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Abstract
The study was conducted on 20 Iraqi Awassi ewes (10 pregnant and 10 non pregnant),
aged between (2-5) years old. Utilized Proteinase K buffer solution (100 mM NaCl, 1 mM
EDTA, 10 mM Tris-HCI pH 8.0) for DNA extraction. The vaginal fluid were taken from
the animals in order to estimate DNA concentration specterophotometrically. The results
showed that the concentration of DNA was 4.2579 gm / 1 in pregnant ewes, while it was
43601 gm/ 1 in non pregnant ewes, it was concluded from this study there was no
significant difference in DNA concentration in the vaginal fluid between pregnant and non
pregnant Awassi ewes in p< 0.05.
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Introduction

Deoxyribonucleic acid (DNA) profiling has rapidly become a standard and powerful
tool in forensic investigations, agriculture, paternity testing, and historical investigation (1)
The cytology of diestrus in control does showing numerous neutrophils, few superficial
cells and few other immature epithelial cells (2). A postparturient period is characterized by
low basal secretion of adenohypophysis gonadotropins with the following appropriate
changes in ovarian hormones and their response to the morphology of vaginal epithelium,
while the knowledge of cytological changes in vaginal epithelium and levels of ovarian
hormones of ewes after parturition and of their relationships from the first several days after
lambing until the 51st day of the period of observation (3). Progesterone levels remained
elevated through day 28 of diestrus and pregnancy in bitch. (4) The physiological changes
induced by sexual chemosignals (5). Arborization of cervical mucus appeared to be a better
indicator of ovarian activity in the ewe than did arborization in mucus collected from the
vagina (6). Clinical endometritis was defined as mucopurulent or purulent vulvar discharge

(7). The aim of the study was designated to measure the concentrated of DNA in pregnant
and non pregnant Awassi ewes in Iraq.
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Materials and Methods

Twenty (vaginal discharge) samples were collected from healthy Awassi ewes aged
between (2-5 years) old during the period in October to April, 10 samples from pregnant
ewes (first group) and 10 samples from non pregnant (second group). The method were
used for vaginal discharge collection, included the injection of (1 ml) of normal saline into
vagina via long straw and waiting one minute before reabsorption, lead to normal saline
mixed with the vaginal content, mucus and somatic cells (epithelial cells erosion and
WBCs). The samples were collected according to (8), used cotton wool swabs were teased
apart and extracted in a reaction tube (1.5 ml) for 15 minute with 338 pl lysis buffer. In our
study, the samples centrifugation (6000 per! minute) to precipitate the cells and discarded
the supernatant. Sediments cells subjected to DNA extraction in order to determination the
concentration. Proteinase K buffer solution: Consist of (100 mM NaCl, 1 mM EDTA, 10
mM Tris-HCl pH 8.0) purified by extraction with chloroform-isoamyl alcohol and
precipitated with ethanol. The concentration of the DNA was measured
spectrophotometrically (260 wave length). The measured in vulvar and vaginal tissues of
ewes by a spectroimpedographic method at frequencies from 10 Hz to 100 kHz indicating
that cell volume increased and cell density decreased in comparison with diestrus (9). The
standard used Standard error, Mean, Chi square, and F. test (10).

Results

Twenty samples were subjected to DNA extraction. The concentration of DNA in the
first group ranged from (4.0034 g/I - 4.5431 g/1) with the mean (4.2579 g/1) Table 1 and 10
samples from (second group) were ranged DNA from (4.1248 g/l - 4.6732 g/l ) with the
mean (4.3601 g/l). There was no significant difference between pregnant and non pregnant
ewes in vaginal discharge DNA concentration.
Table (1) Showed the Mean, SE of (DNA g/l) concentration in the vaginal discharge in

pregnant and non pregnant ewe

Pregnant ewes Non pregnant ewes
No of vaginal No of vaginal
discharge DNA g/l (M+£SE) discharge DNA g/l (M+SE)
10 4.2579 £0.017 10 4.3601+0.3601
Discussion

During diestrus and pregnant in ewes, the corpus luteum becomes fully developed, and
the effects of its progesterone, on the vaginal discharge are marked. Vacuolar and
degenerate epithelium, leucocyte infiltration, and extravasations of blood (11). Therefore,
In our study, (1cc) normal saline injected into anterior vagina to collected the discharge
including variable cells (WBCs, epithelial cells and debris). Cervical mucus is abundant
only when the ewe is in oestrus and even then some ewes produce so little that collection of
an adequate sample is impossible, because of these limitations it is worthwhile to seek other
diagnostic methods and one possible area is the biochemical analysis of cervical secretions
during the luteal phase of the reproductive cycle (12). In addition, the cell count in diestrus
and pregnant, fewer than in estrus. The impedance angle and the tissue phase angle
increased during oestrus, indicating that cell volume increased and cell density decreased in
comparison with diestrus (9). In our study, (1cc) normal saline injected into anterior vagina
to collected the discharge including variable cells (WBCs, epithelial cells and debris) (12)
Mention the cervical secretions of clover-affected and control ewes in the luteal phase of
the ovarian cycle were obtained by flushing the anterior vagina. Abnormally enlarged
uterus and a purulent uterine discharge detectable in the vagina (13). In this study the total
DNA was extracted from cells by digestion with Proteinase K buffer solution: Consist of
(100 mM NaCl, 1 mM EDTA, 10 mM Tris-HCI pH 8.0) containing 0.5% SDS. While (14)
write the first step of digestion, vaginal epithelial cells in the mixed stains were lysed with
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Proteinase K and SDS. DNA samples revealed the cell number (Somatic cells) in the

vagina. During diestrus the mucus becomes minimal, cohesive, and usually contains little

cellular debris (15). In our study the observation of DNA concentration reflect the cells
number into the vaginal fluid. Because DNA is present in the nucleus of cells and is the

genetic information of all organisms (14). The mean of total DNA in pregnant ewes (4.2579

g/l) while the mean in non pregnant reached (4.3601 g/l). In spite of different levels of

hormones between pregnant and non pregnant ewes, the results revealed no significant

between total DNA when isolated from vaginal discharge in two groups. This result might
be due to the effect of progesterone in the reproductive tract by histological architecture

(epithelial lining), low resistant (attractive of few WBCs) and the importance of blood

supply through pregnant and non pregnant periods. Furthermore the lower levels of

estrogen in both groups.
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