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II caso presentato riporta le attivita di tipizzazione molecolare di un ceppo di Myxomavirus (MYXV) ii 
cui genoma era evidenziato in un coniglio mummificato, oggetto di indagine forense, 
presumibilmente deceduto 8-9 mesi prima, il cui stato di immunizzazione passiva nei confronti della 
mixomatosi era sconosciuto. Era tuttavia nota la pratica di vaccinazione nell'allevamento di origine 
del coniglio esaminato con vaccino vivo attenuato del commercio formulato con il ceppo Borghi. Un 
campione di cute prelevato dal padiglione auricolare dell'esemplare in esame è stato processato 
secondo le metodiche descritte nel Manual of Diagnostic Tests and Vaccines for Terrestrial Animals 
dell'Organizzazione Mondiale per la Sanita Animate (01E), relative all'estrazione del DNA, all'utilizzo 
dei primers di amplificazione del gene M071 di MYXV e dei targets molecolari dei ceppi vaccinali 
Borghi e SG33, stipiti utilizzati come ingredienti nei vaccini commerciali autorizzati per l'impiego nel 
coniglio in Italia. L'analisi Blast, condotta sul sequenziamento del prodotto di amplificazione di 470 
bp del gene M071 del ceppo di MYXV individuato, ha mostrato un'identita nucleotidica pan i al 100% 
con il ceppo di riferimento Losanna (GenBank: AF170726), del 99% con il ceppo di riferimento 
Moses (GenBank: JX565574) e del 97% con il ceppo vaccinale Borghi (GenBank: HM104697). La 
significativita della maggiore identita nucleotidica del ceppo in esame con i ceppi di riferimento di 
MYXV stata valutata mediante tecnica di PCR-RFLP consistente nell'amplificazione di un frammento 
di circa 982 pb della regione cornpresa tra i geni M143 e M144 e nella sua digestione con enzinna di 
restrizione Scal. II pattern di digestione enzimatica ottenuto, consistente nel prodotto di due 
frammenti di 733 pb e 249 pb, risultato sovrapponibile a quello del ceppo di riferimento Moses. 
Questa tecnica ha permesso altresi di escludere l'identificazione del ceppo in esame con i ceppi 
vaccinali Borghi e SG33 che non producono sottoprodotti molecolari del frammento di 982 pb. In 
conclusione, per quanto sia consolidata la conoscenza della resistenza del DNA in condizione di 
trasformazione non colliquativa dei tessuti cadaverici, non risultano, a conoscenza degli autori, 
segnalazioni del rilievo del genoma di nnyxomavirus in carcasse mummificate. 
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Introduction. Taking part in drinking games and creating videos on social media sites, together with 
excess alcohol consumption and its adverse consequences, are becoming imperative new ways of 
improving young people's 'personal branding'. The context and creation of videos on the web show 
various qualitative/ quantitative assessments of drinking games (rate and frequency), in order to 
increase 'likes' in personal branding in "online' and 'offline" worlds. In 2015, we set up a visual action 
plan to counter the evolution of such dangerous drinking games among adolescents and young 
people 1. Materials We examined the data and clinical medical histories of a particular group of 
young people, admitted to emergency care for alcohol-related harm and various clinical 
manifestations Results: As many as 80% of the adolescent drinkers in our database reported having 
participated in drinking games The videos in question (Edward 40 Hands, Cup Swap, Fubar, 21 for 
21, etc.) examined in this context were watched by our sample patients and clearly confirmed that 
the audience was very high. In a total of 50 popular videos collected, several types of drinking 
games with various sets of rules, characteristics, patterns of alcohol consumption and number of 
players were examined by adolescents for rank, number of views, and "likes". Discussion Careful 
medical histories in the emergency room provided information on the names of alcoholic games, 
guidelines, and the specific characteristics of these social drinking games, applied in the context of 
highly-ranked elite young people. Conclusions The reduction of risks and consequences due to high 
alcohol consumption after games have significant implications in terms of public health and social 
costs. The ranking of videos represents a sufficient guide for young people and medical 
professionals. 
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Nanotechnology is nowadays expanding and involves knowledge from physics, chemistry, biology, 
materials science, health sciences, and engineering with potentially interesting applications in all the 
fields of science, also in veterinary medicine. Among nanomaterials, nanoparticles made of iron, 
cobalt, or nickel oxides offer promising possibilities in many biomedical applications including 
bioimaging, diagnostic technology, and drug/gene delivery into cells (Gupta and Gupta, 2005). In 
regenerative veterinary medicine mesenchymal stem cells derived from the adipose tissue (ASCs) 
were used in some cell therapeutic applications especially in equine orthopedic field (Marx et al., 
2015). Nanoparticles could influence ASCs proliferation and differentiation with potential genotoxic 
and cytotoxic effects, as suggested by previous studies in different types of cell cultures (Magaye, 
2012). The aim of this study was to investigate the in vitro effects of iron, cobalt, and nickel 
nanoparticles on ASCs. Different experimental protocols were applied to evaluate several 
parameters such as biological activity, cellular up-take, molecular and genetic effects. The ASCs 
were cultured in vitro, added with two different concentrations of iron, cobalt and nickel nanoparticles 
(1,5 µg/mL and 3 µg/mL) (IoLiTec Nanomaterials). Samples were analyzed for self-renewal (CFU 
assay by Giemsa stain), cell viability (MTT assay), osteogenic and adipogenic differentiation (Von 
Kossa and Oil Red O stain, respectively), expression of staminal cell markers by flow cytometry 
(CD90, CD44, CD 4E1) and Real-Time PCR (ALP, ACRP30, Nestin, TGF-ß). Moreover, evaluation 
of intracellular localization in stem cells by Transmission Electron Microscopy (TEM) was performed. 



Our results demonstrated that treated ASCs showed decreased proliferative capability and cell 
viability compared to control. Osteogenic and adipogenic differentiation capacity resulted unchanged, 
suggesting that their differentiation potential after the exposition to nanoparticles may not be 
influenced. All three different nanoparticles showed cytoplasmic internalization, except for cobalt that 
showed nuclear and mitochondrial localization, suggesting a potential genotoxic activity according to 
MTT test. Flow cytometry analysis demonstrated no significant differences in markers expression, 
and Real time PCR revealed no alterations of stem cell markers evaluated. Our preliminary results 
are promising in order to establish the influence of ASCs physiological activity in terms of genotoxic 
and cytotoxic effects exerted by nanoparticles. Currently, available information on their potential 
toxicity is still poor investigated and controversial data have been reported. Further studies are 
necessary to understand how these nanomaterials interact with cellular systems and the potential 
adverse consequences on animal health. In particular, investigation of P53 gene expression and 
telomerase activity will be performed to evaluate potential cell damages. 
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Introduction Vaccination is one of the most important tools to combat FMD. Since immunity to FMDV 
is serotypespecific, and even within serotypes cross-protection between strains may be incomplete, 
the vaccine strain selection should be based on knowledge of threats from trade and from virus 
circulating regionally, in order to ensure a sufficient antigenic match between the vaccine and the 
field strain and provide a broad range of protection against multiple threats. The objective of this 
study was to predict the efficacy of an FMD vaccine based on the strain O-BFS in the Tunisian 
epidemiological context, despite its poor in-vitro matching with the type O-Ind 2001 virus responsible 
for 2014-15 outbreaks in the Maghreb region. Materials and methods The field vaccine trial was 
conducted in Tunisia. Two groups of animals, respectively naive or previously vaccinated with the 
Tunisian vaccine (O Manisa + O Tunisia 1999), each composed by 40 cattle and 40 sheep, received 
a single vaccination with O-BFS vaccine. The level of virus neutralizing (VN) antibodies against the 
vaccine strain (O BFS) and the Tunisian field virus was determined before vaccination, 5 and 21 
days post-vaccination (DPV). Results Assuming a VN titre of 1/128 as indicative of protection, the 
results showed that in previously vaccinated cattle and sheep a booster vaccination with O-BFS 
elicited a strong and fast increase of antibodies, with protective immunity achieved as soon as 5 
DPV for both type O strains; antibody titres against O-BFS were on average only 2-fold higher than 
against the heterologous field virus. In the groups of naive animals, 21 DPV, the primary 
immune-response was 6-8-fold lower than in the groups that received a booster vaccination; 
furthermore, 30% sheep and 15% cattle did not achieve the protecting antibody level against the 
field virus, whilst all animals overcame the estimated threshold against the homologous vaccine 
strain O-BFS. Discussion In the Tunisian epidemiological context and considering the heterogeneity 
of the population immune status, the vaccination with FMDV O-BFS, despite the limited antigenic 
matching with the field virus (topotype O-Ind2001), is expected to induce a good immunity when 
administered to animals. 
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Introduction The Usutu virus is a flavivirus circulating between mosquitoes and wild birds, in which it 
can cause mass mortality. It has been increasingly reported in Europe, raising concerns for its 
possible pathogenic potential for humans. This virus has been continuously detected from 2009 to 
2014 in Emilia-Romagna and Lombardia regions (Northern Italy) through an active surveillance plan. 
The whole genomes of USUV isolates, obtained during this plan, are analyzed with the aim to 
characterize the genetic, geographical and temporal spread of USUV in Northern Italy. Methods The 
whole genonne sequences (VVGSs) of 15 isolates between 2009 and 2014 have been analysed 
with other WGSs available on Gene Bank database (n= 106). Moreover two dataset, obtained by 
sequences of the NS5 and E genes has been separately analysed. Phylogenetic interactions and 
time of origins of the different clades has been inferred by Bayesian Markov Chain Monte Carlo 
approach (MrBayes 3.2 and Beast 2). Results The largest part of European sequences (97/99) 
group together in a well supported branch of the obtained tree. Sequences of this branch are divided 
in four clades: one from Austria and Hungary, one from Germany, one from Emilia-Romagna and 
one from Lombardia. Analysis on the two gene datasets estimated time of the more recent ancestor 
of European strains in 1991 (NS5) and 1993 (E). Discussion The phylogenetic analysis of whole 
sequences demonstrate that large part of European strains belong to one clade and strongly 
suggests an autochthonous evolution of these strains from a common ancestor, for which the time of 
arrival in Europe can be estimated at the beginning of the 90s. In Italy, the presence of two strains of 
the virus in surveyed area might be the result of two different routes of introduction one from North 
and one from East. 
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In this work platelet lysate (PL) and adipose-derived mesenchymal stromal cells (ASCs) seeded on 
nonwoven fibroin mats were in vitro and in vivo evaluated for tissue regenerative applications. 
Nonwoven mats obtained by a large scale water entanglement technique were characterized for 
their physico-chemical properties. Results indicated a high purity of fibroin fibers, their stability after 
sterilization process and appropriate technological properties suitable for tissue engineering. 
Moreover, the scaffolds in vitro supported adhesion and migration of ASCs and the presence of PL 
improved the cell proliferation. The products were then applied on epithelial/dermal wounds carried 
out on the dorsal surface of rabbit: the skin reparative process was solved in 9 days, with a 
completely restitutio ad integrum of the epithelium in animals treated with PL alone; ASCs did not 
further improve the wound healing. 
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Chlamydial infections are primarily treated with tetracycline and macrolides. Despite the in vitro 
activity of these drugs, persistent Chlamydia infections have been reported and a stable 
tetracycline-resistance associated with tet(C) genomic islands integrated into the chlamydial 
chromosome has been described for C. suis strains isolated from pigs. Objectives The formulation of 
synthetic peptides with antimicrobial activity has become extremely attractive. The in vitro 
antimicrobial activity of the synthetic mastoparan (wasp generated peptide), clavanins (a-helical 
peptides from the marine tunicate Styela c/ava) and Pa-Map (alanine-rich peptide from the polar fish 
Pleumnectes americanus) against antibiotic-resistant bacteria has been reported. Method The 
synthetic peptides mastoparan L (ML) and MO (MMO), clavanin (C) and MO (CMO), Pa-MAP 1.5 
and 1.9, were diluted two-fold from 80 to 1.25 micrograms/mL, tested against Chlamydia elementary 
bodies, calculating the lowest peptide concentration required to achieve more than 50% reduction of 
chlamydial inclusions compared to untreated controls. Tests were carried out on 36 isolates of eight 
Chlamydia species, namely 18 C. trachomatis (D, E, F, G, H, I, J, K, L2 serovars), five C. 
pneumoniae, five C. psittaci, two C. abortus, two C. pecorum, one C. avium, two C. suis isolates and 
the C. muridarum strain Nigg. Results CM° reduced ? -50% the inclusion numbers of all 36 
Chlamydia isolates at a concentration of 10 micrograms/mL. ML was active against C. trachomatis, 
C. pneumoniae, C. muridarum and C. suis at 10 micrograms/mL but did not exert any inhibitory 
effect on the other Chlamydia species tested, even at 80 micrograms/mL. At the concentration of 80 
micrograms/mL the peptides MMO, C and Pa-MAP 1.5 and 1.9 were ineffective against all isolates. 
The electron microscopy investigation on Chlamydia elementary bodies treated with CM° or ML 
showed a membrane vacuolar degeneration, particularly evident in CMO-treated elementary bodies 
Conclusions Clavanin MO was the most active peptide against all Chlamydia strains tested, causing 
changes in the membrane morphology. Mastoparan L was active against C. trachomatis, C. 
pneumoniae, C. muridarum, C. suis. Further studies are needed to consider these peptides potential 
and promising compounds in the treatment of persistent chlamydial infections. 
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 Fihromyalgia is a chronic idiopathic pain syndrome characterized by widespread musculoskeletal 
pain and a deep range of other symptoms including disordered sleep, paresthesia, depression and 
anxiety (1). To date, its aetiopathogenesis and pathophysiology are still not understood, but the 
musculoskeletal, neuroendocrine and central nervous systems appear to play major roles in the 
development and pro-gression of fibromyalgia (2). Important factors involved in the pathogenic 
process of fibromyalgia are oxidative stress and inflammation suggesting that antioxidative 
supplementation might be important in the management and modulation of fibro-myalgia. Recent 
evidences suggest that melatonin may be suitable for this purpose. Melatonin is a small, highly 
conserved pineal indoleamine and due to its important and well known antioxidant and 
antinflammatory properties, together with also its analgesic effects, our research group studied the 
beneficial effects of the melatonin oral supplementation against the pathogenetic process of 
fibromyalgia. In detail, Sprague Dawley rats were randomly treated with reserpine, to reproduce the 
patho-genic process of Fibromyalgia (3), and/or with molatonin (MelapureTM by Flamma S.p.A.). At 



the end of the treatments, the animals treated with reserpine showed mod-erate alteration at hind 
limb skeletal muscle level with difficult in moving, together with a significant expression of several 
oxidative stress and inflammatory markers at the gastrocnemius muscle level. Interestingly, 
melatonin, dose and time depend¬ently, reduced the difficulties in walking and the musculoskeletal 
oxidative stress and inflammatory processes. In summary, this pilot study suggested that melatonin 
could be an in vivo effective tool against muscoloskeletal morphofunctional damages and 
dysfunctions in the management of fibromyalgia-related complications. 
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Introduction: Recent studies have identified a novel influenza virus circulating in swine and cattle. 
The virus, distantly related to human influenza C virus, has been provisionally designated as 
influenza D virus (IDV) and a new genus of the Orthomyxoviridae family was proposed. This novel 
virus was identified for the first time in pigs with influenza-like illness, but subsequent serologic and 
virological studies conducted in USA and in France have suggested cattle as a possible reservoir. 
Materials and Methods: To investigate the circulation of IDVs among pigs in Italy, we performed 
biomolecular and virological tests on clinical samples collected from herds affected by respiratory 
distress located in Po Valley, the area in Italy with the highest density of swine and cattle farms. 
During a 5- month period spanning August 2015-December 2015, 530 samples of nasal swabs (n. 
219), lungs (n. 211) and oral fluids (n. 100) were collected from 273 pig farms. We screened clinical 
specimens by reverse transcription quantitative PCR. All positive samples were confirmed by partial 
polymerase basic 1 gene sequencing and submitted to viral isolation in CACO-2, HRT18 and ST cell 
cultures. RNA was isolated from IDV positive clinical samples or positive supernatants and 
full-genome amplification and sequencing were performed. Phylogenetic analysis of viral gene 
segments was carried out. Results: Screening of samples by biomolecular test (PCR) found that 17 
samples (3.2%) from 4 different farms (1.4%) were positive for IDV. Among the 17 positive 
specimens 14 were nasal swabs, 2 were oral fluids and only one was a lung tissue. IDV was isolated 
on CACO-2, HRT18 and ST cell cultures from 3 nasal swabs collected in two positive farms. Genetic 
analysis highlighted that Italian IDVs are very closely related belonging to the 
D/swine/Oklahoma/1334/2011 cluster. Conclusion: Our findings show that one cluster of IDV 
circulate among swine affected by respiratory disease in Italy. In all the considered clinical cases 
other viral and / or bacterial pathogens were detected in IDV positive specimens but in samples from 
one farm where mild symptoms were observed. These findings confirm the presence of IDV in Italian 
herds. Nevertheless it is difficult to outline the pathogenic role of IDV in swine respiratory distress 
complex. Considering the higher percentage of positive nasal swabs it seems that upper respiratory 
tract is a preferred location. Further studies are ongoing to better understand epidemiology, virology, 
pathobiology and zoonotic aspects of IDV, especially concerning the evidence that Koch's postulates 
are fulfilled for this agent. 
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Background. Visceral leishmaniasis (VL) caused by Leishmania infantum is endemic in the 
Mediterranean area. In the last decades a northward spread of the parasite has been observed in 
Italy. This paper describes a VL outbreak in Modena province (Emilia-Romagna, Northern Italy) 
between 2012 and 2015. Methods. Retrospective, observational study to evaluate epidemiological, 
microbiological characteristics, and clinical management of VL in patients referring to Policlinico 
Modena Hospital. Results. Sixteen cases of VL occurred in the study period. An immunosuppressive 
condition was present in 81.3%. Clinical presentation included anemia, fever, leukopenia, 
thrombocytopenia, and hepatosplenomegaly. Serology was positive in 73.3% of cases, peripheral 
blood PCR in 92.3%, and bone marrow blood PCR in 100%. Culture was positive in 3/6 cases (50%) 
and all the isolates were identified as L. infantum by ITS1/ITS2 sequencing. The median time 
between symptom onset and diagnosis was 22 days (range 6-131 days). All patients were treated 
with liposomal amphotericin b. 18.8% had a VL recurrence and were treated with miltefosine. 
Attributable mortality was 6.3%. Conclusions. VL due to L. infantum could determine periodical 
outbreaks, as the one described; thus it is important to include VL in the differential diagnosis of 
fever of unknown origin, even in low-endemic areas. 
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Aim: The aim of this work was to isolate and molecularly identify enterohemorrhagic Escherichia coli 
(EHEC) O157 in milk and dairy products in Libya, in addition; to clear the accuracy of cultural and 
biochemical identification as compared with molecular identification by partial sequencing of 16S 
rDNA for the existing isolates. Materials and Methods: A total of 108 samples of raw milk (cow, 
she-camel, and goat) and locally made dairy products (fermented cow’s milk, Maasora, Ricotta and 
ice cream) were collected from some regions (Janzour, Tripoli, Kremiya, Tajoura and Tobruk) in 
Libya. Samples were subjected to microbiological analysis for isolation of E. coli that was detected 
by conventional cultural and molecular method using polymerase chain reaction and partial 
sequencing of 16S rDNA. Results: Out of 108 samples, only 27 isolates were found to be EHEC 
O157 based on their cultural characteristics (TelluriteCefixime-Sorbitol MacConkey) that include 3 
isolates from cow’s milk (11%), 3 isolates from she-camel’s milk (11%), two isolates from goat’s milk 
(7.4%) and 7 isolates from fermented raw milk samples (26%), isolates from fresh locally made soft 
cheeses (Maasora and Ricotta) were 9 (33%) and 3 (11%), respectively, while none of the ice cream 
samples revealed any growth. However, out of these 27 isolates, only 11 were confirmed to be E. 
coli by partial sequencing of 16S rDNA and E. coli O157 Latex agglutination test. Phylogenetic 
analysis revealed that majority of local E. coli isolates were related to E. coli O157:H7 FRIK944 
strain. Conclusion: These results can be used for further studies on EHEC O157 as an emerging 
foodborne pathogen and its role in human infection in Libya. 
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Eleven MAP field strains were isolated from red deer (Cervus elaphus), culled in the Stelvio National 



Park (Italian Alps) within a program for population control, from 2011 to 2014. In this area, wild and 
domestic ruminants share pasture. All 11 field isolated strainS were classified as Type II, the most 
common type of MAP in wild ruminants (*The isolated strains were sub-typed using 8 VNTR loci, 
showing the same allelic profile INMV1(http://mac-inmvtours.inrafr).This profile Is one of the most 
widespread in Italian domestic ruminants, isolated in Northern Italy cattle (2). Moreover, based on 
information provided by the INMV database, this profile is also one of the most widespread in the 
world (28% of the field isolates analysed), both in domestic and wild populations (birds, lagomorphs, 
rodents, carnivores and ruminants). As previously described in other surveys (3.4), this evidence 
suggests the possibility of interspecies transmission between domestic and wild animals and 
emphasizes the importance of sub-molecular typing for epidemiological studies. 
 
 

 
 
Hanau S, Almugadam SH, Dallocchio F, Contini C, Maritati M, Longhi A, Rugna° G, 
Bellini T  
Antiprotozoal activity of 6-aminonicotinamide again st Leishmania infantum promastigotes  
26th European Congress of Clinical Microbiology and Infectious diseases (ECCMID) : Amsterdam, 
Netherlands 9-12 April 2016 / [s.l. : s.n., 2016]. - 1 p (EV0804) [Nr. Estr. 7390]  
European Congress of Clinical Microbiology and Infectious diseases (ECCMID)  (26th  : 
Amsterdam, Netherlands  : 9-12 April 2016) 

 
Background: Leishmaniasis (L) is one of the most important vector-borne human diseases, 
transmitted via infected female sandfly bite. Leishmania (L) protozoan parasites transmission is 
zoonotic, with dogs as main reservoir, but anthroponotic in the most hit Asia regions. In vertebrates L 
lives in macrophages. Diverse L species mainly cause visceral, cutaneous and mucocutaneous L,L. 
infantum visceral L in the Mediterranean region and in Latin America, (called there L. chagasi). 
Chemotherapy is fundamental since vaccines are available only for dogs, with limited efficacy. Drugs 
are lipid-associated amphotericin B, antimonials, pentamidine, paramomycin, miltefosine and few 
other compounds like ketoconazole for cutaneous L. Except for liposomal amphotericin B, 
combination therapy is recommended to avoid drug-resistance, as happened in India for antimonials, 
and to reduce side toxic effects presented by all these drugs. New compounds or drug repurposing 
are welcome. 6- aminonicotinamide (6AN) is an antimetabolite shown in some cell types to inhibit 
pentose phosphate pathway (PPP). It was initially proposed for cancer chemotherapy and psoriasis. 
Material/methods: L. infantum strain MO1 was cultured at 25 °C in RPMI containing 15% FBS and 
penicillin/streptomycin. 6AN (Sigma) solved in DMSO, aliquoted at -20°C, was diluted in RPMI 
before use. Viable cells were counted by either hemocytometer or Alamar Blue fluorescence. For 
oxidative stress resistance evaluation, 6AN treated and control cells were diluted to 6 x 104 cells/mL 
and challenged 45 min with H2O2. Surviving parasites were counted using trypan blue and 
hemocytometer. 6AN treated and control cells were washed with PBS and lysed in 50 mM Tris, pH 
7.5, 100 mM NaCl, 1% Triton X100, 5 mM EDTA and other protease inhibitors by freeze-thaw and 
sonication. 6- phosphogluconate dehydrogenase (6PGD) was assayed at 340 nm in presence of 
6PG and NADP by microplate reader and normalized for the cells number. Treatments were in 
triplicate and in several independent experiments. Results:  6AN at 100  M inhibits cells growth of 
40% after 3 days-treatment and of 33% after 2 days at 200 M, similarly to 30 M antimony potassium 
tartrate. In the same experiment miltefosine, used as control at 50 M for 2 days, was highly toxic 
completely killing the cells. 
 Oxidative challenge with 100 mM H2O2 reduced of 10% control cells number while cells survived to 
6AN treatment, decreased of a further 40% (graph). 
 Cells treated with 6AN for 3 days, showed a reduction of 75% (compared to control cells) in activity 
of 6PGD, the 3rd enzyme of PPP already shown to be the main target of 6AN in human 
Conclusions: 6AN, a drug already used in clinics for other purposes, is able to kill L. infantum 
promastigotes, by decreasing its redox power supply, fundamental to fight oxidative stress to which 
the parasite is exposed. 
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Scientific progress in cellular and molecular biotechnology has led to the development of advanced 
therapies, such as gene therapy, cell therapy, and tissue engineering. The application of stem cells 
as therapeutic agents has been investigated for several years in human medicine and, more recently, 
the same approach has been considered in the veterinary field as a novel opportunity for the 
treatment of animal diseases. Mesenchymal stem cell (MSC)-based therapies seem to contribute to 
the healing process by several mechanisms due to their peculiar biological features. It has been 
shown that MSCs could effectively differentiate into the required cell type to replace the damaged 
tissue. Furthermore, due to their autocrine and paracrine secretory activities, these cells are a 
powerful source of trophic mediators, growth factors, cytokines, and extracellular matrix components. 
The clinical application of MSCs needs great amounts of cells designed for in vivo implantation that 
can be obtained following their in vitro isolation, serial subcultivations, cryopreservation, and thawing. 
These procedures could determine their feature changes which could interfere with the therapeutic 
outcome. For these reasons, to preserve MSCs after in vitro manipulation for future applications, 
standardized quality controls and a reliable long-term cryopreservation method are required. 
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Background: Leshmaniasis still represents a reason of public concern worldwide. In Italy, according 
to epidemiological data, are diagnosed 80 cases of Visceral Leishmaniasis (VL) and 100 cases of 
Cutaneous Leishmaniasis(CL) per year. The areas historically interested by parasite circulation are 
islands, southern regions and the coasts. In Emilia-Romagna, a region of northern Italy, 6.5 
cases/year of VL and 3 cases/year of CL have been diagnosed from 2008 to 2012. An increasing 
number of cases has been registrated in 2013, with 30 cases of VL and 9 of CL. The geographical 
areas involved were Ravenna and Rimini but also the hinterland (Imola, Modena, Bologna). 
According to the spread of Leishmania infantum (Li) circulation in these areas, aim of our study was 
to assess the level of subclinical infection (circulant DNA) in patients affected by chronich 
inflammatory rheumatism (CRI), treated with biologic drugs (BD) and as a consequence, more 
vulnerable to this parasitosis; second purpose was to correlate the eventual positivity for Li DNA to 
the area of residence. Material/methods: We retrospectively analyzed DNA extracted from PBMC of 
patients affected by CRI, treated with BD for at least 5 years. Each sample has been tested with a 
qualitative PCR for Li in Infectious Diseases Unit of the University of Ferrara; the positive samples 
were then tested with a qPCR in the Parasitology Laboratory of the University of Nice, France. The 
statistical analysis has been performed with the Chi Square Test. Results: Among the 50 analyzed 
samples, 18 resulted positive (36%) and 1 doubtful (2%) with qualitative PCR; qPCR confirmed all 
the results, detecting a high parasite burden (1 to 136 parasite/ml in 4 patients, 1.000 to 40.000 in 11 
patients and over 1.000.000 in 3 patients). The doubtful sample resulted to be unequivocally 
negative. All the analyzed patients had a CD4/CD8 ratio >1.5. 14/18 patients lived in rural areas 
(77,7%), while 4 (22.3%) in urban areas. Among the 32 patients negative for Li DNA, 8 resided in 
rural areas (25%) and 24 in urban areas (75%) (p=0.0003). The provinces with the highest 



incidences were Ravenna (7 cases), Imola (6 cases), Rovigo (3 cases) and Ferrara (2 cases). 
Conclusions: qPCR performed on PBMC gave higher DNA detection rates than the ones obtained 
on whole blood in asymptomatic patients. This may be attributable to the reason that i) PBMC are 
target cells for Li or ii) to the mechanism of action of BD, that can make the control of parasitic 
infection less efficient. According to our kwnoledge, reports of Li qPCR on DNA extracted from 
PBMC on particular subset of CIR receiving BD are lacking. This should be further investigated to 
study the kinetics of parasitic infection especially in treated patients in rural areas. 
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Foot-and-mouth disease virus (FMDV) is a single-stranded positive-sense RNA of the genus 
Aphthovirus (family Picornaviridae), which spreads rapidly among cloven-hoofed animals, causing 
important economic losses. FMDV is classified in seven serotypes and multiple genotypes, 
topotypes, and lineages, from which new FMD viruses can emerge, challenging diagnostic tools and 
vaccination control programs. During April 2014 to November 2015 FMDV outbreaks occurred in 
Maghreb regions, this was the first incursion after 15 years of absence. The phylogenetic analysis on 
VP1 coding sequences revealed that these viruses belonged to the Ind-2001d lineage within the 
Middle East-South Asia (ME-SA) topotype. The O/ME-SA/Ind-2001 lineage was initially identified in 
the Indian subcontinent in 2001 and subsequently became the predominant lineage in the region. 
Escape of this lineage from the Indian subcontinent has occurred sporadically, causing outbreaks 
which have been reported in the Arabian peninsula and from 2013 also in Libya, where another type 
O topotype had been previously circulating. The objective of the present work was to provide more 
insights into virus evolution and epidemiological relationships between recent outbreaks in the 



Maghreb region.  PCR amplicons were obtained from twelve Tunisian viruses, selected from 
outbreaks of the 2014 Tunisian epidemic wave, and from five Algerian isolates of 2014. The full 
genome sequences (FGS) were produced by MiSeq instrument (Illumina, USA). The reads were 
analysed and assembled by SeqMan-Ngen 12.0 (Lasergene package; DNAStar, Inc., Madison, WT). 
A nearly complete genome sequence of 8076 nucleotides (nt) in length was obtained from each of 
the isolates, a deletion of 72 nt, not previously reported in other isolates of Ind-2001d lineage, was 
identified in 5’ Untranslated Region. A single large open reading frame (ORF) of 6,999 nt was 
predicted to encode a polyprotein of 2,333 amino acids. A Bayesian evolutionary analysis 
implemented with BEAST software was performed to analyse the phylogenetic relationships 
between the viral sequences, and to obtain estimates of spatial-temporal origin of the outbreaks. 
The analysis was carried out separately on the entire ORF and VP1 sequences; the latter enabled 
us to include more isolates for which FGS was not available yet. According to VP1 phylogeny, a 
unique introduction of FMD virus occurred in Libya in 2013, from which all the viruses detected in 
North Africa have evolved. Both ORF and VP1 analyses indicate that all the Maghreb isolates 
derived from a unique putative common ancestor, that was estimated to be present since beginning 
of 2014. The presence of a single common ancestor for all the sequences recovered from viruses in 
the Maghreb provides clear evidence for a single introduction of the virus from Libya into Tunisia. 
Interestingly, two different introductions in Algeria have likely occurred: in fact, Algerian isolates from 
2014 and those from 2015 cluster in different branches, together with different Tunisian isolates. 
Finally, the 2015 Algerian and Moroccan viruses share a common ancestor and are most closely 
related. The phylogenetic analysis based on ORF pointed out that Tunisian isolates evolved in three 
main branches, geographically consistent with animal movements in the country. 
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Introduction FMD outbreaks were reported in the Maghreb region from April 2014 to November 2015, 
after 15 years of disease absence, and FMDV isolates collected to date were shown to belong to the 
Ind-2001d lineage within the Middle East-South Asia (ME-SA) topotype. The objective of the present 
work was to extend the study of genomic and antigenic features to more isolates from this region, in 
order to provide more insights into virus evolution and epidemiological relationships between 
outbreaks. Materials and methods FMD Viruses from Libya (n. 7), Tunisia (n. 12), Algeria (n. 12) and 
Morocco (n. 1) were included in the study. When possible, the full genome sequences (FGS) were 
produced by MiSeq instrument (Illumina, USA). A Bayesian evolutionary analysis, either based on 
VP1 and on FGS, was performed with BEAST software. A panel Monoclonal Antibodies (MAbs) was 
used in order to evaluate the antigenic profile of the isolates. Results and Discussion A nearly 
complete genome sequence of 8076 nucleotides in length was obtained from available isolates. 
Phylogenetic analyses indicate that a unique introduction of FMD virus occurred in Libya in 2013, 
from which all the viruses later detected in the small Maghreb have evolved. In fact, all the Maghreb 
isolates were shown to derive from a unique putative common ancestor, estimated to be present 
since beginning of 2014. The Tunisian isolates evolved in three main branches, geographically 
consistent with animal movements in the country. Two different introductions from Tunisia to Algeria 
have likely occurred, in 2014 and 2015 respectively; the Moroccan isolate derived from viruses of the 
2015 Algerian outbreaks, with which it shares a common ancestor. Finally, the antigenic profile 
obtained with MAbs showed limited variation among isolates, restricted to neutralizing MAbs, and 
consistent with the low number of nonsynonymous mutations observed. 
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Introduction: Swine influenza is a major economically important disease in pig populations across 
Europe. Four sub-types (H1avN1, H1N1pdm09, H1.N2 and H3N2) of swine influenza A viruses 
(swIAVs) plus various reassortant combinations have been isolated in pigs. Diagnostic tests capable 
of rapidly identifying the sub-types of the currently-circulating strains within the pig population are 
crucial. Traditional serological methods for HA and NA sub-typing are laborious, costly, 
time-consuming and interpretation of results suffers from non-specific cross-reactions of test 
antigens. Conventional assays are unable to detect novel viruses or distinguish the emergence of 
new reassortants. Real-time RT-PCR (rtRT-PCR) formats can improve the sensitivity and speed of 
swIAV sub-typing and overcome shortcomings with conventional formats. Protocols will retain the 
high sensitivity of the rRT-PCR and facilitate sub-typing of swIAV rRT-PCR-positive samples directly 
from clinical material which might be negative by virus isolation or conventional sequencing methods. 
Materials and Methods: Representative swIAV isolates were tested in an initial ring trial for 
comparison of the molecular and conventional sub-typing protocols employed across seven 
laboratories. The best-performing primers/probe sets and amplification protocols, already validated 
and used routinely in France and Germany, were run in simplex rtRT-PCR assays specific for 
detection of H1 of the different genetic lineages (H1. and H1,), for H3, and in duplex assays for 
detection of Ni (Ni) and N2. A second ring trial was undertaken and the protocols used by other 
partners to test clinical material in addition to amplified virus. Results: These harmonized protocols 
enabled all partners to achieve successful and specific identification of HA and NA genes of swIAVs 
from enzootic European lineages. The assays provided fast results, enabled a semi-quantitative 
assessment of virus loads with differentiation between the pandemic and avian-like H1N1 virus 
strains and identification of HA/NA reassortant viruses. Data from the testing of clinical material from 
the United Kingdom (UK) and partner laboratories will be presented. Promising results have been 
achieved following the identification of Hi N2 and HievN1, swIAV strains in previously virus 
isolation-negative, untyped influenza A-positive (matrix gene) swabs and tissues (n=37, 43% full 
HA&NA, 35% partial HA or NA, 22% no result) submitted for testing from the UK swine influenza 
surveillance program. Conclusion: The harmonized protocols will facilitate the sub-typing of 
previously uncharacterized swIAV strains directly from clinical. 
 
 

 
 
Ricchi° M, Mazzarelli A, Di_Caro A, Savi° R, Leo° S , Cammi° G, Garbarino° C, 
Arrigoni° N  
The use of MALDI-TOF approach for a rapid identific ation of MAP : preliminary results  
13th International colloquium on paratubercolosis : Nantes, France, 20-24 June 2016 : program & 



abstracts / [s.l. : s.n., 2016]. - p 102. - 3 bib ref [Nr. Estr. 7501]  
International colloquium on paratubercolosis  (13th  : Nantes. France  : 20-24 June 2016) 

 
Epidemiological tools applied in the epidemiology of paratuberculosis are based on DNA 
fingerprinting or whole genome sequencing of Mycobacterium avium subsp. paratuberculosis 
(MAP)[1, 2]. However, no method has so far investigated protein profiles useful for the identification 
and sub-typing of MAP field isolates. The methodology MALDI-TOF (Matrix-assisted laser 
desorption/ionization coupled with Time-of-Flight mass spectrometer), applied to the micro-organism 
in toto seems to be able to identify all known bacteria. This method has been successfully applied for 
the identification of many species among the genus Mycobacteriumbj. The objective of this work was 
to explore the use of MALDI-TOF for rapid identification and sub-typing of MAP isolates.ln this 
preliminary study, we considered a reference strain (ATCC 19698) and 8 MAP field isolates, from 
different source and hosts. All isolates were type II. For MALDI-TOF analysis, we used a previously 
developed protocol [3]. Samples were submitted to MALDI-TOF (Bruker Microflex LT, Germany) and 
the spectra, for each strain, were assessed considering the results of the 5 technical replicates. The 
obtained spectra were standardized and aligned using the program Biotyper 3.0 (Bruker) for the 
identification of the species. According to a customized database containing spectra from different 
mycobacteria, a good identification score was obtained. We further evaluated whether this approach 
could be useful for MAP sub-typing, but our data suggested a random distribution of the spectra 
obtained from the individual replicate with respect to different strains, not allowing to differentiate any 
cluster within the strains. In future we are planning to increase the number of MAP (including Type! 
strains) and other mycobacteria strains analysed in order to imporove our database. 
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The origin of the use of body painting and hair dyeing is ancient by traditional preparation based on 
natural extracts. Currently this trend is rising, and the use of products based on natural dyes from 
parallel import and on-line sales is rising too. Concomitantly, the reports of adverse reactions and 
the interests of health professionals are rising too. In this study 78 products for hair dyeing and body 
painting were analyzed. The samples were bought in ethnic shops, local markets and on-line shops 
and compared with products from specialized shops. All samples were subjected to Aerobic Plate 
Count (APC), yeasts and molds numeration as provided by ISO standard methods. Chemical 
analyses for, p-phenylenediamine and sodium picramate were carried out too. 58 samples had 
shown an aerobic microbial load between 70 and 7,200,000 cfu/g. 29 samples (37%) had a fungal 
load between 820 and 150,000 cfu/g. Amongst the fungal species, the ochratoxinogenic Aspergillus 
niger is the most frequently isolated. The 30% of samples resulted contaminated by at least one 
class of mycotoxins.17 samples (23%) had p-phenylenediamine or sodium picramate and in only 8 
out of 17 (59%) their presence were stated on the label. The cosmetics purchased in ethnic shops 
have shown worse chemical and microbiological qualities than cosmetics purchased in specialized 
shops, which showed proper microbiological and chemical properties. Our results suggest that the 
chemical and microbiological attention on this kind of cosmetics should be increased in particular on 
those products distributed in ethnic shops, local markets and on-line. 
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Oleander (Nerium oleander) is an evergreen ornamental shrub very common in tropical and 
subtropical regions. Oleander poisoning has been reported both in man and animals. All parts of the 
plant are toxic because contain cardiac glycosides. In this work we describe a case of poisoning 
happened in a small bovine farm that resulted fatal for all the six animal of the farm. 
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The use of vaccination-to-live as a control strategy for FMD after incursions in countries or zones 
previously free of FMD without vaccination is complicated by a range of uncertainties surrounding 
the impact of this policy on the subsequent process to regain official OIE FMD-free status and on the 
implications for external and internal markets. It is widely recognised that, across Europe, public 
tolerance for controlling FMD outbreaks by culling-alone has decreased. Countries or regions using 
sustainability or carbon counters for livestock production as a significant part of their marketing 
strategy are less likely to accept vaccination to kill as part of their FMD control strategy. The decision 
to vaccinate is time-sensitive, since the likelihood of a successful vaccination campaign is increased 
if vaccination is started promptly; therefore constraints to the use of vaccination-to-live should be 
identified in advance and addressed where possible. It is important to convince large food retailers 
that there is no impediment to the marketing and consumption of meat/milk from vaccinated animals. 
Different sectors of society will bear the costs and benefits of the various choices. Bringing 
stakeholders into the discussion can help to build awareness of what the implications are of 
vaccinating or non vaccinating, thereby increasing the likelihood of consensus if the decision needs 
to be made in the face of an outbreak. Specific guidelines emphasising the importance of data 
interrogation for NSP survey results are needed, especially in relation to detecting spatial clustering 
and the extent of positivity of surveillance samples. A six month waiting period following 
vaccination-to-live does not necessarily provide substantially more confidence in disease freedom in 
itself compared with a three month period; the quality of the vaccination strategy and post-outbreak 
serosurveillance, including postvaccination monitoring, are likely to have a much more considerable 
effect on the actual probability of undetected FMD virus circulation than just an additional three 
months wait; criteria by which these elements can be evaluated are needed. Allowing countries a 
choice to provide either a comprehensive package of quality assurance data and an epidemiological 
analysis demonstrating that it had reached a high level of confidence in disease freedom after three 
months, or to wait an additional three months until the current six month period is reached, would 
offer a way to address one major constraint to the adoption of vaccination-to-live. 
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The increasing number of patients affected by chronic kidney disease makes it necessary to rely on 
living donors. However, a patient often cannot exploit her potential donor, due to blood or tissue 
incompatibility. Therefore, crossover transplantation programs have been developed in several 
countriesin order to increase the number of people receiving a kidney from a living donor. After 
reviewing the essential medical facts needed for the subsequent results, we quickly introduce two 
known algorithms for crossover transplantation. Next, we consider a dataset provided by the Nord 
Italia Transplant program, and we apply the above algorithms in order to highlight the benefits of 
these efficient procedures. 
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Non-alcoholic fatty liver (NAFLD) occurs as simple hepato-steatosis and its evolution into severe 
non-alcoholic steatoliepatitis (NASH) is strictly connected to obesity, but the pathogenesis is still 
obscure. Recently, a multiple hit theory suggested that from gut and adipose tissue different 
adipolcines and inflammatory markers influenced the liver where steatosis, collagen deposition and 
inflammation might occur. Sirtuin 1 (Sirtl) is a NAD-dependent enzyme involved in longevity and in 
the regulation of multiple cellular functions and metabolism. Here we hypothesized that Sirt 1 
down-regulation might exacerbate liver damage and mitochondrial lesions in hepatocytes in 
dietary-induced obesity in mice. To best analyse these events, we studied male C57BL/6 mice (VVT) 
and Sirt 1 deficient heterozygous mice (HET) (by an established colony in CSIC generated from 
founders from Dr David Sinclair laboratory, Harvard University, Boston, USA). Animals housed in 
calorimetric rooms on a 12h: 12h light/dark cycle were placed for 16 wks, from 12 to 28 wks of age, 
on a standard rodent diet (8% fat -13.0 kJ/g) or on a high fat diet (HFAT- 35% lard-18.8kJ/g Tekland 
Research Diet-TD03584). Body weight was monitored at the beginning, at 31,vks and at 16 wks 
before euthanasia. Livers were fixed in 4% paraformaldehyde overnight for histopathology, 
immunohistochemistry or in Karnowsky mixture (4% paraformaldehyde and 1% glutaraldehyde) then 
post-fixed in 1% osmium tetroxide for transmission electron microscopy analysis (TEM). By H&E, 
Masson trichrome and Sirius red staining at bright and polarized microscopy significant increase in 
steatosis and fibrosis in HET mice received HFAT diet vs VVT fed HFAT diet were detected (Fig.1 
and Fig.2). Interstitial collagen type I, type III, and basal membrane associated collagen type IV 
fibres were detected in pericentral vascular wall, intermediate lobular area and in thickened 
sinusoidal wall at light microscopy and at TEM (Fig.3). In contrast, WT or HET animals fed standard 
diet (as control groups) displayed negligible liver changes. Remarkably, HET mice fed HFAT diet 
showed abnormal giant mitochondria and activated Kupffer cells, strongly positive to Penis Prussian 
Blue iron staining, that were lacking in other groups. Finally, in HET obese mice myofibroblasts 
immersed in an abundant extracellular matrix and fibrous debris were observed by TEM (Fig.4). To 
highlight the crucial role of oxidative damage and caspase 1 complex in the progression to NASH, 
we analysed 4HNE and pro-caspase 1 expressions. Remarkably, strong 41-INE and moderate 
caspase 1 signals were present in pericentral and midzonal hepatocytes in HET HFAT diet mice hut 
weak in WT HFAT diet group and absent in controls. All these data suggest that Sirt 1 is critical to 
limit fibrogenesis and inflammation associated to irreversible NASH in HFAT diet induced obesity in 
mice. 
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Background Obesity is a common risk factor for non-alcoholic fatty liver disease (NAFLD). Currently, 
there are no specific treatments against NAFLD. Thus, examining any molecule with potential 
benefits against this condition emerged melatonin as a molecule that influences metabolic 
dysfunctions. The aim of this study was to determine whether melatonin would function against 
NAFDL, studying morphological, ultrastuctural and metabolic markers that characterize the liver of 
ob/ob mice. Methods Lean and ob/ob mice were supplemented with melatonin in the drinking water 
for 8 weeks. Histology and stereology were performed to assess hepatic steatosis and glycogen 
deposition. Ultrastructural features of mitochondria, endoplasmic reticulum (ER) and their 
juxtapositions were evaluated in livers of all experimental groups. Furthermore, hepatic distribution 
and expression of markers of ER and mitochondria (calnexin, ATP sintase ß, GRP78 and CHOP) 
and metabolic dysfunction (RPB4, ß-catenin) and cellular longevity (SIRT1) were analyzed. Results 
Melatonin significantly reduced glycemia, identified also by a decrease of hepatic RBP4 expression, 
reversed macrosteatosis in microsteatosis at the hepatic pericentral zone, enlarged 
ER-mitochondrial distance and ameliorated the morphology and organization of these organelles in 
ob/ob mouse liver. Furthermore, in ob/ob mice, calnexin and ATP synthase ß were partially restored, 
GRP78 and CHOP decreased in periportal and midzonal hepatocytes and ß-catenin expression was, 
in part, restored in peripheral membranes of hepatocytes. Melatonin supplementation to ob/ob mice 
improves hepatic morphological, ultrastructural and metabolic damage that occurs as a result of 
NAFLD. Conclusions Melatonin may be a potential adjuvant treatment to limit NAFLD and its 
progression into irreversible complications. 
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L'echinococcosi cistica (EC) a una zoonosi parassitaria a diffusione mondiale, causata dall'infezione 
con la tenia del cane Echinococcus granulosus sensu law. L'Organizzazione Mondiale della Sanita 
(OMS) la include tra le 17 malattie tropicali neglette verso le quali si dovrebbero indirizzare misure di 
controllo prioritarie a livello globale. Vi sono esempi storici di successo nell'eliminazione e 
eradicazione dell'EC in regioni delimitate e sono oggi disponibili nuovi stru¬menti per la sua diagnosi 
e controllo, come il rilevamento dell'antigene parassitario nelle fed i dei cani, l'immunizzazione del-le 
pecore con il vaccino EG95, l'ecografia con apparecchi portatili per la diagnosi precoce e 
sorveglianza nei pazienti umani, gli strumenti per analisi geospaziali e la modellistica matematica. 
L'approccio raccomandato dalle tre agenzie intemazionali attive nel settore della salute umana e 
animale (OMS, FAO e 01E) e la collaborazione intersettoriale dei servizi medici e veterinari secondo 
il modello "One Health", anche con l'attuazione simultanea di pacchetti di controllo integrati per pia 
malattie che condividano lo stesso intervento o popolazione bersaglio. In questo lavoro vengono 
illustrati i contesti e sottolineata l'importanza della collaborazione intersettoriale per un controllo 
efficace dell'EC. 
 
Cystic echinococcosis (CE) is a worldwidedistributed parasitic zoonosis caused by infection with the 
dog tapeworm Echinococcus granulosus sensu lato. The World Health Organization (WHO) has 
included CE in the list of 17 Neglected Tropical Diseases towards which concerted actions should be 
prioritized locally and on a global scale. There are historical examples of successful control, 
elimination and eradication of CE from defined regions, and new tools have become available for its 



diagnosis and control, such as coproantigen detection in dogs, immunization of sheep with the EG95 
vaccine, portable ultrasound for early diagnosis and surveillance in humans, geospatial analysis 
tools and mathematical modelling. Three international agencies (WHO, OIE and FAO) recommend 
to promote the intersectoral collaboration of medical and veterinary services with a "One Health" 
approach, also by implementing integrated control packages for more than one disease at the same 
time, sharing the same intervention or population. This work aims at illustrating intervention 
frameworks and highlighting the importance of intersectoral collaboration to achieve a successful 
control of CE. 
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The Simbu serogroup of orthobunyaviruses comprises a wide range of viruses with different medical 
and veterinary relevance. These viruses are known to reassort, and coinfection of the same cell is 
one of the prerequisites for reassortment. Here, a mammalian cell line was infected with various 
members of this virus group, inoculated after several time points with a second Simbu serogroup 
virus, and analyzed by strain or species specific immunofluorescence staining. Different virus 
species or different strains of the same virus species were able to co-infect mammalian cells, but 
only for a limited time frame. After a few hours, the replication of the first virus led to a gradual 
inhibition of a second virus until a complete resistance to superinfection after 24 h regardless 
whether it is another strain of the same virus species or a distinct member of the serogroup. 
 
 

 


