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AN INKOVATIVE STRATEEY IN SELECTING DOCYTES
WITH HIGH IMPLANTATION POTENTIALITY FOR
INTRACYTOPLASMIC SPERM IMJECTION PROCEDURE

L. Boscor, G. Ruwolo®, H. Chiarellir, D Matrangzs,
M.C. Roocheri
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The aim of the research was to investigate the is raip
of individuz] cumulus cell-oocyie mﬂﬂmm
to the lewel of pAKT, to verify the difference beiwesn oocyies
who produce embryos able to reach the blastocyst stage com-
pared with embryos arrested during the i witro culture. It was
demonstrated that DNA fragmentstion in cumulus cells was
remarkably lower in patients who achieved a pregnancy afer
IC5I cydes, related to the quality of oocytes and embryos2.
AT pathway plays a critical role in the requlztion of cell sur-
vival, and mase growth factors activate this patiway®. The study
focused on =3 patients, imvolved after informed consant. In this
prospective and randomized study, it has besn messured the
D'MA fragmentation raie and the level of pAKT in cumulus cells
of individual COC for each follide contsining 3 mature pocyte.
Mormo-responder patients have been seleceed. DNA fragmenta-
tion raie in cumulus cells has been examined with the wse of a
TUNEL zssay imsitw. pAKT has been examined by irnmmlﬁ
ical assay v sio Skatistic of maolecule expresson and D
fragmentation was tested through the repeated measures
AMDVA test of log-transformed wariables. Qut of Zs= MII
pocytes, 197 were fertilized and the derived embryos had the fol-
lowing ewolution: 117 completed the development to bl

(day =or &) and were tramsterred in uterus, 57 were vitrified at
blastooyst stage and 23 were arrested during i vitro culture at
different stage of cleavage. In conclusion we found a statistical
diffarence between the DNA fragmentztion rzie of cumulus cells
between the ammesied embryos compared to the transéerred and
vitrified blastocysts (p=0.oo4l, confisming that apopeotic raie
of the cumulus cells could be considered as a marker of oocyie
competence. Likewise we 3 found statistical significance
between oocyies resulting in transferred blastocyst and arrested
embryss in the ratio pAXTITUREL (p=o.043). Therefore, the
ratio pAKTITUNEL could be considerad also 2 marker of pocyin
quality. More studies are nesded to confirm these data and to
determine the how these moleoular pathways ane involved on the

DOCYEE COMPEtBnCe.

References

1. fuwolo G, et al Fertil Stenl 2oo7; 87224228,

2. Bosco L, e al Joumal of Cells 2o1s;15m-19.

3. Amarzvadi R, Thompsen C2. J Cin [nvest Zoos;115:7e18-24.

IMMUMOLOCALITATION OF COCAIME-AMPHETAMINE
REGULATED TRANSCRIPT (CART) IN BILIARY
EPITHELIUM
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Chodangiocytes proliferation can be modulated by several neu-
roendocrine factors'_The peptide cocaine-amphetamine-requlat-
ed transcript [CART] has various physiological functions and is
widely expressad in a ! CART increases the surwival
of Iin'.'.;:]pt'.vl:ampa] m"ﬁr:ns up-requlating Brain Derived
Neurotrophic Factor (BONF)=. Recent study has detecied the
expression of BDONF and of its two recepdors [TrK B and prsNT)
in cholangiooytes of ezt liver and their imvolvement in prodifera-
tion rzte of biliary tree=_ Aim of this study was to imestigate the
expression of CART in the rat biliary epithelium. Male Wistar
rais were divided into normal {n=t&) and BOL (nes) growp. All
rats were sacrificed after 1 weak. Liver samples from both BOL
and normal group wene collecked to perform light microscopy
and immunohistochemistry for CART, CKxe icpokeratin-1g)
and PCHA (proliferating cell nudear antigenl. Qur results show
an increzsed expression of CART together with the growth of
imtrahepatic hile ductal mass (IBDK) and of cholangiootes
praliferation in BOL. CART may be implicated in the remodel-
ing of hiliary epithelium during cholestsis through key media-
toFs of cell survival and proliferation, as well as throwgh EONF
activaied pathways.
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EFFECTS OF POLYSACCHARIDE A PRODUCT BY
BACTERQIDES FRAGILIS ON ENDOTHELLAL PROGENI-
TOR CELLS
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Endothelial progenitor cells are produced in the bone marrow
and hawe the hemangioblast = commaon precursor to
ictic stem cells. They have been identified in 1997 in

the peripheral blood stream. The EPC are zble to migrads, pro-
liferate and diFferemtizte imto mature endothelial cells and o
determing the formation of new blood wessels even in the pose-
rzial period. These cells can be infected by Barional 3 homsolse,
3 Gram-negative pathogen, asticlogical agemt of 3 series of
human diseases known 25 bartonellosis. Polysaccharide & pro-
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duced by Bacterpides fragilis, 2 human imestinal bacterium, has
immunoregulatory properties, among which is proven inmice to
providie protection from inflammation caused by B. fansa) 30 We
have imfecied the EPC with B. fensaiss, B, fragiis WT or &
fragil 5 P54 [not able 4o produce the charide A), oF oo~
irﬁ:ﬁw:l with &. J‘mmﬁwﬂ g Frz_ﬁﬁT or P5A respec-
tively, to assess whether the polysaccharide & had a role in the
response of these cells to the infection. Aier the ulrastrucir-
al characterization of bacterial strains used in our Epefiments,
Bactormides ability o infect EPC was assessed by CLEM. Both
bacterial strairs are intermalized already at 2ah after infection
and at a multiplicly of infection of 1000 By TEM it was
observed that Baciermides in condrast to Bardomalla, are inker-
nalized acthating lasmic mes that digest them. &
fanmsaiae instead nfects those cells forming imasomes in which
they continues to proliferate. 5o polysaccharide A accentusdes
the macrophagic features that these cells have in their early dif-
ferentiation stage. Arclysis of genic expression using real ime
PCR from total RNA evtracked by the cell cultures heve shown
the up-regulation of the gene coding for the IL-10 ami-inflam-
matory cytokine in cells co-infecied with B. Fagii= WT and &
fansalze compared to the cells infecked anly with B fensaise,
The main inflammatory cytokines secretion evaluated by ELTSA
has also evidenced an increase of [L-10 produced by cells oo-
infected with £, fragi= WT and £ fenseize. These cells react
to the co-infection in the same manner of macrophages. These
data assert that the EPC does not play only a key role in vaso-
logenesis, but in an adult organism they could ako play an
esserdial role in the immune response.The EPC may collzborate
with macrophages and T cells CDa+, to the inlammatory

process triggered by the polysaccharide & after infection.

FUNCTIOMAL MORPHOLOGY OF THE ALTMENTARY
CAMAL OF THE ASCIDIAN BOTRYLLUS SCHLOSSE RI:
A HISTOCHEMICAL CHARACTERISATION

F.Cima
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A wvariety of histochemical assays were carried out on the
monalayered epithelium of the alimentary canal of the colonial
ascidian Boirpins sdosseri with the aim of increasing the
knowledge on the physiclogy of the filker-feeding mutrition of
tuniczies. The endostyle of the branchial nx, the cesopha-
gus, the sacoular stomach and the U-sha intestine divided
intn proetimal, mid- and distal {or rectum) intestine and assodi-
ated with a pyloric gland in its mid-trace, were examined as

the distribution of enzymatic activities for both diges-
tion (amylase, acid phosphatzse, s'-nuclectidase, aminopepti-
dase M, lipase, non-specific esierase) and absorption (alkaline
phosphatass, 025+~ and Mge+ -AT Pases), the presence of storage
substances [ygl:ngen proteirs, lipids) and the quality of mucous
subsiances. The n reaction revealed the presence of
endocrine cells scattered in all draces with the exception of
endastyle and mid-imestine. The alimentary particles ener the
pharyny, where they are trapped and rolled up by the mucous
net secreted by the glandular cells of the g i
different t]'p-ehsrﬁ rrEr:ins. Along this mﬂlm ﬁ
polysaccharides oocurs and the epithelium is protected by an
antimicrobic peroxidase activity. The digestible siring is trans-
poried towards the post-pharyngeal quit by the activity of the cil-
iated mucous cells. The lays the role of food
gression. The m.mmph in which are |I:H3‘I:Edm

4

warious cell types, carries out functions of extracellular digestion
[zymogenic cells), absorption and intracel lular digestion (vacuo-
lated cells), osmorequiation (plicated cells of the pyloric cze-
cuml, and storage of lipids and glycogen (olizted mucouws cellsh.
These functions, with the mcepdion of the extracellular digestion
and csmoregulation, comtinue in both proximal and mid-imes-
time, where the peroidase activity reappears. The pyloric gland
reveals fydrolytic activities and storage of glycogen and pro-
teins. In the distal intestine, wealk digestive and ZEsorption activ-
ities still ooowr, faecal pellets are formed and then ejecied
through the anal opening in the atrial cavity and then into the
common cloacal chamber of the colonial system. 8. sovossard
can represent @ model species for the development of histo-
chemical methods which will be extended 4o other species
belanging to other classes of tunicaies showing more or less tis-
sue compleity due to different specialsations.

PHOSPHORYLATED TAU IM PUREIMJE NEURDMS.
NEUROARCHITECTURAL ALTERATIOMS OF CEREBEL-
LAR CORTEX IN PROLIDASE DEFICIERT MICE
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Many enzymes differendly comiribute o eeiracellular matrix
[ECM) remodeling, being implicated in various physiological
and pathological processes. The ECM of the Central Nervous
Sy=iem ECE] surrcunds. newrons and glial cells providing a
unique microemironment. ECM not only has a passive siruckur-
al property, but also actively influences cell proliferation, migra-
tion, differentiation, axonal guidance, and home-
astatic plasticity, during both development and adukthood. One
special family-member enzyme linked to ECM remodeling is
prolidase. The absence of prolidase activity dharac tesizes a rare
Fuman autosomal recessive disorder called Profidase Deficiency
(PO (OMIM 270100k The PD phe varies widely, span-
ning fram the prindpal clinical feature, u mainly located an
the lower part of legs and feet, to different degrees of mental
redardation. In 2008, a PD mouse model was found, name dal
mice. The heterogygous and homozygous mice had cerebral and
cerebellar ological defects with a di ized ECM pro-
filie. ]nﬂlsm':!{urdu imvestigated ﬂgmmmdagem .
aspects manifestad by dal mice, focusing on the cerebellum and
-:utm:lmng as principal marker the phosphorylated form of Tau
]ﬂ -Sppves®f) The Tau prodein belongs o the family of

icrotubmle Assodzted Proteins (MAPS) and in its phosphory-
lated form is present in 2 ot of neurndegenerative disorders, like
MAlzheimer's disease and in other tauopathies. [n order to identi-
fy when the alterations start to arise, our siudy had taken in
consideration same critical phases of cerebellar postnatal devel-
apment (postnatal day 10, 21, 30 and &ol. Some of the
Purkinje neurons were positive for phosphorylated Tau in both
principal branches and cell soma. In those neurons, using MAPZ
antibody, we observed a less eriended, disorganized and thicker
dendritic tree branches, s well as a decressed immunoposiiv-
ty for calbindin, marker of morpholoqgyfunctionality of Purkinje
newrors. The susnounding beskes cells axors, highlighted with
netroilaments marker were found less structured and had fewer
condacts with Puricinje neurons. Since prolidase & involved in
ECM remodeling and imtegrity, it is essential for the comrect new-



