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Objective: To analyze the effect of single- and double-stranded sperm DNA fragmentation (ssSDF and dsSDF) on human embryo
kinetics monitored under a time-lapse system.
Design: Observational, double blind, prospective cohort study.
Setting: University spin-off and private center.
Patient(s): One hundred ninety-six embryos from 43 infertile couples were included prospectively.
Intervention(s): None.
Main Outcome Measure(s): SsSDF and dsSDF were analyzed in the same semen sample used for intracytoplasmic sperm injection.
Embryo kinetics was then monitored using time-lapse technology, and the timing of each embryo division was obtained.
Result(s): When comparing embryos obtained from semen samples with low dsSDF and high dsSDF, splitting data using a statistically
significant delay in high dsSDF was observed in second polar body extrusion, T4, T8, morula, and starting blastocyst and embryo implan-
tation rates were impaired. Embryo kinetics and implantation rates are not significantly affected when high values of ssSDF are present.
Different patterns of delay in embryo kinetics were observed for these different types of DNA damage: dsSDF caused a delay along all stages
of embryo development; however, its major effect was observed at the second polar body extrusion and morula stages, coinciding with
embryo DNA damage checkpoint activation as described before; ssSDF had its major effect at the pronucleus stage, but embryo kinetics
was then restored at all following stages. The results show that dsSDF could be the main type of DNA damage that affects embryo devel-
opment in intracytoplasmic sperm injection cycles, probably due to motility-based sperm selection in this assisted reproduction procedure.
Conclusion(s): Double-stranded sperm DNA damage caused a delay in embryo development and impaired implantation, while single-
stranded DNA damage did not significantly affect embryo kinetics and implantation. (Fertil Steril� 2019;111:699–707. �2018 by
American Society for Reproductive Medicine.)
El resumen está disponible en Español al final del artículo.
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S tandard methods to assess em-
bryo quality are based on inter-
mittent evaluation of parameters

such as cell number, cell fragmentation,
symmetry, and embryo compaction (1).
In a scenario where less than half of in-
tracytoplasmic sperm injection (ICSI) cy-
cles show implantation (2), laboratories
have made efforts using technology to
perform the best embryo selection to
achieve implantation. In addition, tech-
nologies such as time-lapse recording
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ORIGINAL ARTICLE: ANDROLOGY
have been implemented in a vast number of assisted repro-
ductive technology (ART) centers. Thanks to the time-lapse
system, embryo evaluation has turned from discrete to
dynamical observation, which allows both clinicians and
researchers to perform better embryo evaluation throughout
the entire preimplantation development (1,3–5). Different
studies analyzing embryo kinetics pointed out that the
timing of embryo cleavage might be an important
parameter defining the embryo implantation potential.
This fact allowed the generation of mathematic algorithms
to predict the best embryo to transfer (4, 6). However, the
effectiveness of these models could be altered by multiple
cofounding factors (7), evidencing the necessity of
validating them in an independent set of samples to prove
their utility (3, 8). Research on biomarkers with high
predictive power in ART success and new embryo
selection criteria is a topic of high interest in clinical
practice. With respect to male factor, studies in ICSI
cycles show that traditional semen analysis (sperm
concentration, motility, and morphology) is not predictive
of ICSI implantation rates (9). The introduction of sperm
DNA fragmentation (SDF) techniques seemed promising as
complementary parameter for the prediction of ART
success. Different research groups have performed studies
analyzing the predictive power of SDF using different
techniques (TUNEL, sperm chromatin structure assay, and
sperm chromatin dispersion tests). Some studies showed a
relation between DNA damage and implantation rates in
ICSI (10–13), but others showed opposite results (14–18).
These unclear results could be related to the bias between
ejaculate analysis and the selection of a motile sperm cell
before realization of ICSI (19, 20), as it is known that a
negative correlation is present between sperm motility and
DNA fragmentation (21–23).

In recent years, studies analyzing the clinical effect of
different types of sperm DNA damage showed that single-
strand SDF (ssSDF) detected by alkaline Comet assay is a
type of extensive DNA damage that is related to natural
pregnancy achievement (24, 25); Comet assay shows good
correlation with the TUNEL, sperm chromatin structure
assay, and sperm chromatin dispersion tests (26).
Alternatively, DNA breaks detected using neutral Comet
correspond to matrix attachment region-specific double-
stranded DNA damage (24–26) that is related to higher
miscarriage risk. These highly localized DNA breaks do not
show a correlation with the prior techniques or sperm
motility. In animals, physiological studies have shown that
induced double-strand breaks in mouse sperm cells cause
complex paternal chromosomal reorganizations at the
male pronucleus, showing a delay in first embryo DNA repli-
cation (27). Other studies inducing sperm double-strand
breaks through radiation identified embryo checkpoints
related to p53 and p21 in response to paternal double-
stranded DNA damage, and a fewer number of fetuses
were found when an irradiated sperm sample was used for
fertilization (28, 29). Studies analyzing the effect of
double-stranded sperm DNA breaks in human ICSI treat-
ments are still emerging (10), but this is a topic that has
not been extensively studied.
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To the best of our knowledge, only two studies have
analyzed the relation between SDF and embryo kinetics dur-
ing preimplantation development, showing a slower embryo
development when high SDF is detected using sperm chro-
matin dispersion test (30) and TUNEL assay (31). As single-
and double-strand DNA fragmentation show different clinical
implications in natural pregnancies, the aim of the present
study is to analyze the relation of both types of sperm DNA
damage and embryo kinetics in ICSI cycles.
MATERIAL AND METHODS
Study Design and Participants

The present prospective and double blind study included data
for 196 embryos from 43 infertile couples who attended our
center seeking assisted reproductive treatments. The patients
included in the study were not under antioxidant treatment.
The Parc Taulí Hospital Ethics Committee approved the study
(reference no. 2017902).

A semen sample after 3 or fewer days of abstinence was
obtained from the patients included in the study on the day
of ICSI; a 250 mL aliquot was cryopreserved, and the rest of
the sample was used for the ICSI procedure. Sperm concentra-
tion and motility were also determined, and single- and
double-stranded sperm DNA fragmentation analysis was per-
formed using Comet assay. All the embryos were cultured un-
der a time-lapse monitoring system (Primo Vision, Vitrolife).
Comet Assay: Single- and Double-Strand SDF
Analysis

The particular conditions of Comet assay methodology allow
the discrimination of single- and double-strand DNA damage.
The alkaline Comet protocol described elsewhere (24) and
used in the present work mainly evidences the presence of
single-strand DNA breaks, while the neutral Comet shows
double-strand DNA breaks. Briefly, the semen sample was
thawed and washed in phosphate-buffered saline and the
sperm concentration was adjusted to 1$106 spermatozoa/
mL. Then 25 mL of the sample was mixed in 50 mL of melted
1% agarose in distilled water. The mixture was allowed to jel-
lify on two slides at 4�C, and the slides were treated in two
consecutive lysis solutions (0.8 M Tris-HCl, 0.8 M DTT, 1%
SDS, pH 7.5 and 0.4 M Tris-HCl, 0.4 M DTT, 50 mM EDTA,
2 M NaCl, pH 7.5) for 30 minutes each to remove proteins
and unwind sperm DNA. After the lysis step, the slide desig-
nated to double-strand SDF (dsSDF) analysis was electrophor-
esed at 20 volts for 12.5 minutes in tris-borate EDTA buffer at
pH 8 and washed in 0.9% NaCl solution. Meanwhile, the slide
designated to ssSDF analysis was denatured in NaOH solution
at 4�C and electrophoresed at 20 volts for 4 minutes in NaOH
at pH 13. Both slides were washed in tris-borate EDTA and de-
hydrated in ethanol series (70%, 90%, and 100%) for 2 mi-
nutes each. Finally, samples were stained using DAPI
(Thermo Fisher Scientific), and spermatozoa were scored un-
der epifluorescence microscope (Nikon E200) following the
criteria reported elsewhere (24) and depicted in
Supplemental Figure 1. Results were expressed as a percent-
age of fragmented sperm cells. An internal control sample
VOL. 111 NO. 4 / APRIL 2019
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was repeatedly included in each experiment to control tech-
nique variability.
Ovarian Stimulation, Oocyte Retrieval, and ICSI

Patients were stimulated following a personalized protocol
that included an initial ovarian stimulation with 150–300
IU FSH (Menopur, Ferring). Doses were calculated on the basis
of patient age, body mass index, ovarian reserve, and
response in the case where the patient had undergone previ-
ous cycles. LH and/or urine gonadotropins were added to
the stimulation protocol on the basis of patient age and LH
basal values. In most cases, short protocols with GnRH antag-
onists, triggering with an agonist 34–36 hours before egg
collection to initiate ovarian maturation, were used.
Cumulus-oocyte complexes were retrieved 34–36 hours
post-GnRH trigger injection. Cumulus-oocyte complexes
were washed using HEPES medium (LifeGlobal) and cultured
in Global fertilization medium (LifeGlobal) in a Labotect C60
incubator (Labotect) at 7.2% CO2, atmospheric O2, and 37�C
for 2–3 hours before denudation. ICSI was performed 4 hours
after egg collection using HEPES medium (LifeGlobal), and
injected eggs were placed on a preequilibrated Primo Vision
slide (Vitrolife) containing 80 mL of Global medium (LifeGlo-
bal) and a 4 mL overlay of mineral oil (Ovoil, Vitrolife).
Embryo Incubation and Time-Lapse Imaging and
Data Acquisition

Embryos were cultured during the 5/6 days after sperm injec-
tion in the Primo Vision culture dish at 7.2% CO2, atmospheric
O2, and 37�C. Embryos were cultured uninterruptedly through
the whole development until the blastocyst stage using Global
medium.

Time-lapse imaging provided images every 10 minutes
for all embryos analyzed. These images were compiled in
videos, and one researcher annotated time points correspond-
ing to the following stages of embryo development: second
polar body extrusion, pronuclei appearance, pronuclei disap-
pearance, starting first cell division (starting T2), two cells
(T2), three cells (T3), four cells (T4), five cells (T5), six cells
(T6), seven cells (T7), eight cells (T8), nine cells (T9), morula
TABLE 1

General data of couples included in the study expressed as median (rang

Variable

ssSDF

Low High

Female age, y 37.27 (4.15) 37.31 (3.88)
Female who provides oocytes age 33.59 (6.54) 35.5 (4.59)
Male age, y 37.36 (4.57) 39.12 (6.74)
Years of infertility 2.43 (2.50) 3.33 (2.99)
Previous pregnancies 0.33 (0.73) 0.47 (0.64)
Sperm concentration 57.90 (44.92) 46.94 (53.23
Progressive motility 41.67 (27.03) 34.57 (19.15
Metaphase oocytes retrieved 6.41 (2.50) 7 (2.78)
Fertilization rate, % 69 60
Implantation rate, % 48 24
Casanovas. Double-strand breaks cause embryo delay. Fertil Steril 2018.
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stage, starting blastocyst, and blastocyst stage. Data obtained
are expressed in hours post-ICSI.
Embryo Scoring and Selection

Embryo morphology was evaluated using Gardner's blasto-
cyst classification (32), taking into account the blastocoel
expansion, the number of trophectoderm cells, and the inner
cell mass. Embryos were vitrified, and one or two best-quality
embryos were transferred a month later after a natural cycle
that was determined by the LH peak.
Statistics

Data distribution was evaluated using the Kolmogorov-
Smirnov test. Comparisons of quantitative variables were per-
formed using the Mann-Whitney U-test, since nonparametric
analysis was required due to lack of normality. The 95% con-
fidence interval was chosen for statistical significance (P <
.05) in all statistical tests.
RESULTS
General Data About Patients

Patients' data for low or high ssSDF and dsSDF are displayed
in Table 1. Median values were taken as the cut value to
discriminate low or high ssSDF and dsSDF. No differences
were found in any parameter when comparing couples with
high ssSDF and couples with low ssSDF. However, when
patients were classified by double-strand DNA damage, the
implantation rate was significantly higher in low dsSDF
compared with high dsSDF. None of the other parameters
showed statistical differences (Table 1).
Single- and Double-Stranded DNA Damage and
Progressive Motility

A negative correlation between progressive motility and
single-stranded DNA fragmentation has been found (r ¼
–0.390; P ¼ .037), while no correlation was found between
progressive motility and double-stranded DNA damage (r ¼
�.092; P ¼ .642).
e) split into groups regarding low or high ssSDF and dsSDF.

dsSDF

P value Low High P value

.458 37.73 (4.45) 37 (3.73) .508

.549 34.6 (6.49) 34.26 (5.47) .719

.462 38 (5.50) 38.17 (5.74) .791

.446 2.57 (2.74) 3.17 (2.79) .494

.323 0.33 (0.49) 0.43 (0.81) .95
) .474 50.4 (41.95) 55.05 (53.06) .819
) .529 37.87 (26.42) 39.55 (22.95) .831

.988 6.73 (2.74) 6.61 (2.57) .836

.356 67 64 .701

.102 52 22 .037
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Single-Strand SDF and Embryo Kinetics

Embryo kinetics results were classified according low or high
ssSDF (Table 2), expressed in median (range) of hours after
fertilization. None of the timings of the developmental stages
showed statistically significant results when comparing low
ssSDF with high ssSDF samples (P > .05; Table 2).
Double-Strand SDF and Embryo Kinetics

Embryo development stages were also classified according to
low or high values for dsSDF. The median (range) for every
stage is displayed in Table 2. Statistically significant results
were found in different stages (P < .05): second polar body
extrusion, T4, T8, morula, and starting blastocyst.
Single- and Double-Strand Sperm DNA Damage
Caused Different Patterns of Delay in Embryo
Kinetics

Taking the differences from Table 2, we expressed the relative
percentage of embryo delay of the high ssSDF and dsSDF
groups in relation to the low ssSDF and dsSDF groups, respec-
tively. Figure 1 displays these differences throughout the
process of embryo development. Single-stranded DNA dam-
age shows its major effect at the pronuclei stage, but no
increase of delay is shown at other stages. Alternatively,
double-stranded DNA damage causes a delay at the extrusion
of the second polar body, but the embryo development delay
shows a progressive increase as embryo development pro-
ceeds. The major effect of double-stranded DNA damage is
shown to be at the second polar body stage and between
the T9 and morula stages.
Implantation and Embryo Kinetics

We then obtained results for those embryos that were known
to have achieved implantation with a positive heartbeat
TABLE 2

Embryo kinetics classified into low or high ssSDF and dsSDF.

Variable

ssSDF

Low High

Second polar body 3.02 (13.18) 3.18 (25.66)
Pronuclei appearance 8.70 (14.50) 9.68 (23.18)
Pronuclei disappearance 24.09 (14.78) 24.60 (31.16)
Starting T2 26.25 (15.61) 26.82 (36.56)
T2 26.80 (16.95) 27.23 (43.05)
T3 38.18 (31.88) 39.02 (45.96)
T4 39.85 (33.93) 40.25 (50.80)
T5 51.32 (55.41) 52.28 (72.71)
T6 53.65 (58.95) 54.67 (76.04)
T7 57.82 (46.98) 58.48 (41.71)
T8 60.67 (53.48) 62.38 (88.90)
T9 70.26 (53.85) 70.92 (63.74)
Morula 92.22 (65.01) 94.43 (57.23)
Starting blastocyst 105.63 (42.83) 107.45 (45.08)
Blastocyst 112.22 (41.53) 112.50 (90.33)
Note: Results are expressed as median (range).

Casanovas. Double-strand breaks cause embryo delay. Fertil Steril 2018.
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(n ¼ 16) and those that were transferred and did not implant
(n ¼ 28). The stages achieved by this small subgroup of
embryos are shown in Table 3.

After obtaining the timing of these embryo development
stages, they were compared with those from patients with low
or high dsSDF as displayed in Table 2. The embryo kinetics
of those embryos that achieved implantation was similar to
low dsSDF kinetics (mean of 0.4% of difference; P ¼ .975)
and different from high dsSDF kinetics (mean of 3.8% of dif-
ference; P ¼ .001). Embryo kinetics from those embryos
that did not achieve implantation was similar to high dsSDF
kinetics (mean of 1.3% of difference; P ¼ .670) and different
from low dsSDF kinetics (mean of 5.7% of difference;
P ¼ .001).
DISCUSSION
In the present study, the effect of single- and double-stranded
DNA damage on embryo kinetics, monitored with a time-
lapse system, was evaluated. The results suggest that
double-stranded DNA fragmentation could be the main type
of DNA damage affecting embryo kinetics. Available data
showed a delay in embryo kinetics and worse implantation
rates when double-stranded DNA damage is increased in the
semen sample used for ICSI (Table 1). In contrast, an increase
of single-stranded sperm DNA damage did not cause any sig-
nificant effect either on embryo kinetics or on implantation
rates (Table 1). These results may shed light on the effect of
different types of sperm DNA damage in embryo develop-
ment. To the best of our knowledge, this is the first study
analyzing different types of sperm DNA breaks and human
embryo development.

The effect of SDF on embryo quality and ICSI outcomes
has been a controversial topic in recent years, with some
studies finding an association between these parameters
(10–13) and others showing opposite conclusions (14–18).
However, studies analyzing the paternal effect on embryo
dsSDF

P value Low High P value

.419 2.87 (10.32) 3.20 (26.65) .008

.06 9.03 (13.32) 9.04 (23.48) .686

.155 23.98 (13.87) 24.53 (31.17) .114

.101 25.93 (13.65) 26.63 (36.57) .127

.084 26.59 (14.48) 27.10 (43.05) .088

.195 37.53 (31.88) 39.10 (45.97) .055

.366 38.94 (33.93) 40.56 (50.80) .043

.191 50.77 (55.42) 52.99 (72.72) .253

.173 52.58 (58.60) 54.93 (76.05) .278

.675 55.97 (44.98) 58.48 (44.35) .255

.486 59.10 (51.33) 62.45 (88.90) .048

.879 69.70 (41.95) 71.35 (67.42) .464

.153 89.15 (56.60) 97.95 (71.38) .006

.095 105.12 (44.98) 109.98 (42.93) .014

.744 109.72 (41.00) 113.50 (82.90) .418

VOL. 111 NO. 4 / APRIL 2019



FIGURE 1

Percentage of delay between low and high ssSDF and dsSDF. Single-stranded DNA damage caused a delay at pronuclei appearance, but kinetics
was recovered at the next stages. Alternatively, double-stranded DNA damage caused its major delay at second polar body extrusion and morula
stages; however, the delay is present throughout the preimplantation embryo development.
Casanovas. Double-strand breaks cause embryo delay. Fertil Steril 2018.
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development may show different cofounding factors based on
oocyte quality (13) or the technique used for fertilization (33).
The consensus is that oocytes may have the ability to repair
some of the paternal DNA breaks, depending on quality (19,
34–39). In this sense, a large study of female factors would
be desirable to elucidate the effect of male factor, and this
may be a limitation for any male-factor study. In fact, in
the present study we confirmed that no differences were pre-
sent between DNA fragmentation groups regarding oocyte
age, years of infertility, previous pregnancies, and metaphase
II oocytes retrieved (Table 1); however, more parameters such
as bodymass index or FSH levels would have been interesting
to include.

The results showed that single-stranded DNA breaks were
not associated with a delay of embryo kinetics at any stage
(Table 2). This fact may be explained by the negative correla-
tion found between progressive motility and ssSDF measured
by alkaline Comet assay and other techniques measuring SDF
(21–23). Taking into account this correlation, and knowing
that all sperm cells selected for ICSI show good motility,
one would expect that most ICSI selected sperm cells would
not show a high amount of single-stranded DNA breaks
regardless of ejaculate ssSDF. In fact, this strong bias intro-
duced by the sperm selection in ICSI cycles was previously
described in studies trying to find associations between
VOL. 111 NO. 4 / APRIL 2019
DNA integrity and embryo quality (19, 20). More research is
necessary to clarify the effect of oxidative DNA breaks on
embryo development.

Regarding double-stranded DNA breaks, an association
with delay has been found at different stages of embryo devel-
opment, including second polar body extrusion, T4, T8,
morula, and starting blastocyst (Table 2). Following the hy-
pothesis explained above, dsSDF does not show a correlation
with progressive motility; therefore, one would expect that
the proportion of positive dsSDF in ICSI-selected sperm cells
and the ejaculate should be similar. Then dsSDF would be
the predominant DNA damage in ICSI-selected sperm cells
and this could explain the associations found between dsSDF
and embryo kinetics. From studies in somatic cells, it is well
known that double-stranded DNA breaks trigger the initiation
of DNA repair machinery and/or apoptosis (40, 41) and a
misrepair of a double-strand break is the previous step to chro-
mosome reorganizations, loss of chromosomal fragments,
and/or complex reorganizations (42–46). In reproduction,
these processes may occur in a similar way during
gametogenesis and embryo development (47–49), as it is
known that chromosome reorganizations may be present in
germ cells, causing a higher risk of miscarriage and
infertility (24, 50–52). Thus, we previously observed that
alterations of dsSDF are related to a higher risk of recurrent
703



TABLE 3

Embryo kinetics for transferred embryos according to whether they
achieved implantation or not.

Variable
Implantation
(n [ 16)

No implantation
(n [ 28)

Second polar body 3.03 (1.82) 3.46 (25.03)
Pronuclei appearance 9.03 (8.55) 10.73 (21.70)
Pronuclei disappearance 24.22 (8.98) 24.40 (13.40)
Starting T2 26.65 (8.98) 26.77 (21.82)
T2 27.02 (8.45) 27.23 (30.05)
T3 38.12 (10.50) 38.90 (36.83)
T4 38.45 (12.02) 38.89 (34.00)
T5 51.32 (24.82) 53.35 (38.00)
T6 52.52 (15.68) 55.82 (50.72)
T7 54.27 (14.37) 56.46 (42.70)
T8 56.12 (13.83) 59.21 (56.00)
T9 69.07 (18.92) 70.63 (43.15)
Morula 91.87 (24.07) 100.35 (44.98)
Starting blastocyst 105.42 (29.05) 111.07 (23.27)
Blastocyst 108.55 (27.72) 113.93 (14.43)
Note: Results are expressed as median (range).

Casanovas. Double-strand breaks cause embryo delay. Fertil Steril 2018.
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pregnancy loss in couples experiencing natural pregnancy
(25). During embryo development in ICSI treatments,
embryos may accumulate structural chromosomal alterations
from a paternal origin, leading to a slower development to
blastocyst. In fact, aneuploidy has been described as one
factor causing delay in embryo development (6, 53–55).
Moreover, the presence of blastomere multinucleation,
related to implantation rates (56), supports the presence of
chromosomal alterations. This multinucleation may resemble
the micronuclei that appear when chromosomal aberrations
due to double-strand breaks occur in somatic cells (57–59).

The embryo kinetics shown in Figure 1 present different
patterns of delay: while the sperm cells from samples with
high single-stranded DNA damage have their major effect at
pronuclei appearance, double-stranded DNA damage causes
an initial delay after fertilization, which is restored, and
then a progressive increase of delay is observed until reaching
the morula stage (Fig. 1). On the one hand, ssSDF may cause
defects of DNA replication at the pronuclear stage because
its extensive nature affects the whole genome (25). If a sper-
matozoon containing single-stranded DNA breaks is used
for fertilization, the zygote may induce single-stranded DNA
repair before DNA replication in an efficient manner, since
the complementary DNA strand is present (29, 34, 60, 61).
Therefore, DNA repair might be the reason why embryos do
not present delays after first cleavage, and ssSDF may not
have a more serious effect on embryo development.

On the other hand, double-stranded DNA breaks in sperm
cells are localized mainly at matrix attachment regions (25),
and both DNA ends have been demonstrated to be attached
at the nuclear matrix (62), which is inherited at the male pro-
nucleus until the first mitotic division (63, 64). One of the first
steps carried out at the male pronucleus is the replacement of
protamines by histones. Due to the attachment of both ends of
a DNA break to protamines and to the nuclear matrix, the DNA
repair must happen at this phase, where two DNA ends remain
tightly attached (62). In fact, DNA repair and paternal
704
pronucleus replication mechanisms have been hypothesized
to be linked to the nuclear matrix (60, 65–68). The results
obtained here are similar to those obtained by Gawecka
et al. (27) in a mouse model with induced double-stranded
DNA breaks, where a delay was observed in the paternal pro-
nucleus compared with the maternal pronucleus before the
first embryo cleavage, in the presence of H2AX phosphoryla-
tion and chromosome aberrations (27). If DNA damage cannot
be repaired during this short stage, embryo divisions can be
performed but double-strand breaks may remain on the em-
bryo, causing a split of chromosome fragments, chromosome
reorganizations, or complex chromatin reorganizations to
maintain chromosomal integrity (29, 48, 49, 69). These
chromosomal aberrations may remain in some blastomeres
and cause mosaicism, which is in fact an observation
described in preimplantation genetic screening embryos (70–
73). It is not until the morula stage that chromosome
fragments can activate G1/S and G2/M checkpoints,
triggering DNA damage apoptotic mechanisms on affected
cells (29). In fact, when mouse sperm cells with induced
dsSDF are used to fertilize p21 and p53 knockout embryos,
where apoptosis is continuously suppressed even on day 3.5,
embryos accumulate chromosomal aberrations and fail to
implant (28). Relatedly, a higher implantation rate was
observed when patients were classified as dsSDF (Table 1).

We finally selected the small subgroup of transferred em-
bryos (n¼44) and analyzed the coincidence of embryokinetics
between embryos with and without successful implantation
and low or high dsSDF groups (Tables 2 and 3). Embryos
with successful implantation showed higher similarity to the
low dsSDF group, whereas embryos without successful im-
plantation showed higher similarity to the high dsSDF group.
Therefore, embryos from thehigh dsSDFpatientswhoachieved
implantation might either have been successful on dsSDF
repair or they come froma spermatozoonwithout dsSDF.Other
studies have shown a delay of embryo kinetics at different
stages to be related to lower implantation rates, and some in-
vestigators propose decision algorithms to select the best em-
bryo to transfer (1, 3, 4, 74, 75). However, achieving a
reduction in sperm double-strand break incidence could also
be an important factor to improve implantation rates.
CONCLUSION
Double-stranded DNA damage, and not single-stranded DNA
damage, has an effect in embryo kinetics and is related to im-
plantation rates. The analysis of dsSDF in ICSI patients could
be a relevant prognostic value for male-factor infertility in
ICSI cycles.

REFERENCES
1. Aparicio B, Cruz M, Meseguer M. Is morphokinetic analysis the answer? Re-

prod Biomed Online 2013;27:654–63.
2. Kupka MS, D'Hooghe T, Ferraretti AP, De Mouzon J, Erb K, Castilla JA, et al.

Assisted reproductive technology in Europe, 2011: Results generated from
European registers by ESHRE. Hum Reprod 2015;31:233–48.

3. Basile N, Vime P, Florensa M, Aparicio Ruiz B, García Velasco JA, Remohí J,
et al. The use of morphokinetics as a predictor of implantation: a multicen-
tric study to define and validate an algorithm for embryo selection. Hum Re-
prod 2015;30:276–83.
VOL. 111 NO. 4 / APRIL 2019

http://refhub.elsevier.com/S0015-0282(18)32236-2/sref1
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref1
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref2
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref2
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref2
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref3
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref3
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref3
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref3
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref3
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref3
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref3
Advy Chemical
Highlight



Fertility and Sterility®
4. Meseguer M, Herrero J, Tejera A, Hilligsøe KM, Ramsing NB, Remohí J. The
use of morphokinetics as a predictor of embryo implantation. Hum Reprod
2011;26:2658–71.

5. Basile N, Caiazzo M, Meseguer M. What does morphokinetics add to em-
bryo selection and in-vitro fertilization outcomes? Curr Opin Obstet Gynecol
2015;27:193–200.

6. Campbell A, Fishel S, Bowman N, Duffy S, Sedler M, Hickman CFL. Model-
ling a risk classification of aneuploidy in human embryos using non-invasive
morphokinetics. Reprod Biomed Online 2013;26:477–85.

7. Kirkegaard K, Sundvall L, Erlandsen M, Hindkjær JJ, Knudsen UB,
Ingerslev HJ. Timing of human preimplantation embryonic development is
confounded by embryo origin. Hum Reprod 2016;31:324–31.

8. Rubio I, Gal�an A, Larreategui Z, Ayerdi F, Bellver J, Herrero J, et al. Clinical
validation of embryo culture and selection by morphokinetic analysis: a
randomized, controlled trial of the EmbryoScope. Fertil Steril 2014;102:
1287–94.e5.

9. Lewis SEM. Is sperm evaluation useful in predicting human fertility? Repro-
duction 2007;134:31–40.

10. Garolla A, Cosci I, Bertoldo A, Sartini B, Boudjema E, Foresta C. DNA double
strand breaks in human spermatozoa can be predictive for assisted repro-
ductive outcome. Reprod Biomed Online 2015;31:100–7.

11. Simon L, Brunborg G, Stevenson M, Lutton D, McManus J, Lewis SEM. Clin-
ical significance of sperm DNA damage in assisted reproduction outcome.
Hum Reprod 2010;25:1594–608.

12. Simon L, Proutski I, Stevenson M, Jennings D, McManus J, Lutton D, et al.
Sperm DNA damage has a negative association with live-birth rates after
IVF. Reprod Biomed Online 2013;26:68–78.

13. Meseguer M, Santiso R, Garrido N, García-Herrero S, Remohí J,
Fernandez JL. Effect of sperm DNA fragmentation on pregnancy outcome
depends on oocyte quality. Fertil Steril 2011;95:124–8.

14. Esbert M, Pacheco A, Vidal F, Florensa M, Riqueros M, Ballesteros A, et al.
Impact of sperm DNA fragmentation on the outcome of IVF with own or
donated oocytes. Reprod Biomed Online 2011;23:704–10.

15. Thomson LK, Zieschang J-A, Clark AM. Oxidative deoxyribonucleic acid
damage in sperm has a negative impact on clinical pregnancy rate in intra-
uterine insemination but not intracytoplasmic sperm injection cycles. Fertil
Steril 2011;96:843–7.

16. Pregl Breznik B, Kova�ci�c B, Vlaisavljevi�c V. Are sperm DNA fragmentation,
hyperactivation, and hyaluronan-binding ability predictive for fertilization
and embryo development in in vitro fertilization and intracytoplasmic sperm
injection? Fertil Steril 2013;99:1233–41.

17. Anifandis G, Bounartzi T, Messini CI, Dafopoulos K, Markandona R,
Sotiriou S, et al. Sperm DNA fragmentation measured by Halosperm does
not impact on embryo quality and ongoing pregnancy rates in IVF/ICSI treat-
ments. Andrologia 2015;47:295–302.

18. Haghpanah T, Salehi M, Ghaffari Novin M, Masteri Farahani R, Fadaei-
Fathabadi F, Dehghani-Mohammadabadi M, et al. Does sperm DNA frag-
mentation affect the developmental potential and the incidence of apoptosis
following blastomere biopsy? Syst Biol Reprod Med 2016;62:1–10.

19. Simon L, Murphy K, Shamsi MB, Liu L, Emery B, Aston KI, et al. Paternal in-
fluence of sperm DNA integrity on early embryonic development. Hum Re-
prod 2014;29:2402–12.

20. Sadeghi MR, Hodjat M, Lakpour N, Arefi S, Amirjannati N, Modarresi T, et al.
Effects of sperm chromatin integrity on fertilization rate and embryo quality
following intracytoplasmic sperm injection. Avicenna J Med Biotechnol
2009;1:173–80.

21. Belloc S, Benkhalifa M, Cohen-Bacrie M, Dalleac A, Amar E, Zini A. Sperm
deoxyribonucleic acid damage in normozoospermic men is related to age
and sperm progressive motility. Fertil Steril 2014;101:1588–93.

22. Evgeni E, Lymberopoulos G, Touloupidis S, Asimakopoulos B. Sperm nuclear
DNA fragmentation and its association with semen quality in Greek men.
Andrologia 2015;47:1166–74.

23. Aitken RJ, De Iuliis GN. On the possible origins of DNA damage in human
spermatozoa. Mol Hum Reprod 2010;16:3–13.

24. Ribas-Maynou J, García-Peir�o A, Abad C, Amengual MJ, Navarro J, Benet J.
Alkaline and neutral Comet assay profiles of sperm DNA damage in clinical
groups. Hum Reprod 2012;27:652–8.
VOL. 111 NO. 4 / APRIL 2019
25. Ribas-Maynou J, García-Peir�o A, Fernandez-Encinas A, Amengual MJ,
Prada E, Cort�es P, et al. Double stranded sperm DNA breaks, measured by
Comet assay, are associated with unexplained recurrent miscarriage in cou-
ples without a female factor. PLoS One 2012;7:e44679.

26. Ribas-Maynou J, García-Peir�o A, Fern�andez-Encinas A, Abad C,
Amengual MJ, Prada E, et al. Comprehensive analysis of sperm DNA frag-
mentation by five different assays: TUNEL assay, SCSA, SCD test and alkaline
and neutral Comet assay. Andrology 2013;1:715–22.

27. Gawecka JE, Marh J, Ortega M, Yamauchi Y, Ward MA, Ward WS. Mouse
zygotes respond to severe sperm DNA damage by delaying paternal DNA
replication and embryonic development. PLoS One 2013;8:e56385.

28. Adiga SK, Toyoshima M, Shiraishi K, Shimura T, Takeda J, TagaM, et al. p21
provides stage specific DNA damage control to preimplantation embryos.
Oncogene 2007;26:6141–9.

29. Toyoshima M. Analysis of p53 dependent damage response in sperm-
irradiated mouse embryos. J Radiat Res 2009;50:11–7.

30. Wdowiak A, Bakalczuk S, Bakalczuk G. The effect of sperm DNA fragmen-
tation on the dynamics of the embryonic development in intracytoplasmatic
sperm injection. Reprod Biol 2015;15:94–100.

31. Esbert M, Pacheco A, Soares SR, Amor�os D, Florensa M, Ballesteros A, et al.
High sperm DNA fragmentation delays human embryo kinetics when oo-
cytes from young and healthy donors are microinjected. Andrology 2018;
6:697–706.

32. Gardner DKSW. In vitro culture of human blastocyst. In: Jansen R, editor. To-
wards reproductive certainty: infertility and genetics beyond 1999. Carn-
forth: Parthenon Press; 1999:378–88.

33. Bodri D, Sugimoto T, Serna JY, Kondo M, Kato R, Kawachiya S, et al. Influ-
ence of different oocyte insemination techniques on early and late morpho-
kinetic parameters: retrospective analysis of 500 time-lapse monitored
blastocysts. Fertil Steril 2015;104:1175–81.e2.

34. Marchetti F, Bishop J, Gingerich J, Wyrobek AJ. Meiotic interstrand DNA
damage escapes paternal repair and causes chromosomal aberrations in
the zygote by maternal misrepair. Sci Rep 2015;5:7689.

35. Fern�andez-Díez C, Gonz�alez-Rojo S, Montfort J, Le Cam A, Bobe J, Robles V,
et al. Inhibition of zygotic DNA repair: transcriptome analysis of the offspring
in trout (Oncorhynchus mykiss). Reproduction 2015;149:101–11.

36. Kocer A, Henry-Berger J, Noblanc A, Champroux A, Pogorelcnik R, Guiton R,
et al. Oxidative DNA damage in mouse sperm chromosomes: size matters.
Free Radic Biol Med 2015;89:993–1002.

37. Lord T, Aitken RJ. Fertilization stimulates 8-hydroxy-20-deoxyguanosine
repair and antioxidant activity to prevent mutagenesis in the embryo. Dev
Biol 2015;406:1–13.

38. Menezo Y, Russo G, Tosti E, El Mouatassim S, Benkhalifa M. Expression pro-
file of genes coding for DNA repair in human oocytes using pangenomic mi-
croarrays, with a special focus on ROS linked decays. J Assist Reprod Genet
2007;24:513–20.

39. Zheng P, Schramm RD, Latham KE. Developmental regulation and in vitro
culture effects on expression of DNA repair and cell cycle checkpoint con-
trol genes in rhesus monkey oocytes and embryos. Biol Reprod 2005;72:
1359–69.

40. Mladenov E, Magin S, Soni A, Iliakis G. DNA Double-strand-break repair in
higher eukaryotes and its role in genomic instability and cancer: cell cycle
and proliferation-dependent regulation. Semin Cancer Biol 2016;38:51–64.

41. Downs JA, Nussenzweig MC, Nussenzweig A. Chromatin dynamics and the
preservation of genetic information. Nature 2007;447:951–8.

42. PootM, Haaf T. Mechanisms of origin, phenotypic effects and diagnostic im-
plications of complex chromosome rearrangements. Mol Syndromol 2015;
6:110–34.

43. Ceccaldi R, Rondinelli B, D'Andrea AD. Repair pathway choices and conse-
quences at the double-strand break. Trends Cell Biol 2015;26:52–64.

44. Kasparek TR, Humphrey TC. DNA double-strand break repair pathways,
chromosomal rearrangements and cancer. Semin Cell Dev Biol 2011;22:
886–97.

45. Cannan WJ, Pederson DS. Mechanisms and consequences of double-strand
DNA break formation in chromatin. J Cell Physiol 2016;231:3–14.

46. Rode A, Maass KK, Willmund KV, Lichter P, Ernst A. Chromothripsis in can-
cer cells: an update. Int J Cancer 2015;138:2322–33.
705

http://refhub.elsevier.com/S0015-0282(18)32236-2/sref4
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref4
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref4
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref4
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref4
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref5
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref5
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref5
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref6
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref6
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref6
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref7
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref7
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref7
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref8
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref8
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref8
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref8
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref8
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref9
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref9
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref10
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref10
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref10
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref11
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref11
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref11
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref12
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref12
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref12
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref13
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref13
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref13
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref13
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref13
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref14
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref14
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref14
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref15
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref15
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref15
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref15
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref16
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref16
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref16
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref16
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref16
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref16
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref16
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref17
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref17
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref17
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref17
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref18
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref18
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref18
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref18
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref19
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref19
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref19
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref20
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref20
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref20
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref20
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref21
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref21
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref21
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref22
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref22
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref22
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref23
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref23
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref24
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref24
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref24
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref24
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref24
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref25
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref25
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref25
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref25
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref25
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref25
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref25
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref26
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref26
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref26
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref26
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref26
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref26
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref26
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref27
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref27
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref27
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref28
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref28
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref28
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref29
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref29
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref30
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref30
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref30
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref31
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref31
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref31
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref31
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref31
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref32
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref32
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref32
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref33
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref33
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref33
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref33
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref34
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref34
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref34
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref35
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref35
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref35
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref35
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref35
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref35
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref36
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref36
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref36
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref37
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref37
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref37
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref37
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref38
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref38
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref38
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref38
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref39
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref39
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref39
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref39
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref40
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref40
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref40
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref41
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref41
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref42
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref42
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref42
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref43
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref43
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref44
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref44
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref44
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref45
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref45
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref46
http://refhub.elsevier.com/S0015-0282(18)32236-2/sref46


ORIGINAL ARTICLE: ANDROLOGY
47. Benet J, Oliver-Bonet M, Cifuentes P, Templado C, Navarro J. Segregation of
chromosomes in sperm of reciprocal translocation carriers: a review. Cytoge-
net Genome Res 2005;111:281–90.

48. Pellestor F, Gatinois V, Puechberty J, Genevi�eve D, Lefort G. Chromothripsis:
potential origin in gametogenesis and preimplantation cell divisions. A re-
view. Fertil Steril 2014;102:1785–96.

49. Pellestor F. Chromothripsis: how does such a catastrophic event impact hu-
man reproduction? Hum Reprod 2014;29:388–93.

50. Neusser M, Rogenhofer N, D€url S, Ochsenk€uhn R, TrottmannM, Jurinovic V,
et al. Increased chromosome 16 disomy rates in human spermatozoa and
recurrent spontaneous abortions. Fertil Steril 2015;104:1130–7.

51. Caseiro AL, Regalo A, Pereira E, Esteves T, Fernandes F, Carvalho J. Implica-
tion of sperm chromosomal abnormalities in recurrent abortion andmultiple
implantation failure. Reprod Biomed Online 2015;31:481–5.

52. García-Peir�o A, Oliver-Bonet M, Navarro J, Abad C, Guitart M,
Amengual MJ, et al. Dynamics of sperm DNA fragmentation in patients car-
rying structurally rearranged chromosomes. Int J Androl 2011;34:e546–53.

53. Campbell A, Fishel S, Laegdsmand M. Aneuploidy is a key causal factor of
delays in blastulation: author response to ‘‘A cautionary note against aneu-
ploidy risk assessment using time-lapse imaging’’. Reprod Biomed Online
2014;28:279–83.

54. Basile N, Nogales Mdel C, Bronet F, FlorensaM, RiqueirosM, Rodrigo L, et al.
Increasing the probability of selecting chromosomally normal embryos by
time-lapse morphokinetics analysis. Fertil Steril 2014;101:699–704.

55. Chawla M, Fakih M, Shunnar A, Bayram A, Hellani A, Perumal V, et al. Mor-
phokinetic analysis of cleavage stage embryos and its relationship to aneu-
ploidy in a retrospective time-lapse imaging study. J Assist Reprod Genet
2015;32:69–75.
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Fertility and Sterility®
El da~no del ADN esperm�atico de cadena doble es causa de retraso en el desarrollo embrionario y puede afectar las tasas de implantaci�on

Objetivo: Analizar el efecto de la fragmentaci�on del ADN esperm�atico de cadena simple y doble (ssSDF y dsSDF) en la cin�etica de em-
briones humanos monitorizada bajo un sistema de time-lapse.

Dise~no: Estudio observacional, doble ciego, prospectivo de cohorte.

Entorno: Compa~nía derivada de una Universidad y centro privado.

Paciente(s): Se incluyeron prospectivamente ciento noventa y seis embriones de 43 parejas inf�ertiles.

Intervenci�on(es): Ninguna.

Principales medidas de resultado: ssSDF y dsSDF se analizaron en la misma muestra de semen utilizada para la inyecci�on intracito-
plasm�atica de espermatozoides. La cin�etica del embri�on fue monitorizada utilizando tecnología time-lapse, y se obtuvo el tiempo de
cada divisi�on del embri�on.

Resultados: Cuando se comparan embriones obtenidos de muestras de semen con bajo dsSDF y alto dsSDF, al dividir los datos estadí-
sticamente significativos el retraso en los de alto dsSDF se observ�o en la extrusi�on del segundo corp�usculo polar, T4, T8, m�orula y las
tasas de blastocistos temprano e implantaci�on se vieron afectadas. La cin�etica de los embriones y las tasas de implantaci�on no se ven
significativamente afectadas cuando est�an presentes valores altos de ssSDF. Se observaron diferentes patrones de retraso en la cin�etica
del embri�on para estos diferentes tipos de da~nos en el ADN: dsSDF caus�o un retraso a lo largo de todas las etapas del desarrollo del
embri�on; sin embargo, su efecto principal se observ�o en las etapas de extrusi�on del segundo corp�usculo polar y m�orula, coincidiendo
en el punto de activaci�on del da~no del ADN embrionario descrito anteriormente; ssSDF tuvo su mayor efecto en la etapa de pron�ucleos,
pero la cin�etica del embri�on se restaur�o en todas las etapas siguientes. Los resultados demuestran que dsSDF podría ser el principal tipo
de da~no en el ADN que afecta el desarrollo del embri�on en los ciclos en que se realiza la inyecci�on intracitoplasm�atica de espermato-
zoides, debido probablemente a que la selecci�on esperm�atica es basada en la movilidad en este procedimiento de reproducci�on asistida.

Conclusi�on: El da~no en el ADN esperm�atico de doble cadena caus�o un retraso en el desarrollo del embri�on y una disminuci�on en
la implantaci�on, mientras que el da~no en el ADN de una sola cadena no afect�o significativamente la cin�etica e implantaci�on del
embri�on.
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SUPPLEMENTAL FIGURE 1

Composition of nonfragmented and fragmented sperm cells visualized after alkaline or neutral Comet. Fragmented sperm cells showmigratedDNA
toward the cathode.
Casanovas. Double-strand breaks cause embryo delay. Fertil Steril 2018.
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