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Abstract: Dinoflagellates are a major aquatic protist group with amphiesma, multiple cortical membra-
nous “cell wall” layers that contain large circum-cortical alveolar sacs (AVs). AVs undergo extensive
remodeling during cell- and life-cycle transitions, including ecdysal cysts (ECs) and resting cysts that
are important in some harmful algal bloom initiation–termination. AVs are large cortical vesicular
compartments, within which are elaborate cellulosic thecal plates (CTPs), in thecate species, and the pel-
licular layer (PL). AV-CTPs provide cellular mechanical protection and are targets of vesicular transport
that are replaced during EC-swarmer cell transition, or with increased deposition during the cellular
growth cycle. AV-PL exhibits dynamical-replacement with vesicular trafficking that are orchestrated with
amphiesmal chlortetracycline-labeled Ca2+ stores signaling, integrating cellular growth with different
modes of cell division cycle/progression. We reviewed the dynamics of amphiesma during different cell
division cycle modes and life cycle stages, and its multifaceted regulations, focusing on the regulatory
and functional readouts, including the coral–zooxanthellae interactions.
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1. Introduction

Dinoflagellates are the major microplankton group with cellulose deposition and are
important primary–secondary producers in aquatic ecosystems, and the major causative
agent of harmful algal blooms (HABs). Their autotrophic and mixotrophic nutritional
modes allow them to exploit many niches and across trophic levels, with their mucilage
and marine snow thecal cell wall contributing significantly to aquatic carbon flow.

Amphiesmal dynamics are orchestrated with dinoflagellate life cycle developments
that are important determinants in algal bloom development and termination [1–3]. Coral
endosymbiotic dinoflagellates form the primary production in coral reef ecosystems, with
the amphiesma–host interaction dominating the symbiotic relationship. Dinoflagellate
counterintuitive sensitivity to turbulence, as well as cellular growth, are wired to am-
phiesmal cortical calcium stores, activation of which will stimulate bioluminescence in
bioluminescent species. The relative abundance and composition of dinoflagellates and
diatoms have been regarded as an indicator of both short-term and long-term environ-
mental change [4,5], and have ecosystem-wide consequences in biogeochemical cycling [6]
and climate change [7]. We review on these regulatory and functional aspects, as well as
putting forward amphiesma as a dynamic structure, and not a static cell wall as commonly
depicted. Readers are referred to earlier reviews for amphiesmal ultrastructure [8–12].

2. Dinoflagellate Amphiesma and Ecdysis

The dinoflagellate cell cortical membranous complex, termed amphiesma, is composed
of two major interactive layers, the alveolar amphiesmal vesicles (AVs, also referred to as
alveolar sacs or thecal vesicles) and the pellicular layer (PL), with different compositions
during cell and life cycles [8,12] (Figure 1A,C). AVs compose flattened, circumcortical
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membrane-bound vesicle(s) underlying the plasma membrane [13,14], which are tightly
entrained between the outer plate membrane (OPM, also referred to as outer amphies-
mal vesicle membrane) and the cytoplasmic membrane (CM, also referred to as inner
amphiesmal vesicle membrane) (Figure 1A,D,E). Individual cellulosic thecal plates (CTPs)
are synthesized within AV(s) in thecate species (Figure 1D–H), whereas athecate (unar-
mored or naked) dinoflagellates have no CTPs (Figure 1I–L) and represent the simplest
amphiesmal arrangement [8]. From this basic assembly, a vast diversity of forms and cell
morphology, including round to cylindrical shapes, are formed [15]. The ultrastructure-
based multilayered amphiesma was first described in Dodge and Crawford (1970) and
Morrill and Loeblich (1983) [8,12], which have an outer membrane (plasma membrane, PM)
in continuity with flagella (Figure 1B).
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Figure 1. Diagrammatic representation of amphiesma arrangement in thecate and athecate dinoflagel-
lates. (A) Schematic diagrams of the intracellular cell wall of a typical thecate dinoflagellate. Thecate
dinoflagellate amphiesma consists of cellulosic thecal plates (CTPs), pellicular layer (PL or pellicle)
and multiple membranous layers. PL is dynamic with vesicular–membrane attachment per different
stage of development. (B) The outer plate membrane (OPM = outer plate membrane) and cytoplasmic
membrane (CM = inner amphiesmal vesicle membrane) are joined at the flagellar region. (C) Fluores-
cence photomicrograph of Calcofluor white (CFW)-stained CTPs of a Lingulodinium polyedrum cell. In
thecate species, CTPs could be encased either within (D) small contiguous (thin CTPs) amphiesmal
vesicles (AVs), (E) larger contiguous AVs (thick CTPs), (F) contiguous AVs with discontinuous layer
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(DL), or in (G) a single-membrane-bound AV. The scheme proposed by Morrill and Loeblich (1983) dif-
fers from Dodge and Crawford (1970)’s proposal, by having an additional single-membrane-bound AV
arrangement (G). The single-membrane bound AV in (G) is likely formed by fusing of adjacent AVs and
discontinuous layers (as in F, and suggests the discontinuous layer may be the precedent of PL), resulting
a continuous PL and CM. Athecate species share similar amphiesmal arrangement (H–K) as in thecate
species, except without CTPs. Earlier study by Loeblich (1970) suggested that (L) PL is formed under-
neath AVs of thecate species, but Morrill and Loeblich (1983) later revised the model so that PL is formed
within AV. (M) Multiple amphiesma in the (vegetative symbiotic) Symbiodiniaceae in hospite. Without
completely discarding the old amphiesma, the new amphiesma is formed underneath the retained (but
ruptured) old PM, OPM, and a (continuous) thickened PL. Examples for different amphiesmal arrange-
ment: (D) Woloszynskiu tylotu [16] and motile cells of Symbiodinium microadriaticum [17]; (E)—Heterocapsa
pygmaea [8], Prorocentrum spp. [18]; (F)—Peridinium cinctum [19], Tripos muelleri [20], Lingulodinium polye-
drum [21]; (G)—Crypthecodinium cohnii [22], Heterocapsa steinii, [12], Peridinium balticum [23], Scrippsiella
trochoidea [24], Lingulodinium polyedrum [25]; (H)—Oxyrrhis marina [26]; (I)—Amphidinium carterae [27],
Noctiluca scintillans (sporocytes) [28]; (J)—Karenia brevis [29]; (K)—vegetative cells of Pyrocystis spp. [30],
nonsymbiotic cells of Symbiodinium microadriaticum [17,31]; (L)—Heterocapsa niei [32]; (M)—Vegetative,
symbiotic cells of Symbiodinium microadriaticum [17]. (D–M)—are adapted and redrawn with permission
from [8]. Copyright © 1983, Elsevier (License number: 5471940090923). PM—plasma membrane (=out-
ermost membrane); LF—longitudinal flagellum; TF—transverse flagellum; FM—flagellar membrane;
Mt—microtubules. We adopt pellicular layer (=pellicle) to indicate the transient dynamic association
between pellicular membrane and pellicular polysaccharides. Scale bar = 10 µm.

Dinoflagellates have complex life cycles with corresponding drastic amphiesmal re-
modeling, during which different layers take turns to become the surface-facing layer, and
with different levels of associated polysaccharides or their precursors [33,34]. We adopt
pellicular layer (=pellicle) without presumption of its membrane or/and polysaccharide
composition, highlighting the transient dynamic association between pellicular membrane
and pellicular polysaccharides. Either the motile flagellated swarmer cells or the non-motile
coccoid cells are the major vegetative stage of free-living dinoflagellates. Swarmer cell
AVs and CTPs are distal to the pellicular layer (PL) that is in contact with the innermost
CM (Figure 1). The free-living heavily thecate dinoflagellate Lingulodinium (=Gonyaulax)
polyedrum (=polyedra), a major model for bioluminescence studies [35,36] with a recently
developed gene knockdown protocol for amphiesmal regeneration [37], was most compre-
hensively studied in relation to changes with life-cycle amphiesmal transitions [38,39] and
will be taken as an example for the following discussion.

Ecdysal cysts (ECs), also referred to as temporary or pellicle cysts, are formed in response
to stresses, in normal life cycles in many dinoflagellates (Figure 2A–C), including sexual
temporary cysts [1,33,40]. Following ecdysis, PL becomes the new outermost layer [1,40–42],
although the exact description could be different in relation to PL genesis, which had to
involve vesicular transport and incorporation into the amphiesma. Subcytoplasmic “pellicular
amorphous materials” and inner (new) amphiesmal vesicles were commonly formed after
discarding their old cell coverings to form cysts [8,43,44]. In ecdysal cysts (or the transient
coccoid cells), the old PL generally becomes the most distal layer but with a developing new
PL underneath (or within) the developing AVs (Figure 2A). Athecate CM was reinforced
with amorphous polysaccharide/cellulose, as cellulase treatment resulted in loss of cell
shape [45], and those cellulose synthases were conserved amongst athecate and thecate
dinoflagellates [46]. CM, with the underneath amorphous (polysaccharide) layer (AL), would
become the outermost layer in athecate species following ecdysis (Figure 2B). Physical stresses
(including centrifugation) induced ecdysis [37,47], indicating centrifugation-harvested “cell
wall (amphiesma)” preparations will include a mixture of ecdysed and non-ecdysed cells,
with likely transient expressed proteomes affected by membrane depolarization, rendering
molecular and biochemical characterization interpretation difficult.

PL is a dynamic “working layer” during stress-induced ecdysis, with the inner amphies-
mal vesicles membranes (=CM) fused with each other and form a continuous membrane



Mar. Drugs 2023, 21, 70 4 of 26

(pellicle membrane) that remains attached to the underlying amorphous PL [48]. At different
stages of development, PL varies in thickness and composition, including vesicular dense
materials prior to deposition [33,44,48–50], and is not always present in spot harvested ecdysal
cyst cells [8,51] (Figure 2A,C). This likely accounted for the discrepancies on the continuous
or discontinuous nature of PL between previous ultrastructural studies [25,52,53]. The exact
PL chemical nature is unknown, but there were cytochemical studies indicating nitrogen-rich
glycans, chitin-like glycans, and non-cellulosic beta-glycans [54,55]. Discontinuous layers were
described as a “thecal membrane” [20], a “discontinuous layer of dark-staining material” [56]
or a “discontinuous pellicle precursor material” [8], which are interpreted as cells lacking the
PL (e.g., Tripos muelleri [20,57], Lingulodinium polyedrum [21], Gymnodinium simplex [58], and
ecdysing cells of Heterocapsa niei [8]).
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Figure 2. Amphiesma dynamics during ecdysis. (A) Diagrammatic representation of amphiesmal
modifications during ecdysis. At early stage of ecdysis, pre-thecal vesicles formed and fused to form
amphiesmal vesicle (AV) beneath the cytoplasmic membrane (CM). The old amphiesma, including
the outermost plasma membrane (PM), outer plate membrane (OPM), and thecal plates (CTPs) would
amphiesmal vesicle (AV) beneath the cytoplasmic membrane (CM). The old amphiesma, including the
outermost plasma membrane (PM), outer plate membrane (OPM), and thecal plates (CTPs) would be
lost, rendering the pellicular layer (PL) to become the new outermost layer [22,33,37,59,60]. The cell
regained motility and regenerated CTPs soon after excystment. Whether the pellicular layer of the
resulting cyst is already present in the motile cell beneath the theca likely depends on sampling timing
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and sample preparations. (B) In the non-pelliculate, athecate Amphidium carterae, an amorphous layer
(AL) is formed beneath the CM in motile vegetative cells [49]. Unlike pelliculate species, CM and AL
becomes the outermost layers, after shedding of the disrupted PM and OPM. New amphiesmal vesicles
(AVs) appeared to form inside the AL. The uppercase letters refer to the old/parental amphiesma
while the lowercase letters designate the new amphiesma components. (C) Photomicrographs of a
Lingulodinium polyedrum cell going through ecdysis and excystment. PL is shed upon swarmer cell
regeneration. See also Video S1. (C) and Video S2 were captured by Wing Tai Lam. Noted cell shape
changes per excystment. (D) Photomicrographs of 2,6-dichlorobenzonitrile (DCB)-treated Alexandrium
catenella. DCB induced shedding of thecal plates and formation of ecdysal cyst (round) cells. The
outermost layer, at least in coccoidal stage, were PL with cell wall polysaccharide(s) and not the plasma
membrane as depicted in some texts. The extracellular nature is thus equivalent with plant extracellular
cell wall at this stage. Scale bar = 10 µm.

Spatial-temporal amphiesma depositions will affect the residency of the outer mem-
brane as glucoside bond formation requires an aqueous environment. There were no
preformed polyssacharides (nor CTP) in the cytosol, indicating deposition involving in
situ synthesis. The complete filling of the inner membrane front will inadvertently lead to
displacement of aqueous domains, cessation of further distal deposition, and maintenance
withdrawal of the outer membrane. This will lead to the membrane attrition (as depicted
in Figure 1M), essentially rendering the attached pellicle as the outermost layer, despite
apparent outer layers. Furthermore, this will initiate the inner thecal membrane to be the
cell margin, as in other cells with extracellular walls, and harness the readiness for the
continuum of AV-PL dynamics. Future investigations should relay how Ca2+ signaling is
orchestrated with vesicular dynamics and polysaccharide deposition.

3. Cellulosic Thecal Plate Development Program

Kofoid thecal formula, the relative positioning of the thecal plate in relation to the
cell surface, constitutes a major taxonomic character for thecate species [61], suggesting
a non-random mode of deposition-biogenesis. Thecal plates very often have spectacular
decorations, including thecal pits, sutures, and, in some species, with reticulate deposits [15].
CTPs could reach several hundreds of nanometers in thickness [62] and have two dissimilar
sides: the distal (seaward) side, having thecal pores, thecal pits, ridges, and reticulates
(Figure 3C,D), and, in some, a relatively smooth cytoplasmic side (Figure 3A,B).
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Figure 3. Scanning electron microscopy images showing the two different sides of Lingulodinium
polyedrum thecal plates. (A,B) Cytoplasmic side contains thecal pits with flaps; (C,D) seaward side
contains three-dimensional ridges as extension of thecal pit wall. Scale bars = 2 µm.
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There were apparent specific sequences of events during CTP development [63].
Fluorescence photomicrograph of CFW stained L. polyedrum cells revealed that the thecal
plates regenerated at different stages of swarmer cell regeneration (Figure 4A,B). The
ecdysal cyst had no thecal plate and completely lacked surface ornaments (i). Thecal plates
were first regenerated with (ii) ridges along the sutures/plate border, then (iii) pores/holes
(thecal pits) and (iv) pore rings, prior to the (v) formation of reticulum (significantly higher
pore rings connected by ridges), including the three-dimensional thecal pit wall on the
seaward side. Subsequent CTP board deposition, with turgor pressure bulging outward,
would likely form the polygonal shape.
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Figure 4. Cellulosic thecal plate regeneration after ecdysis. (A) Fluorescence photomicrographs of
calcofluor white (CFW)-stained regenerating L. polyedrum ecdysal cysts, which were prepared as de-
scribed [37]. Thecal plates were first observed at T = 6 after ecdysal cyst induction. Scale bar = 10 µm.
(B) Fluorescence photomicrograph of CFW stained L. polyedrum cells with thecal plates regenerated at
different stage of development. From left to right, (i) Ecdysal cyst cell with no thecal plate and completely
lacked surface ornamentations; (ii) cell with weak CTP board; (iii) increasing CTP board and ridge
deposition with the emergence of thecal pores/holes and (iv) the pore rings; (v) seaward side decoration
(e.g., reticulum) was progressively added on the CTP board after ridge thickening.

During vegetative growth, new cells commonly have less developed decorations than
old cells and intercalary bands between plates [64]. No suture, and hence, no discernible
plates, were observed on young thecae of Alexandrium tamarense and Scrippsiella acumi-
nata [24,65]. Growth zones [66] suggest deposition expanded both laterally and vertically,
with an overlapping region bulging outwards. Thecal pores are also less developed in
young cells, suggesting deposition after thecal plate board, which is, in turn, followed by
the formation of thecal ridges [42,44,66].
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4. Amphiesma and Cellulose Deposition in Different Cell Division Modes

In cell divisions, daughter cells generate the missing half through cytokinesis (desmoschi-
sis) [59,67] or through eleutheroschisis, in which each daughter cell regenerates the amphiesma
within the mother cell and then break off following cytokinesis (Figure 5A–D) [44,60,68]. The
associated mobility switch with these life-cycle transitions commonly involved flagella regen-
eration (as in eleutheroschisis) or duplication (as in desmoschisis) [8,33,69].

Coccoidal stages could also undergo divisions through apolar duplication–fission with-
out going through swarmer cells, for instance in symbiotic zooxanthellae in hospite [70],
in the carbonate dinoflagellate Thoracosphaera heimii [71,72], and in Pyrocystis lunula [73]
(Figure 6A–D). These coccoidal fissional divisions [8,74–76] exhibited logistics similarity to
the double PL layer arrangement in Crypthecodinium cohnii, after eleutheroschisis associated
ecdysis (see later session). C. cohnii swarmers become a deflagellated coccoid prior to cy-
tokinesis within the mother cell, followed by amphiesmal “hardening” after daughter cells
break-off (DCBO) (Figure 5B,C). Deflagellation and reformation of flagella in these dinoflag-
ellates thus appeared to operate with cellular duplication–fission. Desmoschisis, swarmer
cell divisions without coccoidal transition and deflagellation, involves amphiesmal cellu-
losic deposition on one half of the cell, suggesting polarized deposition, in comparison
to circumpolar deposition in eleutheroschisis. Polarized growth of CTPs was commonly
facilitated by newly deposited apparently “unoccupied AVs” having higher vesicular in-
corporation propensity. In athecate cells (for example Gymnodinium species), the cleavage
furrow separates the vegetative cells diagonally into left and right parts by desmoschisis [77]
(Figure 5A). During multiple fission [78], the extended G1 growth phase was followed with
S phase-cytokinesis without CTP deposition, which occurred shortly after daughter cell
break-off (Figure 7). This suggested that cellulosic deposition was coordinated with cell
cycle. As far as we know, there was no plasmodesmata reported for dinoflagellate cell
division. Dinophysis “small and intermediate cells”, which are associated with nutritional
downshift, are formed through depauperating fission that results in dimorphic daughter
cells [79–81], demonstrating, again, the amphiesmal versatility in nutritional responsive
polarized growth. The coccoidal division type does not strictly follow either desmoschisis
nor eleutheroschisis, as it involved deflagellation as well as daughter cells regenerating
half amphiesma, and we hereby term it Forchisis. Multiple fission, on the other hand, is an
extended modification of eleutheroschisis, and we refer it to ex-eleutheroschisis.

The cellulose G1 level increased and halted before a slower G2 increase in the het-
erotrophic C. cohnii [60]. 2,6-dichlorobenzonitrile, an agent that purportedly inhibits the
microtubular interactions with cellulose synthase complexes [82], dose-dependently dis-
rupted CTP formation and cell cycle progression in dinoflagellate cells [60], despite there
being no cortical microtubule organizing centers (MTOCs). Cellulases were required in
cellulose deposition in both prokaryotic and eukaryotic cellulose deposition, for instance,
the plantae endoglucanase KORRIGAN [83–85], and we demonstrated the cortically lo-
cated endoglucanase dCel1p was required for cell cycle progression [45]. Cellobiose, a
cellulase inhibitor, delayed dinoflagellate cell cycle, whereas recombinant endoglucanase
dCel1p accelerated C. cohnii cells in coccoidal G2, indicating the extension of cellulosic layer
through endo-cleavages of amorphous domains was involved during CTP growth [45].
dCel1 transcript level was upregulated in cell shape modulation, during responses to
redox changes, in P. lunula [86]. Dinoflagellates with long amphiesmal extension (includ-
ing Ceratium (now also Neoceratium) spp., Ceratocorys horrida) are well known to change
morphology in relation to flow intensity [57,87] and digitation changes with light–dark
cycle [88]. This is likely contributed to by vesicular transport being adapted in response to
current flow, coupled with cortically associated cellulase dCel1p [45].
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Figure 5. Diagrammatic representations of dinoflagellate cell division types and associated amphies-
mal rearrangement. Dinoflagellate cell divisions involve (A) desmoschisis with half amphiesma
regeneration or (B) eleutheroschisis with completely shedding of the parental amphiesma. (C) In
one type of eleutheroschisis, for instance in Crypthecodinium cohnii, swarmers become deflagellated
coccoid prior to cytokinesis within the mother cell, followed by daughter cells break-off [22]. Symbio-
diniaceae in hospite undergone coccoidal eleutheroschisis without swarmer cell regeneration [89].
(D) In a second eleutheroschisis type, for instance in Scrippsiella hexapraecingula, the old thecal layer
was attached after disruption of the plasma membrane (PM) and outer plate membrane (OPM) in
ecdysal cyst that was attached on a substrate [44]. Daughter cells are formed inside the mother cell
without apparent transformation into coccoid stage. It is apparent the different bioprocesses are
modular in their sequel of events during amphiesmal dynamics.
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Figure 6. Coccoidal cell division in Thoracosphaera heimii and Pyrocystis lunula. (A) Diagrammatic illus-
tration of the vegetative coccoidal apolar cell division cycle of Thoracosphaera heimii, which have surface
carbonate deposition [71,72,90]. The calcified stage (coccoid), which can be covered by a thick perforated
shell of calcium carbonate, is the dominant life cycle stage. Calcification appears to be uncoupled
from cell cytokinesis; calcification could begin before the completion of cytokinesis, resulting in the
appearance of twin-calcified shells. The outer shell membrane (OSM) is usually not visible in mature
cells that have been fixed for electron microscopy, but these may be artifacts introduced by fixation.
Redrawn with permission from [90]. Copyright © 1982, Elsevier (License number: 5472890419893).
(B) T. heimii amphiesma is composed of the outer shell membrane (OSM), the calcified layer, inner shell
membrane (ISM), pellicular layer (PL) and cytoplasmic membrane (CM) [71,91]. The location of AV is
not clearly defined at present. (C) Fluorescence photomicrographs of calcofluor white (CFW)-stained
T. heimii cells. CFW-positive suggested some stages contained polysaccharides layer. (D) Florescence
photomicrograph of CFW-stained vegetative Pyrocystis lunula cell undergoing coccoidal division within
the lunar-shape (vegetative) cyst wall. Lower left cell—before division; upper right cell—undergoing
coccoidal division. Red = autofluorescence. Coccoidal division type does not strictly follow either
desmoschisis nor eleutheroschisis, as it involved deflagellation as well as daughter cells regenerating
half amphiesma, and we hereby term it Forchisis. Scale bar = 10 µm.
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Figure 7. Diagrammatic representation of dinoflagellate multiple fission. Multiple fission (MF, pink cells)
occurs when G1 cell size (cellular growth) has gone beyond double cell size, followed by n rounds of S
phase-cytokinesis within mother amphiesma to generate 2n cells without polysaccharide/thecal plate
(CTP) deposition [81]. The daughter swarmer cells amphiesma CTPs will be hardened with apparent
pre-deposition, shortly after daughter cell break-off (DCBO). Fluorescence photomicrograph (inset) of a
DAPI-stained Crypthecodinium cohnii cell undergoing multiple fission. Sixteen nuclei are in focus, another
sixteen are out of focus. The whole cell was about 100 µm across. Modified with permission from [81].
Copyright © 2005, John Wiley and Sons (License number: 5472221428122).

5. Polysaccharide Deposition during Amphiesma Dynamics

Cellulose, comprising parallel unbranched β-1, 4-linked glucan chains that form mi-
crofibrils, is the major reinforcing element of plant cell walls that provides mechanical
strength [92]. Dinoflagellate cellulose synthase dCesA1 knockdown led to cessation of
ecdysal-swarmer regeneration [37], without flagella, suggesting cellulose synthesis depen-
dency in the completion of amphiesma development.

C. cohnii amphiesma was stained positively for polysaccharides (CFW staining) but
negatively for callose (aniline blue staining) [60]. The stringent chemical assay with the
Updegraff protocol [93] demonstrated acid-resistant crystalline cellulose content being
proportional to the CFW fluorescent signals (which also stained amorphous cellulose) [60],
supporting the CTP nanomechanical hardness [62]. Earlier histochemical investigations
using IKI/H2SO4 and zinc–chlor–iodide (Schultz solution), glucan assays with phenol
sulfuric methods, and dissolution of isolated amphiesma preparations using basic solvents
(e.g., 3%-NaOH, 100 ◦C for 5 h) [8,32,94] should be reinvestigated with more stringent
assays, especially in relation to the co-staining of PLs.

In Scrippsiella hexapraecingula TEM preparations, the amphiesma was positively la-
beled with gold conjugated-CBHI (cellobiohydrolase I, source not mentioned, likely from
Trichoderma reesei) and exhibited a cellulose type electron diffraction pattern [42,44]. Many
cellulose-binding domain (CBDs), including bacterial CBDs (family II CEX from Cellu-
lomonas fimi) and single CBHI CBD and single CBHII CBD from Trichoderma reesei, also
bind chitin [95–97], and many “cellulase” preparations contained other hydrolase activ-
ities [98,99]. We further presented here CTP/PL binding with specific cellulose-binding
domain (CBHI and CBDII CBDs, [96,97]) (Figure 8A–E). General polysaccharide dyes,
including CFW, will not have this distinguishing staining. Ultrastructural studies concern-
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ing amphiesmal polysaccharides were interpreted from “electron dense materials” that
could have been targeted to either the PL or the CTPs. TEM studies on L. polyedrum CTP
biogenesis were reviewed in [10].
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Figure 8. Compressed cell preparation of Lingulodinium polyedrum labeled with fluorescent recom-
binant cellulose-specific hybrid cellulose-binding domains. (A) Map of plasmid construct used for
the generation of recombinant cellulose-specific carbohydrate-binding domain (CBD)-sfGFP fusion
protein, which contained double CBDs as described in [97]. Neither single T. reesei CBHII CBD
nor T. reesei CBHI CBD exhibited such specificity [96,97]. Double CBD protein was constructed by
fusing the N-terminal (25–62 amino acids) of Trichoderma reesei CBHII CBD (AAG39980.1) to the
C-terminal (478–513 amino acids) of T. reesei CBHI CBD (P62695.1) by a linker region of 24 amino
acids (3 amino acid residues from natural CBHII linker followed by 21 amino acid residues from the
natural CBHI linker). Fluorescence photomicrographs of CBD-sfGFP stained (B) microcrystalline
cellulose, chitin, curdlan, and (C) Lingulodinium polyedrum cells (squashed gently). CTPs and pellicle
(PL) were differentially stained green. Scale bar = 10 µm. (D,E) show higher-magnification views
of the CBD-sfGFP-labelled (green) PL and CTP, respectively. These experiments also suggested
previous single carbohydrate-binding domain non-specificity, of TEM CBD-gold labeling conducted
in Scrippsiella hexapraecingula [42,44], could have labeled the PL. CTPs were strongly labeled, whereas
PL was not labeled except along the broken rim and after extended exposure, which could be related
to hydrophobic accumulation of the CBD domains that interact mainly by hydrophobicity.

Given the highly dynamic nature of amphiesmal membranes, the strict interpretation of
cytoplasmic membrane(s), should be taken with caution as to the transiency of all developing
stages, as well as to whether thinly deposited membrane(s) commence with polysaccharide
deposition. Key CTP biogenesis issues are the synthesis of non-round polygonal regularity
with taxonomic precision being orchestrated with normal and apolar cellular growth.

Plant cell non-cellulose polysaccharides are pre-synthesized in Golgi prior to transport
and exocytotic deposition [100]. Dinoflagellate amphiesma precursors were considered
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to originate from some small electron-dense cortical amphisomal vesicles, which moved
to the periphery of the cell, flattened, and fused together [33,57,59]. CFW readily stained
CTPs/amphiesma of Alexandrium (Gonyaulax) tamarensis but did not label internal com-
partments [101]. Similarly, the lack of CFW staining in any intracellular compartments
in C. cohnii and L. polyedrum, except in AV and PL [37,60], indicated there were no or
undetectable matrix polysaccharides in the vesicular transport pathway.

Plant membrane-targeted cellulose synthases complexes (CSCs) catalyze glucose
polymerization from the substrate UDP-glucose into cellulose polymer. The rosette CSC
archetypes originated late in the chlorophyte lineage, whereas the linear archetypes re-
mained in the non-green lineages [102,103], as was reported in dinoflagellate Scrippsiella
hexapraecingula (although single CBD domains were deployed) [42,44]. The prominent CTPs
and availability of the cyst-generation method [43,47,52], in combination with CFW-assisted
flow cytometry of cellulose content in dinoflagellate cells [60], facilitated biochemical inves-
tigations of cellulose synthesis (CS) dynamics during cyst-swarmer cells transition (Tc-s)
in L. polyedrum. Dinoflagellate LpCesA1 transcript was upregulated 14-fold in the early
stages of ecdysal cyst regeneration, with CTPs fully regenerated between 12 and 16 h [37].
LpCesA1 antisense knockdown in L. polyedrum led to abnormal thecal plate deposition and
postponement of the swarmer cell regeneration [37].

Amongst the alveolates, only dinoflagellates acquired cellulose synthesis [104]. Phyloge-
netic analysis led to the proposal of dinoflagellate cellulose synthase having a single origin [37].
It was highly unlikely that a CSL (cellulose synthase-like) glucan synthase would have co-
evolved in the dinoflagellate lineage, as it required strict coordination of vesicular transport,
and that most CSL genes were associated with land plants. Bacterial cellulose synthesis
involves multiple non-cellulose synthase subunit complexes and supporting periplasmic
proteins (e.g., BcsB, BcsF, and BcsZ) [105], but we could not find potential homologues from
dinoflagellate transcriptomes, nor from published genomes (data not shown).

6. Amphiesma Dynamics and Vesicular Transport

Polysaccharide deposition requires vesicular transport of either in-vesicle pre-synthesis
or vesicular transported cellulose synthase (CesA) that mediated on-plasma-membrane
biogenesis [106]. Ultrastructural studies suggested polyvesicular bodies (PVBs, large endo-
somes) commonly located close to or attached to the alveolar sacs [44,107] with fusion of
these vesicles with CM constituting amphiesmal biogenesis [108].

The highly dynamic amphiesma with vesicular transport was demonstrated in the
polyethylene glycol (PEG)-treatment of on-agar coccoidal cells [109] (Figure 9A–D) with
which membranous layers appeared displaced when compared to control cells. Coerced
cortical membrane fusion (Figure 9B) was observed with accelerated vesicular transport
resulting in dramatic amphiesmal rearrangements [109], demonstrating the non-permanent
amphiesmal nature with sustained vesicular transport dynamics.

The coerced increase in fusion events [109] drove the disappearance of small vesicles
and the accumulation of dense material in daughter swarmer cells, demonstrating the
continuum of amphiesmal dynamics with the vesicular system in mother–daughter am-
phiesmal transition (Figure 9C,D). The small vesicles in the control cells were shifted to large
peri-vesicles (~4.7 times increase in volume, as measured by ImagJ) in PEG-treated cells
(Figure 9A,B). The coerced fusion of the outer layers (Figure 9D) exhibited similarity to the
zooxanthellae cell wall in hospite [110]. PEG-treated mother cells exhibited a PL thickness
variation within the same cell, from apparently one layer (left) to two separate membranous
layers with inter vesicular bodies (unfused, right) (Figure 9B), indicating PL deposition
involving two membranes. There were also lesser electron dense attached vesicular bodies
outside the cell, substantiating the effect of extracellular PEG in driving vesicular trans-
port, and seconding the potential role of secretion (e.g., muco-polysaccharides) in driving
vesicular transport through the decanting of cortical vesicular membranes.

Lysosensor probes, which are highly pH-sensitive, strongly labeled dinoflagellate cortices
coinciding with the amphiesma (Figure 10B). Smaller G1 cells appeared to have less cortical
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labeling when compared to the larger G2 cells (Figure 10C–E) [111]. pH gradients are an
important regulatory axis in the vesicular transport/secretary pathway, affecting all aspects in-
cluding cargo sorting and protein processing [112–115], indicating the amphiesma’s acidic pH
could act as a cellular growth-deposition driver. The association of CTC[Ca2+]S (next section)
further indicated amphiesma as a major homeostatic hub, having biochemical–biomechanical
interactomes between the extracellular and intracellular environments. We do not adopt
acidocalcisomes to emphasize the compartments likely different from vacuolar regulation, as
lysotracker and CTC staining may not fully overlap (Figure 10A,B). The balancing of growth,
with vesicular transport, with ecdysis-attrition through secretion and oxidative potentials, will
be most evident in cells with apolar–circumpolar vesicular deposition.

Microtubules are believed to play a role in thecal development [43,60], despite there are
no cortical MTOCs and the cell exhibiting no apparent dynamics; they likely form a network
with alveolin homologues as reported in other Alveolates [14,116,117]. Amphiesma were
shed in DCB-treated dinoflagellate cells (Figure 2D) [60], an inhibitor of cellulose deposition
through severing microtubular contact [82]. Actin cytoskeleton was involved in plant cellulose
deposition, but cytochalasin D, an actin polymerization inhibitor, exhibited no effect in the
C. cohnii cell growth progress (Chongping Li, unpublished data). The eleutheroschisis lack
of unidirectional cytosol expansion, as required in desmoschisis, could thus directly reflect
growth–vesicular transport through the whole genome-growth cycle, as there is no nuclear
envelope breakdown. This was demonstrated with extracellular PEG coercing amphiesmal
cortical layer emptying, rather than a selective increase in AV board thickness, suggesting
the dynamic amphiesmal with exocytotic vesicular movement directly drives intracellular
movement of vesicles (PVBs), the depletion of which led to empty AVs with detachment from
the plasma membrane and the cytoplasmic membrane (Figure 9).
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Figure 9. Amphiesmal rearrangements in coccoid cells after induced membrane fusion. (A) Schematic
diagram showing the swarmer (daughter) and (mother) coccoid Crypthecodinium cohnii cells obtained



Mar. Drugs 2023, 21, 70 14 of 26

by the coccoid-swarmer-release and filtration method [118]. For polyethylene glycol (PEG) treatment,
cells were resuspended in 20% (w/v) PEG, before being spread on MLH agar plates. Transmission
electron photomicrographs of the amphiesma in (B,C) coccoid (on agar plate) and (D,E) swarmer
C. cohnii cells. Amphiesma of (B) control coccoid cell; (C) A PEG-treated coccoid cell; (D) A control
swarmer cell and (E) swarmer cell released on PEG-treated plate. PEG treatment, which increased
membrane fusion events [109], led to increased appearances of larger PVBs (polyvesicular bodies,
large endosomes, black arrows in (C)) comparing to the smaller vesicles (white arrows in (B)) in
control coccoid cells. It also drove thicker pellicular layer (PL) and amphiesmal rearrangement
in the PEG-treated coccoid cell (C). The PL in PEG-treated mother cell exhibited a variation from
apparently one layer with polysaccharide deposition (left) to two separate membranous layers with
inter vesicular bodies (unfused, right); there were also lesser stained attached vesicular bodies outside
the cell. TEM sections were in the same series that were published [109] and examined with a JEOL
100CX transmission electron microscope. EDM—electron dense materials. Magnification = 19,000×.
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Figure 10. Amphiesma calcium stores and acidic compartments. (A) Fluorescence photomicrographs
of chlorotetracycline (CTC)-stained Crypthecodinium cohnii, Lingulodinium polyedrum and Breviolum
minutum cells. Cells were briefly fixed with 1% (w/v) glutaraldehyde in seawater (5 min, 22 ◦C)
before CTC (excitation: 380 nm, emission: 520 nm [119]) staining with brief fixation protocol [120].
Over-fixation will lead to diminishing of subcellular CTC staining, suggesting the Ca2+ stores were
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associated with active vesicular transport. CTC-positive stores were observed on the surface and
distributed over the cortical layer of the cell. In addition to the tiny-dots staining pattern, CTC also
stained a continuous layer in the amphiesma (yellowish-green color). CTC localization in amphiesma
could be affected by inter-membrane zeta-potential and may not specially require specific Ca2+ bind-
ing proteins. The red fluorescence is chlorophyll autofluorescence from chloroplasts. (B) LysoSensor
Green DND-189 (excitation: 443 nm, emission: 505 nm, 2 µM, ThermoFisher) staining yielded fewer,
but larger, dots/patchy labeling in C. cohnii. Both cell surface and subcellular compartments were
stained, with apparent increased cortical labeling in larger G2 cells. (C,D) show higher-magnification
views of a smaller G1 and larger G2 LysoSensor-stained cells, respectively. The boundaries of the G1

cell shown in (C) and G2 cell shown in (D) were marked by (i, ii) and (iii, iv), respectively. (E) Quan-
tification of fluorescent level along transects in (C,D). Smaller G1 cells appeared to have less cortical
labeling when compared to the larger G2 cells. In either case, there were associations of inner acid
compartment with the nucleus. Scale bar = 10 µm.

7. Calcium Signaling in Ecdysis, Cellular Growth and Bioluminescence

Cellular growth rate-dependent cADPR-Ca2+ signaling pathways, including dose-
dependent CTC[Ca2+]S depletion, were demonstrated to orchestrate relative dinoflagellate
cell growth, whereas cADPR-Ca2-store depletion mediated cortical mechanical sensitivity
in dinoflagellates [78,120]. CTC[Ca2+]S mobilization exhibited pharmacological charac-
teristics of the ciliate subplasmalemmal-like Ca2+ stores, a special cortical endoplasmic
reticulum [121,122] that exhibits Ca2+ level restraint overflow from external rise [120,123].
IP3-Ca2+ signaling inhibition led to ecdysis in dinoflagellate cells [124–126], whereas Dantro-
lene (antagonist of both Ryanodine (RyR) and IP3 receptors) efficiently blocked shaking
(caffeine)-induced Ca2+ transient. Caffeine (cADPR receptor agonist) dose-dependently
accelerated Ca2+ transient and plasma membrane deposition, resulting in an increase in
relative cell sizes [120]. Whereas cADPR activates Ca2+- SERCA to Ca2+ influx from cytosol,
cADPR and inositol 1,4,5-trisphosphate (IP3) commonly operate with sensitizing lumi-
nal Ca2+ gating of RyRs/IP3R to store overload-induced Ca2+ release (SOICR) [127,128].
Inhibition of either one will modulate the other [129–131].

A dinoflagellate proton ATPase kHV1, which operated with negative Nernst poten-
tial [132,133], was proposed to function in the activation of the amphiesma associated
scintillons-bioluminescence (Figure 11). Mechanically induced calcium release from intra-
cellular Ca2+ store acts through the L-type Ca2+ channel (Figure 11), indicating the circuitry
of vesicular H+-ATPase and L-type Ca2+ channels, as was shaking induced bioluminescence
and mechanically induced ecdysis [107,134,135]. PLC inhibitor U73 122 blocked mechani-
cally induced bioluminescence and indoleamine-induced IP3 production in dinoflagellate
cells [126,136], indicating also the IP3 signaling involvement.

Mechanical shaking or the presence of fluidic mechanical forces inhibited cell prolifera-
tion of many dinoflagellates [137–139]. Each CTP within the surface orthogonal network of
the amphiesma, with underlain cortical microtubules likely part of the mechanical sensitive
system (as discussed earlier) responsible for sensing flow direction [140], and sustained
stimulation could lead to depolarization, and, in turn, ecdysis or bioluminescence. This
has similarity to the ciliate cortical AV-trichocyst system that is also based on AV Ca2+

signaling, in regulating cilia beating, including reverse swimming direction [141,142]. The
intertwining between ecdysis, cellular growth, and scintillons indicates a potential biolumi-
nescence role in dissipating oxidative stresses, as was proposed in the “oxygen defense”
hypothesis [143].
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8. Amphiesma in Hospite

The endosymbiotic relationships between Symbiodiniaceae members and corals form
the photosynthetic basis of the coral reef ecosystem. Coral zooxanthellae are generally in
coccoid forms in hospite; thinly thecated mastigotes (free swarmer cells) were reported
in laboratory culture and for some species in situ [17,110]. Amphiesma from free-living
Symbiodinium microadriacticum coccoid cells were demonstrated to contain polysaccharides
by CFW staining following cellulase treatment, and a thin outer layer was interpreted as
dinosporin [144]. Nonetheless, there were reports of pectinases-resistance in the Symbio-
diniaceae cell wall [145]. Zooxanthellae plastids are located circum-cortical [110] as a single
tubular organelle attached to amphiesma; amphiesmal dynamics will need to be negoti-
ated with the host acidic symbiosome pH [146,147] that will affect chloroplast vesicular
transport, as well as other vesicular components. These are important arrangements, as
photosynthesis will likely elaborate high redox potential across the cortice–inner cytosol
and will add on to the low pH of the symbiosome membrane as a driver for vesicular
transport. Bearing in mind the cortical location of major dinoflagellate acidic compartments
(Figure 10B), the dynamics of pH between the symbiosome membrane and amphiesma
will be strategic in understanding the symbiontic relationship. As Lysosensor and Lyso-
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tracker dyes accumulate on membranes (both host and symbiont), comparisons should
only be made between membranes or vesicular compartments, and not “zeroed” with
empty cytosol, as was in [146,147], in the estimation of symbiosome pH.

In free-living Breviolum minutum cells, the (CTC)-positive Ca2+ stores labeled the
amphiesma strongly, but higher than the internal compartments (unlike the other dinoflag-
ellates), cortical to the chloroplast autofluorescence (Figure 10A), indicating their regulatory
roles. Proposed host regulation of symbiosome pH would likely affect cyt[Ca2+] (cytosolic
calcium)-CTC[Ca2+]S (chlortetracycline (CTC)-positive Ca2+ stores) coupling and the cor-
responding vesicular transport, and orchestrate symbiont cellular deposition (or coerced
passage) to the host cell. Intracellular-cortical trafficking is fundamental for transport of
membrane proteins to the symbiosome membrane, as well as for lipid bodies matura-
tion [148–151]. Low pH and redox potential will not only drive vesicular transport, but also
affect the activation and sensitivity of CTC[Ca2+]S [152]. Unwarranted acidic amphiesma
will likely be pivotal in ecdysal regulation, the dysfunction of which likely causes ecdysis in
hospite. Several lines of evidence indicated some symbiotic dinoflagellates likely undertake
ecdysis-like events, including multiple layers of electron dense layers surrounding the
symbiosome [17,89], symbiosomes with over nine membrane layers, multiple host non-
symbiotic vacuole [153], and excess membrane vacuolation [154]. There were also several
reports that Symbiodiniaceae in hospite had undergone coccoidal eleutheroschisis with
discarded amphiesmal materials (forming multiple amphiesma (Figure 1M)) [110], but
whether this was attributed to stresses was not addressed [89]. Steep redox/pH gradients
will register higher sensitivity to unwarranted pH gradients, heat, or UVr (UV radiation)
membrane damage, which could have led to cell size dysregulation that was identified as
an early sign multivariate analysis [155,156] of coral bleaching.

9. Development of Resting Cysts Amphiesma

“Resting cysts” generally refer to the coccoidal product of sexual reproduction, of
which there are also sexual temporary cysts [1,157], and cyst-to-swarmer transition plays
prominent roles in dinoflagellate bloom dynamics. In most dinoflagellate lineages, coccoid
cells accommodate swarmer zygote (hypnozygote) differentiation to resting cysts [158].

Resting cyst development generally takes longer than ecdysal cysts, resulting in thecal
layer removal within the transient mucilage wall. L. polyedrum resting cyst development
was described in detail in [39]. The basic modular units of AV-PL dynamics were adapted
in resting cyst development, encompassing deflagellation, inflation of the outer plate
membrane, endophragm formation, thecal plate dissociation, and globule-spine formation
within the expanded central cell mass, followed by rupture of the transient mucilage and re-
lease of the resting cyst. The cyst mucilage wall, in some species, has surface reticulates [61].
It is generally regarded that spines developed from globules, or mucofibrous bulges in some
species, which in turn developed from underlying thecal vesicles. Some thecate species
produce resting cysts with paraplates, such as the Gonyaulax spinifera species complex and
Alexandrium pseudogonyaulax [159,160], whereas in some athecate species, the thecal vesicle
pattern could be replicated to the cyst wall [77] which commonly does not have spines. The
cyst mucilage, which could be attached to young cysts, contained sulphur and silica [161].
In addition to dinosporin, the young resting cyst wall was purported to contain, based on
histochemical interpretations, cellulose (internal), pectic compounds (pectin, exterior), and
callose (which appeared later and was possibly associated with germination) [32,162].

The long resting cyst developmental periods were often classified into “young” and
“old” periods, differing in aspects of surface deposition [77], which very often are highly
decorated with spines and containing the chemically resistant dinosporin. Dinosporin
was named attributed to the chemical resistance of the resting cyst cell wall, as in the
sporopollenin of plant pollens, and may have more than one chemical that contributed
to controversy [163,164]. Bearing in mind resting cysts amphiesma are likely composed
of more than one layer, with some ultrastructural investigations demonstrating inner and
outer cyst walls [165], we cannot exclude the occurrence of more than one major compound.
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Transition to resting cyst is a key ecological event in bloom termination that seeds the
following annual cycle in many HAB species [1]. Sexual reproduction also involved diploid
planozygotes, which undergo vegetative proliferation in some species [166] (Figure 18 of
Gao et al., 1989) prior to transforming into either sexual ecdysal cysts or resting cysts, and
with circadian dependency as reported for asexual ecdysis [38,167]. Most earlier literature
can be found, described in detail, in [10].

10. Mucus Production

Dinoflagellates produce a wide spectrum of toxins, which require passage through
the amphiesma, assuming an extracellular role. Many bloom-forming species, for instance
Prorocentrum cf. balticum, Ceratium spp., and Osteropsis spp., produce vast amounts of
muco-polysaccharide exudates, mucospheres, mucilage, or toxic mucus trap [168–171]
(Figure 12A–C). Mucus production at these biomass levels could involve secretion of
mucin-like proteins, as in the case of some diatoms [172], or potentially formed through
partial hydrolysis after ecdysis; in either case, the amphiesma dynamics are involved.
Whereas the AVs are circum-cortical with the flagella pores at longitudinal and transverse,
the pusule could serve as special communication ports [173].
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Figure 12. Dinoflagellates muco-polysaccharide. (A) Crypthecodinium cohnii and (B) Amphidinium
carterae cells form strand-like cluster in suspension culture. (C) Complex network of tiny mucilaginous
filament (sheath) was produced by the benthic Coolia sp. (family Ostreopsidaceae), which enables
them to colonize benthic substrates. See also Video S2. The Coolia sp. was cultured in 24 well plate,
with f/2 medium at 22 ◦C for a month. The amorphous polysaccharidic component of mucilage was
proposed to derive from pusule fibrous material and mucocysts [174].

Mucocysts are single-membrane bound, flask-shaped vesicles that contain amorphous,
finely granular material that are considered to form the mucosphere in the resting cyst.
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Trichocysts are rod-shaped extrusomal vesicles with proteinaceous twisted fibers (paracrys-
talline central body), which are responsible for the discharge of long trichocyst shafts
that could potentially contribute to the mucus material [108,174]. Amorphous materials
surrounded by the pusule membrane [175] could also be related to the mucus excretion
observed for many species. The multiple “thecal pits and pores” in CTPs, which were
speculated to be trichocyst openings, could have adopted such a role. pH was recognized
to be a major factor in phytoplankton successions [176]. Bloom partial degradation with
cellulosome(s) [177], or seawater CO2 uptake through microalgal respiration, would have
increased local pH, likely altering the usual pH differentials, which will likely exert feed-
back on the population, especially in ecdysal propensity, in essence a passive quorum. The
association of acidic compartments, as well as the endoglucanase dCel1p, with amphiesma
will have implication to the ecdysed polysaccharides upon pellicle cyst formation.

11. Biomechanical Roles of Amphiesma

In addition to serving as barrier, or communication layer, with the extracellular envi-
ronment, the amphiesmal-CTP/PL likely have multiple functional roles. Many dinoflag-
ellates have relatively large cell sizes, and cortical CTP deposition represents substantial
biomass. CTPs are an important component of marine snow, representing significant fixed
carbon transport to the benthos [178]. The relative synchrony of CTP regeneration from
ecdysal cysts (Figure 4A), represents an amendable single-cell system for the study of
cellulose deposition without the primary–secondary cell wall asynchronicity and positional
dependent development.

Nanoindentation studies suggested that CTP’s mechanical hardness levels were in the
range of soft wood, with apparent homogeneity within the CTP board, but with higher
strength at the CTP ridges [62]. Considering additional mechanical strength offered by the
plate orthogonal assembly, as in the case of diatom valves [179], the thecal layer intuitively
serves mechanical protection. The specific density of amorphous cellulose was estimated to
be in the region of 1.4~1.5 g/cm3 [180], and the circum-cortical localization would render a
potential ballasting-like function. Dinoflagellate swarmer cells whirl with movement of
their longitudinal and transverse flagella (reviewed in [181]).

12. Conclusions

Amphiesmal dynamics thus orchestrate dinoflagellate cellular growth simultaneously
with CTP/PL polysaccharide deposition, and its regulation dictates life-cycle transitions. It
is apparent that the different bioprocesses, deflagellation–reflagellation, PL displacement–
regeneration, and AV-CTP assembly, are modularly incorporated in their sequence of
events during amphiesmal dynamics in different cell-life cycle transitions. The association
of acidic compartments with CTC[Ca2+]S suggests amphiesma is a major regulatory hub,
having biochemical–biomechanical interactomes between the extracellular and intracellular
environments. The significant roles of IP3-cADPR-Ca2+ signaling in cellular growth and am-
phiesmal dynamics, whether it is free-living or in symbiotic dinoflagellates, will be locally
adapted in each cell type, with cortical chloroplasts representing a special axis. Amphiesma
also serves as a communication hub between the external environment and the dinoflag-
ellate cytosol, with many thecal pits and micropores speculated for nutrient exchanges.
CTP formation encompasses carbon fixation, cellulose biogenesis, vesicular transport rate,
quantitative Ca2+-membrane interactomes, optical biology, and spatial-temporal volume
depletion force axis, in addition to dinoflagellate modelling in circadian rhythm, peridinin
photobiology, and toxin biosynthesis; their developments with the ongoing genetic dis-
section and genome annotations will put amphiesma-CTP explorations at cross-forefronts
between physical biology, biochemistry, synthetic biology, and molecular biology.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/md21020070/s1, Video S1: Lingulodinium polyedrum cell undergoing
excystment, Video S2: Mucilage filament (sheath) produced by the benthic Coolia spp.
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Mar. Drugs 2023, 21, 70 20 of 26

Author Contributions: Conceptualization, J.T.Y.W., A.C.M.K.; methodology, J.T.Y.W., A.C.M.K. and
W.S.C.; investigation, A.C.M.K. and W.S.C.; data curation, J.T.Y.W. and A.C.M.K.; writing—original
draft preparation, J.T.Y.W., A.C.M.K.; writing—review and editing, J.T.Y.W., A.C.M.K.; supervision,
J.T.Y.W. All authors have read and agreed to the published version of the manuscript.

Funding: We would like to thank the Hong Kong Research Grant Council for financial support to
J.T.Y.W. (grant number GRF16101415, GRF16101222, UGC IEG19SC01 and UGC IEG19SC01PG).

Institutional Review Board Statement: Not applicable.

Data Availability Statement: The data are available on request from the corresponding author.

Acknowledgments: We thank David New (HKUST) for English corrections.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Bravo, I.; Figueroa, R.I. Towards an Ecological Understanding of Dinoflagellate Cyst Functions. Microorganisms 2014, 2, 11–32.

[CrossRef] [PubMed]
2. Wall, D. Biological Problems concerning Fossilizable Dinoflagellates. Proc. Annu. Meet. Am. Assoc. Stratigr. Palynol. 1971, 2, 1–15.
3. Anderson, D.M. The Roles of Dormant Cysts in Toxic Dinoflagellate Blooms and Shellfish Toxicity. In Seafood Toxins; Ragelis, E.P.,

Ed.; American Chemical Society: Washington, DC, USA, 1984; Volume 262, pp. 125–138.
4. Spilling, K.; Olli, K.; Lehtoranta, J.; Kremp, A.; Tedesco, L.; Tamelander, T.; Klais, R.; Peltonen, H.; Tamminen, T. Shifting

Diatom—Dinoflagellate Dominance During Spring Bloom in the Baltic Sea and its Potential Effects on Biogeochemical Cycling.
Front. Mar. Sci. 2018, 5, 327. [CrossRef]

5. Wasmund, N.; Kownacka, J.; Gobel, J.; Jaanus, A.; Johansen, M.; Jurgensone, I.; Lehtinen, S.; Powilleit, M. The Di-
atom/Dinoflagellate Index as an Indicator of Ecosystem Changes in the Baltic Sea 1. Principle and Handling Instruction. Front.
Mar. Sci. 2017, 4, 153. [CrossRef]

6. Kudela, R.; Pitcher, G.; Probyn, T.; Figueiras, F.; Moita, T.; Trainer, V. Harmful Algal Blooms in Coastal Upwelling Systems.
Oceanography 2005, 18, 184–197. [CrossRef]

7. Du, X.N.; Peterson, W.; O’Higgins, L. Interannual variations in phytoplankton community structure in the northern California
Current during the upwelling seasons of 2001–2010. Mar. Ecol. Prog. Ser. 2015, 519, 75–87. [CrossRef]

8. Morrill, L.C.; Loeblich, A.R., III. Ultrastructure of the dinoflagellate amphiesma. Int. Rev. Cytol. 1983, 82, 151–180.
9. Loeblich, A.R., III. Dinoflagellate Physiology and Biochemistry. In Dinoflagellates; Spector, D.L., Ed.; Academic Press: London, UK,

1984; pp. 299–342.
10. Netzel, H.; Dürr, G. Dinoflagellate cell cortex. In Dinoflagellates; Spector, D.L., Ed.; Academic Press: Orlando, FL, USA, 1984;

pp. 43–105.
11. Dodge, J.D.; Gruet, C. Dinoflagellate ultrastructure and complex organelles. In The Biology of Dinoflagellates; Taylor, F.J., Ed.;

Blackwell: Boston, MA, USA, 1987; pp. 92–142.
12. Dodge, J.D.; Crawford, R.M. A survey of thecal fine structure in the Dinophyceae. Bot. J. Linn. Soc. 1970, 63, 53–67. [CrossRef]
13. Cavalier-Smith, T. Cell diversification in heterotrophic flagellates. In The Biology of Free-Living Heterotrophic Flagellates; Patterson,

D.J., Larsen, J., Eds.; Oxford University Press: Oxford, UK, 1991; pp. 113–131.
14. Gould, S.B.; Tham, W.H.; Cowman, A.F.; McFadden, G.I.; Waller, R.F. Alveolins, a new family of cortical proteins that define the

protist infrakingdom Alveolata. Mol. Biol. Evol. 2008, 25, 1219–1230. [CrossRef]
15. Dodge, J.D. Atlas of Dinoflagellates: A Scanning Electron Microscope Survey; Farrand Press: London, UK, 1985.
16. Bibby, B.T.; Dodge, J.D. The encystment of a freshwater dinoflagellate: A light and electron-microscopical study. Br. Phycol. J.

1972, 7, 85–100. [CrossRef]
17. Loeblich, A.R., III; Sherley, J.L. Observations on the theca of the motile phase of free-living and symbiotic isolates of Zooxanthella

microadriatica (Freudenthal) comb nov. J. Mar. Biol. Assoc. UK 1979, 59, 195–205. [CrossRef]
18. Dodge, J.D.; Bibby, B.T. The Prorocentrales (Dinophyceae): I. A comparative account of fine structure in the genera Prorocentrum

and Exuviaella. Bot. J. Linn. Soc. 1973, 67, 175–187. [CrossRef]
19. Dürr, G. Electron microscopical studies on the theca of dinoflagellates II: Peridinium cinctum. Arch. Protistenkd. 1979, 122, 88–120.

[CrossRef]
20. Wetherbee, R. The fine structure of Ceratium tripos, a marine armored dinoflagellate. I. The cell covering (theca). J. Ultrastruct.

Res. 1975, 50, 58–64. [CrossRef]
21. Dürr, G. Elektronenmikroskopische Untersuchungen am Panzer von Dinoflagellaten. I. Gonyaulax polyedra. Arch. Protistenkd.

1979, 122, 55–87. [CrossRef]
22. Kubai, D.F.; Ris, H. Division in the dinoflagellate Gyrodinium cohnii (Schiller). A new type of nuclear reproduction. J. Cell. Biol.

1969, 40, 508–528. [CrossRef]
23. Tomas, R.N.; Cox, E.R. Observations on the symbiosis of Peridinium balticum and its intracellular alga. I. Ultrastructure. J. Phycol.

1973, 9, 304–323.

http://doi.org/10.3390/microorganisms2010011
http://www.ncbi.nlm.nih.gov/pubmed/27694774
http://doi.org/10.3389/fmars.2018.00327
http://doi.org/10.3389/fmars.2017.00153
http://doi.org/10.5670/oceanog.2005.53
http://doi.org/10.3354/meps11097
http://doi.org/10.1111/j.1095-8339.1970.tb02302.x
http://doi.org/10.1093/molbev/msn070
http://doi.org/10.1080/00071617200650111
http://doi.org/10.1017/S0025315400046270
http://doi.org/10.1111/j.1095-8339.1973.tb01737.x
http://doi.org/10.1016/S0003-9365(79)80021-4
http://doi.org/10.1016/S0022-5320(75)90008-8
http://doi.org/10.1016/S0003-9365(79)80020-2
http://doi.org/10.1083/jcb.40.2.508


Mar. Drugs 2023, 21, 70 21 of 26

24. Kalley, J.P.; Bisalputra, T. Peridinium trochoideum: The fine structure of the thecal plates and associated membranes. J. Ultrastruct.
Res. 1971, 37, 521–531. [CrossRef]

25. Schmitter, R.E. The fine structure of Gonyaulax polyedra, a bioluminescent marine dinoflagellate. J. Cell Sci. 1971, 9, 147–173.
[CrossRef]

26. Dodge, J.D.; Crawford, R.M. Fine structure of the dinoflagellate Oxyrrhis marina. I. The general fine structure of the cell.
Protistologica 1971, 7, 295–304.

27. Dodge, J.D.; Crawford, R.M. Fine structure of the dinoflagellate Amphidinium carteri Hulbert. Protistologica 1968, 4, 231–242.
28. Soyer, M.O. Les ultrastructures lie´es aux fonctions de relation chez Noctiluca miliaris S. (Dinoflagellata). Z. Zellforsch. 1970,

104, 29–55. [CrossRef] [PubMed]
29. Steidinger, K.A.; Truby, E.W.; Dawes, C.J. Ultrastructure of the Red Tide Dinoflagellate Gymnodinium Breve. I. General Description.

J. Phycol. 1978, 14, 72–79. [CrossRef]
30. Swift, E.; Remsen, C.C. The cell wall of Pyrocystis spp. (Dinococcales). J. Phycol. 1970, 6, 79–86. [CrossRef]
31. Deane, E.M.; O’Brien, R.W. Isolation and axenic culture of Gymnodinium microadriaticum from Tridacna maxima. Br. Phycol. J.

1978, 13, 189–195. [CrossRef]
32. Loeblich, A.R., III. The Amphiesma or Dinoflagellate Cell Covering. In Proceedings of the North American Paleontology

Convention, Chicago, IL, USA, 5–7 September 1969; Yochelson, E.L., Ed.; Allen Press: Lawrence, KS, USA, 1970; Volume 2,
pp. 867–929.

33. Morrill, L.C. Ecdysis and the location of the plasma-membrane in the dinoflagellate Heterocapsa niei. Protoplasma 1984, 119, 8–20.
[CrossRef]

34. Pozdnyakov, I.; Skarlato, S. Dinoflagellate amphiesma at different stages of the life cycle. Protistology 2012, 7, 108–115.
35. Valiadi, M.; Iglesias-Rodriguez, D. Understanding Bioluminescence in Dinoflagellates-How Far Have We Come? Microorganisms

2013, 1, 3–25. [CrossRef]
36. Von Dassow, P.; Latz, M.I. The role of Ca(2+) in stimulated bioluminescence of the dinoflagellate Lingulodinium polyedrum. J. Exp.

Biol. 2002, 205 Pt 19, 2971–2986. [CrossRef]
37. Chan, W.S.; Kwok, A.C.M.; Wong, J.T.Y. Knockdown of Dinoflagellate Cellulose Synthase CesA1 Resulted in Malformed

Intracellular Cellulosic Thecal Plates and Severely Impeded Cyst-to-Swarmer Transition. Front. Microbiol. 2019, 10, 546. [CrossRef]
38. Figueroa, R.I.; Bravo, I. Sexual Reproduction and Two Different Encystment Strategies of Lingulodinium polyedrum (Dinophyceae)

in Culture. J. Phycol. 2005, 41, 370–379. [CrossRef]
39. Kokinos, J.P.; Anderson, D.M. Morphological Development of Resting Cysts in Cultures of the Marine Dinoflagellate Lingulodinium

polyedrum (=L. machaerophorum). Palynology 1995, 19, 143–166. [CrossRef]
40. Roy, S.; Letourneau, L.; Morse, D. Cold-induced cysts of the photosynthetic dinoflagellate Lingulodinium polyedrum have an

arrested circadian bioluminescence rhythm and lower levels of protein phosphorylation. Plant Physiol. 2014, 164, 966–977.
[CrossRef]

41. Deng, Y.; Hu, Z.; Shang, L.; Peng, Q.; Tang, Y.Z. Transcriptomic Analyses of Scrippsiella trochoidea Reveals Processes Regulating
Encystment and Dormancy in the Life Cycle of a Dinoflagellate, with a Particular Attention to the Role of Abscisic Acid. Front.
Microbiol. 2017, 8, 2450. [CrossRef]

42. Sekida, S.; Horiguchi, T.; Okuda, K. Development of thecal plates and, pellicle in the dinoflagellate Scrippsiella hexapraecingula
(Peridiniales, Dinophyceae) elucidated by changes in stainability of the associated membranes. Eur. J. Phycol. 2004, 39, 105–114.
[CrossRef]

43. Bricheux, G.; Mahoney, D.G.; Gibbs, S.P. Development of the pellicle and thecal plates following ecdysis in the dinoflagellate
Glenodinium foliaceum. Protoplasma 1992, 168, 159–171. [CrossRef]

44. Sekida, S.; Horiguchi, T.; Okuda, K. Development of the cell covering in the dinoflagellate Scrippsiella hexapraecingula (Peridiniales,
Dinophyceae). Phycol. Res. 2001, 49, 163–176. [CrossRef]

45. Kwok, A.C.M.; Wong, J.T.Y. The activity of a wall-bound cellulase is required for and is coupled to cell cycle progression in the
dinoflagellate Crypthecodinium cohnii. Plant Cell 2010, 22, 1281–1298. [CrossRef]

46. Janouskovec, J.; Gavelis, G.S.; Burki, F.; Dinh, D.; Bachvaroff, T.R.; Gornik, S.G.; Bright, K.J.; Imanian, B.; Strom, S.L.; Del-
wiche, C.F.; et al. Major transitions in dinoflagellate evolution unveiled by phylotranscriptomics. Proc. Natl. Acad. Sci. USA 2017,
114, E171–E180. [CrossRef]

47. Adamich, M.; Sweeney, B.M. The preparation and characterization of Gonyaulax spheroplasts. Planta 1976, 130, 1–6. [CrossRef]
48. Hohfeld, I.; Melkonian, M. Amphiesmal Ultrastructure of Dinoflagellates—A Reevaluation of Pellicle Formation. J. Phycol. 1992,

28, 82–89. [CrossRef]
49. Mariia, B.; Pavel, S.; Olga, M. Ultrastructural aspects of ecdysis in the naked dinoflagellate Amphidinium carterae. Protistology 2019,

13, 57–63.
50. Taylor, F.J.R. Dinoflagellate Morphology. In The Biology of Dinoflagellates; Taylor, F.J.R., Ed.; Blackwell Scientific Publications:

Oxford, UK, 1987; Volume 21, pp. 24–91.
51. Morrill, L.C.; Loeblich, A.R., III. The Dinoflagellate Pellicular Wall Layer and Its Occurrence in the Division Pyrrhophyta. J. Phycol.

1981, 17, 315–323. [CrossRef]
52. Sweeney, B.M. Freeze-fracture studies of the thecal membranes of Gonyaulax polyedra: Circadian changes in the particles of one

membrane face. J. Cell Biol. 1976, 68, 451–461. [CrossRef] [PubMed]

http://doi.org/10.1016/S0022-5320(71)80022-9
http://doi.org/10.1242/jcs.9.1.147
http://doi.org/10.1007/BF00340048
http://www.ncbi.nlm.nih.gov/pubmed/5414491
http://doi.org/10.1111/j.1529-8817.1978.tb00634.x
http://doi.org/10.1111/j.1529-8817.1970.tb02361.x
http://doi.org/10.1080/00071617800650241
http://doi.org/10.1007/BF01287812
http://doi.org/10.3390/microorganisms1010003
http://doi.org/10.1242/jeb.205.19.2971
http://doi.org/10.3389/fmicb.2019.00546
http://doi.org/10.1111/j.1529-8817.2005.04150.x
http://doi.org/10.1080/01916122.1995.9989457
http://doi.org/10.1104/pp.113.229856
http://doi.org/10.3389/fmicb.2017.02450
http://doi.org/10.1080/09670260310001646513
http://doi.org/10.1007/BF01666262
http://doi.org/10.1111/j.1440-1835.2001.tb00247.x
http://doi.org/10.1105/tpc.109.070243
http://doi.org/10.1073/pnas.1614842114
http://doi.org/10.1007/BF00390837
http://doi.org/10.1111/j.0022-3646.1992.00082.x
http://doi.org/10.1111/j.1529-8817.1981.tb00857.x
http://doi.org/10.1083/jcb.68.3.451
http://www.ncbi.nlm.nih.gov/pubmed/1035909


Mar. Drugs 2023, 21, 70 22 of 26

53. Durr, G. Electron-Microscope Studies on the Theca of Dinoflagellates. 3. Cyst of Peridinium-Cinctum. Arch. Fur Protistenkd. 1979,
122, 121–139.

54. Bogus, K.; Mertens, K.N.; Lauwaert, J.; Harding, I.C.; Vrielinck, H.; Zonneveld, K.A.F.; Versteegh, G.J.M. Differences in the
chemical composition of organic-walled dinoflagellate resting cysts from phototrophic and heterotrophic dinoflagellates. J. Phycol.
2014, 50, 254–266. [CrossRef]

55. Mertens, K.N.; Gu, H.; Pospelova, V.; Chomérat, N.; Nézan, E.; Gurdebeke, P.R.; Bogus, K.; Vrielinck, H.; Rumebe, M.; Meteigner,
C. First record of resting cysts of the benthic dinoflagellate Prorocentrum leve in a natural reservoir in Gujan-Mestras, Gironde,
France. J. Phycol. 2017, 53, 1193–1205. [CrossRef]

56. Dodge, J.D.; Crawford, R.M. The morphology and fine structure of Ceratium hirundinella (Dinophyceae). J. Phycol. 1970, 6, 137–149.
[CrossRef]

57. Wetherbee, R. The fine structure of Ceratium tripos, a marine armored dinoflagellate. III. Thecal plate formation. J. Ultrastruct. Res.
1975, 50, 77–88. [CrossRef]

58. Dodge, J.D. A Redescription of the Dinoflagellate Gymnodinium Simplex with the Aid of Electron Microscopy. J. Mar. Biol. Assoc.
UK 1974, 54, 171–177. [CrossRef]

59. Morrill, L.C.; Loeblich, A.R., III. Cell division and reformation of the amphiesma in the pelliculate dinoflagellate, Heterocapsa niei.
J. Mar. Biol. Assoc. UK 1984, 64, 939–953. [CrossRef]

60. Kwok, A.C.M.; Wong, J.T.Y. Cellulose synthesis is coupled to cell cycle progression at G1 in the dinoflagellate Crypthecodinium
cohnii. Plant Physiol. 2003, 131, 1681–1691. [CrossRef]

61. Sarjeant, W.A.S.; Taylor, F.J.R.M. Dinoflagellates, fossil and modern: Certain unresolved problems. Grana 1999, 38, 186–192.
[CrossRef]

62. Lau, R.K.L.; Kwok, A.C.M.; Chan, W.K.; Zhang, T.Y.; Wong, J.T.Y. Mechanical characterization of cellulosic thecal plates in
dinoflagellates by nanoindentation. J. Nanosci. Nanotechnol. 2007, 7, 452–457. [CrossRef]

63. Kalley, J.P.; Bisalputra, T. Initial stages of cell wall formation in the dinoflagellate Peridinium trochoideum. Can. J. Bot. 1973,
53, 483–494. [CrossRef]

64. Pfiester, L.A.; Skvarla, J.J. Heterothallism and Thecal Development in the Sexual Life-History of Peridinium-Volzii (Dinophyceae).
Phycologia 1979, 18, 13–18. [CrossRef]

65. Kalley, J.P.; Bisalputra, T. Peridinium trochoideum: The fine structure of the theca as shown by freeze-etching. J. Ultrastruct. Res.
1970, 31, 95–108. [CrossRef]

66. Durr, G.; Netzel, H. The fine structure of cell surface in Gonyaulax polyedra (Dinoflagellata). Cell Tissue Res. 1974, 150, 21–41.
[CrossRef]

67. Tillmann, U.; Elbrachter, M. Cell division in Azadinium spinosum (Dinophyceae). Bot. Mar. 2013, 56, 399–408. [CrossRef]
68. Pfiester, L.A.; Anderson, D.M. Dinoflagellate reproduction. In The Biology of Dinoflagellates; Taylor, F.J.R., Ed.; Academic Press:

New York, NY, USA, 1987; pp. 611–648.
69. Roberts, K.R.; Roberts, J.E. The flagellar apparatus and cytoskeleton of the dinoflagellates. Protoplasma 1991, 164, 105–122.

[CrossRef]
70. Fitt, W.K.; Trench, R.K. The relation of diel patterns of cell division to diel patterns of motility in the symbiotic dinoflagellate

Symbiodinium microadria ticum freudenthal in culture. New Phytol. 1983, 94, 421–432. [CrossRef]
71. Inouye, I.; Pienaar, R.N. Observations on the life cycle and microanatomy of Thoracosphaera heimii (Dinophyceae) with special

reference to its systematic position. South Afr. J. Bot. 1983, 2, 63–75. [CrossRef]
72. Sebastian Meier, K.J.; Young, J.R.; Kirsch, M.; Feist-Burkhardt, S. Evolution of different life-cycle strategies in oceanic calcareous

dinoflagellates. Eur J. Phycol. 2007, 42, 81–89. [CrossRef]
73. Elbrachter, M.; Drebes, G. Life cycles, phylogeny and taxonomy of Dissodinium and Pyrocystis (Dinophyta). Helgol. Wiss

Meeresunters 1978, 31, 347–366. [CrossRef]
74. Kawaguti, S. An Electron Microscopic Proof for a Path of Nutritive Substances from Zooxanthellae to the Reef Coral Tissue. Proc.

Jpn. Acad. 1964, 40, 832–835. [CrossRef]
75. Kevin, M.J.; Hall, W.T.; McLaughlin, J.J.; Zahl, P.A. Symbiodinium Microadriaticum Freudenthal, a Revised Taxonomic Description,

Ultrastructure. J. Phycol. 1969, 5, 341–350. [CrossRef]
76. Taylor, D.L. In situ studies on the cytochemistry and ultrastructure of a symbiotic marine dinoflagellate. J. Mar. Biol. Assoc. UK

2009, 48, 349–366. [CrossRef]
77. Blackburn, S.I.; Hallegraeff, G.; Bolch, C. Vegetative reproduction and sexual life cycle of the toxic dinoflagellate Gymnodinium

catenatum from Tasmania, Australia. J. Phycol. 1989, 25, 577–590. [CrossRef]
78. Lam, C.M.C.; Yeung, P.K.K.; Lee, H.C.; Wong, J.T.Y. Cyclic ADP-ribose links metabolism to multiple fission in the dinoflagellate

Crypthecodinium cohnii. Cell Calcium 2009, 45, 346–357. [CrossRef]
79. Reguera, B.; Gonzalez-Gil, S. Small cell and intermediate cell formation in species of Dinophysis (Dinophyceae, Dinophysiales).

J. Phycol. 2001, 37, 318–333. [CrossRef]
80. Escalera, L.; Reguera, B. Planozygote Division and Other Observations on the Sexual Cycle of Several Species of Dinophysis

(Dinophyceae, Dinophysiales). J. Phycol. 2008, 44, 1425–1436. [CrossRef]
81. Wong, J.T.Y.; Kwok, A.C.M. Proliferation of dinoflagellates: Blooming or bleaching. BioEssays 2005, 27, 730–740. [CrossRef]

http://doi.org/10.1111/jpy.12170
http://doi.org/10.1111/jpy.12582
http://doi.org/10.1111/j.1529-8817.1970.tb02372.x
http://doi.org/10.1016/S0022-5320(75)90010-6
http://doi.org/10.1017/S0025315400022141
http://doi.org/10.1017/S0025315400047354
http://doi.org/10.1104/pp.102.018945
http://doi.org/10.1080/00173139908559227
http://doi.org/10.1166/jnn.2007.18041
http://doi.org/10.1139/b75-059
http://doi.org/10.2216/i0031-8884-18-1-13.1
http://doi.org/10.1016/S0022-5320(70)90147-4
http://doi.org/10.1007/BF00220378
http://doi.org/10.1515/bot-2013-0022
http://doi.org/10.1007/BF01320818
http://doi.org/10.1111/j.1469-8137.1983.tb03456.x
http://doi.org/10.1016/S0022-4618(16)30147-4
http://doi.org/10.1080/09670260600937833
http://doi.org/10.1007/BF02189487
http://doi.org/10.2183/pjab1945.40.832
http://doi.org/10.1111/j.1529-8817.1969.tb02624.x
http://doi.org/10.1017/S0025315400034548
http://doi.org/10.1111/j.1529-8817.1989.tb00264.x
http://doi.org/10.1016/j.ceca.2008.12.006
http://doi.org/10.1046/j.1529-8817.2001.037002318.x
http://doi.org/10.1111/j.1529-8817.2008.00610.x
http://doi.org/10.1002/bies.20250


Mar. Drugs 2023, 21, 70 23 of 26

82. Rajangam, A.S.; Kumar, M.; Aspeborg, H.; Guerriero, G.; Arvestad, L.; Pansri, P.; Brown, C.J.; Hober, S.; Blomqvist, K.;
Divne, C.; et al. MAP20, a microtubule-associated protein in the secondary cell walls of hybrid aspen, is a target of the cellulose
synthesis inhibitor 2,6-dichlorobenzonitrile. Plant Physiol. 2008, 148, 1283–1294. [CrossRef]

83. Lane, D.R.; Wiedemeier, A.; Peng, L.; Hofte, H.; Vernhettes, S.; Desprez, T.; Hocart, C.H.; Birch, R.J.; Baskin, T.I.; Burn, J.E.; et al.
Temperature-sensitive alleles of RSW2 link the KORRIGAN endo-1,4-beta-glucanase to cellulose synthesis and cytokinesis in
Arabidopsis. Plant Physiol. 2001, 126, 278–288. [CrossRef]

84. Peng, L.; Kawagoe, Y.; Hogan, P.; Delmer, D. Sitosterol-beta-glucoside as primer for cellulose synthesis in plants. Science 2002,
295, 147–150. [CrossRef]

85. Robert, S.; Bichet, A.; Grandjean, O.; Kierzkowski, D.; Satiat-Jeunemaitre, B.; Pelletier, S.; Hauser, M.T.; Hofte, H.; Vernhettes, S.
An Arabidopsis endo-1,4-beta-D-glucanase involved in cellulose synthesis undergoes regulated intracellular cycling. Plant Cell
2005, 17, 3378–3389. [CrossRef]

86. Okamoto, O.K.; Hastings, J.W. Genome-wide analysis of redox-regulated genes in a dinoflagellate. Gene 2003, 321, 73–81.
[CrossRef]

87. Zirbel, M.J.; Veron, F.; Latz, M.I. The reversible effect of flow on the morphology of Ceratocorys horrida (Peridiniales, Dinophyta).
J. Phycol. 2000, 36, 46–58. [CrossRef]

88. Tunin-Ley, A.; Lemee, R. The Genus Neoceratium (Planktonic Dinoflagellates) as a Potential Indicator of Ocean Warming.
Microorganisms 2013, 1, 58–70. [CrossRef]

89. Wakefield, T.S.; Farmer, M.A.; Kempf, S.C. Revised description of the fine structure of in situ “zooxanthellae” genus Symbiodinium.
Biol. Bull. 2000, 199, 76–84. [CrossRef]

90. Tangen, K.; Brand, L.E.; Blackwelder, P.L.; Guillard, R.R.L. Thoracosphaera-Heimii (Lohmann) Kamptner Is a Dinophyte—Observations
on Its Morphology and Life-Cycle. Mar. Micropaleontol. 1982, 7, 193–212. [CrossRef]

91. Jantschke, A.; Pinkas, I.; Schertel, A.; Addadi, L.; Weiner, S. Biomineralization pathways in calcifying dinoflagellates: Uptake,
storage in MgCaP-rich bodies and formation of the shell. Acta Biomater. 2020, 102, 427–439. [CrossRef] [PubMed]

92. Fujita, M.; Himmelspach, R.; Hocart, C.H.; Williamson, R.E.; Mansfield, S.D.; Wasteneys, G.O. Cortical microtubules optimize
cell-wall crystallinity to drive unidirectional growth in Arabidopsis. Plant J. 2011, 66, 915–928. [CrossRef] [PubMed]

93. Updegraff, D.M. Semimicro determination of cellulose in biological materials. Anal. Biochem. 1969, 32, 420–424. [CrossRef]
[PubMed]

94. Jensen, W.A. Botanical Histochemistry, Principles and Practice; W. H. Freeman and Co.: San Francisco, CA, USA, 1962.
95. Taylor, J.G.; Haigler, C.H.; Kilburn, D.G.; Blanton, R.L. Detection of cellulose with improved specificity using laser-based

instruments. Biotech. Histochem. Off. Publ. Biol. Stain. Comm. 1996, 71, 215–223. [CrossRef]
96. Linder, M.; Salovuori, I.; Ruohonen, L.; Teeri, T.T. Characterization of a Double Cellulose-binding Domain: Synergistic High

Affinity Binding to Crystalline Cellulose*. J. Biol. Chem. 1996, 271, 21268–21272. [CrossRef]
97. Linder, M.; Winiecka-Krusnell, J.; Linder, E. Use of recombinant cellulose-binding domains of Trichoderma reesei cellulase as a

selective immunocytochemical marker for cellulose in protozoa. Appl. Environ. Microbiol. 2002, 68, 2503–2508. [CrossRef]
98. Ong, E.; Gilkes, N.R.; Miller, R.C., Jr.; Warren, R.A.; Kilburn, D.G. The cellulose-binding domain (CBD(Cex)) of an exoglucanase

from Cellulomonas fimi: Production in Escherichia coli and characterization of the polypeptide. Biotechnol. Bioeng. 1993, 42, 401–409.
[CrossRef]

99. Tomme, P.; Driver, D.P.; Amandoron, E.A.; Miller, R.C., Jr.; Antony, R.; Warren, J.; Kilburn, D.G. Comparison of a fungal (family I)
and bacterial (family II) cellulose-binding domain. J. Bacteriol. 1995, 177, 4356–4363. [CrossRef]

100. Northcote, D.H.; Pickett-Heaps, J.D. A function of the Golgi apparatus in polysaccharide synthesis and transport in the root-cap
cells of wheat. Biochem. J. 1966, 98, 159–167. [CrossRef]

101. Fritz, L.; Triemer, R.E. A Rapid Simple Technique Utilizing Calcofluor White M2R for the Visualization of Dinoflagellate Thecal
Plates. J. Phycol. 1985, 21, 662–664. [CrossRef]

102. Popper, Z.A.; Tuohy, M.G. Beyond the green: Understanding the evolutionary puzzle of plant and algal cell walls. Plant Physiol.
2010, 153, 373–383. [CrossRef]

103. Tsekos, I. The sites of cellulose synthesis in algae: Diversity and evolution of cellulose-synthesizing enzyme complexes. J. Phycol.
1999, 35, 635–655. [CrossRef]

104. Cavalier-Smith, T.; Chao, E.E. Protalveolate phylogeny and systematics and the origins of Sporozoa and dinoflagellates (phylum
Myzozoa nom. nov.). Eur. J. Protistol. 2004, 40, 185–212. [CrossRef]

105. Abidi, W.; Torres-Sanchez, L.; Siroy, A.; Krasteva, P.V. Weaving of bacterial cellulose by the Bcs secretion systems. FEMS Microbiol.
Rev. 2022, 46, fuab051. [CrossRef]

106. Paredez, A.R.; Somerville, C.R.; Ehrhardt, D.W. Visualization of cellulose synthase demonstrates functional association with
microtubules. Science 2006, 312, 1491–1495. [CrossRef]

107. Nicolas, M.T.; Nicolas, G.; Johnson, C.H.; Bassot, J.M.; Hastings, J.W. Characterization of the bioluminescent organelles in Gonyaulax
polyedra (dinoflagellates) after fast-freeze fixation and antiluciferase immunogold staining. J. Cell Biol. 1987, 105, 723–735. [CrossRef]

108. Melkonian, M.; Hohfeld, I. Amphiesmal Ultrastructure in Noctiluca-Miliaris Suriray (Dinophyceae). Helgol. Meeresun 1988,
42, 601–612. [CrossRef]

109. Kwok, A.C.M.; Mak, C.K.M.; Wong, F.T.W.; Wong, J.T.Y. Novel method for preparing spheroplasts from cells with an internal
cellulosic cell wall. Eukaryot Cell 2007, 6, 563–567. [CrossRef]

http://doi.org/10.1104/pp.108.121913
http://doi.org/10.1104/pp.126.1.278
http://doi.org/10.1126/science.1064281
http://doi.org/10.1105/tpc.105.036228
http://doi.org/10.1016/j.gene.2003.07.003
http://doi.org/10.1046/j.1529-8817.2000.98088.x
http://doi.org/10.3390/microorganisms1010058
http://doi.org/10.2307/1542709
http://doi.org/10.1016/0377-8398(82)90002-0
http://doi.org/10.1016/j.actbio.2019.11.042
http://www.ncbi.nlm.nih.gov/pubmed/31785382
http://doi.org/10.1111/j.1365-313X.2011.04552.x
http://www.ncbi.nlm.nih.gov/pubmed/21535258
http://doi.org/10.1016/S0003-2697(69)80009-6
http://www.ncbi.nlm.nih.gov/pubmed/5361396
http://doi.org/10.3109/10520299609117163
http://doi.org/10.1074/jbc.271.35.21268
http://doi.org/10.1128/AEM.68.5.2503-2508.2002
http://doi.org/10.1002/bit.260420402
http://doi.org/10.1128/jb.177.15.4356-4363.1995
http://doi.org/10.1042/bj0980159
http://doi.org/10.1111/j.0022-3646.1985.00662.x
http://doi.org/10.1104/pp.110.158055
http://doi.org/10.1046/j.1529-8817.1999.3540635.x
http://doi.org/10.1016/j.ejop.2004.01.002
http://doi.org/10.1093/femsre/fuab051
http://doi.org/10.1126/science.1126551
http://doi.org/10.1083/jcb.105.2.723
http://doi.org/10.1007/BF02365630
http://doi.org/10.1128/EC.00301-06


Mar. Drugs 2023, 21, 70 24 of 26

110. Trench, R.K.; Blank, R.J. Symbiodinium microadriaticum Freudenthal, S. goreauii sp. nov., S. kawagutii sp. nov. and S. pilosum sp.
nov.: Gymnodinioid dinoflagellate symbionts of marine invertebrates. J. Phycol. 1987, 23, 469–481. [CrossRef]

111. Lam, C.M.C.; Yeung, P.K.K.; Wong, J.T.Y. Monitoring cytosolic calcium in the dinoflagellate Crypthecodinium cohnii with calcium
orange-AM. Plant Cell Physiol. 2005, 46, 1021–1027. [CrossRef] [PubMed]

112. Brett, C.L.; Tukaye, D.N.; Mukherjee, S.; Rao, R. The Yeast Endosomal Na+(K+)/H+ Exchanger Nhx1 Regulates Cellular pH to
Control Vesicle Trafficking. Mol. Biol. Cell 2005, 16, 1396–1405. [CrossRef] [PubMed]

113. Paroutis, P.; Touret, N.; Grinstein, S. The pH of the secretory pathway: Measurement, determinants, and regulation. Physiology
2004, 19, 207–215. [CrossRef] [PubMed]

114. Carnell, L.; Moore, H.P. Transport via the regulated secretory pathway in semi-intact PC12 cells: Role of intra-cisternal calcium
and pH in the transport and sorting of secretogranin II. J. Cell Biol. 1994, 127, 693–705. [CrossRef] [PubMed]

115. Chanat, E.; Huttner, W.B. Milieu-induced, selective aggregation of regulated secretory proteins in the trans-Golgi network. J. Cell
Biol. 1991, 115, 1505–1519. [CrossRef]

116. Gould, S.B.; Kraft, L.G.; van Dooren, G.G.; Goodman, C.D.; Ford, K.L.; Cassin, A.M.; Bacic, A.; McFadden, G.I.; Waller, R.F. Ciliate
pellicular proteome identifies novel protein families with characteristic repeat motifs that are common to alveolates. Mol. Biol.
Evol. 2011, 28, 1319–1331. [CrossRef]

117. Tosetti, N.; Dos Santos Pacheco, N.; Bertiaux, E.; Maco, B.; Bournonville, L.; Hamel, V.; Guichard, P.; Soldati-Favre, D. Essential
function of the alveolin network in the subpellicular microtubules and conoid assembly in Toxoplasma gondii. eLife 2020, 9, e56635.
[CrossRef]

118. Wong, J.T.Y.; Whiteley, A. An improved method for the cell cycle synchronization of the heterotrophic dinoflagellate Cryptheco-
dinium cohnii. J. Exp. Mar. Biol. Ecol. 1996, 197, 91–99. [CrossRef]

119. Chandler, D.E.; Williams, J.A. Intracellular divalent cation release in pancreatic acinar cells during stimulus-secretion coupling. I.
Use of chlorotetracycline as fluorescent probe. J. Cell Biol. 1978, 76, 371–385. [CrossRef]

120. Yeung, P.K.K.; Lam, C.M.C.; Ma, Z.Y.; Wong, Y.H.; Wong, J.T.Y. Involvement of calcium mobilization from caffeine-sensitive stores
in mechanically induced cell cycle arrest in the dinoflagellate Crypthecodinium cohnii. Cell Calcium 2006, 39, 259–274. [CrossRef]

121. Kissmehl, R.; Huber, S.; Kottwitz, B.; Hauser, K.; Plattner, H. Subplasmalemmal Ca-stores in Paramecium tetraurelia. Identification
and characterisation of a sarco(endo)plasmic reticulum-like Ca2+-ATPase by phosphoenzyme intermediate formation and its
inhibition by caffeine. Cell Calcium 1998, 24, 193–203. [CrossRef]

122. Ladenburger, E.M.; Plattner, H. Calcium-release channels in paramecium. Genomic expansion, differential positioning and partial
transcriptional elimination. PLoS ONE 2011, 6, e27111. [CrossRef]

123. McCarron, J.G.; Bradley, K.N.; MacMillan, D.; Chalmers, S.; Muir, T.C. The sarcoplasmic reticulum, Ca2+ trapping, and wave
mechanisms in smooth muscle. News Physiol. Sci. 2004, 19, 138–147. [CrossRef]

124. Tsim, S.T.; Wong, J.T.Y.; Wong, Y.H. Calcium ion dependency and the role of inositol phosphates in melatonin-induced encystment
of dinoflagellates. J. Cell Sci. 1997, 110 Pt 12, 1387–1393. [CrossRef]

125. Tsim, S.T.; Wong, J.T.Y.; Wong, Y.H. Effects of dibutyryl cAMP and bacterial toxins on indoleamine-induced encystment of
dinoflagellates. Biol. Signals 1996, 5, 22–29. [CrossRef]

126. Tsim, S.T.; Wong, J.T.Y.; Wong, Y.H. Regulation of calcium influx and phospholipase C activity by indoleamines in dinoflagellate
Crypthecodinium cohnii. J. Pineal Res. 1998, 24, 152–161. [CrossRef]

127. Morgan, A.J.; Bampali, K.; Ruas, M.; Factor, C.; Back, T.G.; Chen, S.R.W.; Galione, A. Carvedilol inhibits cADPR- and IP3-induced
Ca(2+) release. Messenger 2016, 5, 92–99. [CrossRef]

128. Jiang, D.; Wang, R.; Xiao, B.; Kong, H.; Hunt, D.J.; Choi, P.; Zhang, L.; Chen, S.R. Enhanced store overload-induced Ca2+ release
and channel sensitivity to luminal Ca2+ activation are common defects of RyR2 mutations linked to ventricular tachycardia and
sudden death. Circ. Res. 2005, 97, 1173–1181. [CrossRef]

129. Cho, T.; Ishii-Kato, A.; Fukata, Y.; Nakayama, Y.; Iida, K.; Fukata, M.; Iida, H. Coupling of a voltage-gated Ca(2+) channel
homologue with a plasma membrane H(+)-ATPase in yeast. Genes Cells 2017, 22, 94–104. [CrossRef]

130. Radhakrishnan, K.; Kamp, M.A.; Siapich, S.A.; Hescheler, J.; Luke, M.; Schneider, T. Ca(v)2.3 Ca2+ channel interacts with the
G1-subunit of V-ATPase. Cell Physiol. Biochem. 2011, 27, 421–432. [CrossRef]

131. Terland, O.; Gronberg, M.; Flatmark, T. The effect of calcium channel blockers on the H(+)-ATPase and bioenergetics of
catecholamine storage vesicles. Eur. J. Pharmacol. 1991, 207, 37–41. [CrossRef]

132. Kigundu, G.; Cooper, J.L.; Smith, S.M.E. Hv 1 Proton Channels in Dinoflagellates: Not Just for Bioluminescence? J. Eukaryot
Microbiol. 2018, 65, 928–933. [CrossRef]

133. Smith, S.M.; Morgan, D.; Musset, B.; Cherny, V.V.; Place, A.R.; Hastings, J.W.; Decoursey, T.E. Voltage-gated proton channel in a
dinoflagellate. Proc. Natl. Acad. Sci. USA 2011, 108, 18162–18167. [CrossRef]

134. Hardeland, R.; Burkhardt, S.; Antolín, I.; Fuhrberg, B.; Coto-Montes, A. Melatonin and 5-Methoxytryptamine in the Bioluminescent
Dinoflagellate Gonyaulax polyedra. In Melatonin After Four Decades: An Assessment of Its Potential; Olcese, J., Ed.; Springer: Boston,
MA, USA, 2002; pp. 387–390.

135. Hastings, J.W. Circadian Rhythms in Dinoflagellates: What Is the Purpose of Synthesis and Destruction of Proteins? Microorganisms
2013, 1, 26–32. [CrossRef] [PubMed]

136. Lindström, J.B.; Pierce, N.T.; Latz, M.I. Role of TRP Channels in Dinoflagellate Mechanotransduction. Biol. Bull. 2017, 233, 151–167.
[CrossRef]

http://doi.org/10.1111/j.1529-8817.1987.tb02534.x
http://doi.org/10.1093/pcp/pci102
http://www.ncbi.nlm.nih.gov/pubmed/15829511
http://doi.org/10.1091/mbc.e04-11-0999
http://www.ncbi.nlm.nih.gov/pubmed/15635088
http://doi.org/10.1152/physiol.00005.2004
http://www.ncbi.nlm.nih.gov/pubmed/15304635
http://doi.org/10.1083/jcb.127.3.693
http://www.ncbi.nlm.nih.gov/pubmed/7962053
http://doi.org/10.1083/jcb.115.6.1505
http://doi.org/10.1093/molbev/msq321
http://doi.org/10.7554/eLife.56635
http://doi.org/10.1016/0022-0981(95)00146-8
http://doi.org/10.1083/jcb.76.2.371
http://doi.org/10.1016/j.ceca.2005.11.001
http://doi.org/10.1016/S0143-4160(98)90128-2
http://doi.org/10.1371/journal.pone.0027111
http://doi.org/10.1152/nips.01518.2004
http://doi.org/10.1242/jcs.110.12.1387
http://doi.org/10.1159/000109170
http://doi.org/10.1111/j.1600-079X.1998.tb00528.x
http://doi.org/10.1166/msr.2016.1050
http://doi.org/10.1161/01.RES.0000192146.85173.4b
http://doi.org/10.1111/gtc.12458
http://doi.org/10.1159/000329963
http://doi.org/10.1016/S0922-4106(05)80035-5
http://doi.org/10.1111/jeu.12627
http://doi.org/10.1073/pnas.1115405108
http://doi.org/10.3390/microorganisms1010026
http://www.ncbi.nlm.nih.gov/pubmed/27694762
http://doi.org/10.1086/695421


Mar. Drugs 2023, 21, 70 25 of 26

137. Thomas, W.H.; Gibson, C.H. Quantified small-scale turbulence inhibits a red tide dinoflagellate, Gonyaulax polyedra Stein. Deep
Sea Res. A 1990, 37, 1583–1593. [CrossRef]

138. Berdalet, E.; Estrada, M. Effects of turbulence on several phytoplankton species. In Toxic Phytoplankton Blooms in the Sea,
Proceedings of the 5th International Conference on Toxic Marine Phytoplankton, Newport, RI, USA, 28 October–1 November
1991; Elsevier: Amsterdam, The Netherlands, 1993; Volume 3, pp. 737–740.

139. Berdalet, E. Effects of turbulence on the marine dinoflagellate Gymnodinium nelsonii. J. Phycol. 1992, 28, 267–272. [CrossRef]
140. Maldonado, E.M.; Latz, M.I. Shear-stress dependence of dinoflagellate bioluminescence. Biol. Bull. 2007, 212, 242–249. [CrossRef]

[PubMed]
141. Marumo, A.; Yamagishi, M.; Yajima, J. Three-dimensional tracking of the ciliate Tetrahymena reveals the mechanism of ciliary

stroke-driven helical swimming. Commun. Biol. 2021, 4, 1209. [CrossRef]
142. Hennessey, T.M. Responses of the ciliates Tetrahymena and Paramecium to external ATP and GTP. Purinergic Signal 2005,

1, 101–110. [CrossRef]
143. Wilson, T.; Hastings, J.W. Bioluminescence: Living Lights, Lights for Living; Harvard University Press: Cambridge, MA, USA, 2013.
144. Markell, D.A.; Trench, R.K.; Iglesiasprieto, R. Macromolecules Associated with the Cell-Walls of Symbiotic Dinoflagellates.

Symbiosis 1992, 12, 19–31.
145. Castillo-Medina, R.E.; Arzapalo-Castaneda, G.; Villanueva, M.A. Making walled-, highly autofluorescent dinoflagellate algae cells

accessible and amenable for immunofluorescence and application of fluorescent probes. Limnol. Oceanogr. Meth. 2011, 9, 460–465.
[CrossRef]

146. Tang, B.L. Thoughts on a very acidic symbiosome. Front. Microbiol. 2015, 6, 816. [CrossRef]
147. Barott, K.L.; Venn, A.A.; Perez, S.O.; Tambutte, S.; Tresguerres, M. Coral host cells acidify symbiotic algal microenvironment to

promote photosynthesis. Proc. Natl. Acad. Sci. USA 2015, 112, 607–612. [CrossRef]
148. Chen, H.K.; Song, S.N.; Wang, L.H.; Mayfield, A.B.; Chen, Y.J.; Chen, W.N.; Chen, C.S. A Compartmental Comparison of Major

Lipid Species in a Coral-Symbiodinium Endosymbiosis: Evidence that the Coral Host Regulates Lipogenesis of Its Cytosolic Lipid
Bodies. PLoS ONE 2015, 10, e0132519. [CrossRef]

149. Peng, S.E.; Wang, Y.B.; Wang, L.H.; Chen, W.N.; Lu, C.Y.; Fang, L.S.; Chen, C.S. Proteomic analysis of symbiosome membranes in
Cnidaria-dinoflagellate endosymbiosis. Proteomics 2010, 10, 1002–1016. [CrossRef]

150. Weng, L.C.; Pasaribu, B.; Lin, I.P.; Tsai, C.H.; Chen, C.S.; Jiang, P.L. Nitrogen deprivation induces lipid droplet accumulation and
alters fatty acid metabolism in symbiotic dinoflagellates isolated from Aiptasia pulchella. Sci. Rep. 2014, 4, 5777. [CrossRef]

151. Pasaribu, B.; Li, Y.S.; Kuo, P.C.; Lin, I.P.; Tew, K.S.; Tzen, J.T.C.; Liao, Y.K.; Chen, C.S.; Jiang, P.L. The effect of temperature and
nitrogen deprivation on cell morphology and physiology of Symbiodinium. Oceanologia 2016, 58, 272–278. [CrossRef]

152. Yang, J.; Zhao, Z.; Gu, M.; Feng, X.; Xu, H. Release and uptake mechanisms of vesicular Ca2+ stores. Protein Cell 2019, 10, 8–19.
[CrossRef]

153. Palincsar, J.S.; Jones, W.R.; Palincsar, E.E. Effects of isolation of the endosymbiont Symbiodinium microadriaticum (dinophyceae)
from its host Aiptasia pallida (anthozoa) on cell-wall ultrastructure and mitotic rate. Trans. Am. Microsc. Soc. 1988, 107, 53–66.
[CrossRef]

154. Hanes, S.D.; Kempf, S.C. Host autophagic degradation and associated symbiont loss in response to heat stress in the symbiotic
anemone, Aiptasia pallida. Invertebr. Biol. 2013, 132, 95–107. [CrossRef]

155. Suggett, D.J.; Goyen, S.; Evenhuis, C.; Szabo, M.; Pettay, D.T.; Warner, M.E.; Ralph, P.J. Functional diversity of photobiological
traits within the genus Symbiodinium appears to be governed by the interaction of cell size with cladal designation. New Phytol.
2015, 208, 370–381. [CrossRef] [PubMed]

156. Biquand, E.; Okubo, N.; Aihara, Y.; Rolland, V.; Hayward, D.C.; Hatta, M.; Minagawa, J.; Maruyama, T.; Takahashi, S. Acceptable
symbiont cell size differs among cnidarian species and may limit symbiont diversity. ISME J. 2017, 11, 1702–1712. [CrossRef]
[PubMed]

157. Figueroa, R.I.; Bravo, I.; Garcés, E. Multiple Routes of Sexuality in Alexandrium Taylori (Dinophyceae) in Culture. J. Phycol. 2006,
42, 1028–1039. [CrossRef]

158. Bravo, I.; Figueroa, R.I.; Garces, E.; Fraga, S.; Massanet, A. The intricacies of dinoflagellate pellicle cysts: The example of
Alexandrium minutum cysts from a bloom-recurrent area (Bay of Baiona, NW Spain). Deep-Sea Res. II Top. Stud. Oceanogr. 2010,
57, 166–174. [CrossRef]

159. Lewis, J.; Rochon, A.; Harding, I. Preliminary observations of cyst-theca relationships in Spiniferites ramosus and Spiniferites
membranaceus (Dinophyceae). Grana 1999, 38, 113–124. [CrossRef]

160. Montresor, M.; Zingone, A.; Marino, D. The paratabulate resting cyst of Alexandrium pseudogonyaulax (Dinophyceae). In Toxic
Phytoplankton Blooms in the Sea; Smayda, T.J.A.S.Y., Ed.; Elsevier Science Publishers B. V.: Amsterdam, The Netherlands, 1993;
pp. 159–164.

161. Kennaway, G.M.; Lewis, J.M. An ultrastructural study of hypnozygotes of Alexandrium species (Dinophyceae). Phycologia 2004,
43, 353–363. [CrossRef]

162. Mangin, L. Observations Sur la Constitution de la Membrane des Peridiniens; C. R. Acad. Sci.: Paris, France, 1907; Volume 144,
pp. 1055–1057.

163. Kokinos, J.P.; Eglinton, T.I.; Goni, M.A.; Boon, J.J.; Martoglio, P.A.; Anderson, D.M. Characterization of a highly resistant
biomacromolecular material in the cell wall of a marine dinoflagellate resting cyst. Org. Geochem. 1998, 28, 265–288. [CrossRef]

http://doi.org/10.1016/0198-0149(90)90063-2
http://doi.org/10.1111/j.0022-3646.1992.00267.x
http://doi.org/10.2307/25066606
http://www.ncbi.nlm.nih.gov/pubmed/17565113
http://doi.org/10.1038/s42003-021-02756-0
http://doi.org/10.1007/s11302-005-6213-1
http://doi.org/10.4319/lom.2011.9.460
http://doi.org/10.3389/fmicb.2015.00816
http://doi.org/10.1073/pnas.1413483112
http://doi.org/10.1371/journal.pone.0132519
http://doi.org/10.1002/pmic.200900595
http://doi.org/10.1038/srep05777
http://doi.org/10.1016/j.oceano.2016.04.006
http://doi.org/10.1007/s13238-018-0523-x
http://doi.org/10.2307/3226408
http://doi.org/10.1111/ivb.12018
http://doi.org/10.1111/nph.13483
http://www.ncbi.nlm.nih.gov/pubmed/26017701
http://doi.org/10.1038/ismej.2017.17
http://www.ncbi.nlm.nih.gov/pubmed/28323278
http://doi.org/10.1111/j.1529-8817.2006.00262.x
http://doi.org/10.1016/j.dsr2.2009.09.003
http://doi.org/10.1080/00173139908559220
http://doi.org/10.2216/i0031-8884-43-4-355.1
http://doi.org/10.1016/S0146-6380(97)00134-4


Mar. Drugs 2023, 21, 70 26 of 26

164. Versteegh, G.J.M.; Blokker, P.; Bogus, K.A.; Harding, I.C.; Lewis, J.; Oltmanns, S.; Rochon, A.; Zonneveld, K.A.F. Infra red
spectroscopy, flash pyrolysis, thermally assisted hydrolysis and methylation (THM) in the presence of tetramethylammonium
hydroxide (TMAH) of cultured and sediment-derived Lingulodinium polyedrum (Dinoflagellata) cyst walls. Org. Geochem. 2012,
43, 92–102. [CrossRef]

165. Liu, M.; Gu, H.; Krock, B.; Luo, Z.; Zhang, Y. Toxic dinoflagellate blooms of Gymnodinium catenatum and their cysts in Taiwan
Strait and their relationship to global populations. Harmful Algae 2020, 97, 101868. [CrossRef]

166. Gao, X.P.; Dodge, J.D.; Lewis, J. An Ultrastructural-Study of Planozygotes and Encystment of a Marine Dinoflagellate, Scripp-
siella sp. Br. Phycol. J. 1989, 24, 153–165.

167. Figueroa, R.I.; Dapena, C.; Bravo, I.; Cuadrado, A. The Hidden Sexuality of Alexandrium Minutum: An Example of Overlooked
Sex in Dinoflagellates. PLoS ONE 2015, 10, e0142667. [CrossRef]

168. Pavaux, A.S.; Berdalet, E.; Lemee, R. Chemical Ecology of the Benthic Dinoflagellate Genus Ostreopsis: Review of Progress and
Future Directions. Front. Mar. Sci. 2020, 7, 498. [CrossRef]

169. Larsson, M.E.; Bramucci, A.R.; Collins, S.; Hallegraeff, G.; Kahlke, T.; Raina, J.B.; Seymour, J.R.; Doblin, M.A. Mucospheres
produced by a mixotrophic protist impact ocean carbon cycling. Nat. Commun. 2022, 13, 1301. [CrossRef]

170. Aktan, Y.; Dede, A.; Çiftçi Türetken, P. Mucilage event associated with diatoms and dinoflagellates in Sea of Marmara, Turkey.
Harmful Algae News 2008, 36, 1–3.

171. Blossom, H.E.; Daugbjerg, N.; Hansen, P.J. Toxic mucus traps: A novel mechanism that mediates prey uptake in the mixotrophic
dinoflagellate Alexandrium pseudogonyaulax. Harmful Algae 2012, 17, 40–53. [CrossRef]

172. Buhmann, M.T.; Schulze, B.; Forderer, A.; Schleheck, D.; Kroth, P.G. Bacteria may induce the secretion of mucin-like proteins by
the diatom Phaeodactylum tricornutum. J. Phycol. 2016, 52, 463–474. [CrossRef]

173. Dodge, J.D. The ultrastructure of the dinoflagellate pusule: A unique osmo-regulatory organelle. Protoplasma 1972, 75, 285–302.
[CrossRef]

174. Honsell, G.; Bonifacio, A.; De Bortoli, M.; Penna, A.; Battocchi, C.; Ciminiello, P.; Dell’Aversano, C.; Fattorusso, E.; Sosa, S.;
Yasumoto, T.; et al. New Insights on Cytological and Metabolic Features of Ostreopsis cf. ovata Fukuyo (Dinophyceae): A
Multidisciplinary Approach. PLoS ONE 2013, 8, e57291. [CrossRef]

175. Calado, A.J.; Hansen, G.; Moestrup, O. Architecture of the flagellar apparatus and related structures in the type species of
Peridinium, P. cinctum (Dinophyceae). Eur. J. Phycol. 1999, 34, 179–191. [CrossRef]

176. Li, M.; Heller, W.T.; Liu, C.H.; Gao, C.Y.; Cai, Y.; Hou, Y.; Nieh, M.P. Effects of fluidity and charge density on the morphology of a
bicellar mixture—A SANS study. Biochim. Biophys. Acta Biomembr. 2020, 1862, 183315. [CrossRef] [PubMed]

177. Leis, B.; Held, C.; Andreessen, B.; Liebl, W.; Graubner, S.; Schulte, L.P.; Schwarz, W.H.; Zverlov, V.V. Optimizing the composition
of a synthetic cellulosome complex for the hydrolysis of softwood pulp: Identification of the enzymatic core functions and
biochemical complex characterization. Biotechnol. Biofuels 2018, 11, 220. [CrossRef] [PubMed]

178. Alldredge, A.L.; Passow, U.; Haddock, S.H.D. The characteristics and transparent exopolymer particle (TEP) content of marine
snow formed from thecate dinoflagellates. J. Plankton Res. 1998, 20, 393–406. [CrossRef]

179. Subhash, G.; Yao, S.; Bellinger, B.; Gretz, M.R. Investigation of mechanical properties of diatom frustules using nanoindentation.
J. Nanosci. Nanotechnol. 2005, 5, 50–56. [CrossRef]

180. Ioelovich, M. Specific Gravity of Amorphous Cellulose; Designer Energy: Rehovot, Israel, 2021.
181. Fenchel, T. How dinoflagellates swim. Protist 2001, 152, 329–338. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

http://doi.org/10.1016/j.orggeochem.2011.10.007
http://doi.org/10.1016/j.hal.2020.101868
http://doi.org/10.1371/journal.pone.0142667
http://doi.org/10.3389/fmars.2020.00498
http://doi.org/10.1038/s41467-022-28867-8
http://doi.org/10.1016/j.hal.2012.02.010
http://doi.org/10.1111/jpy.12409
http://doi.org/10.1007/BF01279820
http://doi.org/10.1371/journal.pone.0057291
http://doi.org/10.1080/09670269910001736232
http://doi.org/10.1016/j.bbamem.2020.183315
http://www.ncbi.nlm.nih.gov/pubmed/32304755
http://doi.org/10.1186/s13068-018-1220-y
http://www.ncbi.nlm.nih.gov/pubmed/30116297
http://doi.org/10.1093/plankt/20.3.393
http://doi.org/10.1166/jnn.2005.006
http://doi.org/10.1078/1434-4610-00071

	Introduction 
	Dinoflagellate Amphiesma and Ecdysis 
	Cellulosic Thecal Plate Development Program 
	Amphiesma and Cellulose Deposition in Different Cell Division Modes 
	Polysaccharide Deposition during Amphiesma Dynamics 
	Amphiesma Dynamics and Vesicular Transport 
	Calcium Signaling in Ecdysis, Cellular Growth and Bioluminescence 
	Amphiesma in Hospite 
	Development of Resting Cysts Amphiesma 
	Mucus Production 
	Biomechanical Roles of Amphiesma 
	Conclusions 
	References

