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Abstract

Background: Mastitis is the most prevalent disease in dairy sheep with major economic, hygienic and welfare
implications. The disease persists in all dairy sheep production systems despite the implementation of improved
management practises. Selective breeding for enhanced mastitis resistance may provide the means to further
control the disease. In the present study, we investigated the genetic architecture of four mastitis traits in dairy
sheep. Individual animal records for clinical mastitis occurrence and three mastitis indicator traits (milk somatic
cell count, total viable bacterial count in milk and the California mastitis test) were collected monthly throughout
lactation for 609 ewes of the Greek Chios breed. All animals were genotyped with a custom-made 960-single
nucleotide polymorphism (SNP) DNA array based on markers located in quantitative trait loci (QTL) regions for
mastitis resistance previously detected in three other distinct dairy sheep populations.

Results: Heritable variation and strong positive genetic correlations were estimated for clinical mastitis occurrence and
the three mastitis indicator traits. SNP markers significantly associated with these mastitis traits were confirmed
on chromosomes 2, 3, 5, 16 and 19. We identified pathways, molecular interaction networks and functional gene
clusters for mastitis resistance. Candidate genes within the detected regions were identified based upon analysis
of an ovine transcriptional atlas and transcriptome data derived from milk somatic cells. Relevant candidate genes
implicated in innate immunity included SOCS2, CTLA4, C6, C7, C9, PTGER4, DAB2, CARD6, OSMR, PLXNCT, IDH1, ICOS, FYB,
and LYFR.

Conclusions: The results confirmed the presence of animal genetic variability in mastitis resistance and identified genomic

regions associated with specific mastitis traits in the Chios sheep. The conserved genetic architecture of mastitis resistance
between distinct dairy sheep breeds suggests that across-breed selection programmes would be feasible.

Keywords: Genomic association, Sheep transcriptomic atlas, Milk transcriptome, Transcription factor binding sites, Mastitis,
Somatic cell count, Total viable bacterial count, California mastitis test, Chios sheep, Dairy sheep

Background

Mastitis is an inflammation of the mammary gland usually
caused by pathogens, mainly bacteria, developed in the
gland cistern after penetration through the teat canal. It is
the most prevalent and costly disease in the dairy industry
due to reduced and discarded milk, early involuntary
culling, veterinary service and labour costs [1, 2]. There is
also the possibility for the spread of a zoonotic disease as
well as the development of microbial resistance to
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antibiotics [1-3]. Mastitis compromises animal welfare
causing pain, anxiety, restlessness and changes in feeding
behaviour [4]. The issue of mastitis is a central element in
the design and implementation of management schemes
in dairy sheep farms. The notion is that for every case of
confirmed clinical mastitis there are at least 40 other
animals in the flock with subclinical mastitis. Reviews of
management practices and practical approaches to control
sheep mastitis have been published [5, 6].

The susceptibility of dairy animals to udder infection
is heritable [2, 7-9] but the current knowledge of the
complex physiological and cellular events that occur in
the mammary gland in response to pathogens is limited.
In cattle, the common mastitis pathogens, Escherichia coli
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(E. coli) and Staphylococcus aureus (S. aureus), activate the
mammary immune system in different ways, influencing
disease severity and chronicity [10]. The recruitment of
leukocytes (neutrophils) in the udder in response to infec-
tion is measured as the milk somatic cell count (SCC) [11].
Breeding programmes based on animal pedigrees and SCC
records (as a correlated trait for mastitis) have been imple-
mented in dairy cattle worldwide [12] as well as the French
Lacaune dairy sheep [13, 14]. Marker assisted selection or
genomic selection based on genotyping of single nucleotide
polymorphism (SNP) markers could enhance and expedite
the efforts for genetic improvement.

Quantitative trait loci (QTLs) and SNPs associated
with SCC have been previously identified based on link-
age and linkage disequilibrium analyses of three distinct
dairy sheep breeds (French Lacaune, Spanish Churra
and Italian Sarda [15-19]). Several QTLs were common
(i.e. located within 2 Mb regions) to two or more breeds
in these studies. A custom-made 960-SNP DNA array
for ovine mastitis resistance containing markers on six
chromosomes (2, 3, 5, 12, 16 and 19) was then developed.
The array was based on the common QTLs among breeds
and some additional well-defined (i.e. confidence interval
less than 0.5 Mb) QTL regions with large effects, as well as
further genotyping with the Illumina OvineSNP800 Bead
chip and re-sequencing of selected QTL regions
(Additional file 1: Table S1) within an FP7 European
funded project (http://cordis.europa.eu/result/rcn/163
471_en.html). For the design of the custom-made
array, SNPs were selected from both the 50 K and
the 800 K SNP DNA arrays, as well as the available
re-sequencing data; the array had an average density
of 1 SNP every 23 Kb. The present study builds on
results from previous studies on Lacaune, Churra and
Sarda sheep [15-19] in order to dissect the genomic archi-
tecture of mastitis resistance in an independent sheep
population, the Greek Chios breed. Genotyping was per-
formed with the aforementioned mastitis-specific custom-
made DNA array. We conducted variance component
analyses to estimate genetic parameters and genomic asso-
ciation studies to identify genomic regions controlling
mastitis. We also performed pathway analysis and exam-
ined gene expression and transcription factor binding site
data to identify candidate genes within the relevant
genomic regions.

Results

Principal component analysis

French Lacaune, Spanish Churra, Italian Sarda and Greek
Chios were among the sheep breeds analysed within the
framework of the sheep HapMap project [20]. Principal
component analysis (PCA) was performed to examine the
relatedness among these dairy breeds using genotypes
obtained with the Illumina OvineSNP50 Beadchip within
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the HapMap project. According to the results, the four
dairy breeds are genetically distinct with the first and
second PCA clusters explaining 14.4% and 9.9% of the
variance, respectively (Additional file 2: Figure S1). Chios
is equally distant from any one of the other three breeds,
with an average pairwise genetic distance (Dy) of 0.33,
confirming its independent population status for the
purposes of the present study.

Descriptive statistics of phenotypes

Descriptive statistics for SCC, California mastitis test
(CMT) and total viable bacterial count in milk (TVC)
are listed in Additional file 3: Table S2. The average
frequency of clinical mastitis occurrence (CM) was 5.1%
in our studied population. Gram positive (58% Coagulase
negative Staphylococci, 22% S. aureus and 7.7% Streptococcus
spp) bacteria were mainly responsible for CM. Nevertheless,
Gram negative bacteria (9.3% Pasteurella spp. and 3%
Proteus) were also isolated from the milk samples.
Smoothed curves illustrating progression for each trait
throughout lactation, after adjusting for all relevant
sources of systematic variation, are shown in Fig. 1. These
curves were based on second order polynomial functions
of time (week of lactation) fitted in mixed model analyses
of the studied traits. Higher order polynomials did not
improve the model fit as attested to by the Wald statistic.
As expected, values of SCC and CMT generally increased
as lactation progressed [21]. TVC and CM values first
showed a relative decrease until week 11 of lactation and
then started gradually increasing.

Genetic parameters

Estimates of heritability and repeatability of the studied
traits (Table 1) based on monthly records were derived
for the entire lactation as well as different stages of
lactation defined as early (weeks of lactation 1-7), mid
(weeks 8—17) and late (weeks 18-23). Because of the
binary nature of CM, only overall lactation heritability
and repeatability estimates were possible to derive for
this trait. Low to moderate heritabilities (0.09-0.18) were
estimated for all the mastitis traits; higher heritability
estimates were observed in all cases toward the end of
lactation. Moreover, the genetic correlations between the
different lactation stages were positive for all studied
traits (Additional file 4: Table S3). However, the genetic
correlations between early and late lactation were low to
moderate (0.26-0.56) suggesting that somewhat distinct
genetic mechanisms may control mastitis resistance at
different lactation stages. The three mastitis indicator
traits (SCC, TVC and CMT) were correlated, both
phenotypically and genetically, with each other and with
CM, suggesting that any of the three indirect mastitis
traits would be a useful predictor of CM. The genetic
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Fig. 1 Smoothed fixed curves of the mastitis traits studied in Chios sheep by week of lactation. Curves for milk somatic cell count (SCC), California
mastitis test (CMT), total viable bacterial count in milk (TVC) and clinical mastitis occurrence (CM) are presented

and phenotypic correlation estimates between traits are
presented in Table 2.

Genomic association studies

Genomic association studies were conducted separately
for early, mid, late and overall lactation for each trait.
Multidimensional scaling analysis (MDS) revealed no
substructure in the Chios population. In general, similar
genomic associations were detected for CM and the
three mastitis indicator traits but distinct associations
were observed in the different lactation stages. SNPs

significantly associated with the studied mastitis traits
are shown in Table 3. Five (four at genome-wide and
one at suggestive genome-wide significant level) of the
seven QTLs previously identified in other dairy breeds were
verified in the independent Chios population (Additional
file 1: Table S1). Q-Q plots supported the genomic analyses
results. Manhattan plots displaying these association results
are shown in Fig. 2; the corresponding Q-Q plots are
shown in Additional file 5: Figure S2.

All significant SNP markers that were identified in the
genomic association study had also a significant effect

Table 1 Heritability (h?) and repeatability () estimates for four mastitis traits studied in Chios sheep, by stage of lactation

Trait Parameter Early lactation Mid lactation Late lactation Overall lactation
(weeks 1-7) (weeks 8-17) (weeks 18-23) (weeks 1-23)
ScC h? 0.10 (0.05) 0.09 (0.05) 0.18 (0.05) 0.11 (0.05)
r 0.55 (0.03) 0.54 (0.02) 0.66 (0.02) 0.58 (0.02)
CMT h? 0.12 (0.06) 0.10 (0.05) 0.17 (0.06) 0.12 (0.06)
r 0.60 (0.03) 0.59 (0.02) 0.68 (0.02) 0.62 (0.02)
TVvC h? 0.09 (0.05) 0.08 (0.04) 0.15 (0.05) 0.09 (0.05)
r 0.28 (0.04) 0.27 (0.03) 034 (0.04) 033 (0.04)
™ h? NA NA NA 0.18 (0.10)
r NA NA NA 035 (0.06)

SCC log-transformed milk somatic cell count; CMT California mastitis test; TVC log-transformed total viable bacterial count in milk; CM clinical mastitis occurrence
(0/1, analysed with a logit function); NA non-applicable; standard errors in parentheses



Banos et al. BMC Genomics (2017) 18:624

Table 2 Estimates of genetic (above diagonal) and phenotypic
(below diagonal) correlations between the mastitis traits studied
in Chios sheep (overall lactation)

SCC CMT TvC ™M
SCC 0.77 (0.11) 0.56 (0.12) 0.35 (0.16)
CMT 0.85 (0.02) 0.21(0.12) 036 (0.17)
TvVC 0.64 (0.02) 0.65 (0.02) 0.35 (0.17)
(@] 0.35 (0.03) 039 (0.03) 0.33 (0.03)

SCC log-transformed milk somatic cell counts; CMT California mastitis test; TVC
log-transformed total viable bacterial count in milk; CM clinical mastitis occurrence
(0/1); standard errors in parentheses

on the corresponding mastitis traits in the ensuing mixed
model analyses based on the pedigree genetic relationship
matrix among animals. The additive and dominance genetic
effects, and the proportion of the total genetic and
phenotypic variance explained by each of these SNPs,
are summarised in Table 3. Individual significant SNP
markers explained up to 27%, 39%, 33% and 39% of the
genetic variance of CMT, SCC, TVC and CM, respectively.
The significant markers corresponding to the same QTL
were in linkage disequilibrium (LD as 7* = 0.20-0.97), im-
plying that they likely correspond to the same causative
variation (Additional file 6: Table S4). Only small LD blocks
(less than 200 kb length) were visualised with Haploview,
probably due to a high number of recombination events
having taken place in the outbred Chios population
(Additional file 7: Figure S3). The significant markers
were located in close proximity to each other, with most
of them being inside neighbouring small LD blocks, and
spanned the previously identified QTL regions in Lacaune,
Churra and Sarda (Additional file 7: Figure S3).

Annotation of SNP markers and QTL candidate regions

A relatively small number of genes (53 protein-coding
and 26 microRNAs) were identified in the candidate re-
gions for mastitis resistance (Additional file 8: Table S5).
All significant SNP markers, with two exceptions, were
located in intergenic or intronic regions. The exceptions
were two SNPs associated significantly with TVC (oar3_
OAR2_209,240,636) and SCC (Oar3_Oar2_208,650,955)
in late lactation, which correspond to a missense variant
in the exonic region of an enzyme of the citric acid cycle
(isocitrate dehydrogenase 1, IDHI) and to a non-coding
lincRNA variant, respectively. Annotations of all signifi-
cant SNP markers for CM, SCC, CMT and TVC, are
presented in Additional file 9: Table S6.

Pathway and functional clustering analysis

Based upon the significant heritability estimates and the
large amount of genetic variance accounted for by the
identified SNPs, we reasoned that the corresponding QTL
regions would contain genes contributing to a common
pathway associated with mastitis resistance. We therefore
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identified the sets of annotated genes lying within QTL in-
tervals and sought evidence of gene set enrichment. These
genes were enriched for pathways involved in inflammatory
and immune responses, both innate and adaptive (Fig. 3a).
Moreover, two networks of molecular interactions related
to immunological diseases were constructed using the list
of genes in the candidate regions (Fig. 3b). We further ex-
tracted the gene ontology (GO) terms for each of the genes
and performed functional annotation clustering analysis.
These genes were organised into 18 clusters, each given an
enrichment score (ES) (Additional file 10: Table S7). The
first (ES = 2.33) and the third (ES = 1.53) clusters were
related to the regulation of apoptosis, and to innate and
adaptive immune responses involving the same immune
genes identified with the pathway and network analyses
(C6, C8, C9, CD28, OSMR, SOCS2, CREBI, ICOS, CTLA4,
NRP2, PRPKAAI, DAB2, LIFR, PTGER4, UBE2N, IDH1).

Gene expression analysis

Genes that contribute to mastitis resistance are likely to
be expressed in milk somatic cells, in other immune
cells, and/or in the mammary gland, and much of the
genetic variation is likely to affect their transcriptional
regulation. In humans, more than 80% of genes that are
induced in stimulated monocytes have shown evidence
of heritable variation in their level of expression (eQTL)
[22]. To assess the expression profiles of genes located
in the candidate regions for mastitis resistance, we ob-
tained data from an ovine transcriptional atlas currently
under development at the Roslin Institute, which is based
upon the large-scale mRNA sequencing of multiple tissues
and cell lines [23]; this development builds upon similar
initiatives in other species [24, 25]. We also used data
from an RNA-seq characterisation of the milk transcrip-
tome of two Spanish dairy sheep breeds, Churra and
Assaf, where milk somatic cells had been sampled at 10,
50, 120 and 150 days after lambing [26, 27]. A previous
study identified genes involved in response to bacterial
lipopolysaccharide (LPS), the major component of the
outer membrane of Gram-negative bacteria, in a mouse
mammary gland model of mastitis [28]. A similar model of
mastitis has also been implemented in dairy cattle [29-31].
We reasoned that genes involved in mastitis susceptibility
would likely be constitutively expressed in the mammary
gland and immune tissues and/or differentially expressed in
sheep bone marrow-derived macrophages (BMDMs) in
response to LPS treatment. Both sources have been exten-
sively analysed in the sheep atlas. In addition, we reasoned
that these genes would be differentially expressed in sheep
with high, intermediate and low SCC and/or their expres-
sion levels would correlate with SCC [32]. The sheep used
in the milk transcriptomic study had also been phenotyped
for SCC and milk yield [26, 27].
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Table 3 List of SNPs associated with clinical mastitis occurrence and three mastitis indicator traits in Chios sheep
Trait  Lactation stage SNP “Chr(position)  GAS a d PVa  PVp p q
P-value (P-value) (P-value)
SCC  early (weeks 1-7) oar3_0OAR19_27,830,713 9(27830713) 5.54E-04 —0.39(0.00) —-0.09(042) 036 004 062 038
oar3_OAR19_27,397,476 19(27397476) 7.74E-04 —-0.41(0.03) 0.32(0.15) 038 004 034 066
OAR19_29193780 9(27558690) 8.00E-04 0.46(0.00) 0.30(0.04) 04 004 075 025
OAR19_29776311 19(28134366) 1.28E-03 0.33(0.09) 0.09(0.26) 012 001 087 0.3
late (weeks 18-23) oar3_OAR2_208,650,955 2(208650955) 2.31E-05 -0.24(0.07) -0.52(0.00) 0.19 0.01 0.71 0.29
oar3_0OAR2_206,805418 2(206805418) 8.25E-05 —0.27(0.00) 045(0.13) 007 O 099 001
OAR2_219641896 2(207420807) 1.65E-04 —0.14(0.46) 0.22(0.25) 0.01 0 083 0.7
OAR2_216496832 2(204569747) 1.89E-04 —0.22(0.04) 0.01(0.91) 0.11 0.01 038 062
oar3_0OAR2_208,711,940 2(208711940) 6.73E-04 0.11(041) —0.68(0.00) 018 0 019 081
oar3_0OAR2_207,141,059 2(207141059) 9.52E-04 —0.14(0.00) —0.84(0.00) 014 0 096 004
oar3_0OAR2_205,201,880 2(205201880) 144E-03 —-0.28(0.01) 0.03(0.79) 008 001 064 036
oar3_OAR2_204,683,757 2(204683757) 1.51E-03 —0.20(0.04) 0.09(0.42) 004 001 049 051
oar3_OAR19_27,100,147 19(27100147) 2.75E-05 0.52(0.02) 0.63(0.00) 039 0.03 085 0.15
overall (weeks 1-23)  OAR16_38842323 16(35633299) 1.69E-03 —-0.18(0.01) 0.12(0.13) 004 O 08 0.2
oar3_0OAR19_27,830,713 19(27830713) 145E-03 —-0.21(0.01) 0.15(0.16) 009 001 062 038
CMT  early (weeks 1-7) oar3_0OAR19_27,397,476 19(27397476) 3.67E-04 —0.36(0.00) 0.07(0.50) 028 003 034 066
oar3_OAR19_27,100,147 19(27100147) 3.93E-04 0.57(0.06) 0.33(0.31) 039 005 085 0.15
OAR19_29776311 19(28134366) 4.78E-04 0.37(0.05) 0.10(0.60) 015 002 087 013
OAR19_29193780 19(27558690) 9.22E-04 042(0.00) 0.21(0.12) 0.31 004 075 025
oar3_OAR19_27,723,161 9(27723161) 1.18E-03 0.34(0.04) 11(0.54) 014 002 085 0.15
mid (weeks 8-17) oar3_OAR19_27,830,713 19(27830713) 431E-04 —0.20(0.01) 0.09(0.35) 0.11 0.01 062 038
OAR19_27896777 9(26442150) 6.20E-04 0.61(0.01) 0.15(0.56) 019 004 091 0.09
oar3_OAR19_27,264,253 19(27264253) 9.35E-04 0.20(0.01) —0.02(0.79) 0.11 0.01 059 041
late (weeks 18-23) oar3_0OAR2_206,805,418 2(206805418) 9.71E-04 —0.19(0.00) 0.29(0.28) 003 O 099 001
oar3_0OAR3_130,101,204 3(130101204) 1.18E-03 12(0.00) 0.14(0.15) 0.01 0 09 0.1
OAR3_130,096,528.3SR 3(130096528) 1.32E-03 0.93(0.17) 0.98(0.16) 043 007 09 0.1
oar3_OAR16_35,319,166 16(35319166) 4.60E-04 -0.22(0.12) 0.26(0.16) 004 001 0.81 0.19
OAR16_37125504 16(34187287) 1.21E-03 —0.69(0.02) —0.38(0.23) 024 004 089 0.11
oar3_OAR19_27,100,147 19(27100147) 1.79E-05 0.63(0.00) 0.79(0.00) 0.27 0.05 0.85 0.15
oar3_0OAR19_26,711,220 19(26711220) 7.13E-04 0.08(0.00) —0.03(0.74) 0.01 0 093 007
oar3_0OAR19_27,830,713 19(27830713) 1.16E-03 —0.20(0.01) 0.09(0.35) 005 001 062 038
OAR16_37125504 16(34187287) 1.21E-03 —0.69(0.02) —0.38(0.23) 024 004 089 011
overall (weeks 1-23)  OAR16_37125504 16(34187287) 1.08E-03 —-0.22(0.26) 0.12(0.56) 004 001 089 011
oar3_OAR19_27,100,147 19(27100147) 1.09E-03 0.36(0.03) 0.42(0.01) 0.51 002 085 015
oar3_OAR19_27,830,713 19(27830713) 1.16E-03 —0.18(0.00) 0.09(0.21) 007 001 062 038
oar3_0OAR19_27,830,713 19(27830713) 8.81E-04 —-0.27(0.00) 0.08(0.37) 02 004 062 038
TVC  early (weeks 1-7) OAR2_219801849 2(207575434) 5.81E-09 0.27(0.00) -0.23(0.03) 0.33 0.02 0.25 0.75
late (weeks 18-23) OAR2_219838408_X 2(207609417) 1.49E-08 0.22(0.03) -0.17(0.11) 0.22 0.02 0.26 0.74
OAR2_219641896 2(207420807) 1.26E-06 -0.15(0.27) -0.08(0.59) 0.07 0.01 0.83 0.17
oar3_OAR2_209,240,636 2(209240636) 2.85E-06 —0.19(0.51) -0.32(0.09) 0.05 O 093 0.07
oar3_OAR2_208,650,955 2(208650955) 2.26E-05 -0.12(0.18) -0.32(0.00) 0.07 O 0.71 0.29
oar3_0OAR2_206,805418 2(206805418) 4.11E-04 —0.15(0.00) 0.28(0.19) 003 O 099 001
OAR2_220844191 2(208597501) 481E-04 —-0.10(0.22) —-0.16(0.10) 005 0 069 031
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Table 3 List of SNPs associated with clinical mastitis occurrence and three mastitis indicator traits in Chios sheep (Continued)

oar3_0OAR2_206,036,682 2(206036682)
overall (weeks 1-23)  OAR16_38842323 16(35633299)
OAR16_37125504 16(34187287)
OAR19_27896777 19(26442150)
(@] OAR16_39143709 16(35930429)
early (weeks 1-7) OAR16_37226202 16(34279856)
574559 16(35801129)
OAR16_37419505 16(34392335)
OAR16_37539041 16(34550197)
oar3_OAR19_28,110,151 19(28110151)
OAR19_29776311 19(28134366)
OAR19_29193780 19(27558690)
oar3_OAR19_27,018,360 19(27018360)
OAR5_104431404 5(95881956)
mid (weeks 8-17) oar3_OAR5_96,114,753 5(96114753)
OAR5_104389335_X 5(95841910)
oar3_OAR5_96,077,046 5(96077046)
oar3_OAR5_96,062,963 5(96062963)

OAR16_37226202 16(34279856)
OAR16_37539041 16(34550197)
oar3_OAR19_26,565,985 19(26565985)
oar3_OAR19_26808003 (
OAR19_29482474 (
oar3_OAR5_96,114,753 5(96114753)
OAR5_104431404 5(95881956)
( )
( )

9(27864985)
late (weeks 18-23)

OAR5_104389335_X 5(95841910
oar3_OAR5_96,114,753 5(96114753
OAR19_29776311 9(28134366
oar3_OAR19_27,264,253 9(27264253

( )
( )
0ar3_OAR19_28,110,151 19(28110151)
( )
( )
)

0ar3_OAR19_26,565,985 9(26565985
OAR19_29193780 19(27558690
overall (weeks 1-23)  oar3_OAR2_207,141,059 2(207141059
0ar3_OAR19_27,264,253 19(2726253)

9(268,080,030

1.24E-03  —0.49(0.00) —0.50(0.00) 012 001 084 016
1.27E-03  0.05(0.00) —-0.01(0.84) 006 0 0.8 0.2
1.32E-03  -0.30(0.01) —0.13(0.29) 015 001 089 0OMm
9.83E-04  0.16(0.16) —0.03(0.79) 007 0 091 009
6.98E-06 —1.72(0.36) 0.41(0.52) 0.25 0.05 0.54 0.46
416E-04  2.04(0.02) —0.80(0.39) 028 005 051 049
441E-04  3.50(0.53) 2.81(0.61) 033 002 058 042
121803 -3.27(0.06) 1.74(0.16) 019 005 062 038
1.76E-03 1.60(0.01) —1.17(0.13) 026 005 039 061
6.23E-06 0.98(0.04) 0.74(0.12) 0.25 0.05 086 0.14
5.92E-05 1.02(0.05) 0.88(0.13) 0.25 0.04 087 0.13
495E-04  3.02(0.76) 2.66(0.79) 021 004 075 025
826E-04  —1.11(0.05) 0.95(0.12) 026 005 046 054
1.18E-06  0.82(0.00) 0.29(0.39) 035 0.06 0.6 0.4
8.66E-06  0.87(0.00) 0.41(0.25) 039 0.07 059 041
2.28E-05 1.02(0.02) -1.01(0.06) 0.27 0.09 0.64 0.36
1.08E-04  0.59(0.03) 0.89(0.05) 012 003 041 059
1.07E-03  044(0.07) —0.22(0.14) 012 002 043 057
1.26E-03  2.02(0.02) 1.27(0.03) 021 004 051 049
1.94E-03 1.60(0.01) -1.17(0.13) 026 005 039 061
565E-04  —0.70(0.04) 0.32(048) 025 005 052 048
6.95E-04  —0.58(0.05) —-0.07(0.97) 014 002 074 026
1.30E-03  —-3.49(0.86) —3.33(0.87) 023 004 01 09
1.81E-03 1.00(0.03) 0.81(0.10) 042 008 059 041
289E-04  0.98(0.03) 0.71(0.15) 04 007 06 04
9.99E-04  047(0.04) 0.66(0.17) 021 002 064 036
1.14E-03  062(0.01) 0.32(0.25) 024 004 059 041
1.08E-03 1.08(0.00) 1.07(0.01) 028 005 087 013
1.31E-03 1.00(0.03) 0.23(0.64) 042 008 059 041
1.53E-04  0.98(0.05) 0.74(0.21) 025 005 08 014
521E-04  -042(0.06) —0.06(0.82) 0.1 002 052 048
1.35E-03  0.56(0.10) 0.08(0.82) 015 002 075 025
1.25E-03  —0.24(0.00) —-1.95(0.01) 0.1 0 096 004
1.35E-03  0.88(0.00) 0.11(0.71) 036 007 059 041

SCC log-transformed milk somatic cell counts; CMT California mastitis Test; TVC total viable bacterial count in milk; CM occurrence of clinical mastitis
aChr(position) is based on the Oar v3.1 assembly; GAS P-value: P-value from genomic association study (genome-wide significant in bold, suggestive significance
otherwise); a: additive allele substitution effect; d: dominance effect; PV: proportion of the genetic variance explained by the SNP; PVp: proportion of the
phenotypic variance explained by the SNP; p and q allelic frequencies. No significant associations were identified for TVC and SCC in mid lactation

Among all the genes located in the candidate regions
for mastitis resistance identified in the present study,
several (DAB2, IDHI, NDUFS1, MRPL42, FYB, SOCS2,
OSMR, RGMB, PPP4R2, EGFLAM and NUDT4) were
highly expressed in both mammary gland and various
immune cell lines as shown in Additional file 11: Figure S4.
These genes, along with others (CTLA4, CCNYLI, CEPS3,
CHDI, TTC33, METTL21A, PLXNCI, CARD6, FASTKD2,

PRKAAI and PTGER4) were also inducible by LPS in sheep
BMDMs (Fig. 4a and b).

Moreover, the expression of CCNYLI, IDHI, SOCS2,
MRPL42, C9, NDUFSI and NUDT4 was relatively higher
than other genes in the milk transcriptome (Additional
file 12: Figure S5). Some of the LPS-inducible genes
(S0CS2, CARD6, C9, METTL2IA and TTC33) were
differentially expressed in the milk somatic cells of sheep
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Fig. 2 (See legend on next page.)
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were identified for TVC and SCC in mid lactation

Fig. 2 Manhattan plots displaying the genomic association results of the mastitis traits studied in Chios sheep. Manhattan plots for milk somatic
cell count (SCQ) in early (a), late (b), and overall (c) lactation; for California mastitis test (CMT) in early (d), mid (e), late (f), and overall (g) lactation;
for total viable bacterial count in milk (TVC) in early (h), late (i), and overall (j) lactation; for clinical mastitis occurrence (CM) in early (k), mid (I),
late (m), and overall (n) lactation. Chromosome location is plotted against -log;o(P). Red and blue lines, respectively, are thresholds for significance
post-Bonferroni correction (P < 0.05) and for suggestive significance (accounting for one false positive per genome scan). No significant results

with divergent levels of SCC (high, intermediate, low;
Fig. 5). Furthermore, the level of expression of OSMR,
METTL21A, CEP83, CHDI1, PLXNC1, GPATCH?2, ICOS,
PTGER4, CARD6 and LIFR were significantly associated
with SCC, but not with milk yield levels, in the Churra
and Assaf sheep.

Transcription factor binding site (TFBS) analysis

Selective breeding in dairy sheep has led to the develop-
ment of selective sweeps associated with milk produc-
tion traits that are common to different breeds [33]. The
apparent commonality of QTL regions affecting mastitis
amongst disparate dairy breeds suggest that they may
also share specific variants that confer this phenotype.
There are currently insufficient whole genome sequences
available to identify such variants on a population-wide
basis. Nevertheless, we examined the available genomes
of six meat sheep (Scottish Blackface x Texel; BFxT),
the cross used to create the transcriptomic atlas, and
six dairy sheep sequenced as part of the Sheep HapMap
project [15] (two of each Churra, Sakiz and Lacaune
breed). There is no publicly available Chios genome, but
the genetically similar East Aegean Sakiz breed [20] was
considered as a proxy in the present study. To focus
on likely functional elements, we identified candidate
TBFS within 1 kb of the annotated transcription start
site [34]. MATCH analysis [35] revealed similar TFBS
profiles between dairy and meat sheep in the majority
(62%) of the genes located in the candidate regions
for mastitis resistance. For the remaining genes, distinct
TEBS profiles may be attributed to differences among
individual animals rather than breed type (Additional
file 13: Table S8). Most of these latter genes (CHDI,
PRKAAIL, TTC33, CARD6, DAB2, FYB, OSMR, PPP4R2,
C6, C9, PIGER4 and LIFR) were also differentially
expressed in BMDMs after LPS treatment and/or in sheep
with differing SCC. In general, no systematic differences
were observed in TFBS profiles between dairy and meat
sheep except for the following: (1) Matl-Mc and AP-1
binding sites upstream of the OSMR and PDZRN3 genes,
respectively, only in dairy sheep; (2) an HNF-1 binding
site upstream of DAB2, only in meat sheep; and (3)
HSF and c-Rel sites upstream of C9, only in meat and
dairy sheep, respectively.

Selection of candidate genes

Based on all above results, a total of 14 genes were selected
as the most promising candidate genes for mastitis resist-
ance (Table 4) in the present study. Genes were selected
using a combination of their known biological function, in-
volvement in immune response pathways and networks,
differential expression or enrichment in tissues relevant to
mastitis, differences in TFBS, association of their expression
levels with SCC and/or any previously known association
with mastitis resistance in either dairy sheep or dairy cattle.

Discussion

The present study investigated the genomic architecture
of mastitis resistance in Chios dairy sheep and assessed
the utility of relevant genomic data in genetic improve-
ment. Five QTLs located on chromosomes 2, 3, 5, 16 and
19 that had been previously identified in three unrelated
dairy sheep populations in France, Spain and Italy were
found to be segregating in an independent Greek sheep
breed, suggesting that genetic variation may persist in
diverse populations and that joint genomic selection pro-
grammes for enhanced mastitis resistance across breeds
are, in principle, feasible. The high proportion of genetic
variance explained by the five common QTL regions
renders this mastitis-specific 960SNP-array a useful tool
in dairy sheep breeding and genetic improvement.

The significance of the QTL regions reported in the
present study is supported by results of a previous selec-
tion mapping study that compared dairy with meat
sheep breeds to identify genomic regions under selection
[33]. In the latter study, multiple pairs of dairy versus
meat sheep breeds were investigated. For two specific
pairs a selection signal was identified in the QTL region
for mastitis resistance on chromosome 16 reported in
the present study; for another pair, a selection signal was
also identified close to our QTL regions on chromo-
somes 2, 3 and 19. The consistency of these selective
sweep signals with the QTLs verified in the present
study attest to the significance and suitability of the gen-
omic regions included in the custom-made 960SNP
array for dairy sheep populations.

Substantial genetic variance was detected in all mastitis
traits of our study. Nevertheless, our findings corroborate
the notion that mastitis resistance is under mostly poly-
genic genetic control [7, 16, 36], since 60-70% of the
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Fig. 3 Pathway and network analysis using the IPA software. a The
most highly represented canonical pathways derived from genes
located within the candidate regions for mastitis resistance in Chios
sheep. The solid yellow line represents the significance threshold.
The line joining squares represents the ratio of the genes represented
within each pathway to the total number of genes in the pathway. b
Two networks, both related to immunological disease, that illustrate
the molecular interactions between the products of candidate genes
selected from QTL regions for mastitis resistance in Chios sheep.
Arrows with solid lines represent direct interactions and arrows with
broken lines represent indirect interactions. Genes with white labels are
those added to the IPA analysis because of their interaction with the
target gene products

genetic variance remained unexplained by the identified
QTLs. Previous genetic studies on other breeds, reviewed
by Bishop et al. [2], reported similar heritabilities ranging
from 0.10 to 0.20 for SCC. Significant positive phenotypic
and genetic correlations were detected between the CM
occurrence and the three mastitis indicator traits (SCC,
CMT and TVC) implying some common underlying
mechanisms of resistance between acute clinical episodes
and persistent intra-mammary inflammations. Similar cor-
relations between CM and SCC have been reported in the
Lacaune dairy sheep [32, 37] and cattle [38]. These results
confirm the utility of the indirect mastitis measures as pre-
dictors of CM in genetic improvement programmes as well
as on-farm management practices. Furthermore, the three
mastitis indicator traits in the present study appeared to be
under generally similar genetic mechanisms of control.
Considering that the average incidence of clinical mastitis
in a well-managed flock is about 2-3% and the incidence of
subclinical mastitis is much higher, the use of indicator
traits associated with the latter would facilitate breeding
programmes achieving improvements in both subclinical
and clinical mastitis resistance. CMT and TVC were stud-
ied for the first time as phenotypes for breeding purposes.
Implementation of CMT would constitute a useful tool to
phenotype mastitis resistance on the farm without requiring
any special equipment.

In Lacaune sheep, a previous transcriptomic study of
SCC associated 7 genes — cytotoxic T lymphocyte-
associated protein 4 (CTLA4), suppressor of cytokine
signalling 2 (SOCS2), oncostatin M receptor (OSMR),
FYN oncogene related to SRC (FYN), complement factor
B (CFB) and isocitrate dehydrogenase 2 (NADP+), soluble
(IDH2) — with mastitis susceptibility [32]. In the present
study, several of these genes (CTLA4, SOCS2, OSMR),
along with some from the same family (FYB, C9, IDHI),
were also found to be LPS-inducible in BFxT sheep
BMDMs and/or differentially expressed in the milk som-
atic cells of Churra and Assaf, indicating they are likely to
be involved in protective immunity across sheep popula-
tions. The SNP marker located within the IDHI gene
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corresponds to a missense mutation but further work is
needed to verify if this is the actual causative mutation.
For the OSMR and C9 genes, differences in the TFBS in
the 1 kb upstream regions were also identified among
dairy and meat sheep. The proto-oncogene c-Rel — whose
binding site was identified in the sequence upstream of C9
in dairy sheep — is a member of the nuclear factor
kappa b (NFkb) family of transcription factors, whose
activity has been previously related with mastitis resist-
ance in dairy cattle [39]. However, further studies are
needed to confirm if these promoter variants are

functionally important. Moreover, most of the candidate
genes for mastitis resistance identified in the present study
were previously reported to control mastitis resistance in
dairy cattle, including CTLA4 [40), IDH1, OSMR, C6, C7
and C9, mitogen-responsive phosphoprotein, homolog
2 (DAB2), caspase recruitment domain family, member
6 (CARD6) [41, 42], and prostaglandin E receptor 4
(PTGER4) [43, 44]. This suggests that dairy sheep and
cattle may partially share common underlying mecha-
nisms and genes critical to a successful host response to
mastitis infection.
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Based upon their transcriptional profiles and association
with SCC, novel functional candidates for mastitis resist-
ance were identified in the present study. These include
inducible T-cell co-stimulator (ICOS), leukaemia inhibi-
tory factor receptor A (LIFR), plexin C1 (PLXNCI) and
chromodomain-helicase-DNA-binding protein 1 (CHDI).
The proteins encoded by these genes have been previously
associated with multiple diseases in humans [45-49] and
other species [50]. The clear enrichment of LPS-inducible
genes in the QTL regions also offers the possibility of
using this assay to identify both cis- and tranms-acting
eQTLs that are relevant to mastitis, similar to a previous
study of human monocytes that highlighted loci associated
with inflammatory disease susceptibility [22]. The fact that
the set of LPS-inducible genes overlaps with genes whose
level of expression was correlated with SCC attests to the
utility of the assay as a model for mastitis in sheep.
However, further studies are needed to confirm the
present results and identify the actual causative genes
and mutations.

Conclusion

Both innate and adaptive immune responses, along with
the induction of specific metabolic genes, are likely to be
involved in the genomic architecture of sheep resistance
to mastitis. All the mastitis traits analysed in the present
study exhibited heritable variation, suggesting that selec-
tion and management programmes aiming at enhancing
mastitis resistance are feasible. Genetic selection against
mastitis may be achieved using primarily indirect (indica-
tor) traits such as SCC, CMT and TVC but a combination
of both clinical mastitis and indicator traits would be pref-
erable. A possible implementation scenario might entail
marker-assisted selection based on validated selectable

markers and the candidate genes identified in the present
study. Another option would be the implementation of
genomic prediction and selection schemes across different
dairy sheep breeds sharing common QTLs for mastitis
resistance, leading to enhanced reference population size
and greater accuracy.

Methods

Ethics statement

The study was approved by the Ethics and Research
Commiittee of the Faculty of Veterinary Medicine, Aristotle
University of Thessaloniki, Greece. Permits for access and
use of the commercial farms were granted by the individual
farm owners, who were members of the Chios Sheep
Breeders’ Cooperative “Macedonia”. During sampling, ani-
mals were handled by qualified veterinarians. Permission to
qualified veterinarians to perform milk and blood sampling
was granted by the National (Greek) Legislature for the
Veterinary Profession, No. 344/29-12-2000. For the ovine
transcriptional atlas study approval was obtained from The
Roslin Institute’s and the University of Edinburgh’s Protocols
and Ethics Committees. All animal work was carried out
under the regulations of the Animals (Scientific Procedures)
Act 1986.

Principal component analysis

A total of 23 Chios, 103 Lacaune, 120 Churra and 20
Sarda dairy sheep were analysed within the sheep HapMap
project [15]. Genotyping and SNP quality control are
detailed in Kijas et al. [20]. PCA was performed using
PLINK v1.9 [51], which created an identity-by-state matrix
for assessing the genetic differences among the four popu-
lations, and allowed the average genetic distance between
Chios and each of the other three breeds to be estimated.



Page 12 of 18

Banos et al. BMC Genomics (2017) 18:624

118 '08] sisoidode Buneyioey ur 504 € sey 1| (@-4N) P

10108} JB3|PNU J030R) UONdLDSURIY 3|GIPNPUI 3y} JO UORADE UO BulbiaAuod skemyied
uondnpsuely jeubis a1einpoul AjpAiisod 03 pue saseuny uidioid HBuoelaiul-101dadal
UM 1DBIS1UI 0} UMOYS US3] Sey 1eyl Uiioid paleposse-s|ngnioddiul e sapodus 9gyy)d

‘[6/] SHOMIDU Al01RWIWIRUL PUR ‘D1BojoUNUWWI D1Ialodolewsy Ul

PaA|OAUL BUIRQ SE [|9Mm Se ‘uoiielayljold [|93 pue uoleRUIRYIp Ul suonduny didonorsid
9ARY 1BY1 S3UMOIAD JO Ajiuue) O¢ | dB a1 JO JSquisW € S 1| "UOIPWWIBHUI DIUOIYD
BUIAJOAU] S95BSSIP Ul PUB SISEISOSWIOY Ul PIAJOAUI QU0 Pa1aJd3s B S| A UIRISOdUD

"[8/] UOI9|94S01AD UIIDE BY1 JO Bul|lepowal 01 buljleubis [j93-| bupjul| ul

3|0J e Aejd 0s|e Aew 11 ‘Z-UpN3pIa1ul JO UOISSIAXS 31 S|OIUOD pue uoneAnde 13|21e|d
Ul PRAJOAUL S| UI910Jd PapodUs 3y "s||93-] Ul sapedsed Buljjeubis ¢ ui10id 21|00
21£00ydwiA| pue u10id NA4 oY1 J0j sa1depe ue s ausb siy1 Ag pspodus urRioid ay)

‘[£/-G/] Jossaiddns

Inowny e se 1oe os|e Aeyy ‘Aemuaed uononpsuely [eubis (1-4SD) | Jo1dey buneinuins
AU0J0D 23U Ul 3]04 e SAe|d “Aemyied Buljjeubis ujua1ed-e19q,/AUAA [BDIUOURD U3 UgIYul
KB\ "S9SBUPY [RUILLLISY-N UN(-D Pa1BINWINS-(B190-D4]) ©12q 1010’} Yimoib Bujuiiojsuesy
JO uoneANDE U] Salelpaly “sulR1oid obied Pa1d3|es JO SISOILDOPUS pajelpaW-Ulyled
2y} Joj palinbai ‘u10i4d BuIOS Pa1rIDOSSE-ULIYIED B SB suoiduny 1ey) usioid usidepy

/] €-95eup| 3seyiuAs uabodA|b jo uonejlioydsoyd ayy 01 pes| pue ‘yNyw
7-95eUabAX00PAD JO ALljIGeIS pue [9A9] 941 91e|nbal ‘(1YD3) | asuodsas yimoib Ajes jo
uolIssaidxe padnpul 7394 S1eipaul ‘buljjeubis 1010k} ||92-] 91eAlDe Ued Joidedai Siy|

T€/] 5|92 19611
40 aueiquiaw ewseld ay1 ul saiod Buluioy Ag asuodsal sunwwi aAndepe pue
91eUUl 9y Ul 9j0s A3y e sAe|d yDiym x9]dwOD 3211 SURIGUUSW 943 JO SIUSNIISUOD)

e
uondudsues} o uopenbal Y1 Ul paredjdull usaq sey eyl uisioid e sapodua ausb siy |

‘[1/] @suodsal aunuwiwl sy pue ‘uoieldiw pue Ajjow ||
‘9duepinb uoxe aeinbal 1eyy suioid Jo Ajiuiey abie| e ‘suoydewss oy sio1dadal
SUBIqUIRUISURI] 318 SUIX3|d "Allule} uixa|d Y3 JO Jaquiaul e sapodua auab siy|

‘[0£] Buleubis (|93 pareipaw Y| 49| JO UoneINBaI SY3 Ul PIAJOAUL 3G 0}

1ybnoy1 si pue (41 4o)) J01dadai |-10108) Yimoih ay1j-Ulinsul Jo utewop diwsejdoifd
93Ul UM s1oeIa1ul auab siy1 A papodus ueioid ay] [69] (Aemuyred W 1SHVI

ay1) Aemyred uondudsuely Jo UOHBANDE PUB JadNPsURIY [eubis/aseury Snuer ayi eiA
Buljjeubis 103dadal auP01LD JO SI01eINBAI DAIIRDAU S|GIDNPUI-IU0ID DI SIGUIDW
Aliwie) $O0S “Ajiwey (SDOS) buljeubis auoiAd Jo Jossaiddns ayi Jo Jaquiaul

"[89] UON®II3S UlNSUl PadNpUI-s0oN|6 Jo uopenbal oyl Ul pue
abewep aanepixo bunebnpiw ul sayedidiued Apdalipul osje |HQ| ‘21esein|boxo-g 03
91RI1D0S| JO UOIIRIAXOGIBISP SANBPIXO Yt dsA[e1ed SaseusboIpAysp 21es300s|

[£9] S|192-g Ag UOIRID3S Apogiaue pue ‘suopdeIU|
(|92-]92 S1eIpaWl 1By} S3NJSJOW JO Uopenbaidn ay3 ‘UoaIdas supoyduA|
‘uonesayijosd Apweu ‘usbnue ubiaioy e 01 sasUOdsal |[93- Jiseq ||e s9dUeYU]

'[99] sasuodsal ||92-1 Jo Joye|nbHas aAneHaU Jofew e se Buiide Joydadal Aloygiyul

901'085'€€-96€'£95'€€9L

8L/'V/¥'SE-C8T'ITY'SE9L

YTE'69T'SE-EY1'0L1'SE91

86¥7'8667€-965'9/67€9L

GS1'£0/'€€-08¥'069'€€:9L
880'5£0'SE-¥ELY10'GEIL
GE0TPS'EE-9S0'L8Y'EE9L
GOT'8EE'€E-G18'/97'EE9L

£€9'655'56-998'99¢€'56:S

VLE VY 0EL-08€E'LLT0EL'E

80S'CeL'6CL-915'0CL'6T L€

£0€'65C'60C-669'9€C'60C:C

€69'€/8'70C-6CH'L S8'V0T T
TTSY8LYOC—€TS'LLLYOT T

Ulewo( JUSWIINIDaY asedsen)

J01d323l |\ UneIsoduQ

uis104d BuUIpUIg-NAS

7 bojowoy ‘uieioidoydsoyd aaisuodsal-usbonw ‘qeg

 Jo1dedai 3 uipue|beIsold
6 1usuodwiod Juaws|dwod
/ usuodwod uawa|dwod

9 1usuodwiod JuswW|dwod)

| uI101d BUIpUIg-YNG-95821[9Y-UIBUIOPOWOIYD

LD uxald

Z Buijieubis aupjo1Ad jo tossaiddng

3|9N|0S ‘(+4AVN) | oseusbolpAysp 21843205

JO1BINWINS-0D ||92-] 9|gIdNpu|

 ui2101d pa1e1posse-a1A00ydwA|-| J1X01034D)

9a4v>

ANG)

gA4

ava

74951d
6D
/)
9D

LdHD

IONXId

5008

LHAI

SODI
Y1

suonoun4

uonedo| diWousn

swieu saush)

|OQUIAS 3u5)

9DUEISISDI SASBW 10} SaUsb alepipued paidajss  ajqel



Banos et al. BMC Genomics (2017) 18:624

Animals, sampling and phenotyping

A total of 609 purebred Chios dairy ewes in the first or
second lactation, raised in four commercial farms in
Greece, were used. Presence or absence (0/1) of CM was
recorded by an experienced veterinarian in monthly
visits during the first five months of lactation. On the
day of visit, two 50 ml milk samples were collected in
the milking parlour under aseptic conditions for the
measurement of three traits indirectly related with mas-
titiss: CMT, SCC and TVC. CMT was scored on a scale
from 0 to 4 [52], with high values indicating the presence of
elevated SCC and, potentially, pathogens in milk; this test
was performed with a commercial kit according to manu-
facturer’s instructions (Bovi-vet, Kruuse, Germany). SCC
was measured with Fossomatic 360 (Foss Electric, Hillerad,
Denmark) and expressed as the number of cells/ml of milk.
TVC was measured with Bactoscan FC 50 (Foss Electric,
Hillerad, Denmark) and expressed as the number of viable
bacteria/ml of milk. In total, 2436 individual animal records
were collected. Peripheral blood samples were collected
from each ewe in 9 ml K,EDTA Vacutainer blood collection
tubes (BD diagnostics) by jugular venepuncture for
genomic DNA extraction.

A total of 638 samples with a CMT score greater than
or equal to 2 and/or at least 500,000 somatic cells/ml
milk (cut-off values selected on the basis of bibliographic
evidence [53]), were further tested by selective culturing
on MacConkey agar for Gram-negative bacteria, and on
Mannitol Salt agar and Blood agar followed by Gram
staining for Gram positive bacteria. The plates were
incubated at approximately 37 °C for 24 h. The next day,
the plates were examined for bacterial growth.

Genetic parameter estimation

The distributions of SCC and TVC records were skewed;
therefore, records were naturally log-transformed in order
to achieve normality of the respective distributions.
Monthly animal records were analysed with the following
mixed model to derive variance components and genetic
parameters for the overall lactation; each trait was ana-
lysed separately:

Yijimno = 4+ Fi + YS; + a; x age + Li
2
+ Zn:] b"P” Wm +go +peo + €ijkmno (1)

Where: Y = record of ewe o in week of lactation (i.e.
week post-lambing) m

u = overall mean

F = fixed effect of flock i

YS = fixed effect of year-season of lambing j

a; = linear regression on age at lambing (age)

L = fixed effect of lactation number k

W = fixed effect of week of lactation m
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b, = fixed regression coefficient on week of lactation
m (order n = 2)

P, = orthogonal polynomial of week of lactation m
(order n = 2)

g = random additive genetic effect of ewe o, including
pedigree genetic relationships among animals

pe = random permanent environment effect of ewe o

e = random residual effect

A Logit function was fitted to the CM analysis to account
for the binary nature (0/1) of the trait. For all traits, the
fixed regression on week of lactation yielded a smoothed
curve illustrating the trait progression throughout lactation.
Heritability and repeatability estimates were derived from
the variance components of the random effects for each
trait. Residuals from these analyses were kept to be used as
dependent variables in the ensuing genomic association
studies aiming to assess the effect of SNPs on the respective
traits expressed across the entire lactation. Subsequently,
bivariate analyses were conducted with the above model to
estimate genetic and phenotypic correlations among traits.

In separate analyses of SCC, CMT and TVC, second-
order polynomial functions of week of lactation were fitted
to the additive genetic and permanent environment effects
of model (1), resulting in separate variance component and
genetic parameter estimates by week of lactation. The latter
were then combined to derive average heritability and re-
peatability estimates for early (weeks of lactation 1-7), mid
(weeks 8—17) and late (weeks 18—-23) lactation. The corre-
sponding residuals were also kept as input variables to the
genomic association studies aiming to assess the impact of
SNPs on traits expressed in different stages of lactation.
These analyses were not possible with the Logit function
fitted to the analysis of binary CM. Therefore, a linear
model was fitted to this trait in order to derive residuals
by lactation stage for the genomic association analysis.
All mixed model analyses were conducted with ASReml
v4.0 [54].

DNA extraction

Genomic DNA for all samples was extracted from blood
bufty coat using a modified protocol (Modified Blood) as
described by Psifidi et al. [55].

Genomic association analysis

All animals were genotyped with a customized 960-SNP
DNA array containing SNPs located in seven previously
identified QTL regions for mastitis resistance on chro-
mosomes 2, 3, 5, 12, 16 and 19. Details of the SNPs
comprising the DNA array are presented in Additional
file 14: Table S9. SNP genotypes were subjected to quality
control measures using the following thresholds: minor al-
lele frequency < 0.05, call rate < 95% and Hardy-Weinberg
equilibrium P < 107° After quality control, 710 SNP
markers remained for further analysis. SNP locations were
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obtained from the Oar v3.1 assembly using the Ensembl
genome browser (www.ensembl.org). To account for
possible population stratification, a genomic relation-
ship matrix was generated including all individual
animals. This genomic relationship matrix was converted
to a distance matrix that was used to carry out classical
MDS analysis with the R package GenABEL [56]. Individual
ewe phenotypes were adjusted for the same fixed effects
included in model (1). Phenotypes pertained to the entire
course of lactation as well as to different stages (early, mid,
late) of lactation as explained above. In all cases, GEMMA
v0.94.1 [57] was used to run the genomic association
analyses of adjusted phenotypes based on a mixed model
that included the genomic relationship matrix among indi-
vidual ewes as a random effect. After Bonferroni correction
for multiple testing, the P < 0.05 significance threshold was
set at P < 7.04 x 107 and a suggestive significance thresh-
old (accounting for one false positive per genome scan) was
setat P< 141 x 107,

LD among significant SNPs was calculated as an 7
value using PLINK v1.9 [51] in order to evaluate the
extent of LD and identify candidate regions potentially
containing causal mutations for mastitis resistance. Fur-
thermore, LD blocks in the regions where significant
SNPs were found with GWAS were visualised using the
software Haploview v4.2 [58]

SNP locus effect confirmation

Individual markers found to be significant in the previous
step were further examined with a mixed model that
included the fixed effects of model (1), the fixed effect of
the corresponding SNP locus genotype and the random
effect of the animal. Additive (a) and dominance (d) ef-
fects, and the proportion of additive genetic variance
(PV,) and total phenotypic variance (PVp) due to each
SNP locus were calculated as follows:

a = (AA-BB)/2

d = AB—((AA + BB)/2)

PVa = (2pq (a+d (q-p))*)/VA
PVp = (2pq (a +d (q-p))*)/VP

where AA, BB and AB were the predicted trait values of
the respective genotypic classes, p and q were the allelic
frequencies of A and B at the SNP locus, and VA and
VP were the additive genetic and total phenotypic variance
of the trait. The latter were estimated with model (1). All
analyses were run with ASReml v4.0 [54].

Annotation of the SNP markers and the QTL candidate
regions

For sheep assembly Oar v3.1, the Ensembl Variant Effect
Predictor (VEP) (http://www.ensembl.org/Tools/VEP) and
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BioMart data mining tools (http://www.ensembl.org/bio
mart/martview/) were used to map and annotate the sig-
nificant SNP markers derived with the genomic association
analysis on the reference genome, and to locate genes in
the corresponding candidate regions for mastitis resistance.

Pathway and functional annotation clustering analysis
Gene lists in the candidate regions for mastitis resistance
were analysed using the Ingenuity Pathway Analysis (IPA)
programme (www.ingenuity.com) in order to identify
canonical pathways and gene networks constructed by the
products of these genes. IPA constructs multiple possible
upstream regulators, pathways and networks serving as
hypotheses for the biological mechanism underlying the
trait. This analysis uses data from a large-scale causal
network derived from the Ingenuity Knowledge Base. IPA
then infers the most suitable pathways and networks
based on their statistical significance, thereby setting a
threshold above which the pathways are significant.

Gene lists were also analysed against an Ovis aries back-
ground using the Database for Annotation, Visualization
and Integrated Discovery (DAVID v6.7) [59]. For each
gene, we determined its GO terms and performed func-
tional annotation clustering analysis to detect possible
enrichment. The ES calculated with DAVID is a modified
Fisher’s exact test P-value, with increasing ES (>1) reflect-
ing over-representation of that functional category.

Gene expression analysis

Expression levels of each gene located within candidate
regions for a mastitis trait were obtained from a tran-
scriptomic atlas of 406 RNA-seq libraries, representing
all major organ systems; the atlas was based on a BFxT
sheep cross [23] and also included 83 libraries from a
Texel sheep trio (ewe, ram and lamb) as described in
Jiang et al. [60]. In the present study, we were specifically
interested in mammary gland, immune-related tissues and
cell lines. Therefore, we extracted data pertaining to the
haemolymph nodes, mesenteric, popliteal, prescapular
and submandibular lymph nodes, peripheral blood mono-
nuclear cells, blood leukocytes, monocyte-derived macro-
phages, alveolar macrophages, tonsils, and mammary
glands. The atlas also contained data from sheep BMDMs
at different time points (0 h, 2 h, 4 h, 7 h and 24 h) after
LPS treatment [23], which we used here as a model for
mastitis, to identify candidate genes that are likely in-
volved in the inflammatory response to bacterial infection.
LPS stimulation mimics Gram-negative pathogens, which
accounted for 12% of the mastitis incidence in the Chios
sheep in the present study. LPS stimulation also provides
a general model for toll-like receptor (TLR) signalling and
inflammatory pathology which causes morbidity and pro-
duction losses associated with mastitis. To supplement
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this dataset, we obtained expression levels from a previous
transcriptomic study of the milk somatic cells of two
Spanish dairy sheep breeds, Churra and Assaf [27]. The
sheep used in this study had also been phenotyped for
SCC and milk yield [26]; these records were made avail-
able to the present study.

To generate RNA for library preparation, BMDMs
were differentiated for 7 days in recombinant human
colony stimulating factor and treated with LPS (Salmonella
minnesota Re 595 (L9764; Sigma-Aldrich)) at a concentra-
tion of 100 ng/ml. Salmonella is a TLR4 agonist; Staphylo-
coccus aureus, which is the main cause of mastitis in dairy
sheep, is known to activate both TLR2 and TLR4 [61] in
cattle. BMDMs were harvested into Trizol (Thermofisher)
at each different time point post LPS treatment in prepar-
ation for RNA extraction. For all samples in the transcrip-
tomic atlas, RNA was extracted using Trizol (Thermofisher)
followed by column purification and DNAse treatment
using the RNeasy Mini Kit (Qiagen). The resultant RNA
was checked for quality using the Agilent Tapestation
2200, and all samples were of high quality with RNA
Integrity Numbers (RIN®) greater than 9. All RNA-Seq
libraries from the sheep transcriptional atlas included in
this study were TruSeq stranded mRNA libraries (125 bp
paired-end). Libraries were prepared by Edinburgh Gen-
omics (https://genomics.ed.ac.uk/) using the TruSeq mRNA
Library Preparation kit (Illumina) and sequenced on the
[lumina HiSeq v2500 at a depth of >25 million reads
per sample.

Expression levels for all samples from both the tran-
scriptomic atlas and the milk somatic cell transcriptome
were estimated using Kallisto v0.42.4 [62]. Rather than
aligning RNA-seq reads to a reference genome, recon-
structing transcripts from these alignments and then
quantifying expression as a function of the reads aligned
(the conventional means of RNA-seq processing), Kallisto
employs a flightweight' algorithm, which first builds an
index of k-mers from a known transcriptome: the Ovis aries
v3.1 ¢cDNAs (ftp://ftp.ensembl.org/pub/release-83/fasta/
ovis_aries/cdna/Ovis_aries.Oar_v3.1.cdna.all.fa.gz, ob-
tained from Ensembl v84 [63]; n = 23,113 transcripts
[22,823 protein-coding, 247 pseudogenes, 43 processed
pseudogenes]). Expression level is then estimated dir-
ectly (i.e., in an alignment-free manner) by quantifying
exact matches between reads and k-mers. Expression is
reported per transcript as the number of transcripts per
million, and is summarised to the gene-level as de-
scribed previously [64].

Differential expression analysis was run on the LPS time
series data using the Kallisto output with the R/Biocon-
ductor package ‘Sleuth’. Heatmaps were drawn using the
heatmap.2 function from the R package gplots v3.0.1.
Additional differential expression analyses were conducted
between sheep with high, moderate and low levels of SCC,
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after adjusting for breed (Churra and Assaf). Relevant data
for this study are described by Suarez-Vega et al. [22].
Least square mean pairwise comparisons between SCC
levels were conducted. Tukey’s HSD post-hoc test adjust-
ment was applied at a significance level of 0.05.

Furthermore, the effect of the expression level of each
gene (located within a candidate region for mastitis
resistance) on SCC and milk yield was assessed using
the following linear model:

Yij =+ B; +g; + eij (2)

where Y = record of ewe (SCC or milk yield across lacta-
tion), 4 = overall mean, B = fixed effect of breed i, g = fixed
effect of the mean expression of gene j, e = random residual
effect.

The significance threshold in this analysis was set at
0.05. Since genes were located within 5 QTL regions, an
FDR adjustment for multiple testing was applied and the
significance threshold was subsequently re-set to
P < 0.0125. The analyses were conducted with ASReml
v4.0 [36].

Transcription factor binding site analysis

In order to identify whether differences in TFBS are as-
sociated with differences in expression level of the genes
found in the candidate regions for mastitis resistance,
we extracted and compared the corresponding 1 kb up-
stream sequence in all genes from both meat and dairy
sheep. Specifically, we extracted the sequences from the
six sheep used to create the BFXT transcriptomic atlas
and six sheep sequenced as part of the Sheep HapMap
Project [15] (two Churra, two Lacaune [one dairy and
one meat] and two Sakiz dairy sheep; NCBI Sequencing
Read Archive (SRA) accession numbers SRR501848,
SRR501909, SRR501850, SRR501851, SRR501843 and
SRR501878, respectively; BioProject PRINA160933).

The six atlas sheep (BFxT) had been fully re-sequenced.
lumina Tru-Seq Nano 350 gel-free libraries (125 bp
paired end) were prepared, for each sample, by Edinburgh
Genomics (https://genomics.ed.ac.uk). The six libraries
were run on one lane of the Illumina HiSeq2500 System
to generate in total approximately 220 M + 220 M reads
resulting in a 10-fold coverage per sample. Details of the
re-sequencing methodology within the HapMap sheep
project can be found in Kijas et al. [15]. In both cases,
the 1 kb upstream regions for each gene were extracted
using BEDTools v2.25 [65]. These were then analysed
using the MATCH algorithm within the TRANSFAC
7.0 Suite, with default parameters, which predicts TFBS in
DNA sequences using a library of positional weight
matrices [35].
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Additional files

Additional file 1: Table S1. Location of identified QTL regions for
mastitis resistance in Chios sheep (present study) as well as Lacaune,
Churra and Sarda sheep from previous studies. (XLSX 13 kb)

Additional file 2: Figure S1. Principal component analysis results for
Chios, Lacaune, Churra and Sarda sheep. Red dots represent Chios
(present study), green dots Churra, blue dots Lacaune and orange dots
Sarda sheep (previous studies). (DOCX 20 kb)

Additional file 3: Table S2. Descriptive statistics of milk somatic cell
count (SCC), California mastitis test (CMT) and total viable bacterial count
in milk (TVC) in Chios sheep. (DOCX 12 kb)

Additional file 4: Table S3. Genetic correlations among mastitis
measures in different lactation stages in Chios sheep. (DOCX 12 kb)

Additional file 5: Figure S2. Q-Q plots displaying the genomic association
results for the mastitis traits studied in Chios sheep. Q-Q plots for milk somatic
cell count (SCC) in early (A), late (B) and overall (C) lactation; for
California mastitis test (CMT) in early (D), mid (E), late (F) and overall
(G) lactation; for total viable bacterial count in milk (TVC) in early (H),
late (1) and overall (J) lactation; for clinical mastitis occurrence (CM) in
early (K), mid (L), late (M) and overall (N) lactation; Observed P-values
are plotted against the expected P-values for each trait. Q-Q plots are
not presented for TVC and SCC in mid lactation since no significant
results for these traits were identified. (DOCX 248 kb)

Additional file 6: Table S4. Linkage disequilibrium (LD) estimation
(as 1) for the significant SNP markers identified in the genomic
association analyses of mastitis resistance in Chios sheep. (XLSX 13 kb)

Additional file 7: Figure S3. Patterns of linkage disequilibrium (LD) for
SNP markers associated significantly with mastitis resistance in Chios
sheep. LD patterns are shown for chromosomes 2 (A), 3 (B), 5 (C), 16 (D)
and 19 (). LD blocks are marked with triangles. The significant markers
are illustrated with a blue arrow. The candidate regions for mastitis
resistance identified in previous studies and in Chios sheep (present
study) are marked with dashed lines. The strongest LD signals are in red
and the weakest in white. (DOCX 1060 kb)

Additional file 8: Table S5. Genes located in the candidate genomic
regions for mastitis resistance in Chios sheep. (XLSX 15 kb)

Additional file 9: Table S6. Annotation of SNPs identified to have a
significant association with mastitis resistance traits. (XLSX 16 kb)

Additional file 10: Table S7. Functional annotation clustering analysis
of the genes located in the candidate regions for mastitis resistance.
(XLSX 16 kb)

Additional file 11: Figure S4. Expression level of genes, located in the
mastitis resistance candidate regions, across both mammary glands and
immune cell lines/tissues. Expression level is estimated as the mean TPM
(transcripts per million) of all (5) experimental replicates and is represented
here as a Z-score per cell line/tissue. Data is obtained from two transcriptomic
atlases; one of Scottish Blackface x Texel (BFxT) sheep and one of Texel sheep.
(PNG 67 kb)

Additional file 12: Figure S5. Expression level of genes, located in the
mastitis resistance candidate regions, as extracted from the Churra/Assaf
milk somatic cell transcriptome analysis. Expression level is estimated as
the mean TPM (transcripts per million) of all (5) experimental replicates
and is represented here as a Z-score per individual animal. (PNG 54 kb)

Additional file 13: Table S8. Transcription factor binding site analysis
using the MATCH programme. (XLSX 41 kb)

Additional file 14: Table S9. List of SNP markers comprising the
mastitis-specific custom-made array used in the genomic association analysis
of Chios sheep. (XLSX 51 kb)

Additional file 15: Table S10. Expression levels of genes located in the
candidate regions for mastitis resistance identified in Chios sheep. The
gene expression levels presented here are across all the body tissues and
cell lines, as extracted from the two (BFXT and Texel) sheep transcriptomic
atlases. Details on the expression profile of each gene across the
transcriptomic atlas are also provided. (XLSX 71 kb)
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Archive; TFBS: Transcription factor binding site; TVC: total viable bacterial
count in milk; VEP: Variant Effect Predictor

Acknowledgements

The authors thank James Kijas (CSIRO, Australia) for performing the PCA analysis of
the Lacaune, Sarda, Churra and Chios dairy sheep breeds and Beatriz Gutierrez-Gil
(University of Leon, Spain) for giving us access to data and results from a previous
selective sweep analysis of dairy sheep and her useful comments and advice on
the milk transcriptome analysis. The cooperation of the commercial farmers who
allowed access to their respective flocks is also gratefully acknowledged.

Funding

This research was partly supported by the Seven Framework Program of the
European Commission (project: ‘3SR: Sustainable Solutions for Small Ruminants),
the Biological Sciences Research Councdil (project: ‘Functional Annotation of the
Sheep Genome', BBSRC grant ref: BB/L001209/1 and BBSRC Institute Strategic
Programme Grants ISP1 ‘Analysis and Prediction in Complex Animal Systems' ref:
BB/J004235/1), the Laboratory of Animal Production, School of Veterinary
Medicine, Aristotle University of Thessaloniki, Greece. The contribution of GBa was
also supported by the Rural & Environment Science & Analytical Services Division
of the Scottish Government.

Availability of data and materials

The SNP information of the mastitis specific custom-made 960 SNP array is
available in Additional file 14: Table S9. Expression levels for all studied genes
in all tissues and cell lines as extracted from the two sheep transcriptomic
atlases are presented in Additional file 15: Table S10. In addition, all the
expression data comprising the mini ovine (Texel) transcriptional atlas is
available in the European Nucleotide Archive (ENA) under accession number
PRJEB6169) and the data from the ovine (BFxT) transcriptional atlas has been
submitted to the ENA under the accession number PRJEB19199. To supplement
the data from these two transcriptomic atlas projects, we also obtain expression
levels from a milk transcriptomic study of the milk somatic cells of two Spanish
dairy sheep breeds, Churra and Assaf (NCBI BioProject ID PRINA301615).

Authors’ contributions

GBa, AP and GA conceived and designed the genetic study of mastitis in
Chios sheep and secured substantial funding. AP, GBr and GBa performed
data collection, phenotyping, DNA extractions and genetic parameter
analysis. AP and GBa collated and edited the genotyping data and performed
the genomic analysis. DAH and ELC conceived and designed the sheep
transcriptomic atlas and DAH secured the substantial funding. ELC and SJB
created the sheep transcriptomic atlas and analysed the gene expression data
of the sheep atlas and the milk transcriptome. MBM generated the BMDM LPS
time-course dataset for the transcriptomic atlas. AP, GS and JS performed the
pathway and the TFBS analyses. AP, SJB and GS extracted and annotated the
re-sequencing data of the HapMap sheep. GBa, DH, GA and AP interpreted
these results. GBa and AP wrote the manuscript. All other co-authors provided
manuscript editing and feedback. All authors read and approved the
final manuscript.


dx.doi.org/10.1186/s12864-017-3982-1
dx.doi.org/10.1186/s12864-017-3982-1
dx.doi.org/10.1186/s12864-017-3982-1
dx.doi.org/10.1186/s12864-017-3982-1
dx.doi.org/10.1186/s12864-017-3982-1
dx.doi.org/10.1186/s12864-017-3982-1
dx.doi.org/10.1186/s12864-017-3982-1
dx.doi.org/10.1186/s12864-017-3982-1
dx.doi.org/10.1186/s12864-017-3982-1
dx.doi.org/10.1186/s12864-017-3982-1
dx.doi.org/10.1186/s12864-017-3982-1
dx.doi.org/10.1186/s12864-017-3982-1
dx.doi.org/10.1186/s12864-017-3982-1
dx.doi.org/10.1186/s12864-017-3982-1
dx.doi.org/10.1186/s12864-017-3982-1

Banos et al. BMC Genomics (2017) 18:624

Competing interests
The authors declare that they have no competing interests regarding the
publication of this paper.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Author details

'The Roslin Institute and Royal (Dick) School of Veterinary Studies, University
of Edinburgh, Easter Bush, Midlothian EH25 9RG, UK. Scotland’s Rural
College, Edinburgh, Easter Bush, Midlothian EH25 9RG, UK. *School of
Veterinary Medicine, Aristotle University of Thessaloniki, 54124 Thessaloniki,
Greece. *School of Informatics, University of Bergen, 5008 Bergen, Norway.
®Royal Veterinary College, University of London, AL9 7TA Hatfield, UK.

Received: 31 January 2017 Accepted: 1 August 2017
Published online: 16 August 2017

References

1.

Davies G, Genini S, Bishop SC, Giuffra E. An assessment of opportunities to
dissect host genetic variation in resistance to infectious diseases in livestock.
Animal. 2009;3(3):415-36.

Mastitis. In: Bishop SC, Axford RFE, Nicholas FW, Owen JB, editors. Breeding
for disease resistance in farm animals. 3rd ed. Wallingford: CABI publishing;
2011.

Merz A, Stephan R, Johler S. Staphylococcus Aureus isolates from goat and
sheep milk seem to be closely related and differ from isolates detected
from bovine milk. Front Microbiol. 2016;7:319.

Authority EFS. Scientific opinion on the welfare risks related to the farming
of sheep for wool, meat and milk production. EFSA J. 2014;12:128.
Gelasakis Al, Mavrogianni VS, Petridis IG, Vasileiou NGC, Fthenakis GC.
Mastitis in sheep — the last 10 years and the future of research. Vet
Microbiol. 2015;181(1-2):136-46.

Kiossis E, Brozos CN, Petridou E, Boscos C. Program for the control of
subclinical mastitis in dairy Chios breed ewes during lactation. Small Rumin
Res. 2007;73(1-3):194-9.

Rupp R, Boichard D. Genetics of resistance to mastitis in dairy cattle. Vet
Res. 2003;34(5):671-88.

Detilleux JC. Genetic factors affecting susceptibility of dairy cows to udder
pathogens. Vet Immunol Immunopathol. 2002;88(3-4):103-10.

Tolone M, Larrondo C, YaAez JM, Newman S, Sardina MT, Portolano B.
Assessment of genetic variation for pathogen-specific mastitis resistance in
Valle del Belice dairy sheep. BMC Vet Res. 2016;12(1):158.

Lee JW, Bannerman DD, Paape MJ, Huang MK, Zhao X. Characterization of
cytokine expression in milk somatic cells during intramammary infections
with Escherichia Coli or Staphylococcus Aureus by real-time PCR. Vet Res.
2006;37(2):219-29.

Gonzalo C, Ariznabarreta A, Carriedo JA, San Primitivo F. Mammary
pathogens and their relationship to somatic cell count and milk yield losses
in dairy ewes. J Dairy Sci. 2002,85(6):1460-7.

Heringstad B, Rekaya R, Glanola D, Klemetsdal G, Welgel KA. Genetic change
for clinical mastitis in Norwegian cattle: a threshold model analysis. J Dairy
Sci. 2003;86(1):369-75.

Barillet F. Genetic improvement for dairy production in sheep and goats.
Small Rumin Res. 2007;70(1):60-75.

Rupp R, Bergonier D, Dion S, Hygoneng MC, Aurel MR, Robert-Granié C,
Foucras G. Response to somatic cell count-based selection for mastitis
resistance in a divergent selection experiment in sheep. J Dairy Sci. 2009;
92(3):1203-19.

Rupp R, Senin P, Sarry J, Allain C, Tasca C, Ligat L, Portes D, Woloszyn F,
Bouchez O, Tabouret G, et al. A point mutation in suppressor of cytokine
Signalling 2 (Socs2) increases the susceptibility to inflammation of the
mammary gland while associated with higher body weight and size and
higher milk production in a sheep model. PLoS Genet. 2015;11(12):e1005629.
Rupp R PI, Maroteau C, Salle G, Tircazes A, Moreno C, Foucras G, Tosser-
Klopp G: Mapping QTL controlling milk somatic cell counts in sheep and
goat support the polygenic architecture of mastitis resistance. Proceedings,
10th World Congress of Genetics Applied to Livestock Production, Vancuver,
BC, Canada 2014.

20.

22.

23.

24,

25.

26.

27.

28.

29.

30.

31

32.

33.

34.

35.

36.

37.

38.

Page 17 of 18

Rupp RSP, Sarry J, Bouchez O, Foucras G, Tosser-Klopp G: Fine mapping of
a QTL for mastitis resistance on OAR3 in Lacaune dairy sheep. EAAP, 64th
Annual Meeting, Nantes 2013 2013.

Sechi S CS, Casula M, Congiu GB, Miari S, Mulas G, Salaris S, Sechi T, Usai
MG, Ligios C, Foucras G, Carta A: Genome -wide association analysis of
resistance to paratuberculosis and mastitis in dairy sheep. EAAP, 64th
Annual Meeting, Nantes 2013 2013.

Gutiérrez-Gil B G-GE, Sudrez-Vega A, Arranz JJ Detection of QTL influencing
somatic cell score in Churra sheep employing the OvineSNP50 BeadChip.
EAAP, 64th Annual Meeting, Nantes 2013 2013, http://old.eaap.org/
Previous_Annual_Meetings/2013Nantes/Nantes_2013_Abstracts.pdf.

Kijas JW, Lenstra JA, Hayes B, Boitard S, Porto Neto LR, San Cristobal M,
Servin B, McCulloch R, Whan V, Gietzen K, et al. Genome-wide analysis of
the world's sheep breeds reveals high levels of historic mixture and strong
recent selection. PLoS Biol. 2012;10(2):21001258.

Hagnestam-Nielsen C, Emanuelson U, Berglund B, Strandberg E.
Relationship between somatic cell count and milk yield in different stages
of lactation. J Dairy Sci. 2009,92(7):3124-33.

Fairfax BP, Humburg P, Makino S, Naranbhai V, Wong D, Lau E, Jostins L,
Plant K, Andrews R, McGee C, et al. Innate immune activity conditions the
effect of regulatory variants upon monocyte gene expression. Science. 2014;
343(6175):1246949.

Clark EL FI, McCulloch MB, Bush SJ, Whitelaw CB, Watson M, Summers KM,
Archibald AL, Hume DA The Sheep Gene Expression Atlas Project. Plant and
Animal Genome Conference XXIV, January 08-13, San Diego, CA 2016.
Freeman TC, Ivens A, Baillie JK, Beraldi D, Barnett MW, Dorward D, Downing
A, Fairbairn L, Kapetanovic R, Raza S, et al. A gene expression atlas of the
domestic pig. BMC Biol. 2012;10:90.

Forrest AR, Kawaji H, Rehli M, Baillie JK, de Hoon MJ, Haberle V, Lassmann T,
Kulakovskiy 1V, Lizio M, Itoh M, et al. A promoter-level mammalian
expression atlas. Nature. 2014;507(7493):462-70.

Suarez-Vega A, Gutierrez-Gil B, Klopp C, Tosser-Klopp G, Arranz JJ.
Comprehensive RNA-Seq profiling to evaluate lactating sheep mammary
gland transcriptome. Sci Data. 2016;3:160051.

Suarez-Vega A, Gutierrez-Gil B, Klopp C, Robert-Granie C, Tosser-Klopp G, Arranz
JJ. Characterization and comparative analysis of the milk transcriptome in two
dairy sheep breeds using RNA sequencing. Sci Rep. 2015;5:18399.

Zheng J, Watson AD, Kerr DE. Genome-wide expression analysis of
lipopolysaccharide-induced mastitis in @ mouse model. Infect Immun. 2006;
74(3):1907-15.

Zarrin M, Wellnitz O, van Dorland HA, Gross JJ, Bruckmaier RM. Hyperketonemia
during lipopolysaccharide-induced mastitis affects systemic and local
intramammary metabolism in dairy cows. J Dairy Sci. 2014:97(6):3531-41.
Ogorevc J, Kunej T, Razpet A, Dovc P. Database of cattle candidate
genes and genetic markers for milk production and mastitis. Anim
Genet. 200940(6):832-51.

Younis S, Javed Q, Blumenberg M. Meta-analysis of transcriptional responses
to mastitis-causing Escherichia Coli. PLoS One. 2016;11(3):e0148562.
Bonnefont CM, Toufeer M, Caubet C, Foulon E, Tasca C, Aurel MR, Bergonier
D, Boullier S, Robert-Granie C, Foucras G, et al. Transcriptomic analysis of
milk somatic cells in mastitis resistant and susceptible sheep upon
challenge with Staphylococcus Epidermidis and Staphylococcus Aureus.
BMC Genomics. 2011;12:208.

Gutierrez-Gil B, Arranz JJ, Pong-Wong R, Garcia-Gamez E, Kijas J, Wiener P.
Application of selection mapping to identify genomic regions associated
with dairy production in sheep. PLoS One. 2014;9(5):e94623.

Wang Y, Jensen RC, Stumph WE. Role of TATA box sequence and
orientation in determining RNA polymerase II/lll transcription specificity.
Nucleic Acids Res. 1996,24(15):3100-6.

Kel A, Voss N, Jauregui R, Kel-Margoulis O, Wingender E. Beyond
microarrays: find key transcription factors controlling signal transduction
pathways. BMC bioinformatics. 2006;(7 Suppl 2):S13.

Bishop SC. Genetic resistance to infections in sheep. Vet Microbiol. 2015;
181(1):2-7.

Rupp R, Bergonier D, Dion S, Hygoneng MC, Aurel MR, Robert-Granie C,
Foucras G. Response to somatic cell count-based selection for mastitis
resistance in a divergent selection experiment in sheep. J Dairy Sci. 2009;
92(3):1203-19.

Serensen LP, Mark T, Madsen P, Lund MS. Genetic correlations between
pathogen-specific mastitis and somatic cell count in Danish Holsteins. J Dairy
Sci. 92(7):3457-71.


http://old.eaap.org/Previous_Annual_Meetings/2013Nantes/Nantes_2013_Abstracts.pdf
http://old.eaap.org/Previous_Annual_Meetings/2013Nantes/Nantes_2013_Abstracts.pdf

Banos et al. BMC Genomics (2017) 18:624

39.

40.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

Boulanger D, Bureau F, Melotte D, Mainil J, Lekeux P. Increased nuclear
factor kappaB activity in milk cells of mastitis-affected cows. J Dairy Sci.
2003;86(4):1259-67.

Tao W, Mallard B. Differentially expressed genes associated with
Staphylococcus Aureus mastitis of Canadian Holstein cows. Vet Immunol
Immunopathol. 2007;120(3-4):201-11.

Tiezzi F, Parker-Gaddis KL, Cole JB, Clay JS, Maltecca C. A genome-wide
association study for clinical mastitis in first parity US Holstein cows using
single-step approach and genomic matrix re-weighting procedure. PLoS
One. 2015;10(2):e0114919.

Jensen K, Glnther J, Talbot R, Petzl W, Zerbe H, Schuberth H-J, Seyfert H-M,
Glass EJ. Escherichia Coli- and Staphylococcus Aureus-induced mastitis
differentially modulate transcriptional responses in neighbouring uninfected
bovine mammary gland quarters. BMC Genomics. 2013;14:36-36.

Atroshi F, Parantainen J, Kangasniemi R, Osterman T. Milk prostaglandins
and electrical conductivity in bovine mastitis. Vet Res Commun. 11(1):15-22.
Giri SN, Stabenfeldt GH, Moseley TA, Graham TW, Bruss ML, Bondurant RH,
Cullor JS, Osburn Bl. Role of eicosanoids in abortion and its prevention by
treatment with Flunixin Meglumine in cows during the first trimester of
pregnancy. J Veterinary Med Ser A. 1991,38(1-10):445-59.

Sato T, Kanai T, Watanabe M, Sakuraba A, Okamoto S, Nakai T, Okazawa A,
Inoue N, Totsuka T, Yamazaki M, et al. Hyperexpression of inducible
costimulator and its contribution on lamina propria T cells in inflammatory
bowel disease. Gastroenterology. 2004;126(3):829-39.

Matsui Y, Okamoto H, Inobe M, Jia N, Shimizu T, Akino M, Sugawara T,
Tezuka K, Nakayama Y, Morimoto J, et al. Adenovirus-mediated gene
transfer of ICOSIg fusion protein ameliorates ongoing experimental
autoimmune myocarditis. Hum Gene Ther. 2003;14(6):521-32.

Okamoto T, Saito S, Yamanaka H, Tomatsu T, Kamatani N, Ogiuchi H,
Uchiyama T, Yagi J. Expression and function of the co-stimulator H4/ICOS
on activated T cells of patients with rheumatoid arthritis. J Rheumatol. 2003;
30(6):1157-63.

Hunt LC, White J. The role of leukemia inhibitory factor receptor signaling in
skeletal muscle growth, injury and disease. Adv Exp Med Biol. 2016;900:45-59.
Guo H, Cheng Y, Martinka M, McElwee K. High LIFr expression stimulates
melanoma cell migration and is associated with unfavorable prognosis in
melanoma. Oncotarget. 2015;6(28):25484-98.

Ishii K, Kanai T, Totsuka T, Uraushihara K, Ishikura T, Yamazaki M, Okamoto R,
Araki A, Miyata T, Tezuka K, et al. Hyperexpression of inducible costimulator
on lamina propria mononuclear cells in rat dextran sulfate sodium colitis.

J Gastroenterol Hepatol. 2004;19(2):174-81.

Purcell S, Neale B, Todd-Brown K, Thomas L, Ferreira MA, Bender D, Maller J,
Sklar P, de Bakker PI, Daly MJ, et al. PLINK: a tool set for whole-genome
association and population-based linkage analyses. Am J Hum Genet. 2007;
81(3):559-75.

Bhutto AL, Murray RD, Woldehiwet Z. California mastitis test scores as
indicators of subclinical intra-mammary infections at the end of lactation in
dairy cows. Res Vet Sci. 2012,92(1):13-7.

Addis MF, Tedde V, Dore S, Pisanu S, Puggioni GM, Roggio AM, Pagnozzi D,
Lollai S, Cannas EA, Uzzau S. Evaluation of milk cathelicidin for detection of
dairy sheep mastitis. J Dairy Sci. 2016;99(8):6446-56.

Gilmour AR, Cullis, BR. and Thompson, R.: ASREML User Guide, Release 3.0,
NSW Department of Primary Industries, Australia. In.; 2009.

Psifidi A, Dovas Cl, Bramis G, Lazou T, Russel CL, Arsenos G, Banos G.
Comparison of eleven methods for genomic DNA extraction suitable for
large-scale whole-genome genotyping and long-term DNA banking using
blood samples. PLoS One. 2015;10(1):e0115960.

Aulchenko YS, Ripke S, Isaacs A, van Duijn CM. GenABEL: an R library for
genome-wide association analysis. Bioinformatics. 2007,23(10):1294-6.
Zhou X, Stephens M. Efficient multivariate linear mixed model algorithms
for genome-wide association studies. Nat Methods. 2014;11(4):407-9.
Barrett JC, Fry B, Maller J, Daly MJ. Haploview: analysis and visualization of
LD and haplotype maps. Bioinformatics. 2005;21(2):263-5.

Dennis G Jr, Sherman BT, Hosack DA, Yang J, Gao W, Lane HC, Lempicki RA.
DAVID: database for annotation, visualization, and integrated discovery.
Genome Biol. 2003;4(5):P3.

Jiang Y, Xie M, Chen W, Talbot R, Maddox JF, Faraut T, Wu C, Muzny DM, Li
Y, Zhang W, et al. The sheep genome illuminates biology of the rumen and
lipid metabolism. Science. 2014;344(6188):1168-73.

Yang W, Zerbe H, Petzl W, Brunner RM, Giinther J, Draing C, von Aulock S,
Schuberth H-J, Seyfert H-M. Bovine TLR2 and TLR4 properly transduce signals

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

Page 18 of 18

from Staphylococcus Aureus and E. Coli, but S. Aureus fails to both activate
NF-kB in mammary epithelial cells and to quickly induce TNFa and interleukin-
8 (CXCL8) expression in the udder. Mol Immunol. 2008:45(5):1385-97.

Bray NL, Pimentel H, Melsted P, Pachter L. Near-optimal probabilistic RNA-
seq quantification. Nat Biotech. 2016;34(5):525-7.

Cunningham F, Amode MR, Barrell D, Beal K, Billis K, Brent S, Carvalho-Silva
D, Clapham P, Coates G, Fitzgerald S, et al. Ensembl 2015. Nucleic Acids Res.
2015;43(D1):D662-9.

Soneson C, Love MI, Robinson MD. Differential analyses for RNA-seq;: transcript-
level estimates improve gene-level inferences. F1000Res. 20154(1521)

Quinlan AR, Hall IM. BEDTools: a flexible suite of utilities for comparing
genomic features. Bioinformatics (Oxford, England). 2010;26(6):841-2.
Walunas TL, Lenschow DJ, Bakker CY, Linsley PS, Freeman GJ, Green JM,
Thompson CB, Bluestone JA. CTLA-4 can function as a negative regulator of
T cell activation. Immunity. 1994;1(5):405-13.

Hutloff A, Dittrich AM, Beier KC, Eljaschewitsch B, Kraft R, Anagnostopoulos |,
Kroczek RA. ICOS is an inducible T-cell co-stimulator structurally and
functionally related to CD28. Nature. 1999;397(6716):263-6.

Xu X, Zhao J, Xu Z, Peng B, Huang Q, Arnold E, Ding J. Structures of human
cytosolic NADP-dependent isocitrate dehydrogenase reveal a novel self-
regulatory mechanism of activity. J Biol Chem. 2004;279(32):33946-57.
Minamoto S, lkegame K, Ueno K, Narazaki M, Naka T, Yamamoto H,
Matsumoto T, Saito H, Hosoe S, Kishimoto T. Cloning and functional analysis
of new members of STAT induced STAT inhibitor (SSI) family: SSI-2 and SSI-3.
Biochem Biophys Res Commun. 1997;237(1):79-83.

Dey BR, Spence SL, Nissley P, Furlanetto RW. Interaction of human
suppressor of cytokine signaling (SOCS)-2 with the insulin-like growth
factor-I receptor. J Biol Chem. 1998,273(37):24095-101.

Scott GA, McClelland LA, Fricke AF, Fender A. Plexin C1, a receptor for
semaphorin 7a, inactivates cofilin and is a potential tumor suppressor for
melanoma progression. J Invest Dermatol. 2009;129(4):954-63.

Tai HH, Geisterfer M, Bell JC, Moniwa M, Davie JR, Boucher L, McBurney MW.
CHD1 associates with NCoR and histone deacetylase as well as with RNA
splicing proteins. Biochem Biophys Res Commun. 2003;308(1):170-6.
Muller-Eberhard HJ. Molecular organization and function of the
complement system. Annu Rev Biochem. 1988,57:321-47.

Fujino H, West KA, Regan JW. Phosphorylation of glycogen synthase kinase-3
and stimulation of T-cell factor signaling following activation of EP2 and EP4
prostanoid receptors by prostaglandin E2. J Biol Chem. 2002,277(4)2614-9.
Hocevar BA, Mou F, Rennolds JL, Morris SM, Cooper JA, Howe PH.
Regulation of the Wnt signaling pathway by disabled-2 (Dab2). EMBO J.
2003;22(12):3084-94.

Morris SM, Arden SD, Roberts RC, Kendrick-Jones J, Cooper JA, Luzio JP,
Buss F. Myosin VI binds to and localises with Dab2, potentially linking
receptor-mediated endocytosis and the actin cytoskeleton. Traffic
(Copenhagen, Denmark). 2002;3(5):331-41.

Mok SC, Chan WY, Wong KK, Cheung KK, Lau CC, Ng SW, Baldini A, Colitti
CV, Rock CO, Berkowitz RS. DOC-2, a candidate tumor suppressor gene in
human epithelial ovarian cancer. Oncogene. 1998;16(18):2381-7.

Liu J, Kang H, Raab M, da Silva AJ, Kraeft SK, Rudd CE. FYB (FYN binding
protein) serves as a binding partner for lymphoid protein and FYN kinase
substrate SKAP55 and a SKAP55-related protein in T cells. Proc Natl Acad Sci
U S A 1998,95(15):8779-84.

Mosley B, De Imus C, Friend D, Boiani N, Thoma B, Park LS, Cosman D. Dual
oncostatin M (OSM) receptors. Cloning and characterization of an alternative
signaling subunit conferring OSM-specific receptor activation. J Biol Chem.
1996,271(51):32635-43.

Hong GS, Jung YK. Caspase recruitment domain (CARD) as a bi-functional
switch of caspase regulation and NF-kappaB signals. J Biochem Mol Biol.
2002;35(1):19-23.

Bouchier-Hayes L, Martin SJ. CARD games in apoptosis and immunity. EMBO
Rep. 2002;3(7):616-21.



	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	Principal component analysis
	Descriptive statistics of phenotypes
	Genetic parameters
	Genomic association studies
	Annotation of SNP markers and QTL candidate regions
	Pathway and functional clustering analysis
	Gene expression analysis
	Transcription factor binding site (TFBS) analysis
	Selection of candidate genes

	Discussion
	Conclusion
	Methods
	Ethics statement
	Principal component analysis
	Animals, sampling and phenotyping
	Genetic parameter estimation
	DNA extraction
	Genomic association analysis
	SNP locus effect confirmation
	Annotation of the SNP markers and the QTL candidate regions
	Pathway and functional annotation clustering analysis
	Gene expression analysis
	Transcription factor binding site analysis

	Additional files
	Abbreviations
	Funding
	Availability of data and materials
	Authors’ contributions
	Competing interests
	Publisher’s Note
	Author details
	References

