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Bacillus thuringiensis subsp. aizawai EG6346, a novel grain dust isolate, was analyzed by Southern blot
hybridization for its insecticidal crystal protein (ICP) gene profile. Strain EG6346 lacks previously character-
ized cryIA ICP genes yet does possess novel cryl-related gene sequences, A recombinant genomic plasmid
library was constructed for strain EG6346 in Escherichia coli. One recombinant plasmid, pEG640, isolated
from the library contained a novel ICP gene on a 5.7-kb Sau3A insert. The sequence of this gene, designated
crylF, was related to, but distinct from, the published sequences for other cryl genes. A second nevel cryl-
related sequence was also located on PEG640, approximately 500 bp downstream from crylF. Introduction of
crylIF into a Cry™ B. thuringiensis recipient strain via electroporation enabled sufficient production of CryIF
protein for quantitative bioassay analyses of insecticidal specificity. The CryIF crystal protein was selectively
toxic to a subset of lepidopteran insects tested, including the larvae of Ostrinia nubilalis and Spodoptera exigua.

Perhaps the most well-known and widely used bioinsecti-
cides are those based on the insecticidal crystal proteins

(ICPs) produced by the sporulating bacterium Bacillus thur-

ingiensis. The ICPs (also termed delta endotoxins) can
comprise up to 20 to 30% of the total dry weight of

sporulated cells (28) and form crystalline inclusions which .

are toxic when ingested by susceptible insects. The crystal-
line inclusions may be of various morphologies which reflect
the differences in the nature of the ICPs that comprise
them. ICPs can exhibit a wide variety of insecticidal speci-
ficities, and crystal proteins toxic to lepidopteran, dipteran,
and coleopteran insect species have been described (7, 13,
23).

Upon ingestion, ICPs are solubilized and, in some cases,
proteolytically processed by insect gut proteases to yield an
active truncated toxin moiety (28). This active toxin moiety
disrupts the osmotic balance of ‘midgut epithelial cells,
eventually resulting in cell lysis. The insect stops feeding
within minutes, followed by paralysis and death in 3 to §
days.

The genes encoding ICPs have been localized to large
(>30-MDa) plasmids (14, 15), and various ICP genes have
been cloned and characterized (for a review, see reference
20). Generally, the sequences of genes encoding proteins
active on different orders of insects are not well conserved.
Rather, the gene sequences encoding a given crystal pheno-
type and proteins active against the same insect order are
significantly more related. The sequence relatedness of ICPs
as well as their insecticidal activity spectrum have been used
to define an ordered classification of genes encoding B.
thuringiensis ICPs (20). Four major classes of ICP genes
have been identified; cryl, cryll, crylll, and crylV genes
encode lepidoptera-specific (Cryl), lepidoptera- and diptera-
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specific (Cryll), coleoptera-specific (CryllI), and diptera-
specific (CryIV) proteins, respectively.

The cryl genes, encoding the 130- to 138-kDa lepi-
dopteran-active ICPs that form bipyramidal crystalline in-
clusions, comprise the largest of these families. Within the
cryl gene classification, a subranking has been established
on the basis of further refinement of sequence relationship.
The crylA gene subfamily [crylA(a), crylA(b), and crylA(c)]
includes the previously designated 4.5, 5.3, and 6.6 Pl
genes, originally differentiated according to the size (in
kilobases) of a characteristic HindIll fragment associated
with the presence of the gene (25). The amino acid sequences
-of CryIA proteins are highly homologous (>80%), with
most of the sequence dissimilarity localized to a short
internal variable region (40). It is believed that differences
within' this variable region account for the different in-

- secticidal specificities exhibited by the CrylA(a), CrylA(b),

and CryIA(c) proteins. Additional genes within the cryl B.
thuringiensis family have been recently reported, such as
the crylB gene from B. thuringiensis subsp. thuringiensis
(5), eryIC and cryID from B. thuringiensis subsp. aizawai
(4, 21), and crylE from B. thuringiensis subsp. darmsta-

~diensis (4). Comparisons of the sequences for these genes

reveal significant sequence dissimilarities throughout the
N-terminal protein domain, in contrast to the more exten-
sive N-terminal sequence homology among the CrylIA sub-
group.

In this report, we present data which establish the pres-
ence of at least one additional subgroup of cryl genes. The

. prototype of this class, designated crylF, was isolated from

a novel grain dust isolate of B. thuringiensis subsp. aizawai.
The CryIF is distinctly different in protein sequence and
insecticidal specificity from the other Cryl proteins. We
have also identified an open reading frame located down-
stream from the novel crylF gene, which could possibly
encode an additional novel toxin gene. Data are presented on
the identification, cloning, sequencing, and expression of
crylF, as well as on the insecticidal activities of the CryIF
protein, '

Gl b ‘mh .

AN

PEERERH Y.

rnaifiia T A R et

NS O PR

T

(TP ERNE 22




A RIS TLE ERSSE 8 o e Y R e A Wty g rh A T o
Vs SR RS el A B A S

s

D It S S

ATALAR A b, 1 CAT HNAd 4 A

S IE AT Py sb s S A L YA S

Vot. 173, 1991

TABLE 1. Bacterial strains and plasmids

Strain or plasmid

Relevant characteristic(s)

Reference or source

B. thuringiensis subsp. kurstaki

HD73-26 Cry~ Cm® 11
EG1945 HD73-26(pEG642) This study
B. thuringiensis subsp. aizawai )
EG6345 115- and 45-MDa plasmids This study
EG6346 115-MDa plasmid, cured of 45-MDa plasmid This study
E. coli : L
DH5a Amp* Bethesda Research Laboratories
GM2163 Amp®* Dam™ Dcm™ 30
EG1943 DHS5a(pEG640) This study
Plasmids
pEG434 Tc" Bacillus vector 31
pGEM™-3Z Amp’ E. coli vector Promega
pEG640 pGEM-3Z with 5.7-kb insert of EG6346 DNA (crylF ORF2) This study
pEG642 Tc", E. coli-Bacillus shuttle vector with pEG640 inserted into This study

HindIll site of pEG434 (cryIF ORF2)

MATERIALS AND METHODS

Bacterial strains and plasmids. The strains and plasmids
discussed in this report are described in Table 1. B. thurin-
giensis subsp. aizawai EG6345 was isolated from a maize
grain dust sample by using previously described procedures
(11). Plasmid profiles were determined for each strain by
electrophoresis through agarose gels (14). The crystal-nega-
tive (Cry™) strain B. thuringiensis HD73-26, which is a cured
derivative of HD-73 containing a single 4.9-MDa plasmid,
was used as a recipient for transformation of recombinant
DNA constructs into B. thuringiensis (11, 13a). B. thuringi-
ensis subsp. kurstaki HD-1 was obtained from the collection
of H. T. Dulmage. Library efficiency Escherichia coli DH5«
competent cells, supplied by Bethesda Research Laborato-
ries, were used in the construction of the recombinant
plasmid genomic library. Plasmid pGEM-3Z (Promega
Corp.) was the vector used to construct the genomic library.
Plasmid pEG434 was used to facilitate’ expression of toxin
genes in B. thuringiensis (31). Plasmid pEG434 contains the
3.1-kb EcoRI fragment from Bacillus cereus plasmid pBC16
modified by the insertion of a multiple cloning site at the
EcoRI site. E. coli GM2163, obtained from New England
BioLabs, was used to facilitate transfer of plasmids from the
E. coli DH5a background to B. thuringiensis HD73-26 (30).

Nucleic acid hybridization. Total DNA from strains
EG6345 and EG6346 was prepared according to the proce-

dure of Kronstad et al. (24). Restriction enzyme digests were -

performed as recommended by the manufacturer. Restricted
DNAs were size separated by electrophoresis in horizontal
0.7% agarose slab gels and transferred to nitrocellulose by
the procedure of Southern (37). All double-stranded DNA
probes were radioactively labeled by nick translation (33).
Nitrocellulose filters containing bound DNA were hybrid-
ized under either of two conditions to accommodate alter-
ations in the stringency of the annealing reaction. Prehybrid-
ization and hybridization of filters were in a solution of 3X
SSC (1x SSCis 0.15 M NaCl plus 0.015 M sodium citrate),
10x Denhardt’s solution (1x Denhardt’s solution is 0.02%
bovine serum albumin, 0.02% Ficoll, and 0.02% polyvi-
nylpyrrolidone), 200 pg of heparin per ml and 0.1% sodium
dodecy! sulfate (SDS). Standard (high-stringency) hybridiza-
tion was conducted at 65°C; hybridization at lower strin-
gency was performed at 50°C. Washes were in 3x SSC-0.1%
SDS at either temperature. Filters were dried and exposed to

Kodak X-Omat AR film, using DuPont Cronex intensifying - 5

screens.
Construction of a B. thuringiensis EG6346 genomic library.

High-molecular-weight DNA, obtained from B. thuringiensis
EG6346, was partially digested with Saw3A and size frac- ~

tionated on a 10 to 40% sucrose gradient in 100 mM NaCl-10

mM Tris hydrochloride (pH 7.4)-1 mM EDTA (29). Gradient 0

fractions, containing DNA ranging in size from 5 to 10 kb,
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were pooled, dialyzed against 10 mM Tris-1 mM EDTA (pH =

7.4), extracted with 2-butanol to reduce the volume, and

ethanol precipitated (29). The purified insert DNA was |

i

ligated to pGEM-3Z BamHI-digested vector DNA at a 1:2 | -

molar ratio of vector to insert and at a final DNA concen-

tration of 20 pg/ml, using T4 DNA ligase (Promega). Trans-

formation into E. coli DHS5a cells was done according to the !
Transformed colonies were . °

(e |

manufacturer’s directions.
plated on LB medium containing 100 pg of ampicillin and 50
pg of X-Gal (5-bromo-4-chloro-3-indolyl-B- D-galact051de)

per ml. Approximately 3.3 X 10° colonies were screened for -

the presence of cryl-related toxin gene sequences under ..

low-stringency conditions, using a probe comprised of a '

2.2-kb Pvull intragenic fragment obtained from a crylA(a)

gene present within B. thuringiensis HD-1. Rapid, small-
scale isolation of plasmid DNA from recombinant colonies -
was performed by the procedure of Birnboim and Doly (3).
Transformation procedures. Transformation of E. coli
DHS5a was performed according to the manufacturer’s pro-
tocol (Bethesda Research Laboratories’ recommended pro-
tocol, which was adapted from the procedure of Hanahan

[17]). Transformation into the Dam™ Dcm™ E. coli GM2163
(30) was facilitated by preparation of frozen competent cells
according to the procedure of Maniatis et al. (29). Transfor-
mation of B. thuringiensis HD73-26 was accomplished, as
previously described, by electroporation in a Bio-Rad Gene-
Pulser (31). o

DNA sequencing. Standard dideoxy sequencing proce-
dures (34) using Sequenase (U.S. Biochemical) were em-
ployed to sequence the 5.7-kb pEG640 insert. Sequencing of
the insert was initiated in both directions and on both strands
from the SP6 and T7 promoters present on vector pGEM-3Z
and was done with use of the specific primers supplied by the
manufacturer (Promega). Preparation of and denaturation of
the double-stranded template were also done as instructed
by the manufacturer (Promega or U.S. Biochemical). Sub-
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sequent 17-mer oligonucleotide primers were synthesized on
a model 380B Applied Biosystems DNA synthesizer. The
sequence analysis program of Queen and Korn was used to
compare the sequences of crylF and ORF2 with the pub-
lished sequences of other B. thuringiensis ICP genes (32).
Protein analysis. B. thuringiensis EG6345, EG6346, and
EG1945 were grown for 72 h at 30°C in M55 medium [29 mM
K,HPO,, 37 mM KH,PO,, 1 mM citric acid - H,0, 5 mM
(NH,),S0,, 150 mM NaCl, 1 mM CuCl, - 2H,0, 1 mM
ZnCl,-trisodium citrate, 1 mM Na,MoO,, 0.3 mM MgCl, -
6H,0, 5 puM MnCl, - 4H,0, 0.5 mM CaCl, - 2H,0, 0.15%
potato dextrose broth (Difco Laboratories), 0.265% nutrient
broth (Difco), 0.67 mM L-methionine (Sigma Chemical Co.)]
until cultures were fully sporulated. Cultures were har-
vested, resuspended in TNT (50 mM Tris [pH 7.5], 100 mM
NaCl, 0.05% Triton X-100) with a final lysozyme (Sigma)
concentration of 0.5 mg/ml, and lysed at 37°C for 2 h. Lysed
cultures were pelleted, resuspended in TNT, and loaded
onto linear 78 to 55% Renografin-76 (Squibb Diagnostics)
gradients containing 0.05% Triton X-100. Gradients were
centrifuged at 18,000 rpm in an SW28 rotor, using a Beck-
man model L8 ultracentrifuge, for at least 2 h. Crystal bands
were collected from gradients and fractionated over an
additional Renografin gradient for further purification of
crystals. The crystals were washed and resuspended in
0.005% Triton X-100 and stored at 4°C. Purified crystal
preparations used in bioassay analyses were also examined
by using a discontinuous SDS-polyacrylamide gel electro-
phoresis (PAGE) system consisting of a 3% acrylamide
stacking gel (pH 6.8), with a linear gradient gel from 5 to 20%
acrylamide (pH 8.8) used for resolution of protein bands (6,

26). Crystal protein concentration was determined by the

Bio-Rad protein assay (Bio-Rad Laboratories, Richmond,
Calif.).

Insect toxicity assays. The insecticidal activity of the CryIF
protein was tested against four lepidopteran larvae, one
member of the Pyralidae (Ostrinia nubilalis), and three
Noctuidae (Spodoptera exigua, Heliothis virescens, and
Helicoverpa zea), using Renografin-purified crystal protein
from B. thuringiensis EG1945 harboring the crylF gene on
plasmid pEG642. For comparison, Renografin-purified crys-
tal proteins from recombinant B. thuringiensis EG7077,
containing the crylA(b) gene, and EG1861, containing the
crylA(c) gene, were included (39a). Insecticidal activity was
measured by using an overlay technique in which the surface
of an agar-based artificial diet (22) was covered with an
aliquot suspension containing CryIF protein crystals. Each
bioassay consisted of eight serial dilutions in 0.005% Triton

X-100. Fifty-microliter aliquots were delivered to eachof 32

2-ml wells containing 1 ml of diet (surface area, 175 mm?).
The diluent only served as a control treatment. After the
diluent was allowed to dry, one neonate larva of the test
species was placed in each well, for a total of 256 larvae per
bioassay. After covering, bioassays were held at 28°C for 7
days, at which time mortality was scored. If insecticidal
activity was sufficient to determine 50% lethal concentra-
tions, bioassays were repeated. Bioassay data were adjusted
for control mortality with Abbott’s formula (1), with repli-
cations combined for composite probit analysis (12) using
the program of Daum (8).

Nucleotide sequence accession number. The nucleotide
sequence of the 5.7-kb insert of B. thuringiensis DNA in
pEG640, including the coding region of CrylIF and its de-
duced amino acid sequence, have been filed with GenBank,
Los Alamos National Laboratory, under accession number
M63897.
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FIG. 1. Hybridization analyses of B. thuringiensis subsp. aiza-
wai isolates. (A) Southern blot of an agarose gel containing HindIII-
digested total DNA from B. thuringiensis strains EG6346 (lane 1),
EG6345 (lane 2), and HD-1 (lane 3) following hybridization to a
32p_|abeled, N-terminal, 726-bp EcoRlI probe from the B. thuringi-

" ensis subsp. kurstaki HD-1 crylA(a) gene at low-stringency condi-

tions. (B) Southern blot of an agarose gel containing Hindlli-
digested total DNA from B. thuringiensis strains (lanes as in panel
A) following hybridization to the **P-labeled, 2.2-kb intragenic
Pvull probe from the crylA(a) gene of B. thuringiensis HD-1 at
low-stringency conditions. (C) Southern blot analysis of HindIIl-
digested total DNA from B. thuringiensis strains (lanes as in panel
A) following hybridization to a 32p_|abeled, N-terminal, 0.4-kb
PsiI-Sacl intragenic, crylF-specific probe from plasmid pEG640.

HindIli-digested phage lambda DNA was used for size standards.

RESULTS

Identification and isolation of the cryIF gene. B. thuringien-
sis subsp. aizawai EG6345 was isolated from a maize grain
dust sample and selected for further study on the basis of its
insecticidal activity against a variety of lepidopteran larvae
(data not shown). Strain EG6346 was identified by its distinct
colony morphology (i.e., shinier) in comparison with strain
EG6345 on a nutrient salts agar plate and subsequently
shown by plasmid profile agarose gel electrophoresis analy-

. ses to be a spontaneously cured derivative of strain EG6345,

which lacked the 45-MDa plasmid. Both strains, EG6345 and
the cured derivative, EG6346, produced large bipyramidal
inclusions during sporulation.

Total DNA, prepared from both EG6345 and EG6346, was
digested with HindlIII, electrophoresed through a 0.7% aga-

rose gel, transferred to nitrocellulose, and hybridized at 50°C -

either to a 726-bp EcoRI N-terminal probe (Fig. 1A) or to the
2.2-kb intragenic Pvull probe isolated from the crylA(a)
gene of B. thuringiensis HD-1 (Fig. 1B) (24). Digested DNA
from B. thuringiensis subsp. kurstaki HD-1, which harbors
the crylA(a), crylA(b), and crylA(c) genes, was included as
a control.

As shown in Fig. 1A, the 726-bp EcoRI probe detected the
expected 4.5-, 5.3-, and 6.6-kb fragments in HD-1 DNA (lane
3) corresponding to the previously described characteristic
HindllI fragments for the crylA(a), crylA(b), and crylA(c)
genes, respectively (24). This probe also detected a promi-

HUEENE T

i

Tl

4 -

gy
R-aiKy

PUE SR N

Uit

Db

i) ki M el

T 1

PSPy I



SARIEAS TITH Y rerfyp

enthARS P A i SR R s

RCE T G T T PR

S At

Vor. 173, 1991

nent 5.3-kb band in EG6345 (lane 2) which was absent in
the cured derivative EG6346 (lane 1). This result indicated
that the 45-MDa plasmid of EG6345 harbored at least one
cryIA(b) gene. Subsequent conjugal transfer experiments
confirmed these data (13b). The N-terminal 726-bp EcoRI
probe also hybridized to a 1.4-kb HindIII fragment of
unknown origin in both EG6345 (lane 2) and EG6346 (lane 1).
Independent experiments confirmed the presence of the
1.4-kb hybridizing fragment in strains EG6345 and EG6346
(data not shown).

The hybridization pattern obtained with the intragenic
Pvull probe from cryfA(a) was more complex (Fig. 1B). This
probe, as expected, also hybridized to the 4.5- and 6.6-kb
N-terminal flanking HindIII fragments in HD-1 (lane 3),
confirming the presence of the cryIA(a) and crylA(c) genes
resident in this strain. In addition, a C-terminal 2.2-kb
flanking HindIIl fragment from crylA(c), as well as an
internal 1.1-kb fragment corresponding to the presence of
the crylA(a) gene, was detected in HD-1. As expected, the
4.5- and 1.1-kb fragments, corresponding to the crylA(a)
gene, were absent in both EG6345 and EG6346, consistént
with the lack of a crylA(a) gene in both strains. Although a
band of approximately 6.6 kb was observed in EG6345
(lane 2), which appears to comigrate with the crylA(c)-
specific 6.6-kb band from HD-1 (lane 3), the appearance
of this band is coincidental and does not suggest the pres-
ence of a cryfA(c) gene in EG6346, as determined by
independent confirmation with the EcoRI probe (Fig. 1A,
lane 2).

A 5:3-kb HindIIl fragment was detected with the Pvull
probe (Fig. 1B) in both HD-1 (lane 3) and EG6345 (lane 2)
but was not detected in EG6346 (lane 1). Similarly, an
internal 0.9-kb fragment derived from cry/A(b) was detected
by the Pvull probe in both HD-1 and EG6345 but was absent
in the EG6346 digest. Lastly, a 6.0-kb fragment correspond-
ing to the 3'-terminal and flanking sequences of the cry[A(b)
gene was also detected with the Pvill probe in strain HD-1.
These data confirmed the presence of a crylA(b) gene in
strains HD-1 and EG6345 and its.absence in EG6346.

A 1.4-kb HindIII fragment, detectedin strains EG6345 and
EG6346 by the EcoRI probe, was also faintly detected in
these strains by the Pvull probe. A 2.5-kb fragment was also
detected with the PvulIl probe in all three strains. For strains
EG6345 and EG6346, this band may correspond to the
presence of a characteristic HindIlI fragment from a crylC
gene, which has been detected in other B. thuringiensis
subsp. aizawai strains of the Ecogen collection (7a). The
appearance of a similarly sized fragment in HD-1 is most
likely coincident, since HD-1 does not harbor a cry/C gene.
This fragment could correspond to a C-terminal flanking
HindIIl fragment from the crylA(a) gene resident in the
strain. The Pvull probe also hybridized to two large HindIII
fragments present in both EG6345 and EG6346. These
fragments, approximately 8.2 and 10.4 kb in length, were not
detected by the EcoRI probe in EG6345 and EG6346, nor
were they observed with either probe in HD-1 DNA. These
data suggested the presence of at least one or more novel
toxin genes in strains EG6345 and EG6346.

A partial Sau3A genomic library was constructed for
EG6346 and was screened at low-stringency conditions with
the intragenic Pvull probe. EG6346 DNA was chosen as the
substrate DNA due to its apparent lack of cry/A type toxin
genes, whose presence could potentially increase the diffi-
culty in screening the library at low stringency with the
Pvull probe. The probe hybridized strongly to one E. coli
recombinant colony (EG1943) which contained a recombi-
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FIG. 2. Restriction maps of plasmids pEG640 (E. coli) and

PEG642 (E. coli-Bacillus) containing crylF. Restriction enzymes: H, " !
Hindlll; E, EcoRI; Ptl, Pstl; B, BamHI; B2, BstEIlL; X, Xbal; K, "
Kpnl; C, Clal; Pv2, Pvull. Open boxes denote toxin gene se-t'

quences; closed box is E. coli cloning vector pGEM-3Z (Promega);

hatched box is the Bacillus vector pEG434, Arrows indicate direc-:, :
tion of transcription. ret, the tetracycline resistance gene encoded: .

on plasmid pEG434.

nant plasmid, pEG640, that consisted of pGEM-3Z ligated tol

a 5.7-kb Sau3A insert,

Sequence analyses of cryIF. A restriction map for the .,
pEG640 insert was generated (Fig. 2A). Relative positions of | .-
restriction sites and localization of toxin gene sequences:

within the map were initially determined by low-stringency

hybridization of Southern blots containing digested pEG640 .
DNA to the EcoRI and Pvull toxin gene probes (data not
shown). Initial mapping data identified two regions on the .

pEG640 insert which reacted with varying intensity to the

toxin gene probes. The larger of these, spanning over 3kbin

length, hybridized strongly to the Pvull probe at low- and

high-stringency conditions. Significant hybridization was -

also observed with the EcoRI probe at low-stringency con-
ditions. A smaller region, positioned in close proximity to

the vector, weakly hybridized to the EcoRI probe at low- .-
stringency conditions only. These data suggested the pres-: .

ence of two-distinct crylA-related sequences on the pEG640

insert.
The presence of at least one complete toxin gene and a

possible truncated toxin gene was subsequently verified by -

DNA sequence analysis of the entire 5.7-kb insert. The DNA
sequence, which is flanked by Sau3A cloning sites (GATC),
extends 5,649 nucleotides in length (Fig. 3). Translation of

the sequence revealed the presence of two open reading o

frames which were separated by approximately 500 bases of
noncoding DNA sequence and are out of frame with respect
to one another. The gene potentially encoded by the up-
stream open reading frame (ORF1) has been designated
crylF. Justification for this designation derives from se-
quence comparisons with other toxin genes and is discussed
below.

The cryfF open reading frame, which is the larger of the
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LauAsplleAlaThrVa mmnnumunuguunmmuhmm

1020

1110 ) 1140
Acamcammcaummwnnmmmmncrnncr
ThrLysHisCysLauAspThrTyrAsnGlnGlyLeuGluAsnleuArgGlyThrAsnThr

. 1170 1200
cammmncumcmnmmamuﬂcrmmmﬂmnm
ArqGlnTrpAlairgPheAsnGlnPheArgArgAspleuThrleuThrValleuAsplle

. 1230 .
Gmcrcm'rrcccucmcmmrmucanrcmﬂmmmmﬂa
ValAlalLeuPheProAsnTyrAspValArgThrTyrProlleGinThrSerSerGlnlen

1260

1290 1320
ACMGGGAM‘I'H‘ATACMG‘I'I'CAGTM’ITGAGGA‘ITCICCAGTTTCMCTMTATAC&T
ThrArgGlulleTyrThrSerServallleGluAspSerProvalSerAlaAsnilePro

. 1350 1380
MTGG‘I'I'!'I‘MTAGGGCGGMWNGAG!TAGACCGCCCCATCMATGGACMTANMT
AsnGlyPheAsnArgAlaGluPheGlyValAzgProProHisLaeuMatispPheMatAsn

. 1410 . 1440
TCITYGTI'NTMCDGCAGAGACPGT!AGMGTCMACIGTGTGGGGAGGACACHAGW
SerLsuPheValThrAlaGluThrValArgSerGlnThrValTrpGlyGlyHisLeuval

. 1470 1500
AG'I'I‘CACGMATACGG CTGGTAACCGTATMA’M'I‘CCCTAG’!'X’ACGGGGTCI‘I‘CMTCC!‘
SersSerArgAsnThrAlaGlyAsnArglleAsnPheProSerTyrGlyValPheAsnPro

. 1530 1560
GGTGGCGCC.A‘I'HGGA‘I‘!‘G C.\GATGAGGATCCACGTCL‘I'!'"I'IATCGGACA’X‘I‘ATCAGAT
GlyGlyAlallaTrpllaAlaAspGluAspProArgProPheTyrArgThrLeauserAsp

GQMCWMAMMQWQMAMTMCQTAGAT
g\lﬂhﬁmmﬁlmunﬂiammr?hm“nserlﬂhtIl‘Mp

« 1710 1740
mammmmrurmcmmnnmr
SerLauAspGlulleProPToGlnAspAsnSarGlyAlaPToTrpAsnAspTyTSertiis

1770 1800
cmnmmmmummmmcmmmmmmmm
VallauAsnAisvValThrPheValArgTrpPTroGlyGlulleSerGlySarAspSerTrp
1830 1860
AGAGCTCCAATGITTITCTTGGACGCACCGTAGTGCAACC ccrAmummxrccc
ArgAlaProietPhaSerITpThrHisArgSerAlaThrProThrAanThrIlahapPro

1890 1920
Gmmnnmnccamcrmunmmcrumxcncmﬂ
GluArgIleThrGlnIleProlLeuvallysAlaHisThrleuGilnSerGlyThrThrval

1950 . 1980

mmxmmrxmmummmcum
ValArgGlyProGlyPheThrGlyGlyAsplleLeuArgArgThrSerGlyGlyProPhe

TANCCKCIACIACMATC!MGMMACGTMMGCAGGTGMOGGAW
TyrAlaSerThrThrisnLauArgllaTyrValThrValhlaGlyGluArgllePheAla

2130 2160
GGTCAA’I'I'!MCAAMCMTGGATACCGGNAC CﬂﬂMCA’I'I‘C CAA'I‘C!'I'J.'I‘MI'X‘AC
GlyGlnPheAsnLysThrMetAsSpThrGlyAspProleuThrPhaGlnSarfheseriyr

. 2190 - 2220
GCAAC'I‘A‘!'IMTACAGCI'ITPACAT!‘CCCANI‘GAGC Q\GAG‘I‘AG‘I'I'I' CACAG‘I‘AGGTGCI‘
AlaThrIleAsnThrAlaPheThrPheProMetSarGlnSerSerPheThrValGlyAla

: 2250 . 2280
GATAcm‘x'x‘AG‘I'rcAcGGMTGMGmxTATAGACAGAHTGM’I'!GATI‘CCAG'MACT
AspThrPheSarSerGlyAsnGluvalTyrIlaAspArgPheGluleulleProvalThe

. 2310 2340
mﬂmmmnmnmmmmuma&cmmnmmm
AlaThrPheGluAlaGluTyrAspLauGluArgAlaGlinlysAlavalAsnAlaleuPhe

. 2370 2400
Amcrumcmrmrmcammmmrmrcxmmmh
ThrSerlleAsnGlnileGlyIleLysThrAspValThrAspTyrHislleAspGlnval

24130 . .
TCCAATTTAGTCSATTG TI TATCAGATGAATTTTGTCTGCGATGAAAGCGAGAATTGTCS
SerAsnLauValAspCysLeuSerAspGluPheCysLeuAspGlulysArgGluLeuser

2490 2520
cmmmumummmmacumxmamc
GluLysVallysHisAlaLysArgleuSerAspGluArgAsnieulsuGlnAspProAsn

2550 . 2580
TTCAAAGGEATCAATAGGCAACTAGACCETGGTICGAGAGGAAGTACGGATATTACCATS
PhelysGlyIleAsnArgGlnLeuAspArgGlyTrpArgGlySerThraspIleThrile

. 2610 . 2640
mﬂmmanmmmrmma\cmcmmnmm
GlnArgGlyAspAspValPheLysGluAsnTyTValThrlauProGlyThr PhaAspGlu

2670 2700
MATCQMCGTAMATATCMMMTAGATGAGTCGAMHMMCCt.'!‘ATACl'CGT
Cyl"‘yrpzdmrryruu'ryrclnx.yl;1mpclus.:£.ysx.¢u&ynl’:o'l‘yr'm:uq

. 27130 . 2760
TATCM'!'I‘MGAGGGI‘AT.\T 'CGAGGATAGT CAAGAC!.'!’AGMAT CX’A’I‘I’!’GATCCGCI‘A’I‘
TYrGlnLeuArgGlyTyrIleGluAspSerGlnAspleuGlullaTyrLeulleArgTyy

2790 2820

' MmumumummmAmAmmamccmarc
B AlnAlaLynHiuGlumValA.analLauGlyThrGlyS‘tuuTerrnIAuSleal

. 2850 . 2880
CAAAGTCCAATCAGAMGTG‘I’GGAGAACCGMTCGATGCGCGCCACACC'I'NM’!‘GGMT
GlnSerProlleArgLysCysGlyGluProAsnArgCysAlaProHisLauGluTrpAsn

2910 2940
CCI‘GAMAGAMCCTGCAGAGACGGGGMAMTGTGC.\CATCA’I'I‘CGCATCA‘IT!‘C
ProAspleuAspCysSerCySArgAspGlyGluLysCysAlaHisHiasSerHisHisPhe

. 2970 . 3000
'rccrrccacamxmccAmmcac)\c'rrm'rcmcammAMAmcc'erm
scrumpx1mpVa1G1ymjaanAaneuAsnG luAspleuAspValTrpvallle

3030 3060
'I’I‘CAAGA’ITMGACGCMGATGGCCATGCAAGACTAGGAMTC’“AGAG‘I'I'I‘C“CGMGAG
PhelysIleLysThrGlnAspGlyHisAlaArgleuGlyAsnleuGiluPhaleuGluGlu

. 3090 3120
AAACCXX'I‘AG‘I‘CGGGGMGCACI‘AGCI’ CGTGTGAMAGAGCAGAGAMMATGGAGAGAT
LysProLauvalGlyGluAlaLeuAlaArgValLysArgAlaGluLysLysTrpArgAap

2460°

&
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FIG. 3. DNA sequence of the 5.7-kb insert of B. thuringiensis EG6346 DNA on pEG640. The sequence is flanked by the Sau3A cloning
sites and extends 5,649 nucleotides in length. Two open reading frames are indicated as diagrammed in Fig. 2. The larger of these is cryIF
and the smaller is designated ORF2. Putative ribosome binding sites (RBS) are shown. A putative promoter region upstream of cry/F is
numerically designated as the —35 and —10 region. Amino acid sequences for CrylF and ORF2 are shown below the nucleotide sequence.
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. 3150 Jiso
AACGTGAAAAATTGGAATTGGAAACAAN TAWATMAGAGGCMGMTCMA
LysArgGluLysLeuGluLeuGluThrAsnllevVa 1TyrLysGluAlaLysGluSarval

. 3210 3240
cxmmmmcrcrmnmmrmmmmnmcum
AspAlaleuPheValAsnSerGlnTyrAspGlnleuGinAlaAspThrAsnIleAlaMat

. 3270 3300
ATTCATGCGGCAGATAAACGTGTTCATAGAN' ’I'I’CGGGMGCGTA‘I‘C‘I'!‘CCAGAG‘I'I‘ATC’I‘
IleRisAlaAlaAspLysArgValEisArglleAryGluAlaTyrLeuProGlulauSar

. . 3330 3360
GTGATTCCGGGTGTAAATGTAGACA' 'I'I'AMA\GGGCG‘I‘AH'!'I‘CAC'X‘GCA
VallleProGlyValAsnValAspllePheGluGluleuLysGlyArgLlePhaThrAla

. 33%0 3420
mmcmmmmcamm NMMACGGMAMC&TMMATCA
PhePhaleuTyrAspAlaArgAsnValllelysAsnGlyAspPheAsnAsnGlyleuSer

. . 3as50 3480
TGCTGGAACGTGAAAGGGCATGTAGA MAGMGMCAAMC&\CCACCG'XTCGGTCC!T
CysTrpAsnValLysGlyHisValAspvalGluGluGlnAsnAsnHisArgServallau

. . 3510 . . 3340
GTTGTTCCCGAATGGGAAGCAGAAGTGTCACAAGAA
Vn.an1.?:oGlu'rrpGluM.ucluv.lscrclnGluVulArgvnlc]-P:oalyugcly

as7o . B 3800
m'rmcrrcr:mcacmccnmm TATGCGAGAAGGTTGCGTAACCATTCAT
mx1muuqvarmzu.mny-cxuclmrclycxualyq-vnmx leHis

© 3630 3660
GAGATCGAGMQATAQGACGMMAGQA@G CGTAGMGAGGAAG'I‘C!‘AT
GlulleGluAsnAsnThrAspGluLeulLysPheSerAsnCysva 1GluGluGluvalTyr

. 1690 3720
COAAACAACACGGTAACGTGTAATGATTATACTCEAAATEAAGAAGAATACGGAGGTEO0
PTGASNASNTRrValThrCysASnASPTYrThrAlaAsnGlnGluGluTyrGlyGlyAla

. 37%0 3780
TACAQTCCCGTMTCGTGGATATGACGMAC!TANGMG CA.\'I'IC!TCIGTAC CAGCT
TYrThrSerArgAsSnArgGlyTYTASPGluThrTYrGlySerAsnSerServalProAla

3810 3840
GA‘!'I‘A'PGCGTCM?I‘C).‘ 'I’GMGAMAATCGI‘A‘I‘ACAGA’X‘GGACGMGAGA CAATCCTITCT
ASpTYTAlasSerValTyrGluGluLysSerTYTThrAspGlyArgArgASpASnProCys

is70 3’00
GMTCL‘MCAGAGGATATGGGGA’H‘ACACACCAC!‘ACCAGC.TGGC!‘ATGTGACMMGM
G lus.rumgﬁly'ryrc1mem:ProuuPrcAlnaly'reral’I‘h:LysG lu

1930 3960
nmnmcmamcmrmammxummmmmuma
LeuGluTyrPheProGluThrAspLysValTrpIleGlul leGlyGluThrGluGlyThr

. 3990 4020
mmumnamnmmummnmnm
PhelleValAspServalGluleuLeulLeudetGluGlulknd

4050 4080

nmrmmmmmmm&mnammmmmnm
7

4110 4140

rmumuumumccrcc\mcmumrcmmacnm

4170 4200
Am'rcmcrunummamucmmumumcmnm'rccccruc

4260
umnummcmmanmnmmcmammmm

4320
ATMQQMTMGAGTAMATWMGWAMWAWWGG

4350 4380
AGG'!'!'!‘MA\CG'I'I‘AGMAGTI‘ATI‘MGGMTMTAC'I‘!A’ITAGTAM’PI‘CCLCATATA

4410 4440
'I'X'I'I‘ATM'I'I‘M'I'!‘ATGAMTATA’I’G’!ATMATICMWATM’GACAT!AC&GC

B. THURINGIENSIS INSECTICIDAL CRYSTAL PROTEIN GENE

470 as00 |
'rucmmrmcnmM'rmarnmmcam'rrmrnnrmmrmgg v

. 4530 4560
unnrmuﬂmaummrnmmmmmamm .
MatLysLauLysAsnProAsplLysHisGinSerPheSaerSerAsnAlalLysvVa

4550 4620 |
AGATMMNMACGGAMCPMNAMCMATATAGAANAMQHM
lAspLysIlaSarThrAspSerLeulysAsnGluThrAspllaGlulauGlnAsnlleAs

. . 4650 . . 4680 ¢
TCATGAAGATTIGTTTGAAAATATCTGAGTATGAAAA TG TAGAGCCGTT TG TTAGTGCATC
nAisGluAspCysleulysIleSerGluTyrGluAsnValGluProPheValSarAlaSa

4710 . 4740
mxnmxmmxmmmu
rThrIleGlnThrGlylleSarileAlaGlyLysIleLauG lm:uxnlyv.l?roph

4800
MMMAMATWAMAWWAMM f
m.clycmv;mas.x:uums.:rh-n-uuclycxu.uu'rrprrcny-clyx.y

4830 4860
mmmmmamua\mnmamxnnmnmc
SASNGInTrpGlullePheMatGluRisValGluGlulleIleAsnGlnLysIleSarTh | !

4850 .
mmmmmmm
rry:u-A:guuymmmrupuuynclyuuclyhmlw-vnry

- » 4950 . . 4900 ;

CCATGAATCGCTTGAAAGTTGGGTTCGAAATCGTAAGAACACAAGGGCTAGGAGTGTTIGT -
rHisGluSerLeuGluSerTrpValGlyAsnArgLysAsnThrArgAlaArgServalva |

. 5010 5040
cucmmnﬂrccurummmcﬂmaamcncmcmr ;
J1LysSerGlnTyrIleAlaleuGluLauMetPheValGlnLysLeuProSerfheilava

. s070 5100 |
WWACQMAHAMTATANCCMWTHAQM
lserGlyGluGluvalProleuleauProllaTyrAlaGlnAlaAlaAsnleutiislaule

. . 5130 5160 ¢
GCTATTAAGAGATGCATCTA Arrnm'rcrml\cmmc
uLsuLeuArgAspAlaSerllePheGlyLysGl PGlyLeauSers. GlulleSe

. 5190 . 5220
MGA'X'mATMCCGTCMGTCGMCGAGCAGGAGA’ITATICCGACCXP!’GTGTGMATG

CThrPheTyrASnArgGlnvalGluArgAlaGlyAspTyrSerAspHisCysvallysTr co

. 5250 . 5280

m&fmnmmmrumnmammcmmcmnn :

p‘ryrs.z‘rhrclyuwmnquqclyThrMMlaclnsompVaurg'ryru

5310 5340
TC&A’H‘I‘CGTAMGATATGA CA'I'I‘M'I'GGTAC'I'!‘GATI'I‘AGTCG CAC!‘A'I'I‘CCCAAGC!‘A §
RGlnPheArgLysAspMetThrieuMetvalleuAsplLeuvalAlaLeuPheProserTy

5370 $400 oo

mncacrmu‘rxrcmnamcmmmnmmmuuama
rumzuuvuryrproxLny-mrms-mlnuumngcxuvurym:u

8430 5460
CGCM'H‘GGGAQGT ACA CGACIWGTATMTMTM
pluax1-a1m:v;m1-prmmusurnq1asmmumm

5490 . $520

'ACCATA rcmcrcum

TGCCOCTTCGTICICT, CCOGCA
nAlaProSerfheSerThrileGlusSerAlavalValArgAsnProlisleulauAspPh

5550 5530

mmummnmmnmmanmmmmwuumcnmm

umxc).uslnvumx1.ms-ruuuus-n\:g'rzps.zunmcummm

5610 5640 . ..

TAWMGAQTAGAMNCCGMCAATCG&GGM AM’!ACCPCAAC :

nNetTYPGlyGlyHisArgleuGluPheArgThrilaGlyGlyMetLauAsnThrSerTh |

A
rGlnGly

FIG. 3-—Continued.

two, is 3,522 nucleotides in length, encoding a putative
peptide consisting of 1,174 amino acids. Its position within
pPEG640 and its relationship to the location of the down-
stream open reading frame (ORF2) are schematically repre-
sented in Fig. 2A. As shown in Fig. 3, the coding region of
the crylF gene extends from nucleotide positions 478 to
3999, An NH,-terminal methionine translational start site
was identified for crylF at nucleotide position 478 of the

sequence. It was immediately preceded by a putative ribo-:--

some binding site. A putative promoter sequence for the
crylF gene was located via sequence inspection upstream of .
the ribosome binding site, beginning at nucleotide position
389 (Fig. 3). The sequences of the cryIF presumed —10 and
—35 regions were homologous to those identified for the
HD-1-Dipel crylA(a) gene Btl promoter (41).

A methionine codon, followed by an open reading frame of

397,

4920 -
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giensis native and recombinant strains. Lanes: 1 and 2, Renografin
gradient-purified crystal protein from B. thuringiensis EG6345 and
EG6346, 2.8 and 0.75 g, respectively; 3, 0.70 pg of Renografin
gradient-purified crystal protein from B. thuringiensis EG1945
(recombinant strain harboring cryIF). Numbers at the left indicate
the positions of protein size standards in kilodaltons.

The smaller protein present in EG6346 and also evident in
EG6345 most likely represents the protein encoded by the
crylC gene, which has been identified in each of these strains
by DNA hybridization analysis with a cryIC-specific oligo-
nucleotide probe (data not shown). However, because of the
sometimes spurious nature of protein migration in gradient
SDS-polyacrylamide gels, specific confirmation of protein
size for the CryIC protein compared with the CryIF protein
will depend on analysis of the full-size, cloned cryIC gene
product.

Plasmid localization of the cryIF gene. To determine the
location of the cryIF gene in B. thuringiensis EG6345 and
EG6346 and to compare its location with that of the cryIA(b)
gene present within strain EG6345, plasmid DNAs from
EG6345 and EG6346 were resolved by agarose gel electro-
phoresis according to the method of Gonzilez et al. (14) (Fig.
5A). Plasmid DNAs were then transferred to nitrocellulose
and hybridized either to the intragenic 2.2-kb Pvull probe or
to a crylF gene-specific probe consisting of a gel-purified
0.4-kb PstI-Sacl fragment isolated from the S5’-terminal
region of the cryIF gene on pEG640. As shown in Fig. 5B,
the Pvull intragenic crylA(a) probe hybridized strongly to
the 44-MDa plasmid present within HD-1 (lane 1), which
harbors a cryIA(b) gene (25). Hybridization of the Pvull
probe to this plasmid was expected, since the nucleotide
sequence of the probe is highly conserved among all three
crylA genes. Similarly, the PvuIl probe also hybridized to
the large 110-MDa plasmid in strain HD-1 containing the-
crylA(a) and crylA(c) toxin genes (25).

The Pvull probe also hybridized to the 45-MDa plasmid
encoding the crylA(b) gene in strain EG6345. Differences in
the hybridization signal intensity of the Pvull probe in
detecting the cryIA(b) gene in strains HD-1 and EG6345 may
be attributed to inconsistent amounts of DNA loaded onto
the gel (Fig. 5A). Lack of hybridization by the Pvull probe to
a 45-MDa plasmid in strain EG6346 (Fig. 5B, lane 3) was
consistent with the absence of the 45-MDa plasmid in this
cured derivative of EG6345. The 115-MDa plasmid present
within strains EG6345 and EG6346 was weakly detected by
the Pvull probe (Fig. 5B, lanes 2 and 3).

An autoradiogram showing hybridization of the crylF
Pstl-Sacl probe to plasmid DNAs from strains HD-1 (lane
1), EG6345 (lane 2}, and EG6346 (lane 3) is shown in Fig. 5C.
The crylF probe failed to hybridize to plasmids harboring

FIG. 5. Plasmid location of crylF, (A) Ethidium bromide-stained
agarose gel resolving plasmid DNA prepared from B. thuringiensis

HD-1 (lane 1); EG6345 (lane 2), and EG6346 (lane 3). (B) Southern

blot of the gel in panel A probed with the 3*P-labeled 2.2-kb Pvull

intragenic fragment obtained from the cryIA(a) gene of HD-1 (lanes - j

as in panel A). (C) Southern blot of the gel in panel A probed with ;.
the 3*P-labeled 0.4-kb Ps:I-Sacl intragenic N-terminal fragment of ~

crylF (lanes as in panel A). Numbers at the left indicate approximate

plasmid mass in megadaltons. L, low-molecular-weight smear.
Hybridizations were conducted at high stringency as described in

Materials and Methods.

crylA genes in strain HD-1 or EG6345 but did hybridize to

the 115-MDa plasmid present in strains EG6345 and EG6346, .
indicating that the 115-MDa plasmid contains the cryIF gene. .
The comparative intensity of the hybridization signal ob- .

tained is weak. This is particularly evident in comparison

with the signal that results from hybridization of the Pvull __
probe to the crylA gene(s) present in HD-1 and EG6345. .-
Several factors may be responsible for this weak hybridiza-

tion signal. First, the Pvull probe hybridizes strongly to all

crylA genes located on the 110- and 45-MDa toxin plasmids
of HD-1. In contrast, the crylF-specific PstI-Sacl probe, .
which is derived from an N-terminal region of cryIF, which

has limited sequence homology to the crylA genes, is spe-
cific for the detection of cryIF only. In addition, high-

molecular-weight, closed covalent circular DNA, such as
that represented by the 115-MDa plasmid, may be less

efficiently transferred by the Southern blot procedure than

are smaller plasmids (such as the 45-MDa plasmid shown in

Fig. 5B). Finally, the relative sizes of the probes used in Fig.

5B and C (2.2 kb for the Pvull probe in Fig. 5B and 0.4 kb for .

the crylF probe in Fig. 5C) may also contribute to the

comparatively weaker signal in Fig. 5C. Both the Pvull and

the PstI-Sacl probes hybridized to a low-molecular-weight

smear (L in Fig. 5A), which likely represents shearing of the :

larger toxin plasmids. . .
As shown in Fig. 1C, the 0.4-kb PstI-Sacl intragenic
crylF-specific probe detected a 10.4-kb HindIII fragment
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TABLE 2. Sequence homology of cryIF and CryIF to other
ICP genes and proteins®

Homology with crylF

Gene Amino acid
DNA
Total N-terminal region®
crylA(a) 77.6 71.7 51.0 (1-608)
crylA(b) 75.8 70.4 52.0 (1-609)
crylA(c) 75.8 69.9 49.0 (1-610)
crylB 66.6 58.3 40.1 (1-637)
crylC 75.3 70.0 48.8 (1-617)
crylD 756 . 71.5 52.0 (1-593)
crylE 77.2 69.8 48.1 (1-602)
cryllA 43.9 24.6
cryllIA 53.0 35.6
crylVD 445 20.8

4 The crylF and CryIF sequences were compared with the sequences of
crylAla) (36), cryIA(b) (19), crylA(c) (2), crylB (5), cryIC (21), eryID 4), crylE
(4), cryllA (10), cryIllA (11), and eryIVD (9). Values denote percent positional
identity as determined by Queen and Korn (32).

b Amino acids 1 to 602 of the CrylF protein were compared with the
N-terminal regions of other Cryl proteins as indicated above.

379 codons (ORF2), was identified at nucleotide position
4508. ORF?2 terminates with the GATC Sau3A cloning site
delimiting the insert DNA. The sequence described for
ORF?2 may represent an artificially truncated version of the
native gene present within B. thuringiensis EG6346. Al-
though a ribosome binding site has been identified upstream
of ORF2, we were unable to identify —10 and —35 promoter
sequences homologous to those already described for other
cryl genes within the intervening DNA sequence between
crylF and ORF2.

The sequence analysis program of Queen and Korn (32)
was used to compare the crylF and CryIF sequences with
the published sequences of other B. thuringiensis insecti-
cidal crystal genes and proteins (Table 2). For comparisons
between genes of widely differing lengths, such as crylF (3.5

kb) and cryIVD (1.9 kb), alignments were performed as-

follows. Alignment of sequences was first determined by
using full-length sequences for both genes. The sequence of
the larger of the two genes was then truncated at the last
nucleotide shared between the two genes, and the two
sequences were realigned to determine the percentage of
matched nucleotides within the general area of homology
defined by the first alignment. Full-length amino acid se-
quences were similarly compared.

As deduced from Table 2, the nucleotide sequence of the

crylF gene is only about 67 to 78% homologous (positionally )

identical) to those of the crylA subgroup, crylB, cryIC,
cryID, and crylE genes. Among these crystal protein gene
sequences, the DNA sequence of crylF was most homolo-
gous to the crylA(a) nucleotide sequence from B. thuringi-
ensis HD-1, with 77.6% of the nucleotides conserved be-
tween the two genes. Nucleotide sequence comparisons
between the cryIF and cryll, crylll, and crylV genes re-
vealed, as expected, significantly less homology. The se-
quence of the crylIA gene was most divergent, with only
43.9% of the nucleotides conserved between the two genes.

Comparisons of the amino acid sequences generally reflect
results obtained between nucleotide sequence comparisons.
Again, the CryIF protein sequence was distinct from but
significantly homologous to the other Cryl proteins, with 58
to 72% of the amino acids conserved. Although the nucleo-
tide sequence of cryIIA was least related to that of crylF, the

J. BACTERIOL.

CrylIA protein was slightly more related to the CryIF
protein than was CryIVD (24.6% versus 20.8% shared amino
acids).

Particular attention was focused on the 5'-terminal region
of the crylF gene, since this region has been shown to
encode the active toxin moiety of other Cryl ICPs (2, 19, 35).
Amino acid homologies ranged between 49 and 52% for the
N-terminal region of the CryIF protein and similar domains
in the CryIA, CryIC, and CryIE proteins. The CryIF N-ter-
minal amino acid sequence was less related to CryIB (40%).

Expression of cryIF in B. thuringiensis. Previous reports
from this laboratory (11) have indicated that E. coli cells
harboring B. thuringiensis ICP genes fail to produce signifi-
cant amounts of toxin protein when ICP genes are expressed
from their native promoters. Returning the cloned B. thur-
ingiensis ICP gene to a Bacillus species, and ideally to a B.
thuringiensis host, maximizes ICP gene expression from its
native promoter and enables sufficient crystal protein yields
required for critical evaluations of insecticidal activity. To
this end, the cloned crylF gene was introduced into an
acrystalliferous recipient B. thuringiensis strain, HD73-26,
as described below.

The pEG640 plasmid construct was ligated to the modified
pBC16 vector pEG434 (31) at the unique HindIlI site present
on both pEG640 and pEG434. The resulting recombinant
plasmid, designated pEG642 (Fig. 2B), possessed both E.
coli and Bacillus replication origins and a selectable marker
(te) that encoded tetracycline resistance in a B. thuringien-
sis host. A previous report documented increased transfor-
mation efficiency of B. thuringiensis strains with DNA
isolated from GM2163, an E. coli mutant strain defective for
both adenine and cytosine methylation (31). Therefore,
pEG642 plasmid DNA was first used to transform E. coli
GM2163. Plasmid DNA prepared from this recombinant
strain (GM2163 containing plasmid pEG642) was used to
transform the B. thuringiensis Cry™ recipient strain HD73-
26 by electroporation. A single tetracycline-resistant B.
thuringiensis HD73-26 transformant, strain EG1945, con-
tained pEG642, as verified by restriction enzyme and hybrid-
ization analyses (data not shown), and was chosen for

" further study. Microscopic examination of sporulated B.

thuringiensis EG1945 cultures revealed the presence of
crystalline inclusions (large, irregularly shaped rods and
bipyramidals).

Renografin gradient-purified crystal protein from strain
EG1945 was used for SDS-PAGE analyses of the crylF gene
product. The Renografin-purified CryIF protein from the B.
thuringiensis EG1945 recombinant strain was compared with
similarly purified proteins obtained from the native B. thur-
ingiensis isolates, EG6345 and EG6346 harboring the crylF
gene. A single large protein of approximately 135 kDa was
observed in strain EG1945 (Fig. 4, lane 3), consistent with
expression of crylF in this background. The size of the
observed protein correlates well with the predicted molecu-
lar mass of 134 kDa deduced from the amino acid sequence.
At least three distinct protein species were observed in
EG6345 (lane 1), which confirms the DNA hybridization
analyses (Fig. 1) and verifies the presence of the crylA(d),
cryIC, and cryIF genes in this strain. It is possible, however,
that other proteins of similar size encoded by additional
toxin genes are present in EG6345 which are not resolved
under these electrophoretic conditions. B. thuringiensis
EG6346 (lane 2), which was used to construct the library
from which cryIF was cloned, produces at least two ICPs,
the largest of which appears to comigrate with the 135-kDa
CrylF protein produced by the recombinant strain EG1945.
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TABLE 3. Insecticidal activity of CrylF protein against several
neonate lepidopteran larvae

50% Lethal conen (ng of ICP/mm? of diet surface)®

Cryst_al
protein H. virescens H. zea 0. nubilalis S. exigua
CrylA(b) 0.68 [2] 16.9 [2] 0.27 [2] 38.8 [8]
(0.57-0.82)  (13.0-24.3) (0.22-0.35)  (34.0-44.8)
CrylA(c) 0.04 [4] 1.2 {4} 0.11 [4] >57.0 11
(0.03-0.05) (1.1-1.4) (0.10-0.13) .
CrylF 0.31{2] >57.0 [2] 0.27 [4] 25.6 [4]
(0.26-0.38) (0.22-0.33)  (20.9-31.9)

2 Numbers of bioassays performed are in brackets; 95% confidence inter-
vals are in parentheses.

present in strains EG6346 (lane 1) and EG6345 (lane 2)
but failed to hybridize to HindIlI-digested HD-1 DNA (lane
3). The 10.4-kb HindIII fragment had also hybridized to
the Pvull probe at low stringency as described above (Fig.
1B).

Insect toxicity of the CryIF protein. The CryIF protein was
tested for its insecticidal activity in a bioassay against four
lepidoptera; CryIA(b) and CrylA(c) proteins were included
for comparison (Table 3). The insecticidal activity profile of
the CryIF protein was different from that of CryIA(b) or
CrylA(c). The CryIF protein was highly active against O.
nubilalis and H. virescens, was moderately active against S.
exigua, and demonstrated little activity against H. zea at the
highest dose tested. CryIF crystals were more active than
CryIA(b) crystals against H. virescens and S. exigua, equiv-
alent in activity against O. nubilalis, and significantly less
active against H. zea. CryIF crystals were significantly more
active than CrylA(c) crystals against S. exigua and were
significantly less active against H. virescens, H. zea, and O.
nubilalis.

DISCUSSION !

_ Using the technique of low-stringency DNA-DNA hybrid-
ization and cryl-specific DNA probes, we have analyzed a
novel B. thuringiensis subsp. aizawal strain, EG6345, and
a cured derivative of strain EG6345, designated EG6346.
Both strains produce large bipyramidal crystals during
sporulation. Characteristic HindIlI restriction fragments,
associated with the presence of previously described, lepi-

dopteran-active cryl genes which could give rise to the-

observed crystal phenotype, were not detected in EG6346
by Southern blot hybridization analysis. Rather, low-
stringency hybridization to the intragenic Pvull probe
from crylA(a) detected several atypically sized fragments
which suggested the presence of one or more novel toxin
genes within B. thuringiensis EG6346. Subsequent screen-
ing of an EG6346 E. coli genomic library identified one
.recombinant plasmid, pEG640, which contained a 5.7-kb
insert. '

Sequencing of the entire pEG640 insert, and subsequent
comparison with the published sequences of other toxin
genes, resulted in the identification of one intact novel toxin
gene, which we have designated cry/F, and an additional
novel Cryl-related sequence, designated ORF2. Comparison
of the CrylF amino acid sequence with that of ORF2
indicates that the N-terminal regions of these two sequences,
compared over the length delimited by the truncation of

J. BACTERIOL.

ORF?2, are quite distinct, with only 35.8% of the amino acids
positionally aligned.

Justification for the cryIF designation derives from a
consideration of DNA and amino acid sequence compari-
sons with other cryl genes and ICPs, as well as the crylF
gene product’s potent activity against several lepidopteran
insects. Amino acid sequence comparisons of CryIF with
CrylA, CrylB, CryIC, CryID, and CryIE proteins show, at
best, only a 72% conservation of amino acid sequence. In
contrast, CrylA subgroup crystal proteins are greater than
80% homologous. More important is the unique N-terminal
amino acid sequence of the CryIF protein, which is at most
52% homologous to that of the other Cryl proteins. The
insecticidal activity spectrum of the CryIF protein was
likewise distinct from those of the other CryI crystal proteins
tested. Significant larvicidal activity was observed for a
number of important lepidopteran pests, including H.
virescens (tobacco budworm), S. exigra (beet armyworm),
and O. nubilalis (European corn borer).

The CryIF amino acid sequence was analyzed for the
presence of the five conserved domains or homology boxes
which have been previously identified for the Cryl, CryIll,
and CrylV ICPs (20, 27). Not surprisingly, all five conserved
domains are present in CryIF. The box 1 and 2 conserved
domains are highly hydrophobic and have been hypothe-
sized to comprise a toxicity domain capable of membrane
insertion (16). Interestingly, greater homology was evident
between CryIF and CrylA(b) at homology boxes 1 and 2
than was present at homology box 3. At box 3, homologies
between CryIF and CrylA(b) and between CryIF and CryIC
were 63 and 76%, respectively.

Experiments are currently under way to clone and char-
acterize the potential gene suggested by the presence of
ORF? from the EG6346 genomic library. Of interest was the

‘close proximity of crylF to the ORF2 sequence, with an

intervening sequence of only 500 bp separating the open
reading frames. Although sequence inspection located a
potentially functional promoter sequence upstream of the
crylF open reading frame, a similar sequence was not
observed for ORF2. Sequence inspection has identified,
however, a putative termination structure within the 500-bp
intervening sequence at nucleotide positions 4090 to 4132
that is nearly identical to the termination structure described
for the cryIA(a) gene of the HD-1-Dipel strain (41).

In conclusion, a novel ICP gene, crylF, has been identified
that directs the synthesis in B. thuringiensis of a 133.6-kDa
protein, CryIF, with significant insecticidal activity against
H. virescens, S. exigua, and O. nubilalis larvae. The char-
acterization of novel ICP genes, such as crylF, furthers
our understanding of the molecular genetic basis and diver-
sity of B. thuringiensis ICP specificity. This diversity of
ICPs is of paramount importance in the creation of new
B. thuringiensis-based bioinsecticides by using both mi-
crobial genetic and recombinant DNA techniques. It will
be of interest to determine whether the CryIF active toxin
moiety binds to a midgut epithelium receptor population
that is distinct from those identified for other Cryl proteins
(18, 38). Lepidopteran-active ICPs with distinct receptor
binding characteristics are of particular interest, since re-
cent evidence indicates that laboratory-selected insect resis-
tance to a specific ICP can be correlated with a reduced
affinity of the membrane receptor for that protein (39). B.
thuringiensis bioinsecticide products composed of multiple
ICPs that interact with distinct membrane receptors may
therefore be less likely to lead to resistant insect populations
(39).
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