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Abstract A laboratory bioassay was used to evaluate Bt transgenic sweet corn hybrids for
resistance against the corn earworm, Helicoverpa zea (Boddie), and the fall armyworm, Spodop-
tera frugiperda (J. E. Smith). Whorl leaves, silks, and kernels, either fresh or oven-dried and
ground with a mill, were incorporated into a dilute pinto bean diet and bioassayed against
neonate, 3-, or 6-day-old larvae. Regardless of age of the larvae, results with the diet bioassay
using fresh silks, oven-dried silks or fresh kernels were highly correlated with those for the fresh
silk bioassay. Differences in susceptibility between insect species to the CrylA(b}) toxin produced
in the transgenic plants were also readily discernable using the diet bioassay. Based on results
of the bioassays, Novartis sweet corn hybrids containing a cry/A(b) gene gene for 8-endotoxin
production were very highly resistant to leaf, silk and kernel feeding by the corn earworm and
highly resistant to leaf and silk feeding by the fall armyworm.
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Genetically-engineered organisms containing a codon-modified gene from either
the same species or from a different species are rapidly changing many segments of
our society. This is especially true for the pharmaceutical and agricultural fields. In
agriculture, genetically-engineered cotton (Jenkins et al. 1993, Benedict et al. 1992,
1996) and potato (Cheng et al. 1992) containing modified genes from Bacillus thu-
ringiensis Berliner (Bf) to express a cry protein were first developed in the early 1990’s
and are now commercially available to help manage important insect pests.

Initially, this new technology was applied only to dicotyledonous plant species
(Fromm et al. 1990), but more recently the technology has also been applied to
monocots such as corn (Fromm et al. 1990, Koziel et al. 1993, Armstrong et al. 1995).
Presently, four unique transformation events in corn (Event 176, Novartis Seeds and
Mycogen Seeds; Event BT11, Northrup King/Novartis Seeds; Event MON810, Mon-
santo; and Event DBT418, DEKALB Genetics Corp.) have been registered with EPA
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for commercial use (Ostlie et al. 1997). Bt protein is expressed in pollen and green
silks for Event 176 and in all tissue in BT11 and MON810 (Ostlie et al. 1997). DBT418
also expresses Bt protein in all plant parts, but the expression varies by tissue type (D.
Isenhour, DEKALB Genetics, pers. commun.). Hybrid field corn plants resulting from
crosses with transgenic inbreds containing a codon-modified crylA(b) or crylA gene
from B. thuringiensis resulted in an extremely high level of resistance to the European
corn borer, Ostrinia nubilalis (HUbner) (Koziel et al. 1993, 1996, Armstrong et al.
1995), and southwestern corn borer, Diatraea grandiosella Dyar (Williams et al.
1997), and a good level of resistance to the fall armyworm, Spodoptera frugiperda
(J. E. Smith) (Williams et al. 1997) and corn earworm, Helicoverpa zea (Boddie)
(Sims et al. 1996). Sweet corn hybrids containing a crylA(b) gene (Novartis Seeds,
BT11 event) are also highly resistant to leaf feeding by the fall armyworm and ear
feeding by the corn earworm and fall armyworm (Lynch et al. 1999).

Natural infestations with insects are not always adequate to provide feeding dam-
age sufficient to differentiate resistance among plant genotypes in the field. Likewise,
artificially inoculating plants with insects does not always provide sufficient plant
feeding damage due to environmental conditions, infertility of insect eggs, predators,
and/or other extenuating circumstances. Wiseman (1989) and Wiseman and Isen-
hour (1990) developed a laboratory bioassay procedure to evaluate plant tissue for
resistance to the corn earworm and fall armyworm by incorporating tissue from field-
grown plants into a modified pinto diet. We report here the evaluation of Bt transgenic
sweet corn by incorporating different plant tissue into a meridic diet, and a correlation
of the results from the diet bioassay with those where insects were fed silks from the
Bt sweet corn lines.

Materials and Methods

The diet bioassay developed by Wiseman (1989) was used to evaluate four trans-
genic sweet corn hybrids, Bt-0906-Bt-0909, developed by Novartis Seeds, Inc. and
expressing a synthetic crylA(b) gene (BT11 event), for resistance to the corn earworm
and fall armyworm. Non-transgenic donor sweet corn hybrids (GH-1355, GH-2628,
and Heritage) were used as checks along with conventional, non-transgenic suscep-
tible and resistant check genotypes (Zapalote Chico and Stowell’s Evergreen for corn
earworm tests and FAWCC(C5) and Pioneer 3369A for fall armyworm tests) also
were included in the evaluations. Corn for all tests was planted on 25 April 1996 on
the Belflower Farm near Tifton, GA, in rows 3.04 m long and 0.91 m between rows in
a randomized complete block with eight replications. Fertilization and herbicides were
those recommended by the Georgia Cooperative Extension Service. The Bt sweet
corn also contained the selectable marker PAT gene which confers tolerance to
glufosinate herbicides. Thus, we were able to eliminate plants that did not contain the
cry1A(b) gene by spraying all plants in the 3 to 5 leaf stage with a 1% solution of
Ignite®® (AgrEvo USA Co., Wilmington, DE) using a hand sprayer.

Laboratory bioassays were conducted using whorl, silk and kernel tissue incorpo-
rated into a modified pinto bean diet (Perkins 1979). Plants in the midwhorl stage
(stage V5-V6) (Ritchie et al. 1997) of plant development were removed from plots in
the field, placed in labeled plastic bags, and transported to the laboratory. Approxi-
mately 3 to 6 cm of whorl tissue was removed from each plant and either incorporated
fresh into the modified diet or oven-dried at 41°C for 10 d and ground with a Cyclotec
mill with a 1-mm screen before incorporation into the diet. Likewise, 1- to 3-day-old
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silks (stage R1) were collected from plots in the field, placed in labeled plastic bags,
and brought into the laboratory. Each ear was cut approximately 5 to 6 cm from the
tip of the ear, and the silks were removed and either incorporated fresh or oven-dried
and ground before bioassay as described above.

Bioassays were conducted by mixing plant material into the pinto bean diet that
had been diluted by the addition of 250 ml distilled water to 350 ml of diet. The plant
tissue was thoroughly mixed in the diet with a blender for approximately 1 to 2 min and
the mixture was dispensed into 30 30-ml diet cups and allowed to solidify 1 to 2 h.
Each cup was infested with either one neonate, 3-day-old, or 6-day-old corn earworm
or fall armyworm larva. Larvae for the bioassay were from a laboratory colony main-
tained at the Insect Biology and Population Management Research Laboratory (Per-
kins 1979, Perkins et al. 1973). The 3- and 6-day-old larvae had been reared on
meridic diet in cups prior to being transferred to cups containing the leaf- or silk-diet.
After being infested, cups were capped with a paper lid, arranged in a randomized
complete block with 30 replications, and placed in an incubator operated at 26.7°C,
75% RH and a 16:8 (L:D) photoperiod. Data were recorded on survival of larvae and
weight of the survivors after 7 to 10 d. Bioassays with fresh silks were conducted by
placing a mass of silks, approximately 3 to 4 cm long by 2 to 3 cm wide, in a diet cup
and infesting with an insect. Percentage data were transformed to arcsin V%, all data
were analyzed by analysis of variance, and significantly different means were sepa-
rated by LSD (SAS 1989). Data for bioassays with fresh silks were correlated with
data for the diet bioassay by Proc Correlation to generate Pearson Correlation Co-
efficients.

Results and Discussion

Survival of corn earworm larvae fed diets containing fresh whorl leaves from Bt
transgenic plants was significantly lower at 9 d than survival for larvae fed diets
containing fresh leaves from non-transgenic corn plants (Table 1). Larvae that were
alive after feeding for 9 d on the Bttransgenic leaf diets weighed significantly less than
their counterparts which fed on non-transgenic leaf diets. These relationships were
true when fresh leaves or oven-dried leaves were used to conduct the bioassay
regardless of the age of the corn earworm used in the bioassay. Corn earworm larvae
initially weighed an average 1.3, 4.8, and 89.5 mg at 0, 3, and 6 days of age when first
placed on the leaf diets. Neonate corn earworms showed only a slight increase in
weight after 9 d on the Bt transgenic diets and weighed significantly less at 9 d of age
than their counterparts which fed on the non-Bt diets (Table 1). Similarly, 3-day-old
larvae that were fed diet containing leaves of Bt-0907 and Bt-0908 weighed only
slightly more after 6 d on the Bt corn diets than they weighed when first placed on the
diet. Conversely, the average weight of 3-day-old corn earworms that were fed diet
containing leaves of Bt-0906 and Bt-0909, and all 6-day-old larvae was actually less
than their average weight when first placed on the Bt leaf diet. Diet containing Bt corn
leaves significantly reduced survival of neonate and 3-day-old larvae but not 6-day-
old larvae as compared with survival of larvae that fed on the non-Bt diets.

No significant difference in survival of fall armyworm neonates, 3-day-old (Table
2), or 6-day-old larvae were noted when they were fed diet containing Bt transgenic
and non-transgenic whotl leaf tissue. However, results similar to that for the corn
earworm above were noted for weights of the surviving fall armyworms when they
were fed diet containing whorl leaf tissue from the Bttransgenic plants. Larvae fed the

$S9008 981] BIA 20-/0-GZ0Z 18 /woo Alojoeignd-pold-swiid-yewssiem-ipd-awiid//:sdny woi) papeojumoc]



Downloaded from https://prime-pdf-watermark.prime-prod.pubfactory.com/ at 2025-07-02 via free access

"lo/Ju02 8|qudadsns e se papnioul aul) Lo ajqideosns v

'|0JJU0D JuBlSISa) B SB papn|oul aul| Juelsisal wiomAwle (e} v 1
"|OJJUOD B SB Pasn saul} UI0D 199MS Jg-UON ,.
"1S8} 1 oljel-y uBduN-19|ep Buisn (S0°0 = d) walseylp Ajueoyubls jou ale Jope| dwes 8y} AQ POMO||0) UWINIOD B UIYIM SUBBI ,

Qe g'G19 e 000} ge 8'0¥. e 000t QS'8¥9 B 2619 B /96 %08YQ 181 ueeg
ge 8'88S B 006 B £'6¢8 e 000t e 8669 09'LvY e 000} $vegege Josuold
e /'8€9 E 000} qe 6'ccL EQ00} pcleec g 8'€€sg e 000} Hso)ooMvY4-19
S RONAAS B 000} 29 8'L19 e 000} 06°8ES p S9ove e /96 «=«GGELHD
m ge 8'88S e 000} 0Q S L9 e 000t 99°L0L pLeee e /96 «8CI9CHD
M\ 0 1'99% e000L J000Ls EQ00L po68t PLELE B 000} «~obejiey
m. P 1'Se e 006 pcy 2719 i1co 99t 0L 606019
Mu, pPlce B 006 pO8 q.9s 167} VA4 q00s 806049
w pcge e 006 p8L q.L9s 160 8c¢e oq 0'0v 106049
m p.L9c e /98 plg o¢ges lee 91¢ 200¢ 90609
m. p 6 1e oene| Jo p6ie P 6 1e eBAJE| JO p6ie p 6 e aenle| jo (Bw) ybiap p6ile aul ulon
£ (Bw) wbropm [BAIAINS 9, (Bw) b JEAIMINS 9, [eAIAINS 9,
M l8lp 1oIp W 00P/seAes| ysaly B og 18Ip [W 009 18lp Jw 1BIp WO
JW QOp/Senes) /Senea| paup 00¥/Sone?) Ot/Sones|
ysai} 6 0g -uano b6 y¢g ysel} 6 0g ysai 6 0
aeAle| p|o-Aep-9 aenE| plo-Aep-¢ S9JBUOBN

L12Ip JIpLIdW e ul pajesodioaul saul| UI0I-1g SILIBAON JO SOARS| Pa) SBAJR| WIOMIES U102 JO JYBiam pue [eAIAINS °L djgelL

418



419

Bt corn-diet bioassay

WISEMAN et al.:

Downloaded from https://prime-pdf-watermark.prime-prod.pubfactory.com/ at 2025-07-02 via free access

"|04}u00 8|qudadsns B se papn|oul au|| uiod a|qndaosns v

"JOAUCD JUBISISS) B SB POPN|OUI SUl| JUB)SISAI WIoMAWLE |8} 7 L

*|0JJU0D B SE Pasn saul| UI0D 198MS Jg-UON ..

1891 1 OfjeI-y uesung-1|epA Buisn (500 = o) 1ualayip Ajueoyiubis Jou a1e 9P| Swes aui AQ PSMO]|0) UWINIOD B UIYNM SUBSI ,

ge 8'c0¢ e 0001 e 6 vey e 0001 qe §'8S¢ e /619 e 000} %08y 181q uesg
g 66 B 000} 0¢'9¢ce B /96 e /8¢ q¥'6.LE e 000} Fve9ee Josuold
e £'8ee e /96 qo'eee e 000t po9'GLe RN 2000} Hso)oomv4-19
ge |'9¢e e 000t pevic e /96 qe $'/5¢ 22962 B 000t »GGELHD
qe g'gce B 000} p 6282 e 0001 ele R oA K 0¢2'80¢ B 000} ««8¢9CHD
Qe g'Gee e 000t 22 H¥E e 000t po 6'G/C SRATAY B 000} R TETE
p 8'G6 e 0001 ®6'C8 e 0001 CR Al 8808 B 000} 606074
260V} 000t 9 ¢'86 e 000t CRAVANS SR AANS B 000} 8060749
PO L6LI 2000} CROR G B 000t 8 /'S 9P 6001t e 000t 206019
poge0l e 000t 2 €06 B 000} SE vl pegeet E000L 90609
P Ol 1e seAle] jo pOLie P Ol 1e seAlg| JO POl 1e P 01 e sease| jo (Bw) Jyblop polLle aul| uo)
(Bw) 1ybBrapa [BAIAINS 9, (6w) wybapp [EAIAINS 9, [BAIAINS 9/,
1eIp 19Ip |w QOp/seAes)| ysai) B 0g 181p W 005 1elp |w 18lp jw
W Q0f/seAes) /SOAB3| paup 00¥/SeAea) 00¥/SoAED|
ysai b og -uano B yg ysai b og ysal b og
oenle| p|o-Aep-9 oeale| p|o-Aep-g SOJBUOBN

L191p oIplIaW B ul pajeiodiooul Saulj UI0d-}g SIMBAON JO SOARS| P8} aeAle| uomAuue |} jo 1yBlom pue |eAIAING °Z d|qe]



420 J. Entomol. Sci. Vol. 34, No. 4 (1999)

Bttransgenic diets always weighed significantly less than their counterparts that were
fed non-transgenic leaf diets, regardless of the method of preparing the leaf tissue
before incorporation into the diet. However, as noted by Lynch et al. (1999), the level
of resistance noted for fall armyworms which fed on the Bt diets was not as great as
the level of resistance noted against the corn earworm. Fall armyworms weighed an
average of 1.1, 2.0, and 32.5 mg at 0, 3, and 6 days old, respectively, when they were
placed on the diet. Regardless of the age when first placed on the diet, fall armyworm
larvae actually gained weight when fed diet containing leaves of transgenic plants;
whereas, corn earworm larvae either gained weight much more slowly or lost weight
when fed diet containing leaves of the Bt transgenic plants.

None of the corn earworm neonate or 3-day-old larvae survived when fed fresh
silks from the Bt transgenic plants, and 6-day-old larvae lost weight when fed fresh
silks from the Bt sweet corn hybrids (Table 3). Results of the bioassays with corn
earworms where fresh silks, fresh unpollinated silks, oven-dried silks, or kernels were
incorporated into the diet were very similar to results where leaves were incorporated
into the diet, regardless of the initial age of the larvae when placed on the diets. Corn
earworm larvae always weighed significantly less when fed diet containing tissue from
transgenic Bt sweet corn hybrids than when fed diets containing tissue from non-
transgenic corn lines. The damage ratings for silks on which 6-day-old larvae had fed
reveal that larvae readily consumed the silks of non-Bt corn, but essentially refused
Bt corn silks after initial feeding.

With the exception of larval weights and damage ratings when larvae were fed
silks of Zapalote Chico, results of bioassays with fall armyworms of various ages fed
fresh silks, fresh silks incorporated into the diet, or oven-dried silks incorporated into
the diet were similar to those for fall armyworms fed leaf tissue. Fall armyworm larvae
always weighed significantly less, regardless of age when placed on the diet, when
fed silks from transgenic plants than when fed silks from susceptible or donor sweet
corn lines (Table 4). Zapalote Chico has a high level of resistance to the fall army-
worm (Wiseman and Widstrom 1986) (Table 3). However, the level of resistance
noted when fall armyworm were fed fresh silks from Bt sweet corn hybrids was
actually greater than that when larvae were fed fresh silks of Zapalote Chico (Table
3) as noted by Lynch et al. (1999). Although larvae gained weight much faster when
fed diets containing corn silks, the same basic relationships were apparent when fall
armyworms were fed Bt corn silks incorporated into the diet as they were when
armyworms were fed fresh silks.

Results of the bioassays with fresh silks show a high degree of correlation with
results from bioassays with fresh silks incorporated into the diet, oven-dried silks
incorporated into the diet, or corn kernels incorporated into the diet (Table 5) for both
the corn earworm and fall armyworm. in all instances, the correlations were significant
and explained 62 to 97 percent of the variation of the results.

Pilcher et al. (1997) also reported a bioassay procedure where freeze-dried Btcorn
leaf tissue was incorporated into an insect diet. These authors extracted Bt protein
from freeze-dried corn leaves and topically applied the extract on the surface of an
insect diet. They showed little effect of Bt corn on the black cutworm, Agrotis ipsilon
(Hufnagel), and delayed development of the armyworm, Pseudaletia unipuncta
(Haworth) and corn earworm using these bioassays. Results reported here show that
biocassays conducted by feeding either fresh or oven-dried tissue of Bt sweet corn
incorporated into a meridic diet was highly correlated with bioassays where the corn
earworm or fall armyworm were fed fresh silks.
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The procedures reported here lend themselves to laboratory assays where corn
tissue is incorporated into a diet and then fed to insects. If sufficient time is available
during the growing season, the bioassays can be conducted by incorporating fresh
leaf, silk, or kernel tissue directly into the diluted diet. If time is insufficient, as is often
the case during the growing season, the corn leaves or silks can be oven-dried,
ground into a fine powder, stored in a freezer and incorporated into the diet at a later
date. In either case, the results of the bioassay are highly correlated with those where
the insects are fed directly on corn tissue.

The results reported here compliment the field and laboratory data reported by
Lynch et al. (1999) who reported bioassay results where corn earworm and fall
armyworm were fed leaves, silks, and kernels of different Bt sweet corn lines. Bio-
assays using either fresh tissue or lyophilized tissue incorporated into a meridic diet
also showed a high level of resistance in the Bt sweet corn to the corn earworm and
a moderately high level to the fall armyworm. Based on the bioassay data, Novartis
sweet corn hybrids containing a crylA(b) gene were very highly resistant to leaf, silk,
and kernel feeding by the corn earworm and highly resistant to leaf and silk feeding
by the fall armyworm.
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