
 

 

1 

AGRICULTURAL BIOLOGY, ISSN 2412-0324 (English ed. Online) 

2021, V. 56, Iss. 6, pp. 1134-1147 
[SEL’SKOKHOZYAISTVENNAYA BIOLOGIYA] ISSN 0131-6397 (Russian ed. Print) 

ISSN 2313-4836 (Russian ed. Online) 
 
 
UDC 636.32/.38:575.162:577.2 doi: 10.15389/agrobiology.2021.6.1134eng 

doi: 10.15389/agrobiology.2021.6.1134rus 
 

A STUDY OF MATERNAL VARIABILITY OF RUSSIAN LOCAL  
SHEEP BREEDS BASED ON ANALYSIS OF CYTOCHROME b  

GENE POLYMORPHISM 
 

O.A. KOSHKINA1, Т.Е. DENISKOVA1 , А.V. DOTSEV1, E. KUNZ2,  
M. UPADHYAY2, S. KREBS3, A.D. SOLOVIEVA1, I. MEDUGORAC2,  

N.А. ZINOVIEVA1 
 

1Ernst Federal Research Center for Animal Husbandry, 60, pos. Dubrovitsy, Podolsk District, Moscow Province, 142132 
Russia, e-mail olechka1808@list.ru, horarka@yandex.ru ( corresponding author), asnd@mail.ru, anastastasiya93@mail.ru, 
n_zinovieva@mail.ru; 
2Population Genomics Group, Department of Veterinary Sciences, Ludwig Maximilian University (LMU) Mu-
nich, Germany, 80539 Munich, Veterinaerstr. 13, e-mail elisabeth.kunz@gen.vetmed.uni-muenchen.de, 
u.maulik@gen.vetmed.uni-muenchen.de, ivica.medjugorac@gen.vetmed.uni-muenchen.de; 
3Gene Center, Ludwig-Maximilians-University, (LMU) Munich, Germany, 80539 Munich, Veterinaerstr. 13, e-mail 
krebs@genzentrum.lmu.de 
ORCID: 
Koshkina O.A. orcid.org/0000-0003-4830-6626 Krebs S. orcid.org/0000-0001-5112-9507 
Deniskova T.E. orcid.org/0000-0002-5809-1262 Solovieva A.D. orcid.org/0000-0003-2628-9554 
Dotsev A.V. orcid.org/0000-0003-3418-2511 Medugorac I. orcid.org/0000-0002-6891-3039 
Kunz E. orcid.org/0000-0002-6949-4120 Zinovieva N.A. orcid.org/0000-0003-4017-6863 
Upadhyay M. orcid.org/0000-0002-4296-0021  
The authors declare no conflict of interests 
Acknowledgements: 
The equipment of the Center for Biological Resources and Bioengineering of Agricultural Animals (Ernst Federal 
Research Center for Animal Husbandry) was used.  
Performed with the financial support of the Russian Science Foundation (RSF No. 21-66-00007). Sheep samples 
were obtained as part of the assignment of the Ministry of Science and Higher Education of the Russian Federation 
(No. 0445-2019-0024). 
Received October 1, 2021   

 

A b s t r a c t  
 

Analysis of mitochondrial DNA (mtDNA) polymorphism is one of the most effective mod-
ern approaches to assess the genetic diversity of livestock species. The mtDNA sequencing is the 
most efficient approach for identifying mtDNA haplogroups in sheep (Ovis aries). Although this 
approach is widely used abroad, a systematic and comprehensive study of Russian sheep breeds with 
its aid has not yet been conducted. In this work, we analyzed the polymorphism of the complete 
sequence of the cytochrome b (CytB) gene in Russian sheep breeds of various origins. For the first 
time, we established the belonging of sheep from 25 Russian breeds to haplogroups and showed hap-
lotype relationships between coarse wool, fine wool and semi-fine wool sheep breeds based on the 
analysis of polymorphism of the mitochondrial cytochrome b gene. The maternal variability of a wide 
range of local sheep breeds in comparison with transboundary breeds was assessed. In this research, 
we aimed to evaluate genetic diversity and to determine the haplotype variability and haplogroup 
belonging of Russian local sheep breeds based on the CytB gene sequences. The study was performed 
on 106 samples from 25 Russian sheep breeds in 2020-2021. Tissue samples (ear notches) were re-
trieved from the biological collection “Bank of genetic material of domestic and wild animal species 
and poultry” (registered by the Ministry of Education and Science of the Russian Federation No. 
498808), which is established and maintained at the Ernst Federal Research Center for Animal Hus-
bandry. The final study sample included nine fine-wool breeds, including Baikal (n = 3), Dagestan 
Mountain (n = 4), Groznensk (n = 5), Kulundin (n = 5), Manych Merino (n = 5), Salsky (n = 5), 
Soviet Merino (n = 3), Stavropol (n = 5) and Volgograd (n = 5); five semi-fine wool breeds, includ-
ing Altai mountain(n = 5), Kuibyshev (n = 1), North Caucasian meat-wool (n = 5), Russian long-
haired (n = 3) and Tsigai (n = 2); eleven coarse-wool breeds, including Romanov (n = 3), Andean 
black (n = 5), Buubei (n = 5), Karakul (n = 3), Karachaev (n = 5), Kuchugur (n = 3), Lezgin (n = 5), 
Tushin (n = 5), Tuva short-fat-tailed (n = 4), Edilbai (n = 5) and Kalmyk (n = 5). The complete 
sequences of the CytB gene of the studied sheep breeds were determined using the next generation 
sequencing (NGS) technology. To achieve this goal, three overlapping mtDNA fragments (overlap-
ping region of more than 290 bp) with lengths of 6500, 5700, and 6700 bp were amplified. The ob-
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tained polymerase chain reaction (PCR) products were used to prepare libraries, which were then 
sequenced by the method of paired terminal reads of 300 bp each with a MiSeq System Sequencer 
(Illumina, Inc., USA). The CytB gene sequence was recovered from the complete mtDNA sequence 
after alignment, which was performed using the MUSCLE algorithm in the MEGA 7.0.26 software. 
All studied breeds had high haplotype (HD = 0.400-1,000) and nucleotide diversity (π = 0.00058-
0.00760). In total, we identified 82 haplotypes. Tuva short-fat-tailed sheep breed was represented by 
only one haplotype. The AMOVA results showed that genetic diversity was mainly determined by 
intrabreed differences (90.55 %). Four haplogroups including A, B, C and D were identified in the 
study sample. Such a haplogroup diversity might be explained by a wide geographical range of habi-
tats of the studied animals. The most frequent haplogroups in Russian local sheep breeds were B (n 
= 64) and A (n = 34), which are typical for sheep of European and Asian origin respectively. Seven 
animals were assigned to haplogroup C, and haplogroup D was represented by one animal. The re-
sults contribute to a deeper understanding of the processes of migration and settlement of domestic 
sheep in Eurasia.  
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Domestic sheep (Ovis aries) are one of the most economically significant 
livestock species, providing humans with food (meat and milk) and raw materials 
for light industry (wool, sheepskin, and astrakhan) [1]. Since domestication (be-
tween 11,000 and 10,500 BC), sheep have spread across all continents, except 
for Antarctica [2]. This has led to various local breeds with a unique composi-
tion of traits due to adaptation and artificial selection with the aim of producing 
livestock products [3]. 

Genetic diversity (variation in alleles and genotypes present in a popula-
tion) reflects the size, history, ecology, and fitness of a population [4]. It plays 
an important role in ensuring the formation of traits that are responsible for the 
improvement, survival, and adaptation of a species [5]. Climate change, emerg-
ing diseases, scarcity of land and water resources, and changing market demands 
make the conservation and sustainable use of livestock genetic resources even 
more important [6]. The study of the genetic variability of the world gene pool 
of modern native sheep breeds makes it possible to comprehensively assess ge-
netic diversity and indicators of selection, deepen knowledge about the breeds’ 
origin and distribution, and determine the impact of human activity on these 
animals since domestication [7-9]. 

Single nucleotide polymorphisms (SNPs), although widely used in the 
study of the genomes of farm animals [10, 11], represent only one type of com-
mon genomic variation. Another effective approach for assessing genetic diversity 
that has not lost its relevance is the study of mitochondrial DNA (mtDNA) pol-
ymorphism [12, 13]. MtDNA demonstrates a high degree of polymorphism and 
is characterized by the absence of recombination. This makes it possible to study 
the genetic relationships between breeds and to track both ancient and relatively 
recent evolutionary events. 

Phylogenetic studies have often focused on mitochondrial genes encod-
ing ribosomal DNA (12S and 16S), but their use in broad taxonomic analysis is 
constrained by the predominance of insertions and deletions (indels); this greatly 
complicates the alignment of sequenced nucleotide sequences [14]. In this re-
gard, 13 protein-coding genes, in which indels are rarely found due to a shift in 
the reading frame, are considered more suitable targets in the mitochondrial ge-
nome. 

The cytochrome B (Cytb) gene has several advantages over other 
mtDNA genes. First, it has a wider range of phylogenetic signals than other mi-
tochondrial genes. Second, nucleotides in the third codon position of Cytb show 
a high base substitution frequency, which is approximately three times higher 
than the rate of 12S or 16S rDNA, leading to accelerated molecular evolution 
[15]. Third, this gene evolves quite quickly, making it possible to distinguish 
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closely related species as well as phylogenetic groups within the same species 
[16, 17]. Therefore, mtDNA sequencing is the approach for identifying haplog-
roups. Although this approach is widely used [18-20], it has not been used to 
conduct a systematic and comprehensive study of Russian sheep breeds. 

In 1996, Wood et al. [19] identified two haplogroups in domestic sheep 
from New Zealand. Then in 1998, after comparing the distribution of haplotypes 
in several breeds in Germany, Russia, and Kazakhstan, Hiendleder et al. [20] 
identified these haplogroups as Asian (haplogroup A) and European (haplogroup 
B). In 2005, based on the results of studies on local breeds from China and Tur-
key, Guo et al. [18] and Pedrosa et al. [21] expanded the composition of hap-
logroups to three generally recognized phylogenetic branches (with the inclusion 
of haplogroup C). Haplogroup C sequences were found at low frequency in 
sheep living in Portugal [22], suggesting gene flow from the Fertile Crescent to 
the Iberian Peninsula. Haplogroup C has also been shown to contain more ge-
netic diversity than haplogroup A or B [21]; however, unlike haplogroup B, it 
does not correspond to any of the wild animals of the Ovis genus. Subsequently, 
in 2006, Tapio et al. [23] found a control region sequence in one Karachaev 
sheep that clustered separately from the three distinct clusters of domestic sheep 
mtDNA. This study provided evidence of the presence of a fourth maternal line-
age, named haplogroup D. Lastly, in 2007, based on the analysis of polymor-
phism of the fragment of the control region and Cytb mtDNA in sheep, Mead-
ows et al. [24] identified the fifth haplogroup, E. 

Genetic analysis showed that haplogroups A and B are found in domes-
tic sheep from all geographic regions (average combined frequency, 89%). Hap-
logroup A is mainly found in Asian populations [19, 25], whereas haplogroup B 
has a high frequency of occurrence in European and Asian populations. In con-
trast, haplogroup C is less common (mean frequency: 18%); only a small num-
ber of individuals have been identified in Asia (within the Fertile Crescent) and 
Europe (within the Caucasus and Iberian Peninsula) [23, 25, 26]. Haplogroups 
D and E have been identified more recently and are the least represented of the 
five lineages; sheep with these haplogroups have so far only been found in the 
Caucasus and Turkey [23, 24]. 

Through the use of mtDNA to determine the genetic diversity of sheep, 
insights into the history of sheep domestication and human-influenced global 
migration have been obtained [27]. In 2007, Pardeshi et al. [28] characterized 
the mtDNA diversity of three breeds of Indian sheep which all belonged to ma-
ternal line A. The Indian sheep network did not have a well-defined central hap-
lotype, no haplotype exchange between populations was observed, and there was 
a strong breed structure. This haplotype structure of Indian sheep indicates that 
the history of these breeds was characterized by complete reproductive isolation 
and a very low frequency of crossing between populations. This is likely because 
Indian sheep farming is indeed based on maintaining cultural and traditional 
barriers that prevent genetic exchange between breeds [28]. 

In 2013, Zhao et al. [29] examined mtDNA variability in local sheep 
raised in seven regions of China. Phylogenetic analysis of mtDNA D-loop se-
quences from 16 indigenous Chinese sheep breeds confirmed the presence of 
three maternal haplogroups (A, B, and C) with high genetic diversity. Addition-
ally, Lv et al. [27] identified two stages of migration in the history of the East 
Eurasian sheep. The authors concluded that the Mongolian Plateau region was a 
secondary center of settlement, acting as a "transport hub" in Eastern Eurasia. 
Sheep from the Middle Eastern center of domestication migrated through the 
Caucasus and Central Asia and arrived in northern and southwestern China 
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(haplogroups A, B, and C) and the Indian subcontinent (haplogroups B and C) 
[27]. 

The estimated time of divergence between the five main haplogroups oc-
curred before domestication, as demonstrated by archaeological evidence [30]. 
For example, the time of divergence between the two most common lineages, A 
and B, was estimated to be 1.6-1.7 million years ago based on the Cytb sequenc-
es [20]. In addition, Pedrosa et al. [21] suggested that the divergence times of 
line C and lines A and B are approximately 0.42-0.76 and 0.45-0.75 Ma, respec-
tively, based on analysis of Cytb sequences. However, a recent study [25] used 12 
protein-coding genes to provide a different estimate of the divergence between 
lineages: 0.590±0.17 Ma between A and B, and 0.26±0.09 Ma between C and E. 
In 2020, Liu et al. [31] conducted a complete genome mtDNA sequencing study 
on Tibetan sheep and obtained similar results. This supports the existence of two 
maternal lines (haplogroups A and B) with high genetic diversity in 15 popula-
tions of Tibetan sheep in China. The ancestors of the maternal lines may have 
been mouflons (O. gmelina) and argali (O. ammon) [31]. Despite the wide cover-
age of mtDNA studies abroad, the Russian sheep breeds remain poorly under-
stood. Sheep breeding has always been an important branch of animal husbandry 
in the Russian Federation because it provides the population with wool, which is 
in huge demand due to harsh climatic conditions. In the 1990s, sheep breeding 
in the Russian Federation fully met the domestic needs of the country [32], but 
by 2007 there was a sharp decrease in the number of sheep (by 65%) and the 
textile industry (by 85–90%) [33]. Many factors contributed to this, including a 
lack of demand for fine and crossbred wool, change of ownership, price disparity 
for industrial and agricultural products, an inundation of the domestic market 
with cheap imported goods made of wool, cotton, and leather, unpreparedness, 
and vulnerability of prices of the Russian commodities in the market [34]. Fur-
thermore, the number of sheep breeding enterprises has decreased in Russia 
[35], and this has led to an economic decline in domestic sheep breeding. In 35 
regions of the Russian Federation, 43 sheep breeds are bred, including 15 fine 
(34.9%), 12 semi-fine (27.9%), 2 semi-coarse (4.7%), and 14 coarse (32.5%) 
wool breeds [36]. 

Despite the problems with domestic sheep breeding, it has begun to re-
cover. Currently, improving the potential meat productivity of raised breeds is 
considered promising for increasing the economic efficiency of the sheep breed-
ing industry. This is due to a significant difference between the economic im-
portance of wool (5% of the total income) and mutton (95%). Due to market 
reorientation, the share of wool breeds has decreased significantly from 90.0% in 
1990 to 55.2% in 2020, whereas that of meat breeds have increased from 10.0 to 
44.8% [37, 38]. These changes have had serious consequences. Some woolly 
breeds are on the verge of extinction. Most fine and semi-fine wool breeds were 
developed using native ewes as maternal forms, with sires of highly productive 
foreign breeds [39]. Local coarse wool breeds were created based on the genetic 
resources of native sheep and their history of origin, which has not yet been fully 
elucidated. 

In this study, we analyzed the polymorphism in the complete sequence 
of Cytb in Russian breeds of sheep of various origins. For the first time, the hap-
logroups of sheep from 25 Russian breeds were established, and haplotype rela-
tionships between coarse, fine, and semi-fine wool breeds were determined. The 
characteristics of maternal variability in local sheep breeds were compared with 
those of transboundary breeds. Our goal was to determine the genetic diversity, 
haplotype variability, and haplogroup assignments of Russian local sheep breeds 
based on Cytb sequences. 
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Materials and methods. The study was performed on 25 Russian sheep 
breeds between 2020 and 2021. Tissue samples (ear notches) were obtained from 
the biocollection "Bank of genetic material of domestic and wild species of ani-
mals and birds" (registered by the Ministry of Education and Science of the Rus-
sian Federation No. 498808). It is established and maintained by the Ernst Fed-
eral Research Center for Animal Husbandry. The final dataset included nine fine 
wool breeds: Baikal fine-fleeced (BAKL, n = 3), Dagestan Mountain (DGMT, 
n = 4), Groznensk (GRZY, n = 5), Kulundin (KLND, n = 5), Manych Merino 
(MNCM, n = 5), Salsky (SLSK, n = 5), Soviet Merino (SVTM, n = 3), Stav-
ropol (STVP, n = 5), and Volgograd (VLGD, n = 5); five semi-fine wool 
breeds: Altai Mountain (ALTM, n = 5), Kuibyshev (KBSV, n = 1), North Cau-
casian (NCCS, n = 5), Russian Longhaired (RSLH, n = 3), and Tsigai (TSIG, 
n = 2); and eleven coarse wool breeds: Romanov (RMNV, n = 3), Andean 
(ANDB, n = 5), Buubei (BUBI, n = 5), Karakul (KRKL, n = 3), Karachaev 
(KRCV, n = 5), Kuchugur (KHGR, n = 3), Lezgin (LZGN, n = 5), Tushin 
(TSHN, n = 5), Tuva short-fat-tailed (TUVA, n = 4), Edilbaev (EDLB, n = 5), 
and Kalmyk (KLMY, n = 5). 

DNA was extracted using a DNA-Extran-2 kit (OOO Sintol, Russia) ac-
cording to the manufacturer's recommendations. Quality control of the obtained 
DNA solutions was performed in two stages. In the first stage, the concentration 
was measured (DNA from 15 to 50 ng/μl was included) using a Qubit 4.0 fluo-
rimeter (Invitrogen/Life Technologies, USA). In the second stage, the ratio of 
the degree of absorption OD260/OD280 (DNA with a ratio ≥ 1.8 was included) 
was measured using a NanоDrop8000 spectrophotometer (Thermo Fisher Scien-
tific, USA). Complete sequences of the Cytb gene of the sheep breeds were se-
quenced using next-generation sequencing technology. For this purpose, three 
overlapping mtDNA fragments (overlapping region > 290 bp), 6500, 5700, and 
6700 bp long, were amplified using the following primer pairs: F1 5′-
GTCCTTCGCCCTAATC-CTCTC-3′, R1 3′-AGGGTGCCGATATCTTTGTG-
5′; F2 5′-ACCCAAAACTCTTCGTGCTC-3′, R2 3′-GGAAGTCAGAATGC-
GATGGT-5′; and F3 5′-AC-ACCAAACCCACGCTTATC-3′, R3 3′-GG-
GTGTTGATAGTGGGGCTA-5′. Reactions were performed at a final volume 
of 25 µl: 10 µl reaction buffer (2.5½ HF Reaction buffer), 10.25 µl Milli-Q Wa-
ter H2O, 2.5 µl dNTPs, 1 µl primer mix, 0.25 µl SmartTaq HF-FuZZ DNA pol-
ymerase (Dialat, Russia), and 1 µl of DNA. After initial denaturation (2 min at 
94 °С), amplification was performed on an Applied Biosystems SimpliAmp 
thermal cycler (Thermo Fisher Scientific, USA) using the following tempera-
ture-time regime: 30 s at 94 °С (1 cycle); 30 s at 61 °С, 6.5 min at 70 °С (10 
cycles); 30 s at 94 °С, 30 s at 60 °С, 3.5 min at 70 °С (25 cycles); and the final 
stage for 10 min at 72 °С. 

The obtained polymerase chain reaction products were purified using a 
Cleanup Standard kit for DNA purification from agarose gel and reaction mix-
tures (ZAO Evrogen, Russia) and used to prepare libraries, which were then se-
quenced using 300 bp paired-end sequencing on a MiSeq device (Illumina, Inc., 
USA). The Cytb sequence was reconstructed from the complete mtDNA se-
quence after alignment was performed using the MUSCLE algorithm [40] in 
MEGA 7.0.26 software [41). A median-joining haplotype network [42] was con-
structed using PopART 1.7 software [43]. The best evolutionary models were 
determined in PartitionFinder 2 [44], using the adjusted Akaike information cri-
terion [45]. The evolutionary models HKY and HKY + I were found to be op-
timal. An analysis of molecular variance (AMOVA] was performed using Arle-
quin 3.5.2.2 [46]. The Bayesian phylogenetic tree was constructed using MrBayes 
3.2.7 [47] with subsequent visualization in FigTree 1.4.3 [48]. The Cytb sequence 
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of snow sheep (O. nivicola; GenBank accession number NC_039431.1) was used 
as the outgroup [49]. A Markov chain Monte Carlo search was performed using 
four chains with 10,000,000 steps, with trees sampled every 500 generations (the 
first 25% of the trees were discarded as burn-in). In the DnaSP 6.12.01 program 
[50], the following parameters of genetic diversity were calculated: the number of 
polymorphic sites (S), the average number of nucleotide differences (K), the 
number of haplotypes (H), haplotype diversity (Hd), nucleotide diversity (π), 
and the standard error of the mean (±SEM). 

Results. A total of 82 haplotypes were identified from 106 domestic 
sheep. All the individuals from the Tuva short-fat-tailed breed group had an 
identical haplotype. The highest haplotypic diversity (Hd = 1.000) was observed 
in the Baikal fine-fleeced, Kalmyk, Karakul, Lezgin, Russian Longhaired, Stav-
ropol, Tsigai, Volgograd, and Manych Merino breeds (Table 1). The North Cau-
casian meat-wool and Tushin breeds showed the lowest haplotype diversity 
(Hd = 0.400). The lowest values of nucleotide diversity and smallest average 
number of nucleotide differences were recorded in the Soviet Merino breed 
(π = 0.00058, K = 0.667). The Baikal fine-fleeced breed was characterized by 
the highest values for these indicators (π = 0.00760, K = 8.667).  

1. Indices of genetic diversity in populations of 25 Russian local breeds of domestic 
sheep (Ovis aries), based on the nucleotide sequence of the mitochondrial gene 
cytochrome B (Ernst Federal Research Center for Animal Husbandry, Moscow 
region, 2020–2021) 

Population n S K H Hd±SEM  π±SEM 
ALTM 5 8 4.000 4 0.900±0.161 0.00351±0.00069 
ANDB 5 5 2.600 4 0.900±0.161 0.00228±0.00049 
BAKL 3 13 8.667 3 1.000±0.272 0.00760±0.00308 
BUBI 5 13 5.800 3 0.800±0.164 0.00509±0.00208 
DGMT 4 14 7.333 3 0.833±0.222 0.00643±0.00240 
EDLB 5 6 2.800 4 0.900±0.161 0.00246±0.00064 
GRZY 5 4 1.600 4 0.900±0.161 0.00140±0.00042 
KBSV 3 2 1.333 2 0.667±0.314 0.00117±0.00055 
KHGR 3 4 2.667 2 0.667±0.314 0.00234±0.00110 
KLMY 5 8 3.600 5 1.000±0.126 0.00316±0.00065 
KLND 5 5 2.000 4 0.900±0.161 0.00175±0.00051 
KRCV 5 13 5.600 4 0.900±0.161 0.00491±0.00220 
KRKL 3 6 4.000 3 1.000±0.272 0.00351±0.00141 
LZGN 5 15 8.000 5 1.000±0.126 0.00702±0.00160 
MNCM 5 7 2.800 5 1.000±0.126 0.00246±0.00051 
NCCS 5 3 1.200 2 0.400±0.400 0.00105±0.00062 
RMNV 3 2 1.333 2 0.667±0.314 0.00117±0.00055 
RSLH 3 4 2.667 3 1.000±0.272 0.00234±0.00068 
SLSK 5 6 2.400 4 0.900±0.161 0.00211±0.00065 
STVP 5 18 7.800 5 1.000±0.126 0.00684±0.00212 
SVTM 3 1 0.667 2 0.667±0.314 0.00058±0.00028 
TSHN 5 2 0.800 2 0.400±0.237 0.00070±0.00042 
TSIG 2 1 1.000 2 1.000±0.500 0.00088±0.00044 
TUVA 4 0 0.000 1 0.000±0.000 0.00000±0.00000 
VLGD 5 18 7.600 5 1.000±0.126 0.00667±0.00183 
N o t e . n — number of samples, S — number of polymorphic sites, K — average number of nucleotide differ-
ences, H — number of haplotypes, Hd — haplotype diversity, π — nucleotide diversity. ALTM — Altai Mountain, 
ANDB — Andean, BAKL — Baikal fine-fleeced, BUBI — Buubei, DGMT — Dagestan Mountain, EDLB — 
Edilbaev, GRZY — Groznensk, KBSV — Kuibyshev, KHGR — Kuchugur, KLMY — Kalmyk, KLND — Ku-
lundin, KRCV — Karachaev, KRKL — Karakul, LZGN — Lezgin, MNCM — Manych Merino, NCCS — North 
Caucasian, RMNV — Romanov, RSLH — Russian Longhaired, SLSK — Salsky, STVP — Stavropol, SVTM — 
Soviet Merino, TSHN — Tushin, TSIG — Tsigai, TUVA — Tuva short-fat-tailed, VLGD — Volgograd.  

 

The coarse wool sheep breeds (Fig. 1, A) formed three clusters corre-
sponding to haplogroups A, B, and C. These breeds were characterized by high 
genetic diversity. The exception was the Tuva short-fat-tailed breed, all the study 
individuals of which belonged to the same haplogroup A. Animals of the other 
breeds belonged to different haplogroups, which may indicate that these popula-
tions are of a mixed origin. The fine wool sheep breeds (Fig. 1, B) also had a 
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high haplotype diversity. As in the case of coarse wool sheep, animals of the 
same breed clustered into different haplogroups, with the exception of the Salsky 
breed. In contrast to Tuva short-fat-tailed sheep, sheep from the Salsky breed were 
characterized by higher nucleotide diversity and had different haplotypes within 
haplogroup B, which was the most numerous one among the fine wool breeds.  

Sheep assigned to haplogroup C differed from those belonging to haplog-
roup A by nine nucleotide substitutions. Among the fine wool sheep, one indi-
vidual of the Volgograd breed, which differed by eight nucleotide substitutions 
from haplogroups A and C, formed a separate cluster, haplogroup D. 

 

 
Fig. 1. Median-joining haplotype network displaying the relationships among haplotypes identified in 
25 Russian local breeds of domestic sheep (Ovis aries), based on the mitochondrial gene Cytb (Ernst 
Federal Research Center for Animal Husbandry, Moscow region, 2020-2021).  

А — median-joining haplotype network, constructed for coarse wool sheep breeds: ANDB — An-
dean (n = 5), BUBI — Buubei (n = 5), EDLB — Edilbaev (n = 5), KHGR — Kuchugur (n = 3), 
KLMY — Kalmyk (n = 5), KRCV — Karachaev (n = 5), KRKL — Karakul (n = 3), LZGN — 
Lezgin (n = 5), RMNV — Romanov (n = 3), TSHN — Tushin (n = 5), TUVA — Tuva short-fat-
tailed (n = 4).  

B — median-joining haplotype network, constructed for fine wool sheep breeds: BAKL — 
Baikal fine-fleeced (n = 3), DGMT — Dagestan Mountain (n = 4), GRZY — Groznensk (n = 5), 
KLND — Kulundin (n = 5), MNCM — Manych Merino (n = 5), SLSK — Salsky (n = 5), 
STVP — Stavropol (n = 5), SVTM — Soviet Merino (n = 3), VLGD — Volgograd (n = 5).  

C — median-joining haplotype network, constructed for semi-fine wool sheep breeds: 
ALTM – Altai Mountain (n = 5), KBSV — Kuibyshev (n = 3), NCCS — North Caucasian (n = 
5), RSLH — Russian Longhaired (n = 3), TSIG — Tsigai (n = 2).  

Haplogroups: Hap A — haplogroup А, Hap B — haplogroup В, Hap C — haplogroup С, 
Hap D — haplogroup D. The diameter of each circle corresponds to the number of individuals be-
longing to a given haplotype. The number of transverse lines indicates the number of nucleotide 
substitutions. The black circles at network branching points indicate hypothetical haplotypes. 
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Most sheep of semi-fine wool breeds (Fig. 1, C) belonged to haplogroup 
B. Two animals of the Altai Mountain breed were clustered separately into hap-
logroup A. 

Similar conclusions to those mentioned above were drawn based on the 
analysis of the Bayesian phylogenetic tree (Fig. 2). The largest number of ani-
mals was assigned to haplogroup B and two clusters, corresponding to haplog-
roups C and D, were separated from haplogroup A. The results of the AMOVA 
performed for the three groups of sheep (coarse, fine, and semi-fine wool 
breeds) confirmed the presence of genetic differentiation within the breeds, 
which corresponded to 90.55% of the variability (Table 2). The inter-breed dif-
ference was only 3.77%, and the genetic variation between groups was 5.68%. 

2. The results of an analysis of molecular variance on populations of 25 Russian lo-
cal breeds of domestic sheep (Ovis aries), based on the nucleotide sequence of 
the mitochondrial gene Cytb (n = 106, Ernst Federal Research Center for Ani-
mal Husbandry, Moscow, 2020–2021). 

Source of variation 
Degrees of freedom, 
d.f. 

Sum of squares, 
SS 

Variance com-
ponents, VS 

Percentage of 
variation, V% 

Intergroup differences 2 12.052  0.11615  5.68 
Interbreed differences within 
the group 22 47.906  0.7706  3.77 
Intrabreed differences 81 150.033 1.85226  90.55 

Total 105 209.991 2.04547  
 

Domestic sheep are a traditional and significant type of farm animal in 
Russia, providing for the needs of the population with food and raw materials for 
light industry [1]. However, previous studies that have been conducted on the 
genetic resources of Russian sheep populations are characterized to a greater ex-
tent by nuclear molecular genetic markers such as SNPs [51] and microsatellites 
[52]. In this regard, our study will serve as the basis for accumulating knowledge 
about maternal variability and genetic diversity based on mtDNA Cytb polymor-
phism in Russian sheep breeds. 

 

 
Fig. 2. Bayesian phylogenetic tree reflecting the genetic relationships of 25 Russian local breeds of 

Haplogroup А 
Haplogroup В 
Haplogroup C 
Haplogroup D 
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domestic sheep (Ovis aries) based on the nucleotide sequence of the mitochondrial gene Cytb: ALTM — 
Altai Mountain, ANDB — Andean, BAKL — Baikal fine-fleeced, BUBI — Buubei, DGMT — 
Dagestan Moun-tain, EDLB — Edilbaev, GRZY — Groznensk, KBSV — Kuibyshev, KHGR — 
Kuchugur, KLMY — Kalmyk, KLND — Kulundin, KRCV — Karachaev, KRKL — Karakul, 
LZGN — Lezgin, MNCM — Manych Merino, NCCS — North Cauca-sian, RMNV — Romanov, 
RSLH — Russian Longhaired, SLSK — Salsky, STVP — Stavropol, SVTM — Soviet Merino, 
TSHN — Tushin, TSIG — Tsigai, TUVA — Tuva short-fat-tailed, VLGD — Volgograd (Ernst Fed-
eral Research Center for Animal Husbandry, Moscow region, 2020–2021) 

 

The haplotype diversity in Russian sheep populations (Hd = 0.400–1.000) 
was comparable to the values obtained in other studies on Tibetan (Hd = 0.464–
1.000) [31] and Moroccan sheep (Hd = 0.963–0.996) [53]. Nucleotide diversity 
(π = 0.0000–0.00760) was slightly lower than that of Mexican (π = 0.00041–
0.90000) [54] and Moroccan sheep (π = 0.01330–0.02260) [53], and close to the 
values obtained for Tibetan sheep (π = 0.00100–0.00600) [31]. Consequently, the 
genetic and nucleotide diversity of Russian sheep did not differ significantly from 
previously reported values, which supports the adequacy of our approach for cal-
culating genetic indicators. According to the results of the AMOVA analysis, 
genetic diversity was mainly determined by intrabreed differences (90.55%). Sim-
ilar results were obtained by Oliveira et al. [55], who reported that 91.54% of the 
genetic variation was due to intrabreed differences in Brazilian sheep raised in 
the state of Mato Grosso do Sul. 

Four sheep haplogroups have been identified based on mtDNA nucleo-
tide sequences: A, B, C, and D [18-21, 23]. Haplogroups B and A, which are 
typical for sheep of European and Asian origin, were found to be the most 
common among the Russian local sheep breeds. This result was expected and is 
consistent with the data obtained earlier by Wood et al. [19], Hiendleder et al. 
[20], and Meadows et al. [25]. Wood et al. [19] identified two haplogroups (A 
and B) in domestic sheep from New Zealand, with haplogroup A predominant 
in Asian populations. These haplogroups were characterized by Hiendleder et al. 
[20] as being of Asian (haplogroup A) and European (haplogroup B) origin be-
cause haplogroup B was prevalent among European breeds but was a minority in 
East Asia. Meadows et al. [25] obtained similar results, with haplogroups A and 
B being the most common (approximately 89%). Haplogroup A had a high fre-
quency of occurrence (approximately 77%) in the Indian subcontinent, whereas 
in Europe, its frequency was less than 10%. In contrast, lineage B was mainly 
found in Europe, with the highest frequency (> 90%) in southwestern Europe. 
In our study, haplogroup C was also found in Russian local sheep breeds. Simi-
lar to earlier studies [22, 23, 26], haplogroup C was less common, and only a 
small number of individuals were identified in Asia and Europe. In addition, one 
animal from the Volgograd region clustered with haplogroup D. Tapio et al. [23] 
found haplogroup D in one animal of the Karachaev breed from the North Cau-
casus, indicating the presence of this maternal type in Russia. 

Thus, our analysis of mtDNA Cytb polymorphism in domestic sheep 
showed that there is high genetic diversity in Russian sheep breeds. Four haplog-
roups (A, B, C, and D) were identified, which can be explained by the wide 
habitat of the study animals. Moreover, the diversity of the presented haplog-
roups, including the presence of an Asian and European phylogenetic root, 
could indicate that the processes of migration of domestic sheep in Eurasia, in-
cluding the Russian Federation, took place in two directions. 
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