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Probing the impact of a phytoplankton bloom on
the chemistry of nascent sea spray aerosol using
high-resolution mass spectrometryt
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Jeffrey A. Hawkes, ¢ Merete Bilde,® lan T. Cousins &2 and Matthew E. Salter ©2f

Sea spray aerosol is the largest natural source of aerosol to Earth's atmosphere with significant impacts on
climate. Despite this, estimates of the impact of sea spray aerosol on Earth's radiation budget are highly
uncertain due to an overall lack of understanding of the physical and chemical factors controlling its
composition. Critically, results from studies probing the importance of oceanic biological activity on the
amount and type of organic matter present in nascent sea spray aerosol have been ambiguous. Some
field studies have shown a relationship between the organic fraction of sea spray aerosol and oceanic
primary productivity while others have reported no such relationships. Given this, we have probed the
composition of seawater and nascent sea spray aerosol during a phytoplankton bloom in the North
Atlantic using a novel liquid chromatography-mass spectrometry method. We observed that the
composition of dissolved organic matter present in seawater changed as the phytoplankton bloom
progressed over an 18 day period. Further, we observed changes to both the chemical composition of
the organic matter present in seawater and the chemical composition of the organic matter present in
the sea spray aerosol despite the organic matter mass fraction of the aerosol remaining unchanged.
More specifically, we observed that the nascent sea spray aerosol became progressively more enriched
in surface-active organic substances as the bloom progressed and that the sea spray aerosol had
a distinct organic matter composition compared to the seawater. Thus, our work provides additional
insight into the biological dependence of nascent sea spray aerosol composition.

How sea spray aerosol (SSA) impacts Earth's radiation budget is uncertain due to a lack of understanding of the physical and chemical factors controlling its

composition. Critically, while some studies find a relationship between the organic fraction of SSA and oceanic primary productivity others do not. Here, we have

used a novel liquid chromatography-mass spectrometry method to probe changes to the composition of the organic matter present in nascent SSA during

a natural phytoplankton bloom. Interestingly, despite the organic matter mass fraction of the aerosol remaining unchanged during the sampling period we

observed measurable changes in the composition of the organic matter present. This highlights the potential for biological activity in the oceans to impact the
chemical composition of nascent SSA with potential implications for the role of SSA in regulating Earth's climate.
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1 Introduction

Sea spray aerosol (SSA) particles dominate the mass fraction of
natural particulate matter present in the global atmosphere*
and exert a strong influence on radiation transfer,” cloud
formation,® and atmospheric chemistry in remote marine
regions.* SSA is formed during the process of bubble bursting
following wave breaking® and decades of research have enabled
a detailed description of the bubble-bursting process [e.g. ref.
5-10]. In short, hundreds of droplets are formed from a single
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bubble when the so-called bubble film-cap ruptures.® As such,
these droplets are commonly referred to as film droplets” and
the chemical composition of these droplets reflects the
composition of the film-cap that the droplets were born from
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ref. 11. Given this, the chemical composition of these droplets is
often assumed to be similar to that of the air-sea interface or so-
called “sea surface microlayer” [e.g. ref. 12 and 13]. The retrac-
tion of the bubble film-cap following rupture exposes a cavity
and results in the formation of a jet which originates at the base
of the cavity." Destabilization of this jet results in the formation
of droplets which are commonly referred to as jet droplets.*
The consensus view is that these jet droplets are fewer in
number concentration and much larger (i.e. >1 pm) than film
droplets.”'® However, this view has recently been challenged by
measurements which indicate that jet droplet production can
produce large number concentrations of submicron particles."”
With regards to their chemical composition, the conventional
view is that jet droplets reflect the composition of the
bulk surface ocean, rather than the interfacial region [e.g. ref. 11
and 17].

That nascent SSA is a complex mixture of sea salt and organic
matter has also been known for decades [e.g. ref. 7]. Under
certain conditions, organic matter has been shown to comprise
a substantial fraction of the total particle mass, especially for
those particles with diameters less than 1 pm, and, on a global
scale, upwards of 8 Tg y ! of primary submicrometer organic
aerosol is estimated to originate as SSA'™' which can be
compared to global emission estimates of 34-144 Tgy ' of total
primary organic aerosol.”® Indeed, it is well established that the
organic mass fraction of SSA and aerosol diameter are inversely
proportional [e.g. ref. 21-24] with observations of organic
carbon mass fractions of upwards of 0.9 for dried SSA particles
of around 100 nm in diameter.> Given that oceanic surface
waters usually have organic mass fractions of far less than
0.0001 (ref. 25) it is clear that organic matter is significantly
enriched in these smaller particles and it is likely that the
formation process of film droplets is responsible for this
enrichment."*

Understanding the temporal and spatial variability in the
amount and type of organic matter present in nascent SSA is
critical if efforts to reduce the current uncertainty in estimates of
the impact of SSA on the Earth's radiation budget are to be
successful. For example, the amount of organic matter in SSA
may impact its radiative properties [e.g. ref. 26]. The organic
mass fraction as well as the chemical composition, morphology
and phase state [e.g. ref. 27] of SSA affects its ability to act as
cloud condensation nuclei[e.g. ref. 28] and ice nuclei[e.g. ref. 29].

Ever since the initial studies concerned with the enrichment
of organic matter in nascent SSA, the role of biological activity
in oceanic surface waters on the quantity and composition of
organic matter in SSA has been an important question [e.g. ref.
30]. Numerous studies investigating the impact of the biogeo-
chemical state of the ocean on nascent SSA have been con-
ducted (see for example the recent review by Bertram et al.** and
their Table 1) and the conclusions of these works can generally
be characterised as falling into two camps. Firstly, a series of
studies have observed that the organic carbon (OC)/Na' ratios of
either ambient marine aerosol [e.g. ref. 24] or nascent SSA [e.g.
ref. 32 and 33] are highly dependent on the level of biological
activity (e.g. the amount of phytoplankton present in the ocean)
with lower OC/Na' ratios during periods of low biological
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activity compared to periods of high biological activity. In
support of the argument that much of the organic matter
present in nascent SSA results from recent biological activity,
O'Dowd et al.** observed that the water-insoluble organic matter
(WIOM) fraction of ambient aerosol obtained at Mace Head in
the Eastern North Atlantic increased significantly during
periods influenced by phytoplankton blooms relative to the
water-soluble organic matter (WSOM) fraction. Similarly, Van
Pinxteren et al.** observed the highest concentration of WIOM
in submicron ambient marine aerosols over the North Atlantic
during high chlorophyll-a conditions. In contrast, the second
group of studies have observed little difference in the OC/Na*
ratio of nascent SSA when comparing oligotrophic and
productive oceanic regions [e.g. ref. 35 and 36] or during mes-
ocosm phytoplankton experiments.”” Instead, these studies
generally argue that the ubiquitous reservoir of organic carbon
in surface seawater is responsible for the organic carbon
enrichment of nascent SSA, overwhelming any influence of local
biological activity.

Numerous studies have investigated the impact of ocean
biology on the SSA organic composition of SSA. Gerard et al.*®
observed a correlation between the concentration of both
anionic and cationic surfactants in ambient coastal Baltic SSA
with chlorophyll-a - levels, which was indicative of their marine
and biogenic origin. These surfactants were shown to modulate
the surface tension of the SSA, and it was assumed this may
impact their CCN properties. Frossard et al* found that
a higher concentration of naturally occurring surfactants in the
SSA that was generated from productive seawater compared to
oligotrophic water, indicating biological impact on SSA chem-
ical properties. Studying the temporal trends in SSA generated
from microcosm plankton blooms, Santander et al.,*
concluded that sea-to-air transfer of different chemical species
did not correlate with plankton growth and chlorophyll-a levels
but it is more likely related to more complex processes such as
bacterial transformation and degradation of plankton primary
products.

Carbon isotope measurements have also been used to
investigate links between oceanic primary productivity and the
composition of SSA. For example, Ceburnis et al.** found that
most organic enrichment in marine aerosol over the southern
Indian Ocean was attributable to fresh particulate organic
matter. In line with these findings Crocker et al.** observed that
the carbon isotopic composition of nascent laboratory-
generated SSA reflected changes in seawater composition
during mesocosm phytoplankton blooms while Beaupré et al.**
recently reported that highly aged dissolved organic matter
(DOM) carbon could account for 19-40% of the organic carbon
in artificially generated sea spray using seawater from the
northwest Atlantic suggesting that younger, recently produced
carbon could account for the majority.

A series of studies have characterised the organic matter in
SSA, often with a focus on specific organic fractions or specific
classes of compounds [e.g. Table 2 in ref. 44]. NMR (nuclear
magnetic resonance) analysis of ambient aerosol obtained at
Mace Head revealed that the majority of the WSOM was
comprised of humic-like compounds that contain keto and
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carboxyl functional groups combined with aliphatic moieties.*
Containing both polar groups and aliphatic chains, these
structures are assumed to possess surface-active properties that
enable them to be enriched in SSA. By using Raman micro-
spectroscopy (RMS), Deng et al.*® observed the prevalence of
long-chain aliphatic organic compounds with different func-
tional groups in SSA collected across the Pacific Ocean during
both spring and autumn seasons. Facchini et al.** probed the
chemical properties of nascent SSA produced via artificial
bubble bursting experiments with oceanic waters obtained
during a phytoplankton bloom in the North Atlantic. During
these experiments the authors observed a prevalence of WIOM
with characteristic lipopolysaccharide compounds, which likely
originated from phytoplankton exudates. During the same
experiments the WIOM and WSOM showed similar composi-
tion based on NMR profiles, with WIOM having more long
hydrophobic chain lipids and sugars compared to the WSOM.
Russell et al.** analysed the chemical composition of aerosols
obtained over the North Atlantic and observed a strong carbo-
hydrate FTIR (Fourier transform infrared spectroscopy) signa-
ture characteristic of saccharides which are known to be highly
abundant in surface seawater. Utilising the same FTIR analysis
of functional groups, Frossard et al.** observed a higher abun-
dance of alkane functional groups in nascent laboratory-
generated SSA using biologically productive water compared
to less biologically productive water.

High-resolution mass spectrometry facilitates the analysis of
all the ionisable compounds within DOM simultaneously, with
typical mass spectra consisting of thousands of molecular ions,
each being assigned with a different molecular formula.*~*°
However, the number of structural isomers behind every
molecular formula is still undefined®>* to the extent that
analysis of these compounds remains extremely challenging. A
typical analytical workflow includes solid-phase extraction of
marine DOM [e.g. ref. 53], followed by direct infusion of the
extracts into a Fourier-transform ion cyclotron resonance mass
spectrometer (FT-ICR-MS) [e.g. ref. 48 and 54]. More recently,
characterisation of DOM has been performed using Orbitrap
mass spectrometry.*>*® Analysis of DOM by coupling of mass
spectrometry with liquid chromatography has been performed
with Orbitrap®”*® and more recently also with FT-ICR-MS [e.g.
ref. 59 and 60].

Although high-resolution electrospray ionisation mass
spectrometry has previously been used to characterise water-
soluble organic compounds in nascent laboratory-generated
SSAY%2 and ambient marine aerosols,® the number of studies
is limited. The studies by both Schmitt-Kopplin et al.** and
Willoughby et al.®* revealed that CHO molecular formulas with
low O/C and high H/C molecular ratios were most abundant
which is indicative of biological input of lipid-like compounds
suggesting that changes in the composition of seawater due to
biological activity may be reflected in nascent SSA.

In the current study we have used high-resolution mass
spectroscopy to examine compositional changes in the DOM
present in subsurface water, sea surface microlayer and nascent
SSA during the spring phytoplankton bloom in the North
Atlantic with a view to furthering our understanding of the role
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marine primary productivity plays in shaping the chemical
composition of nascent SSA. Further details of the campaign
can be found in Christiansen et al.*

2 Experimental

The samples used in this study were collected during a 3 week
field campaign on the Faroe Islands in June 2019 (June 4th-June
23rd 2019). The campaign is described in detail by Christiansen
et al.** and the conditions are summarised only briefly here.

Situated between Scotland and Iceland, the Faroe Islands
(62°N, 7°W) are an archipelago with a shelf ecosystem, sur-
rounded by open ocean (Fig. S1t). Given that the areas
surrounding the Faroe Islands are dominated by North Atlantic
seawater, the sampling location is considered representative of
the region as a whole with a homogeneous water mass without
summer stratification.®® The seawater inlet used during the
campaign has been used in numerous studies to obtain samples
for the analysis of temporal trends in zoo- and phytoplankton
on the Faroes shelf.®*® The seawater inlet used during the
campaign is situated within a sound characterised by strong
tidal currents which represents the oceanic conditions on the
Faroe Island central shelf well.*” As such, minimal variation in
both temperature and chlorophyll-a values occur down to 50 m
depth.®®

The timing of the sampling campaign was chosen to match
the North Atlantic spring bloom when net primary productivity
exceeds the loss of phytoplankton biomass to grazing and
mortality, leading to transient net biomass accumulation and
a peak in phytoplankton abundance.

2.1 Generation of nascent sea spray aerosol

SSA was generated using the Aegor sea spray simulation
chamber developed by Christiansen et al.”’ which was contin-
uously fed with fresh seawater between June 4th and June 23rd
2019 as presented in ref. 64. Seawater was fed from 18 m depth
into a well which forms part of a fish broodstock facility.*® From
the water well, which stands on the seawater level below the
facility, the seawater was pumped into the large indoor water
pool from which seawater was passively directed to the lower
level of the facility where SSA experiments were conducted. The
sea spray chamber was supplied with that seawater through
a reservoir tank with a centrifugal pump which supplied
a continuous flow of 4 L min " through a jet flow nozzle into the
sea spray chamber (Fig. S21). The Aegor sea spray chamber is
a stainless steel, cylindrical 36 L (29 cm inner diameter) tank,
with a jet flow nozzle (4 mm in diameter) placed in the center of
the top lid.” The sea spray chamber contained a seawater
overflow outlet which was positioned to keep a constant water
volume of 20 L (29 cm depth) and a headspace volume of 13.9 L
(21 cm depth). All fittings were stainless steel and, where
required, only silicon O-rings were used to minimise potential
for chemical contamination. Particle-free sweep-air was
continuously added into the headspace at a flow rate of 26-27
L min~" which was slightly higher than the rate at which the
aerosol sampling instruments withdrew air from the chamber.

© 2022 The Author(s). Published by the Royal Society of Chemistry
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This excess was vented through an overflow outlet in the
headspace of the chamber and prevented potential contami-
nation by ambient air in the factory facility where experiments
were conducted.

2.2 Aerosol sampling

Aerosol-laden air from the sea spray chamber was directed to
a 14-stage cascade impactor (DLPI+, Dekati) at 10 L min~"
through 50 cm of 10 mm stainless steel tubing. The aerosol was
not dried and the average and standard deviation of the relative
humidity measured in the headspace of the sea spray chamber
was 71.4 + 3.1% during impactor sampling. Humidity can
influence the size distribution of the SSA that is being sampled
on different stages of the impactor, but since we pooled all 14
stages in just 2 size fractions this probably didn't have much
effect on our results. The cutoff sizes (d50) of the stages, which
were calibrated by the provider (Dekati) of the impactor based
on Jarvinen et al.”* ranged from 0.015 to 9.91 pm (d50s: stage 2 -
0.0150, stage 3 — 0.0306, stage 4 — 0.0548, stage 5 — 0.0944, stage
6 -0.154, stage 7 - 0.256, stage 8 — 0.383, stage 9 — 0.605, stage 10
-0.951, stage 11 - 1.64, stage 12 — 2.48, stage 13 — 3.67, stage 14 —
5.38, stage 15 - 9.91 pm). Each stage was loaded with a poly-
carbonate membrane (Nuclepore TrackEtch Membrane, What-
man), that were not pre-cleaned prior to the sampling. Due to
the low mass of aerosol expected on the lower stages of the
impactor the stages were pooled into two samples following
each sampling period - a submicron sample which contained
stages 2-10 (d50s: 0.0150-0.951 um) and a supermicron sample
which contained stages 11-15 (d50s: 1.64-9.91 um). Preparation
of the impactor for the chamber experiments and transfer of the
polycarbonate membranes into precombusted total organic
carbon (TOC) vials after the experiments were conducted in
a glove box to avoid ambient air contamination. Handling
blanks for SSA samples were obtained in the field by placing
polycarbonate membranes on random impactor stages. In total,
three handling blanks were collected and analysed (from the
start, end and middle of the campaign), each containing four
polycarbonate membranes from four different impactor stages.
Once unloaded from the impactor, these membranes were
treated in exactly the same fashion as the membranes exposed
to the aerosol sample. Table S1{ summarises the experiments
conducted.

2.3 Seawater sampling

Subsurface water (SS) was sampled into 40 mL precombusted
glass vials (450 °C for 4 h), through a tap located on the bottom
of the chamber. In order to obtain samples from the air-water
interface of the seawater used to generate sea spray aerosol we
have used the glass plate method that is traditionally used to
obtain sea surface microlayer samples.” Given this, we refer to
these samples as sea surface microlayer (SML) samples
throughout this study. However, it should be noted that the
design of the sea spray chamber precluded the collection of sea
surface microlayer (SML) samples from within the sea spray
chamber using the glass plate method. Therefore, to enable
sample collection these samples were collected from an open-

© 2022 The Author(s). Published by the Royal Society of Chemistry
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top polyethylene container (380 L) that was filled continuously
with seawater from the same well which supplied the sea spray
chamber. The water flow of ~58 L min~" was directed vertically
to the water surface in the form of a plunging jet from the
opening of the hose that was fixed at a height of approximately
20 cm above the water level. The plunging jet flow resulted in
the entrainment of a significant amount of air followed by rising
bubbles and a certain amount of foam on the water surface. The
residence time of the seawater in the container was estimated to
be 5-6 min so that excess seawater drained evenly over the top
rim of the container. The SML sampling was done in proximity
to the plunging jet and rising bubbles. A PTFE scraper was used
to remove SML adhering to the glass plate and both the glass
plate and the scraper were precleaned using HPLC-grade
methanol. Foam was collected from the surface of the large
indoor water pool from which water was withdrawn to supply
the sea spray chamber. This foam likely formed as a result of
strong turbulence occurring as the water was pumped from the
well into the pool. In addition to this, a certain amount of foam
was also observed in the headspace of the SSA chamber and
during SML sampling. The moist upper layer of the foam was
removed prior to sampling and fresh foam was sampled using
a pre-cleaned 500 mL glass beaker. Following collection the
beaker was covered with aluminum foil while the foam was left
to settle. After approximately 10 min the foam sample was
gently agitated by hand so that the foam and the small layer of
surface water that was sampled together with the foam became
homogeneous. Next the contents of the beaker were transferred
into 40 mL precombusted glass vials. All three types of samples
were acidified with concentrated HCI to 0.01 M immediately
after sampling in order to increase the extraction efficiency and
improve the recovery rate of the DOM present during subse-
quent solid phase extraction (SPE).*

2.4 Sample preparation

Each set of pooled polycarbonate impactor membranes were
ultrasonicated for 20 min in 40 mL ultrapure water and the
extracts were further acidified using 0.01 M HCI to approxi-
mately pH 2. From this point onwards the SS, SML and foam
samples along with the aerosol extracts were all treated identi-
cally. Organic matter was extracted using an established solid
phase extraction (SPE) procedure.” The procedure uses Bond
Elut PPL cartridges (Agilent), containing styrene-divinylben-
zene polymer sorbent which retains on average 62% of DOM
from seawater [Dittmar et al., 2008]. While it is known that PPL
overall retains a similar range of compounds as C18 sorbent, it
exhibits overall higher recovery and improved retention of N-
containing compounds that potentially represent plankton-
origin amines [Dittmar et al., 2008]. 30 mL of the acidified
subsurface water, SML samples, foam samples or the aerosol
extracts were passed through the cartridges. The cartridges were
then rinsed with 20 mL of acidified ultrapure water (0.01 M HCI)
to remove salts which may interfere with the analysis, and dried
with nitrogen gas. Organic matter was eluted from the dry
sorbent with 2 mL of HPLC Chromasolv grade methanol
(Honeywell Riedel-de Haen). Extracts were then reduced to

Environ. Sci.. Atmos., 2022, 2, 1152-1169 | 1155
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dryness by gently blowing off the solvent with dry nitrogen gas
and then reconstituted in 300 pL of a 1:1 (v/v) mixture of
methanol and ultrapure water. Parallel with extraction of the
samples, procedural blanks were also obtained by following the
same SPE procedure without applying the sample. None of the
samples were filtered prior to sample preparation in order to
avoid the risk of potential adsorption of surface-active
compounds to the filter material. SS and SML samples didn't
contain any visible particulate or colloidal particles. Any
particulate material is likely to stay on the top of sorbent
material but we cannot rule out the possibility that some
organic compounds from the particulate phase were dissolved
during the elution with methanol.

2.5 Organic matter characterisation using ultra-high-
resolution mass spectrometry

Chromatographic separation was carried out on a Dionex Ulti-
Mate 3000 Ultrahigh performance LC (Thermo Scientific). 20 pL
of the samples were injected onto a C18 Hypersil GOLD Polar
Endcapped column (100 x 2.1) mm with a 1.9 um bed size and
175 A pore size (Thermo Scientific). Stepwise elution was per-
formed using a mobile phase (0.3 mL min ' flow) which
changed from ultrapure water with 0.1% formic acid (mobile
phase A) to 100% acetonitrile (mobile phase B), with the
gradient profile described in Table S3.7 The ultra performance
liquid chromatography system was coupled to a Q Exactive HF
hybrid Quadrupole-Orbitrap MS (Thermo Scientific). Negative
ions were produced using an electrospray ionisation source
using a —3 kV spray voltage, 320 °C capillary temperature,
a sheath gas flow rate of 30 mL min~" and a S-lens radio
frequency level of 55%. Approximately 1700 high-resolution
scans were collected over a period of 18 min for each LC-MS
run, using an instrumental resolution of 240 000 (at m/z =
200) and a mass range from 150-1000 m/z.

2.5.1 Formula assignment and data analysis. Collected
spectra were grouped into three retention time bins corre-
sponding to three main polarity fractions: fraction A = 3-6 min,
fraction B = 6.3-9 min and fraction C = 10-13 min. In reversed-
phase liquid chromatography, the order of elution mostly
depends on the affinity of the compound to the non-polar
stationary phase. As such, fraction A, which elutes first, repre-
sents the most polar fraction while fraction C, which elutes last,
represents the least polar fraction. The assignment of molecular
formulas to m/z peaks was carried out using the R software
package MFAssignR*® which consists of several main functions.
Removal of background noise peaks was carried out using the
“KMDNoise” function, which is a modified method of Riedel
and Dittmar.” Only analyte peaks with a signal-to-noise ratio
greater than five were considered. The next step included
preliminary assignments of the most abundant molecular
formula containing C, H and O from which the ten most “reli-
able” homolog series were chosen as recalibration candidates.
Recalibration candidates are optimised for each type of sample
individually. The “Recal” function was set with the two most
abundant recalibration candidates within each 10 m/z window,
after which they were grouped in to 50 m/z windows across the
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entire m/z range. For each 50 m/z window the function calcu-
lated individual recalibration values based on a polynomial
central moving average, using a method modified from Savory
et al”* and Kozhinov et al.”> After recalibration of the entire m/z
set final formula assignment was conducted, allowing only
CHO, CHON and CHOS formulas, with the maximum allowable
error = 1 ppm, maximum allowable O/C = 1, and minimum
allowable H/C = 0.3. CHO, CHON and CHOS formulas repre-
sent the most abundant fraction of formulas that can be iden-
tified in common marine DOM samples.*® These peaks can be
resolved with the maximum resolution offered by Orbitrap
instruments while resolving molecular formulas that contain
more heteroatoms (for example phosphorus or multiple S
atoms) would require stronger resolving power.”>*® For the
compounds above 600 Da, formula assignment was only
allowed if the formula belonged to the homolog series identi-
fied below 600 Da. Contamination ions were identified using
the procedural and handling blanks as all ions higher than
0.1% of the intensity of the highest intensity blank peak. All
contamination ions were removed from the final dataset. For
each ion in the mass spectra that is assigned with a molecular
formula we use the term “compound” although each peak likely
represents the sum of different structural isomers which cannot
be separated during chromatographic fractionation.>**%7

After formula assignment, ion intensities were normalised
by the sum of intensities of all identified ions in order to correct
for instrumental drift or variations in SPE recovery. The
repeatability of the measurements was estimated by injecting
one SS sample five times throughout the LC-MS run and
subsequent calculation of the Bray-Curtis Dissimilarity (BCD)
between replicates as well as the relative standard deviation
(RSD) of the relative abundances of the ions identified. Due to
significantly different sampling times for the SSA experiments
(from 20 to 36 h), we evaluated the repeatability of these
samples by injecting different volumes (5-20 uL) of the samples
(Table S4t). Of the different polarity fractions, those that were
the most abundant for each sample type had the highest
repeatability. For example, the SS samples exhibited the highest
repeatability for fractions A and B (mean BCD coefficients 1-2%)
while the SSA samples exhibited better repeatability for fraction
C with a mean BCD coefficient between replicates of 3.1%
(Table S57).

Replicate measurements of supermicron SSA samples were
also used to strengthen the molecular formula assignment;
assignments were only accepted if they were achieved in at least
two (or three) of the different volumes injected when three
(four) discrete volumes were injected.

In order to explore whether the bloom had any impact on the
composition of the DOM present in our samples we have used
Spearman correlation rank to investigate the relationship
between sum-normalised ion intensities and seawater chl-
a level for each polarity fraction of each sample type. The ion
intensity for each molecular formula in a given fraction was
normalised relative to the sum of ion intensities of all identified
ions in that fraction. For both SS and SML samples, relative ion
intensities and chl-a concentrations from 11 different samples
were correlated (Table S21). For supermicron SSA samples,

© 2022 The Author(s). Published by the Royal Society of Chemistry
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relative ion intensities measured from 18 replicate injections
from 6 different chamber experiments were used, while for
submicron SSA samples that were analysed with no replicate
injections, 6 data points were used (Table S47). Since the
chamber experiments usually covered 2 or 3 consecutive days
(Table S1t), the chlorophyll concentration used in the correla-
tion of SSA data was the average value for the given period.

2.5.2 Mass spectrometric fragmentation experiments. In
order to probe the functional groups present we conducted
mass spectrometric fragmentation experiments. To do so a m/z
range from 395.00-412.40 was isolated via quadrupole and then
fragmented via higher energy collision dissociation (HCD) with
35 V collision energy in the C-trap of the Orbitrap. The MS2
spectra from 50-440 m/z were then recorded with an instru-
mental resolution of 240 000. The mass range around 400 Da
was chosen because it contains ions with high abundances for
all polarity fractions (Fig. S8t), and the exact range of 17.4 Da
was chosen so that neutral loss of water (18.01056 Da) for the
compounds at the higher end of the m/z range would not
overlap with some of the precursor ions at the lower end of the
m/z range. For a given mass range (395.0-412.4 Da) there are 441
theoretical molecular masses of CHO compounds with the
following criteria: H/C = 0.3-2, O/C < 1, double-bond equiva-
lents (DBE; number of rings plus double bonds to carbon)
minus oxygen (DBE-O) = —10 to 10. N and S containing formula
were not considered in the data analysis due to their lower
abundances compared to CHO compounds. For each precursor,
17 potential neutral losses were considered: losses of H,O,
losses of 1-6CO,, losses of 1-6CO, + 1H,0 and losses of 1-3CO,
+ 1CH;OH. In total, the theoretical mass list of 10 404 masses
(441 precursors + 17 x 441 fragments) were matched with
a mass list from the recorded MS2 spectra, which was collected
separately for the same 3 retention time bins that correspond to
the polarity fractions 4, B and C, with a maximum error devia-
tion of 3 ppm from the theoretical mass. Only fragments that
were detected in more than 50% of the SS samples (minimum in
6 out of 11 samples), and in at least 75% of injected SSA samples
(minimum in 3 out of 4 samples from sea spray chamber
experiments 3-6), and whose intensity was at least five times
higher than the estimated noise level and ten times higher than
the blank intensity were evaluated further.

3 Results and discussion

3.1 Differences in DOM composition between subsurface
seawater, sea surface microlayer, foam and nascent sea spray
aerosol samples

Fig. 1 presents a comparison of compounds classified as DOM
identified for each polarity fraction in the SS, SML, foam and
SSA samples collected on the 21st of June 2019. Here, the top
panel presents the total ion chromatograms which represent
the sum of all detected ions' intensities, including both
assigned and unassigned sample compounds, while the van
Krevelen diagrams in the lower part of the figure include only
those compounds whose molecular formula has been assigned
according to the criteria described in Section 2.5.1.

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Comparing across the three polarity fractions, there are clear
differences between the sample types. In the SS and SML
samples the highest number of assigned ions were observed in
the more polar fractions 4 and B where the relative intensities
are some 100 times higher than in the least polar fraction C. In
contrast, the least polar fraction, C, was much more abundant
than the more polar fractions A and B in the foam as well as the
submicron and supermicron SSA samples, both in terms of the
number of assigned ions and their relative intensities.

Although this comparison is just for a single day of the
campaign the differences between the samples are representa-
tive of the campaign as a whole. This is shown in the Fig. S5,
where average van Krevelen diagrams for all samples are shown
(only compounds that were present in 10 out of 11 SS and SML
samples and in 5 out 6 SSA samples are included). Here
a similar pattern to that observed on June 21st is also observed.
Notably while those compounds presented in Fig. S51 (those
compounds present in 10 out of 11 SS and SML samples and in
5 out 6 SSA samples) only represent approximately 2/3 of the
total number of ions assigned with molecular formula, they
account for a high percentage (82-99%) of the total ion intensity
(Table S67).

The SS and SML samples appear very similar in relative
abundances of different polarity fractions and are clearly
distinct in comparison to the foam and SSA samples. However,
there are slightly more least polar compounds (fraction C) and
slightly fewer polar and intermediate-polarity compounds
(fraction A and B) in the SML samples compared to the SS
samples. An explanation for the similarity of the SS and SML
samples is dilution of the SML with underlying subsurface
water. However, it may also be due to the fact that the water
from which the SML was sampled originated at 18 m depth.

The composition of the foam sample is intermediate
between the SML and SSA. The intermediate polarity fraction B
is more abundant in the foam sample than in the SSA sample
while the least polar fraction C is more abundant in the foam
sample compared to the SML sample. Since the foam was
scooped from the surface of the seawater it is unsurprising that
it contains both intermediate polarity substances originating
from subsurface seawater as well as an abundance of surface-
active compounds that we think are concentrated in fraction
C (explained further in this section). Indeed, the presence of
more surface-active substances in the foam sample compared to
the SML sample supports the idea that the foam is a concen-
trated SML.”® Formation of foam is common during phyto-
plankton blooms, due to the large amount of surface-active
substances originating from phytoplankton exudates, marine
bacteria and organic detritus. This surface-active material is
likely to be a complex mixture of biogenic lipids, poly-
saccharides and proteinaceous material.”””®

The submicron and the supermicron SSA samples,
compared to all other samples, contain the highest number of
compounds in the least polar fraction C, which we think is the
polarity fraction with the most expressed surface-active prop-
erties. Comparison of the two SSA fractions reveal that the
submicron size fraction of the SSA exhibited much lower ion
abundances and fewer assigned formulas compared to the
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Fig.1 The top panel presents a comparison of example normalised total ion chromatograms by mass spectrometry for SS, SML, foam and the
sub- and supermicron SSA samples obtained on June 21st with polarity fractions divided in silico as indicated by the shaded areas (fraction A,
fraction B and fraction C). Assigned ions for each polarity fraction were plotted in van Krevelen diagrams using their H/C and O/C atomic ratios.
The colour scale represents ion intensities that have been normalised to the sum of the assigned ions from all 3 polarity fractions. “N" represents
total number of assigned ions plotted for each fraction. Pie charts represent percentages of sums of all assigned ions' intensities for 3 polarity

fractions.

supermicron fraction. For the least polar fraction C, which was
the most abundant of the three fractions for both the submi-
cron and the supermicron SSA, only 349 formulas were assigned
in 5 out of 6 submicron SSA samples, compared to 1677
formulas assigned in 5 out of 6 supermicron samples (Fig. S57).
The average sum of all assigned ions in fraction C was 89 times
lower for the submicron fraction compared to the supermicron
fraction. Due to the very low ion abundancies, formulas were
not assigned for polar fraction A and B in submicron SSA.
Notably, the supermicron and submicron SSA exhibited similar

M58 | Environ. Sci.: Atmos., 2022, 2, 1152-1169

molecular composition, with 73% of the compounds found in
the submicron fraction also present in the supermicron frac-
tion. That the overall signal was much lower for the submicron
fraction than the supermicron fraction is unsurprising given
that supermicron particles dominate the mass size distribution
of nascent SSA [see e.g. ref. 1]. However, it is interesting that the
submicron and supermicron fractions appeared so similar in
terms of their composition given that smaller SSA have previ-
ously been shown to contain more surface-active compounds
compared to larger SSA [ref. 79, e.g.]. Most likely, splitting the

© 2022 The Author(s). Published by the Royal Society of Chemistry
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SSA into only two fractions averaged out compositional differ-
ences with particle size.

That the abundance of the different fractions varied so much
across the different sample types highlights the importance of
fractionating the DOM prior to MS detection. Given that behind
every detected molecular formula of DOM there is a complex
mixture of structural isomers,”*>* fractionation allows the
partial separation of these mixtures into polarity fractions,
improving the characterisation of samples. Further, this frac-
tionation likely improved the sensitivity for compounds with
lower abundance through decreased ion suppression inside the
electrospray ionisation source.””*

Compounds containing carboxylic acid functional groups
are known to be abundant in marine DOM***"“* and their
retention on the C18 column is controlled by the low pH of the
mobile phase A (0.1% formic acid) which keeps carboxylic acids
in unionised form. As such, the gradual elution of the
compounds observed in Fig. 1 is a result of the different number
of carboxyl groups present, which is indicated by the changes in
the average O/C and H/C values for each fraction (Table S77).
The most polar fraction, 4, exhibited the highest O/C (0.54-0.56)
and lowest H/C (1.2-1.4) ratios and likely consisted of highly
unsaturated, carboxyl rich compounds. In contrast, the least
polar fraction C had the lowest O/C (0.3-0.35) and highest H/C
(1.4-1.5) ratios and was likely rich in more saturated
compounds with a lower number of carboxyl groups. Compar-
ison of the H/C ratios of the different sample types shows clearly
that the weighted averages were lowest in the SS samples,
increasing in the SML and foam samples to a maximum in the
SSA samples. In contrast, the weighted average O/C ratios were
at their maximum in the SS samples, decreasing in the foam
and SML samples to a minimum in the SSA samples (Table S77).

The most abundant compounds found in the SS and SML
samples were spread over the more polar fractions A and B and
had H/C ratios between 1-1.5 and O/C ratios between 0.3-0.7,
which is in agreement with previous studies of marine DOM.*"*!
The majority of the compounds present in both the submicron
and supermicron SSA samples had higher H/C and lower O/C
values. The weighted average H/C and O/C values for the
submicron SSA samples were 0.311 + 0.007 and 1.508 + 0.008
(mean + SD) which was within the range obtained for the C
fraction of supermicron SSA samples (Table S77).

Previous studies probing the composition of the organic
matter present in SSA have observed that it has higher H/C and
lower O/C values®® compared to subsurface seawater and this
is in line with the results presented here showing a high
abundance of the least polar fraction C in the SSA samples.
Although the average H/C and O/C values we present here (Table
S7t) are not directly comparable with studies that do not frac-
tionate prior to MS identification, the average H/C and O/C
values we observe for fraction C correspond remarkably well
with the values observed in ambient marine aerosol collected
over the Atlantic Ocean.®

The differences between the relative abundances in the three
polarity fractions as well as the differences in the average H/C
and O/C values between the different sample types highlight
that it is the number of carboxyl groups that is the most

© 2022 The Author(s). Published by the Royal Society of Chemistry
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significant factor in controlling the partitioning of DOM
between the different sample types. A high abundance of
polarity fractions A and B in the water samples is caused by
a higher number of carboxyl groups (lower H/C and higher O/C)
which more likely results in overall hydrophilic structure,
decreasing the likelihood of a given molecular formula
becoming enriched in SSA particles. On the other hand, a high
abundance of polarity fraction C in the foam and SSA samples is
the consequence of having less oxygenated molecules with
fewer carboxyl groups which can result in a more surfactant-like
structure: a part of the molecule that contains a hydrophilic
functional group(s) and the rest of the molecule that is hydro-
phobic. Fatty acids and lipid-like molecules that are charac-
terised by low O/C and high H/C ratios would be a proxy for this
type of structure.® In addition to this, we can be almost certain
that a higher abundance of non-polar moieties in these mole-
cules makes them elute later, in the least polar fraction C, which
makes this fraction representative for foam and SSA samples.
This can be related to the study by Cavalli et al** where
a decrease in the surface tension measured in water extracts of
SSA was linked to the structural properties of the identified
organic molecules. These authors concluded that the presence
of polar carbonyl functional groups (keto and carboxyl) together
with hydrophobic aliphatic moieties probably results in
a structure with surface-active properties that allows these
molecules to be abundant in SSA.

For all four types of samples (SS, SML, foam and super-
micron SSA) a trend of increasing weighted-average molecular
weight with increasing retention time is apparent (Table S71),
which indicates that the non-polar character of compounds that
elute later and are preferably transferred to SSA (fraction C) are
not only influenced by the lower number of carboxyl groups, but
also due to increased molecular weight. This is supported by the
observation that it is fraction C of the supermicron SSA samples
which has the highest average molecular weight (around 500
Da) with a much higher abundance of ions above 600 Da
compared to fraction C of the SS and SML samples. Considering
that compounds in fraction C have fewer carboxyl groups, this
effect may be explained by the increased size of the non-polar
fraction of the molecule which enhances its surface-active
properties. This effect has been shown previously for different
classes of surfactants with one functional group e.g. per-
fluoroalkyl acids (PFAAs) where increasing the chain length
increases enrichment in SSA [e.g. ref. 83 and 84]. However,
somewhat surprisingly, this contradicts the work of Schmitt-
Kopplin et al.®* who observed that the range of molecular
weights in nascent SSA was lower compared to the subsurface
water the aerosols were generated from. While the range of
molecular weights observed in supermicron SSA in our study
where generally higher than the range of molecular weights in
the subsurface water we observed the opposite for submicron
SSA where the range of molecular weights were lower than in the
supermicron SSA (Fig. S81). However, given the low mass of
submicron SSA sampled we cannot rule out that this was an
artefact of the sampling and analysis. Interestingly the range of
molecular weights in fraction C of the supermicron aerosol is
most similar to the range of molecular weights in fraction C of
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the foam sample which again implies that the foam is a transi-
tion between the SML and SSA (Fig. S87).

The extreme complexity of DOM precludes the use of
authentic analytical standards and obtaining quantitative
information about specific analytes, which is the main limita-
tion of non-target approaches in general. However, many
strategies are available to estimate the ionisation efficiency of
the different compounds assigned using non-target LC-MS from
which it is possible to draw certain quantitative conclusions.® It
has been shown that the increasing chain length of carboxylic
acids® and the decreasing area in the carboxylic acid molecule
that is accessible to the polar solvent®” improves their response
in ESI sources. This is explained by their increased affinity to the
surface of the electrospray droplets where nonpolar sections of
the charged ions are already desolvated in the air which
enhances their transfer to the gas phase, compared to overall
hydrophilic ions that have more affinity towards the interior of
the electrospray droplets. Improved ESI response was also
found for the compounds that elute later in reversed-phase
liquid chromatography®® and have a higher logarithm of parti-
tion and distribution coefficient between octanol and water
(log Pand log D)***° which all corresponds to the increased non-
polar character of charged ions. However, some studies have
failed to find a correlation between log P and negative ESI
response.’™** Based on studies that found a correlation between
molecular properties and ESI response, we could assume that
compounds in the least polar fraction C, that are characteristic
of SSA, and for which we presume stronger surface-active
properties, exhibit higher ionisation efficiencies
compared to compounds in fractions A and B. Given this, the
low relative abundance of compounds in fraction C of the SS
and SML samples could suggest that the actual concentration of
these compounds in these samples were also low.

The instrumental response of the same compound in the
different types of samples obtained in this study can also be
impacted by compounds which co-elute, something often
referred to as matrix effects. Typically internal standards are used
to quantify the impact of matrix effects on ESI response.
However, the use of internal standards in non-targeted analysis,
such as that utilised in the current study, is extremely compli-
cated since organic matter is comprised of thousands of different
compounds which can elute across a wide range of polarity
fractions. Surface-active compounds are expected to produce
more significant matrix effects since they will likely suppress the
signal of the analytes through competitive mechanisms on
charged ESI droplets.” Based upon this it is logical to conclude
that the fraction of samples most impacted by this effect in the
current study would be fraction C of the SSA samples. However,
fraction C of the SSA samples exhibited a much higher number of
assigned peaks compared to fraction C of the SS and SML
samples. This supports the conclusion that the differences
observed between the sample types are due to actual differences
in concentrations rather than matrix effects. Another approach
used to minimise and evaluate the impact of matrix effects is
dilution of samples or injection of smaller sample volumes since
this should decrease the concentration of compounds which may
interfere with the analysis.”*** In the current study, injection of

will
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different volumes of the SSA samples (5-20 pL) did not result in
higher variability than replicate injection with the same injection
volume (BCD = 3-5% vs. BCD = 1-5%). Further, the standard
deviation of the weighted average H/C and O/C values for
different injection volumes of the SSA samples was 15 and 50
times lower than the standard deviation between different SSA
samples for the H/C and the O/C values, respectively.

Although PPL has proven to be the most efficient sorbent for
marine DOM extraction,*® retention on the sorbent is shown to
be weak for very polar compounds such as sugars and
biopolymers, while some very non-polar compounds potentially
remain on the column.®® In addition to this, ESI is less efficient
for very polar compounds like sugars and proteins.®® For these
reasons these classes of compounds are most probably under-
estimated in our results. For the SS and SML samples (polarity
fraction A and B) the fraction of the total ion intensity that was
assigned with unique molecular formulas was on average 70%.
This is in line with the analysis of different humic substances
with Orbitrap instruments that have the same or similar
resolving power as the instrument used in this study.*® For
supermicron SSA samples (polarity fraction C) the fraction of
peaks that were assigned was lower, representing 58% of total
ion intensity. A significant number of unassigned peaks in all
fractions were present in the lower mass range (<250 Da) and
had relatively higher Kendric mass defects. These ions are
common background contaminant ions and they represented
the majority of ions in the blank samples. However, a significant
number of unassigned peaks in SSA supermicron samples
(polarity fraction C) were not present in blank samples and were
characteristic for a mass range between 750-1000 Da, with
Kendric mass defect > 0.5. These peaks were not assigned
potentially due to poorer resolution in this mass range or
because they potentially represent organic compounds with
a higher number of heteroatoms that were not included in the
formula assignment procedure.

3.2 Temporal trends in organic matter composition during
a phytoplankton bloom

During the period of measurements the seawater chlorophyll-
a (chl-a) concentration increased three-fold from approxi-
mately 1 ug L™ to approximately 3 pug L™" indicating that
a phytoplankton bloom was underway. In fact this was only the
beginning of the spring bloom which peaked at approximately 7
pg L™ on July 2nd. This bloom was dominated by diatoms and
notably the species Guignardia delicatula which increased in
abundance and dominance as the bloom progressed (see
Christiansen et al.** for further details). This is consistent with
previous studies focused on spring and summer phytoplankton
blooms on the Faroes shelf where a dominance of diatom
species, with a gradual shift from larger to smaller and non-
siliceous diatom species is usually observed.®>*” Interestingly
the progression of the bloom exhibited little impact on the
organic matter fraction of the nascent SSA which ranged
between 0.08 and 0.22 and between 0.005 and 0.008 for the
submicron and the supermicron SSA, respectively with no clear
trend during the campaign (see Christiansen et al.®*).

© 2022 The Author(s). Published by the Royal Society of Chemistry
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It is immediately evident that more saturated (higher H/C
values) and less oxygenated compounds (lower O/C values)
were positively correlated with chl-a levels and that these
compounds became more abundant as a result of the bloom
(Fig. 2). In contrast, compounds with lower H/C and higher O/C
values did not (they were negatively correlated with chl-a). This
trend was apparent in all three polarity fractions but the highest
percentage of correlated compounds with chl-a (78-85%) was
observed for the least polar fraction C of the SML and SSA (Table
S6t1). The majority of the sum-normalised intensities in the
submicron SSA were positively correlated with chl-a along with
the presence of ions with H/C < 1 and ions with O/C > 0.5 which
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were not present in the supermicron aerosol (Fig. S5t). By
removing these ions from the data set and normalising the ion
intensities using only those ions that were present in both the
sub- and super-micron aerosol fractions, the correlation
between the remaining ions and chl-a in the submicron fraction
suggests a similar molecular fingerprint pattern to the super-
micron fraction (Fig. S4t). Temporal changes in the weighted
average H/C and O/C values for the submicron samples also
suggest that the significant increase in H/C and decrease in the
O/C values occurred after the chl-a levels increased over 1.5 pg
L. That the relative abundance of compounds with the high-
est H/C and lowest O/C values (i.e. the lowest number of
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Fig.2 Van Krevelen diagrams of molecular formulas plotted by their H/C and O/C atomic ratios, where the colour scale represents correlations
(Spearman’s coefficient) between their sum-normalised intensities and chl-a concentrations. Only compounds that show Spearman's coeffi-
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carboxyl groups) increased during the bloom suggests that
a significant amount of surface-active compounds were gener-
ated. This conclusion is further supported by the fact that the
highest correlation between the weighted averaged H/C and O/C
values and chl-a was found in the least polar fraction C of both
the SML and SSA samples (Fig. S6 and S77). Notably, although
a high number of compounds that correlated with chl-a were
also observed in the more polar fractions 4 and B in the SS and
SML these changes were not reflected in the weighted average
H/C and O/C values. This is most likely due to the fact that there
was a high abundance of compounds in the more polar frac-
tions of these samples that were unaffected by the bloom.

No molecular fingerprint pattern was observed for the
compounds that are present in less than 10 of the SS and SML
samples and less than 5 of the SSA samples. These compounds
account for a very small percentage of total ion intensity (Table
S671) and are likely to be much more affected by instrumental
noise. This is reflected in the lower repeatability of these
compounds (Fig. S51) and it probably resulted in higher
uncertainty of the quantitative comparison for these
compounds between different samples.

Since marine DOM is the product of various autochthonous
and allochthonous sources it represents one of the most hetero-
geneous organic mixtures.” Although a large amount of fresh
organic carbon is produced by photosynthesizing microorgan-
isms most of this organic matter is rapidly consumed and
modified so that DOM represents a mixture of different forms of
labile and recalcitrant compounds.®® By visualising the complex
nature of DOM mass spectra using van Krevelen diagrams it is
possible to assign certain regions of the diagram to a specific
class of compounds.®*>'* The majority of the molecular
formulas present in the most polar fraction A and a significant
part of molecular formulas from polarity fraction B fall in the
central part of the van Krevelen diagram that is attributed to
carboxyl-rich alicyclic molecules (CRAM).*** CRAM represents
a significant portion of refractory organic matter and it is
assumed that it contains microbially processed constituents of
marine microbes' cell membranes.”” Formulas with the highest
H/C and lowest O/C values in the least polar fraction C are within
the lipid-like region of the van Krevelen diagram, while the
formulas with lower H/C and higher O/C ratios in polarity fraction
C are spread over the protein-like and CRAM region.*"**>*%1% For
example, it has been shown that more labile, microbially derived
compounds can be linked to lipid-, protein- and amino sugar-like
regions of van Krevelen diagrams, with relatively high H/C (>1.5)
and low O/C (<0.7) ratios.”>'** In line with this previous work, our
data show that it was the compounds with the highest H/C and
lowest O/C values for each polar fraction which were positively
correlated with biological activity. Most of these positively corre-
lated compounds have H/C > 1.25, and O/C < 0.7.

3.3 Fragmentation and structural analysis of DOM
compounds

In order to probe the composition of our samples more deeply
we have conducted a series of fragmentation experiments. This
analysis revealed an abundance of ions in the chosen mass
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range (m/z from 395 to 412.4) that exhibit neutral losses of 1-
4CO, (decarboxylation) indicating the presence of significant
amounts of carboxyl functional groups (Fig. 3). Following the
neutral losses of CO,, combined neutral losses of CO, with H,O
(Fig. S91) and CH3OH (Fig. S10%) are also identified. While the
neutral loss of water is not specific and can originate from
either alcohol or carboxylic functional group, loss of methanol
most likely originates from the carboxylic ester functional
group. Neutral losses of water and methanol could not be
distinguished for some precursors given that the mass range of
the precursors (17 Da) contained homologs (CH, mass differ-
ence) which correspond to the mass difference between the
CH;O0H and H,O0 neutral losses. Those fragments that could not
be assigned to a unique precursor ion were removed from the
data set.

That we observe an abundance of carboxyl groups and other
neutral losses is in agreement with previous fragmentation
studies of DOM compounds, including analysis of river fulvic
acids, refractory deep ocean OM and microbially derived
OM.*#919 Indeed, a similar fragmentation pattern has been
observed across studies of the DOM present in natural waters,
despite diverse OM sources and the use of different precursor
ions. This uniformity of DOM compounds is probably a conse-
quence of the similar microbial and photochemical processes
involved in the degradation of organic matter which results in
a complex mixture containing compounds with very similar
functionality albeit with different structural isomers.*

The fragmentation experiment showed that the maximum
observed number of CO, neutral losses per one molecular
formula ranges from 1-4 in all three polarity fractions across all
sample matrices (e.g. SS, SML and supermicron SSA). Based on
the proposed fragmentation mechanism of fulvic acid,'”
neutral loss of nCO, molecules would result in a fragment
where negative charge is located on the remaining carboxyl or
alcohol group, meaning that the number of carboxyl groups
could be therefore n or n + 1. This would indicate that for the
range of 1-4CO, neutral losses, the number of carboxyl func-
tional groups per molecular formula would be between 1-5. As
the polarity decreased, the composition of the acids identified
in all three types of samples shifted towards compounds with
fewer carboxyl groups which is indicated by a lower number of
observed CO, losses. This shift reflects the changes in the O/C
and H/C values for each polarity fraction (Table S71). Overall,
all three types of sample showed a very similar range of
molecular formulas, with the same functional groups. This
indicates the SS, SML and supermicron SSA contain a similar
set of compounds albeit with very different relative abundances
(e.g. Fig. 1).

Through comparison of the full scan analysis with the frag-
mentation experiment, it becomes clear that the fragmentation
method achieved better sensitivity for compounds with higher
O/C and lower H/C values, especially in fraction C of the SSA
samples (e.g. Fig. 1 and 3). This was most likely because
detection of these compounds is more difficult in full-scan
mode due to their lower abundance. In addition, fewer molec-
ular formulas with one or two CO, neutral losses were observed
in the intermediate and high polarity fractions of the

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig. 3 Van Krevelen diagrams (H/C vs. O/C of identified molecular formulas) of DOM compounds assigned based on their detected fragment
ions. The colours represent different types of neutral losses (from one to four CO, losses) that were observed for each molecular formula. When
a molecular formula showed more than one type of neutral loss, data points were overlapped so that the colour shows the highest number of
CO, losses observed. Results are based on the fragmentation of compounds in the mass range of m/z 395-412.

supermicron SSA samples. This was most likely due to the lower
abundance of these fractions along with the improved sensi-
tivity for compounds with more carboxyl groups.

The number of CO, losses we observed agreed well with the
average O/C and H/C values (Fig. 3 and S9, S10t). Put simply, as
the number of carboxyl groups increased, the molecule became
more oxygen-rich (i.e. higher O/C) and the number of double
bonds increased (i.e. lower H/C). This suggests that the assigned
molecular formulas were a good predictor of the number of
carboxyl groups for all three types of samples, which has been
seen previously for deep-sea DOM compounds which represent
the refractory fraction of DOM.>

3.4 The atmospheric relevance of our findings

Since the composition of the organic component of marine
aerosol can influence aerosol direct and indirect effects on

© 2022 The Author(s). Published by the Royal Society of Chemistry

Earth's radiative budget characterising the composition of the
organic matter present in nascent SSA is likely to be important
for improved modeling of aerosol-climate effects in the marine
environment. Although it is well established that biological
activity in the ocean measurably impacts the organic composi-
tion of seawater'®*'** it remains unclear whether these changes
are reflected in the composition of nascent SSA. Our findings
suggest that the organic composition of nascent SSA does
indeed reflect the organic composition of seawater as a result of
changing biological activity in the water. Interestingly, while the
composition of the organic fraction of the nascent SSA changed
notably during the course of the measurements the enrichment
of TOC in the aerosol was essentially unchanged during the
bloom similar to previous studies [e.g. ref. 35 and 36].

The changes in the O/C and H/C ratios we observed during
the bloom indicate a decrease in the abundance of carboxyl
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groups. Although we have not measured the volatility, viscosity
and light-absorbing properties of the aerosol, previous studies
suggest that changes in the abundance of carboxyl groups can
be linked to changes in these properties of aerosols.'*>%”
Further, the increased abundance of oxygenated functional
groups, detected as an increase of the O/C ratio or an increased
abundance of COO fragments has previously been shown to
increase the hygroscopicity of secondary aerosols particles.'****°
As such, our observations of a decrease in the O/C ratio, or more
specifically, an increase in the relative abundances of
compounds with fewer carboxyl groups in nascent SSA during
the phytoplankton bloom indicates the potential for the
hygroscopicity of the aerosol to be reduced during phyto-
plankton blooms. However, it should be noted that previous
laboratory studies suggest that the impact of biological activity
on SSA hygroscopicity is relatively weak [e.g. ref. 111 and 112].

4 Conclusions

We have probed the composition of seawater and nascent SSA
during the spring phytoplankton bloom in the North Atlantic
using a novel liquid chromatography-mass spectrometry
method. Our analysis revealed that the composition of DOM
present in the seawater changed as the phytoplankton bloom
progressed and that these changes were reflected in the
composition of the organic matter present in the SSA. Further,
the number and relative intensity of the compounds detected in
the least polar fraction were both greater for SSA than in the
seawater from which they were generated which highlights the
selective nature of aerosolisation due to bubble-bursting.

The diatom bloom that occurred during our experiments
resulted in the chl-a concentration increasing three-fold from
approximately 1 ug L™ " to approximately 3 pug L. As this bloom
progressed more saturated and less oxygenated compounds
became significantly more abundant in the seawater. Although
we observed this phenomena in all three of the polarity frac-
tions we probed, this increase was clearly most abundant in the
least polar fraction of the organic matter. This suggests that
surface-active organic substances such as biogenic mono- and
polycarboxylic acids and other biogenic organic substances
were produced during the bloom. Importantly, the fact that
these compositional changes were reflected in the nascent SSA
we sampled provides strong evidence that the phytoplankton
bloom which occurred had the potential to impact the compo-
sition of the SSA in the region with potential implications for its
physicochemical properties and climate impact (e.g. cloud
formation and cloud droplet stability). The agreement between
the molecular O/C and H/C ratios with the identified number of
carboxyl groups not only confirms their abundance in both
seawater and aerosolised organic matter but also highlights
their effect on the surface-active properties of the molecules, so
that the compounds with fewer carboxyl groups (and other
oxygen-containing functional groups) are selectively enriched in
nascent SSA. The changes in the O/C and H/C ratios we observed
during the bloom indicate a decrease in the abundance of
carboxyl groups with potential impacts on the hygroscopicity,
volatility, viscosity and light-absorbing properties of the aerosol.
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Very few studies have used high-resolution mass spectrom-
etry to investigate the composition of nascent SSA. As such, this
study highlights the utility of this approach, both for charac-
terising the composition of nascent SSA in general and for
probing the impact of biogeochemical changes in seawater
composition on SSA composition. Future work using this
approach should aim at (i) increasing the size-resolution of the
sampling such that the size-dependent composition of nascent
SSA can be probed and (ii) probing the composition of ambient
marine aerosol simultaneous to nascent SSA to determine
whether changes in the biogeochemical state of the ocean are
reflected in the ambient atmosphere and the extent to which
nascent SSA may be driving these changes.
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