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sanizn endotoxins, microbial contaminants, and growth in-
: 2nd is also expensive part of cell culture. So, efforts are
ards reducing serum concentration in cell culture.
s and Methods: In this study, the recombinant
c=lis transfected with human LH (luteinizing hormone)
ouftured in DMEM medium containing 15, 10, 5, 3 and 1%
Bovine serum) respectively. Then, approximately equal
2285 (9x10°) in each medium was used for protein extrac-
d assay. SDS-PAGE and western blotting techniques
d to confirm protein expression. Untransfected CHO-
s were used as a negative control and recombinant LH (Lu-
2= = positive control.

ts: There was no significant difference in cell growth in dif-
ations of serum, because in all mediums, 9x10° cells
after about four days. Using Bradford assay, it was
#at the protein concentration was approximately equal.
wsing the equal amount of protein, western blotting showed
mum productivity was in medium with 15% serum.

ision: Higher concentrations of serum in medium caused
== of LH expression, but because of disadvantages of se-
culture, it seems that the use of alternative or reduction in
cenration is in favor of protein expression.
- Luteinizing Hormone, Optimization, CHO, Serum Con-
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iground: The efficiency of in vitro fertilization (IVF) is still
== developed to blastocyst stage probably because of environ-
conditions. Itis likely that in vitro environment can not exact-
in vivo environment due to differences in media, metabolic
atmospheric composition, temperature and pH. Therefore it
==t embryo quality by changing in embryo gene expression.
% study, the expression level of pluripotency specific-genes:
Nanog and Sox2 were assessed in mouse blastocysts pro-
2y IVF and compared with the control blastocysts flushed out
=nus on post coital day 3.5.

s and Methods: Matured mouse oocytes were
using capacitated sperms in HTF medium. Subsequently,
olive zygotes were cultured for 4 days in KSOM medium up to
z t stage. The expression levels of three mentioned genes
assessed by real-time PCR technique in IVF-derived blastocysts
=== group and in vivo collected blastocysts as control group.
ts: Hatching rate of IVF-derived blastocysts was decreased
cantly in comparison with the counterpart group (70.22% vs.
). Increase in Oct4, Nanog and Sox2 expression was ob-
=2 in IVF versus in vivo generated mouse embryos.
clusion: /n vitro produced embryos followed by assisted
=ng can be introduced as a reliable technique to help infertile

ords: In vitro Fertilization (IVF), Pluripotency Specific-Genes,
e PCR
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Background: Adipose tissue is not only an energy storage tissue
but also an important endocrine organ that secretes protein hormones.
Among them, the production and secretion of adiponectin is inversely
correlated to the severity of obesity. In adipose tissue, adiponectin
production is transcriptionally regulated by peroxisome proliferator-ac-
tivated receptor-y (PPAR-y). Obesity is a major health rroblem. Some
studies have shown a relationship between obesity and sub-fertility.
Thus, the aim of the present study was to investigate the gene expres-
sion of adiponectin and PPAR-y in ram spermatozoa and to determine
whether sperm motility affects the abundance of mMRNAs.
Materials and Methods: Semen samples from 6 adult
rams were fractionated on a two layer discontinuous percoll gradient
to separation high and low motile sperm and quantitative parameters
of sperm motility were determined by CASA. Total RNA isolation was
carried out on sperm cells. Total RNA was reverse transcribed into
cDNA. Then, the levels of Adiponectin and PPAR-y transcripts were
determined by semi quantitative RT-PCR.

Results: We showed that ram spermatozoa express Adiponectin
and PPARY, and the amount of expression is associated with sperm
motility. There were significant (p<0.05) increase of the relative
amounts of Adiponectin and PPARy mRNAs in high motile sperm
group compared to low.

Conclusion: We provided a novel evidence for the expression
of Adiponectin and PPARY in spermatozoa which showed that ram
spermatozoa express Adiponectin and PPARy. The amount of rela-
tive expression was associated with sperm motility. Since increase
in body fat is associated with impaired sperm motility, our finding can
help to find the molecular mechanisms which are involved in sub-
fertility caused by obesity.
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Background: Many hormones are involved in the regulation of
reproduction. Leptin hormone which is mainly secreted by adipose
tissue plays an important role in energy homeostasis and reproduc-
tion. It seems that leptin is an important linkage between body me-
tabolism and reproductive system. Moreover, it has been shown that
leptin and leptin receptor express in reproductive organs of some
species. Hence, laptin has a direct effect on reproduction. The aim of
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this study was to investigate the expression of leptin receptor mMRNA
in ovine corpus luteum.

Materials and Methods: Ovine ovaries were collected from
abattoir and immediately were transported to the laboratory on ice.
Corpus luteum pieces sliced and kept in -80°C. Total RNA was ex-
tracted and cDNA Synthesis was done. First, PCR reaction was done
for B- actin, as a housekeeping gene, to evaluate the accuracy of mo-
lecular experiments. PCR reaction was done for leptin receptor gene
using appropriate primers. Fat tissue was used as positive control.
Results: In corpus luteum samples, leptin receptor transcript was
amplified with set of primers. Intron-spanning primers of B- actin were
located in two exons to rule out the possibility of a DNA contamination.
Conclusion: Presence of leptin receptor mRNA in the ovine
corpus luteum suggests that leptin is involved in the physiological
processes of ovine corpus luteum which should be clarified.
Keywords: Leptin receptor, Ovine, Corpus luteum, RT-PCR

P-70: Evidence for Differential Gene
Expression of A Major Epigenetic
Modifier Enzyme, de novo DNA Methyl-
transferase 3b, through Vitrification of
Mouse Ovary Tissue

Koliforosh M'*, Shahhosseini M?, Asaadi Tehrani
G', Ebrahimi B®

1. Department of Biology, College of Basic Sciences, Zan-
jan Science and Research Branch, Islamic Azad Univer-
sity, Zanjan, Iran

2. Department of Genetics at Reproductive Biomedicine
Research Center, Royan Institute for Reproductive Bio-
medicine, ACECR, Tehran, Iran

3. Department of Embryology at Reproductive Biomedi-
cine Research Center, Royan Institute for Reproductive
Biomedicine, ACECR, Tehran, Iran

Corresponding Email: marsha244@yahoo.com

Background: Ovarian tissue cryopreservation is a feasible
method to preserve female reproductive potential, especially in young
patients with cancer or in women at risk of premature ovarian failure.
Vitrification has recently emerged as a new trend for biological speci-
men preservation. On the other hand, gene expression that changes
during vitrification can influence oocyte maturation and need to be
studied. Methylation of mammalian DNA is a major epigenetic regula-
tory mechanism that play a special role in gene expression regulation.
DNA methyltransferase3b (Dnmt3b) is responsible for de novo meth-
ylation and essential for genome stability, imprinting and embryonic.
development. The aim of the present study was to evaluate the effects
of vitrification on mRNA expression level of Dnmt3b gene.
Materials and Methods: Ovaries of 4- to 6-week old NMRI
female mice were categorized in two control and needle immersed
(NIV) vitrification groups. In vitrification group, ovaries were transferred
into equilibration and vitrification medium, then immersed in liquid ni-
trogen after loading by acupuncture needle. Parallel to vitrification pro-
cess, morphology of ovarian tissues in control and vitrification group
were analyzed and compared by using hematoxylin and eosin staining.
Then, the expression of Dnmt3b was investigated by real-time PCR.
Results: In morphological analysis, ovarian tissue integrity was
well preserved in vitrification group and was similar to the control
group. However, the result of this study showed that the expression
level of Dnmt3b in vitrification group was significantly higher in com-
parison with control group (p<0.05).

Conclusion: In general we can conclude that despite normal
morphology of ovarian tissue after vitrification, this process may in-
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duce changes at the genetic/epigenetic level of cryopreserved fis-
sues.

Keywords: Epigenetic, Vitrification, Ovary, DNA Methyltrans-
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Background: The micro-ribonucleic acids (miRNAs) are nom-
coding RNA molecules that are conserved developmentally and
include usually 18-25 nucleotides. MIRNA regulates gene expras-
sion through mRNA degradation or inhibiting of its translation. These
biomolecules contribute in cellular physiologic and pathologic pra-
cesses and most of them may act as oncogenes or tumor inhibitors.
Identification of miRNAs target sequences is critical for investigation
of their physiology; and in this study it is considered to establish twe
constructs as model, for validation of bioinformatically predicted tze=
gets for miRNAs in the future.

Materials and Methods: In the present study, two expres-
sion vectors were constructed. The first one (vector A) expresses pre-
cursor of mir-101 under control of CMV promoter. The other veciar
contains coding strand of EGFP and Luciferase fused to each other.
as a reporter gene downstream of elongation factor promoter. In this
vector 3'UTR region of the gene of ATP5B (as target of mir-101) was
cloned between transcription terminator sequence and the poly &
region. For assessment of the functionality of these two vectors, 2
stable cell line was obtained by transfection of HeLa cells by vector
B and next, mir-101 was over-expressed in the aforementioned cf
line using vector A. Difference in expression of the reporter gene was.
assessed after transfection of the cell line by vector A.

Results: Down regulation of the reporter gene confirmed the
suitability of this system.

Conclusion: It was concluded that this system is reliable for
validationof other predicted targets of any miRNA by substitution of
the precursor of the mir of interest in the vector A and cloning of the
related 3'UTR region in vector B
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