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ARTICLE INFO ABSTRACT

Keywords: Brining as a cost-effective stabilising method to preserve the quality of fresh Ulva fenestrata was studied. The

Brine brines contained from 0 to 25 % (w/w) of sodium chloride or from 0 to 50 % sucrose and were combined with

Seaweed seaweed at a ratio of 1: 10 (w/v) prior to storage at 4 °C for up to 3 months. During this storage, the water activity
liiztiei:uce of U. fenestrata was reduced from 0.94 to <0.89 with >15 % salt brines, which kept the microbial load <7 log
Colour (CFU/g) for 78 days. Among the sucrose brines, 50 % provided microbial shelf life <7 log (CFU/g) for 48 days.
Storage Further, 25 % salt or 50 % sucrose brines effectively retained the greenness (a*) of the U. fenestrata blades (<

—20 a*-value for 80 days), while the tensile strength was only retained with 25 % salt brine (>3 Newton for 80
days). There was a time-dependent loss of crude proteins and fatty acids during storage, especially for 50 % sugar
brined seaweed, where 58 % and 28 %, respectively, were lost after 20 days. Nutrients were best preserved in the
5 % salt-brine. Overall, the results indicate that brining with 25 % salt or 50 % sugar yields microbial stability
and maintained colour of U. fenestrata for at least 48 days, with the former even exceeding 78 days at 4 °C,

however, at a cost of nutritional value.

1. Introduction

Marine ecosystems are important for a resilient production of food
raw materials and thus contribute significantly to the sustainable
development goals (SDGs); not least goals 2, 3, 12 and 14 targeting
hunger, good health and well-being, sustainable production and healthy
seas and oceans [1]. Seaweed has been reported as the marine food
resource having the lowest environmental footprint when farmed [2]
and is from a consumer perspective considered nutritious because it
contains protein, fibres, and bioactive compounds [3,4]. A recent review
pin-pointed that seaweed is a particularly promising source of proteins
providing all essential amino acids for human nutrition [5]. Economi-
cally, seaweed can be an opportunity for fisheries and fish aquaculture
companies to diversify their activities and increase their revenues [6].

A growing interest, especially in green seaweeds from the genus
Ulva, has been seen in the aquaculture industry. This is because Ulva spp.
can tolerate significant variations in temperature, acidity, and nutrient
accessibility in the ocean [7]. In addition to Ulva spp. resilience, they
possess a rich nutrient profile. Ulva fenestrata cultivated in an off-shore
seafarm was recently reported to reach a protein content between 16.6
and 20.75 % dry weight (dw), while the total fatty acid content varied

* Corresponding authors.

between 3.2 and 3.5 % dw, and the polysaccharide level between 25 and
29 % dw [7]. One of the polysaccharides found in U. fenestrata, ulvan,
has been linked to several different bioactivities e.g., anti-inflammatory
effects in rats [8]. U. fenestrata thus has great potential to be used as a
multifunctional food ingredient. However, as other seaweed produced
biomasses, U. fenestrata after harvest rapidly perishes due to the sensi-
tive nature of its nutrients and its high water activity, promoting mi-
crobial growth [4]. Therefore, tailor-made and scalable stabilising
methods for the processing and preservation of Ulva spp. biomass are
needed to ensure that, e.g., nutrients, colour, and texture are kept during
storage [9].

Today, the most common stabilisation method for seaweed is drying.
However, apart from when utilising sun and wind, this technique is
relatively energy demanding [10]. Further, when applied to Ulva spp.,
colour changes and up to 37 % reduction of phenolic compounds have
been recorded after oven drying, the latter to a larger extent with
increased temperature and storage time [11]. In addition, significant
losses of polyunsaturated fatty acids (PUFAs), were found during storage
of oven-dried U. fenestrata, with higher losses (up to 84.1 %) seen during
light exposure [12].

Another common stabilisation method for seaweed is freezing.
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Although it slows down enzymatic reactions and microbial growth, the
formation of ice crystals that occur when the freezing is not fast enough
can affect microstructure, texture and nutrient leakage of the seaweed
after thawing [13].

Further, rapid freezing and subsequent frozen storage of large
amounts of biomass harvested in a short period of time, imply high
energy costs and require large investments for seaweed aquaculture
companies, which commonly are of small to medium size from a Euro-
pean perspective [1]. In recent efforts to increase food preparedness in
response to e.g. wars and the COVID-19 pandemic, factors such as
robustness to extended power outages have also been brought into focus,
calling for more diversified ways of storing our food [14]. Thus, cost-
effective stabilising methods that can limit or minimise changes in
texture, colour and nutrient loss while ensuring a longer shelf-life need
to be explored for perishable raw materials such as seaweeds.

The fish industry still uses several ancient techniques for the pres-
ervation of small pelagic species, such as herring and anchovies, among
others [15,16]. One of these techniques is brining, i.e., osmotic dehy-
dration, which consists of adding either dry salt or salt brine to the raw
material and storing it in a closed container. The closed environment
and the salt itself decrease microbial growth and inhibit specific mi-
croorganisms that can be harmful to human consumption [17]. Brining
as a stabilisation method could prolong the shelf-life of green seaweeds,
such as U. fenestrata, while demanding low energy costs because it only
requires access to a refrigerator or cold room. By avoiding either very
low or high temperatures, as well as e.g., cutting or mincing, brining
could potentially better maintain the seaweed’s chemical composition
and texture.

Only a handful of studies so far have focused on brining to stabilise
seaweed. These comprise salt processing, via brining and dry salting of
Ulva rigida to preserve the chemical composition and textural properties
[9], dry salting of the brown seaweed Alaria esculenta to mantain texture
and controlling shelf-life [18], submerging sea grape, Caulerpa lentillifera
in salt brine to keep the nutritional composition as well as to reduce
microbial load [19], and brining as a pretreatment prior to extraction of
ulvan from Ulva rotundata [20]. No previous publications, however,
have addressed the use of salt brining for the crop U. fenestrata.

Similarly, only one previous study focused on using sucrose as an
osmotic agent for seaweed. This was done by immersion of blanched red
seaweed, Kappaphycus alvareii; in a sugar bath at 30, 35 and 40 °C prior
to drying [21]. To our knowledge, there is no other scientific literature
on subjecting seaweed to sugar brines as a sole stabilising method under
cold storage. However, sucrose, just like NaCl, provides L-shaped sorp-
tion isotherms when dissolved in water. This reflects their ability to bind
large amounts of water, thereby effectively decreasing the water activity
of foodstuff. In comparison to NaCl, sucrose is a non-ionic solute, which
is primarily limited to the extracellular spaces, since the diffusion pro-
cess through the membrane is low; thus it forms a surface layer [22].
Previously, a surface layer formed by coating U. fenestrata blades with
whey protein solution prior to drying delayed lipid oxidation compared
to non-treated samples [12].

Based on the identified knowledge gaps, and the needs for cost-
effective and scalable seaweed preservation techniques, this study
aimed at investigating salt and sugar brining as routes to stabilise
U. fenestrata during refrigerated storage. Using NaCl and sucrose at
different concentrations, the effects on water activity, microbial load,
chemical composition, colour and tensile strength were determined. The
outcome could aid seaweed producers to diversify the forms in which
they sell seaweed to secondary food producers, and a possibility to
compare pros and cons of differently preserved biomass in terms of
nutritional, physical, chemical and safety characteristics.
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2. Materials and methods
2.1. Seaweed raw material

U. fenestrata biomass from a long-term cultivation located in a
thermo-stable room (90 L tanks, at 12 °C, under 16:8 h (L:D) light cycle,
and at an irradiance of 90-110 pmol m 257!, under permanent aeration,
with seawater flow through of 10-14 L h™) at Tjarno, Sweden
(58°52'33.272"N, 11°8'47.202"E). The biomass was harvested at three
different occasions, on the 17th January 2022, 6th April 2022 and on 9th
June 2022. The biomass was kept in seawater while transported for 4 h
to Chalmers University of Technology, Gothenburg, Sweden. Upon
arrival, the seaweed was removed from the seawater and transferred
into plastic containers for brining, see below.

2.1.1. Chemicals

The following chemicals were purchased from Sigma-Aldrich Swe-
den AB (Stockholm, Sweden): sodium chloride for the brines; plate count
agar (PCA), gelatin, agar, potassium phosphate for microbiological
analysis; chloroform, methanol, hexane, isooctane with HPLC grade,
and toluene and acetyl chloride with ACS reagent grade, for fatty acids.
Marine agar (MA) for microbial analysis and sucrose for brine prepa-
ration were acquired from Millipore (Merck, Darmstadt, Germany).
Proteose-peptone no.2 for Long hammer (LH) media preparation was
purchased from Thermo Fisher Scientific (Goteborg, Sweden),

2.1.2. Seaweed brining

The brines were made from deionised water (w/w) containing 5 %
NaCl (5S), 15 % NaCl (15S), 25 % NaCl (25S), 15 % sucrose (15Sc), 25 %
sucrose (25Sc) and 50 % sucrose (50Sc). Controls were prepared in the
absence of ions with deionised water (C1) and with a natural content of
ions in tap water (C2).

Ten grams of fresh weight (FW) seaweed were added to the brines or
controls in a ratio of 1:10 seaweed to liquid (w/v). To ensure the
seaweed would be covered by the brine, thereby reducing contact with
air, a small lid was placed inside the container. The samples were then
kept in a translucent container in a dark cold room at 4 °C. Sampling
occurred every 2 days for the first 6 days and afterwards on days 13, 20,
40 and 80 days, or until spoilage. The latter was assessed based on odour
at each sampling point using a small internal untrained sensory panel.

2.2. Water activity (ay,)

The water activity (ay) of the blades from brined U. fenestrata was
measured using a hydrometer LabTouch aw, (Novasina, Lachen,
Switzerland), based on AOAC method 978.18 [23]. At each time point,
approximately 0.3 g were taken from the U. fenestrata blades (same
location every time), which was enough to cover the bottom of the
measuring plate. This plate was then placed into the measuring chamber
kept at 25 °C. The instrument was calibrated with NaCl standards pro-
vided by the manufacturer having a,, of 0.985, 0.760 and 0.362. The
measurements were done in duplicates per sample (n = 2), and the re-
sults of a,, are expressed without unit since it is a relative measure [11].

2.3. Brine analysis; pH, ionic strength and °brix

At each time point, 1 milliliter (mL) of brine was withdrawn from the
beakers and analysed for pH using a pH meter (PHM210, MeterLab,
Radiometer analytica, Villeurbanne, France). Measurements were done
at room temperature; ~21 °C. One mL of brine was transferred to a
falcon tub, and a conductivity meter probe (CDM210, MeterLab, Radi-
ometer analytica, Villeurbanne, France) was introduced in order to
measure the conductivity of the brine over time in (mS/cm). The ionic
strength was then calculated against a calibration curve based on NaCl
%. Thirty microliters (uL) of the brine were also subjected to analysis
using a hand-held refractometer (Master-53a, Atago, Japan) to
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determine the °brix (°Bx), i.e., solids in suspension, based on a sucrose
scale. All measurements were done at room temperature and in dupli-
cates (n = 2). Samples were taken randomly from the brine.

2.4. Microbiological analysis

At days 0, 13, 20, 34 and 48, around 10 g of brined seaweed were
removed from the containers and placed into a stomacher bag with 90
mL sterile 2 % NaCl. Afterwards, the bag was placed into a stomacher for
3 min, and 50 mL of stomached liquid was then taken into a falcon tube.
Serial dilutions (1071,1072.10%,107%) were thereafter prepared using
sterile peptone water as a dilutant. Each dilution was plated into 3
different media: MA, PCA and LH; the latest was prepared as indicated
by NMKL [24]. MA and PCA plates were incubated at 25 °C for 48 h to
determine marine microbial and total viable counts, respectively. While
LH plates were used to study psychrotrophic bacteria, and were incu-
bated at 12 °C for 7 days. Each sample was plated in 6 different spaces as
replicates.

2.5. Colour analysis

Colour of the U. fenestrata blade was analysed using a colourimeter
(CR-400 Chroma Meter Konica Minolta sensing, NJ, USA), which was
calibrated with a white tile. At each time point, a blade was selected
randomly from the brine container and placed into a petri dish having a
diameter of 30 mm. Four replicate measurements were then performed
at a 2° view angle and D65 illuminant, and the results were expressed as
lightness from 0 to 100 (L*), green (—a*) to red (+a*) and from blue
(—b*) to yellow (+b*). Total colour (AE*) was also calculated based on
the following equation:

AB= /{1, - 1)+ (@ - @) + (b, ~ by)? M
2.6. Tensile strength

The tensile strength was measured using a texture analyser (Pert-
ment Instruments, Shelton, CT, USA) with two grips to hold the blade.
The method was based on previous studies on seaweeds [25,26], with
some modifications. In this case, a 7 cm x 3 cm rectangle was cut per
blade, which was placed between the grips of the instrument. Two
centimeters were placed between the grips, leaving 3 cm available for
the measurement. The tensile strength analysis was set with 10 %
extension or until breakage of the blade, with a speed of 1.6 mm-s*. The
lower grip was fixed, while the upper grip moved upwards until the
rupture of the blade. The analyses were performed on four different
blades per sample type (n = 4), and the results are expressed in newtons

(N).
2.7. Proximate composition

The Dumas method [27] was used to determine the total nitrogen
content of the differently brined U. fenestrata using the LECO Turmac
nitrogen analyser (St Joseph, MI, USA). Fifty mg of freeze-dried and
milled samples were measured. The protein content of the samples was
calculated using a conversion factor of 5 [7,28]. The moisture content
was measured based on the AOAC Method 925.10, by the weight dif-
ference of the samples before and after being placed at 105 °C overnight.
Afterwards, the selected samples (fresh seaweed and seaweed brined 40
days) were transferred to a furnace for 6 h at 550 °C to determine the ash
content, based on the AOAC method 938.08 [29].

2.8. Fatty acid composition

Based on previous research [12,30], the fatty acid composition was
determined using direct methylation of freeze-dried and milled seaweed
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samples. Fifty mg sample was placed into glass tubes spiked with 20 pL
of C23:0 (1000 ppm) dissolved in chloroform. Subsequently, 2 mL of
toluene and 2 mL of 10 % methyl acetyl chloride (v/v) in methanol were
added to the sample, which was heated at 70 °C for 120 min in a table-
top bench incubator. Afterwards, the samples were left to cool down to
20 °C, and 2 mL of water was added, followed by 2 mL of hexane. The
mixture was then vortexed for 60 s and placed into a centrifuge at 100
x g for 6 min. After centrifugation, 3 mL of the upper phase was trans-
ferred into a glass tube to be evaporated under nitrogen gas. The dried
sample was then re-dissolved in 4 mL isooctane, where after 300 pL was
transferred to glass vials (GC-MS Agilent, Santa Clara, CA, USA).

The different samples were analysed using an Agilent 7890A GC
system with an Agilent 5975C triple axis MS detector (Santa Clara, CA,
USA). One pL of sample was injected with split 15:1 into the system, and
the fatty acids were separated in a VF-WAX column (30 m x 250 pm X
0.25 pm) (Phenomenex, Torrance, CA, USA). The inlet temperature was
set at 275 °C, and the carrier gas used was helium, with a constant flow
of 1 mL/min. The temperature was increased in 4 °C steps from 100 °C to
205 °C. Then, a 1 °C increment was applied up to 230 °C, where the
temperature was kept for 5 min. The fatty acids were identified using an
external fatty acid standard mixture GLC-463 (Nu-Check, Prep, Inc.,
Elysian, MN, USA). The standard mixture, however, did not contain all
fatty acids found in seaweed; specifically, C16:3n3 and C20:4n3, which
were identified using the NISTO8 library search.

2.9. Statistical analysis

Statistical analysis was performed using the R Studio software
version 4.2.2 with the packages “Agricolae” [31] and “stats” [32]. The
data was first tested for homogeneity variance and distribution with the
Shapiro and Bartlett tests. If complied, a one-way ANOVA and t-test
were performed, with a set maximum p-value of 0.05. In case of the
tensile strength measurements, the results did not follow a normal dis-
tribution nor homogeneity, therefore a root square was done in the data
prior to performing an ANOVA.

3. Results and discussion
3.1. Changes of the brine during storage

In the water brines, i.e., C1 and C2, and in the 15Sc, there were no
significant rises in the °Bx measure (Supplementary - Fig. A). For the rest
of the sugar brines, 25Sc and 50Sc, significant decreases were seen in °Bx
on day 2 and onwards until day 6. Thereafter, the brines reached an
equilibrium with the seaweed until the end of storage on day 50.

Among the two controls, only the tap water-based brine (C2) showed
a significant change in ionic strength (Supplementary - Fig. B). On day 2,
it had decreased from 9 to 0.3 % NaCl equivalents, after which it
remained stable. Similarly, the sugar brines also decreased in ionic
strength during the first 2 days, as seen in the °Bx results discussed
above.

Differently from the controls and sugar brines, the salt brines pre-
sented significant differences in their ionic strength over the storage
time. From day O to day 4, the 5S and 15S-brines showed a decrease in
ionic strength to 40 % and 42 %, respectively, after which values sta-
bilised at around 2.9 and 14 % NaCl equivalents, respectively, until the
end of the storage. On day 6, the strongest salt brine, 25S, had signifi-
cantly decreased to 50 % of its ionic strength, reaching a value of 14 %
NaCl equivalents.

A possible explanation for the variation in time to reach equilibrium
between brine and seaweed (from O to 6 days) could be the different
concentrations of salt or sugar used, which lead to differences in the
osmotic pressure. Further, sucrose being a larger molecule than NaCl
and being a non-ionic solute, can reduce movement of water from the
intracellular spaces towards the brine, which could explain the small
variations in ionic strength of sugar brines over the first days compared
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to the large variations in the salt brines [22,33].

After 6 to 8 days storage, all brines except 50Sc had become signif-
icantly more acidic than at the start of the storage, when the seaweed
had a pH of 6.96 (Fig. 1). The fast decrease in pH suggests the formation
of e.g., lactic acid or acetic acid, likely due to enzymatic degradation of
cellulose by possible associated microorganism found in seaweed such
as lactic acid bacteria [34,35]. There can also be displacement of H* in
the seaweed by Na™, leading to acidification [36]. Beyond day 8, the pH
of the controls (i.e., C1 and C2), rapidly increased towards slightly acidic
or neutral pH, around 5.9 and 6.5, respectively, where they remained
stable for the rest of the storage time. In contrast, all sugar brines
continued to acidify over time, especially in the case of 15Sc, where the
pH dropped to 4.5 (Fig. 1).

Similar to the controls, the pH of salt brines decreased up to day 13;
afterwards, the pH of the salt brines remained stable throughout storage.
Only a slight increase was seen for the 25S brine from 5 to 6 after 20
days. The increase could be explained by mould or yeast growth which
can use substrate from i.e. acidic compounds [37].

A decrease in pH, from 5.3 to 5 after 30 days, was also seen by Perry
et al. [18] in dry salted brown seaweed (Alaria esculenta). Others have
reported lack of pH changes in brines [9,19], or an increase of 0.2 units
after 180 days dry salting of Laminaria ochroleuca [37]. In brining of
other seafood such as fish, changes in pH over the storage time has been
attributed to the effect of salt on the diffusion of its ions and other sol-
uble components from the tissue towards the brine [38], for example the
displacement of H+ by Na+ [36].
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Fig. 1. pH of the different brines during storage. Water-derived brines (dotted
line) ®C1, o C2; salt brines (full line), ao 5S, A15S, v25S; and sugar brines
(long dash line), O15Sc, ¢ 25Sc, m 50Sc over the storage time (Days) at 4 °C.
The insert refers to the first days of storage from day O to day 8. Data show
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3.2. Water activity (ay,) of Ulva fenestrata over time

The ay, of brined U. fenestrata reflected the concentration of salt and
sugar (Fig. 2). When incubated in 5S, 15Sc and 25Sc for 6 days, the ay,
was 0.95, which is similar to the a,y measured in the fresh U. fenestrata,
0.98. Likewise, the two controls, C1 and C2, had an a,, of 0.96 after 6
days. The small variations seen in a,, between fresh and brined
U. fenestrata in <25 % sucrose, and 5 % NaCl could be due to the ionic
strength being similar or lower compared to the fresh seaweed. Thus,
solutes likely leaked from the seaweed to the brine rather than the
opposite.

Differently, salt brines >15 % NaCl and the strongest sugar brine
(50Sc), provided a considerable reduction in a,, (Fig. 2). For instance,
U. fenestrata in 15S and 258 brines reached 0.91 and 0.83, already on
day 2 while the 50Sc reached a significantly lower a,, compared to fresh
U. fenestrata, 0.89 after 30 days. The lowest a,, was detected for the
U. fenestrata in 25S brine, which reached 0.82 on day 2. Thereafter, a
peak of 0.85 appeared on day 6 after which it remained at ~0.80 during
the whole storage. Thus, the large difference in ionic strength between
the brine and the U. fenestrata blades resulted in higher exchange of
water and salt between these two, with a net salt uptake into the blades.

Other researchers have reported a similar effect of dry salting and
brining on the a,, of seaweed over storage time. For instance, Perry et al.
[18] investigated the effect of dry salting Alaria esculenta with 200 g and
180 g NaCl/ kg followed by cold storage. After 13 weeks, they observed
a decrease in a,y from 0.99 in the fresh seaweed to 0.84 and 0.85 a,y with
200 g and 180 g NaCl, respectively [18]. Likewise, del Olmo et al. [37]
investigated the effect of dry salting Laminaria ochroleuca with 400 g of
NaCl/ kg and found that after 1 day, a,, was significantly lowered from
0.98 to 0.74 [37]. Interestingly, little research is reported on sugar
brining compared to salt brining or dry salting. However, sugar has been
used as an osmotic dehydration agent in fruits to prevent browning
[39,40]. The ay results of this study indicate that different ionic
strengths are provided by sugar and salt brines, and that salt has the
capability to penetrate inside the cell walls. Sugar brines thus require
higher sucrose concentration to reduce ay,, to similar values as those
displayed by the salt brines.
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Fig. 2. The water activity of U. fenestrata brined in water (dotted line) ®C1, o
C2; salt brines (full line), A 5S, A 15S, v25S; and sugar brines (long dash line),
015Sc, ¢ 25Sc, m 50Sc over the storage time (Days) at 4 °C. Data show average

+ standard deviation (n = 2).
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monocytogenes, Staphylococcus aureus, Salmonella and Vibrio para-
haemolyticus have all been reported as relevant pathogenic bacteria
found in seaweed [41]. The minimum a, for these bacteria to grow
ranges between 0.83 and 0.97; thus, only the 25S brine could fully
inhibit the growth of pathogenic bacteria in Nordic cultivated seaweed
[41]. The 15S and 50Sc brines, which reduced the a, of U. fenestrata to
<0.91, could not prevent all pathogens, but likely Salmonella, Bacillus
cereus and Vibrio parahaemolyticus, all three has been suggested as most
concerning for human consumption [38].

3.3. Microbial quality

In the two controls, i.e., C1 and C2, the microbial growth increased
significantly over the storage trial in all three medias; PCA, LH and MA,
the two latter comprising psychrotrophic bacteria and marine bacteria,
respectively (Table 1). This was likely related to the low salt content of
these samples (~2 %), which were ideal conditions for previously re-
ported microorganism found in seaweed i.e., Salmonella or Bacillus spp.
to thrive [41].

For sugar-brined U. fenestrata, the microbial count over time was 10-
fold higher than that for salt-brined U. fenestrata of the same strength.
Particularly the 15Sc and 25Sc brines gave rise to high counts of psy-
chrotrophic bacteria (Table 1). U. fenestrata in 15Sc brine enumerated
psychrotrophic bacteria of 6 log (CFU/g) after 13 days and > 300 log
(CFU/g) at day 20. U. fenestrata in 25Sc presented a similar value on day
13, 6.1 log (CFU/g), after which there was no increase until day 34. After

Table 1

Microbial load log colony forming units per gram of brined U. fenestrata (CFU/g)
+ standard deviation (n = 6), at different days over storage at 4 °C in three
different media: Long hammer (LH), marina agar (MA) and plate count agar
(PCA).

Brine Day log (CFU/g) in incubation media
PCA MA LH
Fresh 0 7.57 + 0.00 5.36 + 0.00 6.20 + 0.00
13 6.58 + 0.27 <25% 6.75 + 0.04
Cl 20 >300* 6.59 + 0.03 7.75 + 0.02*
34 >300* >300* >300*
13 6.59 + 0.25 6.58 + 0.27 6.40 + 0.08
Cc2 20 >300% >300 * 8.61 + 0.00*
34 >300* >300 * >300 *
13 <25* 5.97 + 0.00 <25*
58 20 5.09 + 0.05* 5.22 + 0.00 <25%
34 5.53 +0.11* 6.41 £+ 0.05* <257
48 6.29 + 0.06* 6.59 + 0.08* <25*
13 5.09 + 0.73* <25+ 0.00* 0.00 + 0.00*
158 20 <25* <25* <25*
34 <25% 5.21 £0.11* 0.00 + 0.00*
48 <25~ <25* 0.00 + 0.00*
13 <25* 5.30 +0.18 0.00 + 0.00*
258 20 <25% <25*% <25%*
34 <25% 5.22 + 0.00 0.00 + 0.00*
48 0.00 + 0.00* <25 * 0.00 + 0.00*
13 >300* 6.03 + 0.07 >300*
155¢ 20 >300* >300* >300*
34 >300* >300% >300*
48 >300* >300* >300*
13 <25% 6.13 £ 0.08* 6.40 £ 0.17
955¢ 20 6.16 + 0.07 6.13 + 0.03* 6.53 + 0.05
34 <25* 6.21 + 0.06* 6.47 + 0.06
48 6.41 + 0.05 6.49 + 0.09* 6.58 + 0.04
13 <25* <25* <25*
50Sc 20 <25* <25* <25*
34 <25* 0.00 + 0.00* 0.00 + 0.00*
48 0.00 + 0.00* 0.00 + 0.00* 0.00 + 0.00*

" Indicate a significant difference compared to fresh U. fenestrata values, with
a p-value of 0.05. Results indicated as “<25” indicates growth but below 25
colonies, below the limit of quantification. While “>300" indicates that growth
was above 300 colonies. When the value is “0.00 “, no growth was detected in
the media.
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48 days, values of 6.6 log (CFU/g) were reached. Meanwhile, the 50Sc
brine gave rise to the lowest growth log (CFU/g) among the sugar brines
for both marine and psychrotrophic microbial counts, and there was
even a reduction in growth over time (Table 1). This decline in microbial
count could be explained by the reduced a, of the U. fenestrata in 50Sc
brine (from 0.96 at start to 0.84 during the storage). Interestingly, based
on isolation and gram staining of different colonies, the sugar-brined
U. fenestrata had a predominant presence of yeast compared to the
salt-brined U. fenestrata. The gram staining also revealed a mixed culture
of gram positive and gram negative strains (Data not shown).

U. fenestrata stored in salt brines exhibited a difference in the mi-
crobial count depending on the salt content of the brine. Only 25S
showed a decrease in the colonies counted over the storage time in all
three media (Table 1). In the case of 15S, slow, although significant,
growth of microorganisms was seen for marine bacteria using MA and
total count PCA agar (Table 1). U. fenestrata in this brine had an a, of
0.86 after 4 days, and the pH of the brine decreased from 6 to 5 over
time. The latent phase of bacterial growth could thus be due to the a,
pH and salt content, separately or combined [42].

Using 5 % NaCl, a significant increase in microorganisms was
detected over time using PCA media (Table 1). Similarly, using MA
media, a significant increase in log (CFU/g) was detected over time, with
values of 6.6 log (CFU/g) after 48 days. However, the growth of psy-
chrotrophic bacteria on LH media was significantly reduced during
storage and reached below the detection limit of <25 (CFU/g). These
results align with earlier findings that low concentration of salts does not
limit growth of e.g. Salmonella, S. aureus and Vibrio at 25 °C [17,41,43].
In the above mentioned study of dry salted kombu by del Olmo et al.
[43], where 400 g NaCl was used per kg seaweed, results also revealed a
reduction of microbial growth on MA during storage at 4 °C. Differently,
Perry et al. [18] studied the effect of dry salting kelp and did not see a
significant reduction in the microbial load over the storage time at 4 °C.
However, the initial load of aerobic bacteria reported by Perry et al. [18]
was only half the amount found for fresh U. fenestrata in the present
study, which could be a reason for different responses to salt.

In the European Union, no specific regulation determines the
maximum allowed microbial load in seaweeds, except for France, which
has established a maximum of 10° (CFU/g) for aerobic mesophilic
bacteria in dried seaweed. Thus, this threshold is not applicable to the
wet/brined biomass used in this study. There are different thresholds
reported for when fresh fish is considered unacceptable for consump-
tion; numbers of aerobic place count (APC) from >10° to >107 can be
found [44]. However, a firm threshold has not yet been established for
fresh seaweed biomass.

A recent study on stability of washed and blanched Saccharina lat-
issima suggested using 7 to 7.7 log (CFU/g) as a microbial limit based on
MA to determine the sensory shelf life under cold storage (4 °C) [45].
This threshold has also been used in previous studies on cold storage of
minimally treated vegetables [46].

Taking into consideration 7 log (CFU/g) as a limit, the resulting shelf
life of both controls, i.e., C1 and C2, as well as U. fenestrata brined in 15
% sugar was limited to 13 days, based on the values obtained for psy-
chrotrophic and marine microbial counts, incubated at 4 °C and 25 °C,
respectively. As stated above, gram staining indicated that the short
shelf life of sugar-brined U. fenestrata was possibly due to marine yeast,
using sugar as a substrate. Previous research suggests the survival of
marine yeast at an a,y of 0.93 [17], which agrees with the water activity
of the 15Sc brine at day 13 (0.95). In addition, the pH this brine was 6.5,
a value at which marine yeast has been reported to proliferate [47].

The more concentrated sugar-brines 25Sc and 50Sc gave a shelf life
of 48 days based on MA. On day 48, U. fenestrata in 25Sc brine reached
values of 6.5 and 6.6 log (CFU/g) for marine microbial count and psy-
chrotrophic bacteria, respectively, and thus were expected to exceed the
limit of 7 log (CFU/g) shortly after. In a repeated experiment,
U. fenestrata in 25Sc showed for both marine counts and psychotropic
bacteria >7 log (CFU/g) already after 20 days. In the same experiment
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the 50Sc reached this limit after 50 days (Supplementary data, Table A).
The seaweed brined in 58, 158, 258 had a shelf life of >48 days based
on the growth of marine and psychotropic microorganisms (Table 1).
Overall, the results thus indicate that highly concentrated sugar-
brines (25-50 %), and salt brines between 5 and 25 % extended shelf-
life of U. fenestrata from 13 days to >48 days. A repeated trial done by
the authors on U. fenestrata brined with 15S and 258, did not show any
microbial counts until day 78 (Supplementary data, Table A). Thus, the
shelf-life for both 15S and 25S was in this trial at least 78 days.

3.4. Colour changes of brined Ulva fenestrata

The brining process was expected to also affect leakage of pigments
to the brine or degradation of pigments e.g., via oxidation [48]. The
three dimensions of colour, L*, b* and a*, of the brined U. fenestrata over
the storage are presented in Fig. 3A, B and C, respectively, while the
total colour difference delta E in Fig. 3D. Images of the brined U.
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fenestrata were also taken during the storage and can be found in Sup-
plementary - Fig. D.

For U. fenestrata in all brines, the L* values significantly increased
throughout the storage compared to fresh seaweed (Fig. 3A). For sugar-
brined U. fenestrata, the increase in lightness could be due to the for-
mation of a surface layer of sugar on the seaweed blades when the
seaweed was taken out of the brine for measurements. This has also been
seen previously during osmotic dehydration of fruits using sugar brine
[48]. In the case of the salt brines, a likely explanation could be that
residual crystals from salt, that have not been diffused into the seaweed,
can reflect the light, a phenomenon described by Del Olmo et al. [37] for
dry salted Kombu.

As shown in Fig. 3B, the U. fenestrata brined in 15Sc, 25Sc, and 5S
attained significantly higher b*-values than the fresh seaweed already
after 2 days, i.e., it was more yellow. The same was true for both the C1
and the C2-controls, although after 2 days, they re-gained similar b*-
value as the fresh U. fenestrata. In 5S brine, yellowness increased
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Fig. 3. Colour differences of the brined U. fenestrata in different brine solutions over the storage time. A. (L*) Lightness values for the different brines (L* 0-black to
L* 100-white). B. b* values for the different brines (+b*) associated with yellow while (—b*) indicates blue tones. C. a* values for the brines, (+a*) indicates red

tones while (—a*) indicates green tones. D. Delta E*,

colour difference of the different brined U. fenestrata. Data show average values =+ standard deviation (n = 4).

Letters indicate a significant difference of each brine compared to the fresh (Day 0). (For interpretation of the references to colour in this figure legend, the reader is

referred to the web version of this article.)
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significantly from day 2 until 20 days while for the 15Sc- and 25Sc-
brines, significant increases continued until day 40. Differently, the
U. fenestrata kept in 50Sc, 258 brines had a stable b*-value of around 45
over the entire storage time. The changes in yellowness of all samples
except 50Sc and 25S could be due to the loss of chlorophyll and the
persistence of yellow carotenoids within the cell walls of U. fenestrata
[91.

In the case of green seaweeds such as Ulva spp. the green colour is
considered a quality parameter and indicates freshness [49]. However,
as recently shown by Stedt et al. [50] for U. fenestrata, green colour, i.e.,
presence of chlorophyll, also correlates positively with the protein
content. The fresh U. fenestrata used in this study had a mean a*-value of
—17 (Fig. 3C), which is within the range found by Stedt et al. [50].
Within 30 days, the U. fenestrata in the control brines C1 and C2 showed
a significant decrease in their green tones raising a*-values to —11.4 and
— 10, respectively. A delay in the greenness loss was seen for the brines
with low sugar content, 15Sc and 25Sc, which did not give rise to sig-
nificant increases in a*-value until after 60 days, reaching —11.3 and —
12.1, respectively. Similarly, the salt brines 5S and 15S obtained
significantly higher a* values, —14.4 and — 14.5, respectively, after 40
days.

Although most brines lead to a loss of greenness over time,
U. fenestrata brined in 25S and 50Sc exhibited stable a*-values over the
entire storage period. This could be due to inhibition of the chlorophyll
degrading enzyme chlorophyllase. In case of 25S, even higher greenness
was seen during parts of the storage, compared to the fresh samples,
specifically between day 2 and 60. A reason 