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Abstract

Background: The detection of selection signatures in breeds of livestock species can contribute to the identification
of regions of the genome that are, or have been, functionally important and, as a consequence, have been targeted
by selection.

Methods: This study used two approaches to detect signatures of selection within and between six cattle breeds in
South Africa, including Afrikaner (n = 44), Nguni (n = 54), Drakensberger (n = 47), Bonsmara (n = 44), Angus (n = 31)
and Holstein (n = 29). The first approach was based on the detection of genomic regions in which haplotypes have
been driven towards complete fixation within breeds. The second approach identified regions of the genome that
had very different allele frequencies between populations (Fs;).

Results and discussion: Forty-seven candidate genomic regions were identified as harbouring putative signatures
of selection using both methods. Twelve of these candidate selected regions were shared among the breeds and

ten were validated by previous studies. Thirty-three of these regions were successfully annotated and candidate
genes were identified. Among these genes the keratin genes (KRT222, KRT24, KRT25, KRT26, and KRT27) and one heat
shock protein gene (HSPB9) on chromosome 19 between 42,896,570 and 42,897,840 bp were detected for the Nguni
breed. These genes were previously associated with adaptation to tropical environments in Zebu cattle. In addition, a
number of candidate genes associated with the nervous system (WNT5B, FMOD, PRELP, and ATP2B), immune response

(CYM, CDC6, and CDK10), production (MTPN, IGFBP4, TGFBT, and AJAPT) and reproductive performance (ADIPOR2,
OV0S2, and RBBP8) were also detected as being under selection.

Conclusions: The results presented here provide a foundation for detecting mutations that underlie genetic varia-
tion of traits that have economic importance for cattle breeds in South Africa.

Background

South Africa has a rich variety of cattle breeds, i.e. Sanga
types (e.g. Afrikaner and Nguni), European Bos tau-
rus breeds (e.g. Angus, Hereford and Holstein), those
of unclear origin such as the Drakensberger breed, and
some locally developed composite breeds (e.g. Bonsmara
and Brangus). Nguni and Afrikaner cattle are indigenous
breeds that have been farmed for centuries in South
Africa [1]. During the mid-20th century, Afrikaner cat-
tle were crossbred with Bos taurus breeds that originated
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from Europe such as Hereford and Shorthorn to develop
the Bonsmara breed [1]. Afrikaner, Drakensberger and
Bonsmara cattle are used for beef production, while the
Nguni is a dual-purpose breed that is farmed for beef and
milk production, particularly in traditional farming sys-
tems. Afrikaner cattle are well adapted to the veld con-
ditions of the warm, arid and extensive grazing areas of
South Africa, and are known to have a lower suscepti-
bility to most of the country’s endemic diseases such as
redwater, heartwater and gallsickness [2]. Nguni cattle
are farmed in a variety of biomes in South Africa, which
are characterized by periodic drought, seasonal dry peri-
ods and nutritional shortages in the natural veld, and this
breed is also resistant to a variety of external and internal
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parasites and stock diseases [2]. Drakensberger cattle are
concentrated in the sourveld regions of South Africa,
and are used in extensive and intensive beef production
systems. All these breeds have participated in animal
recording systems since the early 1960s [3] and have been
subjected to selection for traits of economic importance
such as reproduction and growth. The process of domes-
tication, subsequent breed formation and artificial selec-
tion, coupled with the recent rapid decrease in effective
population size from a very large ancestral population,
has left detectable signatures of selection in numerous
regions of the cattle genome [4]. When selection acts on
a mutation, it also affects linked sites and leaves a signa-
ture in the flanking chromosomal regions. Signals that
can be observed on selected genes include: (1) a spec-
trum of allele frequencies among closely linked sites that
is shifted towards extreme frequencies, (2) an excess of
homozygous genotypes, and (3) a high frequency of long
haplotypes [5].

The availability of high-density single nucleotide poly-
morphism (SNP) genotyping assays has made it possible
to scan the cattle genome for positions that may have
been targeted by selection [6]. The detection of signa-
tures of selection is relevant since it may contribute to
better understand the mechanisms that underlie traits
that have been exposed to intensive natural and artifi-
cial selection. Such information also provides important
insights into the mechanisms of evolution [7], selec-
tion of loci for breeding and selection programs [8] and
is useful for the annotation of significant functional
genomic regions [9]. However the detection of selection
signatures is challenging for several reasons. First, the
effects of selection on the distribution of genetic vari-
ation can be confounded with patterns of genetic vari-
ation that are caused by demographic events such as
the size, structure and mating pattern of a population
[10]. Adaptive hitchhiking, population expansion and
population reduction (e.g. bottlenecks) can also result
in an excess of rare alleles [11]. Second, most studies
have been conducted using SNP assays that contain
only common SNPs. Thus, the variability and distribu-
tion of allele frequencies and the levels of linkage dis-
equilibrium (LD) are all strongly affected by this SNP
ascertainment bias [9]. Despite these challenges, the
detection of signatures of selection has been the focus of
several theoretical (simulated) and empirical (observed)
studies [8, 12, 13].

Several methods have been used to detect selection
signatures, including those based on LD, spectra of allele
frequencies and characteristics of haplotype structures
in selected populations [14]. These methods have been
used to infer genomic regions that were affected by
domestication, breed formation and selection for specific
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production traits in livestock. In chickens, Rubin et al.
[15] detected selective sweep regions that are poten-
tially associated with domestication and the specializa-
tion of broiler and layer birds using sequence data. They
also found a region that harboured the TSHR gene that
is associated with metabolic regulation and photoperiod
control of reproduction in vertebrates. In pigs, puta-
tive selective sweeps were reported on chromosomes
1 and 3 [16]. In addition, genomic regions that contain
the IGF2, PRLR and GHR genes were shown to have
been exposed to intensive selection in pigs [17]. Further-
more, genomic regions that are associated with behav-
iour, immune response and feed efficiency were detected
based on Fgp (fixation index) estimates of divergence in
cattle using high-density SNP assays [4]. Using popula-
tion differentiation (Fgr) and Integrated Haplotype Score
approaches, Qanbari et al. [18] identified 236 genomic
regions that are potentially under selection in Holstein
cattle. Both approaches suggested selection in the vicinity
of the SIGLECS gene on Bos taurus chromosome (BTA)
18, a region that was shown to include a major quantita-
tive trait locus (QTL) with large effects on productive life
and fertility traits in Holstein cattle [18]. Studies based
on sequence data do not suffer from SNP ascertainment
bias as do studies that are performed using commercially
available SNP assays.

The possibility that variants with large effects may
underlie the adaptation of South African cattle breeds
has prompted investigations on the genetic basis of adap-
tation to ticks, parasites, drought and diseases [19-21]
and of their ability to produce good quality beef [22].
In a study by Makina et al. [23], some signals of admix-
ture and genetic relatedness were detected between the
Afrikaner, Nguni, Drakensberger and Bonsmara breeds.
Allowing for six ancestral populations revealed that the
Nguni breed shares ancestry with the Afrikaner breed,
with approximately 8 % of its genome derived from the
Afrikaner breed. The Bonsmara breed shares ancestry
with both Nguni (3 %) and Afrikaner (5 %) breeds, while
the Drakensberger breed shares 5 % of its genome with
the Nguni and Bonsmara and only 3 % with the Afrikaner
breed. Besides, the indigenous and locally-developed
South African cattle breeds and European Bos taurus
(Angus and Holstein) breeds have been shown to be
clearly differentiated [23], which agrees with their sepa-
rate histories of domestication and long divergence time
periods [24]. However, little is known about the genetic
variation that underlies traits of economic importance
in cattle breeds of South Africa. Consequently, we con-
ducted a genome-wide scan across six South African
cattle breeds to identify genomic regions that have been
exposed to strong selection during domestication, breed
formation and creation of biological types.
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Methods

Animal samples and quality control

A total of 249 animals representing the Afrikaner
(n = 44), Nguni (n = 54), Drakensberger (n = 47), Bons-
mara (n = 44), Angus (n = 31) and Holstein (n = 29)
breeds were genotyped using the Illumina BovineSNP50
BeadChip v2 which features 54,609 SNPs distributed
throughout the bovine genome with an average spacing
of 47 kb [25]. The genotyped samples were derived from
a previous study [23] and were approved for this research
by the University of Pretoria Ethical Committee (E087-
12). Blood, hair and semen were used to extract genomic
DNA. These samples were selected based on pedigree
data to select against full-sib and half-sib animals in
order to maximize the genetic diversity represented
within each sampled population. Furthermore, identity-
by-descent analysis was performed using the data gener-
ated from the Bovine SNP50 BeadChip to select only the
individuals with an identity score of less than 0.25 using
PLINK version 1.07 [26]. Only SNPs that were uniquely
mapped to autosomes on the UMD3.1 assembly were
included in the analyses. Samples with more than 10 %
missing genotypes were excluded.

Two methods were used for quality control of the data.
The first analytical approach detected selective sweeps
within each breed by searching for local reductions in
genetic variation using minor allele frequencies (MAF).
Thus, the BovineSNP50 data were first filtered to retain
loci with a call rate per breed of at least 95 % and 51,406
(Afrikaner), 50,870 (Nguni), 50,389 (Drakensberger),
51,242 (Bonsmara), 50,922 (Angus) and 52,294 (Holstein)
SNPs remained. The second analytical approach targeted
the identification of signatures of divergent selection
between breeds using population differentiation (Fgr).
Thus, SNPs with a call rate less than 95 % and a MAF
less than 2 % across all breeds [26] were removed leav-
ing 45,657 SNPs. Furthermore, SNPs that were in high
LD were pruned using indep 50 5 2 in the PLINK version
1.07 [26]. A total of 21,290 SNPs remained after pruning
and were used for the detection of signatures of selection
using Fgr. Pruning of SNPs that are in high LD has been
shown to reduce the mean SNP heterozygosity within
the European cattle breeds that were used to discover
the common SNPs for the design of the BovineSNP50
assay and therefore it partially counters the effects of SNP
ascertainment bias [27].

Identification of selection signatures

Combining alternative approaches to detect selection sig-
natures has been suggested as a means of increasing the
reliability of these studies [5]. Thus, two methods were
used to detect putative selection signatures. The first
method searched for strong recent selection signatures,
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for which haplotypes have been driven to complete fixa-
tion within each breed [13]. This is based on the observa-
tion that intensive selection for variants ultimately leads
to a complete loss of variation within the chromosomal
region that surrounds the selected variant and results
in the complete fixation of the haplotype that harbours
the selected variant [13]. The second method searched
for loci with exceptionally high F¢; owing to differential
selection histories between populations, which leads to
distortions in allele frequencies between populations at
loci that flank the selected variants [12]. This approach
is based on the fact that local positive selection tends to
reduce the heterozygosity of specific loci in a population
by increasing the frequency of one allele in one breed,
which results in a higher proportion of between-breed
than within-breed genetic variation [10].

To identify signatures of intensive recent selection
within South African cattle breeds, the BovineSNP50
data were analysed separately for each breed taking into
consideration that the total number of variable SNPs dif-
fered between breeds because of the ascertainment bias
due to how SNP discovery is performed for the design of
the BovineSNP50 assay [13]. To identify selective sweeps
within each breed, a minimum number of five breed-spe-
cific contiguous monomorphic SNPs (Table 1) spanning
100 kb (UMD3.1 coordinates) and with a MAF lower
than 0.01 was required. To allow for the possibility of
new mutations, genotyping errors and assembly errors,
which may have incorrectly assigned a SNP to a sweep, a
minimum MAF of <0.01 was allowed [13].

To determine the appropriate number of contiguous
SNPs within each breed with a MAF <0.01 to declare
a selective sweep, a trade-off between type 1 error and
the size of the detected signature was required. Accord-
ing to Ramey et al. [13], if 15 % of the SNPs are mono-
morphic within a breed (Table 1), the probability that N
contiguous SNPs are monomorphic is 0.15 N under the
null hypothesis of no selective sweep in the genome. For
example, assuming independence, and testing of 51,406
(Afrikaner), 50,870 (Nguni), 50,389 (Drakensberger),
51,242 (Bonsmara), 50,922 (Angus) and 52,294 (Hol-
stein) SNPs on 29 autosomes, we would expect to find
0.15 N x (52,294-29 x (N — 1)) regions where N con-
tiguous SNPs have fixed alleles. For N = 5, this corre-
sponds to 4.0 false positives per breed but only 0.6 false
positives when N = 6. While increasing the number of
contiguous monomorphic SNPs decreases the number
of type 1 errors, it also increases the size of the signature
that can be detected to, on average, (N — 1) x 47 kb [13].
Therefore, an intermediate balance of these conflicting
constraints was chosen (Table 1) based on the idea that
signatures identified in two or more breeds or any sweep
that overlaps with previously reported sweeps would
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Table 1 Number of animals genotyped from six breeds
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Breed Breed type Primary Contiguous Number of Number of individuals
historical use bovineSNP50 loci® monomorphic SNP50 loci genotyped
Afrikaner Sanga Beef 8 15,791 42
Nguni Sanga Beef/milk 7 10,059 54
Drakensberger Sanga Beef 5 6543 47
Bonsmara Composite Beef 6 8278 44
Angus Bos taurus Beef 6 6861 31
Holstein Bos taurus Milk 6 8463 29

2 Number of contiguous loci that span at least 100 kb and have a minor allele frequency <0.01 required to declare a selective sweep for each breed

provide strong evidence for the existence of the sweep
and these should share a common haplotype.

To identify genomic regions that have been subjected
to local positive selection among South African cattle
breeds, we identified regions of the genome that showed
high levels of population subdivision between the breeds
[10, 28] using population-specific F¢y [29]. Unbiased esti-
mates of Fgp as described by Weir and Cockerham [29]
were calculated using SNP Variation Suite (SVS) version
8 [30] for each of the SNPs between all (15) pairs of cat-
tle breeds in this study. Values were interpreted using the
qualitative guidelines proposed by Wright [31] where an
Fq; greater than 0.25 indicates very great differentiation,
F¢p ranging from 0.15 to 0.25 great differentiation, from
0.05 to 0.15 moderate differentiation and an Fg less than
0.05 little differentiation among the populations.

Unbiased estimates of Fgr can assume negative val-
ues, which do not have a biological interpretation, thus
all negative values were set to 0.0 [29]. To determine the
variation in allele frequency between loci, an empirical
genome distribution of Fyp values for all autosomal SNPs
was constructed across the breeds.

Based on the relationships between breed pairs, the
most differentiated breed pairs were selected as candidate
pairs for the detection of signatures of selection. Thus,
the dairy Holstein was used as the control breed for the
analyses on the other five beef breeds, while the Angus
beef breed (British origin and less adapted to tropical
regions) was used for all four tropically-adapted South
African beef breeds to search for signatures of selection
that may be associated with environmental adaptation.

A sliding window of five SNPs was used to compute
averages for Fgr and the resulting smoothed Fgr values
for each of the compared breed pairs were plotted against
chromosomal coordinates for the central SNP in the win-
dow based on the UMD3.1 assembly using SNP Varia-
tion Suite (SVS) version 8.1 (SVS 8.1; Golden Helix Inc.,
Bozeman, Montana) [30]. The most differentiated regions
representing the 2 % SNPs with the highest Fg; (>0.25)

were identified and these were considered to be under
selection.

Annotation and functional analysis of identified genomic
regions

Genomic coordinates for all identified selected regions
were used for the annotation of genes that were fully or
partially contained within each selected region using the
University of California, Santa Cruz Genome Browser
[32]. The functions and pathways in which these genes
are involved were assessed using Panther [33]. In addi-
tion, the Bovine QTL database available online at http://
www.animalgenome.org/cgi-bin/QTLdb/BT/search was
searched to identify any overlap with previously pub-
lished bovine QTL within the candidate regions.

Results

Fixed haplotypes

Descriptive data characteristics such as MAF, percent-
age of polymorphic SNPs and Hardy—Weinberg equilib-
rium for the breeds under study were previously reported
[23]. Table 2 shows putative selective sweeps detected
within each breed, identified by detecting haplotypes that
showed complete fixation.

Twenty candidate genomic regions on 13 chromosomes
were identified as harbouring putative selective sweeps
(Table 2). Putative signatures of selection were identi-
fied for all six breeds i.e. ranging from one region (Nguni)
to six regions (Holstein) per breed. Seventeen predicted
putative signatures were breed-specific and three were
shared between breeds with one shared between Drak-
ensberger and Bonsmara (BTA5) and two between Angus
and Holstein (BTA10 and 16) (Fig. 1). The average size of
the breed-specific sweeps was 267.54 kb, ranging from
162.16 to 530.46 kb while the average size for the com-
mon signatures was 245.86 kb, ranging from 95.94 to
448.56 kb. No common sweeps were found between the
Afrikaner, Nguni and Drakensberger breeds using the
method for which haplotypes were fixed.
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Table 2 Potential candidate genes and previously detected QTL within detected selective sweep regions within breeds

Breed?® BTA UMD3.1 coordinate (bp) Number of SNPs Size (kb) Candidate genes QTL

ANG 1 89,563,554-89,734,339 6 170.79 KCNMB3, PIK3CA, ZMAT3 Body length, withers height, hip width

DRA 1 115,420,906-115,619,350 5 19844 - Non return rate, calving ease

BON 3 62,887,463-63,196,635 6 309.17 GNGS5, RPF1 Milk protein percentage, marbling score,
dystocia

AFR 4 102,570,116-103,100,577 6 53046 MTPN Parasites, marbling score, fat thickness,

DRA 5  28,859,701-29,043,711 5 184.01 HOXC12, HOXC13 Udder height, intramuscular fat, milk yield,
longissimus muscle area

DRA&BON 5 109,333,059-109,478,057 6 145.00 WCi1, WCl1.3 Calving ease, milk fat, ovulation rate, milk
yield, marbling score

BON 6 102,546,791-102,779,196 8 23241 ZNF280BNUCB2, KBTBD1  Interval to first oestrus after calving, marbling
score

HOL 7 63,608,866-63,778,905 6 170.04 ATOX1, G3BP1, GLRAT Somatic cell count, milking speed, tick resist-
ance, heel depth, feed conversion ratio

72,882,903-73,126,315 24341 - Somatic cell count, milking speed

BON 8  24,844,168-25,057,606 21344 KIAA1797 First service conception rate, fat thickness,
body weight, somatic cell and marbling
score

AFR 10 40,135,969-40,460,414 5 32445 - Milk protein yield, milk fat, strength and body
weight

ANG &HOL 10  70,871,943-71,022,679 7 150.74 orx2 Milk protein yield, teat length, tick resistance,
social separation walking and running

HOL 13 12,076,103-12,276,846 6 200.74 - Body weight, somatic cell count, teat place-
ment

13 15456,721-15,683,571 6 226.85 - Body weight, somatic cell count, teat place-

ment, udder depth

NGU 13 78430,096-78,793,099 8 363.00 KCNBI, PTGIS Residual feed intake, body weight (slaugh-
ter), weaning weight, teat length

ANG &HOL 16 45,425,579-45,874,144 7 44857  AJAPI Abomasum displacement, residual feed
intake, carcass weight, bone percentage,
calving ease

BON 16 51,195,450-51,357,613 6 162.16 PDPN Abomasum displacement, residual feed
intake, carcass weight, body weight (wean-
ing and birth), calving ease

HOL 18 44,880,710-45,044,333 6 163.62 DNAH2, TMEM88, GUCY2D  Calf size, subcutaneous fat thickness, gastro-
intestinal nematode burden, residual feed
intake, somatic cell

HOL 19 27,734,700-28,060,683 9 325.98 ALOX15B Calf size, residual feed intake, milk fat yield

ALOX128B
BON 24 34,248516-34,415,701 6 167.19 RBBPS Stillbirth, udder depth, interval to first oestrus

after calving, oleic acid content, weaning
weight, somatic cell height

@ Breed abbreviations and names: AFR Afrikaner, NGU Nguni, DRA Drakensberger, BON Bonsmara, ANG Angus and HOL Holstein

Highly differentiated genomic regions

The empirical genome-wide distribution of Fg values for
all autosomal SNPs was constructed to examine variation
in allele frequency between loci (Fig. 2). The distribution
was highly skewed towards small Fgr values. About 31 %
of SNPs had an Fgy less or equal to 0.05 while only 2 %
had an Fg greater or equal to 0.25. This was consistent
with other studies [28, 34, 35] that observed a skewed Fg
distribution and agrees with the theory of selection on
traits that are primarily governed by many loci of small
effect [10].

Using the population differentiation approach, 27

candidate genomic regions were identified as poten-
tially under divergent selection. These regions were
distributed across 14 chromosomes (Table 3) indicat-
ing that about 8.5 Mb of the sequence in these South
African cattle breeds is under strong divergent selec-
tion. The average size of the candidate genomic regions
under selection was 328.88 kb, with the largest region
observed between the Afrikaner and Holstein breeds
on BTA16 (860.14 kb) between 73,143 and 933,282 bp
and the smallest region observed between the
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Bonsmara-Holstein pair on BTA20 (85.52 kb) between
11,932,262 and 12,017,779 bp.

Figure 3 shows Manhattan plots of Fg values for the
comparisons between the five breeds that generated the

Page 6 of 14

largest number of differentiated regions. The number
of Fgr peaks per chromosome varied from 0 to 2 across
these comparisons. Nine of these differentiated regions
(BTA3, 5,9, 16, 18, 21 and 24) were shared among breed
pairs, with the Afrikaner vs. Holstein and Nguni vs. Hol-
stein pairs sharing the most differentiated regions. The
Afrikaner vs. Holstein pair had the largest number of
differentiated regions (8) while the Angus vs. Holstein
pair had the smallest number (2). The most strongly dif-
ferentiated region was observed between the Afrikaner
and Holstein breeds on BTA9 between 105,263,583 and
105,587,941 bp. Comparisons of Angus vs. Afrikaner,
Nguni, Drakensberger and Bonsmara revealed a differ-
entiated genomic region on BTA24 between 54,571,696
and 54,964,769 bp (Fig. 4), which was shared by all of the
South African cattle breeds.

Functional annotation of genomic regions showing
evidence of selection

Using the candidate genomic regions that were obtained
from both the within- and between-breed analyses, 33
reference sequences were annotated to identify poten-
tially expressed genes. Additional file 1: Table S1 provides
full names for all annotated genes in this study. The num-
ber of candidate genes obtained per reference sequence
varied from one to eight across the genomic regions.
Using the Panther [33] website, several candidate genes
were linked to important biological functions and path-
ways in cattle. For example, a region that includes the
keratin gene family (KRT222, KRT24, KRT25, KRT26,
and KRT27) and one heat shock protein gene (HSPBY) on
BTA19 between 42,896,570 and 42,897,840 bp was found
to be under selection in Nguni cattle and had previously
been associated with tropical adaptation in Zebu cat-
tle [36]. Other regions that included MTPN (Afrikaner),
CYM (Afrikaner and Nguni), CDC6, CDKI10, EBFI and
TNS4 (Nguni), NDUFAI2, ALOXI5B and ALOXI2B
(Bonsmara) and SLC25A48 and SERPINA3-8 (Drak-
ensberger) may have been selected due to their asso-
ciation with immune response. Selected regions that
contain ADIPOR?2 (Afrikaner), PTGS (Nguni), HOXC12,
HOXC13, WC13 and OVOS2 (Drakensberger and Bons-
mara) may have been selected due to the effects of these
genes on reproduction, while those that contain SLC6A17
and PREP may have been selected due to the effects of
these genes on fatty acid biosynthesis.

Furthermore, candidate genes related to nervous sys-
tem development were also identified, for example,
WNT5B, FMOD, PRELP (Afrikaner), CCR7 (Nguni)
and OVOS, SLC6A17 (Bonsmara) were localized in
selected regions. Candidate genes involved in enzyme
regulatory activities, e.g., MYO06, RBBP8 (Bonsmara),
CYM, LAXI1 (Afrikaner), ATP2B (Nguni) and SLC16A4



Page 7 of 14

Makina et al. Genet Sel Evol (2015) 47:92

AU feusdrew-1yBlam Bujuesp) 1979 Ydad S€0 29°€LT 4 €9€'98Y' L-€¥/'TLT'L 8L OH 'SANOS “TOH SA v4dd
1979 Yddd
AW [eusRIeW-YBIRM Buluesp DY ‘9DSOXT ‘SYVY ‘96 1XaA V6 1Xad /%0 €6'/C¢E S ¥80'TTY' 1-0SL'¥60'L 8l TOH "SA Y4Y
abe
-1ua2Jad auoq ‘ases buiaed ‘1ybiam LSWINL
SSBDJED f|IW JUSWIDE[ASIP WNSBWOQY  ZdH4T YLD YZv 13D 6dSYD 91 DVNG 40 /5'18Y € 8G/'/98'6%~161'98€ 61 9L OH 'SANON “TOH A NOg
3j1| aAdnpoid Jo Yibus| 1yBem LSWANL 'NTY TdUNS VI LHEDZ
ssedled ybiay ‘plaiA uisioid N "LXV1 ¥8cdLY D1dO d134d GONS L€0 71098 8 8rce6-¢crl'es 9l TOH 'SA ¥4V
1ybiay Inoireyaq
yb61am ssesied ybram Apoq ‘ainieis - (040) ez ¢ 768'697'18-€6v'STL'L8 vl TOH 'S vda
plalk uieyoid
3|1 21025 Buljgiew ‘shisew [esiuld d74d 340 ¥9€19 14 800'9%C' /¥—99¢€'2€9'9Y 6 TOH 'SANON
PI3IA 14 3|1 “axelul
P33} [ENPIS3 ‘eaie 3ISNW SNWISSID
-uo| 1yBram Bujueam ‘siyseu jediul)) LOdWI 90AN /€0 €8y € ¥96'166'G1-9€1'/9/'SL 6 JOH SA NN “TOH A NOd
paIA ul101d 1w ‘abe
-uadsad ulased-eydie 3w ‘praIA 1w
'9DUIJWNDIID [BI01DS ‘LadaP 153U D TYN9SAY “Trbd¥d ‘1 AZL4S 050 Sla74 € L¥6'/85'501-€85'€97'S0L 6 TOH 'SA Vdd "TOH 'SA 44V
obe
-1uadJad ulased-e1aq ¥|iu ‘saliseled
1461em Apog ‘paads Bupjiw ‘YIIGINS  [g4DL TLDTTIZIXG ‘S¥YSTITS F1TOXD vE0 L5165 4 878'00£'97-957'601'9 L T0H 'sA v4d
uonesi|ed>0A-uon
-eJjedas |e1pos ‘Yidap |93y ‘adueisisal
4211 ‘paads Bup|itu JUN0D |9 d13ewos 1497 140 ¥070C 4 6/0'0vT'L/~070'8E0'LL A TOH SANON
38) 3|1 ‘plRIA Y 1w 1y BIBY ‘210s
Buljgiew ‘ases buiajed ‘S1es UoIeINAQ zS0/A0 9€0 SE60C v 188LSY/01-/TS'THT 0L S TOH 'SANO4
3|bue duwini ‘adA3 ‘uonejnao 1ybiay
‘asea Buies ‘Ybus| dwni ybray diy 24OdIaY ‘GSINM 1 1XG4 "1 D47 870 8€'605 € SE6W6STLLI-G55'S80LL S TOH A NON “TOH 'SA 44v
92104 Jeays
Quswade|d 189) ‘21005 SSAUISPU| - wo 69'6CL 14 9/Y'865'v=98L'TLY'Yy S TOH 'SA NDN “TOH sA 44Y
21025 buljglew ‘sbeiusdiad
u19104d Y |1W ‘BaJe SPSNW SNWIS
-sibuoj ybiam Apoq ‘ajel uInla1 UON d¥ISON 140 oLeey € /50'L6€'8-096'/56', 3 TOH 'SA Vea
X3apu| buiajed
‘21025 Bul|gleul ‘SIISeU 9dUrISISal
1 [e21UI]D WY Blam sseded ‘dzis yed VEYINGS TIYANAN *Z 1YDTS ‘2dDS 6€0 55901 3 YCO'LLL'66-1/¥'700'66 3 TOH 'SA NOg
QU UYAZ | 9U1 1R SSOUNDIL 1B} ‘92104 1B3YS - 7170 2961¢ v SI8Y/E'1TL-50T'ST0' LTl € TOH 'SA Y4V
1uUnod |92 Dewos
618y 1ybrem Apog ‘sbejusdiad gv19n tv911S
ute101d 3|1 ‘a6e1u19d 18 A 1IN HOLWYT ' IMOYd "IXOYd WAD ‘TYNIX 870 0l'62S S £50'68//'5€-056'552'5€ € TOH 'SA NON “TOH 'SA Y4V
110 sauab ajepipue)  5jpayroows () d21S  SANS IO AN (dg)‘pioo> L'eqwin  v1d eSpaaig

110 paie1dosse 119y} pue 31§y YInos ul Spasaiq 3]313ed XIs Ul Uoida|as Juabianip 1apun Buiaq se payiuapl suoibal dsjwouan ¢ ajqel



Page 8 of 14

Makina et al. Genet Sel Evol (2015) 47:92

QNN GN 4
u131S|oH JOH pue snbuy DNy ‘eiewsuog NOF 49bB1agsuaneIq vy ‘IUNBN NDN ‘UauUeLyY Y4V :SSWeU pue suolelraiqae paaig ,
sisew
[ed1ul]2 ‘21025 Buljglew ‘epoisAQ - 9¢0 8978¢ 4 GOE'/11'96-689%¢/'SE LT TOH 'SA d4V
1ybram Apoq
‘Ol1BJ UOISISAUOD Pad) qusulydene
Jappn ‘asea Bulaed ybram Apoq 570 DNV 'SANOZ ONY "SA V§Q
‘USpING spOleWBU [eUNISSIUI0NSeD) 200 'ST0'6C0'SY0 L0°€6E 1S$6'€65 75—/ 18'885 1S v ONY SANDN DNV SA d4Y
9yeIul Janiew AIp ‘1yblam Apog - 90 819¢t!L ¥ /81'SY6'61—£00'608'67 €c TOH SA DNV
Buimeyy
191 wiads oAl abeluadiad yblom
ssed.ed Iy6iay ‘plaIk uslold yjIN - €0 90°/2C € 90"/ #T'T-586'610'C 4 TOH 'SANSN
[0 DeWIOS ‘3Z]S J|ed ‘31e) UInia) UON Franwy 870 L9'SpL € 8LE'9/0'SE—¥0/'0€6'TE 4 JOH 'SA DNV
(Buleak
pue ainew) 1ybray ‘(Yuiq) 3ybram
Apoq ‘1ybiam Buiueam ‘usping apo}
-ewiau eunsajulonseb ‘ases Bbuije) 8-EVNIdY3S 9¢0 va4t € C19'/8/'65-020'0v9'6S 1c TOH sAvHd
WbEm
ssedJed 'asea BUiA|ed 91005 |32 211eW0S - 0€0 18CS1 4 YTr'66€'€r-819'9vC'ey 1c TOH 'SA NDN TTOH SA H4Y
21025 [|92 DIIBWOS ‘B3R SDSNU SNWIS
-sibuoj ‘ueb Ajep sbesane Blam Apog - L0 7558 € 6//'£10CL-C9T'CE6'LL 0z TOH 'SA 44v
Juswdolanap Jiey ‘xapul
12 31w ‘pIoe disuAW ‘pioe dlne|
'sbeuadiad pioe shded i ‘plaik LTHTIYY TTTIYA N LIDYYINS LD
1w Ajiep abeione ey Jejndsnwenu|  HSNL #dg401 vdvyd ‘90aD ‘T4dIM '69dSH €0 9/'8Ly ¥ 0v8'/68'C—0/5'968'TY 6l TOH 'SANSDN
uoneiuswbid
UBYS UGS 1yBIom ssedied ‘qu 7 L
343 18 SSaUXDIY3 18} ‘Bale 9|dsnW snwi YIDW 'S74D1
-ISSIBUO| 81035 |32 D13WOS 'RPOISAQ ZIYIS VONVA DINAD TVLYdS 'VIdWHD 8C0 €L'/8Y € 00£'85/'71-090'/5/ 71 31l TOH SANSN
110 souab ajepipued  LSjpayloows  (qF)3z1IS  SANS JO 4AN (dg) ‘p1ood> L'e@NN  V1d oSPo9.g

panupuod ¢ 3|qeL



Makina et al. Genet Sel Evol (2015) 47:92

Page 9 of 14

a Nguni vs Holstein
© .
S . .
2 . .
o . .
g_ - : : . ¢ 2 H H a
1 2 3 4 S 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24 2526272829
BTA
b Drakensberger vs Holstein
°
o
<4
S
g .
“
3 : : ||h|| .“ ||| “.“I“"
o 5
1 2 3 4 S 6 7 8 13 14 15 17 18 19 20 21 22 23 24 2526272829
BTA
c Bonsmara vs Holstein
]
S .

Bonsmara vs Holstein. d Angus vs holstein

1 2 3 4 S 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24 2526 272829
BTA
g - Angusvs Holstein
©
°‘ 1 .
<
g <1 1 ¢
g : 1 . SRS || llll | . IIII IIIl s .
°© ™ .
1 2 3 4 ) 6 7 8 S 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24 2526272829
BTA

Fig. 3 Smoothed F¢; values for the four breed pair comparisons across the autosomal genome. a Nguni vs Holstein. b Drakensberger vs Holstein. ¢

(Drakensberger) and genes involved in growth and met-
abolic processes, e.g., DDXI19A (Afrikaner), KCNBI,
IGFBP (Nguni), TGFBI (Drakensberger), MYO6 (Bons-
mara), AJAPI (Angus) and ATOXI (Holstein) were also
identified within selected regions. Candidate genes
involved in muscle organ development and skeletal
development including KIAAI1797, EFHD2 (Bonsmara)
and MTPN, TMEMS51 (Afrikaner) were also identified
as being in regions under selection. Finally, MCIR on
BTA18 (between 14,757,060 and 14,758,700 bp) which

has previously been associated with coat colour in cat-
tle [37] was detected as being under selection in Nguni
cattle.

All genomic regions that showed evidence of selec-
tion were further analysed to determine whether any of
these overlapped with previously reported QTL in cattle.
The online database of published bovine QTL revealed
that most of the genomic regions overlapped with pre-
viously reported regions harbouring QTL that affect
milk, fat, carcass, body weight, stature, clinical mastitis,
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Fig. 4 Distribution of Fs; values for four breed pair comparisons on
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calving ease, tick resistance, gastrointestinal nematode
burden and reproductive traits (Tables 2, 3). For example,
a region on BTA24 that was detected for the Afrikaner,
Nguni, Drakensberger and Bonsmara breeds overlapped
with a QTL region that was previously associated with
gastrointestinal nematode burden.

The putative signatures of selection that were identi-
fied in this study were compared to previously detected
bovine sweeps (Table 4). Ten of these candidate genomic
regions were supported by previously published data on
signatures of selection and clearly harbour variants of
large phenotypic effect in cattle.

Discussion

This study used two approaches to identify putative
selective sweeps that could be associated with pheno-
types, which contribute to domesticability, biological
types (adaptation, draught, meat and milk) and to desir-
able morphologies that might have impacted the extent
and distribution of variability within the genomes of
South African cattle breeds. The first approach detected
complete sweeps that indicate fixation of long haplotypes
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within breeds as suggested by Ramey et al. [13]. How-
ever, the effects of selection on the distribution of genetic
variation can be confounded with patterns of genetic
variation caused by demographic events such as the size,
structure and mating pattern of a population [10]. To
distinguish between the effects of selection and those
of demographic events, Hayes et al. [38] suggested that
the location of the detected loci should be investigated.
For instance, demographic events may alter patterns of
allele frequencies across the entire genome while selec-
tion events are more likely to alter allele frequencies at
the loci that are in close vicinity to the mutations that
are under selection [38]. In addition, fixed long homozy-
gous haplotypes can also occur due to strong inbreed-
ing following a founder effect [38]; however, a study by
Makina et al. [23] demonstrated that the level of inbreed-
ing was relatively low within each of the breeds studied
here. Long homozygous haplotypes in breeds that were
not included in the design of the BovineSNP50 assay (e.g.
Nguni and Afrikaner) could have been created by chance
because of the SNP ascertainment bias which would lead
to lower overall average MAF for the SNPs on the assay
in these breeds. To partially counter this effect, the num-
ber of loci required to declare a selective sweep, N, was
defined individually for each breed (Table 1) and a larger
N was required for breeds with larger numbers of mono-
morphic and low MAF SNPs.

LD-based methods such as the long range haplotype,
extended haplotype homozygosity and integrated hap-
lotype score approaches can be also used to identify
genomic regions with unusually long haplotypes that
have a high frequency in the population [39]. These
approaches are useful to identify variants that have
undergone a partial or incomplete selective sweep, in
which a new mutation has a frequency that has risen to
a modest value in the population but has yet to reach
fixation [40]; however these approaches are somewhat

Table 4 Overlapping regions possessing signatures of selection detected in previous studies in cattle

BTA Position (bp) Breed References
1 89,563,554-89,734,339 Angus [36]

3 99,004,471-99,111,024 Bonsmara [36,42]

3 121,025,205-121,374,825 Afrikaner [44]

5 109,333,059-109,478,057 Bonsmara &Drakensberger [36,42]

7 72,882,903-73,126,315 Holstein [13]

13 15,456,721-15,683,571 Holstein [13]

16 45425,579-45,874,144 Angus and Holstein [13,36,42,43]
16 51,195,450-51,357,613 Bonsmara [42,43]

22 32,930,704-33,076,318 Angus [44]

24 54,588,817-54,593,951 Afrikaner, Nguni, Drakensberger and Bonsmara [44]
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sensitive to marker density, which was relatively low in
this study. While the across-population extended haplo-
type homozygosity test can compare haplotype lengths
between populations to control for local variation in
recombination rate [41], signals of strong recent selection
were analyzed within each breed.

The second approach detected genomic regions with
high F¢ between African and European breed pairs using
sliding windows throughout the genome [14] to reveal
differentiation that could result from different selection
histories for production or adaptation to local environ-
ments. However, such differentiation could be caused by
drift. In contrast to the first approach, the F¢ approach
can detect different types of selection signatures [40],
which may explain why the two methods did not pro-
duce overlapping signals. One of the limitations associ-
ated with the first approach was the calibration relative
to the size of the sweeps. While intensive selection in a
small population can cause the rapid fixation of a long
haplotype, weak selection in a large population would
result in the fixation of only a short haplotype, which may
not be identified with this approach [13]. Because of the
requirement that each of the N contiguous loci should
have a MAF less than «, for a small o, N was chosen to
be sufficiently large so that the probability of observing N
contiguous loci with a MAF less than a by chance alone
would be very low and a sufficiently small chromosomal
region was defined so that the targeted sweeps would not
be smaller than 47 x (N — 1) kb, where 47 kb represents
the median interval between SNPs on the BovineSNP50
assay [13]. Furthermore, the design of the BovineSNP50
assay led to lower average MAF and larger numbers of
monomorphic SNPs for the Afrikaner and Nguni breeds,
which are phylogenetically distant from the breeds
that were used to discover the SNPs on the assay [25].
To adjust for this phylogenetic bias, N was individu-
ally defined for each breed (Table 1) and a larger N was
required for breeds with larger numbers of monomor-
phic and low MAF SNPs. Finally, the ascertainment bias
of common SNPs in the design of the BovineSNP50 assay
might explain the inability to detect common sweeps
among the Afrikaner, Nguni and Drakensberger breeds
using the first analytical method.

Overall, this study detected 47 candidate genomic
regions that are potentially either historically or currently
under selection within and between six cattle breeds in
South Africa. Twenty of these candidate genomic regions
were detected within breeds and 27 were detected as
regions that had diverged between breeds. In addition, 12
of these candidate genomic regions were shared between
breeds and ten had previously been reported [13, 36,
42-44]. Furthermore, no putative selection signatures
were predicted to be shared across the South African
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(indigenous and locally developed) and Bos taurus cat-
tle breeds (Angus and Holstein), which is probably due
to the different environmental and demographic forces to
which these breeds were exposed during breed formation
[2].

Domestication has caused considerable changes in the
morphology and behaviour of livestock species, as has
artificial selection for the specific traits that were selected
during breed formation and subsequently for specific
breeding objectives [17]. Coat colours are easily identifi-
able phenotypes that probably played an important role
in selection before farmers gained access to objective
measurements [17]. In certain breeds, such as Nguni,
colour patterns have cultural connotations and coloured
hides have different economic values [1]. The melanocyte
stimulating hormone receptor gene (MCIR) on BTA18
between 14,757,060 and 14,758,700 bp, which influences
the production of eumelanin and pheamelanin pigment
and is responsible for the pigmentation of skin, eyes and
hair [45], was found to be differentially selected between
Holstein and Nguni cattle but not between the South
African Afrikaner (red), Drakensberger (black) or Bons-
mara (red) breeds. This could be due to specific alleles
at the MCIR gene that are under selection in the Nguni
breed. Ramey et al. [13] observed a sweep at MCIR in
Hanwoo cattle which are yellow. Furthermore, Stella et al.
[43] and Flori et al. [46] reported that the MCIR gene was
under selection in cattle. MCIR has been proposed to
have three alleles, i.e. EP for breeds with a black coat (e.g.,
Holstein, Angus and Murray Grey), e for breeds with
recessive red coat (e.g., Limousin, Shorthorn and Her-
eford) and E7, also called “wild type” for all other breeds
except Hereford [47]. The dominant E? allele is respon-
sible for black coat colour, whereas the recessive e/e
genotype results in red coats. However, wild type ETE"
homozygotes may display variable colour patterns, since
other genes (e.g., Agouti) can influence the pigments
produced [37]. The presence of a putative selection sig-
nature on MCIR in Nguni cattle, which are characterized
by multi-coloured skin patterns that may present various
forms (white, brown, golden yellow, black, dappled, or
spotted), is of interest and suggests the existence of addi-
tional functional alleles at MCIR as was also suggested by
the presence of a sweep at MCIR in yellow Hanwoo cattle
[13]. Identifying the mutations that underlie these signals
would allow a better understanding of the role of MCIR
in coat colour patterning in cattle.

Behavioural changes such as reduction in fear and
anti-predator responses and increase in sociability are
believed to have been selected during domestication [48].
This study detected several putative selection signatures
that could be related to the development of the nerv-
ous system as well as the regulation of a wide range of
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tissue and cell functions including behaviour, for exam-
ple, regions harbouring WNT5B, FMOD, and PRELP
(Afrikaner), CCR7 (Nguni) and OVOS, and SLC6A17
(Bonsmara). The Bovine HapMap Consortium [6] and
Gautier et al. [44] also reported selection signatures in
regions that contain genes associated with the nervous
system of cattle.

South African cattle are farmed in regions that are
characterized by periodic drought, seasonal dry periods,
and nutritional shortages in the natural veld and are sub-
jected to a variety of external and internal parasites and
stock diseases [1]. A number of candidate genes and of
gene families that were previously associated with one
or more performance attributes of tropical adaptation
[36, 44] have been selected in Nguni cattle. For exam-
ple, keratin genes (KRT222, KRT24, KRT25, KRT26
and KRT27) and one heat shock protein gene (HSPB9)
on BTA19 between 42,896,570 and 42,897,840 bp were
found to be under selection. Heat shock proteins are dif-
ferentially expressed between indicine and taurine cattle
in the tropical environments of Africa and are associated
with tropical adaptation in Zebu cattle [36, 44]. Keratins
(heteropolymeric structural proteins) form the basis of
the structural constituent of the epidermis during epi-
dermal development. Epidermal development occurs in
response to adaptation to different climatic and environ-
mental conditions, including tick exposure [49]. In addi-
tion, keratins play a role in the formation of the hair shaft
[50]. Skin colour and the thickness of the hair directly
influence the thermo-tolerance of cattle that live in the
tropics [51]. Nguni cattle have a smoother and shinier
hair coat than European cattle breeds. Due to these char-
acteristics, Nguni cattle regulate their body temperature
and maintain cellular functions more efficiently during
heat [20] and also resist better to tick infestation [19].
The absence of such signals in other local cattle breeds
such as Afrikaner, Drakensberger and Bonsmara, which
also display some ability to survive under extreme condi-
tions [19] may be explained by the fact that the method
based on Fgp is most efficient at detecting differentia-
tion when the region is near fixation for alternate alleles
in the breeds compared [39]. Thus, while these loci may
be under selection in these breeds, the desirable alleles
may still have intermediate frequencies. This agrees with
the results of Muchenje et al. [19] and Marufu et al. [21]
who reported that Nguni cattle were more resistant to
ticks and could better survive to extreme conditions than
other local South African breeds.

Several candidate genes that are related to antigen rec-
ognition, which is a key process in the development of
immune response were identified as being under selec-
tion in this study, and include MTPN (Afrikaner), CYM
(Afrikaner and Nguni), CDC6, CDK10, KCNBI and TNS4
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(Nguni), NDUFA12, ALOX15B, and ALOXI12B (Bons-
mara), and SLC25A48 and SERPINA3-8 (Drakensberger).
The CD family of immune response genes was described
by Meissener et al. [52] as being closely involved with
molecular functions and pathways of the major histo-
compatibility complex (MHC). The TNFAIP8L?2 gene has
a major role in individual immune homeostasis [53] and
the NDUFA12 gene that has diverging allele frequencies
between taurine and Zebu cattle is associated with tick
resistance. These observations are consistent with the
tolerance of Afrikaner, Nguni, Drakensberger and Bons-
mara cattle to various tick and parasitic diseases [19, 21].
Furthermore, candidate genomic regions that include the
MTPN and PDPR (Afrikaner), DCC (Afrikaner, Nguni,
Drakensberger and Bonsmara), OTX2 (Angus), DNAH2,
TMEMS88 and GUCY2D (Bonsmara), EBF1 (Nguni), and
CXCL14 and SLC25A48 (Drakensberger) genes overlap
with previously identified QTL that affect tick resistance
and nematode tolerance in cattle.

Several candidate genes within the selected regions
are indirectly or directly involved in reproductive path-
ways including spermatogenesis, ovulation rate, oestrus
processes, testis development and prostaglandin devel-
opment in cattle. These included OVOS2 (Bonsmara),
ADIPOR?2 (Afrikaner and Nguni), WC1 (Drakensberger
and Bonsmara), RBBP8 (Bonsmara), SERPINA3-8,
HOXCI2 and HOXCI13 (Drakensberger), and FBXL4
(Afrikaner and Nguni). It has been shown that all these
breeds are able to reproduce under harsh environmental
conditions; they are considered to be excellent dam lines
for crossbreeding, with few calving difficulties [1], which
supports the presence of putative selection signatures at
loci involved in reproduction that probably occurred dur-
ing the adaptation of these breeds to South African con-
ditions. In addition, these regions overlap with previously
reported QTL associated with reproduction in cattle.

Candidate genes related to growth and muscle devel-
opment were also detected as being under selection, i.e.
DDX19A, TMEMSI1, and MTPN (Afrikaner), IGFBP4,
(Nguni), TGFBI and KCNBI, (Drakensberger), MYO6,
KIAAI1797 and EFHD2 (Bonsmara), AJAPI (Angus),
and ATOX1 (Holstein). In addition, some of these regions
overlap with previously identified QTL that are asso-
ciated with stature, body weight and growth in cattle.
Furthermore, some of the putative selection signatures
detected in this study overlap with previously reported
QTL that affect milk yield and quality (BTA3, 5, 10, 16
and 23), feed efficiency (BTA13, 16 and 18), fat thickness
(BTA5, 18 and 19), marbling score and carcass weight
(BTA3, 5, 16, 20 and 27) as well as somatic cell count
(BTA3, 5,7, 9, 18 and 22).

The overall goal of this study was to identify candi-
date genomic regions targeted by selection within and
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between the major cattle breeds of South Africa. The fact
that 12 of the identified candidate genomic regions were
shared among several of the breeds analysed in this study
and that 10 were validated by previous studies reduces
the probability of detecting false positives [13]. False
positives that could have been introduced by the SNP
ascertainment bias or the LD pruning in the Fg analyses
should be identified in future studies using the BovineHD
BeadChip or sequence data. Results of this study provide
insights into the genetic mechanisms that underlie traits
of economic importance among cattle breeds in South
Africa in particular with regard to adaptation to tropical
and subtropical environments via increased resistance to
tick and parasite-borne diseases and enhanced reproduc-
tion and production potential.

Conclusions

This study represents the first attempt to localize can-
didate genomic regions targeted by selection in breeds
adapted to South African conditions. Several candidate
genomic regions either directly or indirectly involved
in tropical adaptation, immune response activation,
tick and parasite resistance, production and reproduc-
tion performance were detected. Moreover, candidate
selected regions that overlap with QTL reported in the
cattle QTL database provide additional evidence for the
significance of the detected regions under selection. This
study identified candidate loci that are important for the
development of South African cattle breeds and should
be prioritized for functional dissection.
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Additional file 1: Table S1. Symbols and names for all annotated
candidate genes.
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