
VECTOR-BORNE DISEASES, SURVEILLANCE, PREVENTION

Development of the Gravid Aedes Trap for the Capture of Adult
Female Container–Exploiting Mosquitoes (Diptera: Culicidae)

ALVARO E. EIRAS,1,2 TAMARA S. BUHAGIAR,3 AND SCOTT A. RITCHIE3,4

J. Med. Entomol. 51(1): 200Ð209 (2014); DOI: http://dx.doi.org/10.1603/ME13104

ABSTRACT Monitoring dengue vector control by sampling adult Aedes aegypti (L.) recently has
beenused to replaceboth larval andpupal surveys.Wehavedevelopedandevaluated theGravidAedes
Trap (GAT) through a sequential behavioral study. The GAT does not require electricity to function,
and trappedmosquitoes are identiÞed easily during trap inspections. TheGATconcept relies on visual
and olfactory cues to lure gravid Ae. aegypti and an insecticide to kill trapped mosquitoes. Gravid
mosquitoes are lured to a black bucket base containing oviposition attractant (infusion) and are
trapped in a translucent chamber impregnated with a pyrethroid insecticide where they are killed
within 3Ð15 min. In semiÞeld observations, the GAT captured a signiÞcantly higher proportion of
gravid mosquitoes than the double sticky ovitrap. We also demonstrated that the visual cues of the
prototype GAT-LgBF (large black base bucket with a black funnel at the top of the translucent
chamber) captured a signiÞcantly higher proportion of gravid mosquitoes than the other prototypes.
The visual contrast created by the addition of a white lid to the top of the black funnel signiÞcantly
increased thenumber of captured gravidmosquitoeswhen comparedwith theGAT-LgBF in semiÞeld
trials. We conclude that the GAT is more efÞcient in recapturing gravid Ae. aegypti when compared
with sticky ovitraps. TheGAT is an effective, practical, low cost, and easily transportable trap, features
that are essential in large-scale monitoring programs, particularly in areas where funding is limited.
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Aedes aegypti (L.) is the primary vector of dengue
fever in the Americas, Asia, and tropical countries.
Because a vaccine is not commercial available, vector
control remains the key strategy for dengue interven-
tion (Simmons et al. 2012). Surveillance of the imma-
ture stages (larvae, pupae, or both) is still used in areas
where dengue occurs. Unfortunately, this method is
labor-intensive, and entomological indices generated
from these methods may be inappropriate to describe
the adult population and predict dengue transmission
(Focks 2003).

Egg sampling using oviposition traps (ovitrap; Fay
and Eliason 1966, Reiter et al. 1991) has been used
worldwide for �50 yr to detect the presence of adult
Ae. aegypti (Chadee and Ritchie 2010a) and their
spatial and temporal distribution (Honório et al. 2009,
deMeloet al. 2012), to study thedispersal of thevector
population (Maciel-de-Freitas et al. 2006a), and to
evaluate the efÞcacy of vector control strategies (Rus-
sell and Ritchie 2004). Although ovitraps are inexpen-
sive, easy to assemble andoperate, laboratory facilities

are required for egg counting, larvae rearing, and vec-
tor identiÞcation. Ovitrap collections also represent a
poor proxy for measuring adult abundance because of
“skip oviposition” behavior observed in Ae. aegypti,
whereby eggs laid during each gonotrophic cycle are
distributed among several oviposition sites (Colton et
al. 2003,Reiter 2007,Chadee2010,ChadeeandRitchie
2010b).

Sampling of adult container-breeding Stegomyia to
monitor mosquito densities and spatial and temporal
distribution has been a great contribution in the con-
trol of dengue vectors (Barrera 2011, de Melo et al.
2012). Backpack aspirators (Clark et al. 1994) rely on
the collection of adult mosquitoes inside and outside
premises. However, this method is labor-intensive,
requires entry into private dwellings, varies among
operators, and is not species-speciÞc. Sticky traps have
shown to be as effective as the aspiration technique
(Maciel-de-Freitas et al. 2008).

Collections of adult host-seeking Ae. aegypti using
traps such as the Center for Disease Control and Pre-
vention (CDC)backpack aspirator (Clark et al. 1994),
Fay-Prince trap (Canyon and Hii 1997), Encephalitis
vector surveillance (EVS) trap (Rohe and Fall 1979,
Russell andRitchie 2004), andBG-Sentinel trap (BGS;
Kröckel et al. 2006) have been reported. However,
when catch in these traps have been compared, the
BGS trap has been shown to be the most effective
(Maciel-de-Freitas et al. 2006b, Williams et al. 2006,
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Meeraus et al. 2008). The BGS trap collects both sexes
across different physiological groups, including nul-
liparous, parous, gravid, and blood-fed females (Ball
and Ritchie 2010). Because the BGS relies on elec-
tricity to power the fan motor that draws mosquitoes
into a collection bag, its use is limited to land-based
power sources or largebatteries,which areboth costly
and spatially limiting, particularly in developing coun-
tries, where Þnancial resources are limited.

The sticky ovitrap (SO) replaces the oviposition
substrate (e.g.,woodpaddle)with an adhesive surface
placed on the inner wall of the trap to capture gravid
females (Ordóñez-Gonzalez et al. 2001). Various
sticky trap designs have been developed and evalu-
ated in Þeld conditions to monitor vector abundance
(Ritchie et al. 2003, Fávaro et al. 2006, Facchinelli et
al. 2007, Chadee andRitchie 2010a) and to analyze the
association between adult abundance and risk of den-
gue transmission (Ritchie et al. 2004, Eiras and Re-
sende 2009, de Melo et al. 2012). Although sticky traps
have been developed in countries such as Mexico
(Ordóñez-Gonzalez et al. 2001), Australia (Ritchie et
al. 2004), Brazil (Gama et al. 2007), Italy (Facchinelli
et al. 2007), andChina (Zhang andLei 2008), themost
studied versions are the double sticky trap (Trinidad
and Australia; Chadee and Ritchie 2010a) and the
MosquiTRAP (Brazil; Eiras and Resende 2009).

In Brazil, the MosquiTRAP proved to be more sen-
sitive at detecting Ae. aegypti than larval surveys
(Gama et al. 2007) and the backpack aspirator (Ma-
ciel-de-Freitas et al. 2008), but less than or equally
sensitive to the ovitrap (Fávaro et al. 2006, Gama et al.
2007).TheMosquiTRAPhasbeenused formonitoring
Ae. aegypti abundance in entire cities through global
positioning system Þxed-position trapping and Web-
based (MI-Dengue) data management (Eiras and Re-
sende 2009), a cost-effective program for indicating
areas of high abundance for vector control (Pepin et
al. 2013).

In Australia, sticky traps have been used for oper-
ational denguevector surveillanceprograms inCairns,
Queensland, since 2004 (Ritchie et al. 2004, Azil et al.
2011). A new version of the sticky trap, the Double
Sticky ovitrap (DSO; Chadee and Ritchie 2010a), has
been developed to evaluate abundance of the dengue
vector in Trinidad and Cairns, Australia (Azil et al.
2011).

The number of adult mosquitoes captured with the
DSO and MosquiTRAP traps is relatively low (from 1
to 5 mosquitoes per week; Walker et al. 2011), and
there are operational complaints about the adhesive
strip during Þeld inspections (S.A.R., personal com-
munication).Dependingon the typeof adhesiveused,
mosquitoes collected by the sticky ovitrap can be
difÞcult to remove, preventing further processing for
virus detection using molecular techniques such as
polymerase chain reaction (PCR). To prevent the use
of adhesive strips and to increase the number of cap-
tured gravidmosquitoes perweek,wehavedeveloped
a novel gravid trap (hereafter referred to as the
“Gravid Aedes Trap”ÑGAT), designed to collect
gravid Ae. aegypti (patent pending). In the current

article, we describe the development and semiÞeld
trials evaluating the GAT.

Materials and Methods

Humanethics approval from JamesCookUniversity
(H3555)was granted for humanblood feeding used in
these experiments.

Mosquito Rearing. Ae. aegypti eggs were collected
from Parramatta Park, Cairns, Queensland, and the F2

generation was used throughout all experiments. Lar-
vae were reared in 3-liter white plastic buckets con-
taining 1.5 liters of tap water and were fed Þsh food
powder (TetraMin Rich Mix, Tetra Melle, Germany).
Adult mosquitoes were kept in 30- by 30- by 30-cm
cages (BugDorm-1, Mega View Science Co. Ltd., Tai-
wan) with a 25% honey solution. Females aged 5Ð10 d
old were blood fed on a human subject for 25 min
(human ethics approval from James Cook University,
H3555). Blood-fed mosquitoes were transferred into a
clearplastic container(1 liter)witha roughened inner
wall to allow mosquitoes to rest. The plastic container
was covered with a white mesh cloth (0.5 mm) and a
sponge pad (3 by 4 cm) soaked with honey solution
(50%) was provided as a sugar meal. Only gravid mos-
quitoes (4Ð7 d post bloodmeal) were used in Þeld-
cage experiments. Nulliparous females were used in
laboratory-based experiments when measuring the
rate of escape or knockdown effect. In preliminary
studies, we found nonblood-fed mosquitoes were
more activewithin the trap,more likely to escape, and
would spend less time resting on insecticide-treated
surfaces, therefore providing a “worst case scenario”
result for the traps.

Semifield Cages. Two outdoor semiÞeld cages, lo-
cated at the Cairns campus of James Cook University
(16.9� S, 145.8� E),were described previously (Darbro
et al. 2012). Each Þeld cage measured 7.0 by 5.5 by
4.0 m (140 m3). The cage consisted of an aluminum-
frame and polyester Tentex 72007 screen (1 mm
mesh), providing 90% shade to the interior. The con-
crete ßoor was covered with 10Ð15 cm of wood chip
mulch that was hosed with water to maintain high
humidity within the cages. The entrance to each cage
was constructed with an aluminum-framed anteroom
(1.3 by 2.0 by 2.0 m) using double curtains to prevent
mosquitoes fromescaping. Temperature andhumidity
inside the Þeld cages were recorded by a TinyTag
GeminiDataLogger(Chichester,WestSussex,United
Kingdom).

Field cage experiments were run simultaneously in
the two cages. The trap prototypeswere placed on the
ground, equidistant fromeach other (�3m) in aLatin
squaredesign.Groupsof 30Ð50gravidAe. aegyptiwere
released at the center of the Latin square, and the
number of capturedmosquitoes for each trap typewas
recorded after 24 h. Traps were rotated through the
Latin square to account for position effect. A sponge
pad(3by4cm) soakedwithhoney solution(50%)was
provided within the Þeld cage. The temperature and
relative humidity (RH) inside the semiÞeld cages
were 27.6 � 3.28�C and 82.7 � 7.48%, respectively.

January 2014 EIRAS ET AL.: DEVELOPMENT OF GRAVID Aedes TRAP 201



BasicDesignof theNewGAT.Thenewtrapconsists
of four basic components: 1) “the base”: a black matte
Þnish bucket; 2) “a translucent chamber”: a translu-
cent plastic container, inverted and snugly inserted
into the base; 3) “black nylon mesh”: nylon mesh (1
mm) placed between the translucent chamber and
base; and 4) “black funnel (entrance)”: a black funnel
inserted into the top of the translucent chamber (Fig.
1). Weekly prepared infusions, with �10 mg of alfalfa
pellets per liter of tap water, were used as an ovipo-
sition attractant (Ritchie et al. 2004) and placed in the
base of the trap. The black screen mesh provides a
barrier betweenmosquitoes and the infusion aswell as
retains dead mosquitoes without damaging them. The
inner wall of the translucent chamber is roughened
with sandpaper to enhance mosquito resting on the
plastic surface, thus increasing duration of exposure to
pesticide. A killing agent (e.g., surface spray insecti-
cide)also is applied to the innerwall of the translucent
chamber to kill mosquitoes through contact.

Preliminary video-recording observations showed
that once gravid mosquitoes entered the translucent
chamber of the trap via the funnel, many continued to
ßy around within the trap, but most did not escape.
After few minutes, gravid mosquitoes that made con-
tactwith the treated surface of the trapwere dead and
were retained on the surface of the black screenmesh.

Optimizing the New Gravid Trap. Experiment 1:
Comparison of the GAT with the DSO in Semifield
Condition. This experiment compared the GAT con-
cept with that of the DSO (Chadee and Ritchie
2010a). The GAT and DSO were similar in size and
shape. Both consisted of a 1.2-liter black base contain-
ing the same infusion (12.5 cm in diameter by 12.0 cm
in height by 11.0 cm in diameter). Unlike the trans-
lucentbucketused in theGAT, the tophalf of theDSO
consisted of a black plastic bucket (12.5 cm in diam-
eter by 12.0 cm in height by 10.5 cm in diameter). The
GAT and the DSO each have an entrance measuring

9.5 and 9 cm, respectively. However, the GAT uses a
black entry funnel (9.5-cm-diameter inner top by 4.5-
cm-diameter inner bottom and 8.0 cm in height)
placed at the top to elicit entry of mosquitoes into the
trap. Mosquitoes were trapped in the DSO by a 21.5-
by 5-cm plastic strip coated with polybutylene adhe-
sive (UVR 32, Atlantic Paste and Glue, Brooklyn, NY)
tied to the innerwall of thebucket.TheDSOwasÞlled
with infusion to the level of the sticky card, whereas
the GAT was Þlled with 600 ml. Mosquitoes were
unable to reach the infusionof theGATbecauseof the
black nylon mesh.

Four treatments were tested as follows: 1) un-
treated GAT as control; 2) GAT treated with surface
spray (GAT � SS), whereby the inner wall of the
transparent chamber was treated with an insecticide
(Mortein Outdoor Barrier Surface Spray, imiprothrin
0.3 g/kg and 0.6 g/kg deltamethrin [a.i.], Reckitt Ben-
sckiser Pty. Ltd., West Ryde, New South Wales, Aus-
tralia) at least 24 h before the tests, as recommended
by the manufacturer; 3) GAT � metoßuthrin (GAT �
M) composed of a 4- by 4-cm metoßuthrin-impreg-
nated paper (methoßuthrin 4.205% [a.i.], Active Air,
Mortein, Reckitt Bensckiser, Pakistan) placed on the
innerwall of the translucent chamber; and 4) theDSO
as control.

Experiment 2: The Effect of Trap Size and Funnel
Color on the Capture of Gravid Mosquitoes in the GAT
in Semifield Condition. Four GAT prototypes were
constructed to evaluate the effect of trap size and
funnel color: 1) “Small Trap with Black Funnel
(SmBF)”Ñthe GAT as described in experiment 1; 2)
“Small Trap with Translucent Funnel (SmTF)”Ñthe
GAT as described in experiment 1 with a translucent
funnel; 3) “Large GAT with Black Funnel (LgBF)Ña
10-liter black bucket base (base of 20 cm in diameter
by top of 25 cm inner diameter and 24 cm in height)
Þlled with 3 liters of alfalfa infusion and a translucent
chamber (22-cm-diameter base by 18-cm-diameter
top and 18 cm in height) with an opening at the top
(11.5 cm in diameter) where a black matte funnel
(11.5-cm-diameter base by 13 cm in diameter and 14
cm in height) was inserted; and 4) “Large GAT with
Translucent Funnel (LgTF)”Ñthis prototype is sim-
ilar to the LgBF, except that the funnel was translu-
cent. The inner walls of the transparent chamber for
small and large GATs were treated with the surface
spray used earlier 48 h before the tests. This experi-
ment was conducted in semiÞeld cages using a 4 by 4
Latin square design with three replicates.

Experiment 3: Comparison of Knockdown Time of
Mosquitoes Exposed to Three Different Insecticides
Within the GAT in Laboratory. This experiment mea-
sured the knockdown time of different killing agents
applied to the interior of the translucent chamber of
the GAT prototype LgBF (as described in experiment
2) and was conducted under laboratory conditions at
27�C and 65% RH. Three insecticide treatments were
applied to the interior of the GAT. The Þrst two treat-
mentswere both surface sprays:Mortein (Imiprothrin
0.3 g/kgwith 0.6 g/kgDeltamethrin) andDemand (25
g/liter �-cyhalothrin [AI], Syngenta Crop Protection

Fig. 1. Basic components of the new GAT: (a) black
matte bucket base; (b) hay infusion; (c) translucent cham-
ber; (d) black screen mesh; and (e) black funnel.
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Pty. Ltd., North Ride, New South Wales, Australia)
both applied at labeled rates at least, 24hprior the test.
The third insecticide treatment, metoßuthrin-impreg-
nated paper (containing 26 mg [AI]; Active Air,
Mortein, Reckitt Bensckiser Pty. Ltd., West Ryde,
New South Wales, Australia), was applied as a 4- by
4-cm impregnatedpaper square, placedon the interior
of the translucent chamber. An untreated GAT was
usedas thecontrol.The translucent chambers for each
treatment, including a control, were placed on awhite
horizontal surface for observation. The black funnel
entranceof theGATwas closedoff using a transparent
lid to preventmosquitoes fromescaping.Groups of 10,
5- to 10-d-old nulliparous female Ae. aegypti were
introduced gently into the middle section by means of
an aspirator. The number of mosquitoes knocked
down at 1-min intervals was recorded over a 20-min
period. “Knocked down” mosquitoes are partially par-
alyzed and unable to ßy or maintain a standing posi-
tion, an effect that usually occurs before death ensues
in insects exposed to insecticides. In total, six repli-
cates were completed for each treatment.

Experiment 4: Escape Behavior of Mosquitoes Within
the GAT Trap. This experiment evaluated the ability
of female Ae. aegypti to escape from the complete
Large bucket with Black Funnel (LgBF) prototype,
including the base holding the alfalfa infusion.
Three treatments were evaluated: 1) surface spray
(Mortein) applied to the interior of the translucent
chamber 48 h before the test; 2) 4- by 4-cm metoßu-
thrin paper placed inside the inner translucent cham-
ber of the GAT; 3) GAT without insecticide as a
control. The three GATs were placed on a bench
under laboratory conditions maintained at 27�C and
65% RH. An empty mosquito cage (30 by 30 by 30 cm)
was placed on top of the black funnel entrance of each
GAT to collect escaping mosquitoes. For each repli-
cate, a group of 10 nulliparous, 5- to 10-d-old female
Ae. aegypti were gently released into the translucent
chamber of each GAT by a manual aspirator. The
number of mosquitoes that escaped over a 30-min
period was recorded, and their mortality was moni-
tored after 2-h test period. In total, 10 replicates were
completed for each treatment.

Experiment 5: Evaluation of Insecticide-Impregnated
Mesh on the Efficacy of the GAT in Semifield Condition.
In earlier experiments, we observed that on occasion,
a few test mosquitoes penetrated the mesh and were
found dead ßoating in the infusion after a 24-h test
period. We therefore decided to impregnate the black
mesh with a surface spray (Mortein Barrier Outdoor
Surface Spray) 48 h before the tests. We assumed that
gravidmosquitoeswere found in the infusionbecause of
their persistence to oviposit. The direct comparison be-
tween treated and nontreated black mesh was carried
out in the semiÞeld condition with the GAT (LgBF; Fig.
1). In total, eight replicates were completed.

Experiment 6: The Effect of a Black lid to Enhance
GAT Captures of Gravid Ae. aegypti in Semifield Con-
dition. The aim of adding a black lid to the GAT was
to both protect the trap from rain and to increase its
trapping efÞcacy by enhancing visual cues. We as-

sessed three GAT prototypes using the GAT-LgBF as
follows: 1) a control using the unmodiÞed GAT-LgBF
(Fig. 2a); 2) GAT with a 30-cm-diameter black lid
(GAT � L), placed on top of the funnel 5.5 cm above
the translucent chamber, and four entrance windows
(7 by 5 cm) cut into the funnel to facilitate mosquito
entry(Fig. 2b); 3)GATwithhigh lid(GAT�HL), the
black lid was placed 12 cm above the translucent
chamber and four entrancewindows (8by 6 cm)were
cut into the funnel (Fig. 2c); and 4) GAT with high
open lid (GAT � HOL), similar to GAT � HL, except
that the funnel entrance windows were larger (12 by
8 cm; Fig. 2d). The inner walls of the transparent
chambers were treated with the insecticide Mortein,
48 h before the tests. A Latin square (4 by 4) was set
in the semiÞeld cage with eight replicates.

Experiment 7: The Effect of Black Bucket Height and
Black and White Contrast on GAT Captures of Gravid
Ae. aegypti in Semifield Conditions. This experiment
evaluated the effect of visual cues of the GAT base
(black matte bucket) and the black and white visual
contrast created by adding awhite lid above the trans-
lucent chamber and the black entry funnel. Four pro-
totypes of the GAT-LgBF were evaluated: 1) the con-
trol, a LgBF without any modiÞcations (GAT; Fig. 1);
2) the LgBF with a white lid (35 cm in diameter)
placed above the translucent chamber to create a
black and white contrast (GAT � WL); 3) a short
bucket GAT (base of 20 cm in diameter by top of 23
cm of inner diameter and13 cm in height), similar to
the LgBF, except that the top of the black bucket was
shortened to fully expose the translucent chamber
(SB); and 4) a short bucket GAT with a white lid
(SB � WL) similar to the SB, except that the white lid
was placed above the translucent chamber. The inner
walls of all transparent chambers were treated with
Mortein surface spray 48 h before testing. The four
GAT prototypes were evaluated in a Latin square
design (4 by 4) in the semiÞeld cage and rotated every
24 h, for 16 replicates.

Fig. 2. Evaluation of black lid on the large GAT proto-
types on the capture of gravid Ae. aegypti in semiÞeld con-
ditions (experiment 6). (a)GATas control (no lid); (b)GAT
with a 30-cm-diameter black lid (GAT � L) with four en-
trance windows (7 by 5 cm); (c) GAT with high lid (GAT �
HL), the black lid was placed 12 cm above the translucent
chamber and four entrance windows (8 by 6 cm); and (d)
GAT with high open lid (GAT � HOL) with four entrance
windows (12 by 8 cm).
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Experiment 8: The Effect of a Black and White Con-
trast on GAT Captures of Gravid Ae. aegypti in Semi-
field Condition. This experiment further studied the
effect of black and white visual cues in the GAT. Two
prototypes of the GAT-LgBF were evaluated: 1) the
GAT without any visual modiÞcations (Fig. 1) as a
control and 2) the GAT with a white matte lid (35 cm
indiameter)placedat the topof the translucentcham-
ber. The two GAT prototypes were evaluated in the
semiÞeld cage and rotatedevery 24h, for 12 replicates.

Data Analysis. In all semiÞeld cage experiments,
gravid mosquitoes that were not captured by the traps
were not removed after each replicate. Therefore, the
number of gravid mosquitoes available for capture
differed in each replicate. SemiÞeld cage results were
analyzed as the proportion of mosquitoes per trap in
relation to the total numberof gravid capturesperday.
Proportion captured was transformed by arcsine and
initially analyzed using a two-way analysis of variance
(ANOVA)to test for trappositionand type;wedidnot
analyze for day (time), as the total proportion (1.0)
was identical for each days captured cohort, thereby
eliminating any day effects. In all trials only trap type
was signiÞcant (P � 0.05). Therefore, we conducted
a one-way ANOVA to compare trap types, and used a
post hoc test (TukeyÕs test; P � 0.05) in GraphPad
Prism version 5.0 (GraphPad Software, San Diego,
CA) to separate trap type means. In semiÞeld exper-
iments where only two treatments were used, the
proportion of captured mosquitoes per replicate was
comparedusinga t-test.Escapebehaviordata fromthe
GAT experiments performed in the lab, did not follow
a normal distribution. Data were transformed using
arcsine and submitted to a Kruskal-Wallis test.

Results

Experiment 1: Comparison of the GAT with the
DSO. The results showed that the GAT impregnated
with insecticide captured a signiÞcantly higher pro-
portion of gravid mosquitoes than the DSO (ANOVA;
F � 7.52; df � 3, 7; P � 0.001). Therewas no signiÞcant
difference in proportion captured between the GAT
without insecticide and the DSO (Fig. 3).

Experiment 2: Trap Size and Funnel Color Effects
on theCapture ofGravidMosquitoes in theGAT.The
proportion of gravid Ae. aegypti captured by different
trap sizes and funnel colors differed signiÞcantly
among treatments (ANOVA; F � 32.05; df � 3, 28; P �
0.001). The large bucket prototypes of the GAT, re-
gardless of funnel color, captured themostmosquitoes
(Fig. 4). The black funnel of the large GAT (LgBF)
signiÞcantly enhanced the capture of gravid Ae. ae-
gypti when compared with the GAT containing the
translucent funnel (LgTF; P � 0.05). Therefore, the
large GAT trap using the black funnel (LgBF) was
chosen for all subsequent experiments.

Experiment 3: Knockdown Time of Mosquitoes In-
side the GAT Trap Exposed to Three Different In-
secticides.Mosquitoes introduced into the translucent
chamber of the control GAT (without insecticide)
ßew for a few seconds and then quickly rested on the
roughwallwithnoknockdowneffect.However,when
mosquitoes were released into the treated GATs, re-
gardless of the type of insecticide used, ßight activity
increased immediately. Mosquitoes appeared to be
agitated; thus, ßight patterns were erratic, causing
them to make frequent contact with the treated sur-
face as they tried to escape from the trap. Within
minutes they were knocked down. Some mosquitoes
in the treated traps did rest on the rough impregnated
surface and within minutes they also were knocked
down. The knock down time varied between different
insecticide treatments. Metoßuthrin showed 100%
knockdown at 3 min, whereas the surface sprays re-
quired �15 min (Fig. 5).

Experiment 4: Escape Behavior of Mosquitoes from
the GAT Trap in Laboratory. As observed in experi-
ment 3, test mosquitoes introduced into the translu-
cent chamber of the untreated GAT ßew for a few
seconds and then rested on the inner wall. In traps
treated with insecticide, ßight activity increased, and
�10% of mosquitoes escaped the trap within the Þrst
5 min. After this 5-min period, mosquitoes became
inactive within the trap. The highest percentage of
mosquito escape was observed in the untreated GAT
after a 30-min test period. However, no signiÞcant

Fig. 3. Experiment 1:Comparisonbetween theDSOand
the new GAT, GAT impregnated with spray surface (GAT �
SS) and with metoßuthrin (GAT � M) in trapping gravid Ae.
aegypti in semiÞeldconditions. Scalebarswith the same letter
are not signiÞcantly different (P � 0.05, TukeyÕs honestly
signiÞcant difference [HSD]).

Fig. 4. Experiment 2: Evaluation of different GAT pro-
totypes on the capture of gravid Ae. aegypti in semiÞeld
conditions. SmTF, small trap with transparent funnel; SmBF,
small trap with black funnel; LgTF, large trap with transpar-
ent funnel;LgBF, large trapwithblack funnel. Scalebarswith
the same letter are not signiÞcantly different (P � 0.05;
TukeyÕs HSD).
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difference in escape was observed between treated
and untreated traps under laboratory conditions
within the 30-min treatment period (Kruskal-Wallis
test; P � 0.37; Fig. 6). The mortality rate after 2 h of
those escaped mosquitoes from insecticide-impreg-
nated GAT was 100%, whereas no mosquito death was
observed in control traps without insecticide.

Experiment 5: Evaluation of Insecticide-Impreg-
nated Mesh on the Efficacy of the GAT in the Semi-
field Condition. The GAT with an insecticide-impreg-
nated mesh captured a comparable percentage of
mosquitoes (43.9 � 3.83%; 95% CI � 35.0Ð52.8%) as
GATs containing untreated mesh (56.1 � 3.82; 95%
CI � 39.3Ð72.9%; t-test; t � 1.609; df � 9; P � 0.14).
Mosquitoes were not observed to penetrate the nylon
mesh in both the treated and untreated GAT.

Experiment 6: TheEffect of a BlackLid toEnhance
GAT Captures of Gravid Ae. aegypti. The addition of
a black lid to the GAT (LgBF) signiÞcantly reduced the
proportion of gravid mosquitoes captured (ANOVA;
F � 18.52; df � 3, 60; P � 0.001). Although the
addition of a black lid of increasing height above the
trap entry increased captures of gravid Ae. aegypti,
the control GAT captured a signiÞcantly higher

proportion than all GAT prototypes with black lids
(Fig. 7).

Experiment 7: The Effect of Black Bucket Height
and Black and White Contrast on GAT Captures of
Gravid Ae. aegypti. The base bucket height and the
black and white contrast on the GAT signiÞcantly
increased the capture rate of mosquitoes (ANOVA;
F � 9.37; df � 3,28; P � 0.001). There was a signiÞcant
decrease in the captureof gravidmosquitoeswhen the
height of the black bucket was reduced (Fig. 8). The
standardGAT-LgBFwithawhite lid capturedahigher
proportion of mosquitoes than the unmodiÞed GAT-
LgBF.

Experiment 8: The Effect of Black and White Con-
trast on GAT Captures of Gravid Ae. aegypti. In a
direct comparison, the GAT-LgBF with a white lid
(black and white contrast) captured a signiÞcantly
higher (mean � SEM) percentage of gravid mosqui-
toes (56.6 � 2.45%) than the control GAT-LgBF
(43.5 � 2.44%; t-test, t � 2.676; df � 11; P � 0.05).

Discussion

Through sequential behavioral studies under both
laboratory and semiÞeld conditions, we have devel-
oped a new gravid trap, the GAT, to capture adult

Fig. 5. Experiment 3: Percentage knockdown of female
Ae. aegypti in GAT trap translucent chamber treated with
different insecticides in laboratory condition. Active ingre-
dientsof insecticides aremetoßuthrin(Mortein-Air), surface
spray (Mortein Outdoor Barrier Surface Spray; [a.i.] imipro-
thrin and deltamethrin), and �-cyhalothrin (LC; Demand);
see text for details.

Fig. 6. Experiment 4: Percentage of female Ae. aegypti
escaping from the untreated GAT (control); GAT treated
with metoßuthrin-impregnated paper (GAT � M); GAT
treated with a surface spray insecticide (GAT � SS) after
30-min interval. Scale bars with the same letter are not sig-
niÞcantly different (P � 0.05, TukeyÕs HSD).

Fig. 7. Experiment 6: Percentage of gravid Ae. aegypti
captured in GAT with a black lid in semiÞeld conditions.
GAT, Gravid Aedes Trap (control); GAT � L, trap with a
black lid; GAT � HL, trap with high lid; GAT � HOL, trap
withhighopen lid. See text for further details. Scale barswith
the same letter are not signiÞcantly different (P � 0.05,
TukeyÕs HSD).

Fig. 8. Experiment 7: Percentage of gravid Ae. aegypti
captured in GAT compared with four different GAT proto-
types in a semiÞeld conditions. LB, large bucket GAT (as
control); LB � WL, large bucket with white lid; SB, small
black bucket; SB � WL, small bucket with white lid. Scale
bars with the same letter are not signiÞcantly different (P �
0.05, TukeyÕs HSD).
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female container-exploiting mosquitoes, speciÞcally
Ae. aegypti. We evaluated the main physical compo-
nents of the GAT: the black base bucket, the translu-
cent chamber impregnated with insecticide, and the
entrance funnel, by exploring different variations and
modiÞcations of the basic trap design.

Of all prototypes evaluated, the GAT with a large
bucket and black funnel (LgBF) proved to be the
more effective in collecting gravid mosquitoes than
any other prototype tested here, and will be referred
to as the standard GAT used in the Þeld validation
study (Ritchie et al. 2014). The GAT-LgBF with a
white lid, producing a blackÐwhite contrast, did out-
perform the standard LgBF in semiÞeld conditions.
Because gravid Aedes mosquitoes are highly attracted
to black containers for oviposition, the GAT concept
of a black top entrance relies speciÞcally on this be-
havior to induce gravid Ae. aegypti to enter the trap by
ßying downward. The same concept has been used in
several mosquito trap designs aimed at Ae. aegypti,
including the ovitrap (Fay and Eliason 1966), the BGS
(Kröckel et al. 2006), and sticky traps (Ritchie et al.
2004,Gamaet al. 2007, Facchinelli et al. 2007,Eiras and
Resende 2009, Chadee and Ritchie 2010a). We have
shown here that the transparent funnel placed at the
top of the translucent chamber does not elicit gravid
mosquitoes toenter theGAT(Fig. 3), regardlessof the
size of the black bucket. Therefore, the GAT black
funnel entrance is crucial to elicit trap entering be-
havior by gravid Ae. aegypti.

Visual cues have a great inßuence on the selection
of breeding sites by gravid Ae. aegypti (Clements
1992). Trap size and theblack color are likely themain
visual cues for these gravid mosquitoes. We observed
that the large GAT (LgBF; 10-liter black bucket) was
signiÞcantly more effective in capturing gravid mos-
quitoes than the small bucket version of the trap (1.5-
liter black bucket). Despite the fact that both the
small- and large-sized GATs had a similar design, the
increased visual cue elicited by a larger trap size was
a stronger stimulus than the trap design itself. More-
over, we also evaluated a prototype using the large
base bucket (LgBF) cut to half its standard height for
the translucent chamber to be more evident in size
(SB, Fig. 8). Interestingly, as a result, we observed a
signiÞcant decrease in capture, likely because of the
decrease in size of the black bucket base, thereby
reducing the visual signal. Therefore, we believe that
theblackbaseof theGAT is crucial in attractinggravid
mosquitoes, and the black funnel is essential for en-
trance of mosquitoes into the trap.

Similar to the passive box trap (Ritchie et al. 2013),
theGATdesign is basedon theconcept of theMcPhail
ßytrap (Thomas et al. 2001,Dṍaz-Fleischer et al. 2009).
The top sectionof the trap consists of a clear container
where trapped insects unsuccessfully attempt escape
as they are drawn to ßy into the walls of the translu-
cent chamber by a light stimulus. Laboratory obser-
vations and behavioral recordings of gravid mosqui-
toes near the GAT, showed that once within the trap,
the mosquitoes made contact with the treated walls,
became agitated, and kept ßying within the translu-

cent chamber where they continually contacted the
treated wall. Eventually they rested on the wall and
were soon “knocked-down.” Our behavioral studies
using wild strains of Ae. aegypti demonstrated that
trapped mosquitoes were killed within 3 min with
metoßuthrin and within �15 min for Mortein and
Demand. Laboratory observations also showed that
those fewmosquitoes that escaped from theGATdied
within 2 hr, indicating they had insecticide exposure.
Although the pyrethroids evaluated in the current
study were effective in knocking-down the test mos-
quitoes, further behavioral studies should be under-
taken to determine the class of insecticide to be used
in areas where mosquitoes have developed resistance.

Owing to the presence of an infusion (or water) in
the base of the GAT, trapped mosquitoes are tempo-
rarilyhousedwithinahumidandprotectivecontainer.
Therefore, trapped mosquitoes are less likely to rap-
idly desiccate, but may be subject to fungal growth.
Therefore, the ability to identify and potentially de-
tect arboviruses (such as dengue viruses [DENV] and
chikungunya virus [CHIKV]) and Wolbachia infec-
tion in mosquitoes housed in the GAT could be com-
promised and needs investigation.

The GAT concept captured a signiÞcantly higher
number of gravid mosquitoes than the DSO (Chadee
and Ritchie 2010a) in semiÞeld conditions. Although
the sticky trap has been considered as a standard trap
for monitoring adult abundance in dengue virus sur-
veillance programs in Australia (Azil et al. 2011), its
uses have limitations, mainly because of the availabil-
ity, cost, and stickiness of the adhesive strip. In Aus-
tralia, the DSOs adhesive is wet and effective for
retainingmosquitoes in the trap; however, it is difÞcult
to retrievedead insects.Owing to its “messy”handling,
solvent occasionally is required to assemble and in-
spect large numbers of traps in the Þeld. However, the
adhesiveused in theMosquiTRAP(Eiras andResende
2009), the sticky card, is dry, and there are no com-
plaints regarding its handling in the Þeld; however, its
adhesive is less effective in retaining adult mosquitoes
when compared with the DSO (A.E.E., unpublished
data). We believe that the GAT design can overcome
the problems seen with the adhesive card of sticky
ovitraps. We understand the limitations of evaluating
a novel design in a semiÞeld cage environment, and
therefore we believe it is essential that studies com-
paring the GAT, the DSO, and the MosquiTRAP
should be conducted in the Þeld to conÞrm the results
reported here.

It is important to emphasize that the killing agent
(insecticide) applied to the inner wall of the translu-
cent chamber of the GAT must have a rapid knock-
downeffect to prevent escapeofmosquitoes that have
entered the GAT. In this current study, we only eval-
uated three pyrethroids (imiprothrin, deltamethrin,
and �-cyhalothrin) that have been effective in dengue
vector control programs in Australia (Ritchie et al.
2001). Deltamethrin and �-cyhalothrin are odorless
low-irritant surface sprays with low mammalian tox-
icity and good persistence. The great advantage of
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using these insecticides is that they are commercially
available in many countries for domestic use.

Metoßuthrin is a synthetic pyrethroid that is �40
times as potent as D-allethrin in a mosquito coil for-
mulation (Ujihara et al. 2004). Surprisingly, metoßu-
thrin revealed a fast knockdown effect (�3 min).
Although it has been considered a potent mosquito
repellent, metoßuthrin did not inhibit entrance of
gravid Ae. aegypti into the GAT. Unfortunately, this
product is commercially available in few countries,
thus, limiting its use in the GAT.

The black screen nylon mesh of the GAT has an
important role as a barrier. First, it prevents trapped
mosquitoes from contacting the infusion and depos-
iting eggs. Second, it retains dead and dying mosqui-
toes, thus facilitating the collection and identiÞcation
of captured mosquitoes during trap inspections. Last,
it prevents adult emergence, in the event that eggs do
reach the infusion and larval development does occur.
To prevent the latter, we recommend the use of lar-
vicides and pupicides, such as methoprene, to be
placed within the infusion. In our studies, we found
that the nylon screen does not require insecticide.

We also evaluated the effect of increasing the black
visual cue of the GAT by the addition of a black matt
lid placed above the black entrance funnel with the
idea that the black lid would both protect the trap
fromrainanddirect sunlight inÞeldconditions, aswell
as increase theblackvisual signalof the trap.However,
the black lid reduced the capture ratewhencompared
with the control GAT (LgBF) in semiÞeld conditions.
The use of a black lid to protect captured mosquitoes
from rain has been reported with the sticky trap (Fac-
chinelli et al. 2007).Weobserved in the semiÞeld trials
that released gravid mosquitoes typically ßew around
the outside of the black bucket base and the black
funnel entrance of the GAT. We believe that gravid
mosquitoes primarily are attracted to the black bucket
base, andonce increasing theßight activity around the
trap, they eventually Þnd the black funnel entrance to
the trap.

Interestingly, by adding a white lid to the GAT,
placed between the top of the translucent chamber
and the black funnel entrance, trap captures of gravid
Ae. aegypti increased signiÞcantly when directly com-
pared with the control GAT (LgBF) in semiÞeld con-
ditions. This is likely a result of the black and white
contrast produced by the white lid and the black
components of the GAT, mainly the black funnel en-
try. The use of a blackÐwhite contrast around the
entrance of a trap also has been reported for the BGS
trap(Kröckel et al. 2006). In addition toenhancing the
efÞcacy of the trap in recapturing gravid mosquitoes,
it may also have the advantage of protecting the trans-
lucent chamber from direct sunlight.

Olfactory cues are also important stimuli for attract-
ing and stimulating gravid Ae. aegypti mosquitoes to
oviposit in an ovitrap (Clements 1992). Although we
did not evaluate the role of olfactory cues in the GAT,
infusions of organic materials have been shown to
enhance oviposition responses of gravid Ae. aegypti
(Ritchie et al. 2004, Santana et al. 2006). It is well

known that sticky or ovitraps baited with infusions
continue to produce odors after a few weeks in the
Þeld but infusions older than 25 d began to inhibit
attraction, oviposition, or both (SantÕAna et al. 2006).
Therefore, further olfactory studies should be under-
taken to evaluate the use of synthetic oviposition at-
tractants in the GAT to replace infusions.

Although the GAT originally was designed to sam-
ple and kill Ae. aegypti mosquitoes, this trap could
potentially be used to sample other adult container-
exploiting female mosquitoes, such as Culex quinque-
fasciatus Say (West Nile virus vector) and Aedes al-
bopictus (Skuse) (dengue, chikungunya, and yellow
fever virus vector). However, Þeld studies should be
conducted to conÞrm the efÞcacy of the GAT in trap-
ping these mosquito species.

In conclusion, our study using semiÞeld conditions,
indicated that the GAT is an efÞcient tool in recap-
turing gravid Ae. aegypti with the potential to replace
sticky ovitraps for vector monitoring programs. How-
ever,Þeld studiescomparing theGATwith sticky traps
and BGS are required to conÞrm its efÞcacy in the
Þeld. The GAT is a practical, low cost, and easily
transportable trap.Owing to its simplicityandefÞcacy,
it alsoenablesusers to identifymosquitoeseasily in the
Þeld. These features are ideal for use in large-scale
monitoringdenguevector, particularly inareas suchas
developing countries, where resources are limited.
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Codeço, and R. Lourenço-de-Oliveira. 2006a. Move-
ment of dengue vectors between the human modiÞed

environment and an urban forest in Rio de Janeiro.
J. Med. Entomol. 43: 1112Ð1120.

Maciel-de-Freitas, R., A. E. Eiras, and R. Lourenço–de-Ol-
iveira. 2006b. Field evaluation of effectiveness of the
BG-Sentinel, a new trap for capturing adult Aedes aegypti
(Diptera: Culicidae). Mem. Inst. Oswaldo Cruz 101: 321Ð
325.

Maciel-de-Freitas, R., R. C. Peres, F. Alves, and M. B. Bran-
dolini. 2008. Mosquito traps designed to capture Aedes
aegypti (Diptera: Culicidae) females: preliminary com-
parisonofAdultrap,MosquiTRAPandbackpackaspirator
efÞciency in a dengue-endemic area of Brazil. Mem. Inst.
Oswaldo Cruz 103: 602Ð605.

Meeraus, W. H., J. S. Armistead, and J. R. Arias. 2008. Field
comparisonofnovel andgold standard traps forcollecting
Aedes albopictus in northern Virginia. J. Am. Mosq. Con-
trol Assoc. 24: 244Ð248.
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