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Traditionally, insecticide susceptibility tests in mosquito popula-
tions use the bioassay methodologies recommended by the World 
Health Organization (WHO), where mosquitoes are exposed to im-
pregnated papers with known concentrations of an insecticide during a 
given time (WHO 2016). However, these papers are difficult to acquire. 
Also, the availability of insecticides and concentrations are limited 
(Perea et al. 2009). Brogdon and McAllister (1998) proposed the bottle 
bioassay, which has resulted in a practical methodology to estimate 
insecticide resistance. However, it requires the use of technical grade 
compounds (Perea et al. 2009). Today, these methodologies constitute 
the tools to estimate insecticide resistance in mosquito populations 
(Owusu et al. 2015; WHO 2016). The use of non-conventional pesti-
cides such us botanical products, insecticides mixed with synergists, 
and entomopathogenic fungi to control adult mosquitoes is increasing.

For entomopathogenic fungi, there are several methodologies to 
evaluate them to control mosquitoes, which consist of the impregna-
tion of conidia on surfaces such as filter papers, cardboards, or cloths, 
by using sprayers (Mnyone et al. 2010; Darbro et al. 2011; Blanford et 
al. 2012) or K-bars (Farenhorts & Knols 2010), or by immersion (Paula 
et al. 2008). Subsequently, these surfaces undergo a drying period, and 
finally the mosquitoes are exposed to the entomopathogenic fungi 
during a given time. Another way consists of exposing mosquitoes to 
the culture medium where the fungus grows (Leles et al. 2010; García-
Munguía et al. 2011).

A method is needed to evaluate formulated as well as non-tra-
ditional insecticides. The Potter tower is a standardized system that 
guarantees uniform and continuous depositions of toxic substances 
(Hoskins & Craig 1962). It has been used to evaluate technical grade 
(Liang et al. 2007), formulated (Tucuch-Haas et al. 2010), non-conven-
tional insecticides (Liu & Stansly 1995), and entomopathogenic fungi 
(Cabanillas & Jones 2009). Also, the equipment can be cleaned with 
high efficiency to avoid cross contamination. As a disadvantage, the 
Potter tower has a relatively high cost (Mascarin et al. 2013), typically 
only affordable by governmental agencies conducting studies to moni-
tor insecticide resistance management, not by independent research-
ers, who usually are the ones conducting such studies. The objective of 
this study is to design a bioassay methodology with the Potter tower to 

determine the susceptibility of adult mosquitoes to commercial formu-
lations, and botanical and entomopathogenic insecticides.

A 9 × 1.5 cm diam plastic Petri dish (Fig. 1a) is covered with 15 × 15 
cm tulle fabric (Tulle #15, 100% Nylon, Modatelas S.A. de C.V., Mexico, 
Distrito Federal, Mexico). A circular perforation is cut in the central 
part of the fabric (5 mm in diam) (Fig. 1b) and the fabric is secured to 
the dish with a natural rubber band (90 mm × 6 mm × 10 mm) (Her-
cules No. 64 B, Iberoamérica de Elásticos, S.A. de C.V., Mexico, Distrito 
Federal, Mexico) (Fig. 1d). The rubber band is sized to hold the fabric 
tightly over the dish. Adult mosquitoes are introduced through that 
perforation. Subsequently, the hole is blocked using a 2 cm long piece 
of plastic drinking straw containing a piece of cotton covering the outer 
end (Fig. 1c). The straw simply serves as a plug to prevent escape of the 
mosquitoes. Each Petri dish plate covered with the tulle fabric has an 
estimated cost of $3.00 pesos (equivalent to 16 US cents).

To carry out the tests we used adult female (24–48 h old) of the 
New Orleans laboratory strain of Aedes aegypti L. (Diptera: Culicidae), 
which is susceptible to insecticides. Both the rearing and the experi-
mental units were kept at 27 ± 2 °C, 70 ± 5% RH, and 12:12 h (L:D) 
photoperiod.

We used 5 formulated insecticides: Biflex® Pluss (bifenthrin, 81.37 
g ai per L, aqueous suspension, FMC Agroquímica de México S. de R. L 
de C.V., Mexico); Cielo® (imidacloprid 3.0% + pralethrin 0.75%, oily so-
lution, Clarke Mosquito Control Products Inc., Mexico); Aqua Reslin® 
SUPER (permethrin 108.7 g ai per L + sbioalethrin 1.5 g ai per L, aque-
ous suspension, Bayer de Mexico S.A. de C.V., Mexico); MOSQUITO-
CIDA UNO U.L.V. (chlorpyrifos 122.8 g ai per L, liquid insecticide in min-
eral oil, Public Health Supply and Equipment de Mexico, S.A. de C.V., 
Mexico); and Green Control® ULV (Extract of natural pyrethrins I and II 
at 17.5%, cinnamon extract oil 9.35%, and neem extract oil 9.35%, oily 
solution, Distribuidores Agrícolas Salamez S. de R.L. de C.V., Mexico).

Four fungal isolates were used in this study: (a) GC03 (Beauveria 
pseudobassiana (Balsamo) Vuillemin (Cordycipitaceae), isolated from 
Phyllophaga polyphylla (Bates) (Coleoptera: Scarabeidae); (b) Bb88 (B. 
bassiana (Bals.) Vuill., isolated from Hypothenemus hampei (Ferrari) (Co-
leoptera: Curculionidae); and GHA (c) with and (d) without pass through 
A. aegypti (B. bassiana, Mycotrol, Laverlam Int. Corp., Mexico) were 
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seeded in Sabouraud Dextrose Agar culture medium (SDA, BD BIOXON®, 
Becton Dickinson de Mexico S.A. de C.V., Mexico, Distrito Federal), and 
incubated in darkness for a period of 15 to 20 d at 25 ± 2 °C. Conidia were 
suspended in Tween 80 (0.02% in distilled water). The concentration of 
conidia was estimated using a Neubauer hemocytometer and adjusted 
to 1 × 108 conidia per mL. In all fungi tested, the viability was ≥ 90%.

Evaluations were conducted to determine the usefulness of Petri 
dishes covered with tulle for the application of entomopathogenic fun-
gi and commercial insecticide formulations. Groups of 20 to 25 adult 
females were confined to the Petri dish covered with tulle and were 
sprayed with an appropriate volume of the material being evaluated.

For assessment of entomopathogenic fungi, we applied a volume 
of 1.5 mL, which contained 1 × 108 conidia per mL, using a Potter tower 
(Burkard Manufacturing Co., Rickmansworth, Herts, United Kingdom) 
with a nozzle of 0.275 mm diameter at a pressure of 0.703 kg per cm2 
(10 lb per in2). The control was treated with the diluent used in all treat-
ments (1.5 mL of Tween 80 at 0.02%). Three replicates of the experi-
ment were performed on different d, and each replicate included an 
untreated control. Treated insects were placed in entomological cages 
(30 × 30 × 40 cm) containing cotton soaked with a 10% sugar solu-
tion to feed the adults. For 30 d, the number of individuals dying was 
recorded. To verify if dead individuals had been infected with the en-
tomopathogenic fungi, the cadavers were placed in moist chambers 
and incubated at 27 ± 2 °C for 7 d, after which they were checked for 
mycelial growth using a stereoscopic microscope.

For assessment of commercial insecticide formulations, 1.5 mL of the 
recommended concentration of each insecticide was sprayed via the Pot-
ter tower, as described above. The control was treated with distilled water. 
The treated insects were confined as mentioned previously. The percent 
mortality was evaluated at 15 min after application. Four replicates were 
performed, and each replication included an untreated control.

Logistic regression was used to analyze the mortality data pro-
duced by the entomopathogenic fungi at 20 d after the application. An 
analysis was performed comparing the mortality in the control against 
all treatments and subsequently between treatments. The analyses 

were conducted using the GenStat v 8.0 statistical package (Payne et 
al. 2005). Mortality data from formulated insecticides were subjected 
to an analysis of variance (P ≤ 0.05) and the means comparison test 
(Tukey test, P ≤ 0.05) using the SAS statistical software, version 9.4 (SAS 
Institute 2016). Data were arcsine transformed prior to analysis.

In the tests with entomopathogenic fungi, there were significant dif-
ferences in the proportion of adult female A. aegypti killed when compar-
ing the control against the different evaluated isolates of Beauveria spp. 
(F = 23.0, df = 1, 28; P < 0.001). When comparing isolates, significant dif-
ferences were found (F = 4.48; df = 3, 28; P = 0.011), where the highest 
mortality at 20 d post application was produced by isolate GC03 followed 
by GHA (with pass and without pass for A. aegypti) and Bb88 (Fig. 2). Like-
wise, the highest proportion of cadavers with sporulation was obtained by 
isolate GC03 with 50%, whereas in the control (no fungus), no sporulation 
was observed.

In the tests with formulated commercial insecticides, the New Or-
leans population was susceptible to insecticides evaluated at the rec-

Fig. 1. Adults of Aedes aegypti L. contained inside a Petri dish covered with tulle: (a) Petri dish; (b) tulle; (c) straw; (d) natural rubber band.

Fig. 2. The mortality proportion of Aedes aegypti females caused by isolates 
of Beauveria spp. at 20 d after application. Error bars represent 95% confidence 
intervals back-transformed from the logistic scale. An asterisk (*) indicates that 
the treatment was significantly different from the control.
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ommended doses, demonstrating a high efficacy by direct application 
to adults of A. aegypti, where 100% mortality was achieved 15 min 
after application (P < 0.0001), while the control (no insecticide) showed 
0% mortality.

Our results indicate that this bioassay is useful in order to obtain 
information about the susceptibility of mosquitoes towards differ-
ent substances such as natural and conventional insecticides in com-
mercial formulations, as well as for entomopathogenic fungi. When 
comparing the effect of entomopathogenic fungi with respect to the 
insecticides in commercial formulations, a slow effect was observed 
in causing a mortality higher than 50%. Because the fungus requires 
penetration of the cuticle of the insect in order to reach the hemocoel 
and develop, in some cases this process can cause the death of the 
host in a period of 3 to 14 d after the application (Gillespie & Claydon 
1989). Significant differences in proportion of mortality when com-
paring isolates of Beauveria spp. could be due to natural variation in 
virulence (Valero-Jiménez et al. 2014). It is surprising that the isolate 
GC03, isolated from white grub, obtained the highest proportion of 
mortality, while Bb88 isolated from H. hampei obtained the smallest. 
This indicates that although they have been found to infect insects, 
it does not guarantee a high mortality rate in insects from other or-
ders, so the proper selection of an isolate for mosquito control is of 
vital importance for the management of this vector. Similar results of 
the effect of entomopathogenic fungi have been observed in other 
studies (Scholte et al. 2007; Leles et al. 2010). In addition, the level of 
control was about 20%, similar to those reported for other methods 
of selection of entomopathogenic fungi (Scholte et al. 2007; Leles 
et al. 2010). The results obtained here are not different from those 
already reported in the literature. In the case of entomopathogenic 
fungi, an advantage of using application equipment such as the Pot-
ter tower allows a greater standardization of the selection method, 
avoiding possible biases in the results, because other methods can 
have a high variation in the acquisition of inoculum by mosquitoes 
(Leles et al. 2010; García-Munguía et al. 2011). This methodology 
does not require the use of impregnated substrates which can be 
time consuming (Paula et al. 2008; Mnyone et al. 2010; Blanford et 
al. 2012). Likewise, most of the selection methods require a variable 
time of exposure of the mosquitoes to the treated substrates, about 
16 to 48 h (Paula et al. 2008; Mnyone et al. 2010; Blanford et al. 
2012), which would be reduced with the proposed method.

Therefore, this bioassay could provide basic information on the ef-
fect of different insecticide formulations and entomopathogenic fungi 
on adult mosquitoes.

MATR is grateful to the Consejo Nacional de Ciencia y Tecnología 
(CONACYT) for financial support for this research.

Summary

The use of non-conventional insecticides and entomopathogenic 
fungi to control adult mosquitoes is increasing; however, the current 
methods are designed to evaluate the insecticidal action of the active 
ingredient. We describe the bioassay method to evaluate the effect 
of non-conventional insecticides and entomopathogenic fungi to con-
trol mosquitoes using the Potter tower. Twenty d after application, 
entomopathogenic fungi produced a proportion of mortality of 0.49 
to 0.82, while non-conventional insecticides produced 100% mortality 
from 15 min after application. Our results showed that this bioassay 
could provide basic information on the effect of different non-conven-
tional insecticides and entomopathogenic fungi on adult mosquitoes.

Key Words: mosquitoes; Beauveria; botanical insecticides; bioas-
say; Potter tower

Sumario

El uso de insecticidas no convencionales y hongos entomopa-
tógenos, contra mosquitos está en aumento, sin embargo, las me-
todologías actuales de evaluación están diseñadas para evaluar la 
capacidad insecticida del ingrediente activo. En este estudio, des-
cribimos un método de bioensayo para evaluar el efecto de insec-
ticidas no convencionales y hongos entomopatógenos contra mos-
quitos usando la torre de Potter. Los hongos entomopatógenos a 
los 20 días después de la aplicación produjeron una proporción de 
mortalidad de 0.49 a 0.82, mientras que los insecticidas no con-
vencionales produjeron 100% de mortalidad desde los 15 minutos 
después de la aplicación. Nuestros resultados muestran que este 
bioensayo podría proveer información básica sobre el efecto de di-
ferentes insecticidas no convencionales y hongos entomopatóge-
nos sobre adultos de mosquitos.

Palabras Clave: Mosquitos; Beauveria; insecticidas botánicos; 
bioensayo; Torre de Potter

References Cited

Blanford S, Jenkins NE, Read AF, Thomas MB. 2012. Evaluating the lethal and 
pre-lethal effects of a range of fungi against adult Anopheles stephensi mos-
quitoes. Malaria Journal 11: 365. 10.1186/1475-2875-11-365

Brogdon WG, McAllister JC. 1998. Simplification of adult mosquito bioassays 
through use of time-mortality determinations in glass bottles. Journal of the 
American Mosquito Control Association 14: 159–164.

Cabanillas HE, Jones WA. 2009. Pathogenicity of Isaria sp. (Hypocreales: Clavi-
cipitaceae) against the sweet potato whitefly B biotype, Bemisia tabaci (He-
miptera: Aleyrodidae). Crop Protection 28: 333–337.

Darbro JM, Graham RI, Kay BH, Ryan PA, Thomas MB. 2011. Evaluation of en-
tomopathogenic fungi as potential biological control agents of the dengue 
mosquito, Aedes aegypti (Diptera: Culicidae). Biocontrol Science and Tech-
nology 21: 1027–1047.

Farenhorst M, Knols BG. 2010. A novel method for standardized application of 
fungal spore coatings for mosquito exposure bioassays. Malaria Journal 9: 
27. doi.org/10.1186/1475-2875-9-27

García-Munguía AM, Garza-Hernández JA, Rebollar-Tellez, EA, Rodríguez-Pérez 
MA, Reyes-Villanueva F. 2011. Transmission of Beauveria bassiana from 
male to female Aedes aegypti mosquitoes. Parasites & Vectors 4: 24. doi.
org/10.1186/1756-3305-4-24

Gillespie AT, Claydon N. 1989. The use of entomogenous fungi for pest control 
and the role of toxins in pathogenesis. Pesticide Science 27: 203–215.

Hoskins WM, Craig R. 1962. Uses of bioassay in entomology. Annual Review of 
Entomology 7: 437–464.

Leles RN, Sousa NA, Rocha LFN, Santos AH, Silva HHG, Luz C. 2010. Pathogenic-
ity of some hypocrealean fungi to adult Aedes aegypti (Diptera: Culicidae). 
Parasitology Research 107: 1271–1274.

Liang P, Cui JZ, Yang XQ, Gao XW. 2007. Effects of host plants on insecticide 
susceptibility and carboxylesterase activity in Bemisia tabaci biotype B and 
greenhouse whitefly, Trialeurodes vaporariorum. Pest Management Science 
63: 365–371.

Liu TX, Stansly PA. 1995. Deposition and bioassay of insecticides applied by leaf 
dip and spray tower against Bemisia argentifolii nymphs (Homoptera: Aley-
rodidae). Pest Management Science 44: 317–322.

Mascarin GM, Quintela ED, Da Silva EG, Arthurs SP. 2013. Precision micro-spray 
tower for application of entomopathogens. BioAssay 8: 1–4.

Mnyone LL, Kirby MJ, Lwetoijera DW, Mpingwa MW, Simfukwe ET, Knols BG, 
Taken W, Russell TL. 2010. Tools for delivering entomopathogenic fungi to 
malaria mosquitoes: effects of delivery surfaces on fungal efficacy and per-
sistence. Malaria Journal 9: 246. doi.org/10.1186/1475-2875-9-246

Owusu HF, Jančáryová D, Malone D, Müller P. 2015. Comparability between in-
secticide resistance bioassays for mosquito vectors: time to review current 
methodology? Parasites & Vectors 8: 357. doi.org/10.1186/s13071-015-
0971-6

Paula AR, Brito ES, Pereira CR, Carrera MP, Samuels RI. 2008. Susceptibility of 
adult Aedes aegypti (Diptera: Culicidae) to infection by Metarhizium aniso-
pliae and Beauveria bassiana: prospects for Dengue vector control. Biocon-
trol Science and Technology 18: 1017–1025.

Downloaded From: https://bioone.org/journals/Florida-Entomologist on 18 Nov 2024
Terms of Use: https://bioone.org/terms-of-use



514	 2018 — Florida Entomologist — Volume 101, No. 3

Payne RW, Murray DA, Harding SA, Baird DB, Soutar DM. 2005 GenStat for 
Windows, 8th Edition. Introduction. VSN International, Hemel Hempstead, 
United Kingdom.

Perea EZ, León RB, Salcedo MP, Brogdon WG, Devine GJ. 2009. Adaptation and 
evaluation of the bottle assay for monitoring insecticide resistance in dis-
ease vector mosquitoes in the Peruvian Amazon. Malaria Journal 8: 208. doi.
org/10.1186/1475-2875-8-208

SAS Institute. 2016. SAS User’s Manual 9.4. SAS Institute, Cary, North Carolina, 
USA.

Scholte EJ, Takken W, Knols BGJ. 2007. Infection of adult Aedes aegypti and Ae-
des albopictus mosquitoes with the entomopathogenic fungus Metarhizium 
anisopliae. Acta Tropica 102: 151–158.

Tucuch-Haas JI, Rodríguez-Maciel JC, Lagunes-Tejeda Á, Silva-Aguayo G, Agui-
lar-Medel S, Robles-Bermudez A, Gonzalez-Camacho JM. 2010. Toxicity of 
spiromesifen to the developmental stages of Bactericera cockerelli (Sulc) 
(Hemiptera: Triozidae). Neotropical Entomology 39: 436–440.

Valero-Jiménez CA, Debets AJ, van Kan JA, Schoustra SE, Takken W, Zwaan BJ, 
Koenraadt CJ. 2014. Natural variation in virulence of the entomopathogenic 
fungus Beauveria bassiana against malaria mosquitoes. Malaria Journal 13: 
479. doi.org/10.1186/1475-2875-13-479

WHO (World Health Organization). 2016. Test procedures for insecticide resis-
tance monitoring in malaria vector mosquitoes. 2nd edition. http://apps.
who.int/iris/bitstream/10665/250677/1/9789241511575-eng.pdf (last ac-
cessed 28 Nov 2017).

Downloaded From: https://bioone.org/journals/Florida-Entomologist on 18 Nov 2024
Terms of Use: https://bioone.org/terms-of-use


