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Summary: The aim of this study was to analyse the associations among the K232A polymorphism in the diacylglycerol
acyltransferase1 (DGAT1) gene and L127V polymorphism in the bovine growth hormone (GH1) gene and milk yield in Holstein
cows. A total of 281 Holstein cows from three different dairy cattle farms in the Burdur and Kayseri provinces of Turkey were
included in this study. The PCR-RFLP method was used for DGATT and GH1 genotyping. The frequencies of genotypes and
alleles of GH1 gene were found to be 0.78 for LL, 0.18 for LV and 0.04 for VV; 0.87 for the L allele and 0.13 for the V allele. The
frequencies of genotypes and alleles of the DGAT1 gene were to be 0.61 for AA, 0.30 for KA and 0.09 for KK; 0.76 for the A allele
and 0.24 for the K allele. No relations were found between DGAT 1-K232A genotypes and the average milk yield in the first three
lactations. However, an association between GH1-L127V polymorphism and the average milk yield of Holstein cows was found
inthe firstthree lactations. Cows with LL genotype had higher milk yield compared to LV and VV cows (P<0.05).

Key words: DGATT1, GH1; Holstein; milk yield; PCR-RFLP

Introduction biology have been used in livestock breeding and
selection methods as an additional tool (3).
Selection programmes in dairy cattle breeding
are basically aimed at milk production traits, milk
components and fertility. These traits are known
as polygenic traits, and they are controlled by
numerous genetic loci and influenced by many
environmental factors. Therefore, it is thought that
candidate genes with close linkage of the encoding
loci can be used to estimate milk production
performance (4). Several polymorphisms in different
gene loci have been noted to affect production
Received: 2 August 2014 traits such as milk yield and milk composition (2).
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Estimation of the future performance of
livestock is a crucial subject in farm animal
breeding. Male and female animals with superior
features should be selected to accelerate genetic
improvement (1). The genetic potential of breeder
candidates can be directly determined using the
available molecular genetic methods (2). For this
purpose, quantitative genetic methods have been
used. Recent developments in the field of molecular
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strong association between acylCoA-diacylglycerol
acyltransferasel (DGATI1) genotypes and milk
traits (5); bovine growth hormone (GH 1) genotypes
and milk yield (6). Many genome scans have
shown that QTLs on Bos taurus autosomal (BTA)
chromosomes 6, 14, 20, and 26 have significant
effects on milk yield traits (7). It is thought that
the selection of animals with favourable genotypes
of genetic markers may be possible, thus allowing
rapid genetic progress in dairy cattle breeding.
Particularly in the last few decades, with regard to
this topic, several potential candidate genes have
been recognised in cattle.

Triglyceride synthesis is catalysed by DGATI.
This enzyme plays a major role in intestinal fat
absorption, lipoprotein synthesis, the development
of adipose tissue and lactation in higher eukaryotes
(8). The bovine DGATI1 gene, which is located on
the centromeric end of BTA14, has been reported
as a candidate gene for QTLs associated with fat
content and milk yield (5, 9, 10,11).

Bovine growth hormone directly or indirectly
affects many physiological processes such as
lactation, growth and reproduction (12). Therefore,
it is thought that GHI can be considered as a
genetic marker of milk productivity in cattle (13).
Previous studies have shown that there might
be an association between allelic variants of
the GHI gene and milk yield traits (14). Several
polymorphisms were found in the GHI gene (1,
4). The best known of these polymorphisms is the
leucine (L allele) to valine (V allele) substitution at
position 127 in exon S of the GH1 gene. The effects
of L127V polymorphism on milk production in
cattle have been studied to some extent but the
results obtained by various researchers have been
found to be contradictory (1, 15).

The Holstein is the most commonly reared dairy
cattle breed (16) and 92% of annual milk production
is obtained from imported breeds such as Holstein,
Simmental and Brown Swiss and their crossbreeds
in Turkey. The association among GHI and DGAT1
gene polymorphisms and milk yield has been
studied in different countries (1, 11, 12). However,
according to the authors’ knowledge, no study has
as yet been conducted on the association among
GH1 and DGATI polymorphisms and milk yield in
the Holstein breed in Turkey.

The aim of this study was to analyse the
associationof GH1and DGATI1gene polymorphisms
with average (1., 2. and 3. lactations) milk yield in
a Turkish Holstein-Friesian cow population.

Materials and methods

PCR-RFLP assay for DGATI1 and GH1
genotypes

A total of 281 Holstein cows, in the third
lactation, were used in this study. The DNA
was extracted from whole blood using phenol-
chloroform method (17).

For detection of DGATI genotypes, a 411 bp DNA
fragment was amplified by PCR. PCR was carried
out in a 25uL volume containing 5 pmol of each
primer (forward: 5>-GCACCATCCTCTTCCTCAAG-3’;
reverse: 5-GGAAGCGCTTTCGGATG-3’) (Genbank
no. AJ318490.1) 1.5 mM MgCl,, 200 uM dNTP mix,
1 X PCR buffer, 1U Taq polymerase and 100 ng of
genomic DNA template. PCR included the following
steps: pre-denaturation of 95 °C/5 min followed by
35 cycles at 94 °C/1 min, 60 °C/1 min, 72 °C/1
min and final extension at 72 °C/10 min. Within the
DGATI gene the non-conservative polymorphisms
K232A at position 10433 and 10434 in exon 8 giving
rise to a lysine by alanine amino acid substitution.
The amplified PCR products were digested using the
Cfrl (MBI Fermentas) enzyme. The PCR mixture for
the GH1 gene was prepared in the same way as for
DGATI, and a 223 bp DNA fragment was amplified.
PCR products were amplified using forward
5-GCTGCTCCTGAGGGCCCTTCG-3’ and reverse
5-GCGGCGGCACTTCATGACCCT-3’ (Genbank no.
JQ711182.1) primers. The cycles applied were as
follows; pre-denaturation at 95 °C/4 min, followed
by 35 cycles at 94°C/40sec, 60 °C/40 sec, 72°C/40
sec and the final extension at 72 °C/5 min. Amplified
PCR products were digested with the Alul (MBI
Fermentas). Polymorphism is the leucine (L allele)
to valine (V allele) substitution at position 127 in
exon 5 of the GH1 gene.

Data sets and statistical analysis

Data for daily milk production in the first three
lactations were obtained from the Cattle Breeders’
Association of Burdur and Kayseri. Direct
counting was used to estimate the genotype and
allele frequencies of the DGATI gene Cfrl and GH1
gene Alul genetic variants. The chi-square test (x?)
was used to check whether the populations were
in Hardy-Weinberg equilibrium using PopGene32
software (18). Mean differences of milk yield
among genotype groups were assessed by analysis
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Table 1: Allelic and genotypic frequencies of DGATI1 and GH1 genes

Statistical Significant

Loci Frequency Genotype Allele Frequency (Chi-squared HWE)
AA KA KK A allele K allele
DGAT1 Observed 172 83 26 X =10.23
0.76 0.24 P<0.01 (df=1)
Expected 162.2 102.6 16.2
LL LV A% L allele V allele
X?2=10.91
GH1 Observed 219 51 11 0.87 013 P<0.001 (df=1)
Expected 212.7 63.5 4.7

HWE: Hardy-Weinberg Equilibrium; df: degree of freedom

Table 2: Means and standard error of mean (SEM), coefficient of variation of milk yields (average daily milk yield
in the first three lactations) in Holstein cows with different DGAT1 and GHI genotypes

+
Loci Genotype N Mea;;: t;SEM %V Statistical Significance (ANOVA)
AA 172 26.55+ 0.39 19.2
DGAT1 KA 83 25.64+ 0.55 19.6 F: 1.73 P>0.05
KK 26 27.60+ 0.93 17.2

B=0.20 P=0.966 R?=0.001

LL 219 26.79+ 0.33* 18.4
GH1 LV 51 24.60+ 0.69° 20.0 F: 3.95 P<0.05
\AY 11 26.43+ 2.03%" 25.4

B=-1.18 P=0.042 R>=0.015

abe : Different superscripts within the same column demonstrate significant differences; %V: Coefficient of variation; f: Regression
coefficient; R?: Determination coefficient
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of variance and Sidak multiple comparisons test
as post hoc test. The effects on the average milk
yield of GHI and DGAT1 genotypes were estimated
using regression analysis. The software SPSS for
Windows Version 14.01 (License number: 986964)
was used in statistical analysis data.

Results

PCR amplification yielded a 411 bp long DGAT'1
gene fragment. Restriction digestion of 208 and
203 bp PCR products with the Cfrl enzyme
revealed three genotypes of AA (208 and 203 bp),
KK (411 bp) and KA (411, 208 and 203 bp). PCR
amplification yielded a 223 bp long GHI gene
fragment. Restriction digestion of 171 and 52 bp
PCR products with the Alul enzyme revealed three
genotypes of LL (171 and 52 bp), VV (223bp) and
LV (223, 171 and 52 bp). The allelic and genotypic
frequencies of the DGATI and GH1I genes, and the
polymorphisms for the Holstein cows are given in
Table 1. Significant deviation was observed from
HWE in the Holstein breeds on DGATI1 (P<0.01)
and GH1 (P<0.001) genes.

Our findings revealed that no-significant
difference was found among cows with different
DGAT1 genotypes (AA, AK, KK) in terms of average
milk yield per day (P>0.05). The LL and VV
genotypes of the GHI gene were better than the
LV genotype for average daily milk yield (Table 2)
(P<0.05). Additionally it was found that animals
who carry the LL genotype had a higher, and more
homogeneous milk yield than those with the other
two genotypes (Figure 1). On the other hand, it
was found that VV genotype cows show a similar
feature together with LL and LV genotypes in terms
of daily milk yield, but VV genotype cows showed a
higher variation coefficient (25%) (Table 2).

In this study, regression analysis was also
performed and the regression coefficient values
of genotypes were calculated. The effect of DGAT1
genotypes on average milk yield was not found
significant (p=0.966). The regression coefficient
(R?) value of the DGATI gene was found to be
very low (<0.001) in the Holstein cows studied.
On the other hand, the effects of GHI genotypes
on milk yield were found to be significant, and
the regression coefficient (R?) value was found as
0.015.

Discussion

In this study, due to their potential roles in milk
yield, the GHI and DGATI1 genes were studied to
evaluate their effects on milk yield in Holstein
COWS.

The frequency of the GHI-V allele was found
to be lower than that of the L allele; this has been
generally reported in all Holstein populations (12,
15). Similarly, in this study, the frequency of the
GHI1-V allele was found to be lower than that
of the L allele. It was reported that the highest
frequency of the L allele was found in larger sized
dairy breeds such as Holstein, and this allele was
also correlated with higher milk production (19).
In addition, it was reported that selection for milk
yield in the German Holstein cattle population has
been indirectly effective in the spreading of the
GH1-L allele. Hence, the frequency of the V allele
was found to be very low in German Holstein sires
(12). Similarly, the GHI-L allele frequency was
also found to be higher than that of the V allele
in our study. The high GHI-L allele frequency in
the examined Holstein cattle may have caused the
deviation from HWE. On the other hand, it is aimed
to increase the milk yield in Holstein breeding in
Turkey for many years. Hence, it may lead to HWE
in terms of GHI-L allele in the Turkish Holstein
population. It is thought that this selection in
GH1 gene may cause deviation from HWE in
DGATI1 gene as well. In addition, Thaller et al.
(11) reported that DGATI1-A allele frequency was
found to be higher than that of the K allele and
was fixed in German Holstein cattle population.
This information may be an explanation of the
deviation from HWE for GH1 and DGAT1 genes in
the Holstein cows examined in our study, because
an important part of the Turkish Holstein cattle
population originated from Germany and the US
(20). Similarly, DGATI-A allele frequency was
also found to be considerably higher than that of
the K allele in our study. On the other hand, the
deviation from HWE for GHI1 and DGATI1 genes
may be due to the number of animal population
used in this study.

It was reported that there was a significant
association between the GHI-L127V genotypes
and milk production traits in different cattle
breeds (13, 21). Nevertheless, this information is
still controversial. For example, Zwierzchowski et
al. (22) reported that the presence of the V allele
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may be indicative of better performance in daily
milk yield and milk composition in Holstein cows.
Similarly, V allele frequency was reported to be
very common in best Canadian Holstein Al bulls by
Sabour and Lin (23). Kovacs et al. (1) found that the
V allele was preferred for increased milk production
traits in a Hungarian Holstein cattle population.
Khatami et al. (13) investigated the relationship
between GHI1 genotypes and milk production
in a Russian Holstein cattle population and the
Yaroslavl cattle breed, and they found that the rate
of cows with high milk production (more than 6000
kg per lactation) was higher in cows with the VV
genotype than in those with other genotypes. This
rate was 1.75 times higher in cows with the VV
genotype than in cows with LL and LV genotypes,
respectively. The V allele was reported by Khatami
et al. (13) to be superior commercially to the L
allele, especially when present in homozygote form.
On the other hand, there are studies indicating
that the LV genotype is superior to other genotypes
for milk yield. For instance, in Polish Holstein
bulls and heifers, significant differences were
reported between GHI genotypes by Grochowska
et al. (24), and the highest values for milk and
protein yields were observed for cows with the LV
genotype. Similarly, Kovacs et al. (1) reported that
the GHI-LV genotype compared to other genotypes
was shown to have a positive effect on 305 days
lactation yield. Furthermore, there have also been
studies in which the L allele was associated with
high milk yield. For instance, the LL genotype of the
GH]1 gene was significantly associated with better
milk production traits, mainly with fat content in
the Brown Swiss breed (6). Furthermore, cows with
the LL genotype were shown to have a higher milk
yield than GHI-LV cows in the first lactation. No
significant differences between the genotypes and
milk production traits in the second and third
lactations in Polish Holstein cows were found by
Dybus (15). In this study, the LL genotype of the
GH 1 gene was significantly better for milk yield than
the other two genotypes in Turkish Holstein cows.

DGAT1 is another gene which is thought to
be associated with milk yield in cattle, and this
gene has two alleles. The DGATI-K allele has
been associated with high milk fat yield (25), the
DGATI-A allele has been associated with high
milk yield (5, 11).

The milk fat yield has become a desired
characteristic in dairy cattle breeding in recent
years. This situation may have been caused by

an increase in DGATI-K allele frequency in some
populations. As a result of selection to increase
milk yield, the frequency of the DGATI-K allele
decrease from 15 to 5% between 1981 and 1990
in Israel Holstein cows (26).

The milk yield of daughters of bulls with
DGATI-AA genotypes was found on average to be
548 kg higher than that of bulls with DGAT1-KK
genotypes in the Holstein breed (12). Similarly, the
DGATI-A allele was found to have economically
beneficial effects in German Holstein across all
lactations. However, it was reported that this allele
showed better performance in Fleckvieh cattle in
only the first lactation (11).

On the other hand, there have been studies in
which no relationship between DGATI genotypes
and milk yield existed. For instance, Naslund et al.
(27) found no differences among the three DGATI
genotypes and milk yield in Swedish Holsteins.
Similarly, we did not find any relationship between
DGAT] alleles and milk yield in Holsteins in our
study. To estimate the possible effects of DGATI
alleles on milk yield traits more studies should be
conducted in dairy cattle breeds.

Milk yield is a multifactorial trait, and milk
yield traits have been shown to be primarily
and considerably influenced by environmental
factors such as farm environment, management
and feeding. Therefore, the observed differences
between the GHI and DGAT1 genotypes and milk
production characteristics could have resulted
from another source of variation such as the
effects of herd and sire. The effects of the GHI
and DGATI1 genotypes on the milk yield, milk fat
and milk protein content should be confirmed in
further studies. However, it is not yet possible to
say which genotypes of GHI and DGATI should
be recommended for the improvement of milk
production traits.

In terms of herd management in farms, high
and uniform milk yield is very important. It was
found in this study that LL genotype cows show
uniformity in terms of daily milk yield, whereas VV
genotype cows have a higher variation coefficient.
The study showed that GHI may be used in
selection programmes in dairy cattle breeding.
The crucial role of growth hormone in lactation
initiation and maintenance is well known, thus
GH1 polymorphisms and interaction with other
yield traits should be the subject of further
research. Furthermore, DGATI polymorphism was
not found to have a significant effect on milk yield.



190

B. Akyliz, 0.K.Agaoglu, A. Akcay, A. R. Agaoglu

References

1. Kovacs K, Volgyi-Csik J, Zsolnai A, et al.
Associations between the Alul polymorphism of
growth hormone gene and production and repro-
duction traits in a Hungarian Holstein-Friesian bull
dam population. Arch Tierz 2006; 49(3): 236-49.

2. Buitkamp J, G6tz KU. Use of milk samples
from an evaluation program for the genotyping of
cows. Arch Tierz 2004; 47(1): 15-26.

3. Oikonomou G, Angelopoulou K, Arsenos G,
et al. The effects of polymorphisms in the DGAT]I,
leptin and growth hormone receptor gene loci on
body energy, blood metabolic and reproductive
traits of Holstein cows. Anim Genet 2008; 40: 10-7.

4. Dybus A, Grzesiak W, Szatkowska I,
Blaszczyk P. Association between the growth
hormone combined genotypes and dairy traits in
Polish Black-and-White cows. Anim Sci Pap Rep
2004; 22(2): 185-94.

5. Winter A, Kramer W, Werner FAO, et al.
Association of a lysine-232 alanine polymorphism
in a bovine gene encoding acyl-CoA:diacylglycerol
acyltransferase (DGAT1) with variation at a quan-
titative trait locus for milk fat content. Proc Natl
Acad Sci U S A 2002; 99(14): 9300-5.

6. Chrenek P, Huba J, Vasicek D, et al. The
relation between genetic polymorphism markers
and milk yield in Brown Swiss cattle imported
to Slovakia. Asian-Australas J Anim Sci 2003;
16(10): 1397-401.

7. Gautier M, Barcelona RR, Fritz S, et al.
Fine mapping and physical characterization of
two linked quantitative trait loci affecting milk
fat yield in dairy cattle on BTA26. Genetics 2006;
172: 425-36.

8. Cases S, Smith SJ, Zheng YW, et al. Iden-
tification of a gene encoding an acyl CoA: diacylg-
lycerol acyltransferase, a key enzyme in triglycerol
synthesis. Proc Natl Acad Sci U S A 1998; 95(22):
13018-23.

9. Grisart B, Coppieters W, Farnir F, et al. Po-
sitional candidate cloning of a QTL in dairy cattle:
identification of a missense mutation in the bo-
vine DGAT1 gene with major effect on milk yield
and composition. Genome Res 2002; 12: 222-31.

10. Spelman RJ, Ford CA, McElhinney P, et
al. Characterization of the DGAT1 gene in the New
Zealand dairy population. J Dairy Sci 2002; 85:
3514-7.

11. Thaller G, Kihn C, Winter A, et al. DGAT1,
a new positional and functional candidate gene

for intramuscular fat deposition in cattle. Anim
Genet 2003; 34: 354-7.

12. Hradecka E, Citek J, Panicke L, et al. The
relation of GHI, GHR and DGAT1 polymorphisms
with estimated breeding values for milk produc-
tion traits of German Holstein sires. Czech J Anim
Sci 2008; 53(6): 238-45.

13. Khatami SR, Lazebny OE, Maksimenko
VF, Sulimova GE. Association of DNA polymor-
phisms of the growth hormone and prolactin genes
with milk productivity in Yaroslavl and Black-and-
White cattle. Russ J Genet 2005; 41(2): 167-73.

14. Zhou GL, Jin HG, Liu C, et al. Association
of genetic polymorphism in GH gene with milk
production traits in Beijing Holstein cows. J Bio-
sciences 2005; 30(5): 595-8.

15. Dybus A. Associations between Leu/Val
polymorphism of growth hormone gene and milk
production traits in Black and White cattle. Arch
Tierz 2002; 45(5): 421-8.

16. Gurses M, Bayraktar M. Some milk pro-
duction and reproductive traits of Holstein cattle
raised in different regions of Turkey. Kafkas Univ
Vet Fak Derg 2012; 18(2): 273-80.

17. Sambrook J, Fritsch EF, Maniatis T. Mo-
lecular cloning: a laboratory manual: Vol. 3. 2nd
ed. New York : Cold-Spring Harbor, 1989.

18. Yeh F, Yang RC, Boyle T. PopGene v. 1.32:
Microsoft Windows-Based Freeware for Population
Genetic Analysis. Edmunton, Canada: Faculty of
Agricultural, Environmental and Life Sciences,
University of Alberta, 2000. http:// www.ualber-
ta.ca/~fyeh/Pop32.exeet. (31 August 2013)

19. Lucy MC, Hauser SD, Eppard PJ, et al.
Variants of somatotropin in cattle: gene frequen-
cies in major dairy breeds and associated milk
production. Domest Anim Endocrinol 1993; 10:
325-33.

20. Akman N, Ulutas Z, Elif H, Bicer S. Milk
yield and reproductive traits of Holstein raised
at Gelemen state farm. Atattirk Univ J Agric Fac
2001; 32(2): 173-9.

21. Komisarek J, Michalak A, Walendowska
A. The effects of polymorphisms in DGAT1, GH
and GHR genes on reproduction and production
traits in Jersey cows. Anim Sci Pap Rep 2011;
29(1): 29-36.

22. Zwierzchowski L, Krzyzewski J, Strzatko-
wska N, et al. Effects of polymorphism of growth
hormone (GH), Pit-1, and leptin (LEP) genes, cow’s
age, lactation stage, somatic cell count on milk yield
and composition of Polish Black-and-White cows.



Effects of DGAT1and GH1 polymorphism onmilk yield in Holstein cows reared in Turkey 191

Anim Sci Pap Rep 2002; 20: 227-31.

23. Sabour MP, Lin CY. Association of bGH ge-
netic variants with milk production traits in Hol-
stein cattle. Anim Genet 1996; 27(Suppl.2): 105.

24. Grochowska R, Sorensen P, Zwierzchows-
ki L, et al. Genetic variation in stimulated GH
release and in IGF-I of young dairy cattle and
their associations with the leucine/valine poly-
morphism in the GH gene. J Anim Sci 2001; 79:
450-76.

235. Grisart B, Farnir F, Karim L, et al. Genetic
and functional confirmation of the causality of the

DGAT1 K232A quantitative trait nucleotide in af-
fecting milk yield and composition. Proc Natl Acad
Sci U S A 2004; 101(8): 2398-403.

26. Weller JI, Golik M, Seroussi E, et al. Pop-
ulation-wide analysis of a QTL affecting milk-fat
production in the Israeli Holstein population. J
Dairy Sci 2003; 86: 2219-27.

27. Naslund J, Fikse WF, Pielberg GR, Lun-
dén A. Frequency and effect of the bovine acyl-
coa:diacylglycerol acyltransferase 1 (DGAT1)
K232A polymorphism in Swedish dairy cattle. J
Dairy Sci 2008; 91: 2127-34.

VPLIVI POLIMORFIZMA DGAT1 IN GH1 NA MLECNOST KRAV PASME HOLSTEIN,

GOJENIH V TURCUI

B. Akyliz, 0.K.Agaoglu, A. Akcay, A. R. Agaoglu

Povzetek: Namen raziskave je bil prouciti povezave med polimorfizmom K232A v genu za diacilglicerol acyltransferaso
1 (DGATT1) in polimorfizmom L127V v genu govejega rastnega hormona (GH1) ter mlecnostjo krav holstein. Skupno je bilo
v raziskavo vklju¢enih 281 prvesnic in krav pasme holstein v drugi laktaciji s treh razli¢nih mle¢nih govedorejskih kmetij v
provincah Burdur in Kayseri v Turc€iji. Za genotipizacijo DGAT1 in GH1 je bila uporabljena metoda PCR-RFLP. Frekvence
genotipovinalelovgenaGH1sobile0,78zalL,0,18zalV,0,04zaVV,0,87 zaalelLin0,13zaalel V. Frekvence genotipovin alelov
genaDGAT1sobile0,61zaAA,0,30zaKA,0,09zaKK, 0,76 zaalel Ain 0,24 za alel K. Med genotipi DGAT1-K232A in povprecno
mlec¢nostjo v prvih treh laktacijah niso bile ugotovljene povezave. Ugotovljena pa je bila povezava med polimorfizmom GH1-
L127Vinpovprecno mlecnostjo krav pasme Holsteinv prvihtrehlaktacijah. Prikravah z genotipom LL je namre¢ mle¢nost visja
kot pri kravah z genotipoma NN in VV (p <0,05).

Kljuéne besede: DGATT; GHT;holstein; proizvodnja mleka; PCR



