
ABSTRACTS 207

experimental groups were found (F(2,21)=0.18, P=0.83). Conclu-
sions: these results indicate that bending sperm immaturity in PUFA 
ω3 deficient mice is not related to higher ROS production and does 
not affect in vivo fertilization capability. Further investigations are 
needed to better understand the relevance of dietary PUFA ω3 in 
male fertility.
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During placentation, human extravillous trophoblast (EVT) cells 
need to proliferate, migrate, and differentiate correctly to ensure pro-
per placental development. Previously, we reported that caveolae 
are required for the proper migration and endovascular differentia-
tion of EVT. Recently, we found that hyperosmolarity alters EVT cell 
migration and invasion. However, up to now, the molecular mecha-
nism is unknown. We hypothesized that hyperosmolarity increases 
caveolae endocytosis and caveolin-1 (Cav-1) degradation, altering 
EVT cell differentiation. 
Objectives: Our aim was to explore the effect of hyperosmolarity 
on caveolae microdomains and the impact on the EVT cell differ-
entiation.
Methods: The human EVT Swan-71 cell line was cultured in com-
plete DMEM/F-12. 100 mM of sucrose was added to generate the 
hyperosmolar condition. Cell viability was evaluated by 3-(4,5-Di-
methylthiazol-2-yl)-2,5-Diphenyltetrazolium Bromide (MTT) assay. 
The localization of caveolae was analyzed by Transmission Electron 
Microscopy (TEM). Cav-1 expression was determined by WB in dif-
ferent conditions (isoosmolarity or control and hyperosmolarity, with 
or without MG-132- a proteasome inhibitor- and NH4Cl- a lysosomal 
inhibitor). Endovascular differentiation was analyzed by the forma-
tion of tube-like structures in plates coated with Matrigel®.
Results: Cell viability was not affected by the experimental condi-
tions. TEM showed that hyperosmolarity induced the internalization 
of caveolae. In addition, hyperosmolarity also increased Cav-1 pro-
tein degradation by lysosomal proteolysis (p<0.05, n=3) and signifi-
cantly reduced the formation of tube-like structures compared to 
control (p<0.05, n=4).
Conclusion: Our results show that hyperosmolarity leads to the in-
ternalization of caveolae and the degradation of Cav-1, impairing 
endovascular differentiation of EVT cells.
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INTRODUCTION: AQPs in fetal membranes have been proposed to 
regulate the amniotic fluid volume. Altered expression of these pro-
teins might be associated with oligo and polyhydramnios syndromes. 

However, we recently observed that the blocking of AQP3 did not pre-
vent cell swelling in amnion cells. In addition, under osmotic stress the 
pattern expression of amnion AQP3 was different from other AQPs, 
suggesting a different role for this protein. 
OBJETIVE: To study the regulation of AQP3 and its role in the amnion.
METHODS: Amnion-derived WISH cells were cultured in hypo (150 
mOsm) and hyperosmolar (400 mOsm) conditions. Levels of phos-
phorylated ERK (pERK), JUNK (pJNK) and p38 (p-p38) were stud-
ied. Nf-ĸB and tonEBP expressions were assessed in nuclear and 
cytosolic fractions. AQP3 expression was analyzed after the inhibi-
tion of Nf-ĸB and tonEBP pathways with Sodium Salicylate and Cy-
closporine-A, respectively.  Cell viability was studied by MTT assay. 
Apoptosis was studied by TUNEL assay and Bax/Bcl-2 ratio after the 
inhibition of AQP3 using CuSO4 or the specific siRNA. 
RESULTS: pERK levels increased in hyperosmolarity and did not 
change in hypoosmolarity (p<0.001; n=6). No significant differenc-
es were observed in p-p38 and pJNK (ns; n=6). Nf-ĸB and tonEBP 
expressions increased in nuclear fraction only in hyperosmolarity 
(p<0.05; n=5; p<0.01; n=5). In this condition, the blocking of Nf-ĸB 
pathway increased AQP3 expression (p<0.001; n=5) compared to 
controls, while the inhibition of tonEBP pathway did not modify its 
expression. Regarding cell viability in hiperosmolarity, the blocking 
of AQP3 decreased MTT incorporation (p<0.01; n=8). Moreover, 
Bax/Bcl-2 ratio and the number of apoptotic nuclei increased after 
CuSO4 treatment (p<0.001; n=5; p<0.001; n=9) and AQP3 silencing 
(p<0.05; n=5; p<0.01; n=10).
CONCLUSION: Our findings suggest that AQP3 may have an im-
portant role in the survival of the amniotic cells and its expression 
may be regulated by ERK, Nf-ĸB and tonEBP pathways.
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The neurotoxicity caused by glyphosate (Glyph) exposures has long 
been described in several studies; however, there are few studies 
that extensively evaluate an important variable such as motor ac-
tivity. Dysfunctions on motor activity induced by pesticides can be 
determined with relatively simple techniques and may be used as a 
component of the FOB (Functional Observational Battery). The aim 
of this experiment was to determine the neuro-motor and behavioral 
changes caused by sub-acute administration of Glyph. Male Wistar 
rats 80-90 days old were treated subcutaneously with a Glyph solu-
tion (Sigma, without adjuvants) in saline phosphate buffer (PBS). 
One dose of 70 mg/kg was tested every 48 hours for 14 days (n=12). 
A group of rats was used as control (n=12) that was injected with the 
vehicle. Body mass was recorded daily. Two tests were carried out 
in control and treated animals to determine the locomotor activity: 
open field and elevated plus maze, according to established proto-
cols. The test recording was done through video camera, and then 
the data and statistical analysis were carried out by t student meth-
od. We found that Glyph exposed rats showed a decrease in mo-
tor activity time (p<0.05; p=0.0194) and distance traveled (p<0.05; 
p=0.0167) by the open field test. Regarding elevate plus maze test, 
rats exhibited a decrease in motor activity time (p<0.05; p=0.0246). 
On the other hand, Glyph exposed animals showed a significant 
decrease on body weight throughout the treatment (p=0.0001). In 
conclusion, these findings suggest that sublethal doses of Glyph 
exposure alter nervous system functionality impairing motor and 
behavior parameters.


