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Abstract Microscopy techniques have been widely applied to observe cellular ultrastructure. Most of
these techniques, such as transmission electron microscopy, produce high‐resolution images, but they
may require extensive preparation, hampering their application for in vivo examination. Other approaches,
such as fluorescent and fluorogenic probes, can be applied not only to fixed specimens but also to living
cells when the probes are nontoxic. Fluorescence‐based methods, which are generally relatively easy to use,
allow visual and (semi)quantitative studies of the ultrastructural organization and processes of the cell
under natural as well as manipulated conditions. To date, there are relatively few published studies on the
nearly ubiquitous marine protistan group Foraminifera that have used fluorescent and fluorogenic
probes, despite their huge potential. The aim of the present contribution is to document the feasible
application of a wide array of these probes to foraminiferal biology. More specifically, we applied
fluorescence‐based probes to study esterase activity, cell viability, calcium signaling, pH variation, reactive
oxygen species, neutral and polar lipids, lipid droplets, cytoskeleton structures, Golgi complex, acidic
vesicles, nuclei, and mitochondria in selected foraminiferal species.

1. Introduction

Foraminifera are ubiquitous, mostly marine, single‐celled eukaryotes, with their cell body commonly enclosed
in test (e.g., Anderson & Lee, 1991). The characteristics that distinguish foraminifera from most other protists
are their granuloreticulopodia (Goldstein, 1999), which are fine, thread‐like pseudopodia with a granular
appearance that protrude through apertures to stream and anastomose in a web‐like halo (Jahn & Rinaldi,
1959; Travis & Allen, 1981; Travis & Bowser, 1986a, 1986b, 1991). As in other eukaryotic cells, membrane‐
enclosed compartments like nuclei, ribosomes, endoplasmic reticula, Golgi complexes, mitochondria, lyso-
somes, degradation vacuoles, residual bodies, peroxisomes, fibrillar vesicles, and electron‐opaque bodies can
be distinguished within foraminiferal cytoplasm (LeKieffre et al., 2018). Lipid droplets and pigment inclusions
are membrane‐enclosed compartments that can also be present in the cytoplasm (Debenay et al., 1996).

Over the last four decades, foraminifera have been used as environmental proxies (i.e., Armynot du Châtelet
& Debenay, 2010; Desandier et al., 2015; Frontalini & Coccioni, 2011). Foraminifera react to environmental
changes by varying assemblages' composition and parameters and, at the species level, by modifying the test,
reproductive capacity, and cellular ultrastructure (e.g., Frontalini & Coccioni, 2008; Yanko et al., 1999). To
date, many studies have focused on assemblage and morphological responses to environmental change. Our
knowledge of the foraminiferal response to unfavorable environmental conditions remains far from com-
plete. Moreover, very little is known about the cytological alterations of these organisms under stressful con-
ditions (e.g., Frontalini et al., 2018; Koho et al., 2018; Nomaki et al., 2016).

Most cytological studies on foraminifera have been performed via microscopy techniques by observing the
ultrastructure of the foraminiferal cell (e.g., Anderson & Lee, 1991; Jahn & Rinaldi, 1959; Ohno et al.,
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2016; Travis & Allen, 1981; Travis & Bowser, 1991; Tyszka et al., 2019) and have aimed to link the
foraminiferal ultrastructure to physiological processes and environmental conditions (e.g., Bernhard et al.,
2010; Bernhard & Bowser, 1999; Bernhard & Bowser, 2008; Frontalini et al., 2018; Goldstein &
Richardson, 2018; Jauffrais et al., 2018; Koho et al., 2018). To study the adaptations of foraminiferal
ultrastructure to habitat, researchers have developed different transmission electron microscopy‐coupled
(TEM‐coupled) techniques (reviewed in Nomaki et al., 2018). Even though TEM‐based techniques
allow scientists to obtain high‐resolution images, such methods commonly involve a lengthy series of
preparation steps that can hamper their application for other purposes and excludes in vivo assessments.

To help fill the knowledge gap regarding metabolic processes and ultrastructural dynamics in general, fluor-
escent and fluorogenic probes were developed to be applied to chemically fixed specimens as well as living
ones (see Le Droumaguet et al., 2010; Shieh et al., 2012, for reviews). Fluorogenic probes comprise nonfluor-
escent membrane‐permeant chemical compounds that, once passing the cell membrane, are activated by an
enzyme; this modification creates fluorescence if excited with the correct wavelength (e.g., Shieh et al.,
2012). In the case of fluorescent probes, they do not need to be modified by enzymes, as they fluoresce
when they bind to the structural target (e.g., Bernhard et al., 1995; de Nooijer, Toyofuku, et al., 2009).
Fluorescence‐based methods allow visual and quantitative studies of the structural and chemical organiza-
tion of the cell, enabling assessments of cellular ultrastructural dynamics under natural conditions as well as
their response to changes in the environment (Frontalini et al., 2015; Yanko et al., 1999). Moreover,
the application of multifluorescence labeling allows simultaneous targeting of different organelles and
physiological processes.

This contribution tests the applicability of a wide array of selected fluorescent and fluorogenic probes to
selected benthic foraminiferal species.

2. State‐of‐the‐Art on Fluorescent and Fluorogenic Probe Use in Foraminifera

Although the number of studies that have been performed on foraminifera with fluorescent and fluorogenic
probes is still limited, a wide range of applications using fluorogenic and fluorescent probes is emerging from
studies of other organisms (Ainsworth et al., 2008). One of the most widespread uses of fluorogenic probes is
the assessment of the viability of foraminifera, as other methods lead to overestimations of living individuals
or false positives (e.g., Bernhard, 1988; Bernhard et al., 2006; Murray & Bowser, 2000). Seven fluorogenic
probes (diacetates of fluorescein [FDA], carboxyfluorescein, dichlorofluorescein, and carboxyeosin; AM‐esters
of biscarboxyethylcarboxyfluorescein [BCECF‐AM], calcein, and calcein blue) were tested on Allogromia lati-
collaris as possible nonterminal methods to distinguish live from dead foraminifera (Bernhard et al., 1995).
Bernhard and Bowser (1996) developed a method based on the CellTrackerTM Green CMFDA, as a vital
fluorogenic probe that demonstrates the enzymatic activity, and consequently the vitality of the cell
(Hintz et al., 2004; Pucci et al., 2009). Another fluorescent probe‐based method for identifying living forami-
nifera was developed by Borrelli et al. (2011), where fluorescent in situ hybridization (FISH) oligonucleotides
(EUK 1209R and S17) tagged with the fluorescent probe CyTM‐3 are specific to foraminiferal ribosomal RNA.
This approach can also be used as an indicator of the cellular metabolic activity.

In order to achieve a more complete understanding of foraminiferal intracellular activities additional fluoro-
genic probes have been tested and applied. For example, SlowFade® was used to preserve the autofluorescent
signals of plastids in Elphidium excavatum (Correia & Lee, 2002). Selectivity of the foraminiferal diet was
studied by employing two fluorescent probes (DAPI [diamino‐2′‐phenolyndol] and SYTO® 13) for DNA
marking of bacteria, and Pink SPHEROTM fluorescent polystyrene particles were used as a control to test
nonspecific uptake by foraminifera (Langezaal et al., 2005). DAPI was used to mark DNA of sequestered
chloroplasts in Haynesina germanica (Goldstein & Richardson, 2018) and to label foraminiferal nuclei and
DNA content in combination with SlowFade® Gold in Allogromia laticollaris (Parfrey & Katz, 2010).
Cytoplasmic and pseudopodial observations were performed by Ohno et al. (2016) using Confocal laser scan-
ning microscopy (CLSM) of foraminiferal specimens treated with Calcein AM, a molecule that fluoresces
when is hydrolysed by intracellular esterases in a living cell.

Foraminiferal tests and especially their geochemistry are basic to paleoenvironmental, paleoceanographic,
and paleoclimatic studies; thus, many researchers have focused on foraminiferal calcification using the
fluorescent marker calcein. Calcein (Bis(N,N‐bis (carboxymethyl)aminomethyl)‐fluorescein) is used to label
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and distinguish newly grown chambers (Bernhard et al., 2004), allowing the determination of growth and
reproduction under controlled laboratory conditions (e.g., Diz et al., 2015; Hintz et al., 2004). Calcein was
also used to check the incorporation of trace elements to the new chambers (e.g., de Nooijer et al., 2007;
Evans et al., 2018; Kramar et al., 2010; Munsel et al., 2010; Nardelli et al., 2014; Van Dijk, de Nooijer,
Wolthers, et al., 2017; van Dijk, de Nooijer, & Reichart, 2017), to assess the role of fluid‐phase endocytosis
in calcification (Bentov et al., 2009) and in sediment samples to develop a method that can identify the loca-
tion and timing of calcification (Bernhard et al., 2015). Possible impacts of calcein were evaluated by
Bernhard et al. (2004), Dissard et al. (2009), and Kurtarkar et al. (2015), who found that the marker does
not affect the survival rate of individuals, incorporation of elements, nor their growth rates.

Other fluorescent probes were also shown to be useful for studying calcification: Fluo‐3AM, which binds to
Ca2+, was used to describe calcium intracellular dynamics in living foraminifera (de Nooijer, Langer, et al.,
2009; Toyofuku et al., 2008); FM®1‐43 was used to label cell membranes to assess their cycling (de Nooijer,
Langer, et al., 2009); and FITC‐D (fluorescein isothiocyanate‐dextran), which is membrane impermeable, was
used to assess fluid‐phase endocytosis (Bentov et al., 2009; de Nooijer, Langer, et al., 2009; Nehrke et al.,
2013). In order to measure intracellular pH, an essential parameter in controlling calcification mechanisms,
de Nooijer et al. (2008), de Nooijer, Toyofuku, et al. (2009), and Toyofuku et al. (2017) used the probe 8‐
Hydroxypyrene‐1,3,6‐trisulfonic acid (HPTS), which has different fluorescence spectra in protonated and
deprotonated forms. Bentov et al. (2009) used the membrane impermeable SNARF®‐1 to quantify the intra-
cellular change of pH due to seawater endocytosis.

Additional fluorescence‐based probes were tested as indicators of cellular changes as a response against
xenobiotics. Bresler and Yanko (1995a, 1995b) tested the reduced nicotinamide adenine nucleotide
(NAD‐H) to measure the metabolic state of mitochondria; acridine orange (AO) to expose the mucopo-
lysaccharides and to determine both lysosomes and cell viability; neutral red to measure the state of the
lysosomes and viability of the cell, fluorescein to determine the plasma membrane's permeability and to
measure haloperoxidase activity; benzidine to locate the peroxidase activity; and both FDA (fluorescein
diacetate) and FDB (fluorescein dibutyrate) to determine the esterase activity and cell viability. FDA
was also used by Bernhard et al. (1995) and Nardelli et al. (2014) to determine foraminiferal esterase
activity. More recently, AO and Nile Red (NR) in combination with CLSM were used to detect and
quantify acidic vesicular organelles and to localize and quantify neutral and polar lipids, respectively
(Frontalini et al., 2016). To our knowledge, all publications to date that have used fluorescent and
fluorogenic probes directly or indirectly to study benthic foraminifera are reported in Table S1 in the
supporting information.

3. Materials and Methods
3.1. Site Collection for Living Foraminiferal Specimens

Several species that represent Globothalamea (G) and Tubothalamea (T), that is, two main foraminiferal
classes (sensu Pawlowski et al., 2013), namely, Ammonia parkinsoniana (G), Ammonia tepida (G),
Ammonia beccarii, Spirillina vivipara (T), Quinqueloculina sp. (T), Amphistegina lessonii (G),
Amphistegina sp. (G), and Bolivina variabilis (G) were used for testing fluorescent and fluorogenic probes
as described in this contribution (Table 1). The list of tested probes and, for a matter of completeness, those
that have been recently applied to benthic foraminifera (i.e., NR, AO, and SiR‐actin) is reported in Table 1.
Living specimens of A. parkinsoniana were collected off the Monte Conero area (Italy, central Adriatic Sea).
Living specimens of A. tepida were collected in the lagoon of Bellocchio (NE Italy) and Nojima tidal flat,
Tokyo Bay (Japan). Additionally, living specimens of A. beccarii (sensu de Nooijer et al., 2008) were taken
from salt marsh sediments in Hiragata‐Bay (Japan), whereas S. vivipara specimens were retrieved from
the Enoshia Aquarium, Sagami Bay (Japan). Living specimens of Quinqueloculina sp. and B. variabilis were
collected from marine aquaria in Zoo in Wrocław (Poland). Living specimens of A. lessonii were collected
from the reef aquarium of the Royal Burgers' Zoo in Arnhem (the Netherlands). Specimens from Wrocław
and Arnhem were transferred to the ING PAN Research Centre in Kraków (Poland), where they were sepa-
rately cultured under controlled conditions (salinity: 33; temperature: 25 °C; day/night light cycle: 12/12 hr,
water pump with filter).
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All specimens were gently brushed with a fine brush to remove algae and fine grains of sediment from the
surface of the test before probes' testing. The number of tested specimens for each probe is reported in
Table 1. The viability check of foraminiferal specimens was based on their pseudopodial activity.

3.2. Autofluorescence Evaluations

Background fluorescence and autofluorescence are important issues for cell imaging. The former is com-
monly due to fluorescent compounds that are not completely rinsed away from the medium, while the latter
is caused by the natural emission by biological structures such as symbionts and organelles such as chloro-
plasts and mitochondria. Autofluorescence might severely compromise the application of fluorescence
microscopy by interfering with probe signal detection (Neumann & Gabel, 2002). Detection of autofluores-
cence can be minimized by performing a correct preliminary evaluation and selecting appropriate filters and
alternative probes with excitation/emission wavelengths that differ from the autofluorescent agent(s).
Reduction of background fluorescence can be achieved by extended rinses and multiple washings.

Living benthic foraminifera can emit autofluorescence; therefore, the application of fluorescent and fluoro-
genic probes and their detection cannot be reliably evaluated without the documentation of autofluores-
cence. In this evaluation, we tested the foraminiferal autofluorescence at various wavelengths, filter‐set
properties (excitation: EX, emission: EM wavelengths, and band‐pass filters that selectively permit the pas-
sage of the wavelengths absorbed by the probe, therefore reducing excitation of other sources of fluorescence
and blocking excitation light in the fluorescence emission band) and time exposure (50, 100, 500, and 1,000
ms) using three different epifluorescence microscopes (Zeiss Axio Observer with Black/White AxioCam
MRm monochrome digital camera, Keyence BZ‐9000, and Olympus IX81 with Hamamatsu B/W ORCA‐
R2 C10600‐10B digital camera).

Ammonia beccarii was chosen for this evaluation because this taxon is one of the most common. Living
specimens of this species were placed in Petri dishes containing 0.2‐μm filtered (mixed cellulose ester mem-
brane filter, Advantec) seawater collected from the open ocean in Sagami Bay, Pacific Ocean (salinity ~35).
Dishes were kept at room temperature (RT; ~20 °C) under daily light/dark conditions (12‐hr light/12‐hr
dark). Twice a week, specimens were fed with living microalgae (Dunaliella sp.); seawater was replaced
weekly to avoid accumulation of waste products. To evaluate autofluorescence, specimens were not fed
for a week to minimizing autofluorescence from chlorophyll of ingested algae. Then, living specimens of
fed and unfed A. beccarii were marked with different sets of probes for each microscope and camera combi-
nation. SNARF‐1, DsRed, GFP, DAPI, Fura‐2, Fura‐2, and HTPS were assessed with the Axio Observer
(Zeiss); GFP‐B, TRITC, DAPI‐B, and Cy5 were assessed with a Keyence BZ‐9000 microscope. WIB and
WIG were assessed with an Olympus ZWQ microscope. All combinations were assessed at different expo-
sures (50, 100, 500 ms, and 1 s; Table 2).

3.3. Confocal Laser Scanning Microscopy Analyses

For confocal laser scanning microscopy (CLSM), living specimens of A. tepida were treated with a set of
probes depending on process to be assessed, following specific incubation protocols as discussed in further
detail below. All probes were obtained from Thermo Fisher Scientific (Massachusetts, United States; For
probe details, please refer to Johnson & Spence, 2010). A Leica Microsystems TCS SP5 II CLSM with 488‐,
543‐, and 663‐nm excitation illumination and oil‐immersion objectives was used. The images were further
processed, as required, in ImageJ software (National Institutes of Health, Bethesda, MD, United States).
3.3.1. Oxidative Stress
As a response to oxidative stress, cells in aerobic organisms increase the production and release of reactive
oxygen species (ROS) in their cytoplasm (McBee et al., 2017; Takahashi et al., 2001). CellROX® Green is a
membrane‐permeable probe used to detect ROS within a cell. This fluorogenic probe is almost nonfluores-
cent when in a reduced state and shows a bright fluorescent signal when it is oxidized. Thus, unstressed cells
with a low production of ROS show a low fluorescence signal, while when the production of ROS increases
due to an oxidative stress condition, cells show a higher fluorescence (McBee et al., 2017). This probe can be
used in both living and fixed cells. In this study, CellROX® Green was only used in living cells.

CellROX binds to free radicals in the cytoplasm; hence it was used to compare the quantity of ROS in both
unstressed and stressed cells. Specimens used as negative control (i.e., pH 7.8, unstressed) were washed with
artificial sea water (ASW) and directly incubated in 5 μMCellROX® Green for 60min at RT, whereas another
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group of specimens was first incubated at increased pH (9.5) for 60 min, after which these specimens were
rinsed with ASW and incubated in CellROX® Green following the same procedure as the unstressed
group. Then, both unstressed and stressed individuals were subject to blue excitation (500 nm) and
analyzed for green fluorescent emission (525 nm) using CLSM.
3.3.2. Neutral and Polar Lipids
Neutral lipids (i.e., esterified cholesterol and triglycerides) are stored in lipid droplets (LDs; Guo et al., 2009),
structures used as compartments to store excess lipids by the cell on the basis of its natural metabolism
(Frontalini et al., 2018). These LD can be defined as lipid ester cores with a surface delimited by a phospho-
lipid monolayer. High‐content screening (HCS) LipidTOXTM is a probe developed to have a high affinity for
neutral lipids, enabling their accurate detection and quantification in fixed cells.

Selected specimens ofA. tepidawere prepared for CLSMby rinsing with ASW and fixing with 2% paraformal-
dehyde for 2 hr. Subsequently, samples were washed in ASW and decalcified with Ethylene Diamine Tetra
Acetic Acid (EDTA) (0.1M) for 48 hr to remove the calcareous foraminiferal test. Upon decalcification, speci-
mens were incubated in LipidTOXTM (10 times) for 1 hr and mounted for scanning with CLSM. Specimens
were excited with blue light at 495 nm, and their green fluorescence was imaged at 525‐nm emission.

NR is a phenoxazine probe used on living and fixed cells to localize and quantify neutral and polar lipids
(Greenspan & Fowler, 1985; Sackett & Wolff, 1987). The fluorescence properties of NR are known to be sen-
sitive to environmental factors such as polarity of lipids. Polar lipids (i.e., phospholipids), which are mostly
present in membranes, fluoresce red (emission >590 nm), whereas neutral lipids fluoresce yellow (570–590
nm) after excitation at 488 nm (Díaz et al., 2008; Greenspan et al., 1985). Previously, NR was used on A. par-
kinsoniana to detect membranous vesicles and to compare the lipidic distributions of specimens with or
without exposure to Hg (Frontalini et al., 2016).

Briefly, for NR microscopy, A. parkinsoniana specimens were fixed in 2% paraformaldehyde for 2 hr, then
washed in ASW and decalcified with EDTA (0.1 M) for 48 hr to remove the foraminiferal test. Following dec-
alcification at RT, specimens were rinsed in ASW, and NR was added at a final concentration of 3 μg/ml, for
40min. Using CLSM, specimens were subject to blue excitation (488 nm) and analyzed separately for the two
different emissions (for the whole protocol and experiment see Frontalini et al., 2016).
3.3.3. Golgi Complex
The Golgi complex (also called apparatus, body, or the “Golgi”) is responsible for transporting, modifying,
and packaging proteins and lipids into membrane‐bound vesicles inside the cell. It receives proteins and
lipids from the rough endoplasmic reticulum at the cis face and dispatches vesicles to lysosomes, to the
cell membrane or outside its trans face. The Golgi is made up of multiple membranes called cisternae,
which are held together by matrix proteins and supported by cytoplasmic microtubules. The red

Table 2
List of Probes for Autofluorescence Evaluation Including Microscopy, Excitation, FT (“Farb Teiler”, i.e., Color Splitter),
Emission, and Exposure

Probes Microscopy

Excitation FT Emission Exposure

(nm) (nm) (ms)

SNARF‐1 Axio Oberver 510/25 540 580/30 50, 100, 500, and 1,000
SNARF‐1 510/25 610 640/35
DsRed 550/25 570 605/70
GFP 470/40 495 525/50
DAPI 365 395 445/50
Fura‐2 340/80 409 510/90
Fura‐2 387/15 409 510/90
HTPS 410/30 500 535/48
HPTS 470/20 nd 535/48
GFP‐B Keyence XYZ 470/40 495 535/50
TRICT 540/25 565 605/55
DAPI‐B 360/40 400 460/50
Cy5 620/60 660 700/75
WIB Olympus ZWQ 477/35 505 510
WIG 540/10 570 575
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fluorescent BODIPYTM TR C5 ceramide complexed to BSA (hereafter referred as BODIPYTM) is a probe
used to identify sphingolipid transport and metabolism mechanisms while the ceramide analogs selec-
tively the Golgi complex. BODIPYTM is a red fluorescent cell label (excitation/emission maxima ~589/
617 nm). This probe can be used in living or fixed cells, which were both tested in the present study.
Selected specimens were prepared for CLSM by rinsing with ASW and then fixed with 2% paraformalde-
hyde for 2 hr and rinsed again in ASW. Specimens were then decalcified with EDTA (0.1 M) for 48 hr to
remove the test. Decalcified specimens were incubated in BODIPYTM for 60 min at a concentration of 5
μM at RT and then scanned with CLSM.
3.3.4. Lysosomes
Lysosomes are membranous vesicles containing hydrolytic enzymes; lysosomes have fundamental roles in
cell digestion and autophagy, as they fuse with food vacuoles, redundant or damaged organelles, and pro-
teins (Anderson & Lee, 1991; Yorimitsu & Klionsky, 2005). To study dynamic changes and function(s)
of the lysosomes, the fluorescent LysoSensorTM Green DND‐189 was used. LysoSensorTM probes are pH‐

dependent where the acidotropic dye accumulates inside acidic vesicles due to protonation, meaning that
the fluorescence intensity increases proportionally to acidification (Lu et al., 2017).

In this case, the probe must be used on living cells. Therefore, selected individuals of A. tepida were rinsed
with ASW and then incubated with 1‐mM LysoSensorTM Green for 60 min at RT. Upon incubation, samples
were analyzed with CLSM. After excitation at 443 nm, emitted green fluorescence was imaged at 505 nm.

The pH‐sensitive dye AOwas also used to detect and quantify acidic vesicular organelles inA. parkinsoniana
by CLSM (Frontalini et al., 2016). AO is a cell‐permeable fluorescent dye that labels DNA and cytoplasm
bright green, whereas RNA and acidic vacuoles appear red. AO can enter acidic compartments and orga-
nelles, such as lysosomes and autolysosomes, where it becomes protonated and sequestered (Traganos &
Darzynkiewicz, 1994). When AO is bound to acidic compartments emits red fluorescence (>650 nm) with
an intensity proportional to the acidity.

Live A. parkinsoniana specimens were incubated in AO (150 ng/ml) for 40 min at RT. After blue (488) exci-
tation, green and red fluorescence emissions were imaged with CLSM. Because AO must be used on living
specimens and foraminiferal tests may interfere with its uptake, only signals at the cell periphery were
observed (Frontalini et al., 2016).
3.3.5. Cytoskeleton Structures
The foraminiferal cytoskeleton is composed of microtubules and microfilaments of actin (Travis & Bowser,
1991). There are several methods to mark cytoskeletal structural components of cytoskeleton in either fixed
or living specimens.
3.3.5.1. Actin Microfilaments
ActinGreenTM 488 ReadyProbes® is a conjugation of a high affinity F‐actin probe and bright green photo-
stable Alexa Fluor® 488 resulting in a fluorescent membrane‐permeable probe that strongly binds to F‐actin
(Goulding et al., 2014). It has a higher affinity for this protein than antibody‐based methods. ActinGreenTM

488 ReadyProbes® has to be used on previously fixed and permeabilized cells. Ammonia tepida specimens
were rinsed before and after fixation with 2% paraformaldehyde. On the first attempt, the specimens were
permeabilized with 0.1% saponin and then incubated with ActinGreenTM 488 ReadyProbes® for 1 hr, accord-
ing to the manufacturer's instructions, and then imaged with CLSM (495‐nm emission; 518‐nm emission).
This procedure was unsuccessful, so a second attempt used Triton X‐100 to permeabilize the cell membrane.
This attempt was successful.

SiR‐actin is a new fluorogenic probe designed for live‐cell imaging of actin. This probe is based on the fluor-
ophore silicon rhodamine (SiR) and the actin binding natural product jasplakinolide (Lukinavičius et al.,
2014). SiR‐actin is cell permeable to live cells, allowing labeling of F‐actin with high specificity and a low
level of background fluorescence (Lukinavičius et al., 2014) that permitted imaging without removal of
excess probe through rinsing. Its far‐red excitation (652 nm) and emission (674 nm) wavelengths are non-
toxic for living cells. A 1‐mM stock solution was prepared by dissolving SiR‐actin in anhydrous dimethyl
sulfoxide. F‐actin was labeled with SiR‐actin following the procedure described by Lukinavičius et al.
(2014) and tested on foraminifera by Tyszka et al. (2019). Amphistegina lessonii specimens were incubated
with 2‐μM SiR‐actin in growth medium at 21–23 °C for 30 min. The growth medium contained natural
sea water (NSW) with a salinity of 32 and pH of 8.2. Small A. lessonii individuals were selected to
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facilitate observation and labeling of several individuals in the same imaging Petri dish with either a glass or
polymer coverslip bottom (supplied by ibidi®).

Live specimens were labeled to monitor a complete process of chamber formation. All experiments followed
the same procedures and were replicated using different individuals at different chamber‐formation stages.
Temporal sequences were observed and recorded using a Zeiss Axio Observer.Z1 equipped with Apotome.2,
a software module for optical sectioning that applies structured illumination microscopy, and a Leica
SP5 camera.

Phalloidin is the most popular probe to locate actin in fixed cells. Tetramethylrhodamine (TMR‐)phalloidin
(Molecular Probes, United States) was used for marking pseudopodial networks in Allogromia sp. Two per-
meabilization and fixation procedures were used. In the first procedure, specimens of Allogromia were fixed
with glutaraldehyde and then permeabilized with Triton X‐100 (see Bowser et al., 1988 for details). In the
second option, specimens were lysed with nonionic detergents, prior to fixation, into buffers reported to sta-
bilize actin microfilaments in nonmuscle cells (Bowser et al., 1988; Schliwa & van Blerkom, 1981; Travis &
Allen, 1981). Specimens were then incubated in 3 × 10−7 M TMR‐phalloidin (Bowser et al., 1988; Travis &
Bowser, 1986a, 1986b), after which tests were decalcified with EDTA (0.1 M) for 48 hr.

Actin labeling in foraminifera can partly also follow procedures applied to diatoms by van de Meene and
Pickett‐Heaps (2002), as well as Tesson and Hildebrand (2010). In our study, foraminifera were fixed at
4 °C in 4% methanol‐free formaldehyde prepared in Actin Stabilizing Buffer (ASB—10 mM PIPES/10 mM
EGTA/5 mM MgSO4/pH 8.0) containing 100 μM MBS (m‐maleimidobenzoyl N‐hydroxysuccinimide ester)
and 3% NaCl. Specimens were then rinsed twice in ASB buffer and labeled with DYLight 554‐phalloidin
(Cellomics Cytoskeletal Rearrangement Kit, Thermo Fisher Scientific) diluted at 1/100 in ASB buffer for
2 hr at RT. Samples were then rinsed twice in ASB and kept in ASB for observations using a Leica
Confocal SP2 equipped with a UV laser (Coherent) and a neon/red laser. The round cover glasses with
attached and labeled foraminifera were transferred to HYDRO‐BIOS plate chambers for all observations.
Samples can be kept for a few weeks when stored at 4 °C in the dark.
3.3.5.2. Tubulin Microstructures
In fixed specimens, microtubules and other tubulin‐containing structures (see section on actin phalloidin
labeling) can be marked using a commercial tubulin antibody (Rupp et al., 1986) and visualized using fluor-
escein isothiocyanate‐conjugated secondary antibodies (Sigma). Double labeling of actin and tubulin was
applied to study co‐localization of cytoskeleton structures in the foraminifer Allogromia laticollaris
(Bowser et al., 1988). Actin/tubulin double labeling may also follow procedures applied to diatoms by van
de Meene and Pickett‐Heaps (2002), as well as Tesson and Hildebrand (2010). Actin‐labeled fixed specimens
(see above) were rinsed twice in ASB and incubated in the secondary antibody staining solution (5 μl
DyLight 649 Goat Anti‐Mouse +5 ml of ASB) while protected from light for 30–60 min. Samples must be
washed three times with ASB and kept in ASB for fluorescence observations.

SiR‐tubulin live staining has also been tested recently. SiR‐tubulin is based on the fluorophore silicon rhoda-
mine (SiR) conjugated to the microtubule binding drug Docetaxel (Lukinavičius et al., 2014). This probe
labels microtubules in live cells with high specificity and low background. Its far‐red excitation (652 nm)
and emission (674 nm) wavelengths, like in SiR‐actin, are nontoxic to living cells (Lukinavičius et al.,
2014). The growth medium and labeling protocol followed that described for SiR‐actin staining (see above
and follow Spirochrome product information: SiR‐tubulin Kit, CY‐SC002).
3.3.6. Mitochondria
Mitochondria are double‐membrane organelles that function as centres of ATP production (Anderson &
Lee, 1991). MitoTracker cell‐permeant probes are mitochondrial‐selective fluorescent labels commonly
applied in fluorescent CLSM and flow cytometry (Presley et al., 2003). These probes selectively accumulate
in the mitochondrial matrix by covalent binding to mitochondrial proteins (Presley et al., 2003).

MitoTracker® Red CMXRos, a cationic fluorophore that accumulates into mitochondria, was used to localize
and mark these organelles within the cell. This membrane‐permeable probe reaches the matrix inside mito-
chondria due to the negative membrane potential of mitochondria (Kholmukhamedov et al., 2013), and it is
retained inside the organelle because of the covalent bond created between its chloromethyl group and thiols
on proteins and peptides. This probe must be used on living cells. In order to test the validity of MitoTracker®
Red CMXRos, specimens ofA. tepidawere rinsed with ASW prior to treatment and incubated with the probe
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at a final concentration of 300 nM for 60 min at RT. This probe passively diffuses across the plasma mem-
brane. After a rinse in ASW, samples were excited at 579 nm and observed at 599‐nm emission.

MitoTracker® Green FM andMitoTracker® Red FM are recommended for live cell labeling (Invitrogen man-
ual downloaded on 25 June 2018 from https://assets.thermofisher.com/TFS‐Assets/LSG/manuals/mp07510.
pdf). These probes passively diffuse across the plasma membrane and accumulate in active mitochondria. A
1‐mM stock solution was prepared with dimethyl sulfoxide. Mitochondria were labeled by incubation with
either probe (MitoTracker® Green FM; MitoTracker® Red FM). Both probes were tested on living foramini-
fera incubated in seawater at a concentration of 1 μM for at least 30 min at RT. After incubation, specimens
were rinsed with seawater. Quinqueloculina sp. and small A. lessonii were used for experiments. Specimens
were labeled with MitoTracker® Green FM and MitoTracker® Red FM then analyzed using Zeiss Axio
Observer.Z1 and Leica SP5 CLSM, respectively. For excitation of MitoTracker® Green FM, we used blue light
within the range of 460–490 nm; emissions were observed over a range of 500–600 nm. Specimens incubated
with MitoTracker® Red FM were excited at 581 nm and observed over the range of 650–691 nm.
MitoTracker® Red FM emission overlaps with the autofluorescence of chlorophyll, which can be in sym-
bionts and algal food remnants.

Nonyl Acridine Orange (Acridine Orange 10‐Nonyl Bromide, NAO) is a fluorescent probe derived from
Acridine Orange, which is retained inside mitochondria (Petit et al., 1992); this compound passes through
the outer mitochondrial membrane and binds to negatively charged phospholipids (cardiolipin, phosphati-
dylinositol and phosphatidylserine; Petit et al., 1992). NAO can be used on both living and fixed cells.
Specimens of A. tepida were rinsed with ASW, incubated with NAO for 60 min at RT, and subsequently
washed again with ASW. After the incubation and rinse, the specimens were examined with CLSM using
495‐nm excitation (blue) and 520‐nm emission (green).
3.3.7. Nuclei
The NucRed™ Live 647 ReadyProbes™ Reagent, which emits in the far‐red range, is widely used for labeling
nuclei in live or fixed cells. Specimens of A. tepida were rinsed with ASW, incubated with 2 drops/ml
NucRed™ Live 647 ReadyProbes™ Reagent for 60 min at RT, and subsequently washed again with ASW.
After incubation, the specimens were examined with CLSM at 638‐nm excitation and 686‐nm emission.

3.4. Optical Sectioning Structured Illumination Microscopy Analyses

Additionally, we conducted tests on other species of foraminifera, namely Amphistegina sp., Bolivina varia-
bilis andQuinqueloculina sp. In order to avoid interference with autofluorescence from symbiotic or digested
algae, we only focused on mitochondrial movement along the pseudopodia. Juvenile specimens of
Amphistegina sp. and Quinqueloculina sp. were transferred from a culture aquarium to a Petri dish. Using
a binocular microscope, individuals that moved were transferred to an imaging dish with an ibidi®
Polymer Coverslip Bottom and incubated for 1 hr in MitoTracker® Green FM with a final concentration
of 2 μM in natural sea water (NSW). After incubation, the specimens were observed with a Zeiss
AxioObserver Z.1 microscope equipped with the Apotome.2 module using structured illumination princi-
ples to create optical sections of specimens, thereby removing scattered light (Chasles et al., 2007).

To assess autofluorescence of Quinqueloculina sp., we performed a parallel labeling experiment in separate
Petri dishes with two different dyes: MitoTracker® Green FM labelingmitochondria and CellTrace™Calcein
Red‐Orange, AMmarking cytoplasm. Before incubation, specimens were gently brushed with a fine brush to
remove algae and grains of sediment from the surface of the test, then they were rinsed with ASW. Active
(motile) individuals were separately transferred into two Petri dishes containing different staining solution:
in the first dish: MitoTracker® Green FM with a final concentration of 2 μM in NSW prepared following
manufacturer's instructions, and in the second CellTrace™ Calcein Red‐Orange, AM with a final concentra-
tion of 2 μM in NSW also prepared following manufacturer's instructions. After incubation all individuals
were washed with clean NSW and transferred to an imaging dish with a ibidi® Polymer Coverslip Bottom.
For imaging, the Zeiss AxioObserver Z.1 microscope equipped with the Apotome.2 module was used.

3.5. Conventional Wide‐Field Fluorescence Microscopy
3.5.1. Nuclei
Hoechst 33342 (H3570, Thermo Fisher Invitrogen, United States) allows visualization of foraminiferal nuclei
(Bernhard & Bowser, 1992). This is a useful probe for tracking the movement of the nuclei within the
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foraminifera. Though the dye itself is cell permeable, the calcareous test may be dissolved before incubation
for a clearer observation. Living Ammonia individuals were placed in Ca‐free ASW for three days to dissolve
their test (Toyofuku et al., 2008). During decalcification, changes in chamber arrangement can occur,
but this does not interfere with nuclear observation. In darkness, specimens were then incubated with 5
μg/ml Hoechst 33342 seawater solution for 30 min and then rinsed in ASW. This probe can be visualized
with conventional DAPI settings of an inverted microscope equipped with Epi‐illumination (i.e., 335‐ to
383‐nm excitation; 420‐ to 470‐nm emission). Hoechst 33342 was also tested in Spirillina viviparawhere test
dissolution was not necessary to visualize nuclei. Because the test of S. vivipara is thinner (~1 μm) than the
test of Ammonia (>10 μm), Hoechst 33342 may penetrate more readily in the former.
3.5.2. Calcification
To investigate the calcification process in foraminifera, it is necessary to visualize the distribution of both
calcium and carbonate ions. Various reagents are commercially available for visualization of the former,
while there is no method available to our knowledge that visualizes the latter. Carbon ion speciation in sea-
water is governed by pH and many methods are available to detect pH variations using fluorescence. Once
pH is visualized, it is possible to quantitatively estimate the speciation of the carbonate system, if one other
carbonate system parameter is known or can be estimated. It is important to compare the distributions of
both calcium ion and carbonate ion systems to study the foraminiferal calcification process. Therefore, it
is necessary to identify a combination of probes with mutually exclusive wavelengths. Here, we introduce
a double labeling method with Rhod‐3 acetoxymethyl ester (Rhod‐3AM) as the calcium ion probe and pyra-
nine as pH indicator probe. This combination of Rhod‐3AM and pyranine was chosen because there is no
interference of their fluorescence wavelengths.

Living A. beccarii were incubated at RT overnight in a cocktail of Rhod‐3AM (8 μM; Thermo Fisher
Scientific) and pyranine (20 μM; 8‐hydroxypyrene‐1,3,6‐trisulfonic acid, HPTS; Sigma‐Aldrich, H1529).
Rhod‐3AM has red fluorescence when excited by green light (Ex 550 nm; Em 600 nm), while HPTS has green
fluorescence when excited by violet or blue light (Ex 410 nm; Em 470/535 nm). The incubation dish was cov-
ered with aluminum foil to reduce the risk of photo damage. Fluorescence was assessed with a Zeiss
Axiovision inverted microscope equipped with Epi‐illumination. In a darkened room, the Rhod‐3 illumina-
tion was easily visible. Time lapse images were captured by a digital camera attached to themicroscope using
a standard software package. For pH quantification, grey scale images representing different excitation
wavelengths were recorded. Subsequently, ratiometric pH images were calculated by dividing λ470

exc by
λ410

exc for each pixel using a calibration curve (de Nooijer et al., 2008).

4. Results and Discussion
4.1. Autofluorescence in Foraminifera

The number of fluorescent probes applied to physiological and ecological studies of foraminifera is increas-
ing. However, few cases have fully accounted for autofluorescence and its potential influence on the signal
under investigation (Bernhard et al., 1995; Knight et al., 1985; Schwab & Schlobach, 1979). It is known that
various pigments and organelles (i.e., mitochondria, lipofuscin, and lysosomes) present in the foraminiferal
cell might produce autofluorescence. Furthermore, foraminifera are unicellular organisms, and the intracel-
lular phagocytes include food‐derived organic matter. For example, whenmicroalgae are fed as food, there is
a possibility that chlorophyll and its derivatives have autofluorescence. In light of this, understanding the
autofluorescence of foraminifera is a prerequisite for a reliable application of fluorescent probes.

In order to evaluate foraminiferal autofluorescence, both fed and nonfed individuals of A. beccarii were
observed (Figures 1–3 and S1–S3). The chlorophyll contained in food vacuoles and symbiotic algae likely
has the strongest autofluorescence within foraminiferal cells. For this reason, we evaluated the autofluores-
cence of chlorophyll by observing fed Ammonia (Figures S1–S3). Species‐specific effects should be consid-
ered when observing weaker fluorescence signals. Autofluorescence was negligible in any filter set when
exposure times did not exceed 500 ms, although there was a difference in autofluorescence intensity depend-
ing on the filter sets (i.e., the wavelengths). Typically, autofluorescence, if detected, will not be problematic if
the probe signal strength is sufficient.

Characteristic distributions of autofluorescence were observed with Keyence's GFP‐B and Cy5 filter sets in
unfed individuals (Figure S2). There were many fluorescent features that might be misidentified as
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intracellular organelle(s). The Zeiss and Keyence microscopes that we used for this study have band‐pass
filters narrowing detection of signals to specific bands of wavelengths. The Olympus microscope has a
long‐pass filter, which allows all wavelengths exceeding that of the emission filter. Observations with
band‐pass filters show less nonspecific fluorescence (Figures 1, 2).

On the other hand, observations with long‐pass filters show relatively stronger autofluorescence that could
be related to the presence of fed microalgae (Figure 3). Additional observations on unfed individuals
revealed that the autofluorescence intensity weakens over time and the intracellular distribution also
changes from diffuse to granular over 1 week (Figure S2).

On the basis of our results, autofluorescence was present in the foraminiferal cell itself (Figures 1–3), but
only when exposure time exceeded one half second. Specifically, when the exposure time is long, autofluor-
escence might occur. In addition to it, it is necessary to consider the possible interference with autofluores-
cence of chlorophyll a of algal food materials and/or symbiotic algae (Figure 3). On the other hand, because
the autofluorescence of foraminifera is not markedly evident in our results (Figures 1 and 2), if the signal of
the fluorescent probe is sufficiently strong and the exposure time is short, the probemay be correctly applied.
It is, however, recommended to investigate the autofluorescence of the targeted foraminifera with the filter
set of each probe for the specific observation.

Figure 1. Epifluorescence images of live foraminifera to assess autofluorescence using nine band‐pass fluorescence filter
sets of a Zeiss AxioObserver Z1 with a B/W AxioCam MRm digital camera. Four exposure times were considered for
each filter set. Foraminifera had been fed recently. Autofluorescence (brightness) was not detected when the exposure
times were 50 and 100ms. Autofluorescence was not noted with SNARF580 and SNARF640 filter sets. Filters are named as
acronyms of probes corresponding to the applicable wavelength. Scale bars = 100 μm.
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4.2. CellHuntTM Blue as a Viability Indicator

Specimens of A. tepida treated with CellHuntTM Blue CMHC (CHB) were observed through an inverted
microscope (Nikon Eclipse TS100) to check its accuracy as a viability indicator. Bright blue fluorescent indi-
viduals showed signs of pseudopodial activity, proof of the good vital status of the cell. The widespread use of
the viability probe CellTrackerTM Green CMFDA (CTG) emits fluorescence in the same wavelength of other
probes (i.e., HCS LipidTOXTM Green, NAO, MitoTracker® Green, and ActinGreenTM 488 Ready Probes®),
and the CHB might represent a valid alternative for marking living benthic foraminifera in the sediment
and avoid the overlap with other probes. The CTG and CHB are products from the CellTracker/CellHunt
family. They are both thiol reactive, cell permeant fluorogenic probes that easily pass through cell mem-
branes and are converted to the highly fluorescent probes. Because we did not perform statistical analyses,
its effectiveness and specificity require further exploration. There have beenmany attempts to develop a reli-
able method for distinguishing living foraminifera from dead ones. Methods can be classified as “terminal”
and “nonterminal.” Included in the first group are the Rose Bengal (RB), Sudan Black B, ATP assay, and
ultrastructural observations, while “nonterminal” methods include direct observations of pseudopodial
activity, negative geotaxis (reviewed in Bernhard, 2000), and fluorescent probes such as CTG (Bernhard
et al., 2006; Bernhard & Bowser, 1996), FISH (Borrelli et al., 2011), or Calcein AM (Ohno et al., 2016). So
far, the RB and the CTG are the most widely used dye/probe. The RB is commonly recommended due to
its simplicity for foraminiferal monitoring studies (Schönfeld et al., 2012), but it stains proteins so will stain
dead biological materials (Bernhard et al., 2006). The CTG is a methodology which, in contrast to the appli-
cation of RB, is meant to be used in living cells or prior to fixation.

Several comparisons between RB and CTG have been carried out by Bernhard et al. (2006), Figueira et al.
(2012), and Frontalini et al. (2018). Figueira et al. (2012) documented no statistically significant differences
between the two methods in stained faunas composed mainly of agglutinated forms from a salt marsh,
whereas Bernhard et al. (2006) found a significant difference between the two methods, as on average, less
than half of RB stained calcareous foraminifera were proved to be living at the time of collection. The differ-
ence between environments and faunas must be taken into account while comparing the methods, as they
are not representative for all conditions (Bernhard et al., 2006). Nonterminal methods are required for ensur-
ing the viability of samples to be used. The presence of cytoplasm is not reliable and the activity of

Figure 2. Epifluorescence images of live foraminifera to assess autofluorescence using four fluorescent filters from
Keyence BZ‐9000 equipped with color camera. Four exposure times were considered for each filter set. Foraminifera
had been fed recently. Autofluorescence (brightness) was negligible except for 500 and 1,000 ms of exposure times with
GFP‐B. Filters are named as acronyms of probes corresponding to the applicable wavelength. Scale bars = 100 μm.
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pseudopodia is too time consuming. FISH does not allow to reuse the
same samples again and is difficult when investigating large volumes of
sediment (Borrelli et al., 2011). Calcein AM is not retained in the cyto-
plasm 24 hr after incubation making the timing a difficulty. Hence, Cell
Tracker/Hunt family dyes are useful for these kinds of studies. The CHB
is not widely used, though it was helpful in some studies such as for the
determination of the vital state of the fungus Aureobasidium pullulans
(Nelson et al., 2000). Interestingly, Martínez et al. (2014) used CHB as a
viability test in microplanktonic algae, but this was only successful for
two species of nanoflagellates and one species of dinoflagellate.

4.3. Oxidative Stress

In our study, CellROX® Green was used for the first time in foraminifera
to detect the presence of oxidative stress. An increase of fluorescence
was found in pH stressed specimens. In fact, CLSM images of nonstressed
A. tepida showed a dim green fluorescence (Figure 4a). Conversely, speci-
mens subjected to higher pH (i.e., stress) exhibited a distinct bright green
fluorescence that indicates increased production and occurrence of ROS
or free radicals (O2

−, OH−, and H2O2; Figure 4b). Two different types of
fluorescence were noted: (1) well‐defined vesicles and (2) diffuse label.
The vesicles might represent mitochondria or peroxisomes, the major
ROS producers in the cell (see below), while the diffuse fluorescence is
the CellROX® Green molecules bound to free radicals that are uncon-
strained in the cytoplasm. Red autofluorescence was detected from sym-
biotic microalgae present in the specimens.

Production of ROS is something that occurs naturally in cells as by‐
products of normal metabolic reactions, although an increase of this
production is promoted by stressful conditions. The effects of harmful
antibiotics were considered a cause of oxidative stress in Escherichia coli
(Choi et al., 2015), temperature and butanol increased the production of
ROS in the cyanobacteria Synechocystis sp. (Kaczmarzyk et al., 2014),
and fibrotic pathologies such as scleroderma were linked to increased oxi-
dative stress in human tissues (Morry et al., 2015). In foraminifera, oxida-
tive stress leading to cellular damage and even death was noted as a

response to environmental stress (Bernhard & Bowser, 2008). de Freitas Prazeres et al. (2011) reported an
increase of ROS in the symbiont‐bearing species Amphistegina lessonii after an acute exposure to zinc, which
was confirmed byWilliams and Hallock (2004) reporting oxidative stress and bleaching in Amphistegina gib-
bosa experimentally stressed by light. Frontalini et al. (2018) described dysfunctional mitochondria and an
increased number of degradation vacuoles and residual bodies in foraminifera exposed to three different
heavy metals, attributing this result to the increase of ROS production triggered by pollutants. Free radicals
are commonly encountered in the cytoplasm close to the organelles that typically produce ROS (mitochon-
dria, peroxisomes, and chloroplasts, if present; Lesser, 2006) allowing diffuse fluorescence from CellROX®
Green to mark organelles. Different fluorescence patterns represent the response of the specimens to pH
change (Figures 4a and 4b), where in reference pH conditions specimens showed minor production of
ROS, whereas at higher pH (9.3) the production of ROS increased, in accordance with results described by
de Freitas Prazeres et al. (2011).

4.4. Neutral and Polar Lipids

Selected specimens of A. tepida were treated with HCS LipidTOXTM Green to mark the occurrence of LDs,
compartments that store excess lipids in the form of esterified cholesterol and triglycerides (neutral lipids;
LeKieffre et al., 2018), existing within the cytoplasm of the foraminiferal cell. It is possible to document
the HCS LipidTOXTM Green signal of well‐defined fluorescent green vesicles that are the LD of the speci-
men (Figure 4c). These LDs appear in a variety of shapes, and they are randomly distributed through all
the space in foraminiferal chambers, in agreement with previous studies (LeKieffre et al., 2018).

Figure 3. Epifluorescence images of live foraminifera to assess autofluores-
cence using two fluorescent filters from an Olympus IX81 with a
Hamamatsu B/W ORCA‐R2 C10600‐10B digital camera. Four exposure
times were considered for each filter set. Foraminifera had been fed recently.
Autofluorescence (brightness) was strong. Filters are named as acronyms of
probes corresponding to the applicable wavelength. Scale bars = 100 μm.
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Ammonia parkinsoniana specimens were treated with NR to label and distinguish neutral lipids from polar
lipids (e.g., lipidic membranes) on Hg‐treated and nontreated samples (Frontalini et al., 2016). The LD were
labeled in yellow, whereas polar lipids are recognized as red spheres (Figure 4d). A significant increase in
LDs in Hg‐treated samples was described, though there was not found a significant difference in their size
except for one specimen from the highest Hg concentration (Full results in Frontalini et al., 2016). These
results are in accordance with findings described for other taxa exposed to adverse conditions, such as
lichens facing dust pollution (Paoli et al., 2015) or grey mullet (Mugil cephalus) hepatocytes facing heavy
metal pollution (Vasanthi et al., 2013). Le Cadre and Debenay (2006) observed an increase in number and
size of LDs in benthic foraminifera as an effect of copper (Cu) contamination.

Both HCS LipidTOXTM Green and NR showed their potential in characterizing lipids in benthic foramini-
fera. These probes have user‐friendly protocols are among the most used lipid stains (Chun et al., 2013; Su
et al., 2012). The HCS LipidTOXTM Green and NR (among others) were compared by Chun et al. (2013)
to their own developed lipid stain LipidGreen2 on zebrafish as a model. They found LipidGreen2 to produce
brighter fluorescence and less nonspecific background labeling than NR and HCS LipidTOXTMGreen and to
have higher specificity than NR. They also suggested NR as unsuitable for multicolour imaging due to its
broad emission spectrum. Su et al. (2012) also compared NR and HCS LipidTOXTM Green; under an alter-
nating electrical current, they observed a more stable fluorescence of HCS LipidTOXTM Green on microal-
gae, whereas without electrical field, NR treated samples rapidly decayed.

4.5. Golgi Complex

Foraminifera incubated in BODIPY to identify Golgi showed nonspecific binding (Figures 5a and 5b). The
probe apparently penetrated the foraminiferal cell, but it did not appear to selectively label the Golgi com-
plex. The BODIPYTM family of probes targets sphingolipids, a group of lipids containing the organic

Figure 4. Confocal laser scanning microscopy images of foraminifera. (a) CellROX® Green of unstressed control speci-
mens. (b) CellROX® Green of pH stressed specimen showing bright green which presumably marks ROS or free
radicals. (c) LipidTOX signal from well‐defined vesicles that are likely lipid droplets. (d) Nile Red label of presumed lipid
droplets (yellow) and polar lipids (red).
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aliphatic amino alcohol sphingosine. Sphingolipids are synthesized in a pathway in the endoplasmic
reticulum from nonsphingolipid precursors; synthesis is completed in the Golgi complex (Gault et al.,
2010). Although sphingolipids are used for lipid trafficking in living cells, the ceramide analogs produce
selective staining of the Golgi complex as structural marker. As the most effective labeling for the Golgi
complex are fluorescent ceramides and sphingolipids, other probes including CellLight™ Golgi (GFP or
RFP, BacMam 2.0), NBD C6‐ceramide, NBD C6‐ceramide complexed with defatted BSA, and BODIPY FL
C5‐ceramide that can be tested on foraminifera in future experiments.

4.6. Lysosomes

After treating specimens with LysoSensorTM Green DND‐189, CLSM images of A. tepida revealed numerous
green acidic vesicles (presumably lysosomes, autolysosomes, and other acidic vesicles; Figure 6a). These
acidic vesicles containing hydrolytic enzymes are responsible for digestion of biomolecules, damaged and
redundant organelles, and proteins (Yorimitsu & Klionsky, 2005). Fluorescent vesicles are dispersed within
the cytoplasm in every chamber of multilocular specimens, without a defined distribution or position in the
foraminiferal chambers. Different intensities of the green fluorescence are shown in the vesicles.
LysoSensorTM Green DND‐189 has been suggested to accumulate in acid vesicles as a result of protonation
that proportionally relieves fluorescence of the molecule; hence, the most acidic vacuoles will be those with
the brightest fluorescence. Hirose (1999) used LysoSensorTM Green DND‐189 to demonstrate that vacuoles
from the tunics of Phallusia nigra (Ascidiacea) were acidic, perhaps to serve as a disinfectant. Martínez et al.
(2014) tried to characterize microzooplankton assemblages with LysoSensorTM Green DND‐189 as a vital
stain, but the probe was only successful for two species of microalgae.

To evaluate the response of A. parkinsoniana acidic compartments to mercury exposure, several specimens
were probed with AO (Figure 6b). Specimens exposed to the highest Hg concentration displayed more con-
spicuous acidic compartments, likely due to vesicle volume (dimension and, as a consequence, total fluores-
cence intensity), when compared to those of control specimens never exposed to elevated Hg. Some of the
Hg‐dosed specimens also exhibited diffuse red fluorescence in their chambers, suggesting cytoplasmic acid-
ification. After prolonged incubation, mercury‐exposed specimens appeared to show an acidic compartment
decrease as marked by reduction of red vacuoles suggesting a loss of lysosomal activity, a possible signal of
recent or imminent death (Frontalini et al., 2016). Similar results were described in cells of other organisms,
such as insects (Aedes albopictus; Marigómez et al., 1996), gastropod mollusk (Arion ater; Braeckman &
Raes, 1999), or even foraminifera (Le Cadre & Debenay, 2006). Previous studies of foraminiferal lysosomes
used AO to assess viability and changes in lysosome dynamics in response to xenobiotic exposure (Bresler &
Yanko, 1995a, 1995b). AO is extensively used; to date, it has been used in more than 2,000 publications
focused on both nucleic acids and acidic vesicles (e.g., Jensen et al., 2017; Santulli et al., 2017).

Figure 5. (a and b) Confocal laser scanning microscopy images of EDTA‐decalcified specimens of A. tepida after incuba-
tion with BODIPYTM. Note the nonspecific labeling.
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There are other fluorescence methods to track acidic vesicles in foraminiferal cells, such as LysoTrackerTM,
which is a family of fluorescent compounds that accumulate inside acidic vesicles, similar to LysoSensorTM

Green DND‐189 and AO; however, both their fluorescence is independent of pH (Lu et al., 2017).
LysoSensorTM Green DND‐189 has never been tested on foraminifera, though promising results were
reported on other taxa (e.g., Hirose, 1999; Lu et al., 2017). The use of LysoSensorTM Green DND‐189 was
recommended by Wang et al. (2017) for mapping the distribution of nanoparticles in endolysosomes. It
was also found to minimize artifacts due to sample manipulation produced with other classical methods
such as immunofluorescence.

4.7. Cytoskeleton Structures

Images obtained via CLSM showed the intratest cytoskeleton distribution in A. tepida labeled with
ActinGreenTM 488 Ready Probes®. We visualized bundles of foraminiferal actin microfilaments using a
fluorescence method. The actin microfilaments form bundles that haphazardly traverse the cell in many
directions. Some chambers appear to have more actin toward the periphery of the chamber, leaving the cen-
tre of the chamber with fewer microfilaments (Figure 7b). This result was achieved using Triton X‐100 as
permeabilizer before incubating the specimens with ActinGreenTM 488 Ready Probes®. Our first attempt
used a milder permeabilizer, saponin, which presumably did facilitate passage of the probe through the cell
membrane (Figure 7a).

The cytoskeleton, including microtubules and actin microfilaments, is one of the most characteristic intra-
cellular structures in foraminifera, as it is involved in essential functions, such as the formation of pseudo-
podia, vesicular transport, and cellular motility (Anderson & Lee, 1991; Travis & Bowser, 1991). Latest
investigations indicate that F‐actin meshworks associated with microtubules are highly involved in control-
ling morphogenesis and biomineralization (Tyszka et al., 2019). The bundles of microtubules are known to
form rigid scaffolding for reticulopodia and all elongated strands (Travis & Bowser, 1986a, 1986b, 1988,
1991). Actin microfilaments tend to be concentrated toward the edges of the chambers and more condensed
toward the plasma membrane due to their role in substrate adhesion, when they form actin contact plaques,
so they are located on areas close to the main aperture, where the thicker pseudopodia trunks protrude
(Travis & Bowser, 1991).

ActinGreenTM 488 Ready Probes® was developed to provide an easy and reliable protocol to study F‐actin
distribution and dynamics within the cell. It has been used on cultured cells to understand the role of F‐actin
in the transport of protein degradative lysosomes and vacuoles (Zhao et al., 2014) and to discern adipogen-
esis differentiation mechanisms (Saben et al., 2014). Also, using animals such as mice as models (Goulding
et al., 2014), ActinGreen has been used to characterize the distribution of F‐actin in cells affected by a
respiratory poxvirus.

Figure 6. Confocal laser scanningmicroscopy images of foraminifera. (a) LysoSensorTMGreen DND‐189, with fluorescent
green acidic vesicles (lysosomes, autolysosomes, and other acidic vesicles). (b) Acridine Orange marks the acidic com-
partments in red, cytoplasm in green.
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SiR‐actin live labeling reveals a very distinct pattern of active actin meshwork associated withmost membra-
nous surfaces of the cytoplasm. Pseudopodial structures labeled with this probe are most dynamic, present-
ing bidirectional movement of labeled granules (for more information see Goleń et al., 2019; Tyszka et al.,
2019). The meshwork structures show the strongest signal around the pseudopodia attachment sites to the
glass or plastic substrate. Passive (immobile) structures, such as outer protective envelopes during late stages
of chamber formation, do not show actin staining. The F‐actin labeling (Figure 8) during chamber formation
reveals a very distinct pattern with the actin meshwork present inside and outside the new biomineralized
chamber. The meshwork forms a double layer enveloping the calcification fronts on both sides of the

Figure 7. (a) ActinGreenTM 488 for intratest cytoskeleton distribution with saponin as permeabilizer. (b) ActinGreenTM

488 for intratest cytoskeleton distribution with Triton X‐100 to increase permeability of the cell membrane.

Figure 8. (a) SiR‐actin labeling of F‐actin during chamber formation in Amphistegina lessonii (40 times maximum
exposure time ApoTome‐02_z36c1+2). (b) SiR‐actin staining of F‐actin during the chamber formation in A. lessonii
(100 times maximum exposure time ApoTome‐01_z13c1+2; Zeiss AxioObserver Z.1 microscope equipped with
ApoTome.2). (c) SiR‐actin staining of F‐actin within reticulopodia of A. lessonii Zeiss AxioObserver Z.1 microscope
equipped with ApoTome.2 d. SiR‐actin staining of F‐actin within a fragment of reticulopodium in A. lessonii Zeiss
AxioObserver Z.1 microscope equipped with ApoTome.2
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chamber wall. Substantial accumulation of actin is commonly located in the proximity of the new aperture,
which opens the test and the last chamber to the external microenvironment (see Tyszka et al., 2019).

SiR‐tubulin (Figure 9) labels two types of microstructures in live specimens that either (1) follow elongated
branches of pseudopodia or (2) reveal dynamic granules transported along all active pseudopodial struc-
tures, including reticulopodia and lamellipodia (in the sense of Travis et al., 1983). (1) Elongated, linear
structures are interpreted as thicker bundles of microtubules that construct a cytoskeletal scaffold of reticu-
lopodia (Figure 9), as well as construct “microtubular fibrils” within lamellipodia (see Travis et al., 1983).
These labeled structures show a tendency to slow reorganization during continuous transformations of pseu-
dopodia. High resolution observations have not revealed well‐labeled single microtubules. (2) The granules
labeled with SiR‐tubulin are more dynamic than relatively stable elongated fibrillar structures. Their
dynamics is expressed by continuous bidirectional motility (Tyszka et al., 2019). Their size and shape may
vary from a micrometer to a few micrometers, and from regular equidimensional particles to elongated,
often irregular structures always attached to pseudopodia and coated by a plasma membrane.

The phalloidin labeling methodology is limited to specimens fixed in methanol‐free formaldehyde.
Nonetheless, this probe tends to localize the same F‐actin microstructures identified by SiR‐actin labeling
and includes fine actin meshworks, coating most of pseudopodia (such as reticulopodia), as well as all inter-
nal surfaces of chambers infilled with the cytoplasm (Figure 10), and chloroplasts. Small granules are also
labeled; however, their dynamics cannot be observed. Figures 10a and 10b present A. lessonii forming an
outer protective envelope (OPE) attached to the substrate (Petri dish glass) during an early stage of chamber
formation. Its attachment sites are located at the distal parts of fine and elongated pseudopodial structures
that act as “hawsers” stabilizing the foraminiferal test during chamber formation. Such attachment sites
at the active phase of OPE formation show the strongest fluorescence due to a higher density of actin mesh-
works (see Tyszka et al., 2019). This observation follows those of Bowser et al. (1988) and are interpreted as
actin‐rich plaques involved in adhesion of benthic foraminifera and their reticulopodial structures to sub-
strates. Figures 10c and 10d document another specimen of A. lessonii showing a strong autofluorescence
signal associated with symbionts (diatoms). Although the phalloidin staining procedure shows various lim-
itations (phalloidin is highly toxic and lipid membrane impermeable), it is appropriate for double/multiple
labeling experiments in order to replace dyes associated with red spectrum fluorescence (e.g., SiR‐actin and
SiR‐based labels).

4.8. Mitochondria

Up to now, mitochondrial structure, distribution, and dynamics were studied on foraminifera through clas-
sical approaches, mainly electron microscopy‐based methods that do not allow assessment of living cells
(Anderson & Lee, 1991). MitoTracker was developed to be used on studies involving qualitative and quanti-
tative parameters of the mitochondria.

Figure 9. SiR‐tubulin labeling of granuloreticulopodia in liveAmphistegina lessonii. DIC/Nomarski merged with epifluor-
escent ApoTome.2 view. (a) Time lapse 40 times SiR‐tubulin DIC washed‐ApoTome‐01 cut_t002. (b) Time lapse 20x
SiR‐tubulin DIC washed‐ApoTome‐02_c1+2.

10.1029/2019JG005113Journal of Geophysical Research: Biogeosciences

FRONTALINI ET AL. 2841



MitoTracker® Green FM was tested on specimens of miliolids and Amphistegina. Results of these experi-
ments show a sufficient fluorescent signal within most reticulopodial structures (Figures 11a–11c).
Additional experiments on pseudopodial structures of Bolivina variabilis failed because all individuals
retracted reticulopods during incubation. It is supposed that B. variabilis is highly sensitive to reagents
applied.

Further experiments on miliolids compared staining efficiency of mitochondria within endoplasm vs ecto-
plasm (reticulopodia). Parallel labeling experiments that applied MitoTracker® Green FM and CellTrace™
Calcein Red‐Orange AM were designed to test endoplasmic labeling and validate autofluorescence of mili-
olid porcelaneous tests. Their results show that both dyes label the cytoplasm within the test (endoplasm)
and that their fluorescent signals are more intense than autofluorescence of miliolid porcelaneous tests
(Figure 11d). Although MitoTracker® Red FM overlaps with autofluorescence of chlorophyll in symbionts
and algal food fragments, clusters of what are presumably mitochondria are evident within lamellipodial
structures coating the test (Figure 12).

It should be mentioned that Calcein Red‐Orange AM labels intracellular cytoplasm itself, following Calcein
Green AM procedure (see Ohno et al., 2016). Its red‐orange spectrum allows to avoid the green spectrum
and, therefore, limits overlapping signals with different green dyes. It can be applied as an alternative for
Calcein Green AM.

CLSM images of specimens incubated in MitoTracker® Red CMXRos showed some well‐defined structures
within the foraminiferal cell (Figure 13a). Due to their dimensions, these labeled structures are interpreted
as algae emitting red autofluorescence. Small red‐orange smaller spots are found in the outermost part of the
chambers (Figure 13b). The signal is weaker and might possibly represent clusters of mitochondria.
Unfortunately, MitoTracker® Red CMXRos appears to not work on the foraminifera examined in this study
but additional tests are required.

Figure 10. Amphistegina lessonii fixed and stained with Phalloidin during an early stage of chamber formation. Tests are
dissolved in EDTA. (a) Transmission light. (b) Phalloidin staining (green). (c) Phalloidin staining (blue) with a strong
signal of autofluorescence from the symbionts (orange/red). (d) Phalloidin staining with autofluorescence (all in green).
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Specimens ofA. tepidawere also used to assess NAO. Despite the application of various protocols (i.e., longer
incubations, more concentrated NAO), either NAO did not pass through the cell membrane or mitochondria
did not react as expected (Figure 13b). Notwithstanding the unsuccessful test on foraminifera, NAO is a
widely used product, having been applied over the last 30 years as a reliable mitochondria marker in differ-
ent studies such as to assess mitochondrial stress together with MitoTracker (Puleston, 2015).

4.9. Nuclei

If the A. tepida test was not decalcified, the NucRed™ Live 647 ReadyProbes™ Reagent did not seem to pass
the membrane easily. Only a diffuse but dim far‐red emission was observed within the two youngest cham-
bers or in the outer part of the test (not shown). Therefore, an additional probe, Hoechst 33342 was tested on

Figure 11. (a and b) Details of reticulopodia ofAmphistegina sp. stained withMitoTracker® Green FM. (c) Reticulopodia of
Quinqueloculina sp. stained with MitoTracker® Green FM. (d) Four specimens of Quinqueloculina sp., those in green
color were stained with MitoTracker® Green FM, whereas those in orange were stained with CellTrace™ Calcein Red‐
Orange, AM. Staining was done in two separate Petri dishes; after staining, all specimens were transferred to another Petri
dish with clean sea water. Zeiss filter set 63 HE was used for CellTrace™ Calcein Red‐Orange, AM.

Figure 12. MitoTracker® Red FM live staining of benthic foraminiferAmphistegina lessonii d'Orbigny during chamber for-
mation. (a) Stained clusters of mitochondria within lamellipodial structures coating the test (a new chamber and older
chambers) during calcification; merged confocal light and transmission light. (b) Confocal light (single fluorescent
channel only).
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Ammonia sp. and S. vivipara (Figure 14). Hoechst 33342 is a nucleic acid protein emitting in blue fluores-
cence when bound to dsDNA. Spirillina vivipara labeled, with a relatively strong fluorescence, without
any modification, but A. beccarii did not label unless the calcareous test was dissolved. In these species,
the fluorescence corresponds to a slightly brighter zone in its Differential Interference Contrast (DIC) image
(Figures 14b and 14d) further confirming presence of dsDNA in these locations (i.e., foraminiferal nuclei).
Alternatively, these subcellular zones may indicate the presence of DNA of ingested algae or bacteria in pha-
gosomes. The average diameter of the labeled bright spots was approximately 10–25 μm. Commonly several
spots were present within one cell and were observed to move through the cell with the protoplasmic stream-
ing (Movie S1). In specimens of A. beccarii, the bright spots were even transported from one chamber to

Figure 13. Confocal images of foraminifer. (a) MitoTracker® Red CMXRos with red well‐defined fluorescence that are
either autofluorescence of algae within the foraminiferal cell or a combination of autofluorescence and MitoTracker®
Red CMXRos labeling. (b)MitoTracker® Red CMXRos with small red‐orange signal in the outermost part of the chamber.
(c) Nonyl Acridine Orange (NAO) with very low signal as NAO did not passed through the cell membrane.

Figure 14. (a)Ammonia sp. individual placed in Ca‐free artificial seawater. (b) Localization of nuclei inAmmonia sp. after
labeling with Hoechst 33342. (c) Spirillina vivipara. The test is not decalcified with this species. (d) Localization of
nuclei in S. vivipara after labeling with Hoechst 33342. Fluorescent signals in the bottom right of Figure 14d correspond
with nuclei of food material.
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another, by passing the narrow aperture between chambers. In both species, the nucleus was not at the per-
iphery. Several nuclei were identified in the observed individuals of both species.

4.10. Foraminiferal Calcification

When a calcareous foraminifer is actively forming a chamber, time series of chemical distributions are par-
ticularly interesting. When observing pH ratiometrically, it is necessary to obtain two images using two dif-
ferent filter sets (de Nooijer et al., 2008; de Nooijer, Toyofuku, et al., 2009). Therefore, four sets of images
(Nomarski microscopy) are taken as one set for single time slice by taking the set at appropriate time inter-
vals until the end of chamber formation. The cellular pH and Ca distributions within a forming chamber of
an Ammonia specimen is shown (Figure 15). On the right side of the specimen, a new chamber is formed. In
this part, the fluorescence intensity excited by ultraviolet light shows high pH, whereas in other places of the
cell, it is excited with blue light and indicates low pH. This result is more easy to interpreted when transform-
ing these images into a false‐colored one. Calcium signal is also elevated close to the newly formed chamber
wall, often seen as an intracellular supply in the form of small accumulations. (Toyofuku et al., 2008).

Figure 15. Double staining of Ca2+ and pH with the living calcifying Ammonia beccarii. (a) Nomarski microscopy. (b)
High‐pH (blue), Low‐pH (green), and calcium (red) are superimposed on the Nomarski microscopy. (c) High‐pH
distribution by pyranine (Ex410/Em535). (d) Low‐pH distribution by pyranine (Ex470/em535). (e) Ca distribution by
Rhod‐3AM (Ex550/Em600). (f) Interimage calculation of pH image put on Nomarski microscopy. False color indicates pH
variation from 6 (blue) to 9 (red).
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5. Conclusions

Fluorescence imaging in live cells is essential in the understanding of biological processes. We document
here the performance and applicability of a wide array of probes to selected calcareous foraminiferal species.
These probes were tested to visualize and to label esterase activity, viability, calcium signaling, pH variation,
reactive oxygen species, neutral and polar lipids, lipid droplets, cytoskeleton network, Golgi complex, acidic
vesicles, nucleus, and mitochondria. It is noteworthy that some probes (BODIPYTM TR C5 ceramide,
MitoTracker® Red CMXRos, NAO, and NucRed™ Live 647 ReadyProbes™ Reagent) failed even after
repeated testing. The application of fluorescence‐based methods may be as powerful as transmission
electron microscopy.

Indeed, fluorescence techniques allow analysis of living cells, to study organelle distributions and to quan-
titatively document the number and activity of organelles and their physiology. Furthermore, the applica-
tion of multiple labels allows assessments of interactions. The choice of probes must, however, be
carefully selected based on the target foraminiferal species, requirement for living versus fixed materials,
spectroscopic properties of probes (i.e., excitation and emission spectra, quenching, and photobleaching),
available equipment and filter set(s), autofluorescence, and probe permeability. In cases of multifluoro-
chrome labeling, separated wavelength emissions, and narrow‐emission‐spectral‐bandwidth probes must
be selected to minimize overlap among signals. Fluorescence‐based methods into foraminiferal biology
may represent, in the future, a complementary or a stand‐alone technique with which to study the ultra-
structural organization and physiologic processes of the foraminifera.
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Erratum

In the originally published version of this article, the funding information in the Acknowledgments was
incomplete. The Acknowledgments have since been corrected, and this version may be considered the
authoritative version of record.
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