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Abstract 

Successful initiation of animal development requires activation of the egg imme-

diately prior to fusion of gamete pronuclei. In all taxa, this is initiated by waves of 

calcium transients which transverse across the egg. Calcium waves also occur at 

cleavage furrows during later blastula cytokinesis. Calcium is released from the 

endoplasmic reticulum through activation of inositol-1,4,5-trisphosphate (IP
3
) recep-

tors. Only a subset of the mechanisms employed to generate IP
3
 during vertebrate 

egg activation are defined, with strong evidence that other critical mechanisms exist. 

Serine proteases have been long implicated in egg activation and fertilization. Here, 

we report that treatment of zebrafish eggs with serine protease inhibitors leads to 

defective calcium wave propagation and failed egg activation. We further show that 

mutation of zebrafish Protease-activated receptor 2a (Par2a) also results in severe 

disruption of egg activation, leading to failed chorion elevation and ooplasmic segre-

gation. Milder par2a mutants progress further, but then show abnormal blastomere 

cleavage. We observed that par2a mutants show decreased amplitude and duration 

of calcium transients. Restoring Ca++ or direct injection of IP
3
 ligand rescues egg 

activation aborted by either serine protease inhibitor treatment or by mutation of 

Par2a. We thus show that serine protease activity is a critical regulator of IP
3
 and 

subsequent calcium wave amplification during zebrafish egg activation, and link this 

to intracellular calcium release via the protease receptor, Par2a. This constitutes a 

novel signaling pathway critical for successful fertilization.

Introduction

Fertilization culminates in the fusion of sperm and egg pronuclei to generate a 
zygote. Prior to this, both gametes must undergo a number of maturation and acti-
vation steps to achieve fertilization competence [1]. The final activation process of 
the oocyte is termed egg activation, which occurs upon, or immediately prior to, 
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fertilization. Egg activation has broad conservation across animals and achieves 
largely comparable outcomes in all species [2]. These include exocytosis of cortical 
granules (CGs), the cortical reaction, formation of the pronucleus, resumption of mei-
osis and extrusion of the second polar body. These are essential for blocking poly-
spermy and for subsequent development to proceed. In fish species, the release of 
CGs during activation elevates the chorion and creates a perivitelline fluid filled space 
between the chorion and the egg. There is also a significant reorganization of the egg 
cytoplasm which is initially intermingled with lipid rich yolk granules in arrested fish 
eggs. Upon activation, actin-myosin contractions squeeze this ooplasm away from 
the yolk to the animal pole where it forms the blastodisc [3,4].

In mammals, egg activation is initiated by binding of sperm to the egg during the 
process of internal fertilization. In most teleost fish, fertilization occurs externally by 
broadcast spawning. For example, during mating courtship, zebrafish males wrap 
around the body of the female and squeeze the abdomen, releasing the eggs into 
the water. Simultaneously the male releases sperm [5]. Although release of sperm 
and eggs into the water are spatially and temporally coincident, the factor activating 
zebrafish eggs is contact with water. It does not require fertilization by sperm and can 
occur parthenogenetically [6,7]. Thus, egg activation and fertilization are separate 
processes but occur almost simultaneously during natural mating so that egg activa-
tion timing promotes monospermic fertilization. Prior to spawning, the ovary appears 
to have properties blocking precocious egg activation, and spontaneous activation 
of zebrafish eggs following release into water can be blocked by incubation in fish 
ovarian fluid [8]. The critical factor imparting this property has been proposed to be 
a serpin-type protease inhibitor which is found at high levels in zebrafish ovarian 
fluid [9]. Furthermore, treatment of loach and carp eggs with protease inhibitors also 
prevented spontaneous activation [10], although it is unclear how protease inhibitors 
block egg activation.

Intracellular calcium has a fundamental and conserved role in driving egg activa-
tion, fertilization, and early embryo development across both vertebrates and inverte-
brates [2,7,11–13]. The dynamics of calcium varies in the eggs of different species. In 
most invertebrates, fish, and amphibia, egg activation is driven by a single Ca++ wave 
that transverses the egg, while in mammals, fertilization initiates multiple oscillatory 
waves [6,7]. Irrespective of initiation mode or Ca++ wave pattern, assays in multiple 
species including sea urchins, Xenopus, fish, and mammals, have demonstrated the 
second messenger, inositol-1,4,5-trisphosphate (IP

3
) releases intracellular Ca++ in 

eggs via binding to IP
3
 receptors on the endoplasmic reticulum. These IP

3
-generated 

Ca++ waves are sufficient to activate eggs [2,14–19].
In amphibia and fish, distinct Ca++ transients are later observed extending laterally 

along the nascent division plane of cleavage furrows prior to blastomere cytokinesis 
[20–22]. These transient waves of Ca++ are associated with furrow positioning, prop-
agation, and deepening [23]. As with egg activation, there is a requirement for IP

3
 in 

these transients although there is evidence that each Ca++ transient may have distinct 
regulation mechanics including a need for cytosolic Ca++ replenishment via store- 
operated calcium entry (SOCE) [24–26].
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The varied mechanisms and environments initiating egg activation across the animal kingdom and the diverse patterns 
of Ca++ waves employed therein and subsequently during blastomere cleavage indicates that there are highly likely to 
be multiple Ca++ regulating mechanisms. As IP

3
 is generated by cleavage of PIP

2
 through the activity of Phospholipase 

C (PLC) family members, it is likely that PLC regulation plays a central role in egg activation. The first Ca++ transient in 
mouse is initiated by the release of phospholipase C zeta (PLCζ) from the sperm into the egg cytoplasm [27]. In sea 
urchin and xenopus, FAK and Src-family protein tyrosine kinases contribute to Ca++ release during egg activation through 
activation of PLCγ, although Src family kinases are entirely dispensable for Ca++ release in the mouse and have only a 
partial effect in zebrafish [28–32].

In addition to kinases, PLCs are also activated by members of the heterotrimeric G protein alpha subunit Gq family 
(GNAQ, GNA11, GNA14, GNA15) which in turn are activated by certain G protein-coupled receptors (GPCRs). Protease 
Activated Receptors are a family of GPCRs activated by extracellular protease activity, through unmasking of a tethered 
ligand which binds to the receptor intra-molecularly, activating downstream signaling [33]. For example, Par2 (encoded by 
the F2rl1 gene) is activated by trypsin-like proteases and has been shown to activate G alpha-q and in turn PLCβ, thus 
releasing calcium in a number of cell types and contexts [34–36].

Here, we show that zebrafish egg activation is sensitive to serine protease inhibitors, and identify that maternal mutants 
of the serine protease responsive receptor, Par2a, have broad egg activation defects due to altered calcium waves. This 
identifies a novel essential regulator of calcium during the activation of vertebrate eggs.

Results

Serine protease inhibition stalls egg activation

We wanted to determine if zebrafish egg activation was sensitive to protease inhibitors as shown for the loach and carp 
[10]. Eggs were squeezed from WT zebrafish females into Hank’s Solution containing sperm. This solution also contained 
0.5% BSA, which is known to hold eggs in an inactivated state and block fertilization [37]. Eggs were then activated by 
diluting out of the BSA through addition of excess E2 medium, thus permitting fertilization to proceed. Eggs showed imme-
diate activation, rapidly raising chorions and displaying a prominent blastodisc after 30 min, with over 90% subsequently 
showing normal cell division indicating successful fertilization (Fig 1A). The addition of 5 mg/ml of the peptide-based 
serine protease inhibitor, Aprotinin, to the E2 medium, however, resulted in all eggs remaining fully inactivated even after 
30mins, showing neither chorion elevation nor blastodisc formation and thus no cell division (100%, n > 200 eggs; Fig 1B). 
The presence of sperm made no difference to egg activation block by Aprotinin, indicating that Aprotinin is disrupting egg 
activation and not fertilization.

Serine proteases activate eggs via IP3-mediated calcium release

To determine if protease inhibition altered calcium dynamics during egg activation, we employed the Tg(actb2:G-
CaMP6s)lkc2 transgenic line [35,38]. The β-actin promoter is active in oocytes and thus the GCaMP6s reporter protein is 
deposited in eggs. Following activation by exposure to E2 medium alone or by in vitro fertilization, WT eggs show rapid 
Ca++ waves transversing the egg within 1 min. As noted by others, this occurred with comparable timing and extent, irre-
spective of fertilization [6] (S1 Movie). We then activated eggs from this line in E2 with or without Aprotinin and visualized 
fluorescence. Ca++ transients in Aprotinin-treated eggs were shorter and less pronounced compared to E2-treated con-
trols (Fig 1C and 1D and S2 Movie). Quantification over the first 10 min following Aprotinin treatment showed a significant 
reduction in amplitude and duration compared to E2-activated eggs (Fig 1E and 1F). Similar results were obtained using 
Benzamidine HCl, a small molecule inhibitor of trypsin-like serine proteases. Benzamidine reduced egg activation during 
in vitro fertilization, although less potently than Aprotinin, with eggs showing partial chorion lifting and small blastodisc 
formation (Figs 1G, 1G′, 1H, 1H′ and S1A, S1B). Benzamidine also significantly reduced duration of Ca++ transients during 
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egg activation compared to controls (S1C–S1E Fig and S3 Movie). Thus, the activity of serine proteases, most likely  
trypsin-like serine proteases, is necessary for the generation of normal calcium waves and egg activation in zebrafish.

Injection of IP
3
 can activate eggs of many species [2]. We asked if the addition of IP

3
 could reactivate eggs arrested 

by serine protease inhibition. We injected 20 pmol of IP
3
 into eggs treated with Benzamidine and observed robust res-

toration of egg activation, with successful chorion lifting and formation of a blastodisc compared to Benzamidine-treated 
eggs injected with KCl injection solution only (Fig 1G, 1G′, 1H, 1H′, 1I, 1I′ and 1J). However, these eggs were unable to 
undergo subsequent cell division, despite being derived from IVF, suggesting a serine protease is required for subsequent 
cell division in a process independent of IP

3
. Thus, serine protease activity is required for egg activation through a Ca++, 

and likely an IP
3
-dependant process.

Fig 1.  Serine protease inhibitors cause egg activation defects and reduced calcium waves. A, B: Eggs fertilized in vitro in E2 medium with (B) or 
without (A) 5mg/ml Aprotinin. C, D: Normalized pseudo-coloured fluorescent images of eggs harvested from a Tg(actb2:GCaMP6s)lkc2 female, indicating 
Ca++ levels at 5 min postactivation (mpa) in E2 (C) or in 5mg/ml Aprotinin (D). E: Changes in GCaMP6s intensity over 10 min of Tg(actb2:GCaMP6s)lkc2 
eggs activated with E2 (black) or 5 mg/ml Aprotinin (red). F: Corresponding Area Under Curve of GCaMP6 intensity levels presented in (E) following egg 
activation. n=4; Mann–Whitney test; * = p < 0.05. G–I′: Low (G, H, I) and high (G′, H, I′) magnification images of embryos fertilized in vitro in E2 (G–G′), 
or in E2 with 40 mg/ml Benzamidine HCl treatment and subsequently injected with 0.7 mM KCl (H–H′), or in E2 with 40 mg/ml Benzamidine HCl treatment 
and injected with 10 mM IP

3
 in KCl (I–I′). J: Proportion of embryos showing egg activation phenotypes and blastomere division. Benzamidine incubation 

aborts egg activation, which can be reactivated by IP
3
 injection. Key: CL: Chorion Lift, BD: Blastodisc, CD: Cell Division, +: Present, −: Absent. Chi-

squared analyses; *** = p<0.001. Scale bars: B, I = 500 µm; D, I′ = 200 µm. See file S1 Data for underlying data.

https://doi.org/10.1371/journal.pbio.3003181.g001

https://doi.org/10.1371/journal.pbio.3003181.g001
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Maternal par2a mutants display defects in egg activation and blastomere cleavage

How IP
3
 is generated in eggs to initiate activation appears to be species-specific. It is unclear what generates IP

3
 and 

how this may involve proteases. In zebrafish, Par2b has been implicated in IP
3
 formation and intracellular Ca++ release in 

the epidermis following activation by the serine protease Matriptase1a [35,39]. As par2a and par2b are also both mater-
nally expressed [40], we hypothesized that they may link serine protease activity with IP

3
 and Ca++ generation during egg 

activation.
We generated par2a (= f2rl1.1) and par2b (= f2rl1.2) mutants through CRISPR/Cas9 targeting. CRISPR guide RNA 

was designed to target the second extracellular loop of the receptor. In all alleles, indels led to a frameshift leading to 
premature protein termination before the fifth transmembrane domain, and before the third intracellular and extracellular 
loops. The predicted protein in all alleles thus also lacks the C-terminal tail (S2A–S2C Fig). Quantitative PCR demon-
strated a significant reduction of par2a mRNA levels in 1-cell zygotes derived from par2a mutant mothers suggesting 
nonsense-mediated decay of the mutant transcript (S3 Fig). Zygotic homozygous mutants for both par2a alleles, par2alkc4, 
par2alkc6 (S2A Fig), were adult viable with no overt phenotype. Male homozygous par2a mutants were fertile and gener-
ated normal embryos when crossed to wild-type females (S1 Table). Female homozygous par2a mutant adults, however, 
gave rise to eggs that displayed a defect in activation, reminiscent of the activation phenotype seen in eggs treated with 
serine protease inhibitors. Thus, both eggs activated in vitro without sperm and embryos derived from natural spawning 
of par2a−/− females with WT males showed significantly impaired chorion elevation and defective blastodisc formation 
compared to WT crosses or activated WT eggs (Fig 2A and S4 Movie and S1 Table). This indicated that the inability to 
undergo fertilization per se is not the primary defect in eggs lacking par2a. We noted that there was no statistical differ-
ence in clutch sizes generated by heterozygous par2a females, or par2a mutant females, suggesting there was no defect 
in oocyte/egg formation.

The expressivity of the egg activation phenotype in par2a mutants was variable. Severe mutant embryos showed only 
minimal chorion elevation and no blastodisc formation, while milder mutant embryos displayed only moderate chorion 
lifting and partial blastodisc formation, however, this blastodisc was often unstable and showed regions of partial collapse 
(Figs 2A and S4D). The effects are not due to simple delay, as even by 1.5 h postactivation, severely affected eggs remain 
with limited chorion elevation and no blastodisc (S4A–S4F Fig and S4 Movie). In more mildly affected fertilized eggs, 
some blastodiscs do form of sufficient size that they initiate blastomere cleavages, however resulting daughter cells are of 
unequal sizes, ultimately leading to failure to form normal blastomere tiers. (S5A and S5B Fig and S4 Movie). Blastomeres 
show reduced compaction and adherence to each other, and some detach into the perivitelline space (S5A and S5B Fig). 
All detached cells appear to retain nuclei (S5C Fig). Although mild par2a maternal mutant embryos are able to generate 
blastomeres, less than 1% successfully complete gastrulation, and those that do have severely affected axes and do not 
survive beyond 5dpf (S1 Table). Both alleles were identical in ability to generate severe or mild phenotypes. We found that 
the generation of mild or severe phenotypes was a property of each mother, not of each allele. Thus, different females 
of the same allele will consistently generate either severe or mildly affected clutches and there was a consistent severity 
within clutches (S5D Fig and S2 Table). Clutches from adult mutant sisters are also variable in phenotype expressivity, 
and we have not yet seen a drift of expressivity patterns across generations. To test if this variability was due to compen-
sation by par2b, we made a par2b CRISPR allele (par2blkc7) which created a 2 bp deletion and 1 bp insertion indel leading 
to the generation of a premature stop codon and termination of the protein before the fifth transmembrane domain (S2B 
and S2C Fig). This allele of par2b was homozygous viable, and eggs from mutant females developed normally. As they 
are closely linked, to generate double mutants, we injected the par2a CRISPR into the par2b mutant background to create 
a third par2a allele, par2alkc5. Double par2a; par2b mutant females behaved the same as the par2a single mutants. They 
still spawned eggs with variable expressivity in egg activation phenotype, with no additive severity induced by combined 
loss of both paralogues (S1 Table). This indicates that compensation by par2b does not account for variable expressivity, 
and that par2a, but not par2b, is crucial for egg-to-embryo transition.
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Fig 2.  Maternal par2a mutant embryos display impaired egg activation events and cell division defects. A: Nomarski images of naturally fertilized 
and unfertilized, activated eggs from WT, mild and severe par2a mutant females. Chorion elevation and blastodisc formation are variably disrupted. 
B: Changes in the ratio of chorion lift to embryo size of naturally fertilized WT, mild and severe par2a mutant eggs at different time points over an hour 
postactivation, n=51; t-test; *** = p<0.001. C: Confocal images of F-actin (magenta) and cortical granule (CG Content; green) distribution in naturally fer-
tilized WT (left), par2a mild (middle), and par2a severe (right) mutant eggs at 30 mpf. par2a mutants show retention of F-actin meshwork that correlates 
with retention of CGs at cortex. D: Quantification of CG content staining at cortex in fertilized WT, mild and severe par2a mutant eggs at 30 mpf. n = 
7, 3, 4; Mann–Whitney test; * = p<0.05; ** = p<0.01. E: Fluorescent eGFP superimposed on Nomarski image of naturally fertilized WT and mild par2a 
mutants injected with fluorescent latex beads at the vegetal pole (left column). Bead movement is recorded 1 h later (right column). Arrowheads highlight 
latex bead position. F: Average distance traveled by injected fluorescent latex beads over 1 h in naturally fertilized WT and mild par2a mutant eggs. n = 
5; Mann–Whitney test; ** = p<0.001. Scale bars: A, E = 200 µm; C = 20 µm. See file S1 Data for underlying data.

https://doi.org/10.1371/journal.pbio.3003181.g002

https://doi.org/10.1371/journal.pbio.3003181.g002
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Cortical granule release and cytoplasmic streaming fail in par2a mutants

We quantified the hallmarks of egg activation in mild and severe clutches. The ratio of diameters of the chorion to egg 
body was significantly reduced in both mild and severe par2a mutants compared to WT, with severe mutants having 
chorion diameter only slightly larger than the egg body after 60 min postfertilization (Fig 2A and 2B). Chorion elevation is 
driven by Cortical Granule Exocytosis (CGE), when CGs docked at the inner surface of the cortex, fuse with the plasma 
membrane and release their contents into the perivitelline space. This inflates the chorion outwards as well as hardens it 
[3]. The process is accompanied by cortical actin rearrangement of the egg surface within 5 min postegg activation (mpa), 
where the local network of F-actin is disassembled [3,41]. To determine if impaired chorion elevation in par2a mutants is 
due to defective CGE, we examined cortical actin distribution using AlexaFluor-546 Phalloidin. At 30 s after activation, WT 
eggs show a meshwork of F-actin under the plasma membrane. A similar meshwork is noted in activated eggs of both 
mild and severe par2a mutants (S5E Fig). In WT this rapidly reorganizes to become a smooth distribution of actin staining 
by 5 mpa. However, par2a mutant eggs fail to show this reorganization and retain an intensely stained meshwork appear-
ance (S5E Fig). Even by 30-min postactivation, fertilized mild and severe par2a eggs retained this cortical actin mesh-
work, while it was disassembled in WTs (Fig 2C). As the actin meshwork is thought to act as a barrier to CGE, we directly 
stained CGs using FITC-conjugated Maclura pomifera Lectin (FITC-MPL). We observed that in contrast to WT which 
had almost complete release of CGs by 5 mpa, par2a mutants retained CGs at the egg surface even at 30 mpf (Figs 2C 
and S5F). By comparing mean FITC-MPL intensity in WT and par2a mutants at 30 mpa, we saw a significant increase in 
retention of CGs in mild mutants, and stronger retention in severe mutants (Fig 2D). This correlates with the severity of 
chorion elevation defect observed between severe and mild par2a mutants. Thus, we conclude that cortical F-actin disas-
sembly and CGE fails in par2a mutant eggs, leading to defective chorion elevation.

After egg activation initiation, cytoplasm in the egg separates away from the yolk and streams towards the animal pole, 
which eventually becomes the blastodisc [4]. Because par2a mutants show defective blastodisc formation, we tested if 
cytoplasmic streaming is impaired by injecting fluorescent latex beads at the vegetal pole and tracking their movement 
over 1 h. We observed that in naturally fertilized WT eggs, most of the beads migrated to the animal pole, sitting at the 
forming blastodisc, however in fertilized par2a mutant eggs, injected beads showed little displacement (Fig 2E and S5 
Movie). Quantification of latex bead displacement showed a significant reduction in par2a mutants compared to WT 
(Figs 2F and S5G). Together, these results implicate a novel role of Par2a in egg activation and subsequent blastomere 
cleavage.

Ca++ wave propagation is reduced in par2a mutants during egg activation and cell cleavage

To investigate if the defects observed in par2a mutants are Ca++ dependent as seen for serine protease inhibitors, we 
crossed this mutant to the Tg(actb2:GCaMP6s)lkc2 transgenic line. Eggs from homozygous par2a mutant females were 
collected and GCaMP6s signals recorded by fluorescent time-lapse imaging following E2 activation. This revealed that 
compared to WT, par2a mutant eggs showed attenuation of the Ca++ wave after activation either by fertilization or parthe-
nogenetically. In all mutants, an initial focus of Ca++ was seen, but this showed reduced intensity and duration, and failed 
to propagate as extensively as in WT. Extent of attenuation correlated with severity of subsequent phenotype, where 
embryos with most reduction in chorion lift and blastodisc formation had the smallest Ca++ wave (Fig 3A and 3B and S6 
and S7 Movies). Levels of calcium were reduced from the outset and remained so for the duration of imaging. Area under 
the curve analysis indicated significant attenuation of Ca++ signals for both severe and mild par2a mutants (Fig 3C). Time-
lapse analysis suggested that in severely affected eggs, there was an initial puff of calcium, however, this did not progress 
to a propagated wave (S7 Movie).

As mildly affected par2a mutant eggs form blastomeres, we were able to examine if the defects in blastomere cytokine-
sis were associated with disruptions in normal Ca++ dynamics at the cleavage furrow. Characteristic, dynamic Ca++ waves 
at the furrow were apparent in WT, with transient slow calcium waves at the positioning of each furrow (initiation wave), 
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Fig 3.  par2a mutants show defective Ca++ wave propagation during egg activation and blastomere cytokinesis. A Normalized pseudo-coloured 
fluorescent images of Tg(actb2:GCaMP6s)lkc2 indicating comparative Ca++ levels at 240 s postegg activation in WT, mild and severe par2a mutant eggs. 
B: Changes in GCaMP6s intensity over 10 min from the Tg(actb2:GCaMP6s)lkc2 Ca++ reporter transgene of WT (green), mild par2a (yellow) and severe 
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which are then propagated as maturation waves along the furrow during deepening and zippering phases (Fig 3D and 
S8 Movie) [20,38]. Although there were weak transients at the nascent furrows of par2a mutants (likely initiation waves), 
these failed to propagate effectively, failing to fully extend laterally across the division plane (Fig 3E and S8 Movie). This 
coincided with loss of the orthogonal arrangement of cleavages in these embryos. Quantifying intensity of calcium tran-
sients during early blastomere cleavages showed a significant and sustained reduction in the mutants (Figs 3F and 3G). 
These experiments indicate that par2a is required for intensity and propagation of calcium waves during egg activation 
and at cleavage furrows during division of the blastomeres. To observe Par2a localization in the dividing blastomeres, we 
expressed a Par2a-eGFP fusion protein in the early zygote by use of the maternally active zp3 promoter. As expected, 
Par2a-eGFP signal was observed at the cleavage furrows and cell membranes (S9 Movie).

Defects in par2a mutants are rescued by increasing intracellular Ca++

To test if this loss of Ca++ indeed does account for the egg activation and cell division defects in par2a mutants, we asked if 
experimentally increasing intracellular Ca++ would rescue any aspects of the phenotype. The ionophore, Ionomycin, raises 
intracellular Ca++ in zebrafish eggs leading to activation [11]. 2 µM of ionomycin was added to eggs from a severely affected 
clutch of MZpar2a mutants immediately after natural spawning. After 1.5 h, all untreated embryos showed a lack of activation, 
with negligible chorion elevation and no overt blastodisc (Fig 4C). However, individuals from the same clutch treated with 
ionomycin showed strong significant rescue of egg activation, including significant chorion elevation, prominent blastodisc, 
and some blastomere cell division (Fig 4D and 4E). However, these cel divisions were abnormal, and treated par2a mutant 
embryos failed to successfully gastrulate. Treatment of WT with this concentration of ionomycin also resulted in blastomeres 
of unequal sizes (Fig 4A, 4B, and 4E), suggesting that Ca++ levels must be tuned appropriately for successful cleavage. A 
similar disruption of cleavage furrows by calcium ionophores has been noted in Drosophila spermatocytes [42].
As outlined above, IP

3
 is sufficient to induce egg activation in a number of species including zebrafish [2,43]. IP

3
 sponges 

or IP
3
R inhibitors have demonstrated that IP

3
 signaling is also necessary for egg activation in sea urchins, Xenopus, and 

mammals [12,44–46]. Lee, Webb [25] have shown that zebrafish blastomere cleavage is sensitive to the IP
3
R inhibitors 

2-aminoethyl diphenyl borinate (2-APB) and Heparin. We tested if earlier treatment of WT eggs derived from natural 
spawning to increasing doses of the IP

3
R antagonist, 2-APB can also disrupt egg activation. At lower concentrations, 

embryos successfully raised chorions and formed a blastodisc, however, as previously shown, they showed disruption of 
cell division. At 100 µM, embryos failed to form a blastodisc, although they did show normal chorion elevation. Treatment 
with 500 µM 2-APB abolished egg activation entirely, with no blastodisc, and no chorion elevation (S6A–S6E Fig). Similar 
effects on zebrafish eggs have been seen upon injection of the IP

3
R inhibitor IRBIT (ahcyl1) [47]. Thus, blastomere divi-

sion and egg activation respond in a dose-sensitive manner to IP
3
R inhibition and, as in other animal classes, IP

3
 is both 

necessary and sufficient for egg activation.

Par2a regulates Ca++ during egg activation via IP3

This led us to determine if Par2a was regulating Ca++ in the egg via IP
3
. Firstly, we tested the sensitivity of mildly affected 

par2a mutants to low levels of 2-APB, reasoning that mildly reducing IP
3
R activity would only synergise with mild par2a 

mutants if the latter was also disrupting IP
3
 signaling. Mild par2a mutants partially raised a chorion and had a limited 

par2a (red) mutants following egg activation. C: Graph of corresponding Area Under Curve analysis of GCaMP6s levels presented in (B). n = 11,6,7; 
Mann–Whitney test; ** = P < 0.01; *** = p < 0.001. D, E: Projected light-sheet images of the animal pole of Tg(actb2:GCaMP6s)lkc2 in naturally fertilized WT 
(D) and mild par2a mutant eggs (E) during cell division over 30 min starting from 2-cell stage. F: Changes in GCaMP6s intensity over 1 h in WT (green) 
and mild par2a mutant embryos (yellow) during early blastomere division. Acquisition begins at 20 mpf and cell division events are indicated above WT 
by brackets. G: Graph of corresponding Area Under Curve analysis of GCaMP6s levels presented in (F). n = 5; Mann–Whitney test; ** = p < 0.01. Scale 
bars: A, E = 200 µm. See file S1 Data for underlying data.

https://doi.org/10.1371/journal.pbio.3003181.g003

https://doi.org/10.1371/journal.pbio.3003181.g003


PLOS Biology | https://doi.org/10.1371/journal.pbio.3003181  June 17, 2025 10 / 24

blastodisc but aborted blastomere cytokinesis (S6H and S6J Fig). However, treatment with 50 µM 2-APB significantly 
enhanced the severity of the egg activation phenotype of mildly affected par2a mutants, with all embryos completely 
lacking a blastodisc and failing to raise a chorion at all, and in contrast to the mild effects of activation this concentration of 
2-APB had on WT embryos (S6F, S6G, S6I, and S6J Fig). Thus, par2a mutants are acutely sensitive to mild reduction of 
IP

3
R activity.
We also tested if supplementation of exogenous IP

3
 ligand can rescue par2a defects as observed for serine protease 

inhibitors. Injection of 20 pmol IP
3
 into naturally fertilized clutches of both mildly and severely affected par2a mutants was 

Fig 4.  Increasing intracellular Ca2+ either by Ionomycin or IP
3
 rescues egg activation defects in par2a mutants. A–D: Images of WT (A, B) or 

severe par2a mutants (C, D) embryos derived from natural spawning and treated with 0.1% DMSO (A, C) or 2 µM Ionomycin (B, D). E: Proportion of WT 
and severe par2a−/− embryos showing egg activation and blastomere division phenotypes at 1.5 hpf following treatment with 0.1% DMSO or 2 µM Iono-
mycin. Key: CL: Chorion Lift, BD: Blastodisc, CD: Cell Division, +: Present, −: absent. †: Abnormal. Chi-squared analyses; *** = p < 0.001. F–K: Images 
of naturally fertilized severe par2a mutant embryos injected with KCl alone (F, G, H) or with IP

3
 in KCl (I, J, K) at 2 hpf (F, I), 4 hpf (G, J) and 18 hpf (H, 

K). L: Proportion of egg activation and blastomere division phenotypes in fertilized severe par2a mutant eggs injected with IP
3
 in KCl or KCl alone. Key: 

CL: Chorion Lift, BD: Blastodisc, CD: Cell Division, +: Present, −: absent. Chi-squared analyses; *** = p < 0.001. Scale bars: D, J, K = 200 µm. See file 
S1 Data for underlying data. IP

3
 is necessary for zebrafish egg activation.

https://doi.org/10.1371/journal.pbio.3003181.g004

https://doi.org/10.1371/journal.pbio.3003181.g004
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able to rescue egg activation defects with high efficiency. In clutches derived from severe par2a females, injection of IP
3
 

led to all embryos raising a chorion and forming a blastodisc, whereas this never occurred in KCl-injected siblings (Fig 4F, 
4I, and 4L). Many of these rescued embryos were able to undergo normal blastomere division and remarkably many could 
gastrulate to form a body axis at 18 hpf whereas all uninjected siblings failed to even generate a blastodisc and underwent 
necrosis by 18 hpf (Fig 4G, 4H, 4J, and 4L). Rescue of mildly affected par2a mutant clutches was even more pronounced, 
with almost 40% of embryos completing gastrulation, forming a normal body axis, and surviving past 24 hpf compared to 
KCl injected controls (S7A–S7C Fig). We conclude that par2a regulates IP

3
 levels to ensure effective egg activation.

Par2 has been shown to regulate intracellular IP
3
 and Ca++ through coupling to G-protein alpha subunit Gq family 

members and activation of PLCβ [48,49]. By RNA-seq analysis, we determined that maternal transcripts for gna11a 
and gna11b are present at high levels in early zygotes, while paralogues of gna14, gna15, and gnaq are present at 
significantly lower levels. The most abundant PLC isozyme transcripts include plcb3 and plcb4 (S8 Fig and S2 Data). 
To test if these are also required for proper egg activation, we inhibited G alpha-q/11 protein function with YM-254890 
[50] and PLC β with U-73122 [51] by incubation before and after egg activation. U-73122 potently aborted blastodisc 
formation and reduced chorion lifting. The effects of YM-254890 were more variable with some eggs showing reduced 
chorion elevation and blastodisc formation, while the majority generated a malformed blastodisc (S9A–S9D Fig and 
S3 Table).

We assessed if the differential expressivity of eggs derived from different par2alkc4 mutant mothers was due to vari-
ations in expression of known components of Ca++ regulation in oocytes, including heterotrimeric G proteins and PLC 
isozymes. We performed high throughput RNA sequencing of severe, mild, and sibling par2a zygotes, collected 1 h after 
natural crosses of mutant mothers to sibling fathers. As the genome only becomes transcriptionally active at mid-blastula 
transition, the only RNA present in early zygotes is that deposited during oogenesis. We included transcripts of SERCA, 
PMCA, Ca

v
3.2, heterotrimeric G-alpha, IP

3
R, SOCE, PLC, ryanodine receptors, and Trpm7 protein families but found 

few convincing differences in Ca++ regulating genes between the severe and mild mutants, (S8 Fig and S2 Data). There 
was an approximately 4.4-fold and 3.3-fold increase in transcripts of orai1b (a component of SOCE) and the plcxd1 PLC 
isozyme paralogue encoded by the zgc:112023 transcript in the mild mutants compared to severe mutants (S8 Fig and 
S2 Data). Our RNA-seq data also confirmed the decay of mutant f2rl1.1 transcripts in the par2a mutants as associated 
sequence fragments were reduced by over 80% in both mild and severe mutant zygotes (S10 Fig).

Supplementing IP3 restores cortical granule exocytosis and calcium dynamics in par2a mutants

Provision of IP
3
 rescued chorion elevation in severe par2a mutants, hence we checked if this was due to restoration of 

CGE by examining cortical F-actin distribution and CG content using Phalloidin and FITC-MPL stain, respectively. KCl- 
injected severe par2a mutant embryos showed clusters of circular cortical F-actin staining which corresponded with high 
numbers of non-exocytosed CGs located at the cortex (Fig 5A). By contrast, IP

3
-injected mutants displayed smooth and 

even cortical F-actin distribution with a significantly reduced number of CGs indicating the occurrence of CGE (Fig 5B and 
5C). To confirm if exogenous IP

3
 restores intracellular Ca++ in par2a mutants, we compared in vivo Ca++ dynamics using 

the Tg(actb2:GCaMP6s)lkc2 reporter line in IP
3
 and KCl injected severe par2a mutants. While KCl-injected controls showed 

only a small brief increase in Ca++ transient, IP
3
-injected par2a mutant embryos showed a significant spatial increase in 

Ca++ levels with a longer wave duration (Fig 5D–5F and S10 Movie).

Discussion

We have identified the first cell surface receptor directly required for Ca++ regulation during egg activation. Our par2a 
maternal zygotic CRISPR mutants showed a strong egg activation defect leading to failure to raise a chorion and form a 
blastodisc. This was also evident in non-fertilized eggs, indicating this defect was not a fertilization block, rather disrupting 
egg activation specifically.
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As a GPCR activated by extracellular serine protease activity, implication of a Par2 paralogue in egg activation unifies a 
number of disparate observations. Firstly, trypsin inhibitors block egg activation in fish species, including, as demonstrated 
here, in zebrafish [10]. We show that this is due to a significant and sustained reduction in Ca++ waves in the egg. Compli-
menting this, addition of exogenous trypsin to Xenopus oocytes was previously demonstrated to liberate Ca++ from internal 
stores [52]. It was shown subsequently that this activity is mediated by the xenopus G alpha-q and G alpha-14 homologs 
[53]. G alpha-q is also required for maximal Ca++ release in the sea urchin [54]. Par2 has been implicated in activation of 

Fig 5.  IP
3
 rescues egg activation defects by increasing intracellular calcium spatially. A, B: Confocal images of F-actin (left; magenta), and 

cortical granule (middle; CG Content; green) distribution at the cortex of naturally fertilized severe par2a mutant eggs at 30 mpf. Eggs were injected with 
KCl alone (A) or with 20 pmol IP

3
 in KCl (B). C: Quantification of CG content staining intensity in fertilized severe par2a mutant eggs injected with KCl 

alone (red bar) or with IP
3
 in KCl (purple bar) n = 4; Mann–Whitney test; * = p < 0.05 D: Normalized pseudo-coloured fluorescent images of Tg(actb2:G-

CaMP6s)lkc2 indicating calcium levels of naturally fertilized severe par2a mutant eggs at 7 min following injection with KCl alone (left) or with IP
3
 in KCl 

(right). E: Changes in GCaMP6s intensity reported by the Tg(actb2:GCaMP6s)lkc2 transgene over 10 min in fertilized severe par2a mutants eggs following 
injection with KCl alone (red line) or with IP

3
 in KCl (purple line). F: Graph of corresponding Area Under Curve analysis of GCaMP6s levels presented in 

(E). n = 4, 5; Mann–Whitney test; * = p < 0.05. Scale bars B = 50 µm; D = 200 µm. See file S1 Data for underlying data.

https://doi.org/10.1371/journal.pbio.3003181.g005

https://doi.org/10.1371/journal.pbio.3003181.g005
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G alpha-q/11 in both mouse and zebrafish [34–36], and experiments in xenopus did indeed propose that the effects of 
trypsin on egg Ca++ were mediated by a trypsin receptor, even suggesting PAR-2 as the potential receptor [55]. Our injec-
tion experiments indicate that supplementation of IP

3
 rescues both trypsin inhibition and loss of maternal Par2a, implying 

that a PLC isozyme lies downstream.
So far, two PLC isozymes have been implicated in egg activation. PLCζ is transferred directly into the egg from the 

sperm upon fertilization in mammals, while PLCγ is important in egg activation of non-mammalian species and is acti-
vated by cytosolic kinases such as those of the FAK and Src families [7]. The external stimulus activating these kinases is 
unclear. As G alpha-q/11 is a known activator of PLCβ, it is tempting to implicate this isozyme downstream of Par2a in the 
generation of IP

3
, and thus Ca++ release, during zebrafish egg activation. We identified that transcripts for plcb3, plcd1b, 

and plcg1 are the most predominantly expressed PLC family members in the early zygote, and that broad PLC inhibition 
stalls egg activation. Defining the precise roles for each of the PLC enzymes in egg activation will likely require genetic 
approaches. Egg-derived PLCβ has been shown to be required for maximum amplitude of Ca++ transients in mouse eggs 
[56]. This is similar to our observations of Par2a mutants, which show a reduced intensity of Ca++ waves. In all movies, 
even in strong mutants, we noted the presence of a muted and brief calcium wave, which failed to propagate effectively. 
This would suggest that PLC activity may have a specific role in Ca++ wave amplification and propagation in zebrafish, 
rather than initiation. Our RNA-seq analysis of zygotes demonstrated that G alpha-11 paralogues predominate over other 
G alpha-q family members. In addition, it also demonstrated that other G alpha proteins are expressed including G- 
protein alpha subunit, group I members, and G alpha-13 paralogues. While experiments in xenopus have also indicated 
that PLC activation might occur through a non-canonical mechanism, independent of heterotrimeric G-proteins [46,57], we 
show that egg activation is variably sensitive to a G alpha-q/11 family inhibition. The precise activation and roles of PLC 
enzymes in egg activation in fish and amphibia remain to be resolved.

As egg activation can occur without fertilization and requires Par2a, then the protease activating Par2a must be 
expressed in the egg as well. It is critical to identify this protease. Matriptase is a well-described protease activating Par2 
[58,59], and our RNA-seq data showed that the genes encoding the Matriptase1 paralogues in zebrafish (st14a and 
st14b) are both present in zygotes (S8 Fig and S2 Data). We do not consider Matriptase1a or Matriptase1b to be rele-
vant in activating Par2a in the egg as we have previously made both MZst14a single and MZst14a;st14b double maternal 
zygotic mutants and these showed only an ear otolith phenotype [35]. Aside from the identity of the protease, it is essential 
to determine how it is only activated upon spawning. One possible mechanism is simply a dilution away of serine protease 
inhibitors, known to be expressed in fish ovaries [9]. Similarly, release into water could alter the pH or ionic conditions that 
activate the protease. Alternatively, the protease could be sequestered and only released upon initial activation, where it 
can then cleave the extracellular domain of Par2a.

We found that the same par2a mutation had vastly different expressivity in eggs from different females. While there is little 
variation within a clutch, or between clutches from the same female, we saw that some females consistently gave MZpar2a 
clutches that were able to form a blastodisc and undergo limited, abnormal, blastomere cleavage. This allowed us to identify 
a later function for Par2a in regulating calcium dynamics at the blastomere cleavage furrow. No MZpar2a mutant ever gas-
trulated successfully to generate a normal axis. The reason for this variable expressivity is unknown. We hypothesized that 
compensation from maternal par2b might account for this variation, however some MZpar2a; par2b double mutant females 
also gave mildly affected clutches. This is not surprising as the genes are closely linked on Chromosome 21 and thus 
expressivity would be a trait linked to the original par2a mutation (and thus not appearing to sort independently). Addition-
ally, our RNA-seq data indicated that par2b was expressed at about 12-fold lower levels than par2a in zygotes (S8 Fig and 
S2 Data), making it less likely to be contributing to egg activation. Comparative RNA-seq between mild and severe mutant 
zygotes failed to identify a clear basis for the expressivity at a transcriptional level. There did not appear to be compensa-
tory upregulation of par2b or any other gene encoding a Protease-activated receptor, nor was there clear changes in known 
Ca++ regulators aside from some upregulation of orai1b and a plcxd1 paralogue. As the overall levels of these transcripts 
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are low it is not currently clear if these mild changes can account for the differential expressivity. Mildly affected eggs might 
have upregulated cryptic IP

3
 or Ca++ regulating pathways, such as undefined regulators of a PLC enzyme or even IP

3
 

receptors, and there may be compensation happening posttranscriptionally. PLCγ is regulated by phosphorylation and Src 
family kinases have been linked to calcium transients in zebrafish and xenopus oocytes [30,31]. It may be that in mild par2a 
mutants, there is an enhancement of the activity of a kinase activating PLCγ, through a mechanism yet to be defined.

At the blastomere cleavage furrow, Ca++ is released in distinct waves corresponding to furrow positioning, propaga-
tion, and deepening [23]. Its precise functions are not fully understood although there is strong evidence it is required for 
cytoskeleton reorganization and vesicle exocytosis during apposition [23]. Analysis of the nebel mutant which has defec-
tive slow calcium waves has suggested that Ca++ acts to propagate and deepen furrows through a Calmodulin and CamK 
mechanism [26]. The regulation of calcium at the furrow is unclear, with both ER and mitochondria sources available [26]. 
Previous work had indicated that IP

3
 is essential for Ca++ release during blastomere cleavage furrow deepening, and IP

3
 

receptors localize specifically to the furrow [25]. This explains why our ionophore treatments did not rescue par2a cell 
cleavages while IP

3
 injection did. The ionophore would elevate Ca++ globally while IP

3
 would still provide normal restricted 

IP
3
R activation only at the furrow. SOCE components have also been shown to be present at the furrow and are required 

for sustaining calcium transients during the completion of furrow deepening and apposition during blastomere cytokinesis. 
[24,60]. Similarly, in mild MZpar2a mutants, Ca++ transients at the incipient furrows are not sustained or propagated, lead-
ing to aberrant cytokinesis and mis-sized daughter cells. This identifies Par2a, along with SOCE, as an essential regulator 
of Ca++ levels at the zebrafish blastomere cleavage furrow. In mammalian cells, the localization of PLCβ1 at the cleavage 
furrow also suggests a mechanism through G alpha-q/11 to regulate IP

3
 levels [61], although there is no definitive identifi-

cation of Par2 orthologues in mammalian blastocysts or oocytes.
Our discovery that a protease-sensitive cell surface receptor regulates calcium waves in the zebrafish egg provides a 

novel mechanism regulating egg activation and further demonstrates the diversity of approaches employed during fer-
tilization across metazoa. While the presence of calcium waves is invariant in egg activation, the mechanisms initiating 
them are likely to vary with the diversity of egg activation environments. Protease activity is sensitive to the surrounding 
ionic conditions and thus might act as a sensor for egg release from the ovary into the spawning medium. Par2 is thus an 
effective link between protease activity and initiation of calcium waves. More generally, to what extent the role of Par2 in 
egg activation, and early embryo cell cleavage is conserved in other species and mammals is not yet clear. There may be 
significant mechanistic diversity even between fish species. For example, medaka eggs are activated only upon entry of 
sperm into the micropyle, and not simply upon release into water [62]. Hence activation and fertilization of medaka eggs 
are coupled more directly than in zebrafish, although Par2 could still play a role in Ca++ wave propagation from sperm 
entry. In mouse, immunostaining hinted that Par2 is expressed on oocytes and can be activated by the sperm-derived 
protease, Acrosin [63], although there is no evidence from Par2 knockout studies that it is necessary for mouse egg 
activation. Prior to mammalian blastocyst implantation, the endometrium senses the presence of the invading embryo and 
initiates a number of intracellular signals, including waves of Ca++. This has recently been shown to be mediated by endo-
metrial expression of PAR2, which is activated by trypsin derived from the invading blastocyst, and which acts through 
PLC and IP

3
R, as seen in zebrafish egg activation [64]. Whether PAR2 or related receptors also play a role in mammalian 

oocyte maturation itself or in blastocyte cell division, as seen in zebrafish, requires testing.

Materials and methods

Ethics statement

All animal experiments in this study were approved by the NTU Institutional Animal Care and Use Committee (IACUC) 
(IACUC number #A18002), conducted according to the guidelines of the Singapore National Advisory Committee for Lab-
oratory Animal Research.
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Zebrafish maintenance and lines

Zebrafish lines were raised and maintained in NTU zebrafish facility under standard protocols (28 °C; 14 h-light/10 
h-dark cycle) in compliance with guidelines provided by National Advisory Committee for Laboratory Animal Research. 
In-vivo Ca++ imaging was performed using the Tg(actb2:GCaMP6s, myl7:mCherry)lkc2 transgenic line (termed Tg(actb2:G-
CaMP6s)lkc2 hereafter) [35,38].

Egg collection

Embryos collected through natural mating were incubated at 28 °C in E3 embryo medium (5 mM NaCl, 0.17 mM KCl, 
0.33 mM CaCl

2
, 0.33 mM MgSO

4
). Un-activated/un-fertilized eggs were collected by squeezing eggs from female fish 

directly as per methods adapted from [65] following anesthesia with 0.02% Tricaine in E3 (MS-222 (Sigma-Aldrich) buff-
ered to pH 7.0).

In-vitro egg activation and fertilization

For experiments that did not require fertilization, eggs were covered in buffered Hank’s saline (0.137 M NaCl, 5.4 mM KCl, 
0.25 mM Na

2
HPO

4
, 1.3 mM CaCl

2
, 1.0 mM MgSO

4
, 4.2 mM NaHCO

3
) containing 0.5% Bovine Serum Albumin (BSA) to pre-

vent egg activation [37]. To initiate egg activation, 0.5% BSA was diluted out with 0.5× E2 medium (7.5 mM NaCl, 0.25 mM 
KCl, 0.5 mM MgSO

4
, 75 μM KH

2
PO

4
, 25 μM Na

2
HPO

4
, 0.5 M CaCl

2
, 0.35 mM NaHCO

3
; buffered to pH 7.0 with HCl). For 

in vitro fertilization, dissected male testes were macerated in ice-cold buffered Hank’s saline with 0.5% BSA. Eggs were 
fertilized in vitro by adding sperm suspension mixture to eggs, and then released for development by transferring to 0.5× 
E2 embryo medium. Staging of embryos were as per [66] while embryos prior to 1-cell stage were charted according to 
time from activation/fertilization.

Generation of par2 knockouts

Mutations in the par2a (also known as f2rl1.1; Gene ID: 794649) and par2b (also known as f2rl1.2; Gene ID: 100073342) 
genes were generated by CRISPR/Cas9 mutagenesis with single guide RNA (sgRNA) targeting exon 2 of each paralogue 
at a site corresponding with the second extracellular loop of the transmembrane helix determined by protein topology 
prediction provided by TMHMM v2.0 server [67]. Oligo templates for sgRNA transcription containing T7 promoter binding 
site was designed according to [68] utilizing the following crRNA and PAM (uppercase) sequence (par2a - 5′ gggtcgagt-
gacatcatggcAGG 3′; par2b - 5′ ggagccctattattacttcaTGG 3′). The completed sgRNA template was obtained through PCR 
using TaKaRa PrimeSTAR Max DNA polymerase and transcribed with MEGAshortscript T7 Kit from Invitrogen. Cas9 RNA 
was transcribed from NotI linearized pCS2-nCas9n plasmid [69] using the mMESSAGE mMACHINE SP6 Transcription 
Kit (Invitrogen). Following transcription, sgRNAs, and Cas9 RNA were treated with DNaseI and purified by precipitation 
with Sodium Acetate and Ethanol or Lithium Chloride. sgRNA and Cas9 RNA were diluted in 1× Danieau’s buffer (5 mM 
HEPES (pH 7.6), 58 mM NaCl, 700 µM KCl, 400 µM MgSO

4
.7H

2
O, 600 µM Ca(NO

3
)

2
) with Phenol Red and injected into 

embryos at the 1-cell stage. A sample of injected embryos were sequenced at 24 hpf to evaluate mutagenesis efficacy 
and remaining embryos were raised to adulthood. To identify founders, adults were crossed and progeny sequenced for 
mutations. Individual alleles were incrossed to homozygosity. Double mutants (par2a,b) were generated by injecting par2a 
sgRNA into the established par2b mutant line. Genotyping primers and methods are given in S4 Table.

RNA isolation, reverse transcription, and quantitative PCR

RNA was isolated from 1-cell zygotes derived from par2alkc4 homozygous females by extraction in TRIzol Reagent (Invit-
rogen) and precipitation in isopropanol. Complimentary DNA was generated using Superscript III Reverse Transcriptase 
(Invitrogen) with Oligo(dT)

20
 primer. Quantitative PCR was performed on an Applied Biosystems StepOnePlus Real-Time 
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PCR System using KAPA SYBR FAST qPCR Master Mix (2×) (Kapa Biosystems) with ROX High Reference Dye (50×). 
qPCR was performed using primers for par2a and eef1a1l1 transcripts (S5 Table) using 3 biological replicates and 3 tech-
nical replicates each.

Bulk RNA-seq library generation and sequencing and analysis

par2alkc4 homozygous females were identified as generating severe or mildly affected embryos. These were crossed 
individually to sibling males to generate batches of severely affected and mildly affected par2a mutants and total RNA was 
isolated from zygotes as above. Total RNA was also extracted from zygotes of sibling females. mRNA was isolated from 
1 µg total RNA using Oligo(dT) beads, and then fragmented using divalent cations and heat. Double-stranded cDNA was 
generated by synthesis with random primers. Following dA tailing, T-A ligation was used to add adaptors, and size selec-
tion performed using DNA Clean Beads. PCR was used to amplify samples and the libraries with different indices were 
multiplexed and loaded onto an Illumina NovaSeq6000 (S4 flow cell) for sequencing using a 2× 150 paired-end configura-
tion as per manufacturer instructions.

Sequences were cleaned of primers, adaptors, and low-quality calls using Cutadapt (V1.9.1, phred cutoff: 20, error 
rate: 0.1, adapter overlap: 1 bp, min. length: 75, proportion of N: 0.1) and aligned to the zebrafish reference genome 
(assembly GRCz11) with Hisat2 (v2.2.1). HTSeq (v0.6.1) estimated gene expression levels from the pair-end clean data, 
while for differential expression analysis, the DESeq2 Bioconductor package was used. Fold change greater than 2 was 
considered with padj of genes set at ≤0.05 to detect differential expression. Heatmap was generated using ComplexHeat-
map, a Bioconductor package, using R (ver. 4.4.2). Raw sequencing data is deposited in NCBI’s Gene Expression Omni-
bus, GEO Series accession number GSE289416 (https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE289416).

Generation of Par2a-eGFP transgenic line

The egfp coding sequence was cloned downstream of par2a to generate a Par2a-eGFP fusion construct which was then 
placed under the control of the 3.8kb zp3.2 oocyte promoter [70] through use of the Tol2Kit Gateway cloning system [71]. 
Plasmid was injected into WT fish along with Tol2 RNA to generate the transgenic line Tg(zp3:par2a-egfp)lkc8. Transgenic 
embryos of the founder female, generated by natural fertilization, were then imaged by Light-sheet microscopy.

Fluorescent labeling

In vitro or naturally fertilized eggs were fixed at respective time points in 4% paraformaldehyde in PBS at 4 °C overnight. 
For visualizing CGs, fixed embryos were washed in PBST (0.1% Tween 20 in PBS), permeabilized in 0.2% Triton-X in 
PBS for 2 h, dechorionated and labeled by incubation overnight at 4 °C in PBST with 50 µg/ml FITC-MPL (F-3901-1, EY 
Laboratories). To examine cortical F-actin distribution, embryos were incubated overnight at 4 °C in PBST containing a 
1:500 dilution of Alexa Fluor-546 Phalloidin (A12379, Invitrogen). Where possible, FITC-MPL and Phalloidin stainings 
were performed simultaneously. Embryos were subsequently washed in PBST and stored in glycerol for imaging.

Tracking cytoplasmic streaming

Embryos collected from natural spawning were injected at the vegetal pole at 5 mpf with 1 nl of 1:5 fluorescent  
yellow-green carboxylate-modified polystyrene latex beads (L4530, Sigma-Aldrich) diluted in H

2
O. Embryos were 

then immediately mounted in 0.8% Low Melt Agarose (LMA) (Mo Bio Laboratories) in 0.5× E2 medium and orientated 
laterally on 15 mm glass-bottom imaging dishes (NEST Biotechnology, 801002) for imaging. Distance of travel was 
measured by taking two images on an upright Zeiss AxioImager M2 microscope at 0 and 60 mins after mounting. 
Time-lapse movies of bead movement were taken using an upright Zeiss LSM800 confocal microscope with a 45 s 
interval time.

https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE289416
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Inhibitor and rescue treatments

For inhibitor treatments of eggs, squeezed eggs were held in Hank’s saline containing 0.5% BSA, sperm solution added, 
and subsequently released for egg activation and fertilization by washing with 0.5× E2 embryo medium containing inhibitor 
solution. To inhibit IP

3
R, 2-APB (D9754, Sigma-Aldrich) was dissolved in Methanol and used at 50, 100, or 500 µM. 0.2% 

Methanol was used as control. To inhibit Gq/11, eggs were squeezed from WT female and held in Hank’s saline contain-
ing 0.5% BSA. This solution was then replaced with Hank’s saline +0.5% BSA containing 200 µM YM-254890 (10-1590-
0100, Focus Biomolecules, dissolved in DMSO), and the eggs incubated for 20 min. Activation was then conducted in E2 
Medium with 200 µM YM-254890). To inhibit PLCβ, eggs were treated as above but replacing YM-254890 with 100 µM 
U-73122 (70740, Cayman Chemicals, dissolved in DMSO).

For protease inhibitor treatment, Aprotinin (14716, Cayman Chemical) and Benzamidine Hydrochloride Monohydrate 
(Benzamidine HCl) (B-050, Gold Biotechnology) were dissolved in H

2
O. and diluted in 0.5× E2 embryo medium before 

adding to suspended egg sperm mix. Aprotinin and Benzamidine HCl were used at 5 mg/ml and 44 mg/ml, respectively.
For Ionomycin treatment, naturally fertilized eggs were incubated in 0.5× E2 supplemented with 2 µM Ionomycin (I0634, 

Sigma-Aldrich; dissolved in DMSO) with 0.1% DMSO as control. For IP
3
 rescue, 2 nl of a 10 mM IP

3
 solution (D-myo- 

Inositol 1,4,5-tris-phosphate trisodium salt; I9766, Sigma-Aldrich; dissolved in 0.7 mM KCl) was injected into the yolk of 
naturally fertilized eggs. Injected eggs were observed at different time points as stated. For control comparison, eggs were 
injected with 0.7 mM KCl solution only.

Microscopy

Images were taken on an upright Zeiss AxioImager M2 compound microscope, an upright Zeiss LSM800 confocal micro-
scope, a Zeiss AxioZoom V16 microscope and a Zeiss Light-sheet Z.1 microscope. Images were processed on Zen (ver. 
2.3 Lite) or using Fiji (ImageJ, v1.53t). Embryos and eggs were mounted laterally in 0.8% LMA in 0.5× E2 medium in 
15 mm glass-bottom dishes (Nest Scientific).

Live low power images of embryos in E2 medium were taken using a Zeiss AxioZoom V16 microscope. Nomarski imag-
ing was performed on the Zeiss AxioImager M2 microscope.

For visualizing early calcium dynamics, 0.5× E2 activated unfertilized eggs squeezed from Tg(actb2:GCaMP6s)lkc2 
females or IP

3
 injected eggs were imaged directly on a Zeiss AxioZoom V16 microscope without mounting. For visualizing 

Par2a-eGFP and calcium dynamics at the cleavage plane, Tg(zp3:par2a-egfp)lkc8 and Tg(actb2:GCaMP6s)lkc2 embryos, 
collected by natural spawning, were dechorionated manually and mounted in 1% LMA in a 50 µl volume capillary (BRAND 
701908). Fluorescent time-lapse series was then captured on a Zeiss Light-sheet Z.1 microscope.

Image processing and quantification of GCaMP6 fluorescence

Mean intensities of projected fluorescent images were analyzed using the Average Intensity function in Fiji. For fluorescent 
time-lapse images, an average intensity plot across time was generated by measuring the mean fluorescence normalized 
to background fluorescence, for each time frame. For each frame, a region of interest corresponding to the embryo outline 
was generated by a Create Selection function in Fiji. Images and timelapses of GCaMP6 fluorescence are presented 
pseudo-coloured using the “16 colors” Lookup Table from Fiji.

Statistical analysis

Graphpad Prism software was used for statistical analysis. All graphs represent mean with standard deviation. Statistical 
tests used were Student t test, Mann–Whitney test, Area Under Curve with Mann–Whitney test, and Chi-squared test, as 
stated in figure legends. P-values were presented as * = p < 0.05, ** = p < 0.01, or *** = p < 0.001, with 0.05 set as alpha in 
all. Underlying data of all graphs are presented in file S1 Data.
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Supporting information

S1 Fig.  The serine protease inhibitor Benzamidine aborts egg activation and reduces Ca2+ wave propagation. A: 
Eggs fertilized in vitro in E2 medium with or without 40 mg/ml Benzamidine HCl. B: Proportion of embryos showing egg 
activation and blastomere division phenotypes for 40 mg/ml Benzamidine HCl treatment vs. E2 alone. Key: CL: Chorion 
Lift, BD: Blastodisc, CD: Cell Division, +: Present, −: absent. Chi-squared analyses; *** = p < 0.001; n = 100. C: Normalized 
pseudo-coloured fluorescent images of unfertilized Tg(actb2:GCamP6s)lkc2 eggs indicating Ca2+ dynamics at 250 s during 
egg activation in E2 or Benzamidine HCl. D: Quantification of changes in mean GCamP6s intensity from fluorescent 
timelapse of Tg(actb2:GCamP6s)lkc2 eggs activated in E2 (gray line) vs 40 mg/ml Benzamidine HCl treatment (red line) E: 
Corresponding statistical analyses of GCamP6s intensity AUC from (D). n = 4; Mann–Whitney test; * = p < 0.05. Scale bars: 
A = 500 µm, C = 200 µm. See file S1 Data for underlying data.
(TIF)

S2 Fig.  Generation of par2a and par2b mutant alleles. A, B: CRISPR mutagenesis of par2a (A) and par2b (B). Intron-
Exon structures are given above. Boxes correspond to exons and dashed lines represent introns. Both genes have 2 
exons. Dark blue and yellow boxes represent coding and untranslated regions respectively. Red bars indicate the approxi-
mate location of CRISPR target site with the sequence given below for each allele (name and mutation summary given on 
left), with corresponding WT sequence for comparison. Blue bars designate CRISPR binding sites and gray bars indicate 
PAM site. Red and green text indicate deleted and inserted nucleotides respectively. Brown amino acid sequences indi-
cate novel amino acids introduced by frameshift. The 103 bp insertion in the par2alkc4 allele shows homology to the Cas9 
plasmid template used to synthesize Cas9 RNA. C: Protein schematics for all Par2a and Par2b CRISPR alleles. Green, 
red, blue, purple, and orange sections indicate signal peptide, tethered inhibition domain, 7-pass transmembrane region, 
intracellular tail, and induced frameshift regions, respectively. Corresponding allele names and summary given below.
(TIF)

S3 Fig.  Reduction of par2a RNA in mutant zygotes. Relative levels of par2a mRNA in 1-cell zygotes derived from 
par2alkc4/lkc4 homozygous mothers and sibling mothers. Quantitative PCR was performed on cDNA, and par2a transcript 
levels normalized to eef1a1l1 transcripts. RNA was prepared from pooled zygotes derived from three par2alkc4/lkc4 homo-
zygous mothers and three sibling mothers. All were outcrossed to wild-type fathers. n = 3; unpaired two-tailed t test; 
*** = p < 0.001. See file S1 Data for underlying data.
(TIF)

S4 Fig.  Aborted egg activation and cell division in par2a mutants. Nomarski images of naturally fertilized (A, C, E) 
and unfertilized (B, D, F) eggs derived from WT (A, B), mild (C, D), and severe (E, F) par2a mutant females. Eggs were 
fertilized with WT sperm in A, C, E. Images were taken at 5 min (5 mpa), 30 min (30 mpa), 1 h (1 hpa), and 1.5 h postac-
tivation (1.5 hpa). Chorion elevation is reduced in the par2a mutant derived eggs (C–F) and a defective blastodisc forms 
only in the mild par2a mutant eggs (C, D), with none forming in either the fertilized or unfertilized severe mutant eggs (E, 
F). Scale bar: F = 200 µm.
(TIF)

S5 Fig.  Loss of par2a generates egg activation defects. A–C: Nomarski images of WT (left) and mild par2a−/− mutants 
(right) derived from natural crosses at 2 hpf (A) and sphere stage (4 hpf; B). C: DAPI staining superimposed on Nomarski 
images of mild par2a−/−- mutants at sphere stage D: Clutches of embryos from WT, mild and severe par2a−/−- mutants gen-
erated by IVF and imaged at 0.5, 5, 15, 30, and 60 mpf. E: Projected confocal images showing dynamics of cortical F- 
actin stained by AlexaFluor-546 Phalloidin at 0.5, 2, and 5 mpa, in E2 activated WT (top), par2a−/−- mild (middle) and 
severe par2a−/−- mutant eggs (bottom). F: Projected confocal images showing dynamics of Cortical Granule release 
stained by FITC-MPL at 0.5, 2, and 5 mpa, in E2 activated WT (top), and par2a−/−- mild mutants (bottom) G: Distance 

http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3003181.s001
http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3003181.s002
http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3003181.s003
http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3003181.s004
http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3003181.s005
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traveled by injected fluorescent latex beads in individual fertilized eggs of WT (top; green) vs. mild par2a−/−- mutants 
(bottom; yellow) from start point (left) to end position at 1 h. Each line represents the distance traveled by tracked beads in 
each embryo. Scale bars: C = 200 µm; D = 500 µm; E, F = 50 µm. See file S1 Data for underlying data.
(TIF)

S6 Fig.  Egg activation of par2a mutants is highly sensitive to IP3R antagonism. A–D: WT embryos treated with 
methanol carrier (A), or 50 µM (B), 100 µM (C), and 500 µM (D) of IP

3
R inhibitor, 2-APB. E: Proportion of egg activation 

phenotypes presented by different concentrations of 2-APB. Key: CL: Chorion Lift, BD: Blastodisc, CD: Cell Division, +: 
Present, −: absent. Chi-squared analysis; *** = p < 0.001. F–I: Naturally fertilized WT (F, G) and mild par2a mutant (H, I) 
embryos treated with methanol (F, H) or a low dose (50 µM) of 2-APB. Low dose of 2-APB strongly exacerbates egg acti-
vation defects in mild par2a mutants. J: Counts of proportion of embryos in WT and mild par2a mutants showing extent of 
phenotype in low dose of 2-APB. Key: CL: Chorion Lift, BD: Blastodisc, CD: Cell Division, +: Present, −: absent, ½: half 
reduced; Chi-squared analysis; *** = p < 0.001. Scale bars: D, I = 500 µm. See file S1 Data for underlying data.
(TIF)

S7 Fig.  Injection of IP3 rescues mild par2a mutants and restores body axis. A, B Lateral Nomarski images of nat-
urally fertilized 24 hpf mild par2a embryos injected with either KCl (A) or 20pmol IP

3
 in KCl (B). C: Proportion of mild 

par2a−/−- embryos from a single clutch failing to gastrulate or showing full or partial body axis following KCl or IP
3
 injection. 

Chi-squared analysis; *** = p < 0.001. Scale bar: B = 200 µm. See file S1 Data for underlying data.
(TIF)

S8 Fig.  Heatmap of calcium regulator gene expression in par2a mutant zygotes. Heatmap of transcript levels of 
genes involved in calcium regulation in early zygote and blastula stages. Transcript levels were derived by high through-
put RNA-seq of mRNA from severe and mild par2alkc4 mutants and sibling zygotes. Genes are grouped by family in rows 
and triplicate biological replicates are grouped by columns. See file S2 Data for underlying data.
(TIF)

S9 Fig.   Inhibition of G alpha-q/11 and PLCβ disrupts egg activation. A–D Eggs squeezed from WT females and held in 
Hank’s buffered saline with BSA. Controls were then activated with E2 medium (A, C). To inhibit G alpha-q/11, eggs were 
incubated in 200 µM YM-254890 in Hank’s buffer for 20 min then treated with E2 containing 200 µM YM-254890 (B). To 
inhibit PLCβ, eggs were incubated in 100 µM U-73122 in Hank’s Buffer for 20 min then treated with 100 µM U-73122 in E2 
(D). Scale bars: B, D = 500 µm.
(TIF)

S10 Fig.  Reduction in f2rl1.1 (par2a) transcript levels in par2a mutant zygotes. FPKM counts for f2rl1.1 (par2a) 
transcripts from High throughput RNA sequencing of severe par2a (red circles), mild par2a (orange circles), and sibling 
zygotes. Each biological replicate shown as a single point. See file S2 Data for underlying data.
(TIF)

S1 Table.  Expressivity of mutant phenotypes in different sisters and brothers of par2a alleles. 
(DOCX)

S2 Table.  Consistent expressivity of phenotypes between different clutches from individual par2a mutant 
females. 
(DOCX)

S3 Table.  Egg activation phenotypes induced by Gq/11 and PLCβ inhibitors. 
(DOCX)

http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3003181.s006
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S4 Table.  Genotyping primers and methods. 
(DOCX)

S5 Table.  qPCR primers. 
(DOCX)

S1 Data.  Numerical values for all plotted data in the main and supporting figures. Worksheet name corresponds to 
each figure and panel number.
(XLSX)

S2 Data.  Gene expression in sibling, severe par2a and mild par2a mutants at1-cell zygote stage. Spreadsheets 
of total and differential gene expression levels measured by RNA-seq in sibling, severe par2a and mild par2a mutant 
zygotes (annotated in columns). All genotypes were analyzed in triplicate. Raw RNA sequence fragment counts and 
fragments per kilobase of exon per million reads mapped (FPKM) of genes (named by row) are given in alternating 
columns. Spreadsheet 1 (all.fpkm_anno) lists all genes. Spreadsheet 2 (Group_Sib-VS-StrMut_DE_signific). list only 
genes significantly differentially expressed between siblings and severe mutants. Spreadsheet 3 (Group_Sib-VS- 
WeakMut_DE_signifi). list only genes significantly differentially expressed between siblings and mild mutants. Spread-
sheet 4 (Group_StrMut-VS-WeakMut_DE_sign). list only genes significantly differentially expressed between severe 
and mild mutants.
(XLSX)

S1 Movie.  Comparable rapid Ca2+ waves occur following egg activation by fertilization or by medium alone. Fluo-
rescent timelapse of eggs from a Tg(actb2:GCaMP6s)lkc2 female activated by IVF in the presence of sperm (left panel) or 
activated parthenogenetically in sperm-free E2 only (right panel). The 70 s before activation and the 400 s following egg 
activation are shown. Scale bar = 100 µm.
(AVI)

S2 Movie.  Inhibition of serine protease activity by Aprotinin reduces Ca2+ wave intensity and duration during egg 
activation. Fluorescent timelapse of unfertilized eggs from a Tg(actb2:GCaMP6s)lkc2 female activated in E2 (left panel) or 
5 mg/ml Aprotinin (right panel). First 620 s following egg activation are shown. Scale bar = 200 µm.
(AVI)

S3 Movie.  Inhibition of serine protease activity by Benzamidine reduces Ca2+ wave intensity and duration during 
egg activation. Fluorescent timelapse of unfertilized eggs from a Tg(actb2:GCaMP6s)lkc2 female activated in E2 (left 
panel) or 40 mg/ml Benzamidine (right panel). First 620 s following egg activation are shown. Scale bar = 200 µm.
(AVI)

S4 Movie.  par2a mutant eggs show defective egg activation. Time-lapse movies of naturally fertilized (top row) and 
unfertilized activated (bottom row) eggs of WT (left), mild par2a−/−- (middle), and severe par2a−/−- (right) mutants over the 
first 120 min following fertilization/activation. Scale bar = 200 µm
(AVI)

S5 Movie.  par2a mutant embryos show failed cytoplasmic streaming. Time-lapse movies of movement of fluorescent 
latex beads injected into the vegetal region of WT (left) and severe par2a−/−- mutants immediately following natural fertiliza-
tion. Beads were tracked (red arrowheads) over 55 min. Scale bar = 100 µm
(AVI)

S6 Movie.  Mild par2a mutant eggs show reduced Ca2+ wave intensity and duration during egg activation. Flu-
orescent timelapse of GCaMP6s dynamics during WT (left) and mild par2a mutant (right) egg activation as visualized 

http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3003181.s014
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by the Tg(actb2:GCaMP6s)lkc2 transgenic line. Eggs were activated in E2 and imaged for the first 695 s. Scale bar = 200 
µm.
(AVI)

S7 Movie.  Severe par2a mutant eggs show strongly reduced Ca2+ wave intensity and duration during egg acti-
vation. Fluorescent timelapse of GCaMP6s dynamics during WT (left) and severe par2a mutant (right) egg activation as 
visualized by the Tg(actb2:GCaMP6s)lkc2 transgenic line. Eggs were activated in E2 and imaged for the first 745 s. Scale 
bar = 200 µm.
(AVI)

S8 Movie.  Mild par2a mutant eggs show reduced Ca2+ wave intensity and propagation at the blastomere cleavage 
furrow. Fluorescent timelapse of GCaMP6s dynamics during WT (left) and mild par2a mutant (right) blastomere cleavage 
as visualized by the Tg(actb2:GCaMP6s)lkc2 transgenic line. Eggs were naturally fertilized and imaged for 60 min. Scale 
bar = 200 µm.
(AVI)

S9 Movie.  Par2a-eGFP localizes to the cleavage furrow and cell membrane of dividing blastomeres. Fluorescent 
timelapse of Par2a-eGFP dynamics during blastomere cleavage of the Tg(zp3:par2a-egfp)lkc8 transgenic line. Eggs were 
naturally fertilized by crossing to WT males and imaged from the animal pole for 120 min. Scale bar = 100 µm.
(AVI)

S10 Movie.  IP3 can partially restore Ca++ wave intensity and duration during egg activation in severe par2a mutant 
eggs. Fluorescent timelapse of GCaMP6s dynamics during egg activation of severe par2a mutants as visualized by the 
Tg(actb2:GCaMP6s)lkc2 transgenic line. Eggs were injected with KCl alone (left) or IP

3
 in KCl and imaged for the first 735 s 

following natural fertilization. Scale bar = 200 µm.
(AVI)

Acknowledgments

We thank Bernett Lee for generating the RNA-seq Heatmap. We are grateful to the Nanyang Technological University 
Optical Bio-Imaging Centre (NOBIC) and the NTU Zebrafish Facility.

Author contributions

Conceptualization: Tom J. Carney.

Data curation: Jiajia Ma.

Formal analysis: Jiajia Ma, Tom J. Carney.

Funding acquisition: Tom J. Carney.

Investigation: Jiajia Ma.

Methodology: Jiajia Ma.

Supervision: Tom J. Carney.

Writing – original draft: Jiajia Ma, Tom J. Carney.

References
	1.	 Schultz RM, Kopf GS. Molecular basis of mammalian egg activation. Curr Top Dev Biol. 1995;30:21–62. https://doi.org/10.1016/s0070-

2153(08)60563-3 PMID: 7555047

http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3003181.s024
http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3003181.s025
http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3003181.s026
http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3003181.s027
https://doi.org/10.1016/s0070-2153(08)60563-3
https://doi.org/10.1016/s0070-2153(08)60563-3
http://www.ncbi.nlm.nih.gov/pubmed/7555047


PLOS Biology | https://doi.org/10.1371/journal.pbio.3003181  June 17, 2025 22 / 24

	 2.	 Stricker SA. Comparative biology of calcium signaling during fertilization and egg activation in animals. Dev Biol. 1999;211(2):157–76. https://doi.
org/10.1006/dbio.1999.9340 PMID: 10395780

	 3.	 Marlow FL. Maternal control of development in vertebrates. Maternal control of development in vertebrates: my mother made me do it! Develop-
mental biology. 1. San Rafael, CA: Morgan & Claypool Publishers LLC; 2010. p. 1–196.

	 4.	 Leung CF, Webb SE, Miller AL. On the mechanism of ooplasmic segregation in single-cell zebrafish embryos. Dev Growth Differ. 2000;42(1):29–
40. https://doi.org/10.1046/j.1440-169x.2000.00484.x PMID: 10831041

	 5.	 Zempo B, Tanaka N, Daikoku E, Ono F. High-speed camera recordings uncover previously unidentified elements of zebrafish mating behaviors 
integral to successful fertilization. Sci Rep. 2021;11(1):20228. https://doi.org/10.1038/s41598-021-99638-6 PMID: 34642406

	 6.	 Lee KW, Webb SE, Miller AL. A wave of free cytosolic calcium traverses zebrafish eggs on activation. Dev Biol. 1999;214(1):168–80. https://doi.
org/10.1006/dbio.1999.9396 PMID: 10491266

	 7.	 Stein P, Savy V, Williams AM, Williams CJ. Modulators of calcium signalling at fertilization. Open Biol. 2020;10(7):200118. https://doi.org/10.1098/
rsob.200118 PMID: 32673518

	 8.	 Corley-Smith GE, Brandhorst BP, Walker C, Postlethwait JH. Production of haploid and diploid androgenetic zebrafish (including methodology for 
delayed in vitro fertilization). Methods Cell Biol. 1999;59:45–60. https://doi.org/10.1016/s0091-679x(08)61820-8 PMID: 9891355

	 9.	 Minin AA, Ozerova SG. Fish ovarian fluid contains protease inhibitors. Ontogenez. 2015;46(1):38–43. PMID: 25898533

	10.	 Minin AA, Ozerova SG. Spontaneous activation of fish eggs is abolished by protease inhibitors. Russ J Dev Biol. 2008;39(5):293–6. https://doi.
org/10.1134/s1062360408050056

	11.	 Lee KW, Baker R, Galione A, Gilland EH, Hanlon RT, Miller AL. Ionophore-induced calcium waves activate unfertilized zebrafish (Dank rerio) Eggs. 
Biol Bull. 1996;191(2):265–7. https://doi.org/10.1086/BBLv191n2p265 PMID: 29220240

	12.	 Whitaker M. Calcium signalling in early embryos. Philos Trans R Soc Lond B Biol Sci. 2008;363(1495):1401–18. https://doi.org/10.1098/
rstb.2008.2259 PMID: 18263556

	13.	 Slusarski DC, Pelegri F. Calcium signaling in vertebrate embryonic patterning and morphogenesis. Dev Biol. 2007;307(1):1–13. https://doi.
org/10.1016/j.ydbio.2007.04.043 PMID: 17531967

	14.	 Machaca K. Ca2+ signaling differentiation during oocyte maturation. J Cell Physiol. 2007;213(2):331–40. https://doi.org/10.1002/jcp.21194 PMID: 
17620315

	15.	 Nader N, Kulkarni RP, Dib M, Machaca K. How to make a good egg!: the need for remodeling of oocyte Ca(2+) signaling to mediate the egg-to- 
embryo transition. Cell Calcium. 2013;53(1):41–54. https://doi.org/10.1016/j.ceca.2012.11.015 PMID: 23266324

	16.	 Busa WB, Ferguson JE, Joseph SK, Williamson JR, Nuccitelli R. Activation of frog (Xenopus laevis) eggs by inositol trisphosphate. I. Characteriza-
tion of Ca2+ release from intracellular stores. J Cell Biol. 1985;101(2):677–82. https://doi.org/10.1083/jcb.101.2.677 PMID: 3874873

	17.	 Iwamatsu T, Yoshimoto Y, Hiramoto Y. Mechanism of Ca2+ release in medaka eggs microinjected with inositol 1,4,5-trisphosphate and Ca2+. Dev 
Biol. 1988;129(1):191–7. https://doi.org/10.1016/0012-1606(88)90173-x PMID: 2842209

	18.	 Swann K, Igusa Y, Miyazaki S. Evidence for an inhibitory effect of protein kinase C on G-protein-mediated repetitive calcium transients in hamster 
eggs. EMBO J. 1989;8(12):3711–8. https://doi.org/10.1002/j.1460-2075.1989.tb08546.x PMID: 2510999

	19.	 Whitaker M, Irvine RF. Inositol 1,4,5-trisphosphate microinjection activates sea urchin eggs. Nature. 1984;312(5995):636–9. https://doi.
org/10.1038/312636a0

	20.	 Webb SE, Lee KW, Karplus E, Miller AL. Localized calcium transients accompany furrow positioning, propagation, and deepening during the early 
cleavage period of zebrafish embryos. Dev Biol. 1997;192(1):78–92. https://doi.org/10.1006/dbio.1997.8724 PMID: 9405098

	21.	 Muto A, Kume S, Inoue T, Okano H, Mikoshiba K. Calcium waves along the cleavage furrows in cleavage-stage Xenopus embryos and its inhibition 
by heparin. J Cell Biol. 1996;135(1):181–90. https://doi.org/10.1083/jcb.135.1.181 PMID: 8858172

	22.	 Fluck RA, Miller AL, Jaffe LF. Slow calcium waves accompany cytokinesis in medaka fish eggs. J Cell Biol. 1991;115(5):1259–65. https://doi.
org/10.1083/jcb.115.5.1259 PMID: 1955473

	23.	 Webb SE, Miller AL. Ca2+ signalling and membrane dynamics during cytokinesis in animal cells. Adv Exp Med Biol. 2017;981:389–412. https://doi.
org/10.1007/978-3-319-55858-5_15 PMID: 29594869

	24.	 Chan CM, Chen Y, Hung TS, Miller AL, Shipley AM, Webb SE. Inhibition of SOCE disrupts cytokinesis in zebrafish embryos via inhibition of cleav-
age furrow deepening. Int J Dev Biol. 2015;59(7–9):289–301. https://doi.org/10.1387/ijdb.150209sw PMID: 26679947

	25.	 Lee KW, Webb SE, Miller AL. Ca2+ released via IP3 receptors is required for furrow deepening during cytokinesis in zebrafish embryos. Int J Dev 
Biol. 2003;47(6):411–21. PMID: 14584779

	26.	 Eno C, Gomez T, Slusarski DC, Pelegri F. Slow calcium waves mediate furrow microtubule reorganization and germ plasm compaction in the early 
zebrafish embryo. Development. 2018;145(10):dev156604. https://doi.org/10.1242/dev.156604 PMID: 29632136

	27.	 Saunders CM, Larman MG, Parrington J, Cox LJ, Royse J, Blayney LM, et al. PLC zeta: a sperm-specific trigger of Ca(2+) oscillations in eggs and 
embryo development. Development. 2002;129(15):3533–44. https://doi.org/10.1242/dev.129.15.3533 PMID: 12117804

	28.	 Kinsey WH, Wu W, Macgregor E. Activation of Src-family PTK activity at fertilization: role of the SH2 domain. Dev Biol. 2003;264(1):255–62. https://
doi.org/10.1016/j.ydbio.2003.08.014 PMID: 14623246

https://doi.org/10.1006/dbio.1999.9340
https://doi.org/10.1006/dbio.1999.9340
http://www.ncbi.nlm.nih.gov/pubmed/10395780
https://doi.org/10.1046/j.1440-169x.2000.00484.x
http://www.ncbi.nlm.nih.gov/pubmed/10831041
https://doi.org/10.1038/s41598-021-99638-6
http://www.ncbi.nlm.nih.gov/pubmed/34642406
https://doi.org/10.1006/dbio.1999.9396
https://doi.org/10.1006/dbio.1999.9396
http://www.ncbi.nlm.nih.gov/pubmed/10491266
https://doi.org/10.1098/rsob.200118
https://doi.org/10.1098/rsob.200118
http://www.ncbi.nlm.nih.gov/pubmed/32673518
https://doi.org/10.1016/s0091-679x(08)61820-8
http://www.ncbi.nlm.nih.gov/pubmed/9891355
http://www.ncbi.nlm.nih.gov/pubmed/25898533
https://doi.org/10.1134/s1062360408050056
https://doi.org/10.1134/s1062360408050056
https://doi.org/10.1086/BBLv191n2p265
http://www.ncbi.nlm.nih.gov/pubmed/29220240
https://doi.org/10.1098/rstb.2008.2259
https://doi.org/10.1098/rstb.2008.2259
http://www.ncbi.nlm.nih.gov/pubmed/18263556
https://doi.org/10.1016/j.ydbio.2007.04.043
https://doi.org/10.1016/j.ydbio.2007.04.043
http://www.ncbi.nlm.nih.gov/pubmed/17531967
https://doi.org/10.1002/jcp.21194
http://www.ncbi.nlm.nih.gov/pubmed/17620315
https://doi.org/10.1016/j.ceca.2012.11.015
http://www.ncbi.nlm.nih.gov/pubmed/23266324
https://doi.org/10.1083/jcb.101.2.677
http://www.ncbi.nlm.nih.gov/pubmed/3874873
https://doi.org/10.1016/0012-1606(88)90173-x
http://www.ncbi.nlm.nih.gov/pubmed/2842209
https://doi.org/10.1002/j.1460-2075.1989.tb08546.x
http://www.ncbi.nlm.nih.gov/pubmed/2510999
https://doi.org/10.1038/312636a0
https://doi.org/10.1038/312636a0
https://doi.org/10.1006/dbio.1997.8724
http://www.ncbi.nlm.nih.gov/pubmed/9405098
https://doi.org/10.1083/jcb.135.1.181
http://www.ncbi.nlm.nih.gov/pubmed/8858172
https://doi.org/10.1083/jcb.115.5.1259
https://doi.org/10.1083/jcb.115.5.1259
http://www.ncbi.nlm.nih.gov/pubmed/1955473
https://doi.org/10.1007/978-3-319-55858-5_15
https://doi.org/10.1007/978-3-319-55858-5_15
http://www.ncbi.nlm.nih.gov/pubmed/29594869
https://doi.org/10.1387/ijdb.150209sw
http://www.ncbi.nlm.nih.gov/pubmed/26679947
http://www.ncbi.nlm.nih.gov/pubmed/14584779
https://doi.org/10.1242/dev.156604
http://www.ncbi.nlm.nih.gov/pubmed/29632136
https://doi.org/10.1242/dev.129.15.3533
http://www.ncbi.nlm.nih.gov/pubmed/12117804
https://doi.org/10.1016/j.ydbio.2003.08.014
https://doi.org/10.1016/j.ydbio.2003.08.014
http://www.ncbi.nlm.nih.gov/pubmed/14623246


PLOS Biology | https://doi.org/10.1371/journal.pbio.3003181  June 17, 2025 23 / 24

	29.	 Kurokawa M, Sato K, Smyth J, Wu H, Fukami K, Takenawa T, et al. Evidence that activation of Src family kinase is not required for fertilization- 
associated [Ca2+]i oscillations in mouse eggs. Reproduction. 2004;127(4):441–54. https://doi.org/10.1530/rep.1.00128 PMID: 15047935

	30.	 Sato K, Tokmakov AA, Iwasaki T, Fukami Y. Tyrosine kinase-dependent activation of phospholipase Cgamma is required for calcium transient in 
Xenopus egg fertilization. Dev Biol. 2000;224(2):453–69. https://doi.org/10.1006/dbio.2000.9782 PMID: 10926780

	31.	 Sharma D, Kinsey WH. Regionalized calcium signaling in zebrafish fertilization. Int J Dev Biol. 2008;52(5–6):561–70. https://doi.org/10.1387/
ijdb.072523ds PMID: 18649270

	32.	 Townley IK, Schuyler E, Parker-Gür M, Foltz KR. Expression of multiple Src family kinases in sea urchin eggs and their function in Ca2+ release at 
fertilization. Dev Biol. 2009;327(2):465–77. https://doi.org/10.1016/j.ydbio.2008.12.032 PMID: 19150445

	33.	 Kaufmann R, Hollenberg MD. Proteinase-activated receptors (PARs) and calcium signaling in cancer. In: Islam MS, Editor. Calcium Signaling. 
Dordrecht: Springer Netherlands. 2012. p. 979–1000.

	34.	 Santulli RJ, Derian CK, Darrow AL, Tomko KA, Eckardt AJ, Seiberg M, et al. Evidence for the presence of a protease-activated receptor distinct 
from the thrombin receptor in human keratinocytes. Proc Natl Acad Sci U S A. 1995;92(20):9151–5. https://doi.org/10.1073/pnas.92.20.9151 PMID: 
7568091

	35.	 Ma J, Scott CA, Ho YN, Mahabaleshwar H, Marsay KS, Zhang C, et al. Matriptase activation of Gq drives epithelial disruption and inflammation via 
RSK and DUOX. Elife. 2021;10:e66596. https://doi.org/10.7554/eLife.66596 PMID: 34165081

	36.	 Nystedt S, Emilsson K, Wahlestedt C, Sundelin J. Molecular cloning of a potential proteinase activated receptor. Proc Natl Acad Sci U S A. 
1994;91(20):9208–12. https://doi.org/10.1073/pnas.91.20.9208 PMID: 7937743

	37.	 Sakai N, Burgess S, Hopkins N. Delayed in vitro fertilization of zebrafish eggs in Hank’s saline containing bovine serum albumin. Mol Mar Biol 
Biotechnol. 1997;6(2):84–7. PMID: 9200834

	38.	 Chen J, Xia L, Bruchas MR, Solnica-Krezel L. Imaging early embryonic calcium activity with GCaMP6s transgenic zebrafish. Dev Biol. 
2017;430(2):385–96. https://doi.org/10.1016/j.ydbio.2017.03.010 PMID: 28322738

	39.	 Schepis A, Barker A, Srinivasan Y, Balouch E, Zheng Y, Lam I, et al. Protease signaling regulates apical cell extrusion, cell contacts, and prolifera-
tion in epithelia. J Cell Biol. 2018;217(3):1097–112. https://doi.org/10.1083/jcb.201709118 PMID: 29301867

	40.	 Xu H, Echemendia N, Chen S, Lin F. Identification and expression patterns of members of the protease-activated receptor (PAR) gene family 
during zebrafish development. Dev Dyn. 2011;240(1):278–87. https://doi.org/10.1002/dvdy.22517 PMID: 21181945

	41.	 Becker KA, Hart NH. Reorganization of filamentous actin and myosin-II in zebrafish eggs correlates temporally and spatially with cortical granule 
exocytosis. J Cell Sci. 1999;112(Pt 1):97–110. https://doi.org/10.1242/jcs.112.1.97 PMID: 9841907

	42.	 Wong R, Hadjiyanni I, Wei H-C, Polevoy G, McBride R, Sem K-P, et al. PIP2 hydrolysis and calcium release are required for cytokinesis in Dro-
sophila spermatocytes. Curr Biol. 2005;15(15):1401–6. https://doi.org/10.1016/j.cub.2005.06.060 PMID: 16085493

	43.	 Mei W, Lee KW, Marlow FL, Miller AL, Mullins MC. hnRNP I is required to generate the Ca2+ signal that causes egg activation in zebrafish. Devel-
opment. 2009;136(17):3007–17. https://doi.org/10.1242/dev.037879 PMID: 19666827

	44.	 Lee SJ, Shen SS. The calcium transient in sea urchin eggs during fertilization requires the production of inositol 1,4,5-trisphosphate. Dev Biol. 
1998;193(2):195–208. https://doi.org/10.1006/dbio.1997.8792 PMID: 9473324

	45.	 Nuccitelli R, Yim DL, Smart T. The sperm-induced Ca2+ wave following fertilization of the Xenopus egg requires the production of Ins(1, 4, 5)P3. 
Dev Biol. 1993;158(1):200–12. https://doi.org/10.1006/dbio.1993.1179 PMID: 7687224

	46.	 Runft LL, Watras J, Jaffe LA. Calcium release at fertilization of Xenopus eggs requires type I IP(3) receptors, but not SH2 domain-mediated 
activation of PLCgamma or G(q)-mediated activation of PLCbeta. Dev Biol. 1999;214(2):399–411. https://doi.org/10.1006/dbio.1999.9415 PMID: 
10525343

	47.	 Ashworth R, Devogelaere B, Fabes J, Tunwell RE, Koh KR, De Smedt H, et al. Molecular and functional characterization of inositol trisphosphate 
receptors during early zebrafish development. J Biol Chem. 2007;282(19):13984–93. https://doi.org/10.1074/jbc.M700940200 PMID: 17331947

	48.	 Sriwai W, Mahavadi S, Al-Shboul O, Grider JR, Murthy KS. Distinctive G protein-dependent signaling by protease-activated receptor 2 (PAR2) 
in smooth muscle: feedback inhibition of RhoA by cAMP-independent PKA. PLoS One. 2013;8(6):e66743. https://doi.org/10.1371/journal.
pone.0066743 PMID: 23825105

	49.	 Macfarlane SR, Sloss CM, Cameron P, Kanke T, McKenzie RC, Plevin R. The role of intracellular Ca2+ in the regulation of proteinase-activated  
receptor-2 mediated nuclear factor kappa B signalling in keratinocytes. Br J Pharmacol. 2005;145(4):535–44. https://doi.org/10.1038/
sj.bjp.0706204 PMID: 15821758

	50.	 Takasaki J, Saito T, Taniguchi M, Kawasaki T, Moritani Y, Hayashi K, et al. A novel Galphaq/11-selective inhibitor. J Biol Chem. 
2004;279(46):47438–45. https://doi.org/10.1074/jbc.M408846200 PMID: 15339913

	51.	 Smith RJ, Sam LM, Justen JM, Bundy GL, Bala GA, Bleasdale JE. Receptor-coupled signal transduction in human polymorphonuclear neutrophils: 
effects of a novel inhibitor of phospholipase C-dependent processes on cell responsiveness. J Pharmacol Exp Ther. 1990;253(2):688–97. PMID: 
2338654

	52.	 Durieux ME, Salafranca MN, Lynch KR. Trypsin induces Ca(2+)-activated Cl-currents in X. laevis oocytes. FEBS Lett. 1994;337(3):235–8. https://
doi.org/10.1016/0014-5793(94)80198-3 PMID: 8293805

https://doi.org/10.1530/rep.1.00128
http://www.ncbi.nlm.nih.gov/pubmed/15047935
https://doi.org/10.1006/dbio.2000.9782
http://www.ncbi.nlm.nih.gov/pubmed/10926780
https://doi.org/10.1387/ijdb.072523ds
https://doi.org/10.1387/ijdb.072523ds
http://www.ncbi.nlm.nih.gov/pubmed/18649270
https://doi.org/10.1016/j.ydbio.2008.12.032
http://www.ncbi.nlm.nih.gov/pubmed/19150445
https://doi.org/10.1073/pnas.92.20.9151
http://www.ncbi.nlm.nih.gov/pubmed/7568091
https://doi.org/10.7554/eLife.66596
http://www.ncbi.nlm.nih.gov/pubmed/34165081
https://doi.org/10.1073/pnas.91.20.9208
http://www.ncbi.nlm.nih.gov/pubmed/7937743
http://www.ncbi.nlm.nih.gov/pubmed/9200834
https://doi.org/10.1016/j.ydbio.2017.03.010
http://www.ncbi.nlm.nih.gov/pubmed/28322738
https://doi.org/10.1083/jcb.201709118
http://www.ncbi.nlm.nih.gov/pubmed/29301867
https://doi.org/10.1002/dvdy.22517
http://www.ncbi.nlm.nih.gov/pubmed/21181945
https://doi.org/10.1242/jcs.112.1.97
http://www.ncbi.nlm.nih.gov/pubmed/9841907
https://doi.org/10.1016/j.cub.2005.06.060
http://www.ncbi.nlm.nih.gov/pubmed/16085493
https://doi.org/10.1242/dev.037879
http://www.ncbi.nlm.nih.gov/pubmed/19666827
https://doi.org/10.1006/dbio.1997.8792
http://www.ncbi.nlm.nih.gov/pubmed/9473324
https://doi.org/10.1006/dbio.1993.1179
http://www.ncbi.nlm.nih.gov/pubmed/7687224
https://doi.org/10.1006/dbio.1999.9415
http://www.ncbi.nlm.nih.gov/pubmed/10525343
https://doi.org/10.1074/jbc.M700940200
http://www.ncbi.nlm.nih.gov/pubmed/17331947
https://doi.org/10.1371/journal.pone.0066743
https://doi.org/10.1371/journal.pone.0066743
http://www.ncbi.nlm.nih.gov/pubmed/23825105
https://doi.org/10.1038/sj.bjp.0706204
https://doi.org/10.1038/sj.bjp.0706204
http://www.ncbi.nlm.nih.gov/pubmed/15821758
https://doi.org/10.1074/jbc.M408846200
http://www.ncbi.nlm.nih.gov/pubmed/15339913
http://www.ncbi.nlm.nih.gov/pubmed/2338654
https://doi.org/10.1016/0014-5793(94)80198-3
https://doi.org/10.1016/0014-5793(94)80198-3
http://www.ncbi.nlm.nih.gov/pubmed/8293805


PLOS Biology | https://doi.org/10.1371/journal.pbio.3003181  June 17, 2025 24 / 24

	53.	 Shapira H, Amit I, Revach M, Oron Y, Battey JF. Galpha14 and Galphaq mediate the response to trypsin in Xenopus oocytes. J Biol Chem. 
1998;273(31):19431–6. https://doi.org/10.1074/jbc.273.31.19431 PMID: 9677362

	54.	 Voronina E, Wessel GM. Betagamma subunits of heterotrimeric G-proteins contribute to Ca2+ release at fertilization in the sea urchin. J Cell Sci. 
2004;117(Pt 25):5995–6005. https://doi.org/10.1242/jcs.01518 PMID: 15536121

	55.	 Schultheiss M, Neumcke B, Richter HP. Endogenous trypsin receptors in Xenopus oocytes: linkage to internal calcium stores. Cell Mol Life Sci. 
1997;53(10):842–9. https://doi.org/10.1007/s000180050104 PMID: 9413553

	56.	 Igarashi H, Knott JG, Schultz RM, Williams CJ. Alterations of PLCbeta1 in mouse eggs change calcium oscillatory behavior following fertilization. 
Dev Biol. 2007;312(1):321–30. https://doi.org/10.1016/j.ydbio.2007.09.028 PMID: 17961538

	57.	 Komondor KM, Bainbridge RE, Sharp KG, Iyer AR, Rosenbaum JC, Carlson AE. TMEM16A activation for the fast block to polyspermy in the 
African clawed frog does not require conventional activation of egg PLCs. J Gen Physiol. 2023;155(10):e202213258. https://doi.org/10.1085/
jgp.202213258 PMID: 37561060

	58.	 Sales KU, Friis S, Konkel JE, Godiksen S, Hatakeyama M, Hansen KK, et al. Non-hematopoietic PAR-2 is essential for matriptase-driven pre- 
malignant progression and potentiation of ras-mediated squamous cell carcinogenesis. Oncogene. 2015;34(3):346–56. https://doi.org/10.1038/
onc.2013.563 PMID: 24469043

	59.	 Takeuchi T, Harris JL, Huang W, Yan KW, Coughlin SR, Craik CS. Cellular localization of membrane-type serine protease 1 and identification of 
protease-activated receptor-2 and single-chain urokinase-type plasminogen activator as substrates. J Biol Chem. 2000;275(34):26333–42. https://
doi.org/10.1074/jbc.M002941200 PMID: 10831593

	60.	 Chan CM, Aw JTM, Webb SE, Miller AL. SOCE proteins, STIM1 and Orai1, are localized to the cleavage furrow during cytokinesis of the first and 
second cell division cycles in zebrafish embryos. Zygote. 2016;24(6):880–9. https://doi.org/10.1017/S0967199416000216 PMID: 27702423

	61.	 Naito Y, Okada M, Yagisawa H. Phospholipase C isoforms are localized at the cleavage furrow during cytokinesis. J Biochem. 2006;140(6):785–91. 
https://doi.org/10.1093/jb/mvj209 PMID: 17041247

	62.	 Iwamatsu T, Onitake K, Yoshimoto Y, Hiramoto Y. Time sequence of early events in fertilization in the medaka egg: (micropyle/exocytosis/sperm 
movement/calcium release/medaka egg). Dev Growth Differ. 1991;33(5):479–90. https://doi.org/10.1111/j.1440-169X.1991.00479.x PMID: 
37280952

	63.	 Smith R, Jenkins A, Lourbakos A, Thompson P, Ramakrishnan V, Tomlinson J, et al. Evidence for the activation of PAR-2 by the sperm protease, 
acrosin: expression of the receptor on oocytes. FEBS Lett. 2000;484(3):285–90. https://doi.org/10.1016/s0014-5793(00)02146-3 PMID: 11078894

	64.	 Hennes A, Devroe J, De Clercq K, Ciprietti M, Held K, Luyten K, et al. Protease secretions by the invading blastocyst induce calcium oscillations 
in endometrial epithelial cells via the protease-activated receptor 2. Reprod Biol Endocrinol. 2023;21(1):37. https://doi.org/10.1186/s12958-023-
01085-7 PMID: 37060079

	65.	 Westerfield M. The zebrafish book: a guide for the laboratory use of zebrafish (Danio rerio). 4th ed. Eugene: University of Oregon Press. 2000.

	66.	 Kimmel CB, Ballard WW, Kimmel SR, Ullmann B, Schilling TF. Stages of embryonic development of the zebrafish. Dev Dyn. 1995;203(3):253–310. 
https://doi.org/10.1002/aja.1002030302 PMID: 8589427

	67.	 Krogh A, Larsson B, von Heijne G, Sonnhammer EL. Predicting transmembrane protein topology with a hidden Markov model: application to com-
plete genomes. J Mol Biol. 2001;305(3):567–80. https://doi.org/10.1006/jmbi.2000.4315 PMID: 11152613

	68.	 Bassett AR, Tibbit C, Ponting CP, Liu J-L. Highly efficient targeted mutagenesis of Drosophila with the CRISPR/Cas9 system. Cell Rep. 
2013;4(1):220–8. https://doi.org/10.1016/j.celrep.2013.06.020 PMID: 23827738

	69.	 Jao L-E, Wente SR, Chen W. Efficient multiplex biallelic zebrafish genome editing using a CRISPR nuclease system. Proc Natl Acad Sci U S A. 
2013;110(34):13904–9. https://doi.org/10.1073/pnas.1308335110 PMID: 23918387

	70.	 Liu X, Wang H, Gong Z. Tandem-repeated Zebrafish zp3 genes possess oocyte-specific promoters and are insensitive to estrogen induction. Biol 
Reprod. 2006;74(6):1016–25. https://doi.org/10.1095/biolreprod.105.049403 PMID: 16481590

	71.	 Kwan KM, Fujimoto E, Grabher C, Mangum BD, Hardy ME, Campbell DS, et al. The Tol2kit: a multisite gateway-based construction kit for Tol2 
transposon transgenesis constructs. Dev Dyn. 2007;236(11):3088–99. https://doi.org/10.1002/dvdy.21343 PMID: 17937395

https://doi.org/10.1074/jbc.273.31.19431
http://www.ncbi.nlm.nih.gov/pubmed/9677362
https://doi.org/10.1242/jcs.01518
http://www.ncbi.nlm.nih.gov/pubmed/15536121
https://doi.org/10.1007/s000180050104
http://www.ncbi.nlm.nih.gov/pubmed/9413553
https://doi.org/10.1016/j.ydbio.2007.09.028
http://www.ncbi.nlm.nih.gov/pubmed/17961538
https://doi.org/10.1085/jgp.202213258
https://doi.org/10.1085/jgp.202213258
http://www.ncbi.nlm.nih.gov/pubmed/37561060
https://doi.org/10.1038/onc.2013.563
https://doi.org/10.1038/onc.2013.563
http://www.ncbi.nlm.nih.gov/pubmed/24469043
https://doi.org/10.1074/jbc.M002941200
https://doi.org/10.1074/jbc.M002941200
http://www.ncbi.nlm.nih.gov/pubmed/10831593
https://doi.org/10.1017/S0967199416000216
http://www.ncbi.nlm.nih.gov/pubmed/27702423
https://doi.org/10.1093/jb/mvj209
http://www.ncbi.nlm.nih.gov/pubmed/17041247
https://doi.org/10.1111/j.1440-169X.1991.00479.x
http://www.ncbi.nlm.nih.gov/pubmed/37280952
https://doi.org/10.1016/s0014-5793(00)02146-3
http://www.ncbi.nlm.nih.gov/pubmed/11078894
https://doi.org/10.1186/s12958-023-01085-7
https://doi.org/10.1186/s12958-023-01085-7
http://www.ncbi.nlm.nih.gov/pubmed/37060079
https://doi.org/10.1002/aja.1002030302
http://www.ncbi.nlm.nih.gov/pubmed/8589427
https://doi.org/10.1006/jmbi.2000.4315
http://www.ncbi.nlm.nih.gov/pubmed/11152613
https://doi.org/10.1016/j.celrep.2013.06.020
http://www.ncbi.nlm.nih.gov/pubmed/23827738
https://doi.org/10.1073/pnas.1308335110
http://www.ncbi.nlm.nih.gov/pubmed/23918387
https://doi.org/10.1095/biolreprod.105.049403
http://www.ncbi.nlm.nih.gov/pubmed/16481590
https://doi.org/10.1002/dvdy.21343
http://www.ncbi.nlm.nih.gov/pubmed/17937395
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

