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CA causative agent, although other specles of mycoplasmas such as Al
capricolum subsp. capricolum, M. mycoidas subsp. capri and M. putrefaciens
may be Involved, Infectlon can be dlagnosed by bacterlal Isolation In rich
sterols medium or by serological tests such as ELISA, which has been widely
used with consistent results. In this study, antlbodles antl-M. agalactiae wera
surveyed from serum of 20 goats located In Sdo Gongalo city, Rlo de Janelro
tate, Brazll. Anlmals did not show any clinlcal signs of agalactla, mastitls,
polyarthiltls or pneumonla. Surveys were conducted using an Indirect ELISA
with sonlcated antigen of M. agalactiae and G-proteln conjugate. Moreover,
due to the genotyplc and phenotyple simllarity between M. agalactiae and Al
bovis, an Indirect ELISA with whole cell antigen of M. bovis was used. Of all
analyzed samples, 85% (17 /20) showed antkM. agalactiae antibodles and
all goats were negalive for M. bovis. The presence of M. agalactiae In this herd
was confirmed by milk culture on modified Hayfllck medlum and colonles
were ldentified using Indlrect Immunoperoxidasa test. To our knowledge, this
Is the first description of M., agalactiae Infecting goats In Rlo de Janelro stato.
This agent has only been previously Isolated from goats In the Brazlllan states
of Paralba, Rlo Grande do Norte and Pernambuco, which are located In the
northeastern rogion. This finding comoborates the need for research on M,
agalactiae In goat herds located In the southeastern reglon of Brazll.
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Molllcutes found In plnnipeds from Deceptlion Island

(Antarctica)
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Background: During January and February 2010, 46 Anlarctle fur seals
(Arctocephalus gazella) (AFS), 14 Weddell seals (Leptonychotes weddelili)
(WS), and one Southem elephant seal (Mirounga leonina) (SES) were captured
at Daceptlon Island, Antarctica, and the presence of Mycoplasma was
studled In nasal, oral and genltal samples. Methods: Samples were collected
try direct Insertion of sterlle cotton wool swabs Into the mouth, nose and
prepuce or vagina of the marlne mammals. The swabs were placed In FBP
medlum with 0.5% active charcoal and ware kept at-20°C untll culture In the
lab. The samples were thawad at raom temperalure, vortex and Inoculated
Inte standard mollicutes broth and agar medla. Posllive cultures were kept
In FBD without active charcoal at -80°C until mycoplasma Identification,
For that positive samples were subcultured Into liquld SP4-1l medium. After
the Incubatlon, the cultures were flltered through 0.45 im pore slze sterlle
membranes Into the same medlum. When color change of the medlum was
observed, culture DNA extractlon was done and plated culture onto SP4-1i
medlum agar. The plates were Incubated at 37°C under aeroblc conditions.
PCR of the 165-23S Intergenlc Spacer Regflon, and 16S iDNA were performed
and the products sent for sequencing. Nucleotlde sequences wera compared
with the GeneBank database. Results: Mycoplasma (M.) zalophldermldis
(genital), and M. sp. CSL7529-conjunctiva (genltal and moulh) were found
In AFS; M. sp. Mirounga ES2805-ORL (denltal), M. sp. Mirounga ES2774-
NASSP4 (91% similarlty) (mouth), and M. sp Phocoena C-269 (mouth) In WS;
M. lipafasclens ATCC 36016 (78%) (mouth) In WS and SES; and M. zalophl
(genltal and mouth) were found In all the specles. Conclusions: This Is the
first report of Mollicules In pinnlpeds from Antarctica and the Informatlon
can be useful to know more about the ecology of this specles.
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A putative splroplasma Isolated from Jellyfish
(Palagla nocticula)

Orestes M. Vega-Orellana, José B. Poveda, Lidla E. Mederos-Irlarto,
Carlos Poveda, AleJandro Sudrez-Pérez, Ana S. Ramirez
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Background: There aere not previously records of molllcutes In Jellyfish,
HMathods: Specimens of Jellyfish Pelagla noctiluca (Scyphozoa: Palagildae)
stranded massively In the Canary Islands were sludled for the presence of
molllcutes. Nine batches (10-40 animals/batch) were homogenates and
1 ml was Inoculated In triplicates In liquld SP4-Il medlum supplemented
with 1.5% NaCl and Incubated at 18°C for 24 h. After Incubation, cultures

were filtered through 0.45 pm pore size sterile membranes Into the same
medlum and Incubated with the same condltions but anaeroblcally, DNA was
extracted two months later. For sequencing, PCR targeting partlal 165 rDNA
was performed. Results: Four samplas were positive for malllcutes real time
PCR. All samples grew In broth medium, ‘but no colonles were seen In agar
medlum. The sequences of a partlal 185 IDNA PCR praducts show complete
simllarity among them and corresponds with Splroplasma sp, Conclusions: A
possible new putative Splroplasma specles Is presented.
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Hlstologlcal and Immunohistochemlcal findings In
mastitls caused by Mycoplasma agalactiae In sheap

R. Pulelo !, S.Abene *, F.MessInat, A.Cusimano %, C.Sabelll 2, G.R. Lorlat
Llistituto Zooprofilattico Sperimentale della Sicllla, Palermo, Italy;

21Z0 - Brescla, Italy

Phone: 399165685401, Fax: 39916565278,

Emall: roberto.pulelo@lzssicllia. it

Contagious agalactla can be caused by different mycoplasmas which share
mammary, artlcular or ocular troplsm. This study describes histological and
immunohistechemlcal findings In mastitis caused by Mycoplasma agalactiae
In sheep. Laboratory Investigations were previously carrled out on milk
samples from all slaughtered sheep to confirm the disease. Udders and supra-
mammary lymph-nodes were collected and selected tissue samples were
taken for histologlcal and Immunohistochemlcal examlnation. Cells In tissue
expressing M.agalactiae antigen, MHCI, CD3 and CD79 lymphocytes were
also Investigated by Immunohistochemistry. Cultures test on milk showed the
presence of typlcal «frled eggs colonles. Further blochemlcal and molecular
blologlcal tesls confirmed tlssue Infection by M.agalactiae. Histologleal
findings showed an Interstitial monocytle Infiltrate In the acute phase, while
In advanced stages, we found a persistence of mionocytle Infiltration with
a slight reductlon of secretory tissue; In severe cases, a marked atrophy of
secretory tissue assoclated with monocyte Infiltration and Interstitial fibrosls
was observed. The lymph nodes showed a reactive hyperplastic lymphadenitis.
Interestingly, we detected, In splte of negative culture, rare focal menocytlc
infiltration within tissues with recovered secretory activity In the udder of some
convalescent sheep. Immunohlistochemlstry for M.agalactiae was strongly
posltive In the lumen of the acinl and ducts, while: Interstitial monocytic cells
were positive for MHC-Iland CD3 antigen. CD3 positive cells, In particular, were
located In the Interstitlal tissue around alveoll and ducts, while MHC-1l was more
reactlve In the central areas of Interstitial Infiltrates. In general, our histological
study describes different histopathologlcal patterns relating to Mycoplasma
agalactiae Infectlon In sheep. In the acute phase, the maln histologlcal leslon
Is an Interstitlal mastitls characterlsed by lymphocytes, macrophages and
dendritic cells. In the chronlc phase, we observed a reductlon of secretory
tissue (accompanled by a reduction In milk production) assoddated with fibrosls;
sometimes the disease had a benlgn course with slight reductlon of secretory
tissuo associated with a moderate fibrosls. In some cases, after an Initlal
drop of lactation (acute phase), there was a recovery of the dally amount of
milk which In two weeks came back to normallty. In these cases Mycoplasma
agalactiae was not recovered although histology showed the presence of rare
lymphocytle Infiltrates that might represent a latent phase of disease, where
the Immune system can not completely eliminate the pathogen.
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Isolatlon of M. agalactlae from the bralns of
experlmentally Infected sheep

R. Pulelo %, A. Tamburello 4, A. Cuslmano®, A. Console 2

R. Nicholas 3, G.R. Lorla !

tistituto Zooprofilattico Sperimentale della Sicllla, Palermo, Italy;
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¥ Mycoplasma Labaratory, Anlmal Health Veterlnary
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Emall: roberto.pulelo@izssicliia.it

In ltaly the presence of mycoplasma In the nervous system of animals was
studled for the first time In 1950 (Valentl/Zavagll, 1951) at the Istituto
Zooprofilattico Sperimentale of Latlum and Tuscany. In those years the
tlifficultles to obtaln sufficlent amounts of antigen for vacelne preparation
and the lack of appropriate medla Induced laboratorles to utllize tlssue
homogenates from Infected animals such as the “Miril vacclne™ made from
formolized Infected .mlik and the *Zavagll vaceine™ made from udder and
braln; these early vaccines were used by farmers and vets to effectively
control CA. The braln, togather with the udder, as target tissue from Infected
sheep for vaccine preparation was chosen becauso they contalned the
highest levels of pathogen. The myeoplasma affinity for the nervous system
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was not further Investigated but today vaccines from such tissues are
strlctly forbldden. Nevertheless mycoplasma Isolation from nervous system
contlnues to be occaslonally reported In livestock In different countrles
as occaslonal “case reports™: M.bovis seems to be the most Involved In
neuropathology because of the frequent Infection of the ear duct of calves
which often evolves In purulent encephalitis/meningitls. We report here
the presence of M agalactiae In the braln of sheep experimentally Infected
via the mammary gland duilng a vaccine efflcacy trial. After euthanlzatlon
and slaughtering at different stages of the Infection some animals were
Investigated for mycoplasma. Out of 4 sheep slaughtered on days 15, 30,
45, and 80, all four were found to be positive for mycoplasma antigen In brain
tissues. Other organs, udder and kidney but not liver, lung or spleen, from the
same sheep were also found to be positive. The presence of the pathogen
In the braln of these shaep underlines the patentlal role of mycoplasmas as
causes of encephalitls and other CNS diseases.
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Contaglous ngalactia: a preliminary stily on Its
Impact on mllk production of Slcllian sheep

M.Totlaro &, R. Pulelo %, A. Cusimano % S. Abbena ? A. Console 2

R. Nicholas 4, C. Saballl 5, G.R. Lorla

1 Universita dI Palermo, Italy; 2 Istituto Zooprofilattico Sperimentale della
Slcllla, Palermo, ltaly;  Istiiuto Sperimentale Zootecnlco della Slellla,
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Economlc losses due to contaglous agalactla (CA) In small ruminants herds
are mainly associated with significant reductlons or complete loss of dairy
preduction, mortality, abortlons, early culling and costs of control. With the
alm of estimating mllk production losses caused by CA, 46 primiparous
lactating Valle del Bellce ewes were nonltered after experimental Infection.
Sixty days after lambing, 2 ewes were each experlmentally Infected with a
single dose of 10* CFU/mI of a live Mycoplasma agalactiae stialn In both
teats by Intracanallcular route. Three days after Incculation, the Infection
was spread naturally by manual milking of the Infected sheep before the
rest of tha flock. The mllk yleld (morning and evening) was recorded dally
for 12 weeks: B weeks befare the experimental Infections and 7 weeks post-
challenge. Dally mllk data collected from each ewe before experimental
Infectlons were vsed to deslgn Individual lactatlon curves In order to estimate
the Impact of CA Infection. Individual mllk samples were also screened for
the presence of M. agalactiae as well as other pathogenic causes of mastitls
Including Staphylococcis aureus. No pathogens were detected In the mitk
of 10 (22%) of the 46 ewes kept with the experimentally Infected sheep.
The quality of the mllk of & (13%) owes also rermalned normal desplte the
Isolatlon of M, agalactiae. There was a reductlon of 17% In mllk output of
13 (28%) ewes from which M. agalaciiae vias Isolated; 17 (37%) othar ewes
also had a similar drop In milk production but qulckly recovered and, after
2-3 weeks, the final losses were estimated to be 3%. In condluslon, the loss
of milk followlng the Infectlon by CA Is varlable and probably related to the
degree of exposure and capaclty of the Individual ewe to resist the pathogen.
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Assoclation between diversity of Mycoplasma
hyopneumoniae stralns In plg herds and

lung leslons at slaughter

Annelies Michlelst, Katleen Vranclkx?, Rubén Del Pozo Sacilstén L
Freddy Haesebrouck’, Dominlek Maes**

1 Faculty of Veterlnary Medlicine, Ghent Unlvarsity, Balglum;

2 Applled Maths, Sint-Martens-Latem, Belglum

Phone: +32(0)9 264 76 34, Fax: +32(0)3 264 75 34,

Emall: annelles.michlels@ugenl.be

Background-The clinlcal Importance of Infectlons with different fycoplasma
hyopneumoniae (M. hyopneumoniae) stralns In plg herds Is not known,
The presant study Investigated whether the presence of different fd.
hyopneumonlae stralns was assoclated with more severe lung leslons In
slaughter plgs. MethodsTen plg herds Infected with and vaccinating the
piglets agalnst M. hyopneumoniae were selected. One batch of staughter
plgs from each herd vas Investigated. Lung leslons were scored (0
100) from at least 65 plgs per herd (1190 lungs In total), presence of M.
hyopneumoniae DNA In bronchoalveolar lavage fluld was tested using nPCR
on 20 plgs per herd. Blood samples were taken from 20 plgs and tested for
presence of M. hyopneumonlae antibodles using ELISA. All nPCR positive
samples were lested using a Multiple-Locus Varlable number tandem repeat
Analysls (MLVA). Based on the MLVA results, herds were classified Inlo 3

categories, namely presence of 4, 2 to 6 or 2 7 slrains in the herd. Kruskal-
Wallls test was used to assess the assoclation between the MLVA results and
the extent of pnaumonla. Loglstic regresslon analyses assessed assoclations
between MLVA results and prevalence of pneumonla, flssures, pleurisy
and percentage of seropositive pigs. Resultsdn herds with 1, 2to 6 or 2 7
different M. hyopneumonlae stralns, pneumonia scores were 1.14, 2.85 and
3.88 (P<0.05). The percentage plgs with pneumonla, fissures, pleurisy and
positive ELISA resulis In herds with 1, 2 to 6 or 2 7 dliferent stralns were:
pneumonla 16.9%, 20.2% and 27.3% (P<0.05), flssures 25.3%, 35.6% and
32.4% (P>0.05), pleutlsy 2.6%, 13.4% and 27.6% (P<0.001), and ELISA
5%, 55% and 86% (P<0.001), respectively. Concluslon-In lierds where more
different M. hyopneumonlae stralns were found, measured using MLVA,
pneumanla leslons were more severe and there was a higher percentage of
p'gs with pneumonla, fissures and pleutlsy.
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Immunojfenlc proflle of Inactivated vacelnes agalnst
contagious agalactla Iin sheep

A. A. Cordelrot, A.C. Campos?, A. G. M. Morals?, A. C. Lima?,
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The contaglous agalaclia (CA) has reported In Brazil In 2002 and has since
been constituted as a serlous health problem for small ruminants, especlally
the Northesst that concentrates 80.7 % and 556 % of the goals and
sheep, respzctively. Microblologlcal and serologlcal diagnosls of Infection
has been done but the production of vaccines with local samples was only
recently devaloped. This study almed to evaluate the Immunogenlc profile of
thiee Inactivated vaccines agalnst AC samples prepared with Mycoplasma
agalactiae contalning diiferent adjuvants. Forty sheep divided Into four groups
of ten animals each were used. The group 1 (G1) was Immunlzed with a
preparation with aluminum hydroxlde as adjuvant vaccine, group 2 (G2)witha
preparation with Montanide IMS 2215 VG vaccine, group 3 (G3) with a vaccine
prepared with montanide gel 01 and group 4 (G4) was not Immunized (control).
Each anlmal recelved two doses of 2.0ml administered subcutaneously on
days zero ard 21 days and relnforcements on 180 and 360 days. Collecllon
of sera were performed on zero, 21 and 35 days and every 30 days during
12 months. For analysls of proteln, Western blotting was prepared with
protelns produced from M. agalactiae separated by SDS-PAGE and transferred
to nitrocellulose membrane, The G4 pool of the ten sera showed temporary
immunogenic proteins In the first 15-30 days after each vaccination vrhile the
G3 showed Immunogenlc protelns only 35 days after the primary vaccination.
The G2 showed Immunogenlc protelns from 24 days staylng for approximately
©0-120 days each booster. Protelns with 48, 65, 80 and 82 kD were the most
striking, and the P48 remalned present In all perleds. It Is concluded that the
vacclnes Induced Immune response and the vacclne prepared with montanide
IMS 2215 VG gave more consistent and promising results, allowing control of
AC from perlodic vaccinations of animals.
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Antlibodles antl-Mycoplasina agalactlae In geats In
the S#o Paulo State, Brazil

A. C. Campos?, L. Gregory?, H. Rlzzo? E. 0. Azevedo*
£ Mé&dlca Veterindrla; 2 Universidade de Sdo Paulo;

3 Universldade Federal Rural de Pernambuco;

4 Universldade Federal de Serglpe

Phone: 65-79-330230271, Fax: 55-79-21066902,
Emall: edislo@pq.cnpa.br

Contaglous agalactla (CA) Is an acute or chronlc disease characterlzed by
mastitls followed by agalactla, polyarthritis and keratoconjunctivitls caused
by Mycoplasma agalactiae, M. capricolum subsp. capricolum, M. mycoldes
subsp. capri or M. putrefaciens, At the moment, only M. agalactiae has baen
assoclated viith CA In small ruminants In Brazil, This study almed to report the
presence of antibodles agalnst M. agalactiae In dalry goats from the Jacarel,
Sio Paulo State, Southeastern Brazll. The herd had no history of clinlcal
slgns of contaglous agalactla (CA) and the examination was requested for
the purpose of marketing the animals to the Northeast of the country, where
the disease has caused slgnlflcant damage to the farmers. 55 goat sera of
which 15 (27.27%) were positive In ELISA and of these 6 (40%) had high
optlcal denslty values. The results Indicate that Infectlion by M. agalactiae
Is spreading to other reglons of the country, although there wiere no clinlcal
reports of disease outslde the Northeast. The probable reasons for this may
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be related to Indiscriminate treatment of comman mastitls with antlblotic
therapy performed by the farmers, the chronle phase of Infectlon and the
small number of speclallzed laboratorles In the diagnosls of myceplasmosls
anlmals. With these results, we can conclude that the Infectlon Is spreading
to other reglons of the country and sanltary measures, such as requlring
tests for the movement of animals between states and vacclnation should
be adopted to prevent further damage.
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Macrophages activity test: a practical “In vitro”
approach for evaluation of Immunostimulating
officacy of mycoplasma vacclne In sheop

G. Rossl 4, R. Pulelo?, S. Scarpona !, A. Pleelninl 4,

G. Macaluso 2, R, Nicholas 2

* Unlversity of Camerlno, ltaly; ? Istituto Zooprofilattico Sperimentals
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Anlmal Health Veterinary Laboratorles Agency- Weybrldge,
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In endemlc areas, control of contaglous agalactla (CA) ks malnly based on
vaccination In splte of antiblotlc treatments which are consldered too expensive.
Some vaccine formulations (saponin, betaproplolattone) seem to be more
effective than others (OIE, 2012) but there Is a lack of markers of effectiveness.
Clinical trials through the use of alive animals, invoMng a significant number
of heads, are rarely canrled out because of difficultles to support economlcally
these studles and also related to the very strict EU regulations (particularly for
anlmal welfare). All these factors discourago sclentists, keep the current vaccines
agalnst CA at the traditlonally brothHnactivated approach and doesn't stimulate
new posslbliity for control strategles. The Introductlon of an alternative *in vitro"
laboratory procedures which Investigate small ruminant Immune response,
sultable for use as a marker of the efficacy of the host cell mediated Immune
response and of the protection conferred by the vaccine, may help to Imit tha
usa of laboratory animals. Little Is known about the Immunity acquiced durlng
CA Infectlon or vaccination: the data on seroconverslon ullllzing ELISA agalnst
Magalactiae (MA) (Buonavoglia et al., 2008; Castro-Alonso et al, 1996) don't
darify the problem; recently, specific stimulation In vitro was detected during
an experlment where authors demonstrated that the expansion of antigen-
specific Iy poslilve lymphocytes In Infected sheep was Inltlally sustalned by
CD4'T cells at day 15 after infection, followed by CD8/IFNy double positive
cells (La Manna et al, 2011). Also this experiment showed a translent Initlal
1esponse, which weren't linked to the whole perlod of diseasa ciinlcal courso.
We propose a different method to evaluate the small ruminant response to MA
vaccination, based on primary cultures of macrophages, both Isolated from
mllk and differenllated from peripheral blood monocytes, collected from control
(group 1) and vaccinated (group I) ewes. After phorbol 12-myristate 13-acetate
(PMA) stimulation, assessment of reactiva oxygen specles and phagocytosls
was performed; then, for each group, It was highlighted macrophages nitric
wdde (NO) level production and thelr abllity to phagocytlze MA, in co-cullure with
fluorescelnated MA suspenslon. At the same time, Immunoblotling analysls for
the detectlon of IgG subclasses was performed, In particular, In order to assess
1gG2a Immunoglobulin levels as typs ThL Immune response marker. Nitric axide
production level, both In blood and In milk rnacrophages, had a boost In group I,
whereas was low In group I. Compared to standard values obtalned from healthy
ewes, representing the cut-off for the test, the phagocytic activity In group Il was
much greater, both In monocytes lsolated from blood and In macrophages from
il Contrarlly, In group | t was qulte comparable to the standard average of
healthy ewes, with no significant change. 1gG2a detection went hand In hand
with macrophages actlvity tests, resulting high In group I, and lovi/negativa In
giroup I. In conduslon, the results of this preliminary study showad a slgnificantly
enhancement of Thi Immune response In vaccinated ewes; moreover, thils
Is an useful and Inexpensively method to demonstrate that for evaluation of
some vacclne preparations, an apparent fallure of the humoral response Is nat
Indicative of an anergic status of the host.
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Mycoplasma-Assoclated Otitis Medla of Harhor Seals
In a Marine Animal Rehabllitatlon Center

Meghan May*, Anna Bass?, Shannon Pendiville?, Asheley Simpson?,
Mark Mason?, Michael Hewitt?

1 University of New England College of Osteopathlc Medlclno;

2 Unlversity of New England Marine Animal Rehabllitatlon Canter
Phone: 207-602-2164, Fax ,

Emall: mmay3&une.edu

Current reports of mycoplasmosls of harbor seals Include resplratory and
central nervous system Infections. Here we report primary otitls media

of three rehabllitated harbor seals assoclated with a novel Mycoplasma
specles. Animals entered rehabllitatlon as pre-weaned pups without overt
clinleal slgns. Otitls medla apparently developed In captlvity, and falled to
respond to standard antimicrobial therapy. Post-mortem findIngs included
mucoperlosteal Inflammatlon with caseous exudate and heterotroplc
osslfication. A single seal was unllaterally superinfected with Pseudomonas
aeruginosa In the external canal, and another was bllaterally colnfected with
Brevundimonas diminuta. Characterlzatlon of the novel Mycoplasma Isolate
Is ongolng.
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Immune responses and efflcacy of a chimerlc proteln
vaccine contalnlng Mycoplasma hyopneumonlae
antigens and LTB agalnst exparimental A,
hyopneumonlae Infection In plgs

Slivana B. Marchlorot, Rubén Del Pozo Sécristan?, Annelles Michlels?,
Natasha Ollvelra*, Freddy Haesebrouck?, Fabriclo R. Concelgéo?,
Odlr A. Dellagostint, Dominlek Maes?

1 Universidade Federal de Pelotas; 2 Ghent Unlversity

Phone: §5 63 8111-9299, Fax:,

Emall: slivana.beutingermarchloro@ugent.be

A recombinant chlmeilc proteln contalning three Mycoplasma
hyopneumeoniae antigens (C-terminal portlon of P97, heat shock proteln
P42, and NrdF) fused to an adjuvant, the B subunlt of heat-lablle enterotoxin
of Escherichla coll (LTB), was used to Immunize plgs agalnst enzootle
pneumonla. The systemlc and local Immune responses, as well as the
efficacy of the chimerlc proteln In Inducing protectlon agalnst experimental
M. hyopneumonlae Infection were evaluated, In totdl, 60 male plglets of
4 woeks of age were randomly,allocated to six différent experimental
groups of 10 anlmals each: recomblnant chimerlc proteln by Intramuscular
(iM) (1) or Intranasal (IN) (2) admlnlstration, commercial bactérin by IM
adminlstration (3), and the adjuvant LTB by IM (4, control group A) or IN
(6, control group B) administration. All groups were Immunized at 24 and
38 days of age and challenged at 52 days of age. One group that was
not challenged was used as the negative contral (IN [n = 5] or IM [n = 5]
administration of the LTB ad]uvant), Compared with the negative control
group, administration of the chimeric protein Induced significant. (P <
0.05) IgG and IgA responses agalnst all Individual antigens present In
the chimera, but It could not confer a signlficant protection agalnst M.
hyopneumoniae Infectlon In plgs. This lack of effectiveness polnts toward
the need for further studles to Improve the efficacy of subunit-based
vaccine approach,
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The genus Ureaplasma has seven recognized spacles which have been
Isolated from humans, cats, dogs, blrds and cattle. Although Isolalions
have been reported from swine, not any specles has been Identified In this
host. To confirm previous reports of Ureaplasma spp. In the lungs of swine
In Cuba, and to Identlfy the specles, resplratory samples collected from
pneumanic and healthy Cuban plgs were studled. DNA from 108 samples,
Including lung and nasal swabs, bronchlal mucus and tracheobronchlolar
lavage was extracted and a fragment of the rRNA 18S was amplified by PCR
for Ureaplasma genus detectlon. Poslitive samples were following tested
using specles-apecific PCR assays for the Identification of U. urealyticum,
U. parvum and U, diversum. PCR results were confirmed by sequencing
Ureaplasma spp positive samples and performing a phylogenetic analysis,
The phylogenetic slgnal of the sequence dataset used In thls study was
researched by means of the llkellhood mapplng analysls of 10,000 random
quartets generated using TreePuzzle. From the samples analyzed, the 6.6
% was positive by PCR detecting Ureaplasma spp. and U. diversum was
Identified In all these samples. The rRNA 18S partlal sequences obtalned
In the present study showed a high nucleotide simllarity (99.8%). The
lIkelihood mapping analysls Indicated that the rRNA16S gene fragment
used contalns sufficlent phylogenetic slgnal since the nolse observed was
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