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A b s t r a c t  
 

The cryobanks of genetic material are an important element of assisted reproductive tech-
nologies. This technology allows more efficient use of genetic material, ensuring to obtain the maxi-
mum possible number of offspring for to preserve and restore of rare and endangered species. The 
most common biomaterial used in programs for the conservation and restoration of the genetic re-
sources of agricultural poultry are spermatozoa. The spermatozoa undergo significant technological 
treatment during freezing and thawing. Some stages of this cycle are lead to the death of a large part 
of the cells, damage to their individual organelles or segments. The aim of the research was to study 
the effect of the freezing and thawing cycle on the biological parameters of spermatozoa in agricul-
tural poultry. The objects of research were adult males of different types of agricultural poultry: 
roosters Gallus gallus (n = 6), quails Coturnix coturnix (n = 10), guinea fowls Numida meleagris (n = 6), 
turkeys Meleagris gallopavo (n = 3) and geese Anser anser (n = 4). Qualitative and quantitative indi-
ces of freshly received and frozen semen were studied. These indicators include the percentage of 
mobile spermatozoa, the proportion of spermatozoa with abnormal morphology, the percentage ratio 
of spermatozoa with abnormal morphology in the head, middle part and flagellum. Sperm was col-
lected 3 times a week. The ejaculates were diluted with the medium for bird sperm dilution (1:1) 
followed by equilibration of samples at a temperature of 5 C for 180 minutes. Before cryopreserva-
tion, dimethylacetamide was added to the samples as a cryoprotectant by gradually increasing its 
concentration to 8 %. The samples were frozen in straws (0.25 ml) with an automatic freezer Cryo-
bath Biofreeze BV-65 (CONSARCTIC, Germany). Sperm quality was assessed using software Zoo-
sperm 1.0 (LLC VideoTesT Goss) and Nikon microscope (Nikon Corporation», Japan) equipped 
with an image input system. To determine the proportion of viable spermatozoa, a supravital staining 
of a cell smear with 5 % eosin solution was used. The quality indicators of freshly obtained semen 
complied with the requirements. It was found that the biological value of spermatozoa decreases 
during the freeze-thaw cycle in all species of poultry conditioned by a decrease in the activity of 
germ cells. The sperm of the goose was more cryoresistant than the sperm of roosters, quails and 
turkeys. In geese, after thawing frozen sperm, the content of sperm cells with a straight-forward 
movement decreased by 30 %, while in roosters, quails and turkeys up to 40-44 %. During semen 
equilibration, in all poultry species the proportion of live spermatozoa decreased by 7.0-10.6 %. After 
the freeze-thaw cycle, the proportion of live spermatozoa in the ejaculate decreased compared to 
the values found for freshly sperm. In roosters, this indicator decreased by 41.6 % with an increase 
in the percentage of spermatozoa with an abnormal morphology by 22.0 %. In quails these indica-
tors were 43.8 % and 21.8 % and in guinea fowls — 49.1 % and 28.8 %. The most visible disturb-
ances in the morphology of spermatozoa were noted in the flagellum. 
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Poultry products are among the main sources of proteins, fats, minerals, 
and vitamins among food products [1]. The rapid global rate of poultry industry 
development (from 2012 to 2016, the number of chickens in Russia increased by 
14.6 %, in the world by 10.8 %) [2] is driven by its economic efficiency (the 
poultry is superior to other farm animals in maturity rate and feed conversion 
rate). The volume of poultry meat production is more than 300 million tons per 
year but the need for poultry products is only 34 % met. This fact, along with 
technological effectiveness of the industry, stimulates its development [3, 4].  

Limiting factors are the lack of assisted reproductive technologies, includ-
ing cryopreservation and artificial insemination, the methods to compensate for 
reproductive losses associated with increased animal productivity [5]. Cryopreser-
vation of biological material is important in practical integration of reproductive 
technologies [6-8]. However, the use of cryopreserved sperm in the poultry indus-
try is limited, which is largely due to the poor quality of thawed semen. Spermato-
zoa fertility decreases during freezing and thawing of generative plasma of birds [9, 
10]. Spermatozoa of birds have a minimum volume of cytoplasm at a relatively 
large plasma membrane surface, the only cytoplasmic organoids are mitochondria 
[11, 12], the nucleus contains very condensed chromatin. In the freezing-thawing 
cycle, plasma and mitochondrial membranes are damaged mainly, as a result, the 
integrity of nuclear and mitochondrial DNA is violated, and the activity of sper-
matozoa is lost [13-15]. In birds, the structure of sperm is significantly different 
from that of mammals: the flagellum length is 90-100 µm, which is about 8 times 
longer than the head length [16-18]. 

Chemical and physical effects during freezing-thawing inevitably lead to 
changes in the ultrastructure of sperm and affect its biological full-grade. Cryo-
preservation causes damage to organelles and cell segments. The minor damages 
in the cells increase during freezing and thawing, and the cells lose their biologi-
cal quality. Sperm cryoresistance and the ability to resist the damaging effect of 
ultra-low temperature depend on the states of membranes, their permeability, 
lipid composition, and fluidity [19, 20]. Due to such changes, the efficiency fac-
tor of insemination of thawed sperm is much lower than that of fresh and chilled 
sperm [21-24].  

The cryoresistance of spermatozoa of birds depends on the species, de-
spite the similarity of morphology [25]. The intraspecific variability of cryostasis 
depending on the linear accessory of males roosters was noted [26]. In the 
musky drake, sperm is more cryostable than in the Peking duck, sperm of guinea 
fowl, when compared to a rooster and a turkey, is very sensitive to cryopreserva-
tion [27]. The biological value of sperm is influenced by abiotic factors during 
processing. The main of them is the composition of diluents and cryoprotectors, 
the freezing and thawing mode [28, 29]. The reaction of sperm to these factors 
depends on the species characteristics of birds. With the increase in shelf life, the 
proportion of dead and abnormal sperm increases as well. It also depends on the 
breed and species characteristics: for example, in the sperm of guinea fowl, the 
process is more intense than in roosters [30]. 

In this paper, the biological parameters of sperms in the main species of 
poultry (roosters, quails, guinea fowls, turkeys, geese) were compared at different 
technological stages in the freezing-thawing cycle and the data was obtained 
confirming that in the process of equilibration the content of dead sperm in the 
generative plasma increases significantly regardless of the bird species.  

The work objective was to study the effect of the freezing and thawing 
cycle on the biological parameters of sperm in different poultry species. 

Techniques. Full-grown roosters Gallus gallus L. (n = 6), quails Coturnix 
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coturnix L. (n = 10), guinea fowls Numida meleagris L. (n = 6), turkeys Meleagris 
gallopavo L. (n = 3) and geese Anser anser L. (n = 4) selected for the experiment 
were kept in individual cages (the physiological yard of Vivarium of Ernst Feder-
al Science Center For Animal Husbandry, 2017-2018). The poultry diet com-
plied with the standards provided for each species.  

Sperm was collected 3 times a week using spinal and peritoneal massage. 
For dilution, storage, and cryopreservation, a synthetic medium was prepared 
(bidistilled water 100 ml; fructose 1.0 g; glucose 1.0 g; Tris-HCl 0.195 g; disodi-
um phosphate 1.1 g; sodium glutamate 3.0 g). The ejaculates were diluted with 
the medium for bird sperm dilution (1:1) followed by equilibration of samples at 
5 C for 180 min. Before cryopreservation, dimethylacetamide was added as a 
cryoprotectant by gradually increasing its concentration to 8 %. The samples 
were frozen in 0.25 ml straws. An automatic freezer Biofreeze BV-65 (Consarctic 
Entwicklung und Handels GmbH, Germany) was used.  

Sperm quality was assessed using software Zoosperm 1.0 (LLC VideoTesT 
Goss, Russia) and Nikon microscope (Nikon Corporation», Japan) equipped with 
an image input system. The proportion and morphology were scored for straight-
forward moving and non-linearly moving spermatozoa, as well as for motionless 
cells. To determine the proportion of viable spermatozoa, supravital staining of 
smears with 5 % eosin solution was used.  

The obtained data were processed in the Microsoft Excel software. The 
mean values (M) and standard errors of means (±SEM) are presented in the tables. 
The significance of differences was assessed according to Student's t-criterion. Dif-
ferences were considered statistically significant at p  0.05. 

Results. Quality indicators of freshly obtained semen met the established 
requirements (Table 1). The content of mobile spermatozoa in the ejaculates 
varied depending on the bird species. The highest rate was in quails (87.5 %), 
the minimum in geese (64.5%). The average sperm activity in fresh semen of 
geese was lower than that of roosters, quails, guinea fowls, and turkeys, respec-
tively by 21.4; 23.0; of 17.0 and 17.0 %. The differences between the average 
sperm motility in geese and other studied species were statistically significant 
(p 0.001). Percent of spermatozoa with abnormal morphology was also higher 
in geese (from 10.9 to 18.6 %, 14.6±1.2 % on average). In quails, guinea 
fowls, roosters, and turkeys, it was lower by 1.8; 1.1; 5.4, and 5.0 %, respec-
tively (p  0.001). In guinea fowls, spermatozoa with morphological abnormali-
ties were more common than in roosters and quails respectively by 4.3 and 3.9% 
(p  0.01). 

1. Quality of fresh semen of different species of poultry 

Species 
Sample  
size, n 

Motile spermatozoa, 
%  

Spermatozoa with abnormal 
morphology, % 

Live spermatozoa, %  

Roosters 6 86.1±6.4 9.2±2.7 89.2±8.1 
Quails 10 87.5±3.8 9.6±1.2 92.5±6.1 
Guinea fowls 6 82.1±3.5 13.5±2.7* 91.6±5.4 
Geese 4 64.5±8.2** 14.6±1.2** 76.5±8.1 
Turkeys 3 81.5±3.6 12.8±1.6 87.2±4.2 
* The differences between guinea fowls, roosters, and quails are statistically significant at p 0.01. 
** The differences between geese and other species are statistically significant (p  0.001). 

 

The share of live spermatozoa varied from 76.5 to 92.5 % depending on 
the bird species. During equilibration it decreased. The number of dead sper-
matozoa in semen samples of roosters' seed after equilibration increased by 7.0 
%, quails by 9.5%, guinea fowls by 10.2%, geese by 10.6% and turkeys by 9.8% 
(Fig. 1). The differences between the live spermatozoa content in all the stud-
ied samples were statistically significant at p  0.001.  
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After equilibration, a 
slight decrease in the number 
of spermatozoa with the 
straight-forward movement was 
noted. During further cryopres-
ervation and subsequent thaw-
ing, this indicator decreased 
significantly. After thawing, the 
share of spermatozoa with the 
straight-forward movement in 
roosters decreased by 40 %, in 
quails by 43 %, in guinea fowls 
by 41 %, in geese by 30 %, and 
in turkeys by 44 % (Fig. 2).  

The cycle of freezing 
and thawing adversely affected not only the activity but also the share of live 
spermatozoa. In roosters, this indicator dropped from 89.2 up to 47.6 %, in 
quails from 92.5 up to 48.7 %, in guinea fowls from 91.6 up to 45.2 %, in geese 
from 76.5 up to 38.2 %, in turkeys from 87.2 up to 48.5 %.  

As a result of freezing-
thawing, the share of sperm 
with abnormal morphology in-
creased (Fig. 3). The frequency 
of abnormalities of different 
segments changed, and the 
number of sperm with flagellum 
pathology increased (Table 2). 
For example, in the frozen-
thawed samples of roosters' 
sperm in comparison with in-
dicators for the fresh ejaculate, 
the percentage of sperm with 
the pathology of heads, middle  
part and flagellum increased by 
0.4, 0.4, and 1.3 %, respective-
ly (p  0.001). Other studied 
species showed a similar trend. 

The freezing-thawing 
cycle significantly changes the 
biological parameters of the 
spermatozoa, which are influ-
enced by many factors. Several 
studies have confirmed the 
dependence of cryoresistance 
of poultry sperm on species 
peculiarities (for example, the 
cryoresistance of guinea fowl 
and geese sperm is lower than 

that of other types) [30, 31]. The sperm structure in these species is common but 
some properties on which the biological value of sperm depends are species-
specific. For example, the differences in the sperm cell subfractions, length, the 

 

Fig. 1. The proportion of live spermatozoa in the fresh (a) 
and equalized (b) semen of roosters (1), quails (2), guinea 
fowls (3), geese (4), and turkeys (5). 

Fig. 2. The proportion of live spermatozoa with the straight-
forward movement in the fresh (a) and frozen-thawed (b) 
semen of roosters (1), quails (2), guinea fowls (3), geese 
(4), and turkeys (5). 

 

Fig. 3. Pathology of the head (1), neck (2), and flagellum 
(3) in guinea fowls spermatozoa (eosin staining). 
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number of mitochondria, flagellum fibrous membranes, and metabolic capabili-
ties are species-specific. Therefore, the technology of cryopreservation, success-
fully used for one species, is unacceptable for others. Spermatozoa of guinea 
fowl and rooster have many morphological and morphometric similarities but 
differ in biochemical composition (i.e. in the ratio of cholesterol and phospho-
lipids), which is reflected in the biophysical properties of the membrane. The 
membrane of the spermatozoa of guinea fowl compared to rooster is rigid, 
therefore, they are inferior to the latter in cryoresistance. When cryopreserving 
the sperm of guinea fowl by the technology used for rooster sperm, the fertility 
rate is only 15 %. The biological value of sperm is influenced by the methods of 
packing (in granules or packets), and the rates of freezing and thawing. 

2. Spermatozoa with abnormal morphology (%) in freshly obtained semen (FOS) 
and the samples after freezing-thawing (FT) in different poultry species 

Species 
Abnormal area 

head middle part flagellum 
FOS FT FOS FT FOS FT 

Roosters 2.4±0.02 2.8±0.03* 2.6±0.02 3.0±0.03* 4.2±0.03 5.5±0.03* 
Quails 2.5±0.01 2.8±0.05* 2.3±0.03 3.1±0.02* 4.8±0.03 5.8±0.03* 
Guinea fowls 3.6±0.01 3.9±0.01* 3.7±0.02 4.6±0.03* 6.2±0.08 8.9±0.03* 
Geese 4.8±0.02 5.2±0.06* 3.9±0.03 4.2±0.01* 5.9±0.02 7.4±0.02* 
Turkeys 4.3±0.02 4.9±0.02* 3.3±0.05 3.9±0.02* 4.6±0.03 5.8±0.04* 
* The differences between average values for FOS and FT are statistically significant at р  0.001.   

 

The proportion of spermatozoa with abnormal morphology depends on 
species characteristics, used diluents, and shelf life. Ultrastructural studies con-
firm a high correlation of sperm activity with ultrastructural lesions in the flagel-
lum and the middle part of the spermatozoa, on which the kinematics of sperm 
depends [32]. The obtained data of light microscopy on violations of the mor-
phology of the middle part and flagellum, as well as a decrease in activity after 
freezing-thawing indirectly indicate the accumulation of ultrastructural damages 
in the middle part and flagella of spermatozoa.  

Thus, in cryopreserving semen of different poultry species, the biological 
value of spermatozoa deteriorates because of a decrease in semen activity. The 
equilibration of semen before cryopreservation decreases the share of live sper-
matozoa in all poultry species studied. The proportion of cells with abnormal 
morphology increases. During freezing and thawing, these indicators increase 
significantly. In comparison with the fresh sperm, the number of live spermato-
zoa after freezing-thawing in the ejaculates of roosters decreased by 41.6 %, with 
a 22.0 % increase in spermatozoa with abnormal morphology. In quails these 
indicators were 43.8 and 21.8 %, respectively, and in guinea fowls 49.1 and 
28.8 %, respectively. The greatest abnormalities in the morphology of sperm oc-
cur in flagellum. 

 
R E F E R E N C E S  

 
1. Tarasova N.V., Chernyakevich L.M. Sovremennye problemy nauki i obrazovaniya, 2013, 4. Available 

https://www.science-education.ru/ru/article/view?id=9934. Accessed September 10, 2018 (in Russ.). 
2. FAOSTAT. Livestock Primary. Available http://www.fao.org/faostat/ru/#data/QL. Accessed 

September 10, 2018. 
3. Mottet A., Tempio G. Global poultry production: current state and future outlook and chal-

lenges. World Poultry Sci. J., 2017, 73(2): 245-256 (doi: 10.1017/S0043933917000071). 
4. Vetrivel S.C., Chandrakumarmangalam S. The role of poultry industry in Indian economy. 

Braz. J. Poult. Sci., 2013, 4(15): 287-293 (doi: 10.1590/S1516-635X2013000400001).  
5. Lucy M.C. Reproductive loss in high-producing dairy cattle: where will it end? J. Dairy Sci., 

2001, 84(6): 1277-1293 (doi: 10.3168/jds.S0022-0302(01)70158-0). 
6. Bagirov V.A., Iolchiev B.S., Volkova N.A., Zinov'eva N.A. Effect of cryopreservation on biolog-

ical parameters of semen in Romanov breed ½ Argali hybrid rams. Sel'skokhozyaistvennaya bi-
ologiya, 2017, 52(2): 268-273 (doi: 10.15389/agrobiology.2017.2.268rus). 



 

1235 

7. Andrabi S.M.H., Maxwell W.M.C. A review on reproductive biotechnologies for conservation 
of endangered mammalian species. Anim. Reprod. Sci., 2007, 99(3-4): 223-243 (doi: 
10.1016/j.anireprosci.2006.07.002). 

8. Boettcher P.J., Akin O. Current arrangements for national and regional conservation of animal 
genetic resources. Animal Genetic Resources, 2010, 47: 73-83 (doi: 10.1017/S2078633610000949). 

9. Mal'tsev A.B., Dymkov A.B. Doklady Rossiiskoi akademii sel'skokhozyaistvennykh nauk, 2008, 2: 
50-52 (in Russ.). 

10. Kurbatov A.D., Tsarenko R.G., Mavrodina T.G. Byul. nauch. rabot VNIIRGZH, 1979, vyp. 9: 
35-39 (in Russ.). 

11. Blesbois E., Grasseau I., Seigneurin F. Membrane fluidity and the ability to survive cryopreservation 
in domestic bird spermatozoa. Reproduction, 2005, 129(3): 371-378 (doi: 10.1530/rep.1.00454). 

12. Varadi E., Vegi B., Liptoi K., Barna J. Methods for cryopreservation of guinea fowl sperm. PLoS 
ONE, 2013, 8(4): e62759 (doi: 10.1371/journal.pone.0062759). 

13.  Blanco J.M., Gee G., Wildt D.E., Donoghue A.M. Species variation in osmotic, cryprotectant, 
and cooling rate tolerance in poultry, eagle, and falcon spermatozoa. Biol. Reprod., 2000, 63(4): 
1164-1171.  

14. Blesbois E., Brillard J.P. Specific features of in vivo and in vitro sperm storage in birds. Animal, 
2007, 1(10): 1472-1481 (doi: 10.1017/S175173110700081X). 

15. Tselyutin K.V. V sbornike nauchnykh trudov: Teoriya i praktika selektsii yaichnykh i myasnykh 
kur [Theoretical and practical aspects of egg and meat chickens breeding]. St. Petersburg—
Pushkin, 2002: 48-55 (in Russ.). 

16. Tur B.K., Mavrodina T.G., Klyushchinskaya G.I. V sbornike nauchnykh trudov: Teoriya i prak-
tika selektsii yaichnykh i myasnykh kur. St. Petersburg—Pushkin, 2002: 76-83 (in Russ.). 

17. Novgorodova I.P., Zhilinskii M.A., Volkova N.A., Bagirov V.A., Zinov'eva N.A. Ptitsevodstvo, 
2016, 8: 2-7 (in Russ.). 

18. Santiago-Moreno J., Esteso M.C., Villaverde-Morcillo S., Toledano-Déaz A., Castaño C., Ve-
lázquez R., López-Sebastián A., Goya López A.L., Gimeno Martínez J. Recent advances in bird 
sperm morphometric analysis and its role in male gamete characterization and reproduction 
technologies. Asian J. Androl., 2016, 18(6): 882-888 (doi: 10.4103/1008-682X.188660). 

19. Amann R., Pickett B. Principles of cryopreservation and a review of stallion spermatozoa. J. 
Equine Vet. Sci., 1987, 7(3): 145-173 (doi: 10.1016/S0737-0806(87)80025-4). 

20. Purdy P.H. A review on goat sperm cryopreservation. Small Ruminant Res., 2006, 63(3): 215-
225 (doi: 10.1016/j.smallrumres.2005.02.015). 

21. Hammadeh M.E., Askari A.S., Georg T., Rosenbaum P., Schmidt W. Effect of freeze-thawing 
procedure on chromatin stability, morphological and membrane integrity of human spermato-
zoa in fertile and subfertile men. Int. J. Androl., 1999, 22(3): 155-162 (doi: 10.1046/j.1365-
2605.1999.00162.x). 

22. Buhr M.M., Fiser P., Bailey J.L., Curtis E.F. Cryopreservation in different concentrations of 
glycerol alters boar sperm and their membranes. J. Androl., 2001, 22(6): 961-969 (doi: 
10.1002/j.1939-4640.2001.tb03436.x). 

23. Chenoweth P.J. Genetic sperm defects. Theriogenology, 2005, 64(3): 457-468 (doi: 
10.1016/J.theriogenology.2005.05.005). 

24. Seigneurin F., Grasseau I., Chapuis H.,  Blesbois E. An efficient method of guinea fowl sperm 
cryopreservation. Poultry Sci., 2013, 92(11): 2988-2996 (doi: 10.3382/ps.2013-03166). 

25. Hudson G.H., Omprakash A.V., Premavalli K. Effect of semen diluents, dilution rates and stor-
age periods on live and abnormal spermatozoa of pearl guinea fowls. Asian Journal of Animal 
and Veterinary Advances, 2016, 11(7): 411-416 (doi: 10.3923/ajava.2016.411.416). 

26. Lukasewicz E., Chrzanowska M., Jerysz A., Chelmonska B. Attempts on freezing the Greylag 
(Anser anser L.) gander semen. Anim. Reprod. Sci., 2004, 80(1-2): 163-173 (doi: 10.1016/S0378-
4320(03)00119-2). 

27. Seigneurin F., Grasseau I., Chapuis H., Blesbois E. An efficient method of guinea fowl sperm 
cryopreservation. J. Poultry Sci., 2013, 92(11): 2988-2996 (doi: 10.3382/ps.2013-03166). 

28. Alvarenga M.A., Landim-Alvarenga F.C., Moreira R.M., Cesarino M.M. Acrosomal ultrastruc-
ture of stallion spermatozoa cryopreserved with ethylene glycol using two packaging systems. 
Equine Veterinary Journal, 2000, 32: 541-545 (doi: 10.2746/042516400777584749). 

29. Barbas J.P., Mascarenhas R.D. Cryopreservation of domestic animal sperm cells. Cell Tissue 
Bank, 2009, 10(1): 49-62 (doi: 10.1007/s10561-008-9081-4). 

30. Dumpala P.R., Parker H.M., McDaniel C.D. The effect of semen storage temperature and 
diluent type on the sperm quality index of broiler breeder semen. International Journal of Poultry 
Science, 2006, 5(9): 838-845 (doi: 10.3923/ijps.2006.838.845). 

31. Siudzinska A., Lukaszewicz E. Effect of semen extenders and storage time on sperm morpholo-
gy of four chicken breeds. Journal of Applied Poultry Research, 2008.17(1): 101-108 (doi: 
10.3382/japr.2007-00048). 

32. Visco V., Raffa S., Elia J., Delfino M., Imbrogno N., Torrisi M.R., Mazzilli F. Morphological 
sperm defects analyzed by light microscopy and transmission electron microscopy and their cor-
relation with sperm motility. International Journal of Urology, 2010, 17(3): 259-266 (doi: 
10.1111/j.1442-2042.2010.02451.x). 


