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Introduction: The importance of androgen-estrogen balance has been postulated to be more than complete levels
of estrogen or androgen for an optimum reproductive function in males. In aged broiler breeder males, the low
fertility is influenced by greater plasma and testicular estradiol as well as a low synthesis of plasma and testicular
testosterone concentrations. Since aromatase is the main enzyme that converts the androgens into estrogens;
therefore, it has been hypothesized that using the aromatase inhibitors could increase endogenous testosterone
production without an associated increase in circulating estrogens. It is hypothesized that these steroid hormone
changes that occur during post-peak fertility can affect the expression of several genes whose activity may be
associated with steroid hormone changes, including Foxj/, PVRL3, and LPR2 genes. Estradiol plays a vital role
in the proliferation and differentiation of the epithelial cells, which cause activation of the Foxj! gene in these
cells. The knocked-out mice for the Fox jI gene (epithelium lacked ciliated cells) informing the importance of
Foxjl in estradiol-dependent epithelial cell differentiation. In this study, the effects of an aromatase inhibitor,
letrozole, were evaluated on reproductive indices of broiler breeder roosters at short-term (three weeks) and during
an interval (three days of use and two days of a stop).

Materials and methods: Eighteen 55-weeks-old roosters were randomly divided into three groups receiving
letrozole TO, T1, and T2 (0, 0.015, and 0.03 mg/kg of body weight, respectively). Deranged semen was collected
via a syringe from the distal cauda of the vas deferens from each rooster as a single sample (n=6). Seminal traits,
steroid hormone concentrations, the relative abundance of Pvri3, Foxjl, and Lpr2 mRNA, and in vitro fertility
were assessed at the end of the trial. Testes were carefully removed and the epididymal region was dissected free
of extraneous tissues and weighed to determine the gonadal/somatic index [testis weight (g)/body weight (kg)].
Total RNA was extracted from the tissues using the TRI® reagent (Ambion, USA) according to the
manufacturer’s protocol. The nucleotide sequences of all candidate genes of the roosters (Gallus gallus) were
obtained from the GenBank database (https://www.ncbi.nlm.nih.gov/). The primer was designed using
Primer3Plus online software and assessed using OligoCalc and PrimerBLAST. Beta-actin was considered an
internal control. Quantification of all transcripts was performed using QuantiFast Eva Green PCR Kit (HOT FIRE
Pol® EvaGreen ® qPCR Mix Plus) in a 20 pL reaction volume containing 3 pL single-strand cDNA, 7 puL of the
master mix, 0.75 pL of either forward and reverse primers, and 8.5 pL of distilled H,O in 20 pL by a Rotor-Gene
6000 Real-Time PCR software (Corbett Research, Sydney, Australia). The data were tested for normality using
the Shapiro-Wilk test. Single and repeated measurement data were analyzed with the GLM and Mixed procedures
of SAS software. Rooster's testicular data and body weight were considered as covariates in the statistical models.
Duncan’s multiple range test was used to compare means. Sperm quality characteristics and in vivo fertility were
analyzed with the same models.
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Results and discussion: The results showed that gonadal somatic index (GSI), sperm total and forward motility,
viability, membrane integrity, semen concentration, and fertility rate were improved for letrozole groups
compared with the control group (P<0.001). Lipid peroxidation and sperm abnormalities measurements in the T1
and T2 groups were lower compared to the control group. The epithelium thickness and tubular diameter of
seminiferous, and the epididymal and testes sperm count increased in the T1 and T2 groups. A concentration of
testosterone was statistically increased in T2 group and testicular concentration testosterone was lower in both
letrozole groups compared to the control group. FSH concentration was significantly influenced by letrozole
(P<0.05). Plasma concentration of estrogen decreased in the T1 and T2 groups and the lowest one was in T2
group, also testicular concentration was lower compared with the control group. The ratio of estrogen to
testosterone was significantly influenced by T1 group. An increase in relative mRNA levels was observed for a
PVRL3 gene (related to spermiation) in testes, and a decrease of Foxj! gene (related to ciliogenesis) and LPR2 in
epididymal (related to endocytosis) in the T1 and T2 groups.

Conclusions: Based on the results of this study, using aromatase inhibitor improved reproductive indices in aged
broiler breeder roosters. It is suggested that increasing testosterone alone cannot improve reproductive
performance and a balance in the estradiol/testosterone ratio is necessary to achieve optimal fertility.
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Table 1. Ingredients of the standard diet of Ross 308 broiler roosters

Item Value (%) Amino acids Value (%)
Corn 69.5 Lys 0.46
Soybean meal 9 Met 0.39
Wheat bran 19.5 Met-Cys 0.49
Dicalcium phosphate 0.18 Ile 0.4
Calcium carbonate 0.85 Leu 0.53
Vitamin premixa® 0.25 Val 0.5
Trace mineral premix® 0.25 Trp 0.12
DL-Met 0.12 Arg 0.67
(%)CP 12 Na 0.15
(%) Available P 0.35 Cl 0.15
Ca (%) 0.7 K 0.6
Salt 0.35 Thr 0.37
ME (Kcal/kg) 2754/5

2 Supplied per kg of diet: vitamin A, 15,000 IU; vitamin D, 3000 IU; vitamin E, 100 IU; vitamin K3, 4 mg; vitamin B12, 25 pg;
biotin, 50 mg; pantothenic acid, 18 mg; riboflavin, 7.5 mg; pyridoxine, 5.5 mg; folic acid, 1.5 mg and niacin, 50 pg.
b Supplied per kg of diet: Mn (MnSO4-H20), 120 mg; Zn (ZnO), 110 mg; Fe (FeS04-H20), 90mg; 1, 2 mg and Se (Na2Se03), 0.3

mg.
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Table 2. Details of primer sequences used for quantitative real-time PCR

Gene Sequence Product size (bp) Accession number
B-actin F: AGCTATGAACTCCCTGATGG 236 X00182
R: ATCTCCTTCTGCATCCTGTC
PVRL3 F: CATGTGGACCAGGCTGGATG 150 XM 416630.5
R:GTCTTCTGATCACTCCTCTGACC
LPR2 F: GGAGTGTTAGCGATTGGAGGC 349 XM _004942766.2
R: CCACACTACCAGCTCCTGTTA
FOXJ1 F: TCCTACGCCACTCTCATCTG 155 NM 001321535

R: TTCAAGGACAGGTTGTGTCG

PVRL3: cell adhesion molecule 3 Protein, LPR2: lipoprotein receptor-related protein 2; FOXJI: Forkhead box J1.
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Table 3. Effect of letrozole on some reproductive traits in aged broiler breeder roosters (mean+SD)

Letrozole ( mg/kg of body weight)

Traits! 0 0.015 0.03 P-value
Semen volume (mL) 0.46 £ 0.05° 0.46 £ 0.08° 0.55+0.05° 0.06
Total motility (%) 80.7 £ 0.62° 85 £0.6* 84.9 + 0.4° 0.01
Forward motility (%) 70.7 £0.42° 72.6 £0.4° 74.7 £0.32 0.01
Sperm abnormality (%) 10.6 £ 0.082 10.2+£0.13° 10.2£0.1° 0.01
Live sperm (%) 69.9 + 0.4¢ 77 £0.3° 80.5+0.3* 0.01
Plasma membrane integrity (%) 70.5 +0.34° 73.8 +0.24° 76.1 £0.23% 0.01
Sperm concentration (x10°) 4.2 £0.05° 4.4+0.03° 4.6 £0.05* 0.01
Malondialdehyde (nM/mL) 0.94 +0.032 0.8+0.01° 0.77+0.01° 0.01
Body weight (kg) 52016 5.140.19 5.140.12 0.3
Testes weight (g) 37.4+4.1° 40.5+0.53° 41 +£0.35° 0.003
Gonadal somatic index? 7.1+£0.73° 7.6 +0.70° 8.7 +0.80° 0.01
Sperm concentration in testes(106) 25.1+£0.43° 31.5+0.4° 24.8 £ 0/8° 0.01
Fertilization index (holes/mm?2) 117.5£1.5° 123.3+£2.3% 130.1 £2.32 0.01

! Different superscript letters in each row indicate significant differences (P<0.05).
2 The gonadal somatic index is calculated as testicular weight (g)/body weight (kg).
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Table 4. Effect of letrozole on some histological and plasma biochemical parameters in aged roosters

Letrozole ( mg/kg of body weight)

Traits! 0 0.015 0.03 P-value
Phosphor (mg/dL) 0.44+0.15 0.4+0.16 0.43+0.16 0.91
Calcium (mg/dL) 0.2 +0.06 0.18+0.07 0.2+ 0.09 0.93
Total protein (g/dL) 0.16 £ 0.03 0.15+0.01 0.16 £ 0.01 0.3
DST?(um) 17.1 £0.35¢ 18.3+0.32° 18.8 £0.3? 0.001
TSE*(um) 2.34+0.3¢ 2.5+0.2° 3.1+ 0.22 0.001
Proximal ductules + + + 0.001
Distal ductules + ++ ++ 0.01
Epididymal duct + ++ ++ 0.01

! Different superscript letters in each row indicate significant differences (P<0.05).
2 The gonadal somatic index is calculated as testicular weight (g)/body weight (kg).

3 Diameter of the seminiferous tubule.
4 Thickness of the seminiferous epithelium.

* Sections in which >30% of the ducts displayed full sperms.
** Sections between 30-60 % of the ducts displayed a full sperm.
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Fig. 1. Testicular and plasma concentrations of testosterone (A), estradiol (B), estradiol to
testosterone ratio (C), and plasma concentration of FSH (D) following treatment with letrozole
in aged broiler breeder roosters (n=6, means = SD)
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Fig. 2. The relative expression of Foxj (A), LPR2 (B), and PVRL3 (C) genes in the epididymis region and testis
following short-time (three weeks) treatment with letrozole in aged broiler breeder roosters. Beta-actin gene was
selected as an internal control; Data are presented as mean = SD; Values with different letters are significantly

different (P<0.05)
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