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ABSTRACT

The evaluation of sperm DNA fragmentation has been postulated as a predictive molecular par-
ameter of the semen fertilising potential, as well as the ability to give rise to a healthy embryo
and an ongoing pregnancy. However, there are controversial results due to oocyte quality, the
use of different measurement techniques and interpretation criteria. Our objective is to investi-
gate if sperm DNA fragmentation on the day of fertilisation influences in vitro fertilisation (IVF)
outcome in a prospective double-blind study. Three groups of patients were defined: (i) 68 cou-
ples undergoing intracytoplasmic sperm injection (ICSI) due to severe male factor with normal
ovarian response (NOR); (ii) 113 couples undergoing conventional in vitro fertilisation (IVF) in
our oocyte donation programme due to ovarian failure; and (iii) 150 low ovarian response (LOR)
patients undergoing ICSI or IVF. TUNEL assay was performed from an aliquot of each capaci-
tated semen sample to detect DNA fragmentation. There was no relationship between blood
serum B-hCG positive test, clinical pregnancy and first trimester miscarriage with DFI levels in
NOR (p=0.41, p=0.36, p=0.40), recipient (p =0.49, p=0.99 and p=0.38) and LOR (p=0.52,
p=0.20, p=0.64) groups of patients, respectively. Therefore, ART outcomes are not affected by
sperm DNA fragmentation independently of gamete quality.
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Introduction

Infertility affects approximately one out of six couples
who try to conceive (Zhao et al., 2014). While the essen-
tial function of a human spermatozoa is to deliver the
entire paternal genome to the oocytes, a prerequisite for
ensuring normal fertilisation (Agarwal & Said, 2003), it is
also attributed an important role in embryonic develop-
ment (Alvarez-Sed6 et al, 2017; Lewis et al, 2013).
Therefore, sperm DNA integrity is indispensable in the
success of human reproduction (Agarwal et al., 2017).

In the last few years, sperm integrity tests have
been developed to assess DNA damage in addition to
poorly predictive standard seminal parameters (sperm
concentration, motility and morphology) used in the
evaluation of male infertility (Evenson & Wixon, 2006;
Lewis et al, 2008; Li et al, 2006; Simon et al.,, 2016).
Furthermore, it has been reported that sperm DNA
fragmentation levels are significantly higher in infertile
couples (Santi et al., 2018), even in those which do
not present male factor (Borges et al., 2019).

Although these diagnostic tests are widely used, there
are no standardised protocols that can lead to

universally accepted clinical thresholds (Majzoub et al.,
2017). In fact, there is no strong or direct correlation
between DNA damage determined by terminal deoxyri-
bonucleotidyl transferase-mediated dUTP nick-end label-
ling (TUNEL) and sperm parameters defined by the
World Health Organisation (Cohen-Bacrie et al, 2009;
World Health Organisation, 2010). Moreover, the associ-
ation between pregnancy in conventional in vitro fertil-
isation (IVF) and intracytoplasmic sperm injection (ICSI)
cycles and sperm DNA fragmentation is not strong
enough to provide a clinical indication for routine use of
these tests in male infertility evaluation (Pacey, 2018).
Poor inclusion criteria for recruited couples, differ-
ent sperm population used for DNA fragmentation
tests (unprocessed semen or selected sperm) and dif-
ferent techniques used to evaluate DNA damage
(Simon et al, 2016) are some of the main causes
ascribed to this controversy (Muratori et al., 2008).
However, nine factors have been described as repre-
senting parameters involved in the predictive value of
DNA fragmentation testing (Sakkas & Alvarez, 2010),
taking special importance in the type of DNA damage
occurred. New studies are needed in order to identify
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possible subgroups in which such diagnostic tests
might be more valuable (Cunha-Filho, 2017).

Therefore, we tried to ascertain if there is a real
effect of sperm DNA fragmentation detected by the
TUNEL assay on the day of fertilisation on assisted
reproductive outcomes in three specific groups of
patients: (i) couples undergoing ICSI due to poor sperm
parameters with normal ovarian response (NOR); (ii)
couples undergoing conventional IVF with oocyte dona-
tion due to ovarian factor; and (iii) couples undergoing
ICSI or IVF with low ovarian response (LOR).

Materials and methods
Study population

From April 2011 to July 2014, a total of 331 couples
were included in our prospective double-blind study
(Figure 1). The work received approval from our Ethics
Committee (ref:03/2011). Patients were informed and
signed a consent form.

Sixty-eight couples underwent ICSI due to severe
male factor (oligo and/or astheno and/or teratozoo-
spermic men (WHO, 2010). Inclusion criteria were: (i)
>1 million spermatozoa/mL in the semen sample in
order to assure a sufficient number of spermatozoa to
carry out the TUNEL technique; (i) maternal age
<38years; and (iii) at least 6 mature oocytes (meta-
phase II, Mll) to perform ICSI.

In addition, 113 couples underwent conventional
IVF within our oocyte donation program due to ovar-
ian failure related to advanced maternal age. Inclusion

criteria were: (i) normal uterine cavities after ultra-
sound; (i) nomozoospermic semen samples (World
Health Organisation, 2010); (iii) at least 6 good oocyte-
corona-cumulus (OCC) complexes to perform insemin-
ation; and (iv) endometrial thickness in the day of
IVF >7 mm.

Finally, our third study group included 150 LOR
patients according to the Bologna criteria, where at
least two of the following three features must be pre-
sent: (i) advanced maternal age or any other risk factor
for LOR; (ii) a previous LOR; or (jii) an abnormal ovarian
reserve test (Ferraretti et al, 2011). These patients were
included regardless of the indication for the assisted
reproduction technique, conventional IVF or ICSI.

Nevertheless, frozen seminal samples, testicular
biopsies, donor seminal samples or cases with preim-
plantation genetic diagnosis (PGD) were not included
in any of the study groups.

Ovarian stimulation and endometrial preparation

For controlled ovarian hyperstimulation (COH), con-
ventional protocols with gonadotropin-releasing hor-
mone (GnRH) agonist or antagonist were used in NOR
and LOR patients. In donors, only antagonist protocol
and agonist triggering were used according with the
usual protocol in our institution. All the embryo trans-
fers evaluated in the study were performed in fresh
cycles. In recipients, conventional hormonal replace-
ment was used to prepare the endometrium
(Bernabeu et al., 2006).

Assessed for eligibility
(n=331)
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Figure 1. Flow chart for study participants in each patient group: Normal Ovarian Response (NOR), donor oocyte recipient and

Low Ovarian Response (LOR).



Sperm and oocyte preparation

Semen samples were collected by masturbation, after
a recommended period of 3-5days of sexual abstin-
ence. Semen analyses (concentration, sperm motility
and morphology) were performed according to World
Health Organization (2010). The semen samples were
prepared at room temperature with a discontinuous
density gradient method using two 1-mL layers of
PureSperm® (Nidacom International AB, Goteborg,
Sweden): 80% and 40%. A total of 1 mL of semen was
deposited over the 40% layer. The gradient was then
centrifuged at 300g for 20 min. After centrifugation,
the 80% layer was collected and washed with 5mL of
Sperm Rinse® (Vitrolife, Goteborg, Sweden) at 400g
for 10 min. The sperm pellet was suspended in IVF
medium (IVF®; Vitrolife, Goteborg, Sweden) at 37°C in
an atmosphere of 6% CO, and 5% O,.

Following retrieval, all oocyte-corona-cumulus (OCC)
complexes were washed in buffer (G-MOPS®: Vitrolife,
Goteborg, Sweden) and deposited in IVF medium at
37°C in an atmosphere of 6% CO, and 5% O.,. In case
of oocytes undergoing ICSI, surrounding cumulus and
corona radiata cells were removed by a brief exposure
to 80IU/ml of hyaluronidase (Hyase®; Vitrolife,
Goteborg, Sweden) followed by gentle pipetting, and
then oocytes were rinsed in G-MOPS. Oocytes with a
first polar body (MIl) were selected for microinjection.

In the IVF group, the OCC complexes were distrib-
uted in IVF four-well dishes (Nunc'™, Thermo Fisher
Scientific, Roskilde Site, Denmark), with a maximum of
four complexes per well.

ICSI and IVF procedures

MIl' oocytes were microinjected between 3-5h after
oocyte retrieval. Immediately after ICSI, oocytes were
cultured in IVF medium individually in 30uL drops
covered with 3mL of sterile equilibrated mineral oil
(Ovoil®: Vitrolife, Goteborg, Sweden) at 37°C in an
atmosphere of 6% CO, and 5% O..

For IVF, donor oocytes were inseminated 3-5 h after
recovery with 150,000 progressive motile spermatozoa
(Grade a) per well. After insemination, each well was
covered with 300 uL of mineral oil.

Fertilisation and embryo development

Fertilisation was assessed 16-18h after insemination
or microinjection (day 1). Oocytes were considered fer-
tilised when they contained two pronuclei.
Fertilisation rate was defined as the ratio between fer-
tilised oocytes and the number of mature oocytes
inseminated or microinjected.
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Zygotes were cultured in G1.3™ medium (Vitrolife
AB, Kungsbacka, Sweden) individually in 30uL drops,
with a maximum of 6 per dish, covered with 3mL of
mineral oil at 37°C in an atmosphere of 6% CO, and
5% O,. Embryo morphology was evaluated under an
inverted microscope after 67-71h (day 3) and
112-120h (day 5, long culture), according to the rec-
ommendations of the Spanish Association for the Study
of the Reproductive Biology (ASEBIR) (Ardoy et al.,
2008). For long cultures, on day 3, the embryos were
transferred to 30uL drops of medium CCM (Vitrolife,
Goteborg, Sweden) under mineral oil at 37°C in an
atmosphere of 5.5% CO, and 5% O,. The rate of blasto-
cyst formation was calculated dividing the total number
of blastocysts formed on day 5 by the total number of
embryos transferred to CCM medium on day 3.

Embryo quality classification was established in four
categories (A-D) according to Ardoy et al. (2008). Type
A and B embryos were considered good quality
embryos, and, if possible, were transferred to the uterus
on days 3 or 5 (long culture) using ultrasound guidance
and a soft catheter (Rocket Medical, Washington, USA).
After transfer, the remaining embryos exhibiting good
quality (types A and B) were cryopreserved.

Sperm preparation for the study of DNA
fragmentation

For both IVF and ICSI procedures, an aliquot (30 uL) of
each capacitated and incubated sperm suspension
was dropped onto slides and air-dried in the IVF
laboratory. Then, a code was assigned to each sample,
and the slides were given to our molecular and gen-
etic laboratory in order to perform the TUNEL assay.

Measurement of DNA fragmentation by
TUNEL assay

DNA fragmentation was measured by TUNEL assay
using the in situ Cell Death Detection kit with fluores-
cein isothiocyanate (FITC)-labelled dUTP (Roche).
Briefly, the slides were incubated in TUNEL reaction
mixture in the dark at 37°C for 1 h. Spermatozoa with
fragmented DNA were detected in an epifluorescence
microscope with a x100 oil immersion objective. For
guantitative evaluation, a minimum of 500 spermatozoa
were evaluated for each sample. The percentage of
TUNEL-positive spermatozoa was referred to as the
DNA fragmentation index (DFl). Sperm capacitated sam-
ples were considered as normal when DFl was under
15% (Lewis et al, 2008). The slides were analysed in
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duplicate and blindly by two molecular biologists, to
ensure the level of reproducibility of the TUNEL assay.

Double-blind study

The embryologists correlated the code of each slide
with the assisted reproductive techniques (ART) infor-
mation (semen parameters, fertilisation, embryo char-
acteristics, B-hCG positive test, clinical pregnancy and
first trimester miscarriage). They were blind to the
TUNEL assay results. This database was sent to the
clinical coordinator of the study (JLL).

Conversely, the molecular biologists correlated the
cited codes with the DFI results. They were blind to
the ART information. They sent these data to JLL, and
once all the information was sent to the coordinator,
statistical analysis was undertaken.

Clinical outcome variables

Our main clinical outcomes were: B-hCG positive test,
clinical pregnancy and first trimester miscarriage.
Serum B-hCG positive test was defined as the blood
determination of >5 mIU/mL of beta human chorionic
gonadotropin after 10-15days post embryo-transfer.
Clinical pregnancy was defined as the occurrence of at
least one ultrasound-confirmed gestational sac in the
uterus 4-6 weeks after the ART. First trimester miscar-
riage was defined as the loss of a clinical pregnancy
before completing 20weeks of gestational age
(18 weeks after fertilisation).

Statistical analysis

Analysis of the correlation between a continuous vari-
able (DFI) with fertilisation and blastocyst characteris-
tics was performed in those groups of patients that
were transferred on day 5, NOR and recipients, using
the Pearson correlation coefficient. We performed nat-
ural log (In) transformation of DFI to normalise its
asymmetric distribution.

In each group of patients (NOR, Recipients and
LOR), the Mann-Whitney test was performed between
a continuous and independent variable (DFl) and cat-
egorical variables such as B-hCG positive test (yes/no),
clinical pregnancy (yes/no) and first trimester miscar-
riage (yes/no). In the LOR group the relationship
between our variables and the DFI was also analysed
using an ANOVA test, establishing different DFI thresh-
olds. In addition, the relationship between the DFI and
an ordinal variable such as embryo quality was ana-
lysed using the Spearman correlation coefficient.

All tests were two-tailed and the level of statistical
significance was set at 0.05. Statistical analysis was
performed using SPSS 20.0 (SPSS Inc., Chicago, IL).

Results
DFI and NOR patients after ICSI

Data from 67 couples were included in the analysis. In
one sample, it was impossible to count a sufficient num-
ber of spermatozoa in the TUNEL assay (minimum of
500), so the data was not included. Semen samples of all
subjects were found to be abnormal according to the
World Health Organisation (2010) criteria. The mean
maternal age was 33.7+3.7 and the mean number of
embryos transferred was 2.1+£0.5. Fifty patients were
transferred on day 3. The other 17 cycles underwent long
cultures with embryo transfers on day 5. The median DFI
value of the subjects of the study was 3.5%, with a min-
imum of 0 and a maximum of 33.5%. In addition, the
samples had an average concentration of 14.2+10.5 mil-
lion spermatozoa/mL and a total of 9.6+7.3 million/mL
progressively motile sperm. Regarding laboratory results,
the fertilisation rate was 54.4% and the blastocyst forma-
tion rate was 50.8%. Finally, the global clinical pregnancy
rate was 55.9%, with a first trimester miscarriage of 7.9%.
These results are shown in Table 1.

Fertilisation rate, the number of good quality
embryos (A plus B), number of embryos transferred
and blastocyst formation rate on day 5 were not
affected by DFI (Table 2). There was no relationship

Table 1. Descriptive and clinical data of the normal ovarian
response (NOR) group of patients (n = 67).

Parameter Value
Maternal age (mean = SD) 33.7+3.7
Paternal age (mean = SD) 373+4.8

Median DFI (%) 35

Sperm count (millions/mL) (mean = SD) 14.2+105
Sperm motility (millions/mL) (mean + SD) 96+73
Number of oocytes retrieved (mean + SD) 13.3+6.7
Fertilisation rate (%) 544
Blastocyst formation rate (BFR) (%) 50.8
Number of embryos transferred (A + B) on day 5 (mean+SD) 2.1+0.5
Clinical pregnancy rate (%) 55.9
1st trimester miscarriage rate (%) 79

Table 2. Correlation coefficients between DNA fragmentation
index (DFI) and semen quality, fertilisation, embryo character-
istics and implantation in patients undergoing ICSI (univariate
analysis, n=67).

DFI
r p Value
Fertilisation rate 0.11 0.39
Total embryos grade A+ B 0.08 0.54
Number of transferred embryos 0.04 0.76
Rate of blastocyst formation on day 5° —0.05 0.86

2n =17 subjects.
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Table 3. Differences between DFI level (mean £ SD) for the clinical variables according to each study group.

B-hCG positive test

Clinical pregnancy

First trimester miscarriage

DFI level Yes No p* Yes No p* Yes No p*

NOR (n=67) 4.68 £2.87 3.08+1.15 0.41 391+285 3.13£1.23 0.36 3.85+248 291+£1.96 0.40
Recipient (n=108) 298 +2.01 4.22+224 0.49 3.07+£1.96 262+2.70 0.99 242+1.34 475+2.24 0.38
LOR (n=140) 4.68+3.35 6.89+2.49 0.52 511+£2.63 5.74+3.93 0.20 4.14+3.44 6.64 +2.67 0.64

*Mann-Whitney U test.

between serum B-hCG positive test (yes/no) (p =0.41),
clinical pregnancy (yes/no) (p=0.36) or first trimester
miscarriage (yes/no) (p =0.40) and DFl levels (Table 3).

DFI and recipient patients after IVF

Data from 108 couples were included in the analysis.
Embryo transfer was cancelled in one patient due to
an embryo arrest. Another four samples were not
processed for TUNEL assay due to technical problems.
The mean paternal age was 42.7+5.9 and semen sam-
ples of all their partners were found to be normozoo-
spermic according to WHO (2010) criteria. Mean
maternal age was 40.0+5.1, with a mean donor age
of 25.3+3.3. The mean number of embryos transferred
was 1.9+0.4. Fifty-four patients were transferred on
day 3, and the others (n=54) on day 5. The median
DFI value of the subjects of the study was 3.5%, with
a minimum of 0 and a maximum of 52.0%. In addition,
the samples had an average concentration of
71.1+£41.0 million spermatozoa/mL and a total of
546+11.2 million/mL progressive motile sperm.
Regarding laboratory results, the fertilisation rate was
69.9% and the blastocyst formation rate was 70.5%.
Finally, the global clinical pregnancy rate was 53.2%
with a first trimester miscarriage rate of 25.4%. These
results are shown in Table 4.

Fertilisation rate, the number of good quality
embryos (A plus B), number of embryos transferred
and blastocyst formation rate on day 5 were not
affected by DFI (Table 5). There was no relationship
between serum B-hCG positive test (yes/no) (p =0.49),
clinical pregnancy (yes/no) (p=0.99) or first trimester
miscarriage (yes/no) (p =0.38) and DFl levels (Table 3).

DFI and LOR patients after ICSI/IVF

Data from 140 couples were included in the analysis.
It was not possible to assess the DFI using the TUNEL
technique in seven couples, two cycles had PGD and
one was a donation cycle included by mistake, so
these data were not analysed. Mean paternal age was
39.2+6.3. In contrast to the two previous patient
groups, the quality of the semen samples was not
taken into account as an inclusion criteria. Semen

Table 4. Descriptive and clinical data of the donor oocyte
recipient group of patients (n = 108).

Parameter Value

Maternal age (mean + SD) 40.0+5.1
Oocyte donor age (mean + SD) 253+3.3
Paternal age (mean +SD) 42.7+59

Median DFI (%) 35

Sperm count (millions/mL) (mean + SD) 71.1+£41.0
Sperm motility (millions/mL) (mean + SD) 546+11.2
Number of oocytes donated (mean + SD) 12.2+4.1
Fertilisation rate (%) 69.9
Blastocyst formation rate (BFR) (%) 70.5
Number of embryos transferred (A + B) on day 5 (mean+SD) 1.9+0.4
Clinical pregnancy rate (%) 53.2
1st trimester miscarriage rate (%) 254

Table 5. Correlation coefficients between DFI and semen
quality, fertilisation, embryo characteristics and implantation
in patients undergoing IVF with oocyte donation (univariate
analysis, n=108).

DFI
r p Value
Fertilisation rate —0.16 0.09
Total embryos grade A+ B —0.07 0.50
Number of transferred embryos —0.08 0.41
Rate of blastocyst formation on day 5° —0.07 0.62

?n = 54 subjects.

Table 6. Descriptive and clinical data of the low ovarian
response (LOR) group of patients (n = 140).

Parameter Value
Maternal age (mean + SD) 374+47
Paternal age (mean + SD) 39.2+6.3

Median DFI (%) 5.8

Sperm count (millions/mL) (mean + SD) 37.1+21.2
Sperm motility (millions/mL) (mean + SD) 226+13.4
Number of oocytes retrieved (mean £ SD) 44+31

Fertilisation rate (%) 66.5

Number of progressive embryos on day 3 (mean +SD) 29+19
Number of embryos transferred (A + B) on day 3 (mean+SD) 1.8+1.2
Clinical pregnancy rate (%) 283
1st trimester miscarriage rate (%) 29

samples had an average concentration of 37.1+21.2
million spermatozoa/mL and a total of 22.6+13.4 mil-
lion/mL progressive motile sperm. The median DFI
value of the subjects of the study was 5.8%, with a
minimum of 0 and a maximum of 63.8%. Mean mater-
nal age was 37.4+4.7, the average number of oocytes
obtained was 4.4+3.1, the fertilisation rate was 66.5%
and the mean number of embryos transferred was
1.8+ 1.2 on day 3 of embryo development. The global
clinical pregnancy rate was 28.3%, with a first
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trimester miscarriage of 2.9%. The results are shown in
Table 6.

There was no relationship between serum B-hCG
positive test (yes/no) (p=0.52), clinical pregnancy
(yes/no) (p=0.20) or first trimester miscarriage (yes/
no) (p=0.64) and DFI levels (Table 3). It was also not
possible to find statistically significant differences
between mean DFI value in the group of patients with
a positive pregnancy test (mean DFlI = 4.95%) and
those where embryo implantation did not occur (DFI
= 6.02%) (p = 0.52) (data not shown).

Moreover, a DFIl threshold of 15% was established
to distinguish between normal samples, with DFI
<15% (nh=113) and altered DFI > 15% (n=10).
However, using this cut off there were no significant
differences between the two groups and our study
variables (Table 7).

In addition, two groups were established according
to the reference threshold (DFI mean) of the LOR
patients group (DFI = 5.8%). We differentiated
between normal samples with DFI < 5.8% (n=263)
and altered samples with DFI > 5.8% (n=60). As in
the previous case, there were not statistically signifi-
cant differences between these two groups using our
variables (Table 8). Both groups were comparable in
terms of maternal age, number of collected oocytes,
fertilisation and embryo quality.

Finally, and using the Spearman correlation coeffi-
cient, it was also not possible to establish any signifi-
cant association between the TUNEL value for sperm
DNA fragmentation and embryo quality in the in vitro
fertilisation laboratory (p =0.78) (data not shown).

Discussion

In this prospective cohort study, sperm DNA fragmen-
tation values from aliquots of the same spermatozoa
used for IVF or ICSI were not associated with any

Table 7. Clinical results in cases with normal DFI vs. patho-
logical (DFI> 15) in the LOR group of patients.

Normal Pathogenic
Variable (n=113) (n=10) p Value
B-hCG positive (%) 354 50 0.495
Clinical pregnancy (%) 26.5 50 0.144
1st trimester miscarriage (%) %) 35 0 0.853

Table 8. Clinical results in cases with normal DFI vs. patho-
logical (DFI> 5.8) in the LOR group of patients.

5.8< >5.8
Variable (n=63) (n=60) p Value
B-hCG positive (%) 39.7 333 0.575
Clinical pregnancy (%) 30.2 26.7 0.686
1st trimester miscarriage (%) (%) 48 0 0.588

significant variable related to ART, mainly pregnancy
and miscarriage outcomes.

However, whether or not we can truly compare
these results with other scientific publications remains
difficult to ascertain. In fact, there are few studies and
those with a low number of cases. In addition, the
study characteristics are heterogeneous (Zini, 2011;
Zini & Sigman, 2009). According to some systematic
reviews and meta-analysis published recently in the lit-
erature, our data are not consistent with almost any of
them (Osman et al., 2015; Zhao et al, 2014; Simon
et al.,, 2016), except from one (Cissen et al., 2016).

Simon et al. (2016) observed that studies using the
SCSA (n=23) and SCD (n=28) assays showed a detri-
mental effect of sperm DNA damage on clinical preg-
nancy. In contrast, they made an analysis of studies
using the TUNEL (n=18) assay and demonstrated the
negative effect of sperm DNA damage on clinical
pregnancy, suggesting that a direct method of DNA
damage measurement may be a better predictor of
pregnancy outcome. On the other hand, Osman et al.
(2015) observed a small but significant association
between sperm DNA integrity test results and preg-
nancy in IVF and ICSI cycles. Following this trend,
Zhao et al. (2014), reported that sperm DNA damage
was significantly associated with an increased risk of
pregnancy loss after IVF and ICSI. Finally, Cissen et al.
(2016) do not support this idea and suggest that cur-
rent evidence of sperm DNA fragmentation presents a
limited ability to discern between couples who have
low or high probability of conceiving after medically
assisted reproduction.

However, a weakness of a meta-analysis is the
highly variable study characteristics: data collection
(prospective or retrospective), population characteris-
tics, female inclusion/exclusion criteria and sperm DNA
test type and sperm DNA test cut off (Zini et al,
2008). As advised by many authors (Barratt et al.,
2010; Sakkas & Alvarez, 2010; Zini & Sigman, 2009),
larger, more properly designed and controlled pro-
spective studies are absolutely necessary to confirm
the aforementioned results and before carrying out a
clinical indication for routine use of these tests in
patient management.

Due to this, we decided to perform our study in
three characteristic groups of patients with clear inclu-
sion criteria: (i) couples undergoing ICSI due to poor
sperm parameters with normal ovarian response; (ii)
couples undergoing conventional IVF with oocyte
donation due to an ovarian factor; and (iii) couples
undergoing ICSI or conventional IVF with low ovarian
response. In the first group we truly evaluated the



effect of the sperm DNA fragmentation in pathological
samples, responsible for the infertility problem. In the
second group, we assessed this effect in normozoo-
spermic samples that were potentially fertile. The use
of oocytes from donors with proven fertility eliminates
the female factor. In this group, the recipients received
correct endometrial preparation and had normal uter-
ine cavities after ultrasound on the days of oocyte
retrieval and embryo transfer. In the third group, we
evaluated the effect of the sperm DNA fragmentation
in a poor prognosis group, patients with low ovarian
response, where oocyte quality is clearly reduced.

In relation to the sperm DNA fragmentation test
employed, the SCSA and TUNEL methods are the most
frequently used in published infertility studies (Cui
et al,, 2015). Nowadays, TUNEL assay is a routine diag-
nostic tool that measures DNA breaks by introducing
fluorochrome labelled molecules. We decided to use
TUNEL assay because this test measures DNA damage
directly, without a denaturation step, such as the
SCSA test (use of severely acid conditions) or Comet
assay (use of alkaline conditions), and it is preferen-
tially recommended (Panner-Selvam & Agarwal, 2018),
showing the real fragmentation present in the DNA. In
fact, the full nature of how these pH-exposures affect
the sperm chromatin is not completely known at pre-
sent (Barratt et al., 2010). Unfortunately, due to eco-
nomic and technical reasons, flow cytometer was
unavailable in our study and it was impossible to
undertake with the TUNEL method.

The nature of the sperm DNA damage and the abil-
ity of the oocyte to repair DNA damage in the fertilis-
ing spermatozoon are, probably, the most important
aspects to study further (Sakkas & Alvarez, 2010). An
example of this fact is that, in their study, Casanovas
et al. (2019) reported that only double-stranded sperm
DNA fragmentation caused a delay in embryo devel-
opment and impaired implantation.

Another important question in relation to an
elected DFIl cut off level is the characteristics of the
patients and the reproductive variables that we want
to analyse in the study. Collins et al. (2008), where
results were available for more than one cut off point,
chose that one recommended by the investigators or
the cut off point nearest to the most frequently
reported cut off point (SCSA DFI <30% and TUNEL
<4%). However, Zini et al. (2008) argued that it is not
known whether a clinically relevant cut off (that is
based on fertile population) is optimal for the evalu-
ation of pregnancy loss (their study variable) after IVF
or ICSI. We obtained the same median DFI value in
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the first two groups of study (3.5%) and a higher
median DFI value in the last one (5.8%).

The correlation coefficients between DFI and semen
quality (concentration, % forward motility and morph-
ology) in the first two groups of patients were not sig-
nificant. This means that the quality of the seminal
samples and its fertile/infertile potential are independ-
ent of the result of the DNA fragmentation test.
Nevertheless, an increase in DNA fragmentation is
observed in exclusively teratozoospermic samples with
atypical sperm forms (Mehdi et al., 2009) and in those
with poor motility. In our study, only 3 samples from
NOR group were exclusively teratozoospermic, with a
mean DFIl of 4.4+2.38.

In relation to the fertilisation rates, our data are
consistent with that obtained by Esbert et al. (2011)
but differ from others (Jin et al, 2015; Velez de la
Calle et al., 2008). Also, controversial results are found
in the publications with respect to embryo develop-
ment and quality. While some authors found a posi-
tive association (Borges et al., 2019; Mangoli et al,
2018; Simon et al., 2014; Zheng et al., 2018), others (in
agreement with our data) did not find any relationship
(Gat, Tang, et al., 2017; Green et al., 2020; Tavalaee
et al., 2009; Zini et al., 2011). As commented above,
this could be due to the characteristics of the patients
and the study design, as in the study from Borges
et al. (2019) where sperm DNA damage was measured
using a sperm chromatin dispersion (SCD) test, which
has a higher interobserver and interexam variability in
comparison to TUNEL assay.

There is hardly any information regarding blastocyst
formation. In the study from Alvarez-Sedé et al. (2017),
when 15% was used as a cut off for TUNEL positivity
in sperm capacitated samples before IVF, the percent-
age of blastocyst development decreased from 59.2%
(<15% TUNEL positivity) to 37.5% (>15% TUNEL posi-
tivity). In contrast, we did not find any relationship
between DFI and blastocyst formation. In fact, in the
NOR group we had a total of 50.8% blastocyst forma-
tion rate (BFR) (96 blastocysts from 189 cultured
embryos); with a DFI > 15 (n=2), the BFR was 50.0%
while with a DFI < 15 (n=15) BFR was 50.9%. In the
IVF recipient group, we had a total BFR of 70.5% (316
blastocysts from 448 cultured embryos), with 65.0%
BFR when DFI > 15 (n=6) and 71.1% BFR when DFlI
< 15 (n=48) (data not shown in results).

Some authors (Borges et al, 2019; Khadem et al,,
2014; Leach et al, 2015; Robinson et al., 2012) have
correlated pregnancy loss with increasing sperm DNA
fragmentation. As commented above, our results do
not show any relationship between the rate of first
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trimester miscarriage and DFI levels in the three
groups of patients. We found more miscarriage in the
recipient group compared to the NOR and LOR groups
(25.4% vs 7.9% and 2.9%, respectively), but this result
was not associated to the sperm DNA damage. It
could be a sporadic or temporary result.

The female gamete has been described as having
reparative capacity over the spermatozoa DNA
(Meseguer et al., 2011). This characteristic is compro-
mised by oocyte quality although, compared to our
data, we did not notice statistically significant associa-
tions between the DFI and the study variables in any
of the three groups. Our results agreed with those of
Gat, Li et al. (2017) for the group of recipients and
with Coughlan et al. (2015) for the NOR group with
own oocyte. However, in the LOR group they differen-
tiated between those of Jin et al. (2015), where the
implantation and live child born rate decreased signifi-
cantly for a threshold of the DFI of 27.3%, and of
those of Choi et al. (2017), where if the DFI was higher
than 13%, the probability of miscarriage increased in
the first trimester.

The selection of spermatozoa before IVF/ICSI with
low levels of DNA fragmentation can be another
important strategy. In fact, the introduction of con-
focal light absorption scattering spectroscopy (Sakkas
& Alvarez, 2010), sperm selection by MACS, hyaluronic
acid binding assay (PICSI), IMSI technique and micro-
fluidic sorting (Erberelli et al., 2017; Knez et al,, 2011;
Quinn et al, 2018) may allow selecting spermatozoa
with the intact chromatin to be microinjected by ICSI.

Despite the relevance of the results presented in
this research work, we are aware of the limitations of
this study. In addition to the small population that
showed a high DFI percentage, it was not possible to
include a long-term follow-up of the children con-
ceived after ART and, therefore, we were not able to
confirm if any postnatal developmentdisorder related
to high sperm DNA fragmentation exists. The statis-
tical power of the study was not determined because
it was originated as a pilot study, in order to assess
the results obtained and propose a larger study.

In summary, in this study we did not find any
association between sperm DNA fragmentation on
the day of fertilisation, as measured by TUNEL assay,
and seminal parameters, fertilisation, embryo quality,
blastocyst formation, pregnancy, clinical pregnancy
and first trimester miscarriage neither in the NOR
group nor in the recipient group nor in the LOR
group. It seems that ART outcomes are not affected
by sperm DNA fragmentation, independently of
semen quality and oocyte origin. Further future

research is needed, following the recommendations
cited previously.
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