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Abstract: The protamines are the small arginine-rich protein that replaces the histone protein at
the time of spermiogenesis. Nucleotide variability’s in PRM1 and in PRM2 genes are used ad
reliable candidate gene used to associated with the mass sperm motility, intial progressive sperm
motility and post thaw sperm motility in crossbred cattle. This study was performed to identify the
nucleotide variability and expression profile of PRM1 gene in the crossbred bulls. To identify the
genetic variability of Bos indicus and Bos taurus crossbred animals, the nucleotide sequence
alignment with respect to exon | of the PRM1 genes were assessed. The sequence alignment
reports revealed nucleotide substitution of ‘G’ at 21 position ( g.21delA) of the alignment,
whereas deletion was reported in reference sequence and substitution of A with C in the 167th
position of nucleotide alignment (g.167 A>C). It gave a new genotype BB pertaining to the PRM1
gene with a frequency of 100 per cent. One amino acid change viz a viz serine being converted into
phenylalanine was observed. The sequence was submitted to NCBI and accession number
MW835341 and MW835342 were obtained for Jersey cross bred and Holstein Friesian cross
bred PRM1 gene.
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INTRODUCTION

The protamines are a diverse family of small arginine-
rich proteins that are synthesized in the late-stage
spermatids of many animals and plants and bind to
DNA, condensing the spermatid genome into a
genetically inactive state [1]. During spermigenesis,
sperm DNA was packaged very tightly to protect
the DNA during the transit that occurs before
fertilization. However, this condensation cannot
sacrifice chromosomal elements but they are essential
for the embryo to access the correct sequences of
the paternal genome for proper initiation of the
embryonic development. The nuclear matrix
organization is essential for DNA replication, and the
histone-bound chromatin identifies genes essential for
structural framework including molecular regulatory
factors required for proper embryonic development
[2]. During spermiogenesis, haploid spermatids
undergo a series of changes in chromatin composition
and density [3]. Meanwhile, in the round spermatid,
the bond between deoxynucleic acid (DNA)-histone
will be replaced by transition proteins, whereas in
elongated spermatid, the transition protein will be
replaced by protamine[4]. Transition nuclear proteins
(TPs), the major proteins found in chromatin of
condensing spermatids, are believed to be important
for histone displacement and chromatin condensation
during mammalian spermatogenesis [4]. Protamines
have an important role in condensation of chromatin
and complete inactivationof transcription [5,6].

During fertilization, spermatozoa plays an important
role in the development of the embryo by providing
oocyte activation factors, centrosomal components,
and a paternal chromosome. Protamine (PRM) is a
basic nucleus protein with small molecular weight
contained in the head of spermatozoa [7,8], which is
important in the packaging of sperm DNA and plays
an important role in spermatogenesis and quality of
sperm [9]. Protamine genes are integral in chromatin
condensation during spermiogenesis and hence are
reliable candidate genes as sperm motility markers
in cattle. Nucleotide variability’s in PRM1 and in
PRM2 genes were identified. The SNPs in PRM2 as
haplotype were found to be associated with mass
sperm motility, initial progressive sperm motility and
post thaw sperm motility in crossbred cattle.
Knowledge of these SNPs/haplotypes, therefore, may
be helpful in ascertaining bulls with efficient
reproductive performance [10].

MATERIALS AND METHODS

The samples from Jersey crossbred (n=18) and
Holstein freisiancross bred bulls (n=18) maintained
in District Livestock Farm, Hosur; District livestock
Farm, Ooty; Exotic cattle breeding farm,Echankottai
were utilized for this study. Bulls were categorized
as freezable semen producer and non freezable
semen producer based on the Mass motility, individual
motility and post thaw motility of the semen produced
by the Individual bull.

Before collecting the blood samples semen variables
like mass motility, individual motility, post thaw motility,
semen volume, concentration and mass motility was
assessed. Sperm of bulls were classified as having
relatively greater motility (freezable semen) when
they had Individual motility and post thaw motility
values were greater than 60 percent and 50 percent
respectively. Those bulls which had less than these
were considered as non freezable. The bulls having
motility impairments (non freezable) were selected
for this study.

About 5 ml of blood were collected in EDTA
vacutainer from external jugular vein of the bull and
the genomic DNA was isolated from the blood using
phenol-choloroform extraction method [11]. The
good quality genomic DNA were amplified for coding
region of PRM1 gene (Exon1l) of crossbred cattle’s
with the suitable primer (F-5’-AGATACC-
GATGCTGCCTCAC-3’ and R: 5’-GTGGCAT-
GTTCAAGATGTGG-3") with the annealing temper-
ature of 60°C. The ampification was verified by
assessing PCR products on 2 per cent (w/v) agrose
gel electrophoresis unit and evaluating the gels with
a UV Gel documentation system (Biorad,USA). Nine
samples from each crossbred were sequenced
bidirectionally from Agri. Genome Labs. Pvt Ltd,
Cochin, Kerala, India. The result FASTA files were
used for contig formation using segbuild software.
The contig sequence were aligned using
CLUSTALW method of the MEGALIGN module
of the DNASTAR suite (Lasergenevrsion 7.2: DNA
star, Madison, USA). The nucleotide was converted
into amino acid and aligned using CLUSTALOMEGA
software and aligned.

RESULTS AND DISCUSSION

Seminal parameters of Jersey crossbred and Holstein
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Fig. 1: Amplified PCR product of PRM1 gene in
Agarose Gel Electrophoresis
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Fig 2: Nucleotide Sequences of Exon 1 of PRM1 Gene
of crossbred bulls

Fig 3: Chromotogram of exonl of PRM1 Gene

Fig 4: Multiple Sequence
Alignment of PRM1 Proteins in
Crossbred Bulls
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Friesian cross bred bulls mass motility, individual
motility and post thaw motility were assessed. The
average values with standard error of above
parameter for selected animals were 2.14 +0.16,-
25.83+1.84,12.5+1.40 respectively. Genomic DNA
was successfully isolated from the above bull samples
were amplified for the promoter and coding region
of the PRM1 gene and the size of the amplified
fragment was 234 bp in all the samples (Fig.1) in 2
per cent agarose gel.

Further, the amplified PCR product were sequenced to
identify the nucleotide variability. The nucleotide
sequences were aligned with already available sequence
of Bos taurus species to identify the genetic variability
(Gene Bank ID: BC 108207.1). Based on alignment
report nucleotide insertion was noticed with G fragment
of nucleotide in 27" position (g.26_27insG) and
substitution of Awith C inthe 157" position (g.157C>A)
of nucleotide alignment (Figs. 2,3). In both Jersey
crossbred and Holstein Friesian crossbred similar type
of nucleotide variability was observed and it gave a new
genotype BB pertaining to the PRM1 gene. The same
sequence of PRM1 gene was submitted to Gen Bank with
accession numbers of MW835341 and MW835342.
Further, the nucleotide variation was also given aamino
acid change viz a viz serine being converted into
Phenylalanine (Fig. 4).

The PRM1 sequences of Virdavani cattle have
similar nucleotide variation and the author confirmed
the presence of a 209 bp upstream region and 44 bp
5 UTR regions in 253 bp fragment | of the PRM1
gene [10]. The sequence analysis indicated that there
were two SNPs at the 152" and 179" nucleotide
position (A152G and G179A transition) which were
located in the upstream region and in the predicted
promoter sequences, respectively. Sequences of allele
A indicated that there was a complete homology to
the Bos taurus sequence. The sequences of the A
and B alleles of fragment | of the PRM1 gene were
submitted to Gen Bank with accession numbers
KU844285 through KU844287, respectively. The
SSCP analysis of the fragment Il and fragment Il
of PRM1 gene, however, indicated that there was
one band pattern that was designated as AA [10].
Frequency of this pattern and allele ‘A’ was 100% in
both crossbred and purebred cattle for both fragments
Il and 111. Analysis of the nucleotide sequences for
fragment Il (188 bp) validated the presence of a 56
bp 5’UTR (partial), 112 bp CDS and 20 bp intronl

(partial) and for fragment 111 (163 bp) confirmed the
presence of a 36 bp intronl (partial), 44 bp complete
CDS and 83 bp 3’'UTR (partial) region. The sequence
of fragment Il and Il of PRM1 gene in crossbred
and purebred cattle was found to be identical to the
Bostaurus sequence and there was no SNP identified
in these regions. The nucleotide sequences of allele
‘A’ of fragment Il and 111 of the PRM1 gene of cattle
were submitted to Gene Bank with accession
numbers KU844288 KUB844291, KU844292 and
KUB844294 respectively. ThePRM1 gene from Aceh
cattle is identical to that of PRM1 gene from Bos taurus
and Bos indicus both at the DNA sequence level and
at the protein sequence [12].

The nucleotide variability was observed in PRM1 gene
(exonl) at the nucleotide position 27 (g 26_27ins G)
and at 157" position (g 157C >A) in Jersey and Holstein
Friesian crossbred cattle with non freezable semen
production characteristics. This infers that the PRM1
gene can be considered as a candidate gene for sperm
motility and has to be further confirmed with more
number of samples.
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