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RESEARCH ARTICLE

Synthesis and maintenance of lipid droplets are essential for
mouse preimplantation embryonic development
Ryutaro Aizawa1, Megumi Ibayashi1,*, Takayuki Tatsumi2, Atsushi Yamamoto3, Toshiaki Kokubo1,
Naoyuki Miyasaka2, Ken Sato4, Shuntaro Ikeda5, Naojiro Minami5 and Satoshi Tsukamoto1,‡

ABSTRACT
Lipid droplets (LDs), which are ubiquitous organelles consisting of a
neutral lipid core coatedwith a phospholipidmonolayer, play key roles
in the regulation of cellular lipid metabolism. Although it is well known
that mammalian oocytes and embryos contain LDs and that the
amount of LDs varies among animal species, their physiological
functions remain unclear. In this study, we have developed a method
based on two-step centrifugation for efficient removal of almost all
LDs from mouse MII oocytes (delipidation). We found that delipidated
MII oocytes could be fertilized in vitro, and developed normally to the
blastocyst stage even when the embryos were cultured in the
absence of a fatty acid supply. LDs were newly synthesized and
accumulated soon after delipidation, but chemical inhibition of long
chain acyl-CoA synthetases (ACSLs) blocked this process, resulting
in severe impairment of early embryonic development. Furthermore,
we found that overabundance of LDs is detrimental to early embryonic
development. Our findings demonstrate the importance of synthesis
and maintenance of LDs, mediated in part by ACSL activity, during
preimplantation embryonic development.
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INTRODUCTION
Lipid droplets (LDs) are dynamic organelles with important
roles in lipid metabolism. LDs consist largely of neutral lipids,
predominantly triglyceride (TG) and cholesterol ester (CE), and
provide substrates for energy production, membrane components
and signaling lipids (Walther and Farese, 2012; Welte, 2015). LDs
are thought to be formed de novo in the endoplasmic reticulum (ER)
because the proteins required for neutral lipid synthesis and LD
formation both reside in the ER (Brasaemle et al., 2004; Buhman
et al., 2001). LD growth is a complex process requiring the activities
of multiple enzymes (Pol et al., 2014). Mature LDs consist of a
neutral lipid core coated with a phospholipid monolayer (Tauchi-
Sato et al., 2002) containing structural proteins [such as perilipins

(Bickel et al., 2009)] that regulate LD function. In addition to their
association with the ER, LDs also interact with several other
organelles, including mitochondria, Golgi, peroxisomes and
lysosomes in order to help the cell adapt to the nutrient
environment (Valm et al., 2017). Although LDs have been
observed in most cell types throughout the animal kingdom, their
function is much broader than previously anticipated; LDs are not
only important for energy storage and as sources of lipids for steroid
hormone production, but also act as storage sites for nuclear proteins
(Cermelli et al., 2006; Welte, 2015).

During mammalian oogenesis, LDs are stored in the cytoplasm,
although for unknown reasons the exact content of LDs varies
widely among species (Bradley and Swann, 2019; Dunning et al.,
2014). Mouse oocytes/embryos store very few LDs relative to pig,
which contain high levels of stored lipids [fatty acid lipid content:
25.7×10−5 ng/µm3 in porcine oocytes versus 2.05×10−5 ng/µm3 in
mouse (Bradley and Swann, 2019)]. Because the level of LDs may
reflect the extent of β-oxidation, fatty acids produced by lipolysis
and/or lipophagy (Zechner et al., 2017) might be the primary energy
source in porcine oocytes/embryos. By contrast, probably owing to
the lower level of LDs, mouse oocytes/embryos have long been
thought to use pyruvate, lactate and glucose as their principal energy
substrates, although these substrates are strictly regulated during
preimplantation development (Gardner and Leese, 1986; Leese and
Barton, 1984). However, several lines of evidence suggest that LD
biogenesis is physiologically important during early embryonic
development: (1) LD morphology changes dynamically during
embryonic development and in response to culture conditions
(Bradley et al., 2016; Watanabe et al., 2010); (2) preimplantation
embryos can take up exogenous FAs for storage as neutral lipid
(mainly TG), and for use in β-oxidation (Hillman and Flynn, 1980);
and (3) β-oxidation plays a vital role in the development of
preimplantation embryos (Dunning et al., 2010).

To elucidate the roles of LDs, we recently developed a selective
autophagy-based method, termed forced lipophagy, to achieve LD
depletion (Tatsumi et al., 2018). Forced lipophagy relies on
autophagic activity and expression of the autophagic adaptor p62,
also known as Sqstm1 (Ichimura et al., 2008), on the surface of LDs.
p62 facilitates the interaction of LDs with LC3, which stably binds
to the autophagosomal membrane, forming a bridge between LDs
and the membrane. LDs sequestered by the autophagosome
ultimately fuse with the lysosome, where they are degraded.
Using a forced lipophagy system, we could decrease LD size and
number, as well as TG content. Under these conditions, ∼50% of
embryos were developmentally retarded until the blastocyst stage,
suggesting that a proper level of LDs is essential for normal
preimplantation embryonic development. Although forced
lipophagy is a useful approach for studying LD function in living
oocytes and embryos, one limitation is that the efficiency of forced
lipophagy depends on intrinsic autophagic activity; consequently,Received 26 June 2019; Accepted 23 October 2019
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not all LDs are eliminated. Therefore, in order to determine the
precise function of LDs during early embryonic development, a
more specific method that completely removes LDs from mouse
oocytes and/or embryos is required.
In this study, we developed a delipidation method for efficiently

removing LDs from mouse MII oocytes. Using the method, we
found that, even after delipidation, MII oocytes could be fertilized
and developed normally. Unexpectedly, we found that immediately
after delipidation, LDs were newly synthesized and accumulated
through induction of fatty acids mediated by acyl-CoA synthetase
activity. These newly synthesized LDs, as well as their proper
storage, were crucial for preimplantation embryonic development.

RESULTS
Complete removal of LDs (delipidation) from MII oocytes by
two-step centrifugation
While delipidation based on centrifugation has been used frequently
in porcine oocytes/embryos (Nagashima et al., 1995, 1994; Yoneda
et al., 2004), no method has been previously developed for mouse.
Hence, we sought to optimize a delipidation method for application
to mouse oocytes and embryos.
To determine the most efficient delipidation condition, we

collected MII oocytes from superovulated C57BL/6 females and
performed an initial centrifugation at 4200 g for 10 min (Fig. 1A).
We found that this centrifugation caused aggregation of LDs in the

cell periphery (Fig. 1B, left). However, because the aggregated LDs
remained tightly associated with cellular structures, it was difficult
to remove them completely without also depleting other
cytoplasmic contents, and the subsequent procedure (removal of
aggregated LDs using a micropipette) tended to cause severe
damage, leading to oocyte death (data not shown).

To overcome these problems, we centrifuged MII oocytes at
9500 g for 10 min under hyperosmolar conditions (∼440 mOsm).
This manipulation increased the size of the perivitelline (PV) space,
and the aggregated LDs were released into the larger PV space
(Fig. 1A); a similar procedure has previously been demonstrated in
porcine embryos (Men et al., 2015). Strikingly, these additional
treatments led to the release of nearly all aggregated LDs into the PV
space with less damage to the oocyte (Fig. 1B, right); more than
95% of MII oocytes survived after two-step centrifugation (Fig. 1C,
left) and nearly 90% of their LDs were released into the PV space
(Fig. 1C, right). In the final step, the released LDs were successfully
isolated using a micropipette (Fig. 1D, Movie 1). We also verified
that this method could be applied to MII oocytes, which were
derived from different mouse strains, including B6 (used in this
study), C3H and ICR (Fig. S1).

Specific isolation of LDswithout cytoplasmic contamination
We confirmed that our method resulted in highly efficient removal
of LDs from MII oocytes without extra cytoplasmic contamination.

Fig. 1. Isolation of LDs from MII oocytes by two-step
centrifugation. (A) Schematic representation of the delipidation
method for mouse MII oocytes. MII oocytes were initially
centrifuged at low speed (10 min at 4200 g) to aggregate LDs in
the cell periphery. After addition of hyperosmotic medium (630
mOsm) to increase the perivitelline (PV) space, MII oocytes were
centrifuged at high speed (10 min at 9500 g) to release the
aggregated LDs into the PV space. (B) Representative images of
MII oocytes after the first (low speed, left) and second (high
speed, right) centrifugation. (C) Percentage of surviving MII
oocytes (left) and the efficiency of LD release into the PV space
(right) after two-step centrifugation. The total number of MII
oocytes tested is shown in brackets above each bar. Data are
mean±s.e.m. of five independent experiments. (D) Removal of
LDs from the PV space using a micropipette. Scale bars: 10 µm.
See also Movie 1.
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Staining of individual organelles with specific fluorescent dyes
revealed that the ER, lysosome and mitochondria were retained in
the cytoplasm even after the second centrifugation, whereas almost
all LDs (which were labeled with the fluorescent neutral lipid dye
BODIPY 493/503) were localized in the PV space (Fig. 2A).
Consistent results were obtained by EM analysis: LDs were
clustered and aggregated at the cell periphery after the first
centrifugation (Fig. 2B, left), and were released into the PV space
with very little accompanying cytoplasmic content after the second
centrifugation (Fig. 2B, right). Furthermore, we performed LC-MS
analysis to determine the level of TG species in non-delipidated or
delipidated MII oocytes, and found that the levels of most TG
species measured [primarily oleic (18:1), linoleic (18:2) and
palmitic acids (16:0)] were significantly reduced after delipidation
(Fig. 2C). Together, these results clearly demonstrate that LDs can
be specifically removed from the cytoplasm of mouse MII oocytes
by two-step centrifugation combined with hyperosmotic treatment.

Delipidated MII oocytes were fertilized and developed
normally
Next, to determine whether LD depletion would influence the
developmental potential of MII oocytes, we performed in vitro

fertilization (IVF) or intracytoplasmic sperm injection (ICSI), and
analyzed the subsequent development of the embryos. The results
revealed that although the IVF rate of delipidated MII oocytes was
significantly reduced to about 50% of the level in non-delipidated
MII oocytes (Fig. 3A, left; P<0.01, Student’s t-test), MII oocytes
could be efficiently fertilized by ICSI despite delipidation
(Fig. 3A, right; P=0.221, Student’s t-test). These results
indicate that delipidation, especially a two-step centrifugation or
hyperosmotic treatment, might affect the zona pellucida (ZP),
thus preventing sperm-egg interactions. We found that ZP-free
delipidated MII oocytes were efficiently fertilized by IVF relative
to ZP-free non-delipidated MII oocytes (Fig. 3B, left, P=0.158,
Student’s t-test). Consistent with this, ZP drilling greatly improved
IVF efficiency (Fig. 3B, right, P=0.453, Student’s t-test). These
results support our prediction that changing the characteristics of ZP,
but not the plasma membrane, during the delipidation procedure is
responsible for the lower IVF success rate. However, once the
delipidated MII oocytes were fertilized by IVF or ICSI, their
subsequent developmental potential was comparable with that of
non-delipidated MII oocytes, even when the embryos were
cultured in the absence of an extracellular FA supply (Fig. 3C,D
and Movie 2).

Fig. 2. Specific isolation of LDs by the delipidation method. (A) MII oocytes before (top) and after (bottom) two-step centrifugation were stained with
organelle-specific dyes and observed by confocal fluorescence microscopy. Dashed lines outline LDs in the PV space. DIC, differential interference contrast.
(B) EM images of MII oocytes after the first (low speed, left) and second (high speed, right) centrifugation. Bottom panels show higher-magnification images of the
representative boxed area. (C) Quantification showing relative levels of TG species measured by LC-MS in non-delipidated (non-DeLD) or delipidated (DeLD)
MII oocytes. Data aremean±s.e.m. of three independent experimentswith 100MII oocytes in each condition. *P<0.05, **P<0.01, Student’s t-test. Scale bars: 10 µm.
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LDs are newly synthesized immediately after delipidation
The fact that delipidation did not affect developmental potential
implied that LDs stored in MII oocytes may be dispensable.
However, when observing the delipidated MII oocytes/embryos in
more detail, we noticed that a few small LDs, possibly representing
newly forming LDs, appeared soon after delipidation (Fig. 4A, left
panel, MII). The number of new small LDs increased over the
course of embryonic development (Fig. 4A, middle to right; one- to
two-cell stage). As a result, LD distribution became similar to that of
non-delipidated embryos, likely owing to the continuous production
of new LDs.
Consistent results were obtained by electron microscopy (EM):

non-delipidated MII oocytes contained a large number of clustered
LDs, and numerous LDs were observed at the two-cell stage
(Fig. 4B, top), in accordance with earlier findings (Bradley et al.,
2016). In contrast, delipidated MII oocytes contained very few LDs,
but many small LDs appeared at the two-cell stage (Fig. 4B,
bottom). Quantitative analysis revealed a significant decrease in
both LD area (16.7%) and LD number (12.8%) in delipidated MII
oocytes relative to those in non-delipidated MII oocytes (Fig. 4C),
whereas at the two-cell stage, LD area and number were 50.0%
and 54.4%, respectively, relative to non-delipidated two-cell
embryos (Fig. 4C).
The increase in abundance of new LDs was also observed when

the delipidated MII oocytes were cultured in BSA-free medium

(FHM supplemented with PVP instead of FA-free BSA, Fig. S2),
indicating that new LD synthesis occurs regardless of the presence
of albumin, which acts as an FA carrier. Based on these results, we
presumed that these newly synthesized LDs might contribute to
normal embryonic development after delipidation.

To exclude the possibility that newly synthesized LDs were due
to growth of pre-existing (previously synthesized) LDs, we sought
to visualize the formation and subsequent growth of new LDs. For
this purpose, we used BODIPY 558/568 C12 (BODIPY-C12)
combined with BODIPY 493/503. BODIPY-C12 is a widely used
fluorescent long-chain FA analogue consisting of a 12-carbon
saturated FA bound to the BODIPY fluorophore at its hydrophobic
end, which is esterified within the cell and incorporated into
LD-specific neutral lipids, allowing visualization of the earliest
steps of FA-derived LD formation (Kassan et al., 2013; Rambold
et al., 2015). Non-delipidated or delipidated MII oocytes were
incubated with BODIPY-C12 followed by BODIPY 493/503
staining, and were then observed by confocal fluorescence
microscopy. We found that the number of small structures labeled
by BODIPY-C12 were remarkably increased in delipidated MII
oocytes, whereas such structures were less prominent in non-
delipidated MII oocytes (Fig. 4D, top). Importantly, not all
structures were detectable with BODIPY 493/503: more of the
larger structures were preferentially labeled using BODIPY 493/503,
presumably because nascent (small) LDs had very low lipid mass and
were therefore difficult to detect using this labeling method. These
features indicate that these abundant small structures represent newly
forming LDs. Consistent results were obtained at the two-cell stage:
most of the LDs, labeled using BODIPY-C12, were clearly visible
and hence detectable using BODIPY 493/503 (Fig. 4D, bottom),
suggesting that they are mature LDs. In addition, time-lapse imaging
of delipidated MII oocytes revealed that BODIPY-C12 fluorescence,
which initially appeared in a reticular pattern resembling the ER
(Fig. S3A), subsequently accumulated in tiny puncta (likely
representing newly LDs) and ultimately became detectable using
BODIPY 493/503 (Fig. S3B). Taken together, these findings indicate
that LD biogenesis is highly activated after delipidation.

Regulation of LD content through ACSL activity is important
for embryonic development
LD formation is a stepwise process that requires multiple enzymatic
activities (Pol et al., 2014). Because free FAs are chemically inert,
once inside the cell, they must be activated by esterification by acyl-
CoA synthetases. Several different types of acyl-CoA synthetase
exist. The long-chain acyl-CoA synthetase (ACSL) proteins activate
long-chain fatty acids to acyl-CoA, which are then used for the
synthesis of esterified lipids, such as TG and CE. There are five
different mammalian isoforms of the ACSL family (ACSL1, 3, 4, 5
and 6) (Mashek et al., 2004), which have different FA preferences
and tissue specificity of expression (Fujino et al., 1996; Kang et al.,
1997). Among them, ACSL3 is found in growing and mature LDs
(Fujimoto et al., 2004; Kassan et al., 2013). Inhibition of this enzymatic
activity using triacsin C (Tomoda et al., 1987) greatly reduces TG
synthesis (Igal and Coleman, 1996), and thereby blocks FA-induced
formation of LDs (Herms et al., 2013; Kassan et al., 2013).

We hypothesized that the newly synthesized LDs observed soon
after delipidation might be catalyzed by ACSLs activity. To explore
this possibility, we fertilized delipidated MII oocytes, co-cultured
them with triacsin C, and stained them using BODIPY 493/503. In
triacsin C-treated embryos, LDs labeled with BODIPY 493/503
were significantly less abundant in two-cell embryos, and very few
LDs were detectable at the four-cell stage, whereas no obvious

Fig. 3. Developmental potential of delipidated MII oocytes. (A) Percentage
of successful fertilization in non-delipidated (non-DeLD) or delipidated (DeLD)
MII oocytes, which were fertilized by IVF (left) or ICSI (right). (B) Percentage of
successful fertilization in ZP-free (left) or ZP-drilled (right) MII oocytes. MII
oocytes with or without delipidation were treated with acidic Tyrode’s solution
or drilled, and the resultant MII oocytes were fertilized by IVF. (C) Percentages
of embryos developing into blastocysts. Non-DeLD or DeLD MII oocytes were
fertilized by IVF (left) or ICSI (right); fertilized embryos were selected and
cultured until the blastocyst stage. (D) Representative images of blastocysts,
developed from non-DeLD or DeLD MII oocytes, fertilized by IVF and cultured
in FA-free KSOM medium for 4 days. The rate of successful fertilization was
evaluated based on the presence of two pronuclei and a second polar body
(A,B). Number of MII oocytes/embryos analyzed is specified in brackets above
each bar. Data are from four to seven independent experiments, and are mean
±s.e.m. n.s., non-significant, **P<0.01, Student’s t-test. Scale bar: 50 µm. See
also Movie 2.
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changes were detected in DMSO-treated embryos (Fig. 5A, right
panels). Consistent with this observation, quantification of the
BODIPY 493/503 signal in delipidated embryos revealed that the
area occupied by LDs at the two-cell and four-cell stage was 72.9%
and 86.9% lower, respectively, than in DMSO-treated embryos
(white bars in Fig. 5B), indicating that triacsin C specifically inhibits
new LD formation. Analysis of the developmental potential of these
embryos revealed that their development was normal up to the eight-
cell stage. However, all the embryos failed to develop further,
subsequently fragmented or died around the morula stage. By
contrast, delipidated embryos co-cultured with DMSO continued to
develop to the blastocyst stage (Fig. 5C,D and Movie 3).

We assumed that triacsin C would have no effect on the
development of non-delipidated embryos, as they contain pre-
existing LDs and consequently have no need to re-synthesize LDs.
Unexpectedly, however, we found that triacsin C caused a marked
reduction in the number of preexisting LDs over time (Fig. 5A, left
panels). Consistent with this, quantification of the BODIPY 493/
503 signal in non-delipidated embryos demonstrated that the
total LD areas at the two- and four-cell stages decreased 78.1%
and 74.9%, respectively, relative to DMSO-treated embryos (black
bars in Fig. 5B). As a result, triacsin C treatment caused
developmental arrest before the morula stage, a result similar to
that observed in the delipidated embryos (Fig. 5C,D and Movie 3).

Fig. 4. New synthesis of LDs after delipidation. (A) Non-
delipidated (non-DeLD) or delipidated (DeLD) MII oocytes or
fertilized embryos at the indicated stages were stained with
BODIPY 493/503 and observed by confocal fluorescence
microscopy. (B) EM images of non-DeLD or DeLD MII oocytes
or two-cell embryos. (C) Quantification of LD area (top) and
number (bottom) in non-DeLD or DeLDMII oocytes and two-cell
embryos. n, number of MII oocytes or two-cell embryos
analyzed. **P<0.01, ***P<0.001, Mann-Whitney U-test. Data
are mean±s.e.m. (D) Non-DeLD or DeLD MII oocytes, or two-
cell embryos were stained with both BODIPY-C12 (red) and
BODIPY 493/503 (green). Red arrows indicate BODIPY-C12-
positive LDs; green arrows indicate BODIPY-C12 and BODIPY
493/503 double-positive LDs. Insets show higher-magnification
images of the representative boxed areas. DIC, differential
interference contrast. Scale bars: 10 µm.
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These results imply that cellular lipolysis activity (i.e. lipase
activity) is exceptionally high, facilitating the degradation of
pre-existing LDs and leading to LD depletion, explaining why
non-delipidated embryos did not develop beyond the eight-cell
stage. An alternative possibility is that ACSL activity is required
not only for new LD synthesis but also for their storage, as

has been demonstrated in mammalian cultured cells (Fujimoto
et al., 2007).

At the concentration used in this study, triacsin C is highly specific
for ACSL1, ACSL3 and ACSL4, but does not inhibit ACSL5 or
ACSL6 (Vessey et al., 2004), and our quantitative RT-PCR analysis
of non-delipidated or delipidated MII oocytes revealed that the level

Fig. 5. The importance of LD synthesis and LD maintenance through ACSL activity during preimplantation embryonic development. (A) Fertilized
embryos, developed from non-delipidated (non-DeLD) or delipidated (DeLD) MII oocytes, were cultured in the presence of DMSO or triacsin C and stained
with BODIPY 493/503 at the indicated stages. (B) Quantification of total LD area in two-cell (top) and four-cell (bottom) embryos with the indicated treatment.
n, numbers of embryos analyzed. n.s., non-significant, *P<0.05, ****P<0.0001, Mann–WhitneyU-test. Data are mean±s.e.m. (C) Preimplantation development of
embryos, developed from non-DeLD or DeLD MII oocytes, which were fertilized by IVF and co-cultured in the presence of DMSO or triacsin C. (D) Percentages
of embryos reaching each developmental stage. Non-DeLD or DeLD MII oocytes were fertilized by IVF and co-cultured in the presence of DMSO or triacsin
C. Data are mean±s.d. of more than three independent experiments. Number of embryos analyzed is specified in brackets. Treatment of embryos with DMSO
was used as a control. DIC, differential interference contrast. Scale bars: 10 µm in A; 50 µm in C. See also Movie 3.
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of Acsl3mRNAwas higher than the levels of Acsl1, Acsl4, Acsl5 and
Acsl6 mRNAs (Fig. S4). These observations imply that ACSL
activity in oocytes and/or early embryos is highly dependent on
ACSL3.
Although we cannot exclude the possibility that triacsin C plays a

role beyond LD biogenesis, our results suggest that ACSL activity
has an important function not only in new LD synthesis but also in
their maintenance during preimplantation embryonic development.

An overabundance of LDs influences embryonic
development
Our results indicate that an imbalance between LD synthesis and use
(i.e. LD overabundance) influences early embryonic development.

To directly demonstrate the impact of LD overabundance in early
embryonic development, we isolated LDs from MII oocytes
and transplanted them into the individual blastomeres of two-cell
embryos, which were developed from non-delipidated or
delipidated MII oocytes (Fig. 6A and Movie 4), and examined
their preimplantation development. However, such LD-transplanted
embryos developed normally to the blastocyst stage despite
delipidation (Fig. 6B).

We presumed that transplanted LDs might be degraded by
cellular lipases, which contribute in this manner to normal
embryonic development in LD-transplanted embryos. To test this
possibility, we cultured LD-transplanted embryos with the lipase
inhibitor diethylumbelliferyl phosphate (DEUP). As we expected,

Fig. 6. The effect of LD overabundance on early embryonic
development. (A) Schematic illustration of LD transplantation.
LDs isolated from MII oocytes were divided into two pieces, and
each LDwas transplanted into individual blastomeres of two-cell
embryos. See also Movie 4. (B) Percentages of LD-transplanted
embryos, which were developed from non-delipidated (non-
DeLD) or delipidated (DeLD) MII oocytes, reaching the
blastocyst stage. Number of LD-transplanted embryos is
specified in brackets above the bar. Data are from four
independent experiments, and are mean±s.e.m. n.s., non-
significant, Student’s t-test. (C) Preimplantation development of
LD-transplanted embryos. LDs isolated from MII oocytes were
transplanted into individual blastomeres of two-cell embryos,
which were developed from non-DeLD or DeLD MII oocytes,
and the resultant embryos were cultured in the presence of
DMSO or DEUP. (D) Percentage of embryos reaching each
developmental stage under the indicated conditions. DMSO-
treated embryos were used as a control. Data are mean±s.d. of
three independent experiments. n.s., non-significant, **P<0.01,
Student’s t-test. (E) LD-transplanted embryos developed from
non-DeLD or DeLD were cultured in the presence of DMSO or
DEUP, stained with BODIPY 493/503 at the four-cell stage and
observed by confocal fluorescence microscopy. Images are
maximum projections of the z sections (10 sections, 2 µm
steps). Number of embryos analyzed is specified in brackets
above the bar. DIC, differential interference contrast. Scale bars:
50 µm in C; 10 µm in E.
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the proportion of embryos that reached the blastocyst stage was
substantially lower in non-delipidated embryos (53.4%) than in
delipidated embryos (91.2%, Fig. 6C,D). By contrast, the
developmental rate was not significantly changed when the non-
delipidated or delipidated embryos were cultured with DMSO (as a
control) following LD transplantation (77.0% in non-delipidated
embryos versus 87.0% in delipidated embryos, Fig. 6C,D).
BODIPY 493/503 staining revealed that DEUP treatment caused
substantial LD accumulation in these LD-transplanted embryos
relative to DMSO-treated embryos (Fig. 6E), indicating that these
effects were specific for lipase activity. Similar results were
obtained when these LD-transplanted embryos were cultured with
another lipase inhibitor (atglistatin, data not shown). Together, our
results support the prediction that cellular lipase activity contributes at
least in part to degradation of excess LDs in preimplantation embryos.
The results also indicate that LD overabundance influences early
embryonic development.
Finally, we sought to rescue the triacsin C-induced developmental

defect by LD transplantation. However, LD transplantation was
not sufficient to rescue the embryonic impairment: neither non-
delipidated nor delipidated embryos that received transplanted LDs
developed beyond the eight-cell stage (Fig. S5A). In addition, LDs
were degraded even when the LD-transplanted embryos were
cultured with triacsin C and DEUP simultaneously, as in the case
of triacsin C treatment alone (Fig. S5B). Again, these results suggest
that ACSL activity is important not only for new LD formation, but
also for their maintenance.

DISCUSSION
Although delipidation methods based on centrifugation have
frequently been used in porcine oocytes and embryos, which
contain high levels of LDs, this study is the first to adapt such a
system to mouse oocytes with lower levels of LDs, and to isolate
intact LDs from oocytes without cytoplasmic contamination. Our
method enabled us to investigate the nature of LDs in detail during
early embryonic development. We found that oocytes were
fertilized and developed normally even after delipidation, and that
LDs were newly synthesized through FA activation catalyzed by
ACSLs, even in the absence of FAs in the cultured media. Inhibition
of ACSL activity caused not only blockage of new LD synthesis but
also a reduction in the number of pre-existing LDs, which led to
developmental impairment. In addition, we showed that
overabundance of LDs had a negative effect on embryonic
development. These results suggest the importance of synthesis
and maintenance of LDs, likely mediated ACSL activity, during
preimplantation embryonic development.
One limitation of forced lipophagy, our previously established

method for degradation of LDs, is that its efficiency depends on
intrinsic autophagic activity (Tatsumi et al., 2018). Consequently,
LDs might not be selectively degraded when autophagic activity is
low. After fertilization, autophagy is strongly induced, but its activity
is reduced during the first cleavage (from the late one- to early two-
cell stage), and reactivated subsequently (Tsukamoto et al., 2008).
The precise mechanism of autophagy induction after fertilization
remains unknown [although we previously revealed that fertilization-
induced autophagy is independent of mTORC1, which inactivates
autophagy (Yamamoto et al., 2014)]; therefore, the level of forced
lipophagy cannot be artificially controlled. As a consequence, LDs
are not completely degraded after the induction of forced lipophagy
and LD remnants may mask subsequent phenotypes.
To overcome the limitation, we developed an approach for

removing LDs from mouse MII oocytes based on two-step

centrifugation. This method enabled us to study embryonic
development in the complete absence of LDs, and to demonstrate
the existence of newly synthesized LDs. However, as with forced
lipophagy, our developed method also has limitations.

First, although our new method is suitable for isolating almost all
LDs from MII oocytes, it cannot efficiently remove LDs from
fertilized embryos, including one- and two-cell embryos: in these
contexts, small LDs are retained inside the cytoplasm even after
two-step centrifugation (data not shown). The reason for these
differences is currently unknown, but we speculate that LD
morphology, as well as LD content at each developmental stage,
might affect delipidation efficiency: LDs tend to be more clustered in
MII oocytes relative to fertilized embryos with dispersed LDs
(Bradley et al., 2016). Alternatively, considering that cytoplasmic
LDs physically interact with other organelles, including
mitochondria, lysosomes and the ER (Valm et al., 2017), and even
the nucleus (Romanauska and Kohler, 2018), these associations may
be tighter after fertilization, preventing LDs from being released
outside the cytoplasm even after two-step centrifugation.

Second, our finding that the IVF success rate decreased nearly
50% after delipidation, whereas both ZP removal and ZP drilling
increased this rate, suggested that delipidation, especially two-step
centrifugation and/or hyperosmotic treatment, might change some
feature of the ZP (e.g. induction of ZP hardening), resulting in
inhibition of sperm-ZP penetration. However, we found that once
the delipidated MII oocytes were fertilized by IVF or ICSI, their
subsequent developmental potential was comparable with normal
MII oocytes, indicating that delipidation did not affect oocyte
competence. However, future studies into the developmental
potential of embryos derived from delipidated MII oocytes are
required, e.g. embryo transfer experiments.

Third, using the new method, we also successfully removed LDs
from MII oocytes collected from different mouse strains, but the
efficiency differed among strains: MII oocytes collected from B6
mice (used in this study) and C3H mice were delipidated more
efficiently than those of ICR mice (Fig. S1 and data not shown).
This may be related to the difference in lipid metabolism (metabolic
response) between mouse strains, as reported previously
(Montgomery et al., 2017). In any case, additional efforts to
optimize our technique, depending on each experimental condition,
are required.

Why can embryos depleted of newly synthesized LDs develop to
the eight-cell stage but not beyond that? In this study, we found that
all delipidated and non-delipidated embryos cultured with triacsin C
failed to develop beyond the eight-cell stage. Although this
indicates that LD biogenesis does not make a major contribution
to early embryonic development before the eight-cell stage, it seems
likely that endogenous lipid or glycogen, or exogenous energy
substrates such as pyruvate, lactate and amino acids in culture
media, can partially compensate for loss of LDs during early
embryonic development after delipidation. Alternatively,
endogenous FAs, likely produced by lipolysis or lipophagy from
TG stored in LDs, may be used as phospholipids (rather than as an
energy source) to generate new cellular membrane during
preimplantation embryonic development. Given that the
membrane surface increases 33% and 74% between the oocyte
and the two- and four-cell stages, respectively (Pratt and George,
1989), there may be an even larger expansion after the eight-cell
stage. Another possibility is that under LD-depleted conditions, the
increase in free FAs originating from de novo synthesis may
compromise cellular integrity and become incorporated into
cytotoxic lipid species, such as acylcarnitine (McCoin et al.,
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2015). Thus, LDs could serve to sequester excess FAs into LDs to
prevent lipotoxicity.
Which is more important as a source of newly synthesized LDs:

intracellular or extracellular FAs? The origin of FAs in oocytes and
embryos remains unresolved, but given our finding that BODIPY-
C12 (a long-chain fatty acid analogue) was rapidly taken up and
mobilized into newly synthesized LDs (Fig. 4D and Fig. S3),
extracellular FAs are likely to be the preferential source for new LD
production. On the other hand, we observed that LDs were newly
synthesized even when delipidated MII oocytes were cultured in
BSA- and FA-free conditions (Fig. S2), suggesting that endogenous
FAs may contribute to newly synthesized LDs.
Our study raises an important question: how is LD content

maintained during early embryonic development? Considering that
LD biogenesis is strongly induced immediately after delipidation
and that the new LDs accumulate stably, it is reasonable to consider
the existence of mechanism(s) that regulate the balance between LD
synthesis (TG storage) and LD lipolysis (TG hydrolysis).
Hypothetically, during normal development, hydrolysis (lipase)
activity could be exceptionally high to prevent overabundance of
LDs (to keep LD amounts constant), whereas under LD-depleted
conditions, newly synthesized LDs are stored stably, likely owing to
a reduction in lipase activity, leading to restoration of LD content to
the proper level. Our observation that non-delipidated embryos
cultured with DEUP following LD transplantation, which led to
unusual LD accumulation, tended to decrease their developmental
ability, whereas no such decrease was observed in delipidated
embryos, supports the ‘balance’ hypothesis. Although almost 50%
of the non-delipidated embryos still developed into blastocysts
when cultured with DEUP following LD transplantation (Fig. 6C,D),
those embryos exhibited a delay in development before the morula
stage (data not shown), indicating that LD overabundance may
influence cleavage speed (cell cycles) during early embryonic
development. It will be interesting to examine this issue in
future studies.
In addition, a recent study revealed the existence of LD size-based

degradation machinery in hepatocytes (Schott et al., 2019): larger
LDs are preferentially degraded by lipases, whereas smaller (newly
synthesized) LDs are consumed by lipophagy, a selective turnover
of LDs by autophagy. Given our findings that a number of tiny new
LDs appeared soon after delipidation, such small (non-clustered)
LDs may be protected against degradation by cellular lipases, and
therefore accumulate stably throughout embryonic development.
We also found that triacsin C treatment of non-delipidated

embryos caused massive degradation of pre-existing LDs, and this
degradation was not prevented by the pharmacological inhibition of
lipase activity (Fig. S5B). These results suggest that ACSL activity
was more important for both LD synthesis and their maintenance, as
has been reported in hepatocytes (Fujimoto et al., 2007). Consistent
with this, we found that the mRNA levels of Acsl family genes were
differentially expressed in MII oocytes (Acsl3 mRNA was very
abundant among the family), and that inhibition of ACSL enzymatic
activity by triacsin C caused severe embryonic developmental
defects. Therefore, we speculate that ACSL activity (predominantly
ACSL3) is a key regulator of LD biogenesis during preimplantation
embryonic development. The precise role of ACSLs needs to be
further addressed.
Finally, given that maternal high-fat diet and obesity negatively

affect oocyte quality, leading to impaired preimplantation
development, alterations of epigenetic modification and defects in
fetal development (Han et al., 2018), it is tempting to speculate that
the protein and lipid composition of LDs might be changed by a

high-fat environment. Consistent with this idea, we found that a
high-fat diet leads to an increase in delipidation efficiency (R.A. and
S.T., unpublished), implying a relationship between dietary fat and
LD content in MII oocytes. Given that our new method can
successfully isolate LDs fromMII oocytes with high purity, it could
be applied to proteomics and lipidomics analysis of the isolated
LDs. Such an intensive study would shed some light on the
functional link between LD biogenesis and oocyte quality during
early embryonic development.

MATERIALS AND METHODS
Mice
Mice used in this study were 8- to 12-week-old C57BL/6J mice (Japan
SLC), except for C3H mice (Japan SLC) and ICR mice (CLEA Japan) used
for the experiment described in Fig. S1. Mice were fed a standard diet
(MBR-1, Funabashi Farm) and maintained under specific pathogen-free
conditions. All animal experiments were performed in accordance with the
relevant guidelines and were approved by the Animal Care and Use
Committee of the National Institute of Quantum and Radiological Science
and Technology.

Delipidation for MII oocytes and LD transplantation
MII oocytes from superovulated females were collected as previously
described (Tsukamoto et al., 2013). For delipidation, MII oocytes from
superovulated females were incubated in FHM medium (270 mOsm)
containing 10 µg/ml cytochalasin B (C2743, Sigma-Aldrich) and
supplemented with either fatty acid-free BSA (4 mg/ml, A8806, Sigma-
Aldrich; hereafter, FHM FA-free BSA) or polyvinylpyrrolidone (2 mg/ml,
PVP360, Sigma-Aldrich; hereafter, FHM-PVP), and then treated with
hyaluronidase (H4272, Sigma-Aldrich) to remove cumulus cells. After
several washes with FHM FA-free BSA or FHM-PVP, 50-70 MII oocytes
were transferred to a sterile 1.5 ml tube (72.692.210, SARSTEDS)
containing 500 µl of FHM FA-free BSA or FHM-PVP, and initially
centrifuged for 10 min at 4200 g to aggregate intracellular LDs in the cell
periphery (Fig. 1A). After initial centrifugation, an equal amount of pre-
warmed hyperosmotic FHM (630 mOsm, prepared by adding sucrose to
FHM) was immediately added to the tube, yielding a final osmolality of
∼440 mOsm; mixed gently by pipetting; and subjected to secondary
centrifugation for 10 min at 9500 g to release aggregated LDs into the
expanded perivitelline (PV) space (Fig. 1A). All centrifugation steps were
performed at room temperature. After the second centrifugation, MII
oocytes were collected and observed individually to assess oocyte death and
delipidation efficiency (Fig. 1C). LDs released into the perivitelline space
were removed using a micropipette (inner diameter∼15 µm) and a piezo
micromanipulator (PMM-150FU, PrimeTech and PiezoXpert, Eppendorf ).
Osmolality was measured using an OSMOMAT 030 (Gonotec). Culture
medium was produced according to a published protocol (Kito et al., 2004).
We used FA-free BSA to minimize the contribution of BSA-derived lipids
to the embryo cultures, with the exception of the experiments shown in
Fig. 2C and Fig. S2, in which PVP was used instead of FA-free BSA.

For LD transplantation, a cluster of LDs isolated from MII oocytes were
divided into two pieces, and each half was injected into individual
blastomeres of non-delipidated or delipidated two-cell embryos (Fig. 6A
and Movie 4) that had been treated with FHM FA-free BSA containing
cytochalasin B for 30 min prior to the LD transplantation. After LD
transplantation, these two-cell embryos were washed and further cultured
under the indicated conditions in KSOM supplemented with FA-free BSA.

IVF and ICSI, and embryo culture
For in vitro fertilization (IVF), MII oocytes were incubated in cytochalasin
B-free HTF supplemented with FA-free BSA (HTF with FA-free BSA),
and then inseminated with sperm that had been capacitated for 1-2 h in
TYH supplemented with FA-free BSA. Embryos were considered to be
fertilized when a second polar body and two pronuclei were observed 6-7 h
after insemination, and were cultured in KSOM supplemented with
FA-free BSA until the blastocyst stage. To dissolve the ZP of MII oocytes,
MII oocytes with or without delipidation were briefly incubated (∼1 min)
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in acidic Tyrode’s solution [136.9 mM NaCl, 2.68 mM KCl, 2.16 mM
CaCl2, 0.49 mMMgCl2· 6H2O, 5.55 mM glucose, 4 mg/ml PVP (pH 2.5),
278 mOsm]. The resulting ZP-free MII oocytes were cultured for 30 min
prior to IVF in HTF with FA-free BSA and then inseminated as
described above. When necessary, a microhole was drilled into the ZP
of the MII oocyte (ZP drilling) using a piezo micromanipulator just prior
to IVF.

Intracytoplasmic sperm injection (ICSI) was carried out according to a
published protocol (Yoshida and Perry, 2007) with some modifications.
Sperm collected from the cauda epididymis was cultured for 30-45 min in a
100 µl drop of TYH (with FA-free BSA) covered with mineral oil, and the
sperm suspension was mixed with FHM medium containing 12%
polyvinylpyrrolidone. Individual sperm heads were separated by applying
a few piezo pulses, and then injected into an MII oocyte with or without
delipidation using a piezo micromanipulator. After ICSI, surviving MII
oocytes were maintained in KSOM supplemented with FA-free BSA.
Fertilized oocytes with two pronuclei and a second polar body were selected
and cultured until the blastocyst stage.

For time-lapse observation (Movies 2 and 3), embryos were cultured in
40 µl of KSOM supplemented with FA-free BSA in a LinKID micro25 dish
(Dai Nippon Printing). Images were captured at 15 min intervals using a
real-time cultured cell monitoring system (CCM-MULTI, ASTEC)
equipped with a 10× objective lens (Plan, NA0.25, WD 10.5, Nikon).

In some experiments, embryos were cultured with 5 µM triacsin C
(an ACSL inhibitor, 10007448, Cayman Chemical) or with 100 µM
diethylumbelliferyl phosphate (DEUP, a lipase inhibitor, D7692, Sigma),
which were dissolved in DMSO (D2650, Sigma-Aldrich). Embryos were
cultured with the indicated chemicals from the one-cell stage (6–7 h after
IVF) until the DMSO-treated embryos had reached the blastocyst stage
(96-98 h after IVF). LD-transplanted embryos were cultured with the
indicated chemicals from the two-cell stage (24-26 h after IVF). Embryo
culture was performed at 37°C under low-oxygen condition (90% N2, 5%
O2, 5% CO2).

Fluorescence microscopy
To visualize individual organelles, live oocytes or embryos were incubated
with BODIPY 493/503 (1-2 µg/ml, D3922, ThermoFisher Scientific),
LysoTracker Red Lysosomal Probe (2 µM, PA-3015, Lonza Walkersville),
MitoTracker Red CMXRos (40 nM, M7512, ThermoFisher Scientific) or
ER-Tracker Red (2 µM, E34250, ThermoFisher Scientific) in PB1 FA-free
BSA for 30-60 min, washed once and transferred to PB1 FA-free BSA in a
glass-bottom dish (D11140H, Matsunami Glass) covered with mineral oil.
Images were acquired using a spinning disk confocal (X-Light V2,
Molecular Devices) set up on an inverted microscope (IX83, Olympus)
using a 63× Plan APO 1.4 NA oil immersion objective (Olympus), a
CCD camera (Prime 95B, Photometrics) and LaserLED Hybrid
fluorescence (X-Cite TURBO, Excelitas Technologies). The
microscope apparatus was controlled using the MetaMorph software
(Molecular Devices). All fluorescence images were acquired in a single
plane, except for those in Fig. 6E, in which z-stack images are shown (10
sections, 2 µm steps).

For imaging of BODIPY 558/568 C12, MII oocytes/embryos were
incubated with 10 μM BODIPY 558/568 C12 (D3835, ThermoFisher
Scientific; 20 mM BODIPY 558/568 C12 stock solution in DMSO was
diluted in PB1 FA-free BSA) for 30 min, washed several times with PB1
FA-free BSA and immediately observed using the X-Light V2 spinning disk
confocal as described above, except that a Tokai Hit Stage Top incubator
was attached to the microscope. Time-lapse images were acquired every
2 min for 30 or 60 min (Fig. S3A,B). In some experiments, after staining
with BODIPY 558/568 C12,MII oocytes or embryos were further incubated
with BODIPY 493/503 for 30 min, to visualize both the earliest steps of LD
formation and mature LDs.When necessary, embryos were co-cultured with
the indicated inhibitors.

For quantification of cellular LDs, the area of BODIPY 493/503-stained
LDs was manually quantified from three independent experiments using the
MetaMorph software. The lower fluorescence intensity threshold was
chosen such that BODIPY 493/503-stained LDs appeared as single and non-
clustered circular particles (ranging from 0.1 to 5 µm in diameter), and the

resultant area was measured. Identical thresholds were applied to all
experimental conditions.

Electron microscopy
Electron microscopy was performed as described previously (Tsukamoto
et al., 2013). The number of individual LDs with single and non-clustered
morphology was counted manually, and the area of interest was measured
using ImageJ (NIH) and imported into Microsoft Excel. The number of
analyzed oocytes/embryos (n) is indicated in each figure.

TG analysis
TG species analysis was conducted inMII oocytes maintained in FHM-PVP
medium. One-hundred MII oocytes, with or without delipidation, were
washed several times with PBS supplemented with PVP, transferred into a
sterile microtube containing 20 µl Ultrapure water (43001-1B, Kanto
Chemical) and stored at −80°C until use. Sample preparation and liquid
chromatography/Fourier transform-type mass spectrometry (LC/FT-MS)
analysis was performed at the Environmental Technology Department at the
Chemicals Evaluation and Research Institute, Japan (CERI, Tokyo). The
details of sample preparation and LC/FT-MS analysis have been described
previously (Namekawa et al., 2018).

Quantitative real-time PCR
Total RNA from 30-40 MII oocytes was extracted using CellAmp Direct
RNA Prep Kit (Takara) and subjected to real-time PCR using One Step TB
Green PrimeScript RT-PCR Kit III (Takara). Real-time PCR was performed
with a Thermal Cycler Dice Real Time System (Takara). The relative
expression ratio was calculated using the comparative Ct method, and Actb
(β-actin) was used for normalization. Primers for Acsl1 (MA175328,
Takara), Acsl3 (MA169187, Takara), Acsl4 (MA108448, Takara), Ascl5
(MA057264, Takara), Acsl6 (MA115382, Takara) and Actb (MA050368,
Takara) were used.

Statistical analysis
Statistical significance was analyzed using two-tailed Student’s t-test for
normally distributed data sets, the Mann-Whitney U-test for two
nonparametric data sets, and one-way ANOVA with Tukey’s multiple
comparison test when more than two groups were analyzed. All analyses
were performed in Prism 6 (GraphPad). Data represent either means±s.e.m.
or means±s.d., as indicated in the figure legends. Significance levels: n.s.,
non-significant, *P<0.05, **P<0.01, ***P<0.001, ****P<0.0001.
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