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The proposed mode ol action of Bacillus thuringicnses (B4 d-endotoxins s the
tormation of lvtic pores m the susceptible Tarval nudgut epithelium. Recently published
N-ray stroctures of two dilferent Cry d-endotoxins (CrvlAa and Cry3A) revealed 4
possible apparatus for pore-tormation i the torm of a seven-amphipathic helx bundie
i which live helices (G5, oed, a5 w6 and a7y are potential candidates for msertimg into
the membrance (o form a transmembrane pore.

In this study. PCOR-based mutagencesis was emploved to investigate the role for
toxicity of the putative transmembrane helices of the 130-kDa CrvdB - mosquito-
larvicadal toxan produced by 87 subsp fsraclenvis Mutant toxing with a single proline
substitution m the central region of o5 a6 and o7 were constructed on the basis of the
homoloay based-CrydB model, and were over-expressed i Fschierichia coli as
cytoplasmic mcluston bodies with a vield simitar to thot of the wild-type toxm Unlike
the wild-tvpe inclusion, all prohine-substituted inclusions were msoluble in carbonate
bulfer. pll 96, and gave no stable products when the solubilising bulter was
supplemented with trypsin. A complete loss of larvieidal activity against Aedes aegvpt
farvae was also demonstrated Ton [0 cofi cells expressing mutant toxans in which
restdues Ala- 182 or Leu-186 i a3 Tyr-220 or He-221 i a6, or Thre-254 or Val-257 1n
o7 owere mulated  The resulls theretore suegest that these sixoresidues might he
myvolved i selubdity and proteolytic susceptibility or toxicity of the CrvdB toxim




