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ABSTRACT
Background: Females of the gammaridean amphipod Ampelisca eschrichtii with
signs of regenerating, previously atrophied ovaries were recovered from the
northeastern shelf of Sakhalin Island (Okhotsk Sea, Russia). Ovarian regeneration
was previously unknown for any amphipod species. A. eschrichtii have a
predominantly 2-year life cycle (from embryo to adult death) and reproduce once
between late winter or early spring at the age of 2 years. Occasionally, females survive
to a third year. An adaptive value of extended survival among these females is likely
to require that they are also reproductive.
Methods: Histological sections from a second-year female with ovarian atrophy, a
female with normal ovaries, a third-year female with ovarian regeneration, as well as
testes of an immature and a sexually mature male were compared to determine
the sources of cells of the germinal and somatic lines necessary for ovarian
regeneration.
Results: Ovarian regeneration in the third-year female began with the formation of a
new germinal zone from germ cells preserved in the atrophied ovaries and
eosinophilic cells of the previously starving second-year female. Eosinophilic cells
form the mesodermal component of the germinal zone. A mass of these cells
appeared in the second-year female that had atrophied ovaries and in large numbers
on the intestine wall of the third-year female with regenerating ovaries. These
eosinophilic cells appear to migrate into the regenerating ovaries.
Conclusions: All germ cells of the second-year female are not lost during ovarian
atrophy and can be involved in subsequent ovarian regeneration. Eosinophilic cells
involved in ovarian regeneration are of mesodermal origin. The eosinophilic cell
morphologies are similar to those of quiescence cells (cells in a reversible state that do
not divide but retain the ability to re-enter cell division and participate in
regeneration). These histological data thus indicate that eosinophilic and germ cells
of third-year females can participate in the regeneration of the ovaries to reproduce a
second brood. The precursors of these third-year females (a small number the
second-year females with an asynchronous [summer] breeding period and ovaries
that have atrophied due to seasonal starvation) appear to possess sources of somatic
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and germ cells that are sufficient for ovarian regeneration and that may be
adaptations to starvation stress.

Subjects Conservation Biology, Developmental Biology, Ecology, Marine Biology, Histology
Keywords Amphipoda, Histology, Okhotsk Sea, Germ cells, Eosinophilic cells, Reproduction,
Ampeliscidae, Mesoderm cells, Evolution, Sakhalin Shelf

INTRODUCTION
Comparisons of length frequency distributions and reproductive development of
summer and early fall populations Ampelisca eschrichtii Krøyer, 1842 sampled from the
“Offshore” western gray whale feeding area of the northeastern Sakhalin Island Shelf
over sequential years between 2002 and 2013 revealed that growth and reproduction of
these populations is minor in summer relative to overall annual growth and reproduction
(Demchenko et al., 2016). By default, growth and reproduction must therefore be
predominantly in winter, when these populations have never been sampled (Demchenko
et al., 2016). Demchenko et al. (2016) additionally resolved that A. eschrichtii are
gonochoristic and have a predominantly 2 year life history that ends with female reproduction
in their second year of life. Although not observed directly, most the second-yearA. eschrichtii
females thus appear to mate in late fall or winter and die after producing a single brood
before summer. A few females collected in 2013 however, had clearly survived to 3 years
and showed signs of regeneration of previously atrophied ovaries (Durkina, Chapman &
Demchenko (2018)). Reduced summer growth and reproduction is consistent with summer
food limitation but these populations have not been accessible for sampling in winter for
more direct tests of Demchenko et al.’s (2016) default conclusion, that they grow and
reproduce predominantly in winter. Durkina, Chapman & Demchenko (2018) provided
additional histological evidence of trophic stress that partially corroborate summer starvation.
We use additional histological data below to test whether A. eschrichtii are capable of ovary
regeneration as a possible adaptation to seasonal starvation and, thus additionally test the
Demchenko et al. (2016) and Durkina, Chapman & Demchenko (2018) default conclusions of
summer starvation.

Amphipods extrude their ova into an external brood pouch where they are fertilized to
form embryos that are brooded until they hatch. Different stages of development of
amphipod reproductive cells are readily distinguished by histological methods
(Charniaux-Cotton & Payen, 1985; Demchenko et al., 2016; Durkina, Chapman &
Demchenko, 2018). Durkina, Chapman & Demchenko (2018) histological examinations of
these cells revealed high prevalences of undersized and damaged oocytes, undersized
broods, a lack of females brooding fully formed juveniles, atrophied ovaries, and males
with mature sperm but lacking fully developed secondary sex morphologies associated
with their pelagic mating. The resorption of the second generation of vitellogenic ova
(atresia) in the ovaries of females that are brooding embryos in the summer (Durkina,
Chapman & Demchenko, 2018) is consistent with summer starvation. Starvation causes
destruction of immature vitellogenic oocytes in the barnacle Balanus amphitrite (Sastry,
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1983). The predatory copepod Paraeuchaeta norvegica females resorb oocytes and
discontinue the breeding cycle when feeding conditions are inadequate (Sastry, 1983).
Species, with breeding periods that coincide with the available food, successfully
combine embryo bearing and the production of the next batch of eggs. This is noted in
Orchestia gammarella (Charniaux-Cotton & Payen, 1985) and in omnivorous Gammarus
pulex and G. fossarum which have reproductive periods that extend throughout the year
(Chaumot et al., 2015). Durkina, Chapman & Demchenko (2018) and thus partially
corroborateDemchenko et al. (2016) default assumptions of trophic stress and starvation in
the summer.

Resorption of second generation vitellogenic oocytes leads to ovarian atrophy (Durkina,
Chapman & Demchenko, 2018). Resorption of ova in summer is likely to be adaptive only
if it permits increased survival of brooding females or additional reproduction when
more food is available. Atrophy of ovaries is likely be adaptive only if they can be
regenerated and if the females surviving to a third year can produce a second brood.

Our histological examinations of the third-year A. eschrichtii female herein test for
ovary regeneration and thusDemchenko et al. (2016) hypothesis of summer food limitation
and resorption of ova as a survival adaptation proposed by Durkina, Chapman &
Demchenko (2018). Our examinations also test whether ovarian regeneration, a previously
unknown reproductive adaptation in gammaridean amphipods, could occur and thus
could be an adaptation to variable food sources. Our investigation of the ovarian
regeneration process in A. eschrichtii below also expands our understanding of the
regenerative potentials of amphipod crustaceans.

The A. eschrichtii ovaries, as in all studied amphipods (Charniaux-Cotton & Payen,
1985), extend dorsolaterally to the digestive tract from the second to the seventh thoracic
segment. Vitellogenic oocytes form over the length of the ovaries and are the dominant
element of the ovaries of mature summer and autumn females. Previtellogenic oocytes
are located at the base of vitellogenic oocytes. The previtellogenic and vitellogenic oocytes
are covered with follicular epithelium (derived from mesoderm cells) and form,
respectively, primary and secondary follicles. Proliferation of oogonia is a rapid, difficult to
observe, process (Subramoniam, 2016) that occurs only among mesodermal cells in a
germinal zone (Charniaux-Cotton & Payen, 1985). The oogonia leave the germinal
zone after a series of mitotic divisions and then enter a meiosis prophase to become
previtellogenic oocytes. The germinal zone and the follicular epithelium are preserved in
the ovaries throughout the life of amphipods (Charniaux-Cotton & Payen, 1985), but
Durkina, Chapman & Demchenko (2018) had not yet found a clear germinal zone in
reproductive A. eschrichtii ovaries.

Repair of damaged organs and tissues in animals often occurs due to stem cells (Stoltz
et al., 2015; Mahla, 2016) which are undifferentiated, can self-renew and can produce
differentiated descendants. Germline stem cells (GSCs) are the source of gametes in
invertebrates (fruit fly) and vertebrates (medaka, zebrafish, prosimian primates, mice)
(Lin, 1998; Dansereau & Lasko, 2008; Dunlop, Telfer & Anderson, 2014; Grieve et al., 2015;
Truman, Tilly & Woods, 2017). In the ovary and testis of Drosophila, for example, each
GSC division produces a daughter GSC, and a differentiated daughter cell (Lin, 1998).
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Stem cells remain in microenvironments or niches—adjacent to specialized somatic cells
whose signals regulate stem cell function (Spradling, Drummond-Barbosa & Kai, 2001).
Stem cells also occur on basement membranes, and function in response to extracellular
matrix signals (Xie & Li, 2007). Gilboa & Lehmann (2004) observed that GSCs in
Drosophila can be derived from primordial germ cells (PGCs), which populate the anlagen
of the gonad during embryonic development. PGC origins in amphipods were resolved in
Orchestia cavimana (Wolff & Scholtz, 2002) and Parhyale hawaiensis (Extavour, 2005).
PGCs come from a single cell, which is the smallest at the 8th cell stage of embryo
development (g-blastomere) (Gerberding, Browne & Patel, 2002). The fates progenitors of
PGCs are determined by the localization of germline determinants that they contain
(Extavour, 2005). Removal of the g-blastomere in P. hawaiensis embryos impedes the
formation of PGCs. Adults obtained from these embryos however, are fertile and produce
offspring (Modrell, 2007).Modrell’s (2007) results suggest an empty GSC niche remains in
the somatic tissues of g-ablated juvenile P. hawaiensis ovaries. A signal from an empty
GSC niche in the amphipods appears to recruit surrounding somatic gonad cells to become
GSCs (Kaczmarczyk, 2014). The germline-replacing cells in g-ablated P. hawaiensis were of
mesodermal origin (Winchell et al., 2017).

The mesoderm, the middle germ layer produced during embryonic development
(Kimelman & Griffin, 1998), is the source of many mature crustacean somatic tissues
including the gonads, muscles, connective tissue, the vascular system and parts of the
excretory organs (Saxena, 2005). The undifferentiated genital apparatus of amphipods is
composed of two thin strands of mesodermal cells in the postembryonic period
(Charniaux-Cotton & Payen, 1985), while the mesodermal component of 18 mm male
A. eschrichtii testes are readily apparent and resemble wide cords (Durkina, Chapman &
Demchenko, 2018). The transformation of thin mesodermal strands into wide cords during
the growth of male amphipods can result from mesodermal cell multiplication in the
testes themselves, or from migration of mesodermal cells into the testes from the outside.
These same mechanisms are likely to occur in the formation of the mesodermal
component during ovarian regeneration.

MATERIALS AND METHODS
We examined a 32 mm length female with apparent ovarian regeneration, a 24 mm length
female with ovarian atrophy, a 24 mm length female with normal ovaries, two, 13 and
18 mm length females with immature ovaries, an immature 13.5 mm length male and a
sexually mature 18 mm length male for this investigation. Our histological preparations
were the same as (Durkina, Chapman & Demchenko, 2018): dewaxed 10 µm thick sections
stained with hematoxylin and eosin followed by dehydration, clearing and cover-slipping.
Hematoxylin-eosin staining reveals the cytoplasm of cells and their nuclei and nucleoli.
Cytoplasm absorbs eosin and turns pink. Nuclei and nucleoli absorb hematoxylin and turn
purple. The somatic component of the germinal zone of the ovaries and testes of
A. eschrichtii (mesoderm cells) absorbed only eosin. Outside the gonads, we also found
cells with a pink cytoplasm and a large optically empty nucleus (with filamentous
chromosomes), that we refer to from here on as eosinophilic cells. We examined immature
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female A. eschrichtii ovaries to identify their germinal zone and to clarify whether this
structure is preserved during ovarian atrophy in starving females. The testes, in contrast to
the ovaries, contain many more mesoderm cells (Charniaux-Cotton & Payen, 1985) which
make the formation of the somatic component easier to observe than in the ovaries.
We observed germinal zone formation in the testes of immature males (rather than in the
ovaries of immature females) to understand how the somatic (mesodermal) component of
the germinal zone is formed during ovarian regeneration.

Demchenko et al. (2016) third-year >30 mm length females were collected only in
summer 2013 in samples from Site B61_13. Among the 2013 Site B61_13 females, we
recognized apparent ovarian regeneration in two of the 32 mm third-year specimens and
ovarian atrophy in two (24 and 27 mm length) second-year A. eschrichtii females carrying
embryos (Durkina, Chapman & Demchenko, 2018, Table S1). We therefore based these
analyses on cross comparisons of immature male and female A. eschrichtii with the third
year female, to establish how ovarian regeneration occurs, as well as to identify the origins
and role of eosinophilic cells in the process. We measured germ and eosinophilic cell
positions and estimated cell volumes V (Data S1) from photographs of the histological
sections using Videotest (http://www.videotest.ru; VideoTesT Ltd., St. Petersburg, Russia).
We estimated ova volumes by the relation:

V ¼ 4
3
pRr2 (1)

where: R is the radius of the long axis and r is the radius of the short axis of the cell.
The one-way ANOVA (Data S1, Table S1) was performed in statistical programme PAST
(Hammer, Harper & Ryan, 2001).

RESULTS
The germinal zone in immature and atrophied ovaries
The germinal zone of immature 13–18 mm females ovaries is well defined (Figs. 1A and
1B) and the mesoderm cells of the germinal zone are readily stained with eosin. Mesoderm
cells have a rounded shape, a thin rim of cytoplasm, a large optically empty nucleus
with thin filaments of chromatin and they lack a nucleolus (Fig. 1A). Follicular epithelial
cells are derivatives of mesoderm and, unlike mesodermal cells, have nuclei that are
intensely stained with hematoxylin. Germ cells are commonly in pairs, next to the
mesodermal cells (Fig. 1B). Oogonial mitoses were also occasionally apparent in the
germinal zone (Fig. 1B). A pair of germ cells (Fig. 1C) and a pair of oogonia that formed
after mitosis (Fig. 1D) and previtellogenic oocytes, were apparent in the atrophied 24 mm
female ovaries (Figs. 1C and 1D). The typically rounded mesodermal cells (Fig. 1A)
appear deflated in atrophied ovaries (Fig. 1D). The volumes of the few germ cells in female
with ovarian atrophy were slightly less but not significantly different than the smallest
germ cells of immature females ovaries (Fig. 2, Data S1). Atrophied ovaries thus appear to
retain elements of the germinal zone—germ cells and mesoderm cells.
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Mesodermal component formation in immature male testes and a
third-year female regenerating ovaries
The mesodermal component of immature testes and of regenerating ovaries form in
similar ways. The testes of the13.5 mm male (Fig. 3A, t, double arrow) adjoined the

Figure 1 Components of the germinal zone of A. eschrichtii ovaries. (A) Mesodermal cells (mc), in
contrast to basophilically stained follicular cells (fc), are intensely stained with eosin in the ovary of an
immature 13 mm female. The ovary contains previtellogenic (pvo) and vitellogenic (vo) oocytes. (B) A
germ cell pair (gc) (one out of focus), mesodermal cells (mc) and oogonial mitoses (om) in ovary of an
immature 18 mm female. (C) Germ cells (gc) and previtellogenic oocyte (pvo) and (D) mesodermal cell
(mc), oogonia (og) and previtellogenic oocyte (pvo) on the basal membrane of atrophied ovary of a
second year 24 mm female. Scales are in µm. Full-size DOI: 10.7717/peerj.12950/fig-1

Figure 2 Germ cell volumes (µm3) [range, upper and lower quartile (box), mean (x), median (solid
line)] in A. eschrichtii. (Fimm_13) 13 mm immature female, (Fimm_18) 18 mm immature female and
(Fatr_24) 24 mm female with ovarian atrophy. These cell volumes are not significantly different
(ANOVA, p = 0.28). Full-size DOI: 10.7717/peerj.12950/fig-2
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intestinal wall in the 2nd and 3rd thoracic body segments. The intestinal wall (from
histological sections of males and females) is represented only by its middle layer, the
intestinal basal membrane (ibm) (Fig. 3A, double arrows).

The nuclei in the eosinophilic mesodermal cells in the testes almost fill their cell
volumes (Fig. 3A). The nucleus in eosinophilic mesodermal cells does not contain a
nucleolus and chromatin forms a network structure. The mesodermal cells also are part of
the germinal zone of the regenerating ovaries (Fig. 3B) and have the same characteristics as
the mesodermal cells of the immature testes. Mitoses were not found among mesoderm
cells in the immature testes or in the regenerating ovaries. Degrading deformed
previtellogenic oocytes from the old ovary remained in the germinal zone of the
regenerating ovaries (Fig. 3B).

Figure 3 Mesodermal component formation in A. eschrichtii gonads. (A) Immature 13.5 mm male
testis (t) containing mesodermal cells (mc) contacts the intestinal wall, which is presented by its middle
layer—of basal membrane (ibm), occupied by eosinophilic cells (ec). The cells of the outer layer of the
intestinal wall are rare, and its inner layer of ectoderm cells is torn off. (B) The accumulation of eosi-
nophilic cells (ec) on the intestinal basal membrane (ibm) is located opposite the germinal zone (gz) of
the regenerating ovary, putatively migrating eosiniphilic cells (mec) near the germinal zone and disin-
tegrating deformed previtellogenic oocyte (dpvo) (upper left). (C) Eosinophilic cells (ec) on the intestinal
basal membrane (ibm) of an immature 13.5 mm male. (D) Eosinophilic cells (ec) on the intestinal basal
membrane (ibm) of a female with regenerating ovary. (E) Nest of eosinophilic cells on the intestinal basal
membrane (ibm) of a female with regenerating ovary contains small cells formed after mitosis (open head
arrows), a disintegrating previtellogenic oocyte (dpvo) (upper right) in the germinal zone, and putatively
migrating eosinophilic cells (mec) (solid line arrows). (F) Putatively migrating eosinophilic cells (mec)
(arrows) in adipose tissue of a female with regenerating ovary. Scales are in µm.

Full-size DOI: 10.7717/peerj.12950/fig-3
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The formation of the mesodermal component of immature testes and the germinal zone
of regenerating ovaries was accompanied by the appearance of eosinophilic cells on the
intestinal basal membrane of a 13.5 mm male (Fig. 3A) and 32 mm of a 3-year-old female
(Fig. 3B). Eosinophilic cells were morphologically similar to the mesodermal cells of
immature testes and the germinal zone of the ovaries of the aforementioned individuals.
Eosinophilic cells have a narrow rim of cytoplasm, large nuclei that lack a nucleolus,
filamentous chromatin, and are small in males (Fig. 3C) compared to the females (Fig. 3D).
These cells often have lamellipodia (wide processes of the cytoplasm), that are associated
with cell motility. Eosinophilic cells are abundant on the intestinal wall opposite the
germinal zone in female with regenerating ovaries (Fig. 3B). Reproduction of eosinophilic
cells appears to occur in nests (cell groups) on the intestinal basal membrane (Fig. 3E, open
arrows).

The absence of mitoses among eosinophilic mesodermal cells in immature testes and
regenerating ovaries and the morphological similarity of these cells to eosinophilic cells on
the intestinal wall of males and female suggest that the mesodermal component of the
new germinal zone of ovaries may result from immigration of eosinophilic cells from the
surface of the intestinal wall. Indeed, we found single putatively migrating eosinophilic
cells in females near the ovarian germinal zone (Fig. 3B), outside the intestinal wall
(Fig. 3E) and also among adipose tissue (Fig. 3F).

Rare mesodermal cells remain in the former germinal zone of the narrow atrophied
area connecting the anterior and middle sections of the ovary. Old mesodermal cells,
in contrast to new mesodermal cells are flattened (Fig. S1A). We found rare nests of
3–5 eosinophilic cells on the intestinal basal membrane opposite of the atrophied ovary
sections (Fig. S1B). We also found an accumulation of numerous eosinophilic cells in the
anterior part of body near the intestine and on its wall (Fig. 4A) in the female with a
high degree of ovarian atrophy, an event that is likely to have preceded the appearance
of numerous eosinophilic cells in the female with ovarian regeneration. The same
eosinophilic cells, which are in low numbers in the anterior part of the body of females
with normal ovaries (Fig. 4B), may be the source of numerous eosinophilic cells in females
with atrophied ovaries.

Figure 4 Anterior part of body of 2 year A. eschrichtii females with different ovarian conditions. (A)
Eosinophilic cell (ec) masses adjacent to and on the intestinal basal membrane (ibm) in female with an
atrophied ovary. (B) Eosinophilic cells (ec) in comparatively sparse numbers in female with normal
ovaries. Scales are in µm. Full-size DOI: 10.7717/peerj.12950/fig-4
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In the regenerating ovaries, in contrast to immature testis, the formation of the
female germinal zone is accompanied by a significant increase in eosinophilic cell volumes
(Fig. 5, Table S1). Ovarian atrophy in females of the second year of life, however, is not
accompanied by an increase in the sizes of eosinophilic cells. Thus, the volumes of
these cells in a female with normal ovaries (Fig. 5, Fnorm_ibm) and in a female with
atrophied ovaries (Fig. 5, Fatr_ibm) were similar. Migrating in the posterior direction,
eosinophilic cells settle on the intestinal wall of a 3-year-old female and form nests of
3–5 cells on it. The sizes of eosinophilic cells in the nests (Fig. 5, Freg_nest) increase in
comparison with the previous values. The regeneration of the ovaries begins from their
posterior. The epithelium, which appears on the intestinal wall opposite the posterior
of the ovaries, due to the proliferation of eosinophilic cells in the nests, supplies migratory
cells that populate the ovary and transform into mesodermal cells of the new germinal
zone. The volumes of eosinophilic cells in the epithelium (Fig. 5, Freg_ibm), as well as cells
migrating to the ovary (Fig. 5, Freg_migr.) and mesodermal cells in the new germinal
zone (Fig. 5, Freg_gz) reach their maximum values for the entire period of ovarian
regeneration.

DISCUSSION
Regeneration of A. eschrichtii ovaries appears to result from proliferation of germ cells left
over from the previous ovary and of eosinophilic cells of mesodermal origin, that migrate

Figure 5 Volumes (µm3) [range, upper and lower quartile (box), mean (x), median (solid line)] of
eosinophilic cells (ecs) and mesodermal cells (mcs) in A. eschrichtii with different reproductive
status of testes and ovaries. (M_ibm): ecs on the intestinal basal membrane; and (M_test): mcs in the
germinal zone of immature 13.5 mm male testes. (Fnorm_ibm): ecs on the intestinal basal membrane in
the anterior part of the body in a female with normal ovaries. (Fatr_imb): ecs on the intestinal basal
membrane in the anterior part of the body in a female with ovarian atrophy. (Freg_nest): ecs in the
“nests” on the intestinal basal membrane of a female with regenerating ovaries. (Freg_ibm): ecs on the
intestinal basal membrane opposite the germinal zone in a female with regenerating ovaries. (Freg_migr):
putatively migrating ecs outside of the intestinal basal membrane in the female with regenerating ovaries.
(Freg_gz): mcs in the germinal zone of a female with regenerating ovaries. Statistical tests for differences
among these cell volumes summarized in Table S1. Full-size DOI: 10.7717/peerj.12950/fig-5
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into the ovary from the surface of intestinal wall. Regeneration of third-year A. eschrichtii
ovaries appears to begin in the posterior ovary. In our observed female, the posterior
region was restored and filled with new primary follicles. The middle region of the ovary
included a new germinal zone while the anterior region of the ovary remained an empty
connective tissue tube—a sign of previous ovarian atrophy (Durkina, Chapman &
Demchenko, 2018). Durkina, Chapman & Demchenko (2018) results suggested that ovarian
regeneration could occur in the third year females. The third-year female ovary
reported here contained large vitellogenic oocytes and thus, given sufficient food,
third-year females appear competent to regenerate ovaries and produce a second brood.

The new germinal zone and the formation of primary follicles are consistent
with females having sources of germ and mesodermal cells for ovarian regeneration.
Our results herein indicate that germ cells preserved in the atrophied ovaries of
second-year females can produce cells of a new germinal line, as in other invertebrates
and vertebrates (Lin, 1998; Dansereau & Lasko, 2008; Dunlop, Telfer & Anderson, 2014;
Grieve et al., 2015; Truman, Tilly & Woods, 2017). Survival of germline stem cells
(GSCs) was demonstrated in starvation experiments with the nematode Caenorhabditis
elegans (Angelo & Van Gilst, 2009). Surviving GSCs regenerate a new germinal line
when the animals are fed again. Fasting extends the reproductive longevity of these
nematodes (Angelo & Van Gilst, 2009). Three year old A. eschrichtii females may thus
also be products of starvation.

The source of mesodermal cells is outside the regenerating ovaries, since there is no
proliferation of these cells in the ovaries. Flattened mesodermal cells remaining in the
ovaries of the 3 year A. eschrichtii may be too rare to form new germinal zone and a new
follicular epithelium. The source of mesodermal cells can be eosinophilic cells, which
are initially located in small numbers in the anterior part of the body of females with
normal ovaries. We found an increased accumulation of eosinophilic cells in the anterior
part of the 24 mm female body (with more pronounced ovarian atrophy) (Fig. S2), but
not in the 27 mm female (with less pronounced ovarian atrophy). Ovarian atrophy
coincident with starvation, may thus stimulate the proliferation of these cells. The largest
numbers of these cells in the female with regenerating ovaries were on the intestinal
wall opposite the new germinal zone (Fig. S2). A consecutive change in the localization of
the eosinophilic cells in the body of females with different states of the ovaries is consistent
with anterior posterior migration along the intestine. The free-lying eosinophilic cells
next to the regenerating ovaries are consistent with their migration from the surface of
intestinal wall into the ovaries and with their subsequent formation of the mesodermal
component of the new germinal zone. Cell migration, growth in cell size, and increases in
the number of cells are common processes during tissue regeneration (Santos et al.,
2014; Richert et al., 2018). Cell size can be increased by inhibiting the development of the
cell cycle, increasing the rate of biosynthesis, or both (Miettinen et al., 2014).

Eosinophilic cells have high nuclear-cytoplasmic ratios, nuclei with condensed
chromosomes but lack a nucleolus and are candidates to restore the somatic component of
ovaries. High nuclear-cytoplasmic ratios and condensed chromosomes are characteristic of
quiescent cells of yeasts and human fibroblasts which served as a model for the study

Durkina et al. (2022), PeerJ, DOI 10.7717/peerj.12950 10/15

http://dx.doi.org/10.7717/peerj.12950/supp-3
http://dx.doi.org/10.7717/peerj.12950/supp-3
http://dx.doi.org/10.7717/peerj.12950
https://peerj.com/


of the quiescence state (Valcourt et al., 2012; Rumman, Dhawan & Kassem, 2015;
Swygert et al., 2019). Nucleoli are formed from nucleolus-organizing regions of
chromosomes (Goessens, Thiry & Lepoint, 1987). The absence of nucleoli in the nuclei of
eosinophilic cells is consistent with their disintegration during condensation of chromosomes.
Quiescent cells, which include stem cells, do not undergo genome replication, have
altered cellular metabolism, and are resistant to diverse stressors (Valcourt et al., 2012;
Rumman, Dhawan & Kassem, 2015). Quiescence is a reversible actively maintained state
in which signalling pathways can produce rapid reactivation (Cheung & Rando, 2013).
Quiescent cells do not divide but can re-enter the cell cycle and resume proliferation if
they receive the necessary microenvironmental signals (Mohammad et al., 2019).
In particular, ovarian atrophy may be a signal for active proliferation of eosinophilic
cells that become precursors of the mesodermal component in regenerating ovaries.
Reactivation of quiescent cells into proliferation is crucial for tissue repair and
regeneration (Yao, 2014).

CONCLUSIONS
Summer starvation (Demchenko et al., 2016; Durkina, Chapman & Demchenko, 2018) may
extend female A. eschrichii life spans and permit their reproduction in a third year. Females
that form a first generation of vitellogenic eggs in summer and autumn and that breed
in winter may have a sufficient reserve of nutrients to survive through the following
summer. Females that breed in the summer, may spend all of their energy reserves for
production of a first brood of eggs at 2 years and can use second generation of vitellogenic
oocytes produced in late spring, for nutrition over the food limited summer period.
Resorption of ova (atresia) leads to ovarian atrophy during extreme summer starvation.
The rare females, that survive until food is again abundant, may have extended lifespans
that would only be adaptive if they can restore their ovary functions.

Extended lives are seldom reported and ovarian regeneration has not been described
previously in amphipods. Both adaptations may be common. These interpretations of cell
origins and cell migration are from limited to data from fixed tissue photographs, and thus
warrant further examination. Additional studies should include other species, more
direct observations, experimental manipulations and winter samples of Sakhalin Shelf
A. eschrichtii.

Nevertheless, Ampelisca macrocephala also have a predominantly 2 year life cycle
with possible reproductive 3 year old females that breed a second time (Kanneworff, 1965).
Orchestia gammarellus females typically live 12 to 15 months, but can survive and
reproduce at approximately 36 months (Persson, 1999). Most females of the giant
predatory amphipod, Eusirus perdentatus, brood only once during their approximately
6 year life span, however, rare individuals (probably reaching 8 years of age) may also carry
a second brood (Arntz et al., 1992). Durkina, Chapman & Demchenko (2018) also
examined a third-year female with completely regenerated ovaries and another third-year
female with large vitellogenic oocytes that appeared to be competent for the upcoming
reproductive season. These results thus indicate an adaptation to starvation that is
consistent with Demchenko et al. (2016) and Durkina, Chapman & Demchenko (2018)
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default assumption of winter feast and summer starvation. Examinations of Sakhalin Shelf
A. eschrichtii in winter could test these hypotheses and conclusions directly. The ability
of A. eschrichtii to regenerate the ovaries and the ability of Malacostraca, such as shrimps
and crabs, to regenerate the ovaries multiple times during the life cycles, are likely due to
similar mechanisms.

ABBREVIATIONS
aof atresia of ovarian follicles

dpvo degrading previtellogenic oocyte

ec eosinophilic cell

fc follicular cell

gc germ cell

gz germinal zone

gzi islets of germinal zone

ibm intestine basal membrane (= middle layer of intestine wall)

mc mesodermal cell

mec migrating eosinophilic cell

ngz new germinal zone

obm ovary basal membrane

og oogonia

om oogonial mitosis

pvo previtellogenic oocyte

t testis

vo vitellogenic oocyte

ACKNOWLEDGEMENTS
We dedicate this paper to our mothers, Alexandra Durkina 1930–2020, Clara Jean
Chapman 1926–2020, and Valentina Demchenko 1946–2020, who were our greatest
mentors and advocates. We thank Cassandra G. Extavour and James Monaghan for their
helpful reviews.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding
The authors received no funding for this work.

Competing Interests
The authors declare that they have no competing interests.

Author Contributions
� Valentina B. Durkina conceived and designed the experiments, performed the
experiments, analyzed the data, prepared figures and/or tables, authored or reviewed
drafts of the paper, and approved the final draft.

Durkina et al. (2022), PeerJ, DOI 10.7717/peerj.12950 12/15

http://dx.doi.org/10.7717/peerj.12950
https://peerj.com/


� John W. Chapman analyzed the data, authored or reviewed drafts of the paper, and
approved the final draft.

� Natalia L. Demchenko analyzed the data, prepared figures and/or tables, authored or
reviewed drafts of the paper, and approved the final draft.

Data Availability
The following information was supplied regarding data availability:

The raw data is available in the Supplemental File.

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.12950#supplemental-information.

REFERENCES
Angelo G, Van Gilst MR. 2009. Starvation protects germline stem cells and extends reproductive

longevity in C. elegans. Science 326(5955):954–958 DOI 10.1126/science.1178343.

Arntz W, Brey T, Gerdes D, Gorny M, Gutt J, Hain S, Klages M. 1992. Patterns of life history and
population dynamics of benthic invertebrates under the high Antarctic conditions of the
Weddell Sea. In: Colombo G, Ferrari I, Ceccherelli VU, Rossi R, eds.Marine Eutrophication and
Population Dynamics: Proc 25th European Marine Biology Symposium. Fredensborg: Olsen &
Olsen, 221–230.

Charniaux-Cotton H, Payen G. 1985. Sexual differentiation. In: Bliss DE, Mantel LH, eds. The
Biology of Crustacea: Integument, Pigments, and Hormonal Processes. New York: Academic
Press, 217–299.

Chaumot A, Geffard O, Armengaud J, Maltby L. 2015. Chapter 11: Gammarids as reference
species for freshwater monitoring, aquatic ecotoxicology: advancing tools for dealing with
emerging risks. In: Amiard-Triquet C, Amiard J-C, Mouneyrac C, eds. Aquatic Ecotoxicology:
Advancing Tools for Dealing with Emerging Risks. Oxford: Academic Press, 253–280.

Cheung TH, Rando TA. 2013. Molecular regulation of stem cell quiescence. Nature Reviews
Molecular Cell Biology 14(6):329–340 DOI 10.1038/nrm3591.

Dansereau DA, Lasko P. 2008. The development of germline stem cells in Drosophila.Methods in
Molecular Biology 450:3–26 DOI 10.1007/978-1-60327-214-8_1.

Demchenko NL, Chapman JW, Durkina VB, Fadeev VI. 2016. Life history and production of the
western gray whale’s prey, Ampelisca eschrichtii Krøyer, 1842 (Amphipoda, Ampeliscidae).
PLOS ONE 11(1):1–18 DOI 10.1371/journal.pone.0147304.

Dunlop CE, Telfer EE, Anderson RA. 2014. Ovarian germline stem cells. Stem Cell Research &
Therapy 5(4):101 DOI 10.1186/scrt487.

Durkina VB, Chapman JW, Demchenko NL. 2018. Ampelisca eschrichtii Krøyer, 1842
(Ampeliscidae) of the Sakhalin Shelf in the Okhotsk Sea starve in summer and feast in winter.
PeerJ 6(1):e4841 DOI 10.7717/peerj.4841.

Extavour CG. 2005. The fate of isolated blastomeres with respect to germ cell formation in the
amphipod crustacean Parhyale hawaiensis. Developmental Biology 277(2):387–402
DOI 10.1016/j.ydbio.2004.09.030.

Gerberding M, Browne WE, Patel NH. 2002. Cell lineage analysis of the amphipod crustacean
Parhyale hawaiensis reveals an early restriction of cell fates. Development 129(24):5789–5801
DOI 10.1242/dev.00155.

Durkina et al. (2022), PeerJ, DOI 10.7717/peerj.12950 13/15

http://dx.doi.org/10.7717/peerj.12950#supplemental-information
http://dx.doi.org/10.7717/peerj.12950#supplemental-information
http://dx.doi.org/10.7717/peerj.12950#supplemental-information
http://dx.doi.org/10.1126/science.1178343
http://dx.doi.org/10.1038/nrm3591
http://dx.doi.org/10.1007/978-1-60327-214-8_1
http://dx.doi.org/10.1371/journal.pone.0147304
http://dx.doi.org/10.1186/scrt487
http://dx.doi.org/10.7717/peerj.4841
http://dx.doi.org/10.1016/j.ydbio.2004.09.030
http://dx.doi.org/10.1242/dev.00155
http://dx.doi.org/10.7717/peerj.12950
https://peerj.com/


Gilboa L, Lehmann R. 2004. Repression of primordial germ cell differentiation parallels germ line
stem cell maintenance. Current Biology 14(11):981–986 DOI 10.1016/j.cub.2004.05.049.

Goessens G, Thiry M, Lepoint A. 1987. Relations between nucleoli and nucleolus-organizing
regions during the cell cycle. In: Stahl A, Luciani JM, Vagner-Capodano AM, eds. Chromosomes
Today. Dordrecht: Springer, 261–271.

Grieve KM, McLaughlin M, Dunlop CE, Telfer EE, Anderson RA. 2015. The controversial
existence and functional potential of oogonial stem cells. Maturitas 82(3):278–281
DOI 10.1016/j.maturitas.2015.07.017.

Hammer Ø, Harper DAT, Ryan PD. 2001. PAST: paleontological statistics software package for
education and data analysis. Palaeontologia Electronica 4(1):1–9.

Kaczmarczyk AN. 2014. Germline maintenance and regeneration in the amphipod crustacean,
Parchyale hawaiensis. Berkeley: University of California.

Kanneworff E. 1965. Life cycle, food, and growth of the amphipod Ampelisca macrocephala
Liljeborg from the Øresund. Ophelia 2(2):305–318 DOI 10.1080/00785326.1965.10409606.

Kimelman D, Griffin KJ. 1998. Mesoderm induction: a postmodern view. Cell 94(4):419–421
DOI 10.1016/S0092-8674(00)81582-2.

Lin H. 1998. The self-renewing mechanism of stem cells in the germline. Current Opinion in Cell
Biology 10(6):687–693 DOI 10.1016/S0955-0674(98)80108-7.

Mahla RS. 2016. Stem cells applications in regenerative medicine and disease therapeutics.
International Journal of Cell Biology 2016(5):e6940283 DOI 10.1155/2016/6940283.

Miettinen TP, Pessa HKJ, Caldez MJ, Fuhrer T, Diril MK, Sauer U, Kaldis P, Björklund M.
2014. Identification of transcriptional and metabolic programs related to mammalian cell size.
Current Biology 24(6):598–608 DOI 10.1016/j.cub.2014.01.071.

Modrell MS. 2007. Early cell fate specification in the amphipod crustacean, Parhyale hawaiensis.
Berkeley: University of California.

Mohammad K, Dakik P, Medkour Y, Mitrofanova D, Titorenko VI. 2019. Quiescence entry,
maintenance, and exit in adult stem cells. International Journal of Molecular Sciences 20(9):2158
DOI 10.3390/ijms20092158.

Persson L-E. 1999. Growth and reproduction in two brackish water populations of Orchestia
gammarellus (Amphipoda: Talitridae) in the Baltic Sea. Journal of Crustacean Biology
19(1):53–59 DOI 10.2307/1549546.

Richert E, Koinzer S, Tode J, Schlott K, Brinkmann R, Hillenkamp J, Klettner A, Roider J. 2018.
Release of different cell mediators during retinal pigment epithelium regeneration following
selective retina therapy. Investigative Ophthalmology & Visual Science 59(3):1323–1331
DOI 10.1167/iovs.17-23163.

RummanM, Dhawan J, KassemM. 2015. Concise review: quiescence in adult stem cells: biological
significance and relevance to tissue regeneration. Stem Cells 33(10):2903–2912
DOI 10.1002/stem.2056.

Santos AR Jr, Nascimento VA, Genari SC, Lombello CB. 2014.Mechanisms of cell regeneration—
from differentiation to maintenance of cell phenotype. London: IntechOpen.

Sastry AN. 1983. Ecological aspects of reproduction. In: Vernberg FJ, Vernberg WB, eds. The
Biology of Crustacea: Environmental Adaptations. Vol. 8. New York: Academic Press, 179–270.

Saxena A. 2005. Text book of crustacea. New Delhi: Discovery Publishing House.

Spradling A, Drummond-Barbosa D, Kai T. 2001. Stem cells find their niche. Nature
414(6859):98–104 DOI 10.1038/35102160.

Durkina et al. (2022), PeerJ, DOI 10.7717/peerj.12950 14/15

http://dx.doi.org/10.1016/j.cub.2004.05.049
http://dx.doi.org/10.1016/j.maturitas.2015.07.017
http://dx.doi.org/10.1080/00785326.1965.10409606
http://dx.doi.org/10.1016/S0092-8674(00)81582-2
http://dx.doi.org/10.1016/S0955-0674(98)80108-7
http://dx.doi.org/10.1155/2016/6940283
http://dx.doi.org/10.1016/j.cub.2014.01.071
http://dx.doi.org/10.3390/ijms20092158
http://dx.doi.org/10.2307/1549546
http://dx.doi.org/10.1167/iovs.17-23163
http://dx.doi.org/10.1002/stem.2056
http://dx.doi.org/10.1038/35102160
http://dx.doi.org/10.7717/peerj.12950
https://peerj.com/


Stoltz J-F, de Isla N, Li YP, Bensoussan D, Zhang L, Huselstein C, Chen Y, Decot V, Magdalou J,
Li N, Reppel L, He Y. 2015. Stem cells and regenerative medicine: myth or reality of the 21th
Century. Stem Cells International 2015:e734731 DOI 10.1155/2015/734731.

Subramoniam T. 2016. Sexual biology and reproduction in crustaceans. Cambridge: Academic
Press.

Swygert SG, Kim S, Wu X, Fu T, Hsieh T-H, Rando OJ, Eisenman RN, Shendure J,
McKnight JN, Tsukiyama T. 2019. Condensin-dependent chromatin compaction represses
transcription globally during quiescence. Molecular Cell 73(3):533–546
DOI 10.1016/j.molcel.2018.11.020.

Truman AM, Tilly JL, Woods DC. 2017. Ovarian regeneration: the potential for stem cell
contribution in the postnatal ovary to sustained endocrine function. Molecular and Cellular
Endocrinology 445(3):74–84 DOI 10.1016/j.mce.2016.10.012.

Valcourt JR, Lemons JMS, Haley EM, Kojima M, Demuren OO, Coller HA. 2012. Staying alive.
Cell Cycle 11(9):1680–1696 DOI 10.4161/cc.19879.

Winchell C, Modrell M, Kaczmarczyk A, Price A, Patel N. 2017. Germline regeneration in the
crustacean, Parhyale hawaiensis. In: Learning from Nature: Comparative Biology of Tissue
Regeneration and Aging, Abstract of COBRE Symposium. MDI Biological Laboratory, 10.

Wolff C, Scholtz G. 2002. Cell lineage, axis formation, and the origin of germ layers in the
amphipod crustacean Orchestia cavimana. Developmental Biology 250(1):44–58
DOI 10.1006/dbio.2002.0789.

Xie T, Li L. 2007. Stem cells and their niche: an inseparable relationship. Development
134(11):2001–2006 DOI 10.1242/dev.002022.

Yao G. 2014. Modelling mammalian cellular quiescence. Interface Focus 4(3):20130074
DOI 10.1098/rsfs.2013.0074.

Durkina et al. (2022), PeerJ, DOI 10.7717/peerj.12950 15/15

http://dx.doi.org/10.1155/2015/734731
http://dx.doi.org/10.1016/j.molcel.2018.11.020
http://dx.doi.org/10.1016/j.mce.2016.10.012
http://dx.doi.org/10.4161/cc.19879
http://dx.doi.org/10.1006/dbio.2002.0789
http://dx.doi.org/10.1242/dev.002022
http://dx.doi.org/10.1098/rsfs.2013.0074
http://dx.doi.org/10.7717/peerj.12950
https://peerj.com/

	First observations of ovary regeneration in an amphipod, Ampelisca eschrichtii Kr&#x00F8;yer, 1842
	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusions
	ABBREVIATIONS
	flink7
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


