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ABSTRACT
Bacillus thuringiensisvar. israelensis (B.t.i.), an aerobic, spore-forming bacterium, was 
first isolated and recognized as a highly pathogenic strain for mosquito larvae in 1976. It 
was isolated from a stagnant pond located in theNahal Besor desert river basin near 
kibbutz Zeclim in the Northwestern Negev desert of Israel. In addition to its high toxicity, 
B.t.i. is primarily specific for mosquitoes and blackflies and safe to vertebrates and other 
non-target organisms — an important attribute for a biological control agent. 
Ultrastructural studies of B.t.i. revealed that the parasporal body contains three major 
inclusion types. Purified inclusions consisted of a 65 kilodalton protein contaminated with 
minor quantities 38- and 28-kDa proteins. Different studies have shown that the 
crystalline parasporal body contains mainly 28, 68, 125 and 135 kilodalton polipcptidcs. 
However, the precise mosquitocidal activity of each of these polipeptides is still disputed. 
Studies on mode of action of the delta endotoxin which is elaborated by a large plasmid 
(72 MD) causes rapid cytolysis of the gut epithelium. The cellular target being the plasma 
membrane phospholipids leading to a rearrangement of these lipids resulting in a 
disruption of membrane integrity and cytolysis. A gene from B.t.i. was cloned from the 
large plasmid and was shown to code for a mosquitocidal polipeptide, The sequences of 
the toxin have been reported by different groups in the US, Europe and in Japan. In pursuit 
for better control strategies and in attempt to overcome the short duration of activity in the 
natural habitat, the B.t.i. toxin gene has been cloned into a variety of microorganisms, 
including blue-green algae. Thus, through the combined efforts of geneticists, 
microbiologists and insect pathologists, improved control methods of inscct pest will be 
forthcoming.

It is estimated thal after nearly half a century of synthetic pesticide application, mosquito-bomc 
epidemic diseases such as malaria, filariasis, yellow fever, dengue and encephalitis are still 
affecting over half a billion people resulting in 90 million cases of malaria per year, including over 
one million deaths (WHO 1982a). The introduction of synthetic pesticides and prophylactics 
initially resulted in a drop in malaria cases. However, resistance of mosquitoes to DDT and other 
synthetic insecticides coupled with resistance developed by the malaria causing agent, the 
plasmodium, to various anti-malaria drugs, resulted in a dramatic increase of malaria in the tropical 
world (WHO 1982b).

The very properties that made the chemical pesticides useful — long residual action and 
toxicity to a wide spectrum of organisms, have brought about serious environmental problems. The 
emergence and spread of insecticide resistance in many species of vectors, the concern with 
environmental pollution, and the high cost of the new chemical insecticides, made it apparent that 
vector control can no longer depend upon the use of chemicals.

Thus, increasing attention has been directed toward natural enemies, such as predators, 
parasites and pathogens. Unfortunately none of the predators or parasites can be mass produced and 
stored for long periods of time. They all must be reared in vivo. It became evident that there was an 
urgent need for a biological agent that would possess the desirable properties of a chemical 
pesticide, i.e.,
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it must be highly toxic to the target organism while being safe to non target organisms, able to be 
mass produced on an industrial scale, have a long shelf life and be transportable.

In the summer of 1976 as a part of an ongoing survey for mosquito pathogens we came across a 
small pond in a dried-out river bed in the north central Negev Desert near Kibbutz Zeelim (Goldberg 
andMargalit, 1977; Margalit and Dean, 1985). A very dense population of exclusively Culex pipiens 
complex larvae were found to be dead and the dying larvae produced a “thick carpet" on the surface. 
This appeared to be an epizootic situation. Later the etiological agent was identified and designated 
by Dr. de Barjac of the Pasteur Institute of Paris, as a new serotype, Bacillus thuringiensis subsp. 
israelensis (B .t.i.) serotype-H14 (de Barjac, 1978).

The species Bacillus thuringiensis Berliner 1915, is an aerobic, spore-forming saprophyte 
complex that lives in various soil and aquatic habitats (Dulmage, 1981). It consists of over twenty 
varieties or serotypes, all of which produce during sporulation, proteinaceous crystals known also 
as parasporal bodies or 5-endotoxins that are toxic to insect larvae upon ingestion (Fast, 1982). The 
B.t.i. serotype was tested on many species of mosquito and black fly larvae and found to be much 
more effective than any previously known variety (Margalit et al., 1984; Lacey and Undeen, 1986).

Serotypes of serovars are based on comparison of antibodies to flagellar (or “H" antigens of the 
vegetative bacterial cells. Although three other serotypes —  (B.t. darmstadiensis, H10; B.t. mor- 
risoni H8a, b (Lacey and Undeen, 1986) and B.t. kyushuensis, H lla , b) Ohba and Aizawa, 1979) 
have been found to be toxic to mosquito larvae — B.i.israelensis remains the most toxic and the 
most commonly used subspecies in mosquito and black fly control practices throughout the world 
(Gangler and Finney, 1982; Undeen and Lacey, 1982; Margalit and Dean, 1985). Due to its 
specificity to mosquitoes and black flies, the safety of application to the environment is remarkable. 
B.t.i. is not toxic to non-target organisms, except for a few filter-feeding nematocerous Diptera and 
this only when exposed to much higher than usually applied operational rates of B.t.i. (Garcia et al., 
1980; Mulla et al.t 1982; Margalit et al., 1984; Mulla, 1990). A second Bacillus species, B. 
sphaericus, has a good potential as mosquito larvicide, but it has a considerably narrower host range, 
being toxic mostly against Culex and much less against Aedes and Anopheles species (Davidson, 
1985).

In most varieties of B. thuringiensis the parasporal body is a bipyramidal protein crystal that 
consists of one or more peptides of approximately 130-160 kDa toxic to species of Lepidoplera 
(Dulmage, 1981). B.t.i. is unusual among B. thuringiensis strains in several ways. The crystals are 
of irregular shape and serologically are quite distinct from the diamond shape B. thuringiensis 
varieties toxic to Lepidoptera; the toxin has few antigenic determinants in common with the toxins 
active in other insect groups (Charles and de Barjac, 1982). The crystals also differ in amino acid 
composition. Serotype H-14 crystals contain three times more lysine and times less arginine 
than the crystals of the Lepidoptera active B.t. var. kurstaki (Armstrong et al., 1985).

The crystalline parasporal body is plasmid-mediated. Out of 9 plasmids existing in B.t.i., the 72 
Md plasmid is responsible for encoding the toxin-crystal. This has been shown by curing (Clark and 
Dean, 1983; Kamdar and Jayaraman, 1983; Ward and Ellar, 1983) and by mating (Gonzalez and 
Carlton, 1984). The crystals are composed of a mixture of four major peptides: 27 ,67 ,128  and 135 
kDa (Armstrong et al., 1985; Tyrell et al., 1979) which reside in three electron dense inclusions in 
the form of protoxin (Federici et al., 1990). This protoxin is very rapidly solubilized and converted 
to smaller toxic subunits in the presence of high pH and suitable enzymes in the gut of susceptible 
hosts (Ellar et al., 1985). When the paraspore is lysed, new proteins are formed as breakdown 
products o f the four peptides (Eldridge and Federici, 1988). For example, 25 kDa fragment of the 
28 kDa toxic protein was found by Davidson and Yamamoto (1984) to be responsible for the 
mosquilocidal activity. Other toxic effects include cytolysis of cultured insect cell lines, hemolysis 
of erythrocytes, and lethality for mice (Thomas and Ellar, 1982a and b). There is a general agreement 
that the 27 kDa peptide causes cytolysis and hemolysis.

There are conflicting reports concerning the precise identity of the toxic peptide responsible for
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the specific toxicity to mosquito larvae. Davidson and Yamamoto (1984), Ward et al. (1984) and 
Armstrong et al. (1985) reported that the 25-28 kDa protein was responsible for the larvicidal 
activity. However, Hurely et al. (1985) showed that the 65 kDa protein was the larvicidal principle. 
Wong and Chang (1986) reported larvicidal activity of the 130 kDa protein, and further suggested 
that the simultaneous presence of at least two proteins was required. Eldridge and Federici (1988) 
suggest that the 65,128 and 135 kDa proteins of B.l.i. are the precursors of the polypeptides that are 
toxic to mosquitoes, and currently it appears that none of these proteins alone is as toxic as in the 
concerted or synergistic effect of the mixture o f them found in the parasporal body.

S tudies on mode of action revealed that the primary target organ is the midgut epithelium, where 
enzymic systems transform the protoxin into the actual toxin under alkaline conditions (Eldridge 
and Federici, 1988). Histopathologic al and biochemical studies of the toxicity of activated toxin on 
cultured insect cells have provided evidence that the cellular targets of the 26 kDa cytolytic toxin 
are the plasma-membrane liposomes containing phospholipids (Ellar et al., 1985). Toxin-lipid 
binding leads to detergent-like rearrangement of these lipids, resulting in hypertrophy, disruption 
of membrane integrity and eventually cytolysis.

The narrow spectrum of activity of the B.l.i. 5-endotoxin of is probably due to the absence in 
most invertebrates o f the specific enzymes transforming this protoxin into the toxin. Even groups 
closely related to mosquitoes and black-flies are not susceptible or have a low susceptibility which 
results in the safety of this bacterial pest control agent to non-target organisms.

The genes encoding the 135,128,72 and 27 kDa peptides have been cloned from plasmid DNA  
and the DNA sequences have been determined (Waalwijk et al,, 1985; Thome et al., 1986; Ward 
and Ellar, 1987; Senet al,, 1988). DNA sequence analysis suggests that the58kDapeplide (probably 
derived from a 72 kDa precursor) and a peptide encoded in an adjacent open reading frame may be 
evolutionarily related to lepidopteran toxin (Whiteley and Schnepf, 1986). The gene product of the 
27 kDa is hemolytic and has an initial stretch of 45 hydrophilic amino acids, followed largely by 
hydrophobic residues, A gene coding for the 72 kDa peptide has also been cloned from B.l.i. into 
E. coli and 5 . subtil is (Waalwijk, 1985; Thome et al., 1986). The 130 kDa toxin gene from B.l.i. 
consisted 3408 bp, encoding 1136 amino acids delta-toxin. The same toxin gene was transferred 
into the cyanobacterium Synechocystis. The 130 kDa protein was expressed and the transformed 
cyanobacteria were toxic to Aedes aegypti larvae (Peferoenet al., 1990).

Recombinations could lead to toxins with increased potencies or with altered insect spectra. 
However, we have to be aware that continuous presence of transgenic organisms harboring 
delta-endotoxin within the mosquito breeding environment may induce resistance. So far only one 
instance o f enhanced resistance of insects to a lepidopteron toxin has been reported to date 
(McGaughey, 1985).

Studies investigating the fate of B.l.i. after application to the mosquito breeding habitats show 
that the larvicidal efficacy lasts less than 24 hours (Ramoska et al., 1982; Margalit and Bobroglio, 
1984). However, the toxin remains in the sediment and is active for at least 22 days although 
unavailable to filter-feeding mosquito larvae (Ohana et al., 1987). Although sediments may remain 
insecticidal, their toxicity is evident only after resuspension which does not occur typically in nature 
(Mulla, 1985).

In small containers in the laboratory, it appears that cannibalism of Bacillus infected cadavers 
may serve as a mechanism by which the recycling takes place (Aly, 1983; Larget-Thiery, 1984; 
Zaritsky and Kawaled, 1986).

Presently B.l.i is applied in all continents. In 11 West African countries nearly one million liters 
of B.l.i. are applied annually against the black flies — vectors o f onchocerciasis. In Europe along 
the Upper Rhine Valley over 100 communities which include 2.5 million people are protected 
through mosquito abatement programs utilizing B.l.i. In the United States and Canada B.l.i. is being 
used in numerous mosquito abatement districts as well.

In summary, B.l.i. being environmentally safe exhibits also many advantageous properties of a
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chemical pesticide, i.e. it is highly toxic to the target organism, mass-produceablc on an industrial 
scale, has a long shelf life and is easily transportable. Moreover, its genetic plasticity will hopefully 
allow, through the combined efforts of geneticists, microbiologists and insect pathologists, to bring 
about improved control of insect vectors.

REFERENCES

Aly, C. 1983. Feeding behavior o f  Aedes vexans larvae influencing efficacy o f Bacillus ihuringiensis var. 
israelensis toxin. Bulletin of the Society of Vector Ecology 8:94-100.

Armstrong, J.L., Rohman, G.F., Beaudreau, G.S. 1984. Delta endotoxin o f Bacillus ihuringiensis subsp. 
israelensis. J. Bacteriol. 161:39-46.

Barjac, H. de. 1978a. A  new subspecies o f Bacillus ihuringiensis very toxic for mosquitoes Bacillus ihurin
giensis var. israelensis sero-type 14. C.R. Acad. Sci. Paris, ser. D. 286:797-800.

Burges, H.D., ed. 1981. Microbial Control o f Pests and Plant Diseases 1970-1980. Academic Press, London.
Charles, J.-F. and de Barjac, H. 1982. Sporulation et cristallogcncse de ÜaciV/Kj Ihuringiensis var. israelensis 

en microscopie électronique. Ann. Microbiol. (Inst. Pasteur) 133a:425-442.
Clark, B.D. and Dean, D.H. 1983. A high molecular weight plasmid is associated with toxicity in Bacillus 

ihuringiensis var. israelensis. Abst.Annu. Mtg. Am. Soc. Microbiol., p. 121.
Davidson, E.W. 1985. Bacillus sphaericus as a microbial control agent for mosquito larvae. In: Integrated 

Mosquito Control Methodologies, M. Lair and J.W. Miles, eds., Vol. 2. Academic Press, London, pp. 
213-226.

Davidson, E.'W., Yamamoto, T. 1984. Isolation and assay o f the toxic component from the crystals of Bacillus 
ihuringiensis var. israelensis. Curr. Microbiol. 11:171 -174.

Dulmagc, H.T. and Cooperators. 1981. Insecticidal activity o f  isolates o f Bacillus ihuringiensis and their 
potential for pest control. In: Microbial Control o f Pests and Plant Diseases 1970-1980, H.D. Burges, 
ed. Academic Press, London, pp. 193-222.

Eldrldge, B.F. and Fcderlci, B.A. 1988. Bacterial mosquito larvicides: Present status o f  knowledge and future 
d irections for research. Proceedings andPapers of the 56th Ann ual Conference ofthe California Mosquito 
and Vector Control Association 56:117-127.

Ellar, D.J., Thomas, W .E., Knowles, B.H., W ard,S., Todd, J. el al. 1985. Biochemistry, genetics and mode 
o f  action oIBacillusthuringiensis ô-endotoxins. In: Molecular Biology of Microbial Differentiation, J.A. 
Hoch and P. Setlow, eds., Washington, D.C. Am. Soc. Microbiol, pp. 230-240.

Fast, P.S. 1982. Chemistry and biochemistry of biocides. Tn BasicBiology of Microbial Larvicides o f Vectors 
of Human Diseases, F. Michal, cd. pp. 21-27. UNDP/World Bank/WHO Special Programme for 
Research and Training in Tropica] Diseases, Geneva, Switzerland.

Federlcl, B.A., Lulhy, P. and Ibarra, J.E. 1990. The parasporal body o f Bacillus Ihuringiensis subsp. 
israelensis: Structure, protein composition and toxicity. In: Bacterial Control o f Mosquitoes and Black 
Flies: Biochemistry, Genetics and Applications o f Bacillus ihuringiensis and Bacillus sphaericus, H. de 
Barja and D. Sutherland, eds. Rutgers University Press, New Brunswick, New Jersey, USA (in press).

Gaugler, R. and Finney, J. 1982. Areview of Bacillus Ihuringiensis var. imic/enjiy (serotype 14) as a biological 
control agent for black flies (Simuliidac). Miscellaneous Publications o f the Entomological Society of 
America 12:1-17.

Goldberg, L.H. and Mar gal it, J. 1977. A bacterial spore demonstrating rapid larvicidal activity against 
Anopheles sergentii, Uranolaenia unguiculala, Culex univattatus, Aedes aegypti and Culex pipiens. 
Mosq. News37:355-358.

Garcia, R., Rochers, B. des and Tozer, W . 1981. Studies on Bacillus ihuringiensis var. israelensis against 
mosquito larvae and other organisms found in association with mosquito larvae. Proceedings and Papers 
of the 56th Annual Conference of the California Mosquito and Vector Control Association 49:25-29.

Gonzalez, J.M., Jr. and Carlton, B.C. 1984. A large transmissible plasmid is required for crystal toxin 
production in Bacillus ihuringiensis variety israelensis. Plasmid 11:28-38.

Gonzalez, J.M., Jr., Dulmagc and Carlton, B.D. 1981. Correlation between specific plasmids and endotoxin 
production in Bacillus Ihuringiensis. Plasmid 5:351-365.



Vol. XXIII (1989) 7

Hurley, J.M., Lee, S.G., Andrews, R .K , Klowden, M J . and Bulla, L. A., Jr. 1985. Separation of the cytolytic 
and mosquitocidal proteins of Bacillus ihuringiensis subsp. israelensis. Biochem. Biophys. Res. Commun. 
126:961-965.

Kamdar, R . and Jayaraman, K. 1983. Spontaneous loss o f a high molecular weight plasmid and the biocide 
of Bacillus Ihuringiensis var. israelensis. Biochem. Biophys. Res. Commun. 110:471—482.

Lacey, L.A. and Undeen, A.H. 1986. Microbial control o f black flies and mosquitoes. Annu. Review Entomol. 
31:265-296.

L arget-Thlcry, I. 1984. S im ulation  studies on the persistence  o f  Bacillus ihuringiensis H -1 4 . 
WHOIVBCI84.906, World Health Organization, Geneva, Switzerland. 8 p.

M argalll, J. and Bobrogllo,H . 1984. The effect o f  organic materials and solids in water on the persistence of 
Bacillus Ihuringiensis var. israelensis serotype H-14. Z. Angew. Entomol. 97:516-520.

M argalll, J., Lahklm-Tsror, L., Gascar-Gluzman, C., Bobrogllo, H. and Barak, Z. 1984. Biological control 
o f mosquitoes in Israel. In: Integrated Mosquito Control Methodologies, Vol. 2, M. Laird and J/W. Miles, 
eds. Academic Press, London, Orlando and New York. pp. 361-374.

Margalit, J. and Dean, D . 1985. The story o f Bacillus ihuringiensis var. israelensis (B.t.i.). J.Am. Mosq. Control 
Assoc. 1:1-7.

McGaughey, W.H. 1985. Insect resistance to the biologicalinsccticidcBaciUusthuringiensis.Science 229:193- 
195.

Mulla, M .S.,Fcderlcl, B.A. and Darwazeh, H.A. 1982. Larvicidal efficacy of Bacillus ihuringiensis serotype 
H-14 against stagnant water mosquitoes and its effects on non-target organisms. Environ. Entomol. 
11:788-795.

Mulla, M.S. 1985. Field evaluation and efficacy of bacterial agents and their formulations against mosquito 
larvae. In: Integrated Mosquito Control Methodologies, Vol. 2, M. Laird and J.W. Miles, eds. Academic 
Press, London, pp. 227-250.

M ulla, M.S. 1990. Activity, Field efficacy and use o f Bacillus ihuringiensis H-14 against mosquitoes. In: 
Bacterial Control o f Mosquitoes and Black Flies: Biochemistry, Genetics and Applications of Bacillus 
Ihuringiensis and Bacillus sphaericus, H. dc Baijac and D. Sutherland, eds. Rutgers University Press, 
New Brunswick, New Jersey, USA (in press).

Oh ana, B., M argalit, J. and Barak, Z. 1987. Fate of Bacillus Ihuringiensis subsp. israelensisvmdei simulated 
field conditions. Appl. Env. Microb. 53:828-831.

Pefcroen, M., Hofte, H. and W lpa, C. 1990. Cloning and expression o f Bacillus ihuringiensis insecticidal 
proteins in new hosts. Proceedings of Workshop on Bacterial Control of Agricultural Pests and Vectors 
o f Diseases. En Gedi, Israel (in this volume).

Ramoska, W. A., W atts, S. and Rodriguez, R.E. 1982. Influence o f suspended particulates on the activity o f  
Bacillus ihuringiensis serotype H-14 against mosquito larvae. J. Econ. Entomol. 75:1-4.

Sen, K ., Honda, G., Koyama, N., Nlshlda, M., Nekl, A., Sakai, H., Hlmeno, M, and Komanao, T. 1988. 
Cloning and nucleotide sequences of the two 130 kDa insecticidal protein genes of a Bacillus Ih uringiensis 
subsp. israelensis. Agric. Biol. Chem. 52873-878.

Thomas, W.E. and Ellar, D.J. 1983. Bacillus Ihuringiensis var. israelensis crystal 5-endotoxin: effects on 
insect and mammalian cells in vitro and in v iv o ./. Cell Sci. 60:181-197.

Thomas, W.E. and Ellar, D.J. 1983. Mechanism o f action of Bacillus ihuringiensis var. jTrarie/i ri,r i n s ec ti rid al 
5-endotoxin5endoloxin. FEBS Lett. 154:362-368.

Thorne, L ., Garduno, F., Thompson, T., Decker, D., Zounes, M., W ild, M., Walfield, A.M. and Pollock, 
T.J. 1986. Structural similarity between the Lepidoptera- and Diplera-specific insecticidal endotoxin 
genes o f Bacillus Ih uringiensis subsp. "kurstakP and "israelensis". J. Bacteriol. 166:801-811.

Tyrell, D., Bulla, L. Jr., Andrews, R., Davidson, L. and Nordin, P. 1979. Toxicity o f parasporal crystals of 
Bacillus Ihuringiensis subsp. israelensis to mosquitoes. Appl. Environ. Microbiol. 38:656-658.

Undeen, A.H. and Lacey, L.A. 1982. Held procedures for the evaluation o f Bacillus ihuringiensis var. 
israelensis (serotype 14) against black flies (Simuliidae) and non target organisms in streams. Miscel- 
laenous Publications of (he Entomological Society of America 12:25-30.

W aalwljk, C., Dullemans, A., W orkum, M. van and Visser, B. 1985. Molecular cloning and the nucleotide 
sequence o f  the Mj 28 000 crystal protein gene of Bacillus Ihuringiensis subsp. israelensis. Nucleic Acids 
Res. 13:8207-8217.

W ard, E.S. and E llar,D .J. 1983. Assignment of the 5-endoloxin gene o f Bacillus ihuringiensis var. israelensis 
to a specific plasmid by curing analyses. FEBS Lett. 158:45-59.



8 Israel J. Entomol.

W ard, E.S., Ellar, D.J., Todd, J.A. 1984. Cloning and expression in Escherichia coli o f  the insecticidal 
8-zndotoningencofBacillus Ihuringiensis var. israelensis to a specific plasmid by curing analyses. FEBS 
Leu. 175:377-382.

W ard, E. and Ellar, D. 1987. Nucleotide sequence o f a Bacillus ihuringiensis var. israelensis gene encoding a 
kDa della-epdotoxin. Nucleic Acids Res. 15:7195.

W hlteley, H.R. and Schnepf, H.E. 1986. The molecular biology of parasporal crystals body formation in 
Bacillus ihuringiensis. Ann. Rev. Microbiol. 40:549-576.

W ong, H.C., Schnepf, H.E. and W hlteley, H.R. 1983. Transcriptional and translational start sites for the 
Bacillus ihuringiensis crystal protein gene. J. Biol. Chem. 258:1960-1967.

W orld Health Organization. 1982a. Biological control o f vectors o f disease, World Health Organization, 
Geneva WHO, Tech. Rep. Ser. 679.

W orld Health Organization. 1982b. Data sheet on the biological control agent Bacillus ihuringiensis serotype 
H-14 (de Baijac, 1975). WHO mimeographed document WHOIVCBl79.750,Rev. I. April 1982.

Zarltsky, A, and Khawaled, K. 1986. Toxicity in carcasses o f Bacillus ihuringiensis var. israelensis-idlled 
Aedes aegypti larvae against scavenging larvae: implications to bioassay. J. Am. Mosq. Control Assoc. 
2:555-559.


