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We report results of a Phase III trial of the multi-subunit recombinantLeishmania polyprotein MML for the protection of dogs again
infection byLeishmania infantum. The antigen, also known as Leish-111f, is the first antileishmanial human vaccine entered Phase
testing. The study was performed in a leishmaniasis endemic area of southern Italy. Three groups of 15Leishmania-free beagle dogs eac
received 3 monthly injections with vaccines A (MML + MPL®-SE adjuvant), B (sterile saline = control) and C (MML + Adjuprime adjuva
respectively, before transmission season 2002. The surviving dogs received a second three-dose vaccine course 1 year later. T
naturally exposed to sandfly bites for 2.5 months in 2002, and for 5 months in 2003. Every 2 months post vaccination, dogs were
by clinical and immunological evaluation, and by specific serology, microscopy, culture and PCR. A weak lymphoproliferative re
MML was seen in A and C groups throughout the study period. One year after the first vaccine course, the cumulative incidence of l
infections was 40% in group A, 43% in group B and 36% in group C. Two-year post-vaccination (1 year after the second vaccin
the cumulative incidence was 87% in group A (with three symptomatic cases), 100% in group B (with no symptomatic cases)
in group C (with two symptomatic cases). The efficacy of the MML vaccine as an immunotherapeutic agent for the prevention
progression (subpatent infection→ asymptomatic patent infection→ symptomatic patent infection) was evaluated through follow-up of
found infected prior to the second vaccination. Among 15 infected animals, progression to a subsequent stage of infection was f
dogs of group A, 3/6 of group B and 2/3 of group C. We conclude that vaccination with MML is not effective to prevent leishmaniasis
and disease progression in dogs under field conditions.
© 2005 Elsevier Ltd. All rights reserved.
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1. Introduction

Zoonotic visceral leishmaniasis (ZVL) is a severe sandfly
borne disease caused by the protozoan parasiteLeishmania
infantum and widely distributed in temperate and subtrop-
ical countries of both the Old and New World[1]. The
domestic reservoir of ZVL are dogs, which may suffer
from a severe disease characterized by chronic evolution
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of viscero-cutaneous signs occurring in less than 50%
infected animals[2]. On the other hand, both asymptom
and symptomatic dogs with detectable antibodies ca
infectious to phlebotomine vectors[3,4].

Mass detection of seropositive dogs followed
culling and/or drug treatment, or the mass applicatio
deltamethrin-impregnated collars, were shown to hav
impact in reducing human and canine ZVL prevalenc
endemic areas of the Old World[5–7], although the effi
cacy of eliminating seropositive canines has been de
in Brazil [8,9]. The above control measures are either
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acceptable, expensive or not very effective. Mathematical
models used to compare the effectiveness of various tools
for controlling ZVL, suggest that a dog vaccine may be
the most practical and effective method[10]. Therefore, the
development of vaccines able to protect dogs from leish-
manial infections and/or to prevent disease progression in
infected animals, is highly desirable for the implementa-
tion of ZVL control programs as well as for the veterinary
community.

A few Phase I/II vaccine trials have been performed in
dogs, using killedLeishmania promastigotes, purified leish-
manial fractions or recombinant DNA[11,12]. Recently, a
fucose-mannose-ligand (FML) enriched fraction ofLeish-
mania donovani entered a Phase III vaccine trial against
symptomatic canine leishmaniasis, with about 80% clinical
efficacy[13,14]. The same antigen conferred 90% protection
from disease progression when used for the immunotherapy
of asymptomatic animals[15].

In this paper, we report results of a Phase III trial of the
multi-subunit recombinantLeishmania polyprotein MML,
also known as Leish-111f[16,17], for the protection of
dogs against infection byL. infantum. This chimeric antigen
was generated from three recombinantLeishmania antigens
screened for their ability to elicit human and murine cellular
immune responses. Recombinant TSA (=MAPS), obtained
from an Leishmania major amastigote cDNA expression
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2. Materials and methods

2.1. Study area and dogs

The study was performed in a rural setting of the Naples
province, southern Italy. This area has long been under inves-
tigation due to a high incidence of human and canine ZVL.
An average of about 40 human cases is reported annually
from a cluster of villages and towns surrounding Vesuvius
[24], whereas canine leishmaniasis seroprevalence averages
23% [6]. Adult females of the local phlebotomine vector,
Phlebotomus perniciosus, are usually active from the end of
May through to October. In the study area, this species was
found to be naturally infected at high rates withL. infantum
zymodemes known to cause disease in man and dog[25].

Forty-five beagle dogs (23 males) born in January 2002,
purchased by a local dog breeder from a laboratory animal
company located in a non-endemic area of northern Italy
(Green Hill 2001, Montichiari, Brescia), were enrolled in the
vaccine study. The dogs had received routine vaccinations
against leptospirosis, distemper, adenovirosis-2, hepatitis,
parainfluenza and parvovirus (CEPPiL, Merial, France), and
were negative for anti-Leishmania antibodies by immunoflu-
orescent antibody test (IFAT).

The first two doses of the vaccines under study were
administered at the facilities of the laboratory animal com-
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ibrary, elicited strong T-cell immune responses in m
nd conferred protective immunity againstL. major when
dministered with IL-12. This antigen also stimula
roliferative responses in peripheral blood mononuc
ells (PBMC) from human leishmaniasis patients[18].
ecombinant LmSTI1 (=M15) was also selected from
. major amastigote cDNA expression library. Both cellu
nd humoral responses against this antigen were sho

nfected BALB/c mice and in human leishmaniasis patie
n particular, recombinant LmSTI1 was demonstrate
e capable of shifting these toward a Th1-type cel
esponse in mice with advancedL. major infection [19]. A
ixture of TSA and LmSTI1 antigens, administered w

L-12 and alum, was found to protect from experime
utaneous leishmaniasis in a non-human primate m
20]. Recombinant LeIF, originating from aLeishmania
raziliensis expression library, was found to stimulate
roduction of IFN-� and IL-2, but not IL-4 or IL-10, in
BMC from human leishmaniasis patients, and IL-12
BMC from both patients and uninfected individuals[21].
he ability of LeIF to influence an early Th1 cytokine pro
y IL-12-dependent mechanisms was shown in a S
ouse model[22]. Since LeIF confers only partial protecti
gainstL. major in BALB/c mice when used alone, it m
ave a potential role as a Th1-type adjuvant when us
ombination with other leishmanial antigens. A candid
accine consisting of Leish-111f formulated in monoph
horyl lipid A stable emulsion (MPL® - SE) entered Pha
clinical testing in healthy volunteers in January 2

23].
any, while the third dose was given after the animals w
oved to the study area in July 2002. Here, the dogs
laced in three contiguous open kennels and kept unde
tant veterinary care during the study period. The us
opical or environmental insecticides was avoided to a
atural exposure of dogs to sandfly bites. Tick control
ffected by mechanical measures. The collection of bio
al samples from the dogs was performed in accordance
he national guidelines for animal welfare, under the su
ision of the veterinary services of the Local Health Uni

.2. Vaccine and vaccination

Two vaccine preparations, differing in adjuvant co
osition, consisted of 45�g/dose MML plus 50�g/dose
PL®-SE (vaccine A), or 45�g/dose MML plus 1 mg/dos
djuprime (Pierce Chemical, IL, USA) (vaccine C), resp

ively, to give a final volume of 1 ml/dose. A third preparat
onsisted of 1 ml/dose sterile saline (vaccine control, B).
tudy was blinded, as the vaccine doses were prepar
ovartis Animal Vaccines Ltd. (Braintree, UK) followin
rocedures reported by Skeiky et al.[17], and neither th
eterinarian in charge nor the scientific staff were inform
f the identity of the vaccine batches and compositions.

Dogs were randomized by sex and assigned to three g
f 15 animals each, to receive three subcutaneous injec
ith A, B and C vaccines, respectively, at 28-day inter
tarting from 3rd June 2002. The surviving dogs (15 of gr
, 14 of group B and 13 of group C) received a second th
ose vaccine course 1 year later, starting from 1st July 2
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2.3. Follow-up and laboratory procedures

Approximately every 2-month post-vaccination, the fol-
lowing biological samples were obtained from each dog:
(a) peripheral blood (PB) for specific serology, immunology
and clinical evaluation; (b) bone marrow (BM) aspirate for
microscopy and leishmanial DNA detection by polymerase
chain reaction (PCR); (c) popliteal lymph node (LN) aspirate
for parasite culture.

Detection of antileishmanial IgG antibodies was per-
formed by IFAT and ELISA-K39 techniques. The in-house
antigen for IFAT consisted of promastigotes of the WHO Ref-
erence Strain forL. infantum (MHOM/TN/80/IPT1), and the
assay procedure followed the OIE protocol[26]. The thresh-
old titre for positivity was set at 1:80. ELISA plates sensitized
with the recombinantLeishmania antigen K39 were obtained
from Heska Corp. (Fort Collins, CO, USA). The test proce-
dure and cut-off (absorbance [A]: 0.400) were those reported
by Scalone et al.[27].

Detection of serum IgG antibodies against MML anti-
gen was performed by an ELISA technique. Briefly, 96-well
plates were sensitized overnight with 2�g/well MML in car-
bonate buffer. Sera were assayed at the dilution of 1:1000, and
the anti-dog IgG peroxidase-conjugated antiserum (Sigma)
was used at the 1:200 dilution. The cut-off value was set at
the mean + 5S.D. of the A values of sera obtained from the 45
b sera
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CGGTAAAGGCCGAATAG)[29]. For the second amplifica-
tion, 3�l of the first PCR product were added to 22�l of PCR
Master Mix (Promega) containing 3 pmol of theLeishmania-
specific primers R223 (TCCCATCGCAACCTCGGTT) and
R333 (AAAGCGGGCGCGGTGCTG)[29]. The amplifica-
tion products were analysed by 1.5% agarose gel and visu-
alized under UV light. Positive samples yielded a predicted
nested-PCR product of 358 bp.

LN aspirate material was cultured in Evans’ Modified
Tobie’s medium at 22◦C. Cultures were examined for pro-
mastigote growth during 1 month.

Clinical assessment was performed by accurate inspec-
tion of dogs for the presence of seven signs attributable
to Leishmania infection (dermatitis, skin ulcers, alopecia,
ocular lesions, lymph adenopathy, onychogryphosis, weight
loss) and by the evaluation of laboratory data (full blood
count, total proteins and albumin/globulin ratio). Animals
were scored for clinical and laboratory signs on a scale from
0 to 2/3, and the scores added up to give a clinical score.

2.4. Definition of infection

By the comparative analysis of serological, parasitologi-
cal and clinical findings from longitudinal samples, the stage
of Leishmania infection detected at each assessment was
a
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eagles before they were moved to the field. A pool of
rom dogs with canine leishmaniasis was used as po
ontrol.

For the evaluation of cellular immune responses
ymphocyte proliferation assay was performed usin
hole-blood micro assay technique[28]. Briefly, dupli-
ate cultures of PB diluted 1:15 in RPMI medium w
ultivated at 37◦C in 24-well culture plates for 3 days
resence of concanavalin A (ConA) (1.5 or 3�g/ml), and

or 5 days in presence of MML (20�g/ml) or Leishmania
oluble antigen (LSA, 50�g/ml). Twenty-four hours befor
arvesting, cells were pulsed with 5-bromo-2′-deoxyuridine
BrdU) (Boheringer/Roche, Mannheim, Germany)
rdU incorporation was recognized using a spe
onoclonal antibody. To enhance sensitivity of Br
easurement by a peroxidase-conjugated second ant

-iodophenol-luminol was used as substrate and the res
hemoluminescence was measured with the aid of a
ometer at 405 nm. Proliferative response was express
timulation index (SI), i.e. the ratio of counts per sec
cps) of stimulated cultures to the cps of untreated cultu

BM aspirate material was partly smeared onto slides
tained with Giemsa’s stain, and partly examined by ne
CR assay, as follows. DNA was extracted from 350�l of BM
ample using the Easy-DNA

TM
Kit (Invitrogen, San Diego

A, USA) and stored at−20◦C until use. The first PC
mplification was carried out in a 50�l volume contain

ng 10�l BM DNA plus 40�l PCR Master Mix (Promega
ontaining 50 pmol of the kinetoplastid-specific prim
221 (GGTTCCTTTCCTGATTTACG) and R332 (GG
,

ssigned to one of the following categories:

(i) Subpatent infection: detection of parasite DNA in BM
samples, and/or low positive IFAT titre (1:80) follow
by occasional conversion to negative in subseq
assessment(s); negative BM microscopy, ELISA-
and LN culture; clinical score≤3;

(ii) Asymptomatic patent infection: steady detection of pa
asite DNA in BM sample; steady or increasing IF
titre (≥1:160); positive LN culture; positive ELISA
K39 and/or positive BM smear; clinical score≤3;

iii) Symptomatic patent infection: laboratory findings a
above; clinical score >3.

. Results

.1. Adverse events

The two MML vaccine preparations were well tolera
nd no local or systemic adverse reactions were reco
uring or in the period after vaccine injection.

There were no deaths in group A; one dog of grou
nd five dogs of group C died in the period from Septem
002 to October 2003. All deaths were attributed to a
aemorrhagic disease of probable infectious origin.

.2. Exposure to sandfly bites and tick infestation

The duration of dog’s exposure to bites ofP. pernicio-
us sandflies was estimated through routine entomolo
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data obtained from sandfly collecting stations sited in vil-
lages of continental southern Italy in years 2002 and 2003
(Maroli, personal communication). In the transmission sea-
son 2002, the vector was present at low density from June
through September, due to unfavourable climatic conditions.
In 2003, high densities ofP. perniciosus were recorded from
the end of May through to October, with two peaks in July
and September, respectively. Hence, we assume that the dogs
were exposed to sandfly bites for about 2.5 months in 2002,
and for about 5 months in 2003.

Despite mechanical control measures, in July 2002 and
2003 all dogs showed heavy infestations with the common
dog tick,Rhipicephalus sanguineus, which required single-
dose ivermectin (Ivomec, Merial, France) treatment, as well
as chemoprophylactic control ofEhrlichia infections with
100 mg/kg doxycycline (Bassado, Pharmacia Italia) for 10
days. Despite drug treatment, all dogs developed specific anti-
bodies againstEhrlichia canis during the study period.

3.3. Antibody response of dogs to MML antigen

Sera samples collected before each vaccine dose and 35
days after the last vaccine dose in 2002, and before the sec-
ond vaccination in 2003, were examined for anti-MML IgG
antibodies. The mean A value for all dog sera before the 2002
v e of
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3.4. Lymphoproliferative responses

Lymphoproliferative responses against ConA, MML and
LSA were determined on eight consecutive PB samples
obtained from each dog in the period August 2002–May
2004.

As shown inFig. 2, a weak proliferative response to
MML was seen in A and C groups in October 2002, after
the first vaccine course. A more robust response to MML
(but never exceeding the ConA response) appeared again in
these groups from April to June 2003, concomitantly with
specific responses to LSA antigen. From January 2004, also
dogs from group B responded to MML antigen, suggesting
a general response of dogs to naturalLeishmania infections.
Notably, there was a significant progressive decrease in the
non-specific response to ConA in all animals, starting from

Fig. 2. Lymphoproliferative responses to ConA, MML and LSA, in dogs
vaccinated with MML (A and C) or saline (B) and exposed to naturalLeish-
mania transmission in 2002 and 2003. Bars represent the mean (±S.D.)
stimulation index of whole blood cultures from each dog group.
accination was 0.046 (S.D.: 0.055), whereas the A valu
ositive control serum was 1.622. After the first vaccine d
/15 dogs of group A and none of groups B and C were

tive to the antigen. After the second vaccine dose, 13/1
roup A, none of group B and 5/15 of group C were posi
fter the third vaccine dose, 15/15 of group A, 1/15 of gr
(a weak response) and 8/15 of group C had antibo

gainst MML.
One year after the first vaccine course, 15/15 of g

, 13/14 of group B and 8/14 of group C were positive
ML antigen. The high prevalence of MML reactors in
control group indicated that responses to vaccine an

verlapped with responses to MML epitopes from nat
eishmania infections occurred in the 2002 season (Fig. 1).

ig. 1. Mean levels of anti-MML antibodies measured by ELISA in d
hat received three doses (V) of MML vaccines (groups A and C) or s
group B) and were exposed to naturalLeishmania transmission in 2002.
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Table 1
Serological and parasitological positive findings in dogs vaccinated with MML antigen (A and C) or saline (B) and exposed to naturalLeishmania transmission
in 2002 and 2003

Dog group (no.) May 2003

IFAT ELISA-K39 BM n-PCR BM smear LN culture

A (15) 4 (27%) 2 (13%) 6 (40%) 2 (13%) 2 (13%)
B (14) 1 (7%) 1 (7%) 6 (43%) 0 0
C (14) 1 (7%) 1 (7%) 5 (36%) 1 (7%) 1 (7%)

Dog group (no.) May 2004

IFAT ELISA-K39 BM n-PCR BM smear LN culture

A (15) 11 (73%) 6 (40%) 13 (87%) 6 (40%) 7 (47%)
B (14) 8 (57%) 4 (29%) 14 (100%) 4 (29%) 6 (40%)
C (10) 6 (60%) 3 (30%) 10 (100%) 2 (20%) 3 (30%)

BM: bone marrow; LN: popliteal lymph node.

April 2003 (p = 0.0001), indicating a generalized decrease in
cellular immune reactivity.

3.5. Incidence of leishmanial infections

Results of serological and parasitological data on samples
obtained through May 2003 and 2004, respectively, were used
to estimate the cumulative incidence ofLeishmania infections
after the 2002 transmission season – to evaluate the efficacy
of the first vaccination and after the 2003 transmission season
– to evaluate the combined efficacy of the two vaccinations
(Table 1).

Through May 2003, leishmanial infections were detected
in 6/15 dogs of group A (40%), 4 of which being subpatent
and 2 asymptomatic patent infections. In group B, 6/14 dogs
showed subpatent infection only (43%). In group C, 5/14
animals were found positive (36%), 4 with subpatent and 1
with asymptomatic patent infections. No dogs from the three
groups developed clinical signs of canine leishmaniasis.

Through May 2004, 13/15 dogs of group A were found
infected (87%), 6 with subpatent, 4 with asymptomatic patent
and 3 with symptomatic patent infections. 14/14 dogs of
group B were detected positive (100%), 8 of them with
subpatent and 6 with asymptomatic patent infections. No
symptomatic cases have occurred in this group. In group C
there were 10/10 infected dogs (100%), 7 with subpatent,
1 tent
i

None of the 11 dogs that developed asymptomatic patent
leishmaniasis showed spontaneous conversion to a subpatent
condition, suggesting the progressive nature of the disease in
these animals. Similarly, none of the five dogs with symp-
tomatic disease showed spontaneous resolution of clinical
signs. On the other hand, animals with subpatent infections
showed, by definition, occasional conversion to negative in
one or more assessments.

Cumulative incidence rates and the relative proportion of
animals found at different infection stages did not differ sig-
nificantly between the three groups for any of the periods
considered.

3.6. Effect of the second vaccination on disease
progression

The efficacy of the MML vaccine as an immunothera-
peutic agents for the prevention of disease progression, was
evaluated through follow-up of dogs found infected prior
to the second vaccination performed in July–August 2003.
Immunotherapeutic efficacy was defined as the ability of
the vaccines to control the following progression ‘subpatent
infection→ asymptomatic patent infection→ symptomatic
patent infection’, in whatever infection stage the animals were
found at time of re-vaccination.

Of the 17 dogs found infected before re-vaccination, 15
c on-
d s

T
E isease

G ctober

AP

A 1
B 0
C 0

S omatic
follow
with asymptomatic patent and 2 with symptomatic pa
nfections.

able 2
ffect of re-vaccination with MML antigen (A and C) or saline (B) on d

roup (no.) Before re-vaccination (May 2003) O

SP AP S SP

(6) 4 2 0 4
(6) 6 0 0 6
(3)a 2 1 0 2

P: subpatent infection; AP: asymptomatic patent infection; S: sympt
a Further two dogs found infected before re-vaccination were lost at
ould be evaluated through May 2004. From the initial c
ition and at three time-points shown inTable 2, several dog

progression in dogs naturally infected withLeishmania

2003 February 2004 May 2004

S SP AP S SP AP S

1 1 3 2 1 2 3
0 5 1 0 3 3 0
1 2 0 1 1 0 2

patent infection.
-up.
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showed progression to a subsequent stage of infection: 5/6 in
group A, 3/6 in group B and 2/3 in group C.

4. Discussion

At the end of the 2-year study, 37/39 dogs that could be
evaluated showed a leishmanial infection (95%), confirm-
ing the extremely highL. infantum infection pressure in the
study site. Results have demonstrated that the MML antigen,
at the dose employed and in combination with MPL-SE or
Adjuprime as adjuvants, failed to confer protection on the
dogs, neither from naturalLeishmania infection nor from
disease progression. It is noteworthy that the only animals
scored symptomatic by the end of the study were from the
MML-vaccinated groups. These findings are somewhat unex-
pected, since previous small-scale studies on dogs performed
in the same study area, using a mixture of 15�g each/dose
of recombinant TSA, LmSTI1 and LeIF, plus Adjuprime as
adjuvant, had provided encouraging results (Gradoni et al.,
unpublished). In a first study, none of three naive beagles vac-
cinated with the antigen cocktail showed evidence of infec-
tion as compared to 7/7 control beagles that became positive
by serology and BM culture within 14 months from natu-
ral exposure to sandflies. When two of the vaccinated dogs
were re-exposed to a second sandfly season, they acquired
c re-
t ical
c vac-
c tion,
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i
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and IL-10 cytokines expressed by their unstimulated or
antigen-stimulated PBMC, which strengthens the evidence
for the absence of a polarized Th1/Th2 response to natural or
experimentalLeishmania infection in canines[11,12,30,31].

The outcome of present study also stresses the dramatic
differences that may exist between Phase I/II trials with
canine vaccines following single-dose experimental chal-
lenge with L. infantum amastigotes or promastigotes and
Phase III trials in vaccinated dogs naturally exposed to par-
asite transmission in endemic areas. From data available
on naturalLeishmania infection rates of phlebotomine vec-
tors and sandfly biting rates on dogs in rural settings of the
Mediterranean area, it can be inferred that, under optimal
vector conditions, canines may receive up to one infectious
bite/hour/night during warm months[32]. Although it was
demonstrated that a single infection of dogs can lead to
a long prepatent phase characterized by low expression of
cytokines, including those associated with a Th2 phenotype
[31], the overlap of several and prolonged immunogenic
stimuli may result in a variable immunological background.
Furthermore, under field conditions, other pathogenic agents
may contribute to an increased immunological susceptibil-
ity to Leishmania. During the present trial, all dogs showed
evidence ofEhrlichia co-infection, and it has been recently
demonstrated that this pathogen can downregulate canine
MHC class II receptors and, hence, impair cellular immune
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linical leishmaniasis within 2–6 months, but vaccine
reatment induced rapid improvement of the animals’ clin
onditions. In a second study, none of 7 young stray dogs
inated with the antigen mixture showed a patent infec
n contrast with 5/12 unvaccinated animals which bec
nfected within 12 months after naturalL. infantum expo-
ure. The contrasting results obtained in the present stu
pposed to the previous investigations may reflect differe

n the presentation of the immunogenic epitopes betw
he mixture of the individual recombinant antigens and
himeric trifusion protein, although the immune respons
he individual components appear to have been maint
n the latter case, as shown in a Balb/c mouse modelL.
ajor [17].
The low ability of MML to elicit cellular immune

esponses in dogs was evidenced by the scarce lymph
roliferative responses to the antigen detected in the p

ollowing the first vaccination, despite a high level of a
ML IgG produced by the animals. After a high proport
f vaccinated dogs have been infected byLeishmania, the

evels of proliferative response to MML increased in para
ith those to LSA, and this occurred also in unvaccin
nimals. Furthermore, the length of the periods devoid o

nfection or with a subpatent infection did not correlate w
he response levels to MML.

Preliminary results of an on-going analysis of cytoki
xpressed longitudinally by the dogs enrolled in
resent study (data not shown) indicate that animals
long-lasting subpatent condition and those with rap

rogressing disease, both exhibit elevated levels of
esponses[33]. In this respect, it is worth mentioning th
few months after field exposure, all dogs included

he present study showed a significantly decreased
pecific lymphoproliferative response to ConA mitogen
as previously reported from another study in beagle

34].

cknowledgements

This investigation was approved by the UNDP/Wo
ank/WHO Special Programme for Research and Tra

n Tropical Diseases (TDR) and funded by Novartis Ani
accines Ltd., Braintree, UK.

eferences

[1] Desjeux P. The increase in risk factors for leishmaniasis worldw
Trans R Soc Trop Med Hyg 2001;95:239–43.

[2] Lanotte G, Rioux JA, Perières J, Vollhardt Y. Ecologie des leis
manioses dans le sud de la France. 10. Les formes evol
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