[image: image1.jpg]e=s that overexpress HER2 have an aggressive form
o the disease with significantly shortened disease-free
servival and overall survival.8,9,10,11,12 Laboratory
“madics indicate that amplification of HER2 has a direct
sude in the pathogenesis of these cancers, 13, 14, 15, 16,
17 thereby providing investigators with an opportunity
% target a therapeutic agent directly against the altera-
son. Several murine monoclonal antibodies against the
suracellular domain of the HER2 protein were found
% inhibit the proliferation of human cancer cells that
averexpressed HER2, both in vitro and in vivo.18-20
To minimize immunogenicity, the antigen-binding re-
zion of one of the more effective antibodies was fused
o the framework region of human IgG21 and tested
against breast-cancer cells that overexpressed HER2 in
wvitro and in vivo.21,22 This antibody, called trastuzu-
mab, inhibited tumor growth when used alone4 but had
synergistic effects 20, 22, 23, 24 when used in combi-
nation with cisplatin and carboplatin, 20, 23 docetaxel,
24 and ionizing radiation25 and additive effects when
used with doxorubicin, cyclophosphamide, methotrex-
ate, and paclitaxel 22, 23, 24, 25, 26.

Conclusion: Phase | clinical trials showed that the an-
tibody is safe and confined to the tumor (unpublished
data). Subsequent phase 2 trials demonstrated that
many women with HER2-positive metastatic disease
who had relapsed after chemotherapy had a response to
trastuzumab27,28; as suggested by the preclinical data,
the efficacy of trastuzumab when given with chemo-
therapy was superior to its effectiveness when used
alone.28,29 We report the results of a phase 3 trial in
which women with cancers that overexpressed HER2
who had not previously received chemotherapy for met-
astatic disease were randomly assigned to receive either
chemotherapy alone or chemotherapy plus trastuzumab.
The primary end points of the study were the time to
disease progression and the incidence of adverse effects.
Secondary end points were the rates and the duration
of responses, the time to treatment failure, and overall
survival.
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Objective: Neutrophil gelatinase-associated lipocalin
(NGAL), comprise a group of small extracellular pro-
teins with a common b-sheet-dominated 3-dimensional
structure. In the past, the predominant role of lipoca-
lins was assumed to be to act as transport proteins and,
for several members, this is likely to be an important
function. Recently it is suggested that LCN2 has role
in ROS scavangering. It is proved that Electromagnetic
field could produce ROS in different tissues. Expres-
sion of LCN2 in such condition in testis tissue and its
role in reproduction was investigated in this study.
Materials and Methods: In this study, 10 bulb/c mice
were exposed to 3SMT EMF for 2 months, 4 hours/day.
After 2 months, the mice were sacrificed by cervical
dislocation and testis removed. This tissue was fixed
by formalin 10% and tissue passage processing is per-
formed. Slides were stained by hematoxiline-Eosin
(H&E). Number of leydic and primary spermatocytes
cells and diameter of basal lamina were measured by
light microscope. For Real-time RT-PCR, Total RNA
from testis tissues was extracted by Trizol reagent the
quantity and quality of RNA were determined by spec-
trophotometry and electrophoresis, respectively. Re-
verse transcription was performed by SuperScript III
reverse transcriptase with 1 pg of total RNA followed
by DNasel treatment and heat inactivation. Expression
of Len2 was determined by semi quantative and real
time-PCR.

Results: The light microscopic study of seminiferous
tubules showed that basal lamina was thickend. Number
of Primary spermatocytes was increased compared to
control group. Study on interestitial space showed that
number of leydic cells increased. Real-Time PCR result
showed that Len2 was down- regulated in both semi-
quantative and real time-PCR.

Conclusion: Testis is one of the organs that express
Len2 in high level. It is also one of the sensitive organs
in exposure to electromagnetic filed. Taken together,
down regulation of Len2 might account for some con-
sequences of electromagnetic exposure including infer-
tility. However, further and complementary studies are
required in this regards.

Keywords: EMF, LCN2, Testis, ROS

Stem Cells

P-39: hLIF and bFGF Effects on Maintenance of
Horse Embryonic Stem Cells Pluripotency

Abavisani A", Baghbanzadeh A', McKinnon A?
Tecirlioglu RT?, Guo J°, Trounson AO*

1. University of Tehran, Physiology Department, Tehran, Iran
2. Goulbourn Equine Hospital, Shepparton, Australia

3. Monash University, MISCL, Clayton, Australia

4. CIRM,California, USA

Yakhteh Medical journal, Vol 10, Sup 1, Summer 2008 81




[image: image2.jpg]Abstract Book of the 9 Royan International Twin Congress

Email: abavisani@ut.ac.ir

Objective: Our aims were to derivate horse ES cell lines
by repeated passage of ICM cells and assess hLIF and
bFGF effects on maintenance of their pluripotencies
Materials and Methods: A basic medium was prepared
for the culture of ICMs and horse embryonic stem cells
using KODMEM supplemented with 10% FBS, 0.1
mM Non-essential Amino Acids, 2 mM L-glutamine,
1% Insulin-Transferrin-Selenium, 100 pg/ml of strep-
tomycin, 100 units/ml of penicillin and 0.1mM 2p-
mercaptoethanol on y-irradiated MEFs. ICM cells were
recovered mechanically from day-7 blastocysts and
cultured in basic medium on feeder cells. The culture
medium was changed every day after first passage and
the passage was performed by mechanical dissociation
with a needle every 6-8 days until passage 15. The puta-
tive horse ESCs were cultured in the basic medium sup-
plemented with human leukemia inhibitory factor (hLIF
40ng/ml) only, basic fibroblastic growth factor (bFGF
4ng/ml) only, or bFGF plus hLIF with MEF feeder cells.
Colony morphology was evaluated, continuously. Fi-
nally, for determination of cell pluripotency, the hESCs
were analyzed for markers of pluripotency. Immunos-
taning of the putative horse ESCs was done for Oct4,
SSEA-1, GCTM-2, TRA1-60 and TRA1-81.

Results: Derived ICMs, from day-7 blastocysts, were
cultured with basic medium on MEF feeder cell monol-
ayer. They grew as flat colonies including cells with dif-
ferent morphology (P0). Different morphological cells
were transferred for next passages separately (P1). Cells
in basic medium only, and basic medium added LIF
could keep colony form similar to each other until pas-
sage 15. Although the cells in basic medium containing
BEGF could produce some colonies in early passages,
they could not maintain their morphology in later pas-
sages. Those colonies which were plated in basic medi-
um added hLIF and bFGF did not grow after a few pas-
sages. After 15 passages, immunohistochemistry of the
putative horse ESCs showed that some cells in the colo-
nies were positive for Octd, SSEA-1, GCTM-2, TRAI-
60 and TRA1-81. These results indicated that those cell
colonies were not completely purified embryonic stem
cells, but some of them were still pluripotent.
Conclusion: Our study show the primary horse ESCs
are able to self-renew when they are cultured in the ba-
sic medium on y-irradiated MEFs. These results also
indicated that cell colonies were not completely puri-
fied embryonic stem cells, but some of them were still
pluripotent. ESC-like cell morphology of horse putative
ESCs were well maintained in the basic medium sup-
plemented with or without hLIF. This result suggests
that hLIF is neither prerequisite nor negative for main-
tenance of horse ESCs; bFGF seem to be negative for
‘maintenance of horse ECSs. The combination of LIF
and bFGF is unable to improve the culture condition.
Thus, the new factors need to be investigated further to
maintain horse ESCs in purified population
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Objective: Recently, it has been demonstrated that Mes-
enchymal stem cells (MSCs) which are isolated from
various tissues have different potentials in differentia-
tion and proliferation and for this reason it is necessary
{o isolate these cells from various kinds of origins i
order to using in clinical demands. The present study
has been done to investigate the possibility of isolation.
culture and characterization of human synovium —de-
rived mesenchymal stem cells.
Materials and Methods: Samples (200-300 mg) wes=
provided from synovium tissue and subsynovial inne
layer of medial joint capsule of patients who had knes
surgical operations. Obtained samples were homes-
enized, enzymatically minced with collagenase D ==&
passed through 70 pm nylon filters and then nucleases.
cells were isolated and cultured. Isolated cells wes=
identified with morphological, immunocytochemisizs
and differentiation tests

Results: The isolated cells in this study showed fibeaie
last-like morphology and like the mesenchymal s
cells have high proliferation capacity. In immunocyse
chemical studies they were positive for CD73, CDNS
and STRO-1 antigens. After induction toward essss
genic and adipogenic lineages and specific staining S
cach lineage it was revealed that isolated cells wess s
tent in differentiation into mentioned lineages.
Conclusion: These results suggest that synovium
which is discarded in most knee operations can be
for cell therapy and tissiie engineering protocols =
enrichment source of potent mesenchymal stem c=is
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