrations 15 and 30 ng/mL of IS with coefficients of variations around 2%. Hence,
15 ng/mL of RvD;-d5 (for RvD;, RvD, and RvDs), RvD;-ds (for RvD,) and RvDs-ds (for
RvD;) that yields average RFs of 2.90 & 0.05, 14.47 £ 0.33, 34.33 & 0.61, 0.84 £ 0.01 and
1.01 £ 0.04 for RvD;, RvD,, RvDs, RvDy, and RvDs, respectively, was selected as the
optimal concentration level to be used in connection with the proposed extraction protocol
and for further quantitative analysis using LC-MS/MS. Although the RF values for RvDs
(1.10 £ 0.04, 1.01 £ 0.02, 1.19 £ 0.02 at 15, 30 and 45 ng/mL of IS, respectively), exhibited
statistically significant differences, the RF for 15 ng/mL lay between 30 and 45 ng/mL,
with a coefficient of variation (3.2%) similar to those reported elsewhere (4-13% at 1 ng/mL
IS) for cell experiments using LCMS 8.

2.2. Analytical Validation

The deuterated internal standards RvD;-ds5, RvD,-ds and RvD3-ds were dissolved
in acetonitrile (15 ng/mL each) and used to extract the resolvins from seven L-15 media
preparations containing a mixture of five analytical resolvins (RvD; to RvDs) at seven
different concentrations (0, 1, 5, 15, 30, 45, and 50 ng/mL). The characteristic mass fragments
of the five resolvins and three internal standards were extracted from the precursor ions
in both unspiked (0 ng/mL) and spiked (1-50 ng/mL) L-15 media. The five resolvins
were separated chromatographically, according to their retention times, including RvD;
and RvD,, which have the same precursor (m/z 375) and product (m/z 141) ions. The
chromatographic elution order was RvDj3 (2.55 min), RvD; (2.59 min) RvD; (2.77 min),
RvDjy (3.12 min), and RvDs (3.55 min). The extracted ion chromatograms (EIC) revealed
that the proposed extraction protocol allows for detecting unequivocally the resolvins with
negligible background interferences (Figure 1), and therefore the analyses were regarded as
highly selective towards the five resolvins.
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N . ] 3.55
6.8 68 RVD 58
6.6 66 VD1 55
6.4 84 2.77 54
6.2 62 62
LR 6 6
5.2 52 52
5.6 56 56
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Figure 1. Extracted ion chromatograms, in increasing order of retention times, to indicate the
selectivity of the analysis towards the five analyzed resolvins, after implementing the proposed
LLE protocol.

The chromatographic peak area ratios RvD; /RvD1-ds, RvD; /RvD,-ds, RvD3/RvDs-
ds, RvD4/RvD;-ds and RvDs/RvD;-ds were calculated and plotted against the analytical
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concentrations to compute the function y 4 /y;s = @[A] + p and obtain the various calibra-
tion parameters displayed in Table 3.

Table 3. Analytical performance parameters. The linearity is judged by considering simultaneously
the closeness of R? to the unity and the comparison of Fexperimental against the tabulated Feyjyicy = 2.958
for 5 and 14 degrees of freedom at the 95% confidence level.

(OFS‘?)S?\;EL) Slope (o) Intercept (B) R? Fexperimental LOD LOQ Re:oo/o‘;ery
RvD4 0.197 —0.063 0.997 0.526 0.042 0.127 982+ 1.3
RvD, 0.982 —0.235 0.999 0.342 0.028 0.086 995+ 1.1
RvD3 2.304 —0.318 0.998 0.142 0.032 0.097 99.5 + 0.9
RvDy 0.055 0.002 0.999 0.123 0.024 0.074 99.8 +1.2
RvDyg 0.077 —0.048 0.994 0.624 0.059 0.180 969 +2.3

The degree of linearity of the calibrations was provided by both the regression coeffi-
cients (R?) and the Fisher test, defined as the quotient between the lack-of-fit and the pure
error variances (F,yy in Table 3). In general, the five resolvins were linear over the studied
range of concentrations, as reflected in Table 3, where the R? values (between 0.994 and
0.999) indicate that a high proportion of the variance of the calculated y 4 /y;s signals are
explained by the analytical concentrations [A] in the proposed regression models. This con-
clusion is also supported by the Feyperimentar values for the five calibration models that were
lower than the critical value of 2.958 for 5 and 14 degrees of freedom at the 95% confidence
level (Table 3). The LOD (0.028-0.059 ng/mL) and LOQ (0.074-0.180 ng/mL) were within
the range of previously reported values for cell cultures [22], and were considered appro-
priate for all resolvin species. In the present work, the LOQ for resolvins in L-15 complete
media by using an Agilent 6495 triple quadrupole are similar to (and in some cases better
than) those reported in pure standards by using Sciex QTRAP 6500 [23,24]. For instance,
the referred Quadrupole/QTRAP (present/[24]) values for RvD;, RvD,, RvD3, RvD4 and
RvDs are 0.127/0.05, 0.5/0.086, 0.097/0.05, 0.074/0.1 and 0.180/0.1, respectively. Based
on the matrix complexity, namely the present L-15 medium versus the pure standard [24],
the LOQ values of the present research can be regarded as remarkable. In addition, the
proposed extraction protocol in conjunction with the triple quadrupole spectrometer is an
outstanding strategy, considering the widespread consensus that QTRAP delivers better
data than quadrupole systems [25]. The recovery of the method, expressed as the ratio
between found and nominal concentrations (100 X [Al¢yund /[Alnominal) Was higher than
95% in all cases, as described in Table 3.

2.3. Analysis of Released Resolvins in L-15 Media by Head Kidney Cells

The proposed LLE protocol and further LC-MS/MS quantification was implemented
to study the induced production of resolvins by salmon head kidney cells with and without
exposure to exogenous DHA. The production of resolvins was expressed in ng/mL and
measured at 6, 12 and 24 h (Table 4). The levels of resolvins in decreasing order of concen-
tration were RvDy > RvD, > RvD3 > RvD; > RvDs and RvD4 > RvD3 > RvD, > RvD; >
RvDs in control and DHA, respectively. These levels agree with previously reported results
that were obtained by using SPE and LC-MS/MS to estimate the production of RvD; and
RvD; by salmon liver cells, and where it was suggested that the production of RvD, was
preferred over RvD; and RvD, after exposing the cells to different polyunsaturated fatty
acids, including DHA [14].
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Table 4. Temporal production of resolvins by head kidney cells from Atlantic salmon (Salmon salar)
exposed to docosahexaenoic acid.

Time RVD1 RVD2 RVD3 RVD4 RVD5
Group (hours) Concentrations (ng/mL)
6 0.127 £ 0.022 0.190 4 0.109 0.186 & 0.055 0.601 4 0.090 0.055 + 0.018
Control 12 0.074 £ 0.009 0.238 +0.141 0.119 4= 0.049 0.382 4= 0.082 0.069 £ 0.009
24 0.094 £ 0.014 0.154 £ 0.079 0.092 = 0.018 0.419 £ 0.031 0.017 £ 0.003
6 3.918 + 1.798 4.412 +1.386 6.849 £ 3.156 10.231 £ 6.342 3.696 + 2.022
DHA 12 1.388 + 0.404 2.574 £ 1.143 5212 £ 2.328 4.737 £ 1.710 1.395 + 0.361
24 4.391 = 2.103 8.095 = 4.129 9.583 & 4.682 10.439 £ 5.121 4.256 = 1.815
A principal component analysis (PCA) indicated that 76.00% of the total data vari-
ability was explained by the concentrations of resolvins in control and DHA groups, and
16.24% was explained by the different times (Figure 2).
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Figure 2. Principal component analysis of the released resolvins in L-15 media by head kidney cells
with and without exposure to DHA, after implementing the proposed LLE protocol.

The control and DHA groups were clearly discriminated along the PC1 axis and
characterized by negative and positive scores along this axis, respectively. The degree of
overlapping within the control and within the DHA group was higher in the former than
in the latter group. For instance, the scores for the control at 6 or 12 or 24 h appeared as
three separated clusters along PC2 (red squares), while for the DHA the time clusters were
separated along PC2 (green squares), but they were widely spread along PC1, indicating a
higher dispersion of the DHA data. The PCA also showed that the highest concentrations of
resolvins were associated with the DHA group, suggesting that exogenous DHA promoted
the production of resolvins. The vectors, time and concentrations of resolvins, were
orthogonal; therefore, the changes in concentrations of RvD;, RvD,, RvD3, RvD4 and RvDs
were independent of the time. This lack of correlation between time and concentration
was confirmed by studying the within and between variances at the three selected times
for every resolvin. The estimated p-values were not significant (p > 0.05) for any type of
resolving, either in the control or in the DHA group.

The concentration/time relationship was computed from Table 4, and the results
revealed a continuous decrease in production over time for the five analyzed resolvins in
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the control group (Figure 3). In contrast, the DHA group showed higher production at
subjective dawn (6 h) and subjective midnight (24 h) than subjective midday (12 h) for all
resolvins (Figure 2), suggesting the presence of a circadian clock that may impose a 24 h
rhythmicity on the head kidney cells to process the production of resolvins from the added
50 uM of DHA.
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Figure 3. Concentration/time ratio for the different resolvins in the control and DHA group. The for-
mer group shows a continuous decrease in production and the latter a plausible regulated production
by a circadian clock.

The direct influence of circadian rhythms on resolvin production remains unexplored.
However, considering the present findings, it is plausible that there exists an underlying
resolvin/15-LOX immune regulating clock that controls the production of resolvins from
endogenous DHA. This observation is supported by the results from different studies
that have observed higher levels of COX-1 and inflammatory prostaglandins (PGE; and
PGF; ) at midnight than at midday, and concluded that some immunological functions
are controlled by circadian responses from a prostaglandin/COX-1 system [26]. Similarly,
anti-inflammatory prostaglandin 15d-PGJ; has been identified as an entrainment factor
aligned with circadian oscillations [27].

3. Materials and Methods
3.1. Reagents

Resolvin D1 (RvDy, 95%), resolvin D2 (RvD;, 95%), resolvin D3 (RvDj3, 95%), re-
solvin D4 (RvDy, 95%), resolvin D5 (RvDs, 95%), deuterated resolvin D1 (RvDq-ds, 95%),
deuterated resolvin D2 (RvD,-ds, 95%) and deuterated resolvin D3 (RvD3-ds, 95%). Ace-
tonitrile (99.8%) and formic acid (98%) were purchased from Sigma-Aldrich (St. Louis, MO,
USA). 2-propanol (HPLC grade, 99.9%) from Merck (Darmstadt, Germany). Chloroform
(HPLC grade, 99.8%) was obtained from Merck (Darmstadt, Germany). A Millipore Milli-Q
system was used to produce ultra-pure water 18 MQ) (Millipore, Milford, CT, USA). Cis-
4,7,10,13,16,19-docosahexaenoic acid (DHA, >98%) were purchased from Sigma-Aldrich
(Oslo, Norway). Leibovitz’s L-15 medium was from Sigma-Aldrich (St. Louis, MO, USA).
Fetal bovine serum (FBS, cat# 14-801F) was from BioWhittaker (Petit Rechain, Belgium). The
glutaMaxTM 100 x (Gibco-BRL, cat# 35056) was from Gibco-BRL (Cergy-Pontoise, France).

3.2. Head Kidney Cells

For each fish, the head kidneys were directly sampled and added to PBS at 5 °C and
then cut with scissors and squeezed through a 40 pM Falcon cell strainer. The cells were
transferred to tubes and centrifuged in a Hettich Zentrifugen, 320 R, at 400x g for 5 min
at 4 °C. The cell pellets were resuspended in PBS and layered carefully on top of equal
amounts of diluted Percoll in a density of 1.08 g/mL. The tubes were centrifuged at 800x g
for 30 min at 4 °C. The cell layer in the interface containing the head kidney leukocytes
was collected and the cells were pelleted by centrifugation, 400x g for 5 min at4 °C. An
additional washing step in PBS was performed. The cells were counted using a Biirker
chamber and 0.4% trypan blue solution, and the viability was above 85%.
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3.3. Cell Cultures

A L-15 complete (cL-15) medium was supplemented with 10% foetal bovine serum
(FBS), 2% pen/strep and 2% glutamax™100x, and used to prepare cL-15 solutions contain-
ing DHA that was diluted to a concentration of 50 uM and a control solution containing
ethanol (the solvent used to dissolve the DHA). Approximately 1 x 107 salmon head kidney
cells were cultured into each well (control and DHA). The cell culture plates were incubated
in a normal atmosphere incubator (Sanyo Electric Company Ltd. Osaka, Japan) at 9 °C for
6, 12, and 24 h, under dark conditions. The two suspensions of cells (control and DHA)
were prepared in pentaplicate. The head kidney cells were centrifuged at 50 x g for 5 min
at 4 °C, and the medium collected and stored at —80 °C until extraction, followed by the
LC-MS/MS analysis.

3.4. Optimal Concentrations of the Internal Standards

A 3 factorial design, where 3 represents the number of concentration levels (low,
medium, high) and k the number of factors (analyte and internal standard), was used to
study variations in the response factor (RF) when the concentrations of both the internal
standards (IS) and the analytical resolvins varied between 15 and 45 ng/mL. The optimal
IS concentrations should yield a stable RF over the explored analytical range.

3.5. Extraction Protocol

The extraction protocol has been described elsewhere for the determination of arachi-
donic and eicosapentaenoic acid metabolites from the LOX pathway [28], with some minor
modifications. Briefly, two successive aliquots of acetonitrile (500 uL) containing the mix-
ture of internal standards at the concentration levels indicated in Table 1 and chloroform
(500 uL) were added successively into an Eppendorf tube containing 200 pL of the mixture
of resolvins, at the concentration levels of every experiment in Table 1. The Eppendorf tube
was vortex-mixed for 30 s (Bandelin RK 100 ultra mixer, Berlin, Germany) and centrifuged
at 1620x g for 3 min (Eppendorf AG centrifuge, Hamburg, Germany), the top phase was
removed, and the extraction procedure repeated in the remaining phase using acetonitrile
without internal standards and chloroform. After removing the chloroform phase, the re-
maining solution was vacuum-dried at room temperature (Labconco vacuum drier system,
Kansas, MO, USA), diluted to 50 uL with methanol, transferred to an autosampler vial, and
submitted to LC-MS/MS analysis.

3.6. Analytical Performance

The parameters used to assess the analytical performance of the extraction method in
conjunction with LC-MS/MS were selectivity, limit of detection (LOD), limit of quantifica-
tion (LOQ), calibration range and recovery. The selectivity of the method was evaluated
by comparing the chromatograms obtained after injection of L-15 medium samples with
and without the analytes. The calibration curves for the resolvins in the L-15 medium
were prepared between 0 and 50 ng/mL and extracted as described above, by using the
optimal concentration of internal standards suggested by the 3* factorial design. The
linearity was judged by computing both the variance ratio of the lack-of-fit to pure error
and the coefficient of regression, as suggested by the Analytical Method Committee [29]
and the International Council for Harmonisation guidance for the validation of analytical
procedures [30]. The ratio of the standard deviation (o) to the slope () of the regression
curves for every resolvin was used to determine the LOD (3.3 x o/¢) and LOQ (10 x o/ @),
as described elsewhere [31]. The percentage of recovery was assessed by comparing the de-
gree of agreement between the experimental and nominal concentrations, as acknowledged
by the ICH [30,31].

3.7. Liquid Chromatography Mass Spectrometry

An Agilent ultra-high performance liquid chromatography (UHPLC), coupled to
a 6495 QQQ triple quadrupole (Agilent Technologies, Waldbronn, Germany) with an
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electrospray ionization (ESI) interface and iFunnel ionization, was used to quantify the
eicosanoids. The UHPLC system was equipped with a Zorbax RRHD Eclipse Plus C18, 95A,
2.1 x 50 mm, 1.8 um chromatographic column. The mobile phase delivered at 0.4 mL/min
in gradient mode consisted of ultra-pure water with 0.1% formic acid (solution A) and
an equal-volume mixture of acetonitrile and methanol with 0.1% formic acid (solution B).
The solvent gradient was as follows: solution A was reduced from 60 to 5% from 0.00
to 4.00 min, kept at 5% between 4.00 and 5.50 min, increased to 60% between 5.50 and
5.51 min and kept at 60% between 5.51 and 10.00 min. Mass spectrometric detection was
performed by multiple reactions monitoring (MRM) in negative mode. The monitored
transitions in percentage of ion counts (%) were: m/z 375 — 141 for RvD; and RvDy;
m/z 375 — 147 for RvDj3; m/z 375 — 101 for RvDy; m/z 359 — 199 for RvDs; m/z 380 —
141 for RvDq-ds; m/z 380 — 141 for RvD,-ds; and m/z 380—147 for RvD3-ds. The ESI
parameters were gas temperature (120 °C), gas flow rate (19 L/min), nebulizer pressure
(20 psi), sheath gas temperature (300 °C), sheath gas flow (10 L/min), capillary voltage
(3500 V) and nozzle voltage (2000 V). The integration of the chromatograms was performed
using the MassHunter Qualitative Navigator software (version 10.0). The levels of resolvins
were estimated by means of the internal standards, and expressed in ng/mL units.

3.8. Statistics

Statgraphics Centurion XV Version 15.2.11 (StatPoint Technologies, Inc., Warrenton,
VA, USA) was used for the statistical analyses.

4. Conclusions

This is the first validated liquid-liquid extraction method for resolvins released by
head kidney cells from Atlantic salmon in cL-15 media with further quantification by
LC-MS/MS using the internal standard calibration method. The small amount of sample
(200 pL), the low solvent consumption, the fast extraction times, the high sample throughput
(40-50 samples/day) and LOD and LOQ similar to those reported by using SPE and pure
standards are important features that make the present approach highly attractive for
evaluating the production of resolvins by cell cultures challenged by polyunsaturated fatty
acids, such as DHA.

In light of the present findings, it is plausible that production of resolvins by head
kidney cells from endogenous DHA is controlled in part by circadian responses.

Author Contributions: Conceptualization, P.A.; Methodology, S.I., A.A., M.E. and E.H.; Validation,
PA. SI and A.A.; Formal analysis, P.A., S.I. and A.A.; Investigation, PA., SI, M.E. and E.H.;
Resources, M.E. and E.H.; Writing—original draft, P.A. and S.I.; Writing—review & editing, P.A.,S.I.,
M.E. and E.H.; Visualization, S.I.; Sup