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ABSTRACT

Background: Malaria still remains a life-threatening diseas@ldwide causing between
190 and 311 million cases of malaria in 2008. Dué¢he ever increasing resistance to
malaria drugs, source reduction has been recograzed complementary approach to
further reduce malaria transmission. Given thatawelability of suitable habitats for the
oviposition of anopheline mosquitoes increasesr theeeding and possibly malaria
transmission. We proposed that characterizing theding site of Anopheles is of major
importance for the transition from malaria conttol elimination in our study area.
However, information on the oviposition sites, @weristics and influencing factors of
breeding sites of Anopheles mosquitagedacking This study aimed to determine the
preferential oviposition sites, breeding site chteastics and related environmental
parameters.

Methods: A study was undertaken in Abraka, Delta State terd@ne the preferential
oviposition sites of Anopheles mosquito and chammt such sites. Potential larval
habitats that might harbor anopheline immaturesewsampled between August and
September. The larval sampling was done by thedatdndipping method. The habitats
were characterized based on substrate type, ttybidibitat type, algal coverage, canopy
coverage, surrounding vegetation, surface debdsdatance to the nearest house. A two
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way analysis of variance (ANOVA) was employed tst fer significant difference in the
occurrence of anopheline and culicine larvae indlierent aquatic habitats sampled.
Correlation analysis was used to assess the nmethilo between the environmental
variables and the occurrence of the anophelin@aéam the habitats sampled and also to
assess the relationship among the environmentablas examined.

Results: A total of 80 aquatic habitats in 8 sites were dach@and 1117 anopheline and
370 culicine larvae were collected. Microscopicnitfgcation of the adult Anopheles
mosquitoes yielded onlnopheles gambiae. There was no significant difference (P>0.05)
in the occurrencef anopheline and culicine larvae in the differertitets sampledyut
there was significant difference (P<0.05) for habitype distribution for anophelines
only and culicines only. Correlation analysis rdgdahat the occurrence of anopheline
larvae was correlated with some of the environmesmaables examined.

Conclusion: The results obtained indicate thfatopheles gambiae prefers open, sunlit
and undisturbed habitats for oviposition and thaibtic factors play a vital role in
larvae’s habitat preference. Thus such factors lghbe considered when designing an
integrated vector control programs.
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INTRODUCTION

Malaria still remains a major life-threatening @ise worldwide despite efforts made
towards controlling it. Globally it occurs in traal and subtropical regions. It is the
leading cause of morbidity and mortality and alsdheeat to the socio-economic
development of poor African countries. Accurateinegtes of the epidemiology and

burden of malaria are hard to pin-point, but therM/dHealth Organization (WHO)



estimated that between 190 and 311 million casesadéria occurred in 2008 [1]. The
emergence of highly drug-resistant parasites [4yiglerscores the need for prevention,
and suites of preventive interventions have producearked declines in malaria
infections and mortality in several sub-Saharanicafr settings [3-6]. In malarious
countries like the Nigeria, efficient interventiand preventive efforts must be guided by
understanding the distribution of productive bregdites.

The transmission of malaria parasite depends enathailability of competent
malaria vectors such as the anopheline mosquitakspugh different species of
anopheline mosquitoes are found in certain arelass The rate of malaria transmission
increases with the abundance of competent mal&atoss. In sub-Saharan Africa, the
primary vectors of malaria parasites are Amepheles gambiae senso stricto, Anopheles
arabiensis and Anopheles funestus and they show highly anthropophilic tendencies [7]
Approximately 70% of the total sub-Saharan Afrigaypulations live in areas infested
with malaria vectors, although urban areas typycéldve low anopheline mosquito
populations and less malaria as compared to ruealsg8]. It is generally thought that
the abundance of clear sun-lit and shallow bodiesvater makes rural population
especially vulnerable to increased contact withpletne mosquitoes. Likewise the
absence of suitable habitats and increased wat#utipp generally inhibits the
development of anopheline larvae in urban centeesulting in few Anopheles
mosquitoes [7]. Certain characteristics of sub-&ahafrican urban environment such as
high human population density, man-made depressluatsretain water and additional
habitat in form of domestic containers can alsedifthe overall propensity of an area to

harbour Anopheles mosquito [7].



The oviposition of anopheline mosquitoes is infleesh by physical parameters of the
water and the characteristics of the water thateseas a habitat for the larvae of the
anopheline mosquitoes. The presence of mosquiadan a collection of water is as a
result of the oviposition behaviour of gravid feegl[9]. Certain environmental factors
affect the presence of anopheline mosquitoes iraldtdt and there is evidence that
species presence and abundance are tied to specifionmental variables [10, 11].
Mosquito larvae are found in numerous habitats aadh habitat produces specific
mosquito species and show a seasonal successipecies. The larvae of anopheline
mosquito are found in certain habitats not all teibj depending on the suitability of the
habitat for their survival. The primary malaria t@cin sub-Saharan Africa\nopheles
gambiae and Anopheles arabiensis are typical r-strategists, which colonize tempyprar
habitats and rapidly increase in population sizés vell documented that the larvae of
both species frequently occur in small temporamgipsuch as pits, tire tracks and animal
foot prints [12-14]. A potentially important targef malaria vector control is the
immature stages of anophelines mosquitoes [15-F&jurce reduction through
modification of larval habitats has been an impartaol for malaria eradication efforts
in the United States, Israel and ltaly [12, 17].ndging the availability of water for
mosquitoes was also the key to successful malamdra programs in the Zambian
copper belt [18] and in Dares Salaam in Tanzanfa [lh sub-Saharan countries, larval
habitats of malaria vectors are widely distributedl these habitats are greatly reduced
during the dry season as a result of low availgbdf aquatic habitats. Some anopheline

mosquitoes are now beginning to develop adaptatiorsurvive in habitats were they



were previously not found.

The larval ecology of African malaria vectors Hasen a neglected area of
research. Entomologists have been reluctant toydtadal ecology [12]. One of the
reasons for the lack of ecological studies on aatipd larvae is the difficulty associated
with larval sampling from aquatic habitats in theld, especially when many larval
habitats are not permanent [12]. Studies have lweened out on the breeding of
mosquitoes in various habitats including test coeta in western Nigeria - Lagos state,
Ogun state and Oyo state. In Delta state not muark has been done on the breeding of
mosquitoes especially theeeding sites cdinopheline mosquitoes.

Having knowledge of the breeding habits and sffethe anopheline mosquitoes
and their ecology will be helpful in designing nbsé&ategies for malaria control in this
area.Therefore it is essential to investigaie preferential oviposition sites of anopheline
mosquitoes and the characteristics of such sitess& will provide vital information that
can be used in the reduction of anopheline breesiteg in Abraka and its environ thus
reducing malaria transmission.

Therefore, the main objectives of our study werelétermine the preferential
oviposition sites of anopheles mosquitoes in Abrakd to characterize these sites based
on certain habitat variables with the view that megults can provide viable information

for planning and implementing of anopheles lanaaltool programs in study area.

MATERIALS AND METHOD
Study Area

Abraka is located in Ethiope East Government AreB®elta state on latitude 857'N
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and longitude O®6’E. The annual rainfall in this area is 3978mmilevkthe mean annual
temperature is 30°6 The mean annual relative humidity is about 83%ckive
Department of Geography Weather Station- 1976-20@%raka has an estimated
population of 100,000. Peak rainfall generally asdaetween June and July. The Ethiope
River which has its source at Umuaja flows throédinaka. The people in this area are
farmers and traders and the major crops grownassava and oil palm.

Larval Sampling

Mosquito larvae were sampled from sites that migbtentially harbour immature
anopheline populations. Ten sites each were seldoben eight strategic locations in
Abraka. An aquatic habitat was first inspected ailyufor the presence or absence of
mosquito larvae. An aquatic habitat was considemegositive site if at least one
anopheles larvae could be found. According to tize sf the site, a representative
number dips were taken. Using standard dipper (35@minimum of 6 and maximum
of 60 dips were taken from each type of water bodly.sites were shallow and
collections were made between August and Septe088. Larvae sampling was done
once every two weeks for the two months of colewi Sampling was always done
between 7.00am and 11.00am in the morning and m@0l 6.00pm in the evening.
Larval Habitat Characterization

Both anopheline positive and anopheline negativbithiz were characterized with
respect to certain environmental variables. Therenmental variables recorded for each
selected aquatic habitat during the larval samplwege substrate type, turbidity, habitat
type, canopy coverage, vegetation, algae covermgtce debris coverage and distance

to the nearest house. Substrate types were ckbsifio mud, sand, clay and artificial



substrate without soil (e.g. brick or concrete)rbidity was measured by placing water
samples in glass test tubes and holding againsthidée vback ground and it was
categorized in three levels: clear, low and highe Rabitat types included water puddles,
ditches, gutters, metal containers, plastic coetaintyres and concrete tanks. Canopy
cover was defined as the amount of terrestrial ta#ig®m and other objects above the
habitat. Surrounding vegetation was recorded &grefresent or absent. Algal coverage
was recorded as either present or absent. Surlmésdoverage was recorded as either
present (that is the presence of particles andrrabte.g. polythene, decaying matter on
the surface of the water) or absent. Distance éonttarest house was estimated visually
as most of the aquatic habitatsreclose to houses.
Mosquito Culture and Identification

The larvae collected from positive sites were putplastic containers and
transported to the laboratory where they were doirtéo either anopheline or culicine
larvae. The absolute number of larvae gotten froenpositive habitats was determined
by removing all the larvae by hand with a plastigefte. The larvae were counted and
the number obtained recorded. Then the culicingatarwere discarded while the
anopheline larvae were transferred to another iplasntainer with food for the larvae
(low fat biscuit grinded with yeast). The larvaeraveeared to adults and the adults that
emerged were collected. The adults were knockeavinff chloroform vapour and then
each was preserved individually in a 1.5ml eppeintdre that had silica gel and cotton
wool. The adult anopheline mosquitoes were idedifimorphologically under a

stereomicroscope using the taxonomic keys of Gales Coetzee [19].



Data Analysis
A two way analysis of variance (ANOVA) was empdyto test for significant

difference in the occurrence of anopheline andcoi larvae in the different aquatic
habitats sampled and also to test for significaifér@nce in the habitat type distribution
for each species. The occurrence of a speciesfiisedeas the presence of a particular
species (or sub-family) in a sample regardless @émsity. Correlation analysis was used
to assess the relationship between the environinesriables and the occurrence of the
anopheline larvae in the habitats sampled andtalgssess the relationship among the

environmental variables examined.

RESULTS
4.1 Mosquito larval occurrence in the aquatic hab#ts sampled

Of the 80 aquatic larval habitats sampled 33 wmrsitive for both anopheline
and culicine larvae and they occurred as followatew puddle (25), concrete reservoir
(4), gutter (1), ditch (1), tyre (1) and plasticnt@iner (1). The anopheline larvae were
found in 30 of these habitats and 26 of them (32.6%& only anopheline (Table 1).
Culicine larvae were found in 7 of these habitatsl 8 of them (3.75%) had only
culicines while 4(5.0%) had both anophelines anlicioes. 47 of the larval habitats
(58.8%) encountered had no larvae in them (Tahl@1g two-way analysis of variance
(ANOVA) test indicated that there was no significdifference in the occurrence of the
anopheline and culicine larvae in the differenvéhmhabitats (Table 1; F=1.095, degrees
of freedom (df) = 3, P >0.05). But there was a iiggnt difference in the habitat type
distribution for the habitats with anophelines owoly culicines only (Table 1; habitats
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F=2.832, df=6, P<0.05).

Table 1. Habitat types and mosquito larval occurrege in aquatic habitats within the

study area

Larval habitat &g

No of Puddle Gutte Ditch Tyre Plastic  Concrete Metal
habitats r container reservoir container
(%)

Mosquito Species
Presence of 26(32.5) 21 1 1 0 0 3 0

anopheline larvae

only

Presence of culicine 3(3.75) 0 0 0 1 1 1 0
larvae only

Presence of both 4(5.0) 4 0 0 0 0 0 0

anopheline and

culicine larvae
Absence of both 47(58.8) 44 1 0 0 1 0 1

anopheline and

culicine

Total

80(100) 69 2 1 1 2 4 1




Occurrence of anopheline larvae in 8 different site sampled
A total of 1117 Anopheles larvae were collectedrfr80 aquatic habitats positive

for the anopheles larvae in seven of the eight ssmpled. The highest number of
positive habitats was encountered in Otorho (8cWhvas used as the rural control while
the least number of positive habitats was encoadter Ojeta (1). The highest number of
larvae 375(33.5%) were collected from Ajanomi whie least number 6 (0.5%) were
collected from Ojeta. The relative abundance ofdarin the positive sites was highest
(93.75) for Ajanomi and least (6) for Ojeta. Noviae were found in the entire habitats

sampled in Okpogoro (Table 2).
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Table 2. Occurrence of Anopheline larvae in 8 diffrent sites sampled

Sites No. of No. of habitats No. of Relative Larval no.
habitats  positive for larvae abundance per habitat
sampled anopheles larvae collected of larvae

(%) (%)

Ajanomi 10 4 (40) 375 (33.6) 93.75 37.5

Ekrejeta 10 6 (60) 280 (26.1) 46.6 28.0

Monkey joint 10 4 (40) 83 (7.4) 20.75 8.3

Urhuoka 10 3 (30) 37 (3.3) 12.33 3.7

lvie 10 4 (40) 71 (6.4) 17.75 7.1

Ojeta 10 1 (10) 6 (0.5) 6 0.6

Okpogoro 10 0 0 (0) 0 0

Otorho 10 8 (80) 265 (23.7) 33.13 26.5

Total 80 30 (37.5) 1117 37.23 13.96
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Characteristics of Aquatic Larval Habitats Sampled

The aquatic habitats sampled, both anophelinetip@sand anopheline negative
habitats were characterized based on the preseanabsence of certain environmental
variables. The environmental variables used wesedan observations made in the field
and information obtained at the time the larvaliteab were identified and characterized.
The environmental variables included substrate,tyypdidity, habitat type, distance to
the nearest house, algal coverage, surroundingtateme canopy coverage and surface
debris coverage. Majority of the larval habitatsipéed were water puddles (habitat type).
The distance to the nearest house for most ofahall habitats was less than 5 meters
(<5m) as most of them were close to or in fronhofises. The turbidity for each larval
habitat varied. For example, all the concrete raBes examined were clear while some
of the water puddles examined had high turbiditereas others were either clear or had
low turbidity. Some of the larval habitats charaizied had algal coverage while others
did not have. For example, some of the water pwsddel algal coverage while others did
not have. Also algal coverage was absent in all dbecrete reservoirs and ditch

examined (Table 3).
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Table 3 Characteristics of the larval habitats samled in Abraka, Delta state

Variables Puddle Gutter Ditch  Tyre Plastic Concrete  Metal
container reservoir  container

Substrate Mud, sand or Muddy/ Clay Rubbe Plastic Concrete Metal
type clay sandy r artificial

substrate

without

soil.
Turbidity Low/high Low/high High Low Clear/low Cér Clear
Habitat type  Water puddle Gutter Ditch Tyre Rast Concrete Metal

container reservoir container

Distanceto <5m <5m <5m <5m <5m <5m <5m
the nearest
house
Algal Present/absent  Absent Absent Absent PresentAbsent Absent
coverage absent
Surrounding Present/absent  Absent/ Present Absent Absent Present/  Absent
vegetation present absent
Canopy Present/absent  Absent Absent Absent PresentAbsent Absent
coverage Absent
Surface Present/absent  Absent Present Absent Absent sefftre Absent
debris absent
coverage
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Correlation between the environmental variables andoccurrence of the

Anopheles larvae

Table 4. Present data on the association betweeanivironmental variables and occurrence of the
Anopheles larvae. The results of the correlatioalyamis showed that the occurrence of Anopheles
gambiae adults was positively correlated with tlearcor low turbidity, absence of surface debris,
presence of surrounding vegetation and presenaetifitial substrate but negatively correlated
with high turbidity, presence of surface debris exage, absence of surrounding vegetation and
presence of soil substrate. For example, more alioyghlarvae occur in habitats that are clear or
have low turbidity because the amount of dissolerggen in habitats that are clear or have low
turbidity is higher than in habitats with high tidity. In this study, anopheline larvae were found
both in habitats that were clear or had low tutlyidnd in habitats that had high turbidity. Althéug

habitats that were clear or had low turbidity (&¥e more than those that had high turbidity (14).
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Table 4: Correlation between environmental variable and occurrence of Anopheles

larvae in the positive habitats sampled.

Variables No. of habitat positive for No. of larvae
Anopheles larvae collected

No of habitats positive for Anopheles larvae

No. of larvae collected 0.651

No. of habitats with high turbidity. - 0.637 - 0650

No. of habitats with clear or low turbidity. 0.637 0.606

No. of habitat with algal coverage. 0.346 0.305

No. of habitats without algal coverage - 0.346 306.

No. of habitat with canopy coverage 0.123 0.212

No. of habitats without canopy coverage -0.123 2120

No. of habitat with surface debris -0.795 - 0.460

No. of habitat without surface debris. 0.795 0.460

No. of habitats with surrounding vegetation. 0.678 0.413

No. of habitat without surrounding vegetation -fB6 - 0.413

No. of habitats with soil substrate. - 0.823 436

No. of habitats with Artificial substrate. 0.823 663

Correlation among the environmental variables

Several of the environmental variables were cotedlavhile others were not correlated.

There is a biological reason for many of them. &ample high turbidity was negatively

correlated with the absence of surface debris emeebecause the absence of surface

debris in a larval habitat reduces its turbidityt Bresence of surface debris increases the

turbidity of the larval habitat. Similarly, presenof algal coverage was positively

correlated with clear or low turbidity possibly laese algae may grow more in waters

that are clear or have low turbidity reasons nbly funderstood. There was no correlation

between presence of canopy coverage and surface @@@ata not shown).
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DISCUSSION

Anopheles mosquitoes use different aquatic habitat their oviposition and
knowledge of where they prefer to oviposit is intpat for designing effective larval
control programs targeted at modifying their habitéo reduce their numbers or
completely destroying them to eradicate mosquitdes. control ofAnopheles gambiae
through environmental control in several partsha world has been successful. Source
reduction through modification of larval habitatsshbeen an important tool for malaria
eradication efforts in the United States, Israetl dtaly [12, 17, 20]. Also source
reduction activities in Zambia seven decades agoced malaria incidence by 50% [18].
Eradication of introduceénopheles gambiae from the northeast coast of Brazil and the
Nile valley of Egypt [21], via antilarval measurpsovide additional examples where
source reduction was successful.

This study identified the preferential ovipositisites (habitats) of Anopheles
mosquitoes in Abraka, Delta State and charactetizese larval habitats (sites). But the
only anopheline species found in the samples Avapheles gambiae other anophelines
were not found. Seven larval habitats types weeatitled in this study and only 4 were
positive for anopheline larvae. Majority of the ftats positiveAnopheles gambiae were
water puddles and the occurrence of Amepheles gambiae larvae was highest in water
puddles. This study showed that not all the watetdes were positive for anopheles
larvae and it was observed during field samplireg thater puddles that were constantly
disturbed by the movement of vehicles did not hadomopheline larvae. The possible
reason for this could be because the developmenheofimmatures is indirectly and
unintentionally disturbed by human interferenceistlanophelines could not oviposit in

such habitats. Furthermore, our results suggestati@phelines prefer unshaded, sunlit
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and undisturbed habitats for oviposition. Mostha# tvater puddles were temporary, well
sunlit and unshaded. The frequent occurrence oAtiopheles gambiae larvae in small,
temporary and well sunlit habitats may be as alresiseveral factors. Three plausible
explanations for this phenomenon have been sughesiestly, all Anopheles gambiae
females preferentially select small, open, surdibitats for oviposition [22]. Secondly,
larval predation is less prevalent in temporaryitaéb than in large permanent habitats
[22]. Survivorship of Anopheles larvae can be higiheexposed habitats because higher
temperature can be detrimental to the presence aynother aquatic arthropods
including predators [23]. Thirdly, thé&nopheles gambiae is a typical r-strategist (a
species that is opportunistic and reproduces naputlien density- independent limiting
factors are not present), exploiting the increassdurces of warmer, open habitats that
tend to produce more algae (the main food sourceéhAnopheles gambiae) than do
shaded habitats [14]. Warmer temperatures encadhiersmall and open habitats during
day time hours shorten larvae to pupae developtirtaetand subsequent larval mortality
due to dessication is reduced [22]. Also warm temoees may allow more
microorganisms to grow, which provide food sourées mosquito larvae [11]. It is
assumed that thénopheles gambiae may have evolved to exploit these favorable
conditions by selecting small and open habitat®fgposition.

In several habitats sampled, anopheline and oelidarvae were found co-
existing, especially in water puddles. However mgmificant difference was detected for
the occurrence of the anopheline and culicine Riwahe different habitats sampled but
a significant difference was detected for the faliytpe distribution for each species. The

possible reason for this variability could be bessathe number of each habitat type
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sampled varied. For instance majority of the habismampled were water puddles and
anopheline larvae had a higher occurrence in wateldles than any other habitat
sampled. The occurrence of anopheline larvae waldrabitats may be affected by the
presence or absence of certain environmental lasabach of which may have a small
effect. Robertet al., [24] found that the occurrence and abundance aplagles
arabiensis larvae in permanent habitats (Marketlegawells) in Dakar, Senegal was
determined by many physiochemical and biologicatialbdes. The environmental
variables examined were not independent of eaddr.ofthis is consistent with the results
of Minakawaet al., [12] who found out that the environment varigbteey examined
when characterizing the larval habitats were ndependent of each other in their study
area. Ecological studies that attempt to tie thepghreles species presence or abundance
to a single factor have usually been successfuS{@opset al., 2007). But rather than
focusing on only one or two environmental fact@samining a broader array of habitat
variables provides a better opportunity to desctitbe habitat in greater detail with
relation to species [9] The occurrence of anopkelarvae was correlated with some
environmental variables examined in the larval taabi Some of the variables were
positively correlated with the occurrence of theo@meline larvae while others were
negatively correlated. High turbidity and preserfesurface debris was negatively
correlated with the occurrence of the anophelimeaka while low turbidity and absence
of surface debris was positively correlated with titcurrence of the anopheline larvae.
This result suggest that more anopheline larvadilkely to be found in habitats that are
clear or have low turbidity and surface debrishsemt than in habitats with high turbidity

and surface debris present. But Awoletal., [25], foundAnopheles gambiae breeding
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in polluted water bodies with turbidities as high490FAU in a site in urban Lagos. This
agreed with the findings of Keatireg al., [7], who found out that during their sampling
in Malindi Kenya, water bodies with polluted or ding debris were 14 times more
likely to have anopheline larvae as compared temaddies identified with no pollution
or floating debris. Also absence of surroundingetagion and presence of soil substrate
was negatively correlated with the occurrence ajpéweline larvae while presence of
surrounding vegetation and artificial substrate wassitively correlated with the
occurrence of the anopheline larvae. The reasolysalvbence of surrounding vegetation
and presence of soil substrate was negatively ledede with occurrence of the
anopheline larvae and presence of surrounding aggetand artificial substrate was
positively correlated with the occurrence of theg@meline larvae is not fully understood.
Distance to the nearest house was not considere icorrelation analysis because most
of the larval habitats sampled were less than Saadtom the nearest human habitation
and all the larval habitats from which anophelinevhe were collected were close to
houses. There were several instances when thendestwvas greater than 10 meters and
in such cases no larvae was found in such habifdis shows that anophelines are more
likely to lay eggs in habitats close to house ttiaose at a greater distance from houses.
These observations are consistent with that Minakaival., [12] who found that
Anopheles gambiae prefers laying eggs in habitats near house. Thalthat this may be
as a result of the limited flight of the gravid fal@s.

Based on observations made in the field, the &abiltaracteristics did not differ
much for the habitats sampled. Analysis of watemaistry of the habitats sampled was

not done due to logistic difficulties even thoughid important in determining the
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occurrence of anopheles larvae in aquatic habitdise purpose of this study was to
determine the preferential oviposition sites of pheles mosquitoes but the only
anopheline mosquito found in the sampled colleetad Anopheles gambiae. Thus the
result obtained demonstrated thatopheles gambiae the only anopheline mosquito
found in the samples collected prefers small, oemlit, temporary and undisturbed
habitats for their oviposition.
Conclusion

In summary, this study has shown tiaiopheles gambiae selects habitats for
oviposition that are suitable for the developmemd aurvival of their larvae and that
environmental variables affect oviposition siteeséibn byAnopheles gambiae. Control
programs targeted at the immature Anopheles specie=ducing the amount of suitable
habitats in proximity to vulnerable human populasicshould be devised to address the
problem of malaria in this area. Also to better ensthnd the relationship between
anopheline larval occurrence and environmentalabées, more variables should be
examined including detailed analysis on the wateenustry of the larval habitats.
Further studies consideringrger number of habitats would be required to validaie o
findings.
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