Theriogenology 158 (2020) 227—-232

journal homepage: www.theriojournal.com

Contents lists available at ScienceDirect

Theriogenology

THERIOGENOLOGY

Evaluation of bovine sperm telomere length and association with

semen quality

Check for
updates

Alessandra lannuzzi ¢, Giovanni Della Valle °, Marco Russo ™ *, Valentina Longobardi > ¢,
Giuseppe Albero °, Carolina De Canditiis °, Michal Andrzej Kosior °, Ramona Pistucci ?,

Bianca Gasparrini ”

2 National Research Council (CNR), ISPAAM, Laboratory of Animal Cytogenetics and Genomics, Via Argine, 1085, 80147, Naples, Italy
b Department of Veterinary Medicine and Animal Production, Federico II University of Naples, Via E. Delpino 1, 80137, Naples, Italy
€ Department of Precision Medicine, University of Campania Luigi Vanvitelli, Via De Crecchio 7, 80138, Naples, Italy

ARTICLE INFO ABSTRACT

Article history:

Received 2 March 2020

Received in revised form

11 September 2020

Accepted 14 September 2020
Available online 15 September 2020

The study aimed to evaluate if the sperm telomere length can be considered as a new biomarker for
sperm quality in bulls. Sperm Telomere Length was evaluated by Monochrome Multiplex Quantitative
PCR in group A (n = 8) and group B (n = 8) bulls, classified according to standard semen analysis. Also,
this parameter was measured before and after Percoll gradient separation within bulls that produced
semen of satisfactory quality. Sperm telomere length, measured as T/S ratio (average ratio of telomere

repeats copy number to a single copy gene), was higher in group A than in group B bulls (0.77 + 0.03 vs
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043 + 0.06; P < 0.01). Sperm telomere length was positively correlated with motility, viability and

Bull membrane integrity, and it was negatively correlated with sperm anomalies. Furthermore, Percoll
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gradient selected sperms with higher T/S ratio than unselected sperms (1.19 + 0.02 vs 0.67 + 0.03). These
results suggest that sperm telomere length can be used as a new marker of bovine semen quality.

© 2020 Elsevier Inc. All rights reserved.

1. Introduction

The efficiency of Artificial Insemination (Al) programs in cattle is
strictly correlated with variations in sperm qualitative character-
istics. Indeed, semen quality is an important factor affecting both Al
and in vitro fertilization efficiency [1], as a high individual vari-
ability in fertility is recorded among bulls [1,2]. Although several
in vitro fertility tests have been developed to predict the potential
fertility of a bull, it is still necessary to assess many parameters to
accurately estimate bull fertility. It follows the need to identify new
reliable markers of semen quality in cattle.

Recently, sperm telomere length (STL) has been suggested to be
associated with sperm quality in men [3]. Telomeres are hetero-
chromatic structures with the noncoding highly conserved hex-
anucleotide repeat sequence 5'-TTAGGG-3'. They are specific
chromatin structures located at the end of the eukaryotic chro-
mosomes and contribute to the chromosome stability and genome
integrity. These guanine-rich repeats are highly conserved during
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evolution, and their role is related to their length and structure [4].
They play a main role in meiosis by facilitating chromosomal
alignment, pairing, synapsis and crossing over. Kozik et al. [5]
demonstrated that the length of telomeres in human, bovine and
porcine sperm is higher than in somatic cells and that the length-
ening of telomeric DNA during mammalian spermatogenesis is
important for both meiotic and postfertilization functions. It is also
known that STL is maintained throughout aging in cattle, as well as
in humans [6]. In addition, it was reported that sperm telomeres
(ST) have an active role in the sperm-specific chromosome archi-
tecture formation [7]. Spermatozoa present a high telomerase ac-
tivity which compensate for telomere erosion occurring during
cellular division [8], preventing the age-associated shortening of
the chromosomes, and their instability, ensuring the transmission
of intact chromosomes over generations [4,8]. Moreover, ST are
carried on the zygote in fertilization, acting like a zero-time length
mark for the next cell divisions [9].

During early spermatogenesis, the telomeres migrate and link,
individually, with the nuclear membrane forming clusters. In this
way, the DNA is reorganized in nucleoprotamines and the telomeric
DNA is packaged in nucleosomes associating with a part of sperm
histones. This migration is believed to have an essential role in
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fertilization, pronucleus formation and early development [10] The
importance of STL in reproduction is also highlighted by its corre-
lation with telomere length in embryos and offspring, observed in
rodents [11] and humans [12].

Furthermore, sperm telomere length is higher in human sper-
matozoa selected by both Percoll density gradient [13] and swim-
up [14] method, commonly used for discriminating high-quality
sperms in assisted reproduction, also reporting less DNA damage
[15—17].

Therefore, STL has recently been proposed as an additional new
diagnostic and prognostic biomarker of sperm quality in men [3].

We hypothesized that STL can be a potential biomarker of
semen quality also in cattle, in which, to the best of our knowledge,
STL analysis has not yet been investigated.

Therefore, the aim of this study was to evaluate whether STL
could be an additional new parameter for the evaluation of sperm
quality in bulls (Bos taurus). In particular, a first objective of the
study was to assess whether STL varies between bulls suitable and
unsuitable for reproductive use, and if STL is correlated to other
sperm qualitative traits. Further objectives of the work were to
evaluate the effect of Percoll gradient separation of frozen-thawed
sperm on STL and to investigate whether STL differs among bulls
with different in vitro fertilizing ability.

2. Material and methods

Unless otherwise stated, reagents were purchased from Merck
Life Science S. r.l. (Milano, Italy). The IVM medium was TCM 199
supplemented with 15% bovine serum (BS), 0.5 pg/mL FSH, 5 ug/mL
LH, 0.8 mM L-glutamine and 50 pg/mL gentamycin. The IVF medium
was Tyrode’s modified medium [18] without glucose and bovine
serum albumin (BSA), supplemented with 5.3 SI/mL heparin, 30 uM
penicillamine, 15 pM hypotaurine, 1 uM epinephrine and 1% of BS.
The IVC medium consisted of synthetic oviduct fluid (SOF) medium
with 30 pL/mL essential amino acids, 10 uL/mL non-essential amino
acids and 5% BS [19].

2.1. Experimental design

Sixteen Holstein Friesian (Bos tTaurus) bulls (4—6 y age) main-
tained at an authorized National Semen Collection Center (Centro
Tori Chiacchierini, Civitella D’Arna, Italy) under uniform manage-
ment conditions, routinely used for semen collection, were selected
for the trial. Semen collection was carried out weekly by artificial
vagina (IMV, L'Aigle, France) in spring (March—April).

In Experiment 1 bulls were divided in two quality groups ac-
cording to standard criteria currently applied at the Semen
Collection Center: Group A, i.e. suitable (3 ejaculates per 8 bulls)
and Group B, i.e. unsuitable (3 ejaculates per 8 bulls) for repro-
ductive use. More specifically, the discriminating criteria employed
were post-thawing sperm motility (>and <60%, respectively) and
sperm anomalies (<and >20%, respectively). Subsequently, in our
laboratory sperm viability, morphology, membrane integrity, as
well as DNA fragmentation and STL were evaluated after thawing in
both groups.

In Experiment 2, the same assessments were carried out on
Group A bulls (7 ejaculates per bull) before and after Percoll se-
lection of frozen-thawed samples. In addition, the in vitro fertil-
izing ability of Group A bulls was evaluated on abattoir-derived
cumulus—oocyte complexes (N = 1298, over 7 replicates, i.e. on
average 162 per bull) to assess whether STL could predict cleavage
and blastocysts yields.
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2.2. Freezing procedure

Fresh ejaculates were diluted at 37 °C with an animal free pro-
tein extender BioXcell (IMV-technologies, L’Aigle, France) to a final
concentration of 30 x 10° spermatozoa/ml. The diluted semen was
mixed up at room temperature (25 °C) for 10 min and automatically
loaded into 0.5 mL French straws using computer-controlled filler
(IMV Technologies, L'Aigle, France). After filling, straws were placed
into a cooling box and subjected to a combined cooling with
equilibration period of 3 h at 5 °C. Freezing was performed using a
programmable controlled rate freezer (IMV technology, L'Aigle,
France) until temperature of straws reached —145 °C. Then straws
were plunged into liquid nitrogen (—196 °C) for storage.

2.3. Percoll separation

Frozen bovine sperm were thawed in a water bath at 37 °C for
40 s and selected by centrifugation (25 min at 300xg) on a Percoll
discontinuous gradient (45 and 80%). The pellet was reconstituted
into 2 mL of Sperm-TALP medium [ 18] and centrifuged twice, at 160
and then at 108 xg for 10 min each. The pellets were reconstituted
in Sperm-TALP medium and used for different analyses.

2.4. Assessment of sperm qualitative characteristics

Sperm motility was examined by phase contrast microscopy
(magnification: x40) on a clean slide maintained on thermo-
regulated stage at 37 °C. The percentage of motile spermatozoa
was subjectively determined by analyzing five different microscopic
fields for each semen sample [20]. Sperm viability and morphology
were assessed by Trypan Blue/Giemsa technique [21]. Briefly, 5 pL of
semen and 5 pL 0.27% Trypan blue were spread, fixed in 37% form-
aldehyde and stained with 7.5% Giemsa overnight. A total of 100
spermatozoa were microscopically (magnification: x40) analyzed
per slide and differentiated for viability as: acrosome intact live (AIL),
acrosome intact dead (AID), acrosome lost live (ALL) and acrosome
lost dead (ALD), and for morphology as normal and abnormal.
Anomalies includes proximal droplets, head, mid-piece and tail de-
fects [22] The percentage of AIL sperm was considered as sperm
viability. The percentage of the total morphological anomalies was
estimated by deducting the spermatozoa with normal morphology.

The functional integrity of sperm was assessed by the Hypo
osmotic swelling (HOS) test [23]. The test was performed by mixing
50 pL of sperm sample with 0.50 mL of hypo-osmotic medium
(0.73 g sodium citrate and 1.35 g fructose in 100 mL of distilled
water, 150 mOsm/L) and incubating for 45 min at 37 °C.A sample
drop (20 pL) was placed on a slide and covered with coverslip. A
total of 200 spermatozoa were counted in different fields
(magnification: x40) under phase contrast microscope and sper-
matozoa with swollen tail were classified as HOS positive.

DNA fragmentation index was assessed by Tunel assay [24] us-
ing a commercially available kit (In Situ Cell Death Detection Kit,
Roche, Indianapolis, USA). Semen samples were fixed with 4% (w/v)
paraformaldehyde in phosphate buffered saline (PBS) for 30 min at
room temperature. After fixation, the samples were centrifuged at
300xg for 10 min, resuspended in a permeability enhancing solu-
tion containing 0.1% Triton X-100 in 0.1% sodium citrate for 10 min.
Then the cells were washed twice in PBS-PVP and incubated in
Tunel reaction mixture for 1 h at 37 °C in a dark and humidified
atmosphere. At the end of the incubation, slides were washed in
PBS-PVP labeled with Hoechst 33,342 1 mg/mL for 30 min at room
temperature, washed again in PBS-PVP and dropped (20 pL) on a
glass slide in glycerol and overlaid with a coverslip. At least 200
spermatozoa were analyzed in each sample by using a fluorescent
microscope (Eclipse E—600; Nikon, Japan) under ultraviolet light
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with excitation DAPI (460 nm for blue fluorescence), and FITC
(520 nm for green fluorescence) filters. Digital images of each
spermatozoa were acquired using NIS-Elements-F software and a
high-resolution color digital camera (Digital Sight DS-Fi 1C; Nikon,
Japan) and the numbers of total (blue) and Tunel -positive (green)
nuclei were recorded.

2.5. In vitro embryo production

Abattoir-derived oocytes were matured, fertilized and cultured
in vitro according to our standard procedure [19]. Briefly, bovine
ovaries were recovered from a local abattoir and transported to the
laboratory, in physiological saline at 30—35 °C. Cumulus—oocyte
complexes (COCs) were aspirated from follicles of 2—8 mm in
diameter and only those with uniform cytoplasm and multilayered
cumulus cells were selected in Groups of 20—25 COCs and matured
in 400 pL of IVM medium, covered with mineral oil, in four well
plates (NuncTM, Roskilde, Denmark), for 22 h at 39 °C, and 5% CO,
in air. In vitro matured COCs were washed and transferred into
300 pL of IVF medium covered with mineral oil. Percoll separated
sperm were diluted with IVF medium and added in the fertilization
wells at the concentration of 1 x 10® sperm/mL. Gametes were co-
incubated for 20 h at 39 °C, in 5% CO, in air, after which pre-
sumptive zygotes were vortexed for 2 min to remove cumulus cells
in Hepes-TCM with 5% BS, washed twice in the same medium and
randomly distributed into 400 pL of IVC medium and incubated in a
humidified mixture of 5% CO,, 5% O, and 88% N, in air at a tem-
perature of 39 °C. On Day 7 cleavage and blastocyst rates were
recorded.

2.6. Sperm telomere length by Monochrome Multiplex Quantitative
PCR (MMQPCR)

The average telomere length in sperm was performed by
Monochrome Multiplex Quantitative PCR (MMQPCR) according to
the method described by Cawthon [25]. Genomic DNA was
extracted directly from sperm samples by the phenol-chloroform
DNA method. The quantity and quality of DNA samples were
measured using a NanoDrop spectrophotometer where the ratio of
the absorbance was used to assess the purity of DNA (1.7 < A260/
280 < 1.9 was considered acceptable). MMQPCR was performed
into a 96-well CFX RT-PCR System in a 10 pL reaction total mix
containing 20—30 ng of genomic DNA, iTaq Universal SYBR Green
Supermix and forward and reverse primer sequences for telomere
and beta-globin (defined as single copy gene-scg), as reported by
Brown et al. [26]. The thermal cycling profile followed lannuzzi
et al. indications [27]. The dissociation curve confirmed the speci-
ficity of both primers as shown in Fig. 1. Their specificity was also
tested by agarose gel electrophoresis (Supplementary Fig. 1)
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showing specific bands at 79 and 144 bp. Each sample was assayed
in triplicates in three different runs, with negative control (NTC)
included. Only samples that presented a coefficient of variation <5%
were considered for the analysis (4 samples presented a CV > 5%
and they were repeated by re-extracting their DNA). The STL was
measured as a T/S ratio (average ratio of telomere repeat copy
number to a single copy gene) for each sample and calculated using
the AACt method [28].

2.7. Statistical analysis

In Experiment 1, in order to evaluate differences in sperm
qualitative traits at thawing (before Percoll separation) between A
and B groups, one-way univariate ANOVA for repeated measures
(IBM Corp. Released 2013. IBM SPSS Statistics for Windows, Version
22.0. Armonk, NY: IBM Corp) was carried out after logit trans-
formation of all variables expressed as percentages. A preliminary
analysis ruled out an ejaculate effect for all variables but motility
(p < 0.05). Therefore, only for this parameter, the ejaculate factor
was also included in the analysis. Furthermore, the relationships
between the TS ratio and the remaining variables were analyzed by
Kendall’s tau correlation after logit transformation of percentages.

In Experiment 2, to evaluate differences in group A bulls in
sperm qualitative traits between total sperm population (pre-Per-
coll) and selected population (post-Percoll), ANOVA for repeated
measures was carried out with Percoll treatment as fixed and bull
as random factors. Also, in this case variables expressed as per-
centages were transformed into their corresponding logit value.

Finally, differences among bulls in STL, sperm qualitative char-
acteristics and cleavage and blastocysts rates, were assessed by
one-way univariate ANOVA, with bull as fixed factor. A value of
P < 0.05 was considered statistically significant.

3. Results

In Experiment 1, bulls of group A had both higher (P < 0.05)
volume and motility of fresh semen (P < 0.05), but similar sperm
concentration (Table 1). In addition, Group A showed increased
percentages (P < 0.01) of motility, viability and HOS + sperm, with a
lower incidence of total anomalies (P < 0.01) and Tunel + sperm
after thawing, as shown in Table 1. Besides, T/S ratio was higher
(P < 0.01) in group A compared to group B, while no differences
were recorded in sperm DNA fragmentation. Furthermore, T/S ratio
was positively correlated (P < 0.01) to motility, viability,
HOS + sperm and negatively correlated to total sperm anomalies, as
shown in Table 2.

In Experiment 2, Percoll separation selected a sperm population
with higher (P < 0.01) STL that also showed higher (P < 0.01)
motility and lower (P < 0.05) DNA fragmentation (Table 3).

Melt Curve

=== T

~d(RFU)/AT

Melt Peak

"\ SCG

Telomere

— \

NTC '\

0 —

Temperature, Celsius

PUCOUOUE. ISR guen s
75 80 20 95

Temperature, Celsius

Fig. 1. Representative dissociation curve (blue) for telomere and scg using CFX RT-PCR System (Bio-Rad). The 74 °C read correspond to the Ct (cycle threshold) value for the telomere
amplification while the 87 °C read correspond to the Ct value for the scg amplification. (For interpretation of the references to color in this figure legend, the reader is referred to the

Web version of this article.)

229



A. lannuzzi, G. Della Valle, M. Russo et al.

Table 1

Sperm qualitative traits and T/S ratio of bulls judged suitable (Group A; 3 ejaculates
per 8 bulls) or unsuitable (Group B; 3 ejaculates per 8 bulls) for reproductive use. All
parameters were recorded at thawing, with the exception of volume, concentration
and fresh motility. Data are reported as mean + SE.

Sperm parameters Group A Group B
Ejaculate volume (mL) 8.5 +0.4% 7.1 +0.5°
Concentration (x10%/ml) 1031.8 + 424 1005.6 + 70.8
Fresh motility (%) 83.8 + 1.18 744 + 128
Total anomalies (%) 16.6 + 3.7% 65.2 + 6.2°
Post-thawing motility (%) 67.50 + 3.13” 4091 + 3.928
AIL (%) 89.04 + 3.317 53.55 + 2.39°
HOS+ (%)° 67.00 + 3.09% 36.00 + 1.38%
Tunel + (%)° 6.50 + 1.01% 836 + 1.83°
T/S ratio! 0.77 + 0.034 0.43 + 0.06%

>

- B Values within columns with different superscripts are different; P < 0.01.

- b Values within columns with different superscripts are different; P < 0.05.

2 AIL = acrosome intact live.

> HOS+ = membrane integrity.

¢ Tunel + = DNA fragmentation index.

4 T/S = average ratio of telomere repeats copy number to a single copy gene.

»

However, a bull effect (P < 0.01), as well as an interaction bull x
treatment (P < 0.05) was found for all traits but DNA fragmentation.

No differences in T/S ratio were recorded in the selected sperm
population among the eight suitable bulls, despite differences in
motility, viability, membrane integrity, anomalies, cleavage and
blastocyst rates (Table 4).

4. Discussion

In this work, the hypothesis that STL can be a prognostic
biomarker for semen quality in cattle was tested. To the best of our
knowledge, this is the first report on STL measurement in bovine
sperm and its correlation with sperm qualitative characteristics.
The results of this preliminary work demonstrated that STL is
higher in bulls judged suitable for reproductive use and it is
correlated with most sperm qualitative characteristics (Table 1). It
was also proven that spermatozoa selected with Percoll density
gradient have longer telomeres. However, within suitable bulls, STL
did not vary among bulls with different in vitro fertilizing ability.

A first objective of the study (Experiment 1) was to evaluate
whether STL differ between suitable (Group A) and unsuitable
(Group B) bulls for reproductive use, and if STL is correlated to other
sperm qualitative traits. The discriminating criteria employed at the
Semen Collection Center were post-thawing sperm motility (>and
<60%, respectively) and sperm anomalies (<and >20%, respectively).

Theriogenology 158 (2020) 227—232

Table 3

Sperm qualitative traits and T/S ratio at thawing (Pre-Percoll separation) and post-
Percoll separation in bulls judged suitable (Group A; 3 ejaculates per 8 bulls) for
reproductive use.

Pre-Percoll separation Post-Percoll separation

mean + SE mean + SE
Motility (%) 69.55 + 0.99" 75.60 + 1.31B
AILY(%) 76.82 + 2.53 73.59 + 2.19
Total anomalies (%) 1213 + 1.24 8.70 + 0.86
HOS+ (%)° 62.75 + 1.22 62.41 + 1.07
Tunel + (%) 11.68 + 0.83* 10.80 + 0.82°
T/S ratio! 0.67 + 0.03" 1.19 + 0.028

A B yalues within columns with different superscripts are different; P < 0.01.
b Values within columns with different superscripts are different; P < 0.05.

2 AIL = acrosome intact live.

b HOS+ = membrane integrity.

¢ Tunel + = DNA fragmentation index.

4 T/S = average ratio of telomere repeats copy number to a single copy gene.

As expected, in frozen-thawed sperm TL was higher in Group A that
also showed improved motility, viability, membrane integrity
(HOS+), a lower incidence of sperm anomalies and DNA fragmen-
tation. Besides, STL was positively correlated to sperm motility,
viability and membrane integrity and negatively correlated with
sperm anomalies, whereas no correlation was found with DNA
fragmentation. An association between STL and both sperm motility
and viability was also previously reported in men [3]. In contrast to
our study, a negative correlation was also observed between STL and
sperm DNA fragmentation in humans [3—29]. Although unsuitable
bulls in our study had indeed higher incidence of Tunel + sperm and
shorter telomeres, we failed to show an association between these
parameters, likely due to the low cases. It is known that the oxidative
radicals are normally produced during the sperm maturation, lead-
ing to sperm DNA breaks that affect mainly telomeres (G-rich se-
quences) then non-telomeric DNA. In this way, telomeres act like
very sensitive marker of DNA integrity, contributing to cause and
also increase sperm DNA fragmentation [3—30]. In contrast, another
hypothesis suggests that STL is a consequence of DNA fragmentation,
related to several stressors impairing male fertility. For this reason, it
is not possible to rule out that DNA fragmentation could occur in the
mature sperm nucleus, as a late consequence of the telomere
dysfunction.

The lower STL in Group B is in accordance with Ferlin et al. [31]
who observed shorter STL in infertile men. In our study, a notable
difference in STL, as well as in other sperm qualitative character-
istics, was detected between the two groups. This was due to the

Table 2
Kendall’s tau_b correlation among sperm qualitative traits at thawing. Cc indicates the correlation coefficient.
T/s? AIL" Total HOS+° Tunel+¢
% anomalies % %
%

Cc T/S? 1.000 0.513" —0.439° 0.435" —-0.129
P value 0.000 0.000 0.000 0.211
Cc AIL % 0.513° 1.000 -0.393° 0.598° —0.052
P value 0.000 0.000 0.000 0.616
Cc Total anomalies % —0.439" -0.393" 1.000 —0.694" 0.149
P value 0.000 0.000 0.000 0.150
Cc HOS+ % 0.435° 0.598° —0.694° 1.000 -0.115
P value 0.000 0.000 0.000 0.267
Cc Tunel+9 % -0.129 —0.052 0.149 -0.115 1.000
P value 0.211 0.616 0.150 0.267

2 T|S = average ratio of telomere repeats copy number to a single copy gene.
b AIL = acrosome intact live.

¢ HOS+ = membrane integrity.

4 Tunel + = DNA fragmentation index.
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Table 4
Sperm qualitative traits, cleavage and embryo yields after Percoll separation. Data are reported as mean + SE.
Bulls
1 2 3 4 5 6 7 8
Motility (%) 70.00 + 2.58"8 7250 + 3.59"8 7167 +3.07*® 7000 + 258" 6333 +3.33%  65.00+224% 7333+167*% 7833+ 167
AIL? (%) 80.90 + 3.75% 80.67 + 1.814 81.42 + 1.44% 81.11 + 1.334 81.67 + 326" 5633 £575%  78.60 +3.51% 48.00 + 8.16%
Tot. anomalies (%)  7.33 + 2.51%° 5.83 + 0.91° 917 + 1.14° 8.33 + 1.26 4.50 + 0.99? 683 +1.01  667+184 12.50 + 4.81°
HOS+" (%) 71.50 + 1.84% 59.83 + 2.338 65.67 + 2.93* 64.17 + 2.33A 60.33 +2.63%  51.67 £346°%  61.67 + 1.59° 58.33 + 2.93%
Tunel +¢ (%) 8.67 + 1.52 10.00 + 2.21 8.67 +2.12 1233 + 4.09 13.00 + 1.79 15.33 + 3.26 11.50 + 1.86 13.83 +2.10
T/S ratio® 1.22 + 0.05 1.19 + 0.06 1.19 + 0.10 1.05 + 0.06 1.24 + 0.06 1.29 + 0.06 1.01 + 0.04 1.19 + 0.05
Cleavage (%) 74.49 + 1.074 71.97 + 2.84* 73.47 + 3.30% 76.14 + 3.48% 7734 + 498" 5649 +5.05° 703 + 4.64% 53.40 + 5.10°
TMBL/TOT (%) 3216 +2.11* 27.59 + 3.15% 26.79 + 2.74% 30.06 + 3.06" 28.89 + 478" 1470 £ 409  29.84 + 5.12% 12.07 + 4.038

A B yalues within columns with different superscripts are different; P < 0.01.
b values within columns with different superscripts are different; P < 0.05.

2 AIL = acrosome intact live.

b HOS+ = membrane integrity.

¢ Tunel + = DNA fragmentation index.

4 T/S = average ratio of telomere repeats copy number to a single copy gene.

strict criteria used for selecting suitable and unsuitable bulls:
indeed, the latter group had motility and anomalies scores that
normally discourage their use for reproduction. These preliminary
findings suggest that STL can be considered a new marker to
distinguish between normal and abnormal spermatogenesis, as it is
correlated to most sperm qualitative characteristics.

To further confirm this, in Experiment 2 STL was evaluated
within Group A bulls before and after Percoll gradient separation, a
common method used to process semen in assisted reproduction.
Interestingly, the Percoll selected sperm population exhibited
higher STL than total sperm fraction, similar to what previously
described in men [16], along with improved motility and decreased
incidence of DNA fragmentation [17]. Unexpectedly, the other
sperm traits did not improve after separation, mainly due to the
bull effect. Undoubtedly, the separation method was efficient to
select a sperm population, with longer telomeres.

It is known that a high individual variability in fertilizing ability
exist among bulls considered suitable for reproductive use [1,2]. For
this reason, a further objective was to assess if STL varies in bulls
with different in vitro fertility. Unfortunately, our findings did not
confirm the hypothesis that STL could be a new predictive fertility
marker. Indeed, no differences were found among bulls after Percoll
separation in STL, as well as DNA fragmentation, despite variations
in the other parameters, including cleavage and blastocyst rates
after IVF. Therefore, STL can be used as a semen quality marker for a
heterogeneous population of bulls, but fails to predict the in vitro
fertilizing ability within a more homogeneous population of bulls,
already selected as suitable based on post-thawing motility and
anomalies scores. It is worth noting that Percoll method selected a
sperm population with higher STL, eliminating previous individual
differences. For this reason, it will be very interesting to evaluate in
the future whether STL in fresh semen could be used to prelimi-
narily screen bulls for fertility, for potential applications.

In conclusion, it was demonstrated that the STL can be consider
a new biomarker of sperm quality in cattle. Indeed, STL was higher
in bulls suitable vs unsuitable for reproduction, as well as after
Percoll separation. Further studies are, however, needed to better
understand the role of STL in sperm function, spermatogenic ac-
tivity and fertility. Finally, in future perspective it will be worth
evaluating whether STL could predict in vitro or in vivo fertilizing
ability of bulls in a larger number of non-selected samples.

CRediT author statement

lannuzzi A, Della Valle G, Longobardi V, Albero G, De Canditiis C,
Kosior MA, Pistucci M: Investigation, formal analysis and data

231

curation. lannuzzi A, Longobardi V, Gasparrini B, Russo M:
Conceptualization and Writing- Reviewing and Editing. lannuzzi A,
Gasparrini B: Supervision. The authors would like to thank prof.
Francesco Palumbo, Department of Political Science, Federico II
University, Naples, Italy, for his skilled technical assistance in the
statistical analysis.

Funding

This work was supported by the project: Development of
innovative pro-fertility products in bovine frozen semen, Nupro-
ferb”. PSR Regione Umbria 2014—2020.

Declaration of competing interest

None.

Acknowledgements

This paper was supported by PSR (Rural Develpment Program)
Regione Umbria has indicated in the funding section, no grant
number available.

Appendix A. Supplementary data

Supplementary data to this article can be found online at
https://doi.org/10.1016/j.theriogenology.2020.09.019.

References

[1] Oliveira LZ, Monteiro FM, de Arruda RP, Carvalho Celeghini ECC. The impor-
tance of semen quality in Al programs and advances in laboratory analyses for
semen characteristics. In: Lemma A, editor. Assessment, success in artificial
insemination - quality of semen and diagnostics employed. Croatia. InTech;
2013. p. 1-16.

Sudano M], Crespilho AM, Fernandes CB, Martins A, Ozanam Papa F,
Rodrigues ], et al. Use of Bayesian inference to correlate in vitro embryo
production and in vivo fertility in zebu bulls. Vet Med Int 2011:436381.
https://doi.org/10.4061/2011/436381.

Rocca M, Speltra E, Menegazzo M, Garolla A, Foresta C, Ferlin A. Sperm telo-
mere length as a parameter of sperm quality in normozoospermic men. Hum
Reprod 2016;31(6):1158—63. https://doi.org/10.1093/humrep/dew061.
Thilagavathi J, Venkatesh S, Dada R. Telomere length in reproduction.
Andrologia 2013;45(5):289—304. https://doi.org/10.1111/and.12008.

Kozik A, Bradbury EM, Zalensky A. Increased telomere size in sperm cells of
mammals with long terminal (TTAGGG)n arrays. Mol Reprod Dev 1998;51:
98-104. https://doi.org/10.1002/(SICI)1098-2795(199809)51:1<98::AID-
MRD12>3.0.C0O;2-Q. 1998.

Miyashita N, Shiga K, Fujita T, Umeki H, Sato W, Suzuki T, Nagai T. Normal
telomere lengths of spermatozoa in somatic cell cloned bulls. Theriogenology
2003;59:1557—65. https://doi.org/10.1016/S0093-691X(02)01195-0.

[2

3

[4

(5

[6


https://doi.org/10.1016/j.theriogenology.2020.09.019
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref1
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref1
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref1
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref1
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref1
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref1
https://doi.org/10.4061/2011/436381
https://doi.org/10.1093/humrep/dew061
https://doi.org/10.1111/and.12008
https://doi.org/10.1002/(SICI)1098-2795(199809)51:1<98::AID-MRD12>3.0.CO;2-Q
https://doi.org/10.1002/(SICI)1098-2795(199809)51:1<98::AID-MRD12>3.0.CO;2-Q
https://doi.org/10.1016/S0093-691X(02)01195-0

A. lannuzzi, G. Della Valle, M. Russo et al.

[7]

[8

[9

[10]

[11]

[12]

[13]

[14]

[15]

[16]

[17]

[18]

Zalensky AO, Tomilin NV, Zalenskaya IA, Teplitz RL, Bradbury EM. Telomere
-telomere interactions and candidate telomere binding protein(s) in
mammalian sperm cells. Exp Cell Res 1997;232:29—41. https://doi.org/
10.1006/excr.1997.3482.

Rocca MS, Foresta C, Ferlin A. Telomere length: lights and shadows on their
role in human reproduction. Biol Reprod 2019;100(2):305—17. https://
doi.org/10.1093/biolre/ioy208.

Kimura M, Cherkas LF, Kato BS, Demissie S, Hjelmborg JB, Brimacombe M,
Cupples A, Hunkin JL, Gardner JP, Lu X, et al. Offspring’s leukocyte telomere
length, paternal age, and telomere elongation in sperm. PLoS Genet 2008;4:
e37. https://doi.org/10.1371/journal.pgen.0040037.

Gineitis AA, Zalenskaya IA, Yau PM, Bradbury EM, Zalensky AO. Human sperm
telomere- binding complex involves histone H2B and secures telomere
membrane attachment. ] Cell Biol 2000;151(7):1591—8. https://doi.org/
10.1083/jcb.151.7.1591.

de Frutos C, Lopez-Cardona AP, Fonseca Balvis N, Laguna-Barraza R, Rizos D,
Gutierrez-Addn A, et al. Spermatozoa telomeres determine telomere length in
early embryos and offspring. Reproduction 2016;151(1):1—7. https://doi.org/
10.1530/REP-15-0375.

Nordfjall K, Larefalk Asa, Lindgren P, Holmberg D, Roos G. Telomere length
and heredity: indications of paternal inheritance. Proc Natl Acad Sci U S A
2005;102(45):16374—8. https://doi.org/10.1073/pnas.0501724102.

Yang Q, Zhao F, Dai S, Zhang N, Zhao W, Bai R, Sun Y. Sperm telomere length is
positively associated with the quality of early embryonic development. Hum
Reprod 2015;30(8):1876—81. https://doi.org/10.1093/humrep/dev144.
Santiso R, Tamayo M, Gosalvez ], Meseguer M, Garrido N, Fernandez JL. Swim-
up procedure selects spermatozoa with longer telomere length. Mutat Res
2010;688(1—2):88—90. https://doi.org/10.1016/j.mrfmmm2010.03.003.
Borini A, Tarozzi N, Bizzaro D, Bonu MA, Fava L, Flamigni C, et al. Sperm DNA
fragmentation: paternal effect on early post-implantation embryo develop-
ment in ART. Hum Reprod 2006;21(11). https://doi.org/10.1093/humrep/
del251. 2876—-81.

Zhao F, Yang Q, Shi S, Luo X, Suna Y. Semen preparation methods and sperm
telomere length: density gradient centrifugation versus the swim up pro-
cedure. Sci Rep 2016;6:39051. https://doi.org/10.1038/srep39051.

Di Dio C, Longobardi V, Zullo G, Parma P, Pauciullo A, Perucatti A, et al.
Analysis of meiotic segregation by triple-color fish on both total and motile
sperm fractions in a t(1p;18) river buffalo bull. PLoS One 2020;15(5):
€0232592. https://doi.org/10.1371/journal.pone.0232592.

Parrish JJ, Susko-Parrish JL, Leibfried-Rutledge ML, Critser ES, Eyestone WH,
First NL. Bovine in vitro fertilization with frozen-thawed semen. Ther-
iogenology 1986;25:591—-600. https://doi.org/10.1016/0093-691x(86)90143-
3.

232

[19]

[20]

[21]

[22]

(23]

[24]

[25]

[26]

[27]

(28]

[29]

(30]

[31]

Theriogenology 158 (2020) 227—232

Rubessa M, Boccia L, Campanile G, Longobardi V, Albarella S, Tateo A, et al.
Effect of energy source during culture on in vitro embryo development,
resistance to cryopreservation and sex ratio. Theriogenology 2011;76(7):
1347-55. https://doi.org/10.1016/j.theriogenology.2011.06.004.

Evans G, Maxwell WMC. Salamon'’s artificial insemination of sheep and goats.
Butterworths; 1987.

Boccia L, Di Palo R, De Rosa A, Attanasio L, Mariotti E, Gasparrini B. Evaluation
of buffalo semen by Trypan blue/Giemsa staining and related fertility in vitro.
Ital ] Anim Sci 2007;6:739—42. https://doi.org/10.4081/ijas.2007.s2.739.
Menon AG, Barkema HW, Wilde R, Kastelic JP, Thundathil JC. Associations
between sperm abnormalities, breed, age, and scrotal circumference in beef
bulls. Can ] Vet Res 2011;75:241—7.

Correa JR, Zavos PM. The Hypoosmotic swelling test: its employment as an
assay to evaluate the functional integrity of the frozen-thawed bovine sperm
membrane. Theriogenology 1994;42:351—60. https://doi.org/10.1016/0093-
691x(94)90280-1.

Talevi R, Barbato V, Fiorentino I, Braun S, Longobardi S, Gualtieri R. Protective
effects of in vitro treatment with zinc, d-aspartate and coenzyme q10 on
human sperm motility, lipid peroxidation and DNA fragmentation. Reprod
Biol Endocrinol 2013;11:81. https://doi.org/10.1186/1477-7827-11-81.
Cawthon RM. Telomere length measurement by a novel monochrome
multiplex quantitative PCR method. Nucleic Acids Res 2009;37(3):e21.
https://doi.org/10.1093/nar/gkn1027.

Brown DE, Dechow CD, Liu WS, Harvatine K], Ott TL. Hot topic: association of
telomere length with age, herd, and culling in lactating Holsteins. ] Dairy Sci
2012;95(11):6384—7. https://doi.org/10.3168/jds.2012-5593.

lannuzzi A, Perucatti A, Genualdo V, Rossetti C, lorio C, Caputi Jambrenghi A,
et al. Cytogenetic and genomic investigations in River Buffaloes raised in
farms located in urban and rural areas of Campania Region (Southern-Italy).
Ann Carcinog 2019;4(1):1020.

O’Callaghan N, Dhillon V, Thomas P, Fenech M. A quantitative real-time PCR
method for absolute telomere length. Biotechniques 2008;44(6):807-9.
https://doi.org/10.2144/000112761.

Turner S, Hartshorne GM. Telomere lengths in human pronuclei, oocytes and
spermatozoa. Mol Hum Reprod 2013;19:510—8. https://doi.org/10.1093/
molehr/gat021.

Siderakis M, Tarsounas M. Telomere regulation and function during meiosis.
Chromosome Res 2007;15(5):667—79. https://doi.org/10.1007/s10577-007-
1149-7.

Ferlin A, Rampazzo E, Rocca MS, Keppel S, Frigo AC, De Rossi A, et al. In young
men sperm telomere length is related to sperm number and parental age.
Hum Reprod 2013;28(12):3370—6. https://doi.org/10.1093/humrep/det392.


https://doi.org/10.1006/excr.1997.3482
https://doi.org/10.1006/excr.1997.3482
https://doi.org/10.1093/biolre/ioy208
https://doi.org/10.1093/biolre/ioy208
https://doi.org/10.1371/journal.pgen.0040037
https://doi.org/10.1083/jcb.151.7.1591
https://doi.org/10.1083/jcb.151.7.1591
https://doi.org/10.1530/REP-15-0375
https://doi.org/10.1530/REP-15-0375
https://doi.org/10.1073/pnas.0501724102
https://doi.org/10.1093/humrep/dev144
https://doi.org/10.1016/j.mrfmmm2010.03.003
https://doi.org/10.1093/humrep/del251
https://doi.org/10.1093/humrep/del251
https://doi.org/10.1038/srep39051
https://doi.org/10.1371/journal.pone.0232592
https://doi.org/10.1016/0093-691x(86)90143-3
https://doi.org/10.1016/0093-691x(86)90143-3
https://doi.org/10.1016/j.theriogenology.2011.06.004
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref20
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref20
https://doi.org/10.4081/ijas.2007.s2.739
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref22
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref22
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref22
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref22
https://doi.org/10.1016/0093-691x(94)90280-1
https://doi.org/10.1016/0093-691x(94)90280-1
https://doi.org/10.1186/1477-7827-11-81
https://doi.org/10.1093/nar/gkn1027
https://doi.org/10.3168/jds.2012-5593
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref27
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref27
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref27
http://refhub.elsevier.com/S0093-691X(20)30512-4/sref27
https://doi.org/10.2144/000112761
https://doi.org/10.1093/molehr/gat021
https://doi.org/10.1093/molehr/gat021
https://doi.org/10.1007/s10577-007-1149-7
https://doi.org/10.1007/s10577-007-1149-7
https://doi.org/10.1093/humrep/det392

	Evaluation of bovine sperm telomere length and association with semen quality
	1. Introduction
	2. Material and methods
	2.1. Experimental design
	2.2. Freezing procedure
	2.3. Percoll separation
	2.4. Assessment of sperm qualitative characteristics
	2.5. In vitro embryo production
	2.6. Sperm telomere length by Monochrome Multiplex Quantitative PCR (MMQPCR)
	2.7. Statistical analysis

	3. Results
	4. Discussion
	CRediT author statement
	Funding
	Declaration of competing interest
	Acknowledgements
	Appendix A. Supplementary data
	References


