Bioassay for detection of transgenic soybean seeds tolerant to glyphosate®
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Abstract — Glyphosate is a systemic, nonselective, postemergence herbicide that inhibits growth of
both weeds and crop plants. Once inside the plant, glyphosate interferes with biosynthesis of aromatic
amino acids phenylalanine, tyrosine, and tryptophan, by inhibiting the activity of
5-enol pyruvylshikimate-3-phosphate synthase (EPSPS), a key enzyme of the shikimate pathway.
The objective of thiswork wasto develop asimple, effective and inexpensible method for identification
of transgenic soybean tolerant to glyphosate. Thistechnique consisted in germinating soybean seedsin
filter paper moistened with 100 to 200 uM of glyphosate. Transgenic soybean seeds tolerant to
glyphosate germinated normally in this solution and, between 7 and 10 days, started to develop a
primary root system. However non-transgenic seeds stopped primary root growth and emission of
secondary roots.

Index terms: Glycine max, herbicide resistance, transgenic plants, biosynthesis.

Bioensaio para detecgdo de sementes de soja transgénicas tolerantes ao glifosato

Resumo — Glifosato € um herbicida sistémico, ndo seletivo, aplicado em pds-emergéncia que inibe o
crescimento de plantas daninhas e cultivadas. Umavez naplantaesse herbicidainterfere com abiossintese
de aminoécidos aromati cos (fenilalanina, tirosinaetriptofano) medianteinibi¢éo daatividade daenzima
5-enolpiruvilshiquimato-3-fosfato sintase (EPSPS), enzima-chave na rota do shiquimato. O objetivo
destetrabalho foi desenvolver um método simples, barato e efetivo parao rastreamento de sojatransgénica
com tolerancia ao glifosato. Este sistema consistiu em usar papel de filtro umedecido com solugéo de
100 a 200 uM do herbicida glifosato como substrato de germinagéo de sementes de soja. Sementes
transgénicas de sojatol erantes ao glifosato germinaram normal mente nessasolucao e, entre 7 e 10 dias,
desenvolveram um sistemaradicular normal, enquanto nas sementes de sojando-transgénicas ocorreram
paralisagdes do crescimento daraiz priméria e daemissdo de raizes secundérias.

Termos paraindexagdo: Glycine max, resisténciaaherbicida, plantas transgénicas, biossintese.

Introduction

The global market for agricultural products and
agricultural-based value-added products is
undergoing change as the top playersin agriculture
and agriculture biotechnology face increased
consolidation, production and market (K olodziejczyk
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& Fedec, 1999). Herbicide tolerant soybean has been
themost dominant transgenic crop grown commercidly
inseverd countries(USA, Argentina, Canada, Mexico,
Romania, and Uruguay) (James, 2000). Among herbicide
tolerant soybean are those genotype transformed with
5-enolpyruvylshikimate-3-phosphate synthase gene
(CP4 EPSPS) from Agrobacterium sp. CP4 which
confers tolerance to the herbicide glyphosate. The
herbicide glyphosate (Round-up™) wasidentified for
its broad spectrum effectiveness to control weeds.
Onceinside the plant, glyphosate inhibits the activity
of the enzyme 5-enolpyruvylshikimate-3-phosphate
synthase (EPSPS). The inhibition of this enzyme
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prevents biosynthesis of aromatic amino acids that
arenecessary for plant growth (Amrhein et al., 1980;
Mousedale & Coggins, 1984; Wang et al., 1991;
Herrmann, 1995; Bradshaw et a., 1997; Franz et al.,
1997; John, 1997).

Ingeneral, GM O (Genetically Modified Organism)
identification tests are performed by DNA analysis
(PCR test and Southern blot analysis) or by
immunological detection of protein (ELISA test and
Western blot analysis).

All procedures are not easily adapted to be used
in routine seed testing |aboratory.

The objective of this work was to describe an
effective, smple and inexpensive biotest for visual
detection of transgenic soybean seedlings tolerant
to glyphosate.

Material and M ethods

Glycine max L. cv. BR16 (non-transgenic) and the
correspondent transgenic cultivar BR99 seeds were
disinfested in 0.5% sodium hypochlorite solution, for 20
minutes. Following disinfestation, the seeds were rinsed
threetimes, with autoclaved distilled water and germinated
in germination paper moistened in solution containing O,
50, 100 and 200 uM of glyphosate. The germination paper
was wrapped and placed in vertical position in 2,000 mL
beaker and incubated in germination chamber at 25°C in
the dark. The experimental setup was arandom complete
block designinafactoria 4x2 withfour levelsof glyphosate
(0, 50, 100 and 200 uM) combined with two genotypes
(transgenic and non-transgenic) with four replications. Each
replication consisted of 50 seeds. Germination and root
growth were evaluated at 13 days, by measurements of
taproot length, number of secondary root formed, fresh
and dry mass of roots. Roots were dried for 72 hours at
70°C. Regression analysis was obtained to evaluate
morphological response of transgenic and non-transgenic
soybean at different concentration of glyphosate. For each
trait, with statistical significance, a graphic containing
theoretical curves to transgenic and non-transgenic
genotypes was constructed. Contrast (t test) was
performed to compare transgenic and non-transgenic
seedlings by different regression parameters.

Resultsand Discussion

In transgenic genotype the regression anaysis
between growth characteristics and increasing

Pesq. agropec. bras., Brasilia, v. 38, n. 9, p. 1053-1057, set. 2003

A. C. Torreset al.

glyphosate concentrations (0, 50, 100 and 200 uM)
was not significant for germination, taproot length
and root dry mass. Whereas, a significant effect for
number of secondary roots and root fresh mass was
observed. In non-transgenic genotype, the
regression analysis was significant for al traits,
except for germination (Table 1).

The contrast showed no difference between
transgenic and non-transgenic regarding intercept
parameter (point without glyphosate dosage)
(Table 2). In the absence of glyphosate, growth
characteristics including seed germination, taproot
length, number of secondary root, fresh and dry mass
did not present significant differences between
transgenic and non-transgenic genotypes. This fact
indicated that transformation did not affect seedling
growth at the control treatment. Similar resultswere
disclosed in several reports of transgenic plants
tolerant to glyphosate (Padgette et al., 1995;
Mannerlof et d., 1997; Torreset d., 1999; Nagataet dl.,
2000). Inrelationto regression (angular) coefficient,
the contrasts presented differences between
genotypes for all characteristics evaluated, except
for germination (Table 2).

Germination in both genotypes was not affected
by glyphosate concentration, upto 200 uM (Figure 1).
The percent of seed germination of transgenic and
non-transgenic genotypes in relation to increasing

Table 1. Values from analysis of variance for testing
regression significance between transgenic and
non-transgenic soybean genotypes®.

GER TRL NSR RFM RDM
Transgenic 032 011 002 <001 021
Non-tranggenic  0.63 <0.01 <0.01 <0.01 <0.01
(WBased in alinear regression model: y = a+ bx; GER: germination; TRL:
taproot length; NSR: number of secondary roots; RFM: root fresh matter
mass; RDM: root dry matter mass.

Genotype

Table 2. Probability values from contrast performed
between transgenic and non-transgenic for each angular
and linear coefficients, which were estimated by the
regression analysis®.

Coefficdent _ GER_TRL _NSR__RFM___RDM
Intercept (8 035 055 0.5 062 029
Regresson (b) 0.87 <001 <0.01 <0.01 <0.01

(WBased in alinear regression model: y = a+ bx; GER: germination; TRL:
taproot length; NSR: number of secondary roots; RFM: root fresh matter
mass; RDM: root dry matter mass.
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glyphosate concentration showed no statistical
differences. Thisparameter was measured by contrast
between angular coefficients (Table 2). Probably
glyphosate absorption and translocation did not
proceed at the samerate as observed in many studies
(Franz et al., 1997). Also, the embryo may have a
limited inherent capacity for absorption of
glyphosate or the concentration tested was not
enough to kill the embryo in the early stage of
development. This suggests that germination is not
agood characteristic to be used for screening among
transgenic and non-transgenic soybean using up to
200 uM of glyphosate. However, in transgenic rice
(resistant to ammonium-glufosinate), viability by
tetrazolium test has been proposed to identify
transgenic and non-transgenic genotype using high
concentration of the herbicide (100 M) (Ayalaet d .,
2002).

Root growth was evaluated by measurements of
taproot length, number of secondary roots formed,
and by fresh and dry matter mass. Eshel & Waisel
(1996) a so employed these variablesto estimate root
development in a given substrate. The contrast
performed between transgenic and non-transgenic
(Table 2) showed significance for taproot length in
relation to angular coefficient. Non-transgenic
seedlings presented alinear negative effect with the
increase of the glyphosate concentration (Figure 2).
In general, the higher glyphosate concentration, the
shorter root growth. In transgenic genotypes, the
growth extension of primary roots was not affected
by the addition of glyphosate up to 200 uM. To
establish abioassay, it isimportant that thetransgenic
and non-transgenic seedlings have a clear
morphological characteristic that could be used for
screening both genotypes (Torreset a., 1999). Inthis
study, transgenic seedlings exposed to glyphosate
produced main root that elongated faster and more
continuously than those of non-transgenic (Figures
2 and 3). This visual characteristic associated with
statistical analysis indicates that root elongation
could be used asan accurate prediction for screening
both soybean genotypes in early stage of
development.

The number of secondary root formed per plant
decreased significantly with the increasing of
glyphosate concentration in transgenic and
non-transgeni ¢ seedlings(Table 1 and Figure 4). The
number of secondary roots showed distinct inverse
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linear response for both genotypes in relation to
glyphosate (Figure 4). Thus, the number of secondary
roots was not an adequate parameter to be used for
screening. Also, under glyphosate conditions
extension growth of secondary roots was inhibited
in non-transgenic soybean, with formation of
rudimentary roots along the main axis (Figure 3).
However, transgeni ¢ seedlings had normal secondary
root elongation.

Similarly, there was asignificant linear negative
effect of genotype and glyphosate for mass of root
fresh matter. The mass of root fresh matter decreased
with increasing glyphosate concentration from 0 to
200 uM and the regression variance analysis was
significant for both genotypes (Figure 5). The
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Figure 1. Average of percent of seed germination of
transgenic and non-transgenic genotypesin relation to the
increase of glyphosate concentration up to 200 uM.
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Figure 2. Average of taproot length (TRL) (mm) of
transgenic genotype and adjusted regression curves for
TRL of non-transgenic genotypein relation to theincrease
of glyphosate concentration up to 200 uM.
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Figure 3. Non-transgenic (left) and transgenic (right)
soybean seedlings growing in medium with 200 uM of
glyphosate.
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Figure 4. The adjusted regression curves for number of
secondary roots of transgenic and non-transgenic
genotypes in relation to the increase of glyphosate
concentration up to 200 uM.
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inhibition of fresh root matter was more intensified
in non-transgenic than in transgenic plants (Table 2).
Therefore, this characteristic was not a good
parameter for distinction between transgenic and
non-transgenic seedlings.

Only in transgenic seedlings, the mass of root
dry matter was not affected by addition of glyphosate
(Figure 6) and the contrast between angular
coefficient of regression for genotypes (Table 2) was
highly significant. This result showed that root dry
matter mass also could be used to separate both
genotypes under glyphosate exposition. However
this parameter can be influenced by seed
physiological quality.
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Figure5. The adjusted regression curves for root fresh
matter of transgenic and non-transgenic genotypes in
relation to the increase of glyphosate concentration up to
200 uM.
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Figure 6. Theadjusted regression curvesfor root dry matter
of transgenic and non transgenic genotypes in relation to
the increase of glyphosate concentration up to 200 uM.
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Conclusion

Taproot length is the best characteristic for
identification of transgenic and non-transgenic
soybean genotypes when seedlings are grown in
germination paper moistened in glyphosate solution
upto 200 uM.
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