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Abstract. During in vitro embryo production, chromosome screening is essential to prevent pregnancy losses caused by 
embryonic chromosome aberrations. When the chromosome screening is completed before fertilization, gametes are effectively 
utilized as genetic resources. The aim of this study was to investigate whether chromosome screening of gametes accompanied 
by fertilization would be feasible using a single mouse spermatozoon and oocyte. Metaphase II oocytes were divided into 
a cytoplast and a karyoplast. For genome cloning of the gametes, androgenic and gynogenic embryos were produced by 
microinjection of sperm into cytoplasts and parthenogenetic activation of karyoplasts, respectively. Pairs of blastomeres 
from androgenic and gynogenic embryos were fused electrically to produce diploid embryos, which were transferred into 
pseudopregnant surrogate mothers to examine fetal development. Blastomeres from androgenic and gynogenic embryos were 
individually treated with calyculin A—a specific inhibitor of type 1 and 2A protein phosphatases—for 2 h to induce premature 
chromosome condensation. Thereafter, chromosome analysis of blastomeres, reflecting the genetic constitution of individual 
spermatozoa and oocytes, was performed, and we confirmed that most of the androgenic and gynogenic 2-cell embryos had 
a haploid set of chromosomes in their sister blastomeres. The reconstructed embryos from blastomeres of androgenic and 
gynogenic 2-cell embryos could be implanted and develop into live fetuses, albeit at low efficiency. This study indicates that 
prezygotic chromosome screening and embryo production using a single pair of gametes may be practicable.
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In in vitro embryo production (IVP), the production of genetically 
normal embryos is greatly desired. IVP procedures potentially carry 

a risk of producing embryos with chromosome aberrations [1, 2], 
which leads to early embryonic loss. Additionally, it is well known 
that single-nucleotide polymorphisms are associated with phenotypic 
characteristics. For example, single-nucleotide polymorphism in tumor 
necrosis factor-α affects reproductive performance in dairy cows [3]. 
Thus, examination of the genetic constitution of each gamete used 
for insemination offers a great advantage in animal breeding. The 
genetic constitution of embryos developed in vitro can be examined 
with preimplantation genetic diagnosis/screening (PGD/PGS) using 
their first and second polar bodies and blastomeres. A new approach 
to PGD and PGS, array comparative genomic hybridization, has 
been developed and has had a significant effect on the detection of 
imbalanced chromosome aberrations in embryos [4, 5]. Alternatively, 
classical chromosome karyotyping combined with florescence in 
situ hybridization (FISH) remains a valid and feasible way to detect 
balanced chromosome aberrations. Usually, these genetic analyses 
are conducted using postzygotic materials. Clearly, the ideal method 

is to produce embryos with known genetic conditions from gametes 
analyzed prezygotically.

Some studies have reported successful genome cloning of sper-
matozoa [6–9] and oocytes [10] using androgenic and gynogenic 
embryos, which can be used for genetic screening prior to fertilization. 
Moreover, these haploid blastomeres from androgenic or gynogenic 
embryos could be used for the production of biparental diploid embryos 
[6, 9–13]. We recently reported a method for detecting chromosomal 
aberrations in spermatozoa before fertilization using a mouse model 
[14]. Briefly, a single spermatozoon was injected into an enucleated 
oocyte, and the sperm genome was duplicated in the ooplasm and 
divided equally into the sister blastomeres of a 2-cell embryo. The 
blastomeres were fused individually with fresh metaphase (M)II 
oocytes to induce premature chromosome condensation (PCC), which 
enabled us to examine the sperm chromosomes and produce diploid 
zygotes. Normal embryos derived from the reconstructed zygotes were 
selected based on the chromosome screening and then transferred 
into pseudopregnant surrogate mothers to obtain offspring. In this 
way, it would be possible to avert any chromosomal aberrations 
arising from the spermatozoa. However, three oocytes are needed to 
accomplish this chromosome screening: one for duplication of the 
sperm DNA, one for the induction of PCC and one for producing 
diploid zygotes. If chromosome analysis of a spermatozoon could 
be implemented concurrently with that of the oocyte by use of a 
single oocyte, the technology of prezygotic chromosome screening 
would be greatly advanced.

Wakayama and Yanagimachi [15] demonstrated that live offspring 
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could be produced successfully from an oocyte in which about half 
of the cytoplasm had been removed. This suggested that half of the 
cytoplasm in an oocyte could be used for chromosome analysis. 
Calyculin A (Caly A), a specific inhibitor of type 1 and 2A protein 
phosphatases, can easily induce PCC during cell culture, even if the 
cells are in interphase [16, 17]. Practically, Caly A-induced PCC can 
be used for cytogenetic analysis of fetal cells from amniotic fluid 
[18]. Thus, Caly A-induced PCC may be useful for chromosome 
screening of spermatozoa and oocytes prior to fertilization.

In this study, we devised an effective method for prezygotic 
chromosome screening of both gametes in parallel with embryo 
production and performed two experiments: one was to test the validity 
of Caly A for chromosome analysis of blastomeres, and the other 
was to demonstrate the technical feasibility of embryo production 
in the process of prezygotic examination of gamete chromosomes.

Materials and Methods

Experimental design
A strategy for achieving prezygotic examination of gamete 

chromosomes in parallel with embryo production is summarized 
in Fig. 1. Briefly, the zona pellucida of single MII oocytes was 
partially dissected to separate the karyoplasts from cytoplasts (Fig. 
1A). The karyoplasts were activated with strontium chloride to 
produce haploid gynogenic embryos (Fig. 1B), while cytoplasts 
were injected with single spermatozoa to produce haploid androgenic 
embryos (Fig. 1C). At 24 h after sperm injection or parthenogenetic 
activation, single androgenic and gynogenic sister blastomeres of 
2-cell embryos were cultured in Caly A for 2 h to induce PCC (Fig. 
1D), and the chromosomes were analyzed for embryo selection (Fig. 
1E). The remaining blastomeres were placed back into the original 
zona pellucida and fused with each other electrically (Fig. 1F) to 
construct diploid embryos for transfer (Fig. 1G).

To demonstrate the viability of this method, two experiments were 
designed as follows. Experiment 1 was performed to investigate 
the efficiency of Caly A-induced PCC for chromosome analysis of 
blastomeres from androgenic, gynogenic and normally fertilized 
embryos. Haploid and diploid karyotypes were prepared in andro-
genic and gynogenic embryos. Briefly, microinjecting one or two 
spermatozoa into enucleated oocytes produced androgenic embryos. 
Gynogenic embryos were produced from oocytes activated with 
strontium chloride for 1 h and cultured with or without 2.5 μg/ml 
cytochalasin B. Fertilized embryos were produced by microinjection 
of sperm into MII oocytes. These embryos were cultured for 24 h 
to the 2-cell stage, and each blastomere was treated with Caly A at 
different concentrations (10 or 20 nM) for 2 h. Thereafter, chromosome 
spreads were prepared and examined for the incidence of PCC and 
for chromosome morphology.

In Experiment 2, the viability of the reconstructed embryos 
produced by the fusion of blastomeres of androgenic and gynogenic 
embryos was investigated (see Fig. 1A, B, C, E and G). First, it was 
ascertained that chromosomes were equally divided into the sister 
blastomeres in androgenic, gynogenic and reconstructed embryos. 
Second, developmental competence of the reconstructed embryos 
with half the volume of cytoplasm was observed. The developmental 
assay was conducted independent of prezygotic examination of 

gamete chromosomes. As a control, 2-cell embryos were produced 
by microinjection of sperm into MII oocytes, followed by removal 
of one of the blastomeres to reduce the cytoplasm.

Reagents and media
All chemicals were purchased from Nacalai Tesque (Kyoto, 

Japan) unless otherwise stated. Oocytes/zygotes were cultured in 
Chatot–Ziomek–Bavister (CZB) medium [19] supplemented with 5.56 
mM d-glucose and 5 mg/ml bovine serum albumin (BSA, AlbuMAX; 
Gibco, Auckland, New Zealand). Collection and micromanipulation 
of oocytes were performed in modified CZB medium supplemented 
with 20 mM HEPES-Na, 5 mM NaHCO3 and 3 mg/ml of polyvinyl 
alcohol (PVA, cold-water soluble; Sigma-Aldrich, St. Louis, MO, 
USA) instead of BSA (H-CZB). Spermatozoa were collected in 
Toyoda–Yokoyama–Hosi (TYH) medium [20] supplemented with 
20 mM HEPES-Na, 5 mM NaHCO3 and 3 mg/ml of polyvinyl 
alcohol instead of BSA (H-TYH). CZB medium was used under an 
atmosphere of 5% CO2 in air, and H-CZB and H-TYH media were 
used under an atmosphere of pure air.

Animals
All animals were purchased from Charles River Laboratories 

(Yokohama, Japan). The oocytes and spermatozoa were collected 
from hybrid (C57BL/6 × DBA/2) F1 mice (BDF1). ICR mice were 
used as surrogate mothers. All experiments were performed according 
to the Guidelines for Animal Experiments of Asahikawa Medical 
University.

Preparation of oocytes and spermatozoa
Female BDF1 mice, 7–12 weeks of age, were superovulated by 

intraperitoneal injection of 10 IU equine chorionic gonadotropin 
(Aska Pharmaceutical, Tokyo, Japan) followed by injection of 10 
IU human chorionic gonadotropin (Aska Pharmaceutical) 48 h later. 
The oocytes were recovered from the oviducts between 14 and 16 
h after human chorionic gonadotropin injection and denuded of 
their cumulus cells by treatment with 0.1% (w/v) bovine testicular 
hyaluronidase (Sigma-Aldrich) in H-CZB. The cumulus-free oocytes 
were thoroughly washed with CZB and maintained in fresh CZB 
at 37 C.

Spermatozoa from the cauda epididymis of male mice, 7–14 
weeks of age, were allowed to disperse in H-TYH. A small amount 
of sperm suspension was immediately transferred into a droplet (5 
μl) of H-TYH containing 10% polyvinylpyrrolidone under sterile 
paraffin oil in a Petri dish for sperm microinjection.

Preparation of cytoplasts and karyoplasts
Zonae pellucidae of oocytes were partially dissected as reported 

previously [21] with slight modifications (Supplementary Movie 
S1). Briefly, the zona pellucida opposite the MII spindle was incised 
halfway around using a blunt-end micropipette (15–20 μm in diameter) 
by applying piezo pulses. The zona-cut oocytes were transferred 
into H-CZB containing 2.5 μg/ml cytochalasin B (Sigma-Aldrich). 
Approximately half of the cytoplasm volume was aspirated into 
another micropipette (30–35 μm in diameter) with care being taken 
not to aspirate the MII spindle, and the cell was then pinched off 
to produce a cytoplast [15]. Then, the MII-karyoplast was removed 
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from the zona pellucida using the same micropipette and placed in 
H-CZB. The first polar body was removed from the zona pellucida 
and discarded. Cytoplasts, karyoplasts and zonae pellucidae were 
stored in CZB at 37 C until use.

Intracytoplasmic sperm injection (ICSI) and parthenogenetic 
activation

Before ICSI, a group of 15 oocytes was transferred to a droplet (5 
μl) of H-CZB under sterile paraffin oil, which had been placed next 
to a sperm-containing droplet in the same dish. A spermatozoon was 
aspirated tail first into the injection pipette, followed by separation 
of the tail from the head using a few piezo pulses. The heads were 
individually injected into MII oocytes, enucleated oocytes [22] or 
cytoplasts according to the method described by Kuretake et al. 
[23]. ICSI-generated zygotes were cultured in a droplet (100 μl) 
of fresh CZB under sterile paraffin oil at 37 C until they reached 
the 2-cell stage. When androgenic embryos were produced by 
microinjection of sperm into cytoplasts, the osmolality of H-CZB 
was increased further to 30 mOsm by the addition of 5.5 mg/ml 
d-sorbitol (Sigma-Aldrich) because cytoplasts are vulnerable to 
damage from the microinjection procedure.

When gynogenic embryos were produced by parthenogenetic 
activation, oocytes or karyoplasts were cultured separately in Ca2+-
free CZB containing 10 mM strontium chloride (SrCl2) for 1 h at 37 
C. Subsequently, they were washed three times in fresh CZB and 
cultured in the same medium until they reached the 2-cell stage.

Reconstruction of diploid embryos from blastomeres of 
androgenic and gynogenic embryos

At 24 h after ICSI or parthenogenetic activation, androgenic 
or gynogenic 2-cell embryos were transferred individually into 
Ca2+-free CZB to separate their blastomeres. One of the blastomeres 
from each of the two sources was transferred into an empty zona 

pellucida in H-CZB using a micropipette (about 50 μm in diameter; 
Supplementary Movie S2). Then, the blastomeres were electrically 
fused according to the method described by Wakayama et al. [24] 
with a slight modification. Briefly, a pair of the blastomeres within 
a zona pellucida was transferred into fusion medium consisting of 
0.3 M mannitol, 0.1 mM MgSO4 and 0.1% polyvinylpyrrolidone 
in a fusion chamber with electrodes set at 1 mm gaps. Fusion of 
the cell membrane was induced by applying alternating current (1 
MHz for 5 sec) followed by direct current (150 V, 20 μsec) using 
a cell fusion generator (LF101; Nepa Gene, Chiba, Japan). Then, 
the paired blastomeres were immediately placed into fresh CZB to 
allow cell fusion.

We investigated spindle formation and chromosome constitution 
in the reconstructed embryos. For observation of the spindle, some 
of the reconstructed embryos at the first mitotic stage (approximately 
1 h after the nuclear envelope had broken down) were fixed and 
permeabilized in 1% paraformaldehyde in phosphate-buffered saline 
(PBS) containing 0.1% PVA and 0.2% Triton X-100 (Sigma-Aldrich) 
for 30 min, and then washed in PBS containing 1 mg/ml BSA. The 
embryos were incubated in mouse monoclonal anti-β-tubulin antibody 
(1:100; Sigma-Aldrich) for 1 h at 37 C, washed in PBS containing 
1 mg/ml BSA and incubated in FITC-labeled goat anti-mouse IgG 
(1:100; KPL, Gaithersburg, MD, USA) for 1 h at 37 C. The embryos 
were placed on glass slides, sealed with VectaShield Mounting 
Medium with DAPI (Vector Laboratories, Burlingame, CA, USA) 
and examined under an epifluorescence microscope. To investigate 
the chromosome constitution of the reconstructed embryos, 2-cell 
embryos were placed in CZB containing 0.02 μg/ml vinblastine sulfate 
at approximately 24–26 h after fusion and cultured until the nuclear 
envelopes of both sister blastomeres disappeared. Chromosome slides 
were prepared as described below.

Fig. 1. Flowchart of chromosome screening of gametes. (A) Preparation of the karyoplast and cytoplast. (B and C) Production of gynogenic (B) and 
androgenic (C) embryos. (D) Induction of premature chromosome condensation (PCC) by calyculin A (Caly A). (E) Chromosome analysis 
and selection of transferable embryos. (F) Production of biparental diploid embryos by electrofusion. (G) Embryo transfer to obtain offspring 
(fetuses). Details of the procedure are provided in the Materials and Methods.
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Embryo transfer
At 48 h after blastomere fusion, the embryos were transferred 

into oviducts of ICR females, 8–16 weeks of age, on the first day of 
pseudopregnancy. Recipients were euthanized by cervical dislocation 
on day 16 of pregnancy to investigate the numbers of implantation 
sites and live fetuses.

PCC induced by Caly A
At 24 h after ICSI or parthenogenetic activation, blastomeres of 

the 2-cell embryos were transferred into CZB containing 2.5 μg/ml 
cytochalasin B, 0.02 μg/ml vinblastine sulfate and 10 or 20 nM Caly 
A (Wako Pure Chemical Industries, Osaka, Japan) and incubated 
for 2 h to induce PCC.

Chromosome preparation and multicolor fluorescence in situ 
hybridization (mFISH)

Blastomeres and embryos were kept in a hypotonic solution 
consisting of 0.24% (w/v) sodium citrate and 48% (v/v) fetal bovine 
serum in pure water for 10 min at room temperature. Chromosome 
spreads were prepared using a gradual-fixation/air-drying method 
[25] and stained with 2% Giemsa solution (Merck Japan, Tokyo, 
Japan) in buffered saline (pH 6.8) for 10 min.

In some slides, individual chromosomes were identified using mouse 
mFISH probes, 21XMouse (MetaSystems, Altlussheim, Germany), 
according to the manufacturer’s instructions. After hybridization, 
the slides were sealed with DAPI/Antifade (MetaSystems) solution 
and examined under an epifluorescence microscope fitted with 
the appropriate filter sets. Fluorescent images were captured, and 
individual chromosomes, shown in pseudocolor, were karyotyped 
using Isis software (MetaSystems).

Statistical analysis
Statistical analyses were performed using the JMP software 

(SAS Institute, Cary, NC, USA). Data were analyzed by logistic 
regression using the following model: ln(α/1−α) = β + main factor 
(the dose of Caly A and type of embryos for Experiments 1 and 2, 
respectively), where α = frequency of positive outcomes and β = 
the intercept. The odds ratio (OR) with 95% confidence interval 
(CI) was calculated. When the values were small, Fisher’s exact 
probability test was performed.

Results

Experiment 1: Caly A-induced PCC
Blastomere nuclear morphologies following Caly A treatment 

are shown in Fig. 2A–E. In this study, breakdown of the nuclear 
envelope was used as a criterion for the induction of PCC. Good 
chromosome spread, as shown in Fig. 2E, was recorded as an 
“analyzable karyoplate.” Analysis using logistic regression revealed 
that the dose of Caly A affected the induction of PCC (OR, 90.78; 95% 
CI, 45.86–214.33). The rates of induction of PCC were significantly 
higher in 20 nM Caly A (P < 0.001) than in 10 nM Caly A (Fig. 2F). 
As shown in Fig. 2G, the rates of analyzable karyoplates in androgenic 
and gynogenic embryos—calculated as a proportion of the numbers 
of blastomeres with PCC—were also affected by the dose of Caly A 
(OR, 3.19; 95% CI, 2.42–4.21), being significantly increased (P < 

0.001) in 20 nM compared with 10 nM regardless of the embryo’s 
ploidy. However, analyzable karyoplates were observed in many 
blastomeres of ICSI embryos regardless of the dose of Caly A, and 
there was no difference in the PCC rates between the groups treated 
with 10 and 20 nM. Treatment with 20 nM Caly A tended to shorten 
the chromosomes more markedly than treatment with 10 nM Caly A.

Experiment 2: Gamete chromosome screening, embryo 
production and developmental assay

In this experiment, 99.2% (607/612) of oocytes were successfully 
divided into karyoplasts and cytoplasts following incision of the 
zona pellucida. Almost all cytoplasts injected with a spermatozoon 
formed a pronucleus (98.8%: 423/428), and the resultant androgenic 
embryos developed to the 2-cell stage with high frequency (90.5%: 
383/423). By contrast, 95.7% (440/460) of MII karyoplasts extruded 
a second polar body following treatment with SrCl2, and 439 of 440 
gynogenic embryos (99.8%) developed to the 2-cell stage. Using 
these reliable techniques, the feasibilities of chromosome analysis 
by Caly A-induced PCC and embryo production by blastomere 
fusion were examined.

The chromosome constitutions of the androgenic and gynogenic 
2-cell embryos were analyzed by inducing PCC with 20 nM Caly A 
(Table 1). More than 77.4% of them had haploid blastomeres (n = 
20) without chromosome aberrations. Additionally, mFISH analysis 
revealed that these haploid blastomeres had a normal chromosome 
complement (Supplementary Fig. 1A and B: online only). Thus, most 
of the androgenic and gynogenic 2-cell embryos had a normal haploid 
set of chromosomes in both blastomeres, even though the amount 
of cytoplasm was halved. Therefore, blastomeres of androgenic and 
gynogenic embryos (without performing chromosome examination) 
were randomly fused with each other to construct diploid embryos. 
The fused embryos at the first mitotic division had a single metaphase 
spindle on which all chromosomes were aligned in the equatorial plane 
(Fig. 3A), demonstrating that the nuclei of androgenic and gynogenic 
origins had undergone syngamy. The fused embryos were fixed at 
the metaphase of the 2-cell stage to examine their chromosomal 
constitutions (Fig. 3B). Of 87 embryos examined (Table 1), 77.0% 
were diploid, with both of the sister blastomeres having a normal 
chromosomal complement (n = 40; Fig. 3C). Based on this result of 
cytogenetic analysis, the developmental competence of these fused 
embryos was monitored to verify the technical feasibility of embryo 
production using the present protocol.

To produce diploid embryos, blastomeres of androgenic and 
gynogenic embryos were randomly fused as mentioned above. 
The rate of fusion was 96.8% (240/248 pairs). The developmental 
competence of the 240 reconstructed zygotes is summarized in Table 
2. The fused embryos developed successfully to the 2-cell stage 
(95.5–97.4%) by 24 h after fusion and to the 4-cell stage (90.9–94.9%) 
by 48 h after fusion. These 4-cell embryos reached the 8-cell stage 
according to the normal schedule for mouse embryo development 
and underwent “compaction” as seen in normal 8-cell embryos (Fig. 
3D). At 72 h after fusion, blastocyst formation was observed in 79.5% 
of the embryos. Embryonic development of the fused embryos was 
comparable to that of the control. As shown in Table 2, transfer of 
the compacted 4-cell embryos supported normal fetal development 
(Fig. 3E), although the rates of implantation (15.6%) and live fetus 
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formation (3.2%) were extremely low (P < 0.05) compared with 
those of the control (63.9% and 26.4%, respectively).

Discussion

Chromosome screening of gametes before fertilization is an effec-
tive method for preventing the transfer of embryos with chromosome 
damage in IVP. This study sought to establish an innovative method 
in which only a single pair of gametes is used for both screening 
and embryo production. Consequently, we achieved three technical 
improvements: (i) the use of oocyte fragments (karyoplasts and 
cytoplasts), (ii) haploid genome cloning using androgenic and 
gynogenic embryos and (iii) induction of PCC by Caly A. This 
method of chromosome screening of gametes might prove to be a 

breakthrough for producing genetically normal embryos during IVP.
The ability to predict the genetic constitution of offspring from the 

results of prezygotic examination of gamete chromosomes should be 
confirmed. In our previous study of prezygotic sperm chromosome 
screening [14], we produced normal offspring by using a sperm 
sample of a carrier of a Robertsonian translocation to evaluate the 
application of screening. However, the frequency of embryonic loss 
in the present study was too high to perform such tests. Barra and 
Renard [12] reported that fusion of blastomeres of 2-cell haploid 
gynogenic mouse embryos, in which one of the two nuclei was replaced 
by a paternal one, could lead to full-term development. Although 
fusion of blastomeres of 2-cell androgenic and gynogenic embryos 
could produce viable fetuses in the present study (Table 2), the fetal 
development rates were far from satisfactory. It should be noted that 

Fig. 2. Calyculin A (Caly A) treatment of the 2-cell stage blastomeres. (A–E) Morphology of blastomere nuclei in ICSI-generated embryos after Caly 
A treatment (10 nM for 2 h). Nuclei with breakdown of the nuclear envelope (C–E) were judged as having undergone premature chromosome 
condensation (PCC). Nuclei with good chromosome spreads such as that shown in E were classified as having analyzable karyoplates. (F and G) 
Comparison of the percentages of blastomeres with PCC (F) and analyzable karyoplates (G) after Caly A treatment at two different concentrations. 
The percentages of analyzable karyoplates were calculated based on the numbers of blastomeres with PCC. Data are shown as the mean ± SEM 
calculated from each replicate. Asterisks indicate values significantly different from their counterparts treated at 10 nM (P < 0.05).

Table 1. Type and incidence of chromosome aberrations in androgenic, gynogenic and reconstructed 2-cell embryos

Type of embryos No. of embryos 
examined Normal (%)*

Numerical aberration (%) Structural aberration 
(%)†

Combined 
(%)‡Mosaicism Hypoploidy Hyperploidy

Androgenic 53 41 (77.4) 3 (5.7) 0 (0) 2 (3.8) 6 (11.3) 1 (1.9)
Gynogenic 60 57 (95.0) 0 (0) 0 (0) 0 (0) 3 (5.0) 0 (0)
Reconstructed§ 87 67 (77.0) 10 (11.5) 4 (4.6) 0 (0) 3 (3.4) 3 (3.4)

* Both blastomeres of 2-cell embryos had 20 or 40 normal chromosomes each. † Structural aberrations consisted of chromosome and chromatid 
breaks and chromosome exchange. Even in cases where these aberrations were found in one blastomere, the embryos were recorded as having 
structural aberrations. ‡ Embryos had numerical and structural aberrations in a blastomere. § Reconstructed embryos were produced from 
blastomeres without performing chromosome analysis.
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the rates of implantation and live fetus formation ranged widely in 
Experiment 2 (0–38.9% and 0–11.1%, respectively). Although we 
cannot fully account for the embryonic losses, several explanations 
are plausible. For example, the biparental embryos used in this study 
were derived from fusion of pairs of blastomeres from androgenic 
and gynogenic embryos, which were formed using cytoplasts and 
karyoplasts, respectively. Thus, the cytoplasmic volume of the 
resulting embryos was reduced by almost half (Fig. 1F). This reduced 
volume might be a reason for insufficient developmental competence. 
However, the developmental competence of embryos with reduced 
cytoplasm was higher in the control (Table 2) and in a previous study 
[15]. A more reasonable explanation for the embryonic loss may be that 
the present procedures to produce biparental embryos by blastomere 
fusion are stressful and generate de novo chromosome aberrations 
during cleavage. Although a number of embryos (about 77%) had a 
normal chromosome complement, at least in the 2-cell stage (Table 
1), we cannot exclude the possibility that the proportion of embryos 
with chromosome aberrations increases with progression of embryonic 
development, as reported previously [5, 26]. In addition, there is 
the possibility that the epigenetic states of the biparental embryos 
were inappropriate, leading to poor developmental competence. 
Indeed, fusion of somatic cells with embryonic germ cells [27] and 
embryonic stem cells [28] induces epigenetic modifications in the 
resulting hybrid cells.

The present results showed that genome cloning of spermatozoa 
and oocytes was essential for chromosome screening accompanied 
by fertilization and that mouse androgenic and gynogenic embryos 
could be produced at high efficiency, even though the volume of the 
oocytes (cytoplasts and karyoplasts) was reduced by half. Chromosome 
analysis of androgenic and gynogenic 2-cell embryos (Table 1) 
suggested that the genomes of spermatozoa and oocytes replicated 
normally and divided into sister blastomeres. Thus, genome cloning of 
gametes can be accomplished using only a single spermatozoon and 
an oocyte—at least in the mouse. On the other hand, the chromosome 
analysis results shown in Table 1 indicate that some blastomeres of 
androgenic 2-cell embryos had chromosome aberrations. Some of 
the aberrations might have been generated by the ICSI procedure, 
as shown in our previous study [14]. Although successful genome 
cloning of spermatozoa or oocytes using a similar method has been 
reported in bovine [9, 10] and human [6] models, the production 
of androgenic embryos occasionally leads to some problems. For 

Fig. 3. Chromosome segregation and fetal development of reconstructed 
embryos fused with haploid blastomeres of androgenic and 
gynogenic embryos. (A) Mitotic spindle at the first mitosis of the 
reconstructed embryo. Nuclei from the blastomeres of androgenic 
and gynogenic embryos coordinately formed a single spindle 
in the reconstructed embryo. (B) Chromosome spreads of the 
reconstructed 2-cell embryo. Two sets of 40 chromosomes are 
seen. (C) mFISH analysis of a blastomere in the reconstructed 
embryo showing a full component of chromosomes. (D) A 
transferable embryo developed to the compacted 4-cell stage. Bar 
= 50 μm. (E) Normal live fetus obtained by embryo transfer of the 
reconstructed embryo. Bar = 10 mm.

Table 2. Developmental competence of the reconstructed embryos derived from blastomeres of androgenic and gynogenic 2-cell embryos

Type of embryos No. of diploid 
embryos cultured

No. (%) of embryos developed to
No. of embryos 

transferred
No. of 

recipients

No. (%) [range, %] of

2-cell stage Compacted 
4-cell stage

Blastocyst 
stage Implantations Live fetuses

Control* 89 79 (88.8)a 76 (85.4)a –  72 4 46 (63.9)a 
[26.7–93.3]

19 (26.4)a 
[6.7–36.4]

Reconstructed 196 191 (97.4)b 186 (94.9)b – 186 11 29 (15.6)b 
[0–38.9]

6 (3.2)b 
[0–11.1]

Reconstructed† 44 42 (95.5)ab 40 (90.9)ab 35 (79.5) – – – –
a,b Values without a common superscript are significantly different (P < 0.05). * Embryos fertilized by ICSI, in which a blastomere was removed at 24 h 
after ICSI, were prepared as the control. These embryos developed to the compacted 4-cell stage in the same manner as the reconstructed embryos. † This 
group of reconstructed embryos was cultured further to examine development up to the blastocyst stage.
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example, microinjection of sperm into enucleated bovine oocytes was 
an inappropriate method for the production of androgenic embryos 
because of the lower developmental competence of the resulting 
embryos compared with in vitro fertilized enucleated oocytes [29]. 
In human trials, the reduction of cytoplasmic volume associated 
with oocyte enucleation was one of the factors that affected male 
pronuclear formation [6]. Furthermore, there is a possibility that 
acrosomal contents are detrimental for male pronuclear formation 
in oocytes fertilized by ICSI [30–32]. Therefore, genome cloning 
of spermatozoa in species other than the mouse requires scrupulous 
attention to the safe production of androgenic embryos.

Usually, a substantial number of metaphase cells are available 
for karyotyping the somatic cell sample. By contrast, there is a 
constraint in that only a single blastomere can be allocated to 
chromosome analysis of gametes. To overcome this disadvantage, 
induction of PCC by Caly A was attempted in this study. Caly A 
induces phosphorylation of the cell division cycle protein cdc25, 
followed by dephosphorylation of the cyclin B/cdc2 complex [16], 
which leads to PCC. Previous studies reported that large numbers 
of cells with readable chromosome spreads were obtainable in the 
analysis of lymphocytes [17] and amniotic cells [18] . The present 
study demonstrated that Caly A induced PCC in blastomeres, because 
chromosome preparation was complete at 2 h after treatment. This 
was similar in timing to induction of PCC by fusion with MII 
oocytes [14]. The proportion of cells showing PCC and the numbers 
of analyzable karyoplates following treatment with Caly A were 
higher at a dose of 20 nM than at 10 nM (Fig. 2F and G), although 
the chromosomes were markedly shortened at the higher dose. The 
mFISH approach was applicable to such shortened PCC chromosomes 
and was useful in identifying individual chromosomes (Fig. 3 and 
Supplementary Fig. 1).

The present method for prezygotic examination of gamete 
chromosomes allows the production of embryos without balanced 
chromosome aberration, as well as imbalanced aberrations. The 
balanced chromosome aberration causes chromosome nondisjunction 
and formation of imbalanced aberrations in gametes of the following 
generation. Similarly, chromosome mutations can be detected in 
gametes of parents accidentally exposed to environmental chemical 
mutagens and radiation. The method can be applied to DNA diagnosis 
of gametes because DNA amplification using a single haploid 
androgenic blastomere has already been achieved [9], leading to 
genome-wide diagnosis including the detection of genetic diseases. 
Through the use of single-nucleotide polymorphism analysis, gametes 
with a desirable haplotype may become available to obtain offspring 
with a predicted phenotype, accelerating animal breeding.

In conclusion, this study verified three key steps for the chromosome 
screening of gametes: (i) genome cloning of gametes using androgenic 
and gynogenic embryos, (ii) Caly A-induced PCC of the resulting 
different blastomeres and (iii) production of biparental diploid 
embryos by fusion of the remaining blastomeres. Cryopreservation 
of blastomeres of androgenic and gynogenic embryos would provide 
sufficient time for detailed chromosome analysis. When these steps are 
coordinated, chromosome screening of gametes and embryo production 
can be achieved by the use of only a single spermatozoon and oocyte. 
Although the cause of the early embryonic losses observed in this 
study remains uncertain, the approach to chromosome screening of 

gametes provides a powerful method of producing embryos with 
known genetic constitutions during IVP.

Acknowledgments

The authors thank Dr R Yanagimachi (University of Hawaii) for 
his invaluable advice. This study was supported by a Grant-in-Aid 
for Research Activity Start-up (23890013 to HW) from the Japan 
Society for the Promotion of Science (JSPS).

References

 1. Tateno H, Kamiguchi Y. Evaluation of chromosomal risk following intracytoplasmic 
sperm injection in the mouse. Biol Reprod 2007; 77: 336–342. [Medline]  [CrossRef]

 2. Watanabe H, Suzuki H, Fukui Y. Fertilizability, developmental competence, and 
chromosomal integrity of oocytes microinjected with pre-treated spermatozoa in mice. 
Reproduction 2010; 139: 513–521. [Medline]  [CrossRef]

 3. Kawasaki Y, Aoki Y, Magata F, Miyamoto A, Kawashima C, Hojo T, Okuda K, 
Shirasuna K, Shimizu T. The effect of single nucleotide polymorphisms in the tumor 
necrosis factor-α gene on reproductive performance and immune function in dairy cattle. 
J Reprod Dev 2014; 60: 173–178. [Medline]  [CrossRef]

 4. Fiorentino F, Spizzichino L, Bono S, Biricik A, Kokkali G, Rienzi L, Ubaldi FM, 
Iammarrone E, Gordon A, Pantos K. PGD for reciprocal and Robertsonian transloca-
tions using array comparative genomic hybridization. Hum Reprod 2011; 26: 1925–1935. 
[Medline]  [CrossRef]

 5. Capalbo A, Bono S, Spizzichino L, Biricik A, Baldi M, Colamaria S, Ubaldi FM, 
Rienzi L, Fiorentino F. Sequential comprehensive chromosome analysis on polar bod-
ies, blastomeres and trophoblast: insights into female meiotic errors and chromosomal 
segregation in the preimplantation window of embryo development. Hum Reprod 2013; 
28: 509–518. [Medline]  [CrossRef]

 6. Kuznyetsov V, Kuznyetsova I, Chmura M, Verlinsky Y. Duplication of the sperm 
genome by human androgenetic embryo production: towards testing the paternal genome 
prior to fertilization. Reprod Biomed Online 2007; 14: 504–514. [Medline]  [CrossRef]

 7. Takeuchi T, Neri QV, Cheng M, Palermo GD. Cloning the male genome. Hum Reprod 
2007; 22(Suppl 1): i62.

 8. Takeuchi T, Neri QV, Rosenwaks Z, Palermo GD. Offspring generated from androgenic 
“octets.”. Hum Reprod 2008; 23(Suppl 1): i103.

 9. Vichera G, Olivera R, Sipowicz P, Radrizzani M, Salamone D. Sperm genome cloning 
used in biparental bovine embryo reconstruction. Reprod Fertil Dev 2011; 23: 769–779. 
[Medline]  [CrossRef]

 10. Vichera G, Olivera R, Salamone D. Oocyte genome cloning used in biparental bovine 
embryo reconstruction. Zygote 2013; 21: 21–29. [Medline]  [CrossRef]

 11. Surani MAH, Barton SC, Norris ML. Nuclear transplantation in the mouse: heritable 
differences between parental genomes after activation of the embryonic genome. Cell 
1986; 45: 127–136. [Medline]  [CrossRef]

 12. Barra J, Renard JP. Diploid mouse embryos constructed at the late 2-cell stage from 
haploid parthenotes and androgenotes can develop to term. Development 1988; 102: 
773–779. [Medline]

 13. García-Ximéne F, Escribá MJ. Viable offspring derived from cryopreserved haploid 
rabbit parthenotes. Theriogenology 2002; 57: 1319–1325. [Medline]  [CrossRef]

 14. Watanabe H, Kusakabe H, Mori H, Yanagimachi R, Tateno H. Production of offspring 
after sperm chromosome screening: an experiment using the mouse model. Hum Reprod 
2013; 28: 531–537. [Medline]  [CrossRef]

 15. Wakayama T, Yanagimachi R. Fertilisability and developmental ability of mouse oocytes 
with reduced amounts of cytoplasm. Zygote 1998; 6: 341–346. [Medline]  [CrossRef]

 16. Gotoh E, Durante M. Chromosome condensation outside of mitosis: mechanisms and 
new tools. J Cell Physiol 2006; 209: 297–304. [Medline]  [CrossRef]

 17. Miura T, Blakely WF. Optimization of calyculin A-induced premature chromosome con-
densation assay for chromosome aberration studies. Cytometry A 2011; 79: 1016–1022. 
[Medline]  [CrossRef]

 18. Srebniak MI, Trapp GG, Wawrzkiewicz AK, Kaźmierczak W, Wiczkowski AK. The 
usefulness of calyculin A for cytogenetic prenatal diagnosis. J Histochem Cytochem 2005; 
53: 391–394. [Medline]  [CrossRef]

 19. Chatot CL, Ziomek CA, Bavister BD, Lewis JL, Torres I. An improved culture medium 
supports development of random-bred 1-cell mouse embryos in vitro. J Reprod Fertil 
1989; 86: 679–688. [Medline]  [CrossRef]

 20. Toyoda Y, Yokoyama M, Hosi T. Studies on the fertilization of mouse eggs in vitro: I. 
In vitro fertilization of eggs by fresh epididymal sperm. Jpn J Anim Reprod 1971; 16: 

http://www.ncbi.nlm.nih.gov/pubmed/17409376?dopt=Abstract
http://dx.doi.org/10.1095/biolreprod.106.057778
http://www.ncbi.nlm.nih.gov/pubmed/19955207?dopt=Abstract
http://dx.doi.org/10.1530/REP-09-0270
http://www.ncbi.nlm.nih.gov/pubmed/24562592?dopt=Abstract
http://dx.doi.org/10.1262/jrd.2013-140
http://www.ncbi.nlm.nih.gov/pubmed/21489979?dopt=Abstract
http://dx.doi.org/10.1093/humrep/der082
http://www.ncbi.nlm.nih.gov/pubmed/23148203?dopt=Abstract
http://dx.doi.org/10.1093/humrep/des394
http://www.ncbi.nlm.nih.gov/pubmed/17425836?dopt=Abstract
http://dx.doi.org/10.1016/S1472-6483(10)60900-5
http://www.ncbi.nlm.nih.gov/pubmed/21791178?dopt=Abstract
http://dx.doi.org/10.1071/RDv23n1Ab63
http://www.ncbi.nlm.nih.gov/pubmed/22475091?dopt=Abstract
http://dx.doi.org/10.1017/S0967199412000081
http://www.ncbi.nlm.nih.gov/pubmed/3955655?dopt=Abstract
http://dx.doi.org/10.1016/0092-8674(86)90544-1
http://www.ncbi.nlm.nih.gov/pubmed/3168788?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12013452?dopt=Abstract
http://dx.doi.org/10.1016/S0093-691X(01)00718-X
http://www.ncbi.nlm.nih.gov/pubmed/23136143?dopt=Abstract
http://dx.doi.org/10.1093/humrep/des388
http://www.ncbi.nlm.nih.gov/pubmed/9921644?dopt=Abstract
http://dx.doi.org/10.1017/S096719949800029X
http://www.ncbi.nlm.nih.gov/pubmed/16810672?dopt=Abstract
http://dx.doi.org/10.1002/jcp.20720
http://www.ncbi.nlm.nih.gov/pubmed/22052612?dopt=Abstract
http://dx.doi.org/10.1002/cyto.a.21154
http://www.ncbi.nlm.nih.gov/pubmed/15750027?dopt=Abstract
http://dx.doi.org/10.1369/jhc.4B6392.2005
http://www.ncbi.nlm.nih.gov/pubmed/2760894?dopt=Abstract
http://dx.doi.org/10.1530/jrf.0.0860679


WATANABE et al.518

147–151. (In Japanese). 
 21. Kawase Y, Iwata T, Ueda O, Kamada N, Tachibe T, Aoki Y, Jishage K, Suzuki H. 

Effect of partial incision of the zona pellucida by piezo-micromanipulator for in vitro fer-
tilization using frozen-thawed mouse spermatozoa on the developmental rate of embryos 
transferred at the 2-cell stage. Biol Reprod 2002; 66: 381–385. [Medline]  [CrossRef]

 22. Wakayama T, Perry AC, Zuccotti M, Johnson KR, Yanagimachi R. Full-term devel-
opment of mice from enucleated oocytes injected with cumulus cell nuclei. Nature 1998; 
394: 369–374. [Medline]  [CrossRef]

 23. Kuretake S, Kimura Y, Hoshi K, Yanagimachi R. Fertilization and development of 
mouse oocytes injected with isolated sperm heads. Biol Reprod 1996; 55: 789–795. [Med-
line]  [CrossRef]

 24. Wakayama S, Kamimura S, Van Thuan N, Ohta H, Hikichi T, Mizutani E, Bui HT, 
Miyake M, Wakayama T. Effect of volume of oocyte cytoplasm on embryo development 
after parthenogenetic activation, intracytoplasmic sperm injection, or somatic cell nuclear 
transfer. Zygote 2008; 16: 211–222. [Medline]  [CrossRef]

 25. Mikamo K, Kamiguchi Y. A new assessment system for chromosomal mutagenic-
ity using oocytes and early zygotes of the Chinese hamster. In: Ishihara T, Sasaki MS 
(eds.), Radiation-Induced Chromosome Damage in Man. New York: Alan R. Liss; 1983: 
411–432.

 26. Sabhnani TV, Elaimi A, Sultan H, Alduraihem A, Serhal P, Harper JC. Increased 
incidence of mosaicism detected by FISH in murine blastocyst cultured in vitro. Reprod 

Biomed Online 2011; 22: 621–631. [Medline]  [CrossRef]
 27. Tada M, Tada T, Lefebvre L, Barton SC, Surani MA. Embryonic germ cells induce epi-

genetic reprogramming of somatic nucleus in hybrid cells. EMBO J 1997; 16: 6510–6520. 
[Medline]  [CrossRef]

 28. Cowan CA, Atienza J, Melton DA, Eggan K. Nuclear reprogramming of somatic cells 
after fusion with human embryonic stem cells. Science 2005; 309: 1369–1373. [Medline]  
[CrossRef]

 29. Lagutina I, Lazzari G, Duchi R, Galli C. Developmental potential of bovine androge-
netic and parthenogenetic embryos: a comparative study. Biol Reprod 2004; 70: 400–405. 
[Medline]  [CrossRef]

 30. Morozumi K, Yanagimachi R. Incorporation of the acrosome into the oocyte during 
intracytoplasmic sperm injection could be potentially hazardous to embryo development. 
Proc Natl Acad Sci USA 2005; 102: 14209–14214. [Medline]  [CrossRef]

 31. Morozumi K, Shikano T, Miyazaki S, Yanagimachi R. Simultaneous removal of sperm 
plasma membrane and acrosome before intracytoplasmic sperm injection improves oocyte 
activation/embryonic development. Proc Natl Acad Sci USA 2006; 103: 17661–17666. 
[Medline]  [CrossRef]

 32. Watanabe H, Suzuki H, Tateno H, Fukui Y. A novel method for detection of chro-
mosomal integrity in cryopreserved livestock spermatozoa using artificially fused mouse 
oocytes. J Assist Reprod Genet 2010; 27: 581–588. [Medline]  [CrossRef]

http://www.ncbi.nlm.nih.gov/pubmed/11804952?dopt=Abstract
http://dx.doi.org/10.1095/biolreprod66.2.381
http://www.ncbi.nlm.nih.gov/pubmed/9690471?dopt=Abstract
http://dx.doi.org/10.1038/28615
http://www.ncbi.nlm.nih.gov/pubmed/8879491?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8879491?dopt=Abstract
http://dx.doi.org/10.1095/biolreprod55.4.789
http://www.ncbi.nlm.nih.gov/pubmed/18578946?dopt=Abstract
http://dx.doi.org/10.1017/S0967199408004620
http://www.ncbi.nlm.nih.gov/pubmed/21530405?dopt=Abstract
http://dx.doi.org/10.1016/j.rbmo.2011.01.011
http://www.ncbi.nlm.nih.gov/pubmed/9351832?dopt=Abstract
http://dx.doi.org/10.1093/emboj/16.21.6510
http://www.ncbi.nlm.nih.gov/pubmed/16123299?dopt=Abstract
http://dx.doi.org/10.1126/science.1116447
http://www.ncbi.nlm.nih.gov/pubmed/14561645?dopt=Abstract
http://dx.doi.org/10.1095/biolreprod.103.021972
http://www.ncbi.nlm.nih.gov/pubmed/16183738?dopt=Abstract
http://dx.doi.org/10.1073/pnas.0507005102
http://www.ncbi.nlm.nih.gov/pubmed/17090673?dopt=Abstract
http://dx.doi.org/10.1073/pnas.0608183103
http://www.ncbi.nlm.nih.gov/pubmed/20521093?dopt=Abstract
http://dx.doi.org/10.1007/s10815-010-9445-0

