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Release of Information

Monsanto is submitting the information in this petition for review by the USDA as part of
the regulatory process. By submitting this information, Monsanto does not authorize its
release to any third party. In the event the USDA receives a Freedom of Information
Act request, pursuant to 5 U.S.C,, § 552, and 7 CFR Part |, covering all or some of this
information, Monsanto expects that, in advance of the release of the document(s), USDA
will provide Monsanto with a copy of the material proposed to be released and the
opportunity to object to the release of any information based on appropriate legal
grounds, e.g. responsiveness, confidentiality, and/or competitive concerns. Moiisanto
understands that a copy of this information may be made available to the publi¢’ina
reading room and by individual request, as part of a public comment perigd. Except in
accordance with the foregoing, Monsanto does not authorize the release, publication or
other distribution of this information (including website posting) without Monsanto's
prior notice and consent.
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Certification

The undersigned certifies that, to the best knowledge and belief of the undersigned, this

petition includes all information and views on which to base a determination, and that it
includes all relevant data and information known to the petitioner which are unfavorable
to the petition.

Regulatory Affairs Manager

Address:

Monsanto Company

800 North Lindbergh Blvd., EINB
Saint Louis, MO 63167
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Petition for the Deter mination of Nonregulated Statusfor
Roundup Ready® Flex Cotton MON 88913

Summary

The Animal and Plant Health Inspection Service (APHIS) of the United States
Department of Agriculture (USDA) has responsibility, under the Plant Protection Act (7
CFR U.S.C. 7701-7772), to prevent the introduction and/or dissemination of plaat pests
into the United States or interstate introduction and/or dissemination. The ARHIS
regulations, (7 CFR § 340.6) provide that an applicant may petition APHISto evaluate
submitted data to determine that a particular regulated article does not present.a-plant pest
risk and should no longer be regulated. If APHIS determines that the regulated article
does not present a plant pest risk, the petition is granted, thereby allowiiig unrestricted
introduction of the article.

Since the commercialization of the first cottonvarieties with biotechnelogy traits in the
mid-1990s, one of the most successful in tetms of farmer adoptionhas been Roundup
Ready® cotton event 1445 (hereinafter referred to as Roundup Ready cotton), which is
tolerant to glyphosate, the-active ingredient in Reundup” agticultuifal herbicides.
Roundup Ready cottony the first-generation herbicide-tolérant ¢otton product from
Monsanto, was commercializedin the’U.Szin 1997. Roundap Ready cotton has been
widely adopted by-cotton farmers @and has'made up @significant portion of the U.S.
cotton production. Cotton varieties-containing.the Roundup.Ready trait are currently
cultivated onrmore than'7.8:million acres-annually within'the U.S. (USDA-NASS,
2003a).

Mensanta’Company<has now déveloped asecond-generation glyphosate-tolerant cotton
product, Roundup:Ready Flex“cotton MON 88913, that provides increased tolerance to
glyphosate during the critical reproductivephases of growth compared to Roundup
Ready.cotton. Use of MON:889 I3 willenable the application of a Roundup agricultural
herbicide ovet-the top of the cotton crop at later stages of development than is possible
with the current produét: This wall-allow for effective weed control during crop
production, because.Roundup agricultural herbicides are highly effective against the
majority of annual and perennial weeds that can be problematic during the later stages of
crop development, with.minimal risk of crop injury. The increased level of glyphosate
tolerance iIt-MON 88913 is achieved through the use of improved promoter sequences
that-regulate the expression of the cp4 epsps coding sequence.

MON 88913 was developed using the same cp4 epsps coding sequence and chloroplast
targeting seéquence and produces the same CP4 EPSPS protein (5-enolpyruvylshikimate-
3-phosphate synthase) as Roundup Ready cotton. The transformation methodology used
to produce MON 88913, Agrobacterium tumefaciens-mediated plant transformation, is

® Roundup and Roundup Ready are registered trademarks of Monsanto Technology LLC.
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comparable to the method used in development of Roundup Ready cotton. MON 88913
utilizes the same cp4 epsps coding sequence in the same crop, and confers the same
glyphosate-tolerant phenotype as the nonregulated commercial Roundup Ready cotton
product. The data presented in this petition characterize the nature and stability of the
genetic modification, characterize the CP4 EPSPS protein produced in MON 88913 and
demonstrate that MON 88913 is not phenotypically different than the negative segregant
control, MON 88913(-).

As determined by Southern blot analysis, MON 88913 contains a single, intact DNA
insert from the binary plasmid PV-GHGT35 at a single integration locus within the
cotton genome. The DNA insert in MON 88913 contains two intact cp4 epsps:-gene
expression cassettes containing identical cp4 epsps coding sequences. Polymerase chain
reaction was performed to confirm the 5” and 3’ insert-to-genomic DN A junctions and
the organization of the elements within the insert in MON 88913. The-DNA insert and
the Roundup Ready trait are stable across multiple sexuial generations. Phenotypic
segregation data confirmed that the single insert locus and Roundup, Ready-trait behave
as a single dominant locus with the expected Mendelian segregation pattétn across
multiple generations.

The production of CP4 EPSPS protein was confirmed by determining-the level of CP4
EPSPS in tissues produced tnder field-conditions.) Thelevels-of CP4 EPSPS protein
were determined by validated enzyme-linked immunesorbent assay methods in leaf tissue
sampled throughout the growing season, as:wellas1n root, pollen and seed. The cotton
plants were tolerantito over-the -top-applications ofia Roundup agricultural herbicide at
later stages of development than is pessible-with.cottenvarieties that contain the
Roundup Ready 1445 event,

The CP4 EPSPS protein produced i MON 88913 i§-targeted to the chloroplasts via an N-
terminal fusion withcthe chloroplast transit-peptide, CTP2, to form a CTP2-CP4 EPSPS
precursor proteins Theprecutsor protein-prodiiced in the cytoplasm is processed to
remove the transit peptide_upon-transiocation into the plant chloroplast, resulting in the
mature)CP4-EPSPS protein, <The ddentity of the plant-produced protein was confirmed
using data’fromy western blot analysis‘and N-terminal sequence analysis. On the basis of
westernblotanalysis, the electrophoretic mobility and immunoreactive properties of the
plant-produced CP4EPSPS protein were found to be equivalent to those of the E. coli-
produced CP4 EPSPS reference standard protein.

Safety assessment of the’CP4 EPSPS protein included protein characterization
demonsttating the lack of similarity to known allergens and toxins, the long history of
safe consumptiomof similar EPSPS proteins from a variety of food sources, CP4 EPSPS
digestibility in'vitro, and the lack of acute oral toxicity in mice. These data will be
presented to.the U.S. FDA for evaluation of food and feed safety for MON 88913 as part
of the pre-market consultation process for products of modern biotechnology.

The phenotypic evaluation of MON 88913 included the key agronomic characteristics of
seed germination, plant growth and development under field conditions, crop productivity
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and harvest quality. These agronomic characteristics were evaluated by replicated field
observations at 14 locations in 11 states across the U.S. cottonbelt to evaluate whether the
presence of the DNA insert or the presence of the CP4 EPSPS protein altered the
phenotypic characteristics and/or ecological interactions of MON 88913. In these
evaluations, MON 88913 was compared to MON 88913(-), a negative segregant of MON
88913 that contains similar background genetics but does not contain the DNA insert.

No differences were detected for 439 of a total of 458 comparisons between MON 88913
and MON 88913(-) by field location at p<0.05. The majority of the 19 differences that
were observed occurred for a single characteristic at a single field location. When all
data were pooled across locations, only a single statistically significant difference in the
growth and development characteristics was observed: the date until 50% floweringwas
slightly later for MON 88913 compared to MON 88913(-) (64 vs. 63 days-after planting,
respectively). This difference was one day at most sites and has no significant biological
meaning in terms of plant pest potential. No differences between MON 88913 and MON
88913(-) were detected for any of the measured plant map characteristics: plant height,
number of nodes, plant height per node, total numben of bolls, numberand-quality of first
and second position bolls, number of vegetative bolls, percent-abnormal:bollsiand the
percent first and second position bolls at various nodal pesitions along’the plant. A single
difference was observed across(sites in theboll/seed measur€ments? The'seed index
(grams per 100 seed) of MON'88913 was lower than®™MON 88913(-).~This difference
was approximately 0.3 g per' 100 fuzzyseed, and likely has little biological meaning in
terms of plant weed potential and the values fall well-within the range for commercial
cottonseed. No consistent trends-for.changes in seed mumberoccurred when the data
were pooled across locationse When boll-andfiber quality,data were analyzed, MON
88913 boll size was smaller and mictonairéwas-less coémpared to MON 88913(-) (4.56
vs. 4.70 g per boll and 3:758-vs. 3.881 miike units, respectively). Small changes in seed
size and-microndire are unlikely’to ineéreéase;weed-potential, and both micronaire values
are agronomically €quivalent, falling within the prefnium target range of 3.7 — 4.2 for
commercial cotton varieties.

Data werealso collected on the:presefice of,and plant response to, in-field plant stressors
such aspestsrand-diseases. The eeological interactions data led to the conclusion that
MON 88913 does not confer any detectable increase in the pest potential of cotton, nor
were-there any detectable unanticipated changes in the interactions between MON 88913
and the environment These¢ phenotypic data support the overall conclusion that there are
no biologically meaningful changes present in MON 88913 beyond the intended
Roundup’Ready trait:

Thenutritionabcomposition of MON 88913 was compared to MON 88913(-) and sixteen
commiercial.conventional cotton varieties using cottonseed collected from replicated field
trials. The results of these compositional analyses show that, for the 53 components
statistically‘eévaluated, there were no statistically significant differences (p<0.05) in 236
of the 265 comparisons made between MON 88913 and MON 88913(-). Of the 29
statistically significant differences, all MON 88913 values fell within the population of
commercial conventional cottonseed as described by the 99% tolerance interval and/or
within published ranges for conventional cottonseed. These data support the conclusion
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that cottonseed of MON 88913 is compositionally equivalent to that of the cotton
varieties grown commercially today.

The potential for outcrossing to sexually compatible related species is unlikely because
populations of these related species in the U.S. are small and isolated from commercial
cotton production areas. The environmental consequences of pollen transfer from MON
88913 to other cotton or other related Gossypium species is considered to be negligible.
This is because of limited movement of cotton pollen, the safety of the introduced
protein, and the lack of any selective advantage that would be conferred to recipient feral
cotton or wild relatives if pollen transfer were to occur; these conclusions are consistent
with the conclusions reached by USDA-APHIS in the Environmental Assessiment and
Finding of No Significant Impact for Roundup Ready cotton.

The agronomic consequences of volunteer cotton plants would be minimalas these plants
are easily controlled by mechanical means or by one of\a number ©f herbicides currently
registered for control of cotton. Based on the data and information presented in this
submission, the previous USDA conclusions for Roundup Reéady.cetton;and. the
extensive experience gained during the marketing of Roundup Ready'cotton; it is
concluded that the anticipated €nvironmental consequences of theintroduction of MON
88913 would be negligible, and there is no reason to/believe that MON 88913 would
have an adverse impact on\otganisms beneficial toplants orto “nontarget” organisms,
including threatened of‘endangered-organisms, “The mntroduction'of MON 88913 is
expected to enhancehe economie, environmentaly and supefior weed control benefits
afforded by the cutrent produet, Roundup-Ready cotton,

Data and infermation presented in‘this réquest demonstrate’that MON 88913 does not
representia unique plant pest risk.’ Therefore, Monsanto Company requests a
determination from APHIS that Roundup Ready Fléx cotton MON 88913, and all
progeny derived therefrom; be 110" longer considered regulated articles under regulations
itr7 CER §:340.
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Abbreviations and Definitions

~ Approximately

A Acre

AA Amino acid

aad Bacterial promoter and coding sequence for an aminoglycoside-modifying
enzyme, 3'(9)-O-nucleotidyltransferase, from the transposon Tn7

ADF Acid detergent fiber

Ae Acid equivalent

ANOVA Analysis of Variance

AOSA Association of Official Seed Analysts

APS Analytical protein standards

Avg Average

B Border region

BSA Bovine serum albumin

C Celsius

CAPS 3-[cyclohexylamino]-1-propanesulfonic aeid

CI Confidenege interval

CP4 Agrobacterium sp. strain CP4

CP4 EPSPS | 5*Enolpyruyylshikimate~3-phosphate synthase from Agrobacterium species
strain CP4

cp4 epsps Coding sequence for the!CP4“EPSPS protéin from Agrobacterium sp. strain
CP4-present in PV-GHGT35

CR Codingregion

CTP Chioroplast transit peptidé

ctp2 Chloroplast-transit peptide,isolated from Arabidopsis thaliana EPSPS

CTAB Cetyltrimethylammeonium bromide

(@A Cogfticient of wariation

DAP Daysafter, planting

dATP Deoxyadenosine triphosphate

dCTP Deoxycytidine triphosphate

DNA Deoxyribonucleic acid

dNTP Deozynucleotide triphosphate

DTT Dithiothreitol

DWCF Dry weight conversion factor

dwt Dry weight

ECL Enhanced chemiluminescence

E. coli Escherichia coli

EDTA Ethylenediaminetetraacetic acid

ELISA Enzyme-linked immunosorbent assay
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EPSPS 5-Enolpyruvylshikimate-3-phosphate synthase

FA Fatty acid

FDA United States Food and Drug Administration

FIFRA Federal Insecticide, Fungicide and Rodenticide Act

FMV Figwort mosaic virus

fwt Fresh weight

HCI Hydrochloric acid

HRP Horseradish peroxidase

| Intron

I-ACTS Intron and flanking exon sequence from the act8§ gene of Arabidopsis
thaliana

IgG Immunoglobulin G

I-TSF1 Intron from the Arabidopsis thaliana tsf] gene encoding elongation factor
EF-lalpha

IUPAC-IUB | International Union of Pure and Applied Chemistry - Intérnational Union of
Biochemistry

Kb Kilobase pair

KCl Potassium chloride

K; Inhibition constant

Ku Michaelis ¢onstant

L Leader

L-ACT8 Leader sequencefromthe actS gene of Arabidopsis thaliana

LB Left border

LOQ Limit of guantitation

LOD Limit of detection

L-TSF1 Leader (exon 1) fromcthe Arabidopsis-thaliana tsfl gene encoding elongation
factor EF-1alpha

MgCl, Magnesium chloride

Mike Micronaire

MOA Mode-of action

MW Molecular weight

na Notcavailable

NaCt Sodiumchloride

NaOAe Sodium acetate

NDE Neutral detergent fiber

NFDM Non-fat.dried milk

NIST National Institute of Standards and Technology

Ob Optical density

OSL Overseason leaf

OR Origin of replication

OR-ORI- Origin of replication from pBR322 for maintenance of plasmid in E. coli

PBR322

OR-ORI'V | Origin of replication for Agrobacterium derived from the broad host range

plasmid RK2
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Overseason | Leaf material collected from different time points during the growing season

leaf

P Promoter

PAGE Polyacrylamide gel electrophoresis

PBS Phosphate buffered saline

PBST Phosphate buffered saline containing 0.05% (v/v) Tween-20

PCR Polymerase chain reaction

PEP Phosphoenolpyruvate

P- Chimeric promoter containing the Arabidopsis thaliana tsf1 gene promoter,

FMV/TSF1 | encoding elongation factor EF-1alpha, and enhancer sequencesAfom the
Figwort Mosaic virus 35S promoter

ppm Parts per million (ug of analyte/g of sample)

P- Chimeric promoter containing the promoter of the act8'geneof Arabidopsis

35S/ACT8 | thaliana combined with the enhancer sequences of the Cauliflower mosaic
virus (CaMV) 35S promoter

PTH Phenylthiohydantoin

PVDF Polyvinylidene difluoride

qt Quart

RB Right border

rbc Ribulose-1¢5-bisphosphate carboxylase

Rop Coding,sequence for,repressorof primer protein‘for maintenance of plasmid
copy-number in«& coli

RQTY Relative quantity

SD Standard deviation

SDS Sodium.dodedyl sulfate

SE Standatd error

sp Species

S3P Shikimate=3-phosphate

TBA Tris-borate buffer.with L=ascetbic acid

TDF Total dietary fiber

T-DNA Fransfen(ed) DNA

TE TrissEDTA buffer (10omM Tris-HCI, 1 mM EDTA, pH 8.0)

T-E9 DNA sequences.derived from Pisum sativum, containing the 3’ nontranslated
region ofthe pea’ribulose-1, 5-bisphosphate carboxylase, small subunit E9
gene

T Tolerancé/interval

Tris Tris(hydroxymethyl)aminomethane

TS Targeting sequence

TSSP Tissue-specific site pool

USDA- United States Department of Agriculture — Animal and Plant Health

APHIS Inspection Service

Standard abbreviations, e.g., units of measure, are be used according to the format
described in ‘Instructions to Authors’ in the Journal of Biological Chemistry
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I. Rationalefor Submission of Request for Deter mination of Nonregulated Status
for Roundup Ready Flex cotton MON 88913

|.A. Basisfor the Request for a Determination of Nonregulated Status under 7 CFR
Part 340.6

The Animal and Plant Health Inspection Service (APHIS) of the U.S. Department of
Agriculture (USDA) has responsibility, under the Plant Protection Act (7 U.S.C. § 7701-
7772) and the Plant Quarantine Act (7 U.S.C. § 151-167), to prevent the introduction and
dissemination of plant pests into the United States. The APHIS regulation 7 CFR § 430.6
provides that an applicant may petition APHIS to evaluate submitted data to détermine
that a particular regulated article does not present a plant pest risk and shoutdnodonger
be regulated. If APHIS determines that the regulated article does not present a'plant pest
risk, the petition is granted, thereby allowing unrestricted introduction-of the article.

|.B. Rationale For the Development of Roundup Ready Flex CottondM ON 88913

This section provides background and rationale for the-development of Roundup Ready
Flex cotton, MON 88913, including bengfits of the-technelogy,-anticipated herbicide use
and farmer adoption. MON88913 is:a-second-generation glyphosate-tolerant cotton
product, which provides.increased:télerance to ‘glyphosate felative to the current product,
Roundup Ready cotten event 1449, (héreinafter referredito as;Roundup Ready cotton), to
provide more effective and flexible‘weed control options during production.

Control of weeds in a cetton ¢rop islessential because weeds compete with the crop for
the same dimited resources in the field including sunlight, water and nutrients (Ross and
Lembi,"1985;Wilcut etal., 2003). Because failure.te control weeds within the crop can
resultin decreased yields and reducedcrop quality, an intensive program for weed
control‘is essential to ensure profitability:(Wilcut et al., 2003; Hayes et al., 2001). Losses
from'weeds restlt in-a’$300 million crop loss per year (Abernathy and McWhorter,
1992).~In addition;“weeds present at-cotton harvest reduce the efficiency of the
mechanical harvest of'the crop and can reduce both the quality and value of the lint
because-of staining’by yegetation,

Current weed management systems interweave cultural and mechanical practices with
herbicides to overcome the competitive effect of the weeds. In general, weeds must be
controlled both before emergence and shortly after crop emergence to avoid yield loss.
Early control is'especially important because weeds that emerge early relative to the
cottomeropqare more competitive and thus cause greater crop loss than weeds that emerge
later in the'season (Coble and Byrd, 1993). Because of this, cotton should be kept as
weed-free aspossible from emergence through at least eight weeks.

Use of a Roundup agricultural herbicide in crop provides an efficient and cost-effective
means of controlling weeds. Roundup agricultural herbicides are used as foliar-applied,
nonselective herbicides, and are effective against the majority of annual and perennial
grasses and broad-leaf weeds. Glyphosate, the active ingredient in Roundup agricultural
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herbicides, binds to the endogenous plant EPSPS enzyme and blocks the biosynthesis of 5-
enolpyruvylshikimate-3-phosphate, thereby starving plants of essential amino acids and
secondary metabolites (Steinrucken and Amrhein, 1980; Haslam, 1993). EPSPS proteins
catalyze the transfer of the enolpyruvol group from phosphoenol pyruvate (PEP) to the 5-
hydroxyl of shikimate-3-phosphate (S3P), thereby yielding inorganic phosphate and 5-
enolpyruvylshikimate-3-phosphate (Alibhai and Stallings, 2001). In Roundup Ready
plants, which are tolerant to Roundup agricultural herbicides, aromatic amino acids and
other metabolites that are necessary for plant growth and development are met by the
continued action of the inserted glyphosate-tolerant CP4 EPSPS enzyme (Padgette et al.,
1996).

Glyphosate has favorable environmental and safety characteristics. Glyphosate has no
preemergence or residual soil activity (Franz et al., 1997) and is not prone to l€aching,
degrades in soil over time, and poses no unreasonable risks to mammals, bifds or fish
under normal use conditions (U.S. EPA, 1993; WHO, 1994; Giesy:&t al:s-:2000; Williams
et al., 2000). Furthermore, glyphosate has been extensively evaluatedin seientific
studies that have concluded that glyphosate does:not cause cancer, birth-defects,
mutagenic effects, nervous system effects or reproductive problems (Williams et al.,
2000).

The first biotechnology cotton products'were comtercially faunchied in 1995 (BXN®
cotton) and 1996 (Bollgard® cotton)? On July, I, 1995, USDA-APHIS determined the
nonregulated status (Fed. Reg, 60:37870-37871) of the first-generation glyphosate-
tolerant cotton product, Roundup Ready-cotton, which was subsequently commercialized
in 1997. Since-then, Roundup Ready cottonrhas been.rapidly adopted by U.S. cotton
farmers (95% grower satisfaction, Monsanto unpublished survey results) and has been a
significamt pastof U:S:"annual cotton production-since-its market introduction. Cotton
with the'RoundupReady trait'is currently-¢ultivated-on approximately 59% of the U.S.
cotton actes (USDAsINASS; 2003b). -However, a;constraint within the current Roundup
Ready:cottensystem is-the limitation of:in-crop, over-the-top herbicide application to
RoundupReady cotton plants with nozmore than four true leaves. Applications at the
fifth trye leaf stage-andbeyond require specialized spray equipment to aim the herbicide
between the rews and away from-the cotton plant.

Subsequently,-Monsanto €Company has developed a second-generation glyphosate-
tolerant cotton product, Roundup Ready Flex cotton, MON 88913, that provides
inctreased tolerance te’glyphosate compared to the current product, Roundup Ready
cotton.~ Use-of MON 88913 will enable the application of a Roundup agricultural
hetbicide over the tep of the cotton crop at later stages of development than is possible
with Reundup Ready cotton. This will provide more effective weed control during crop
production with’minimal risk of crop injury because Roundup agricultural herbicides are
highly effective against the majority of annual and perennial weeds that can be
problematic during the later stages of crop development. The increased level of
glyphosate tolerance in MON 88913 is achieved through use of improved promoter

® BXN is a registered trademark of Aventis Cropscience SA.
® Bollgard is a registered trademark of Monsanto Technology LLC.
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sequences that regulate the expression of the cp4 epsps coding sequence (Fincher et al.,
2003).

MON 88913 was developed using the same cp4 epsps coding and chloroplast targeting
sequences as the current Roundup Ready cotton product and produces the same CP4
EPSPS protein that confers the Roundup Ready trait. The same transformation
methodology used to produce MON 88913 was also used in development of Roundup
Ready cotton. Thus, MON 88913 contains the same cp4 epsps coding sequence in the
same crop, and confers the glyphosate-tolerant phenotype similar to the commercial
Roundup Ready cotton, but with increased tolerance to glyphosate during the sensitive
reproductive stages of growth.

MON 88913 will be introduced through conventional breeding new cottén varieties in
anticipation of commercialization. Field experiments with MON 88913 wete conducted
in 2000 - 2003 throughout the U.S. cotton growing regions under JSD Ac-hotification
(Appendix A). Results from these field trials have démonstrated,that MON88913 is
tolerant to over-the-top applications of a Roundup-agricultural’herbicide through the
layby stage (canopy closure into the row) and beyond, withythe expected level of weed
control.

Product characterization studies summatrized in this'submission demonstrate that, with
the exception of increased production of the 5-énolpyruvylshikimate-3-phosphate
synthase enzyme (CP4 EPSPS), MON88913 is not'differentthan cotton currently grown
in the U.S. Thereds no evidence that growing-MON889 13 cotton will result in any
adverse effects-t0 the environment. In-addition, agronemic evaluations of plant vigor,
growth habit eharacteristics, and generaldisease susceptibility have shown MON 88913
not to be different than’negative,segregant contrel plants'that were derived from

MON 88913-but do notcontain the DNAjinsert:” Use of a Roundup agricultural herbicide
over the top of MON:889 1.3 ' would not be expected to cause any adverse changes in the
field environment outside of the cuftent ¢otton-production system using Roundup Ready
cotton varieties.'The'commercialization of MON 88913, following receipt of required
regulatory clearances, ineluding a determination of nonregulated status from USDA-
APHIS, will representian efficacious and environmentally compatible addition to the
existing-options for'weed control in‘cotton.

The infroduction of MON 88913 is expected to continue to provide the grower with
economig'and environmental benefits and superior weed control benefits to those
currently providedby Roundup Ready cotton. These benefits include:

1. Effectiveveed control: The Roundup Ready cotton system provides farmers with
eftective'weed control and equivalent yields while reducing the number of
herbi¢ide applications required (Culpepper and York, 1998, 2000; Gianessi et al.,
2002a). Growers experience improved flexibility in weed control compared to
herbicide programs used in conventional cotton, as specific preemergent
herbicides that are used for prevention are replaced by a broad-spectrum post-
emergent herbicide that can be used on an as needed basis (Welch et al., 1997;
Culpepper and York, 1998).
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2. Convenience and simplicity: The Roundup Ready cotton system increases
farming convenience and production simplicity (Culpepper and York, 1998;
McCloskey, 1998), which was a major driver for the adoption of Roundup Ready
cotton (Kalaitzandonakes and Suntornpithug, 2001). Additionally, the Roundup
Ready cotton system offers crop rotation options over other weed control systems,
is an easier system to manage, and more acreage can be covered by the same
equipment (Kalaitzandonakes and Suntornpithug, 2001; Culpepper and York,
1998; McCloskey, 1998). Less labor is often required because of the elimination
of hand weeding and the high cost of early, postdirected sprays that require
special equipment (McCloskey et al., 1998).

3. Increased grower income: Use of Roundup Ready cotton has shown reduced
production costs, net economic advantage, and reduced production risks (Gianessi
et al., 2002a; Kalaitzandonakes and Suntornpithug, 2001). :Iff 200}, herbicide-
tolerant cotton increased the total net value of\U.S. cotton productionrby $133
million dollars (Gianessi et al., 2002a).

4. Increased adoption of reduced tillage'practices;Use of thecRoundup Ready cotton
system encourages adoption of reduced tillage practices:by growers (Gianessi et
al., 2002; Kalaitzandonakes and’Suntornpithug,.2001). 1t is;estimated that
reduced tillageds practiced-én one out of evety twemnew acres of Roundup Ready
cotton (Kalaitzandonakes'and Suntornpithug, 2001). ¢Fhe use of conservation
tillage practices reduces water runoff by.30% -compared to conventional tillage
practicesy thereby imiproving the quality of'surface water (Baker and Johnson,
1979):’ Additionally, conservationtillage improve§water quality and creates
habitat, for wildlife (€TIE;, 1999; Fawcett:and Towry, 2002). Use of the
Roundup Ready:cotton'system sighificantly amproves overall weed control in
conservation tillage cotton (Keeling@t al.;.1998).

5: Compatibility-withIntegrated Pest. Management (IPM) and soil conservation
techitiques:~RoundupReady cotton is highly compatible with integrated pest
management-and soH conservation techniques (Keeling et al, 1998; Patterson et
al, 1998; Smart.and Bradford, 1999), resulting in a number of important
environmental benefits-ificluding reduced soil erosion and improved water quality
(Baker and Laflen, 1979; Hebblethewaite, 1995; CTIC, 1998), improved soil
strueture withohigher organic matter (Kay, 1995; CTIC, 2000), improved wildlife
habitat (Phatak-étal., 1999), improved carbon sequestration (Reicosky, 1995;
ReicosKy and;Lindstrom, 1995), and reduced CO2 emissions (Kern and Johnson,
1993;-CTIC, 2000).

6. Histoty of safe use: The U.S. EPA (1993) has concluded that the use of Roundup
agricultural herbicides does not pose unreasonable risks to humans, birds,
mammals, aquatic organisms, bees and invertebrates. Glyphosate, the active
ingredient in Roundup agricultural herbicides, has favorable environmental
characteristics compared to some other herbicides (Nelson and Bullock, 2003).
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In addition to the current benefits of the Roundup Ready cotton system, the second-
generation cotton product, MON 88913, is expected to provide additional grower
benefits. MON 88913 will offer growers an expanded window for application of
Roundup agricultural herbicides and enhanced flexibility in weed control options relative
to the current Roundup Ready cotton product. Roundup Ready cotton currently allows
over-the-top applications of a Roundup agricultural herbicide through the fourth leaf
(node) stage, and thereafter is limited to post-directed sprays up to layby. Further, at least
ten days and two nodes of incremental growth also must occur between applications
because of reproductive tolerance limitations. Although excellent weed control is
obtained with the Roundup Ready cotton system within these application constraints,
MON 88913 will provide growers with an improved version of Roundup Ready cotton
with enhanced reproductive tolerance for greater flexibility in weed controlcoptions with
minimal risk of crop injury.

The key anticipated added benefits of MON 88913 relative to the current;Roundup Ready
cotton product include:

1. Enhanced grower convenience with season-long application options. Further, the
expanded over-the-top window allowed by the use of-this.technelogy is expected
to increase production'efficiency..Growers will have the option to schedule
Roundup agricultural herbicide applications ' with insecticide applications and
plant growth regulators comimon to cotton production, teducing labor and
equipment costs.

2. Potentiakfor simplifi¢ation of spray.equipmentFor example, reduced need to
purchase specialized spray«équipmentnecessary tocapply a Roundup agricultural
herbicide-afterthe-four-leaf stage.

3.7 Potential for greater.-weed control efficacy.by a reduction of weed control
application. complications btought'on.by weather and equipment failure. Over-
the-top,applications i crop have the,potential to provide improved weed control
compared to’ prec¢ision post-directed applications.

4. <Enhanced margin of -assured‘crop safety with Roundup-based herbicide
applications,

5. Eéwer challenges integrating weed control measures with irrigation activities.

6. Enhanced ability to tailor herbicide applications to weed development stage
ihstead ofto the cotton developmental stage.

Effective weed control and crop management is critical to maximizing cotton yield and
retaining a high-quality harvest, free of weedy material. For effective weed control,
growers typically select a herbicide based on several factors including the weed species
present, weed size, weed population, risk of potential crop injury, and the cost of the
herbicide program. Also important are application convenience, compatibility with other
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crop chemicals, and environmental characteristics. Although few herbicides deliver
optimal performance in all of these areas, use of a Roundup agricultural herbicide in a
Roundup Ready cotton system provides the grower with broad-spectrum weed control,
including the majority of economically important annual and perennial grasses and
broad-leaf weeds (Wilcut et al., 2003). In addition to Roundup agricultural herbicides, a
wide range of weed control options are available and utilized, including other herbicide
products are currently employed in cotton production to achieve sustainable weed
management (manuals published by state extension offices: University of Tennessee,
2004; Baumann, 1998; Mississippi State University, 2004).

Weed control systems used in U.S. cotton production are reviewed in detail in{Section
VIII. Crop rotational practices in cotton and use of multiple herbicide modes-of action
are also presented in more detail in Section VIII. Weed control in cottonis typically a
two-to-four application process over the length of the growing seasoni-The¢choice of
weed-control methods depends on the particular cropping system (€:g., eonventional-
tillage, conservation-tillage, no-till), local weed spegtrum, costs;;and other factors already
mentioned. A Roundup agricultural herbicide may, be tank-miixed with hérbicides that
provide residual activity, or alternatively, followed by other in-crep herbicides using
hooded post-directed sprayers to.achieve optimum weed control ontough-to-control
species (for examples see Wileut et al., 2003). MON)88913'1s expected to utilize similar
weed control programs compared to these already used.in Roundup,Ready cotton,
including a combination.of herbicide sprays with varied cheémical' modes of action.
However, the timing-0f Roundup:agricultural herbicide.applications would not be as
restrictive as those-labeled for the current product, Reundup Ready cotton (see Section
VIIL).

In conclusion, weeds are a sever¢ constraint that-must be managed in the production of
cotton as cotton cannot.compéte effectively indts early growth stages and must be
protected from the'invasion.of aggressive weeds..Current management systems combine
culturalrand mechanical(practices with herbicides to overcome the competitive effect.
The-introduction’of the current: Roundup Ready cotton product has reduced the number
and quantity‘of herbicide-applications, resulting in more flexible options for effective
control of the weeds.-Thewuse of-a Roondup Ready cotton system also offers
environmental benefits.associated with the use of conservation tillage and integrated
weedsmanagement-practices. ‘The second-generation glyphosate-tolerant cotton product,
Roundup Ready Flek cottonMON 88913, provides increased tolerance to glyphosate
compared-to the currént commercial product. Use of MON 88913 will enable the
applicationof a Roundup agricultural herbicide over the top of the cotton crop at later
stages of development than is currently possible with Roundup Ready cotton. This will
provide more-effective weed control during crop production with minimal risk of crop
injury. Rounduap Ready Flex cotton, MON 88913, will provide growers with a new, more
flexible Roundup Ready cotton system that provides excellent weed control using
familiar weed control management practices that are fully compatible with conservation
tillage practices, while retaining all the current grower and environmental benefits of the
Roundup Ready cotton system.
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I.C. Adoption of MON 88913

Currently, cotton growers in the U.S. have a wide range of weed control options when
they make planting decisions, both biotechnology and conventional-based. Assuming
significant demand for greater weed control convenience, a wider application window,
enhanced weed control flexibility, and other benefits in using the second-generation
Roundup Ready Flex technology, Monsanto anticipates that MON 88913 will rapidly
replace a majority of the acres on which Roundup Ready cotton is currently grown.

I.D. Submissionsto Other Regulatory Agencies

Submission to FDA

MON 88913 is within the scope of the 1992 FDA poligy statement:¢ongerning regulation
of products derived from new plant varieties, including those developed through
biotechnology (FDA, 1992). In compliance with-this policy;Monsanto-will submit to
FDA a food and feed safety and nutritional ass¢ssment sumimary-for Roundup Ready
Flex cotton, MON 88913.

Submission to EPA

The United States Envirgnmental Rfotection Agency‘has authority over the use of
pesticidal substances;;under the FederabInsecticide; Fungicide and Rodenticide Act
(FIFRA), as amended (7 U.S.C: § 136 etseq. )~ A sabmission of glyphosate residue data
and proposed labeling for the expandeduse:0f Roundup UltraMAX® herbicide (EPA
Reg. No. 524-512) on Roundup Ready Flex cotton, MON®8913, was made to the EPA in
March, 27, 2003.

Pursuantto section 408(d)of theyFederal Eood Drug and Cosmetic Act (FFDCA), 21
1TS.C:346.a(d), the ERPA haspreviously-reviewed and established an exemption from the
requirement for'a tolerance for.the CP4 EPSPS protein and the genetic material necessary
fon the production of this-protein in‘or on all raw agricultural commodities (40 CFR

§ 180:1174).

Submissions to-Foreign Governiments

Reguldtory submissions for import and production approvals will be made to countries
thatimpert"U,S: cottonseed and have regulatory approval processes in place. These will
include-submissiens to-the Japanese Ministry of Health, Labor and Welfare and Ministry
of Agriculture; Forestry and Fisheries, Health Canada and the Canadian Food Inspection
Agency.

® Roundup UltraMAX is a registered trademark of Monsanto Technology LLC.
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1. The Cotton Family

This section describes the biology of the cotton crop. In addition to the material provided
below, all general aspects of the biology, genetics, and agronomy of the cotton crop
relevant to this petition were previously submitted to the Agency by Monsanto as part of
the Bollgard cotton, Bollgard II® cotton and Roundup Ready cotton petitions (94-308-
01P, 00-342-01P and 95-045-01P, respectively).

I1.A. Cotton asa Crop

Four species of the genus Gossypium are known as cotton, which is grown primarily for
the fiber produced from the seed coat trichomes that is made into textiles. Lotton is the
leading plant fiber crop produced in the world and the most important inthe U.S.
Commercial cotton has been extensively characterized and has alongthistory’ of
agricultural production (Supak et al., 1992; USDA; 2001; USDA-ERS, 2003a; USDA
2003a). A short review of the biology and use-bf cotton in-the United States’is available
from the USDA-APHIS at http://www.aphis.vsda.gov/brs/.

In the U.S., commercial cofton has a long historycof agricultiral production (USDA,
2001; USDA-ERS, 20034; USDA:2003a). Cotton pfoduetion in‘the U.S. is located
primarily in a regionincluding I7-southern statescacross'the cottonbelt, which extends
across the southernand western U.S>from Virginia;seuth-and west to California.
Cultivated cottef is noted-for its ‘general adaptability and high productivity and G.
hirsutum is the predomindnt speciés’grown inithe U.S and’globally (Lee, 1984). Cotton
fiber is used forcordage and otheér nonwoven preducts;as well as for textiles. In
addition; cetton linters,which.are the short fibers removed from seeds prior to crushing,
are-a major soufce of industrial cellulose.

In additionto cotton-lint,.eottonseed meal and oil are produced as valuable byproducts.
Cottonseed is also used in manufacturing cottonseed oil as a premium quality oil used for
a variety of food uses; including frying oil, salad and cooking oil, mayonnaise, salad
dressiig, shortening, margarihe, and packing oil. Cottonseed meal and hulls from the
seed-are atot used forZhiuman cogsumption, but principally are sold as feed for livestock.
The short fibers oh the Cottonseed, or linters, consist primarily of cellulose. The linters,
after-extensiveprocessingyare used in a wide variety of food and industrial products
(NCPA;'1990). .Linterfiber is used to improve the viscosity of food dressings. Viscose,
as @ food-use product;is utilized in bologna and sausage casings, but is also used in the
manufacture-of rayon.

® Bollgard II is a registered trademark of Monsanto Technology LLC.
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I1.B. The Taxonomy of Cotton

Cotton belongs to the genus Gossypium of the tribe Gossypieae of the family Malvaceae
of the order Malvales (Fryxell, 1979; Munro, 1987). Some authors have grouped species
differently, and Gossypium has been included in the tribe Hibisceae (Smith, 1977). The
genus Gossypium is currently comprised of 49 species that are widely distributed and
occur predominately in tropical and subtropical regions around the world (Percival et al.,
1999). The taxonomic status of a number of noncultivated species, especially in Africa
and the Middle East, is still under development. Several primary centers of diversity
have developed, and the greatest species diversity occurs in northwestern Australia,
North Eastern Africa, and the Arabian Peninsula, and the western and northern part;of
Mexico (Percival et al., 1999).

Worldwide, four Gossypium species are collectively known as cotton-and are grown
commercially. These include two diploid species (2n=2x=26) G. arborerim L. and G.
herbaceum L., which evolved in Africa and the Middle East, and twoallotetraploid
species (2n=4X=52) G. barbadense and G. hirsutum, which €volved in the Americas
(reviewed in Brubaker et al., 1999; Percival et-al., 1999; Supak.et-al.,(1992).

There are four species of Gossypium in the U.S. Two of them, G." hirsutum (upland
cotton) and G. barbadense {pima), are:introduced species and.are grown commercially.
In addition, wild populations of G kirsutum aréknown to-occur'in southern Florida

personal communication). The twe Species native to,the U.S. are G. thurberi
Todaro and G. tomentosum Nuttall ex Seeman-(Browa and-Ware, 1958; Fryxell, 1979;
Munro, 1987).

Gossypium thurberi Todaro(Thurberig-thespesiodes Gtay) is found in the mountainous
regionsof southerfi-Arizona ifn'the dounties of Graham, Gila, Pinal, Maricopa, Cochise,
Santa Cryz and‘Pima; and also. in'the Bradshaw Mountains of Yavapai County (Fryxell,
1979):5G. thurberiis generally found at-glevations of 2,500 to 5,000 feet and is isolated
from-areas of cotton-production. CAny-gene ¢xchange between this species and tetraploid
eotton; i itwere to-occur, weuld result in triploid (3x=39) sterile plants. G. hirsutum and
G. barbadenseare allotetraploids{(4x=52) and G. thurberi is a diploid (2x=26). Such
sterile‘hybrids havé’been produced under controlled laboratory conditions, but would not
be able topropagatein thewild OIn addition, fertile allohexaploids (6x=78) have not been
reported in the wild (—personal communication).

G- tomentosim 1sc@tetraploid and is found on Hawaii (Degener, 1946). The local range
is on'the Jargerislands as well as on Nihau and Kahoolawe. It grows on arid, rocky, or
clay plains.not far from the sea. Thus, on the larger islands, it is found chiefly on the dry,
leeward side. On Oahu it is common near Koko Crater, and grows scattered between
Honolulu and’Markus Balley. On Molokai it is common on the southwestern end;
elsewhere it is rare except near Kamalo. On Maui the species may be found from the sea
in one of the valleys south of Wailuku.

Worldwide, cotton taxonomy still remains to be fully elucidated; however, the phylogeny
of the two commercial species in the U.S. is well established. Because of the purposeful
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selection and transport of Gossypium species by humans over thousands of years in order
to develop a high-quality and high-yielding marketable plant, “its morphology, genetic
composition, and indigenous ranges have been altered significantly by human activity,”
basically transforming perennial shrubs or trees into a compact annual row crop
producing a high-quality white fiber (Brubaker et al., 1999).

Improved modern varieties of G. hirsutum and G. barbadense are currently cultivated in
overlapping regions of the southern U.S., with G. barbadense grown primarily in the
western states of Arizona, California, New Mexico, and Texas, and G. hirsutum produced
throughout the 17 states comprising the U.S. cottonbelt. G. hirsutum comprises the vast
majority of U.S. cotton production, 13.7 million acres, compared to G. barbadense
varieties, which were cultivated on less than 250,000 acres in 2002. The Codelof Federal
Regulations references cottonseed as an agricultural commodity without species
distinctions. Additionally, in 7 CFR § 361.1 under definitions for seed uSed.for’seeding
purposes in the U.S., cottonseed is defined as Gossypium sp. as a group, and niot as
individual cotton species.

I1.C. The Genetics of Cotton

Phylogenetic classifications of'the Gossypinim genushave expanded mthe last decade.
There are three major lineages of the diploid Gossypiunispecies: Australian (C, G, K
genomes), the American,continents{D genome), and Africa/Middle East (A, B, E, F
genomes) (Percival etal., 1999);

The tetraploid species (2n=4%x=52) including-G. hirsutum, G. barbadense and G.
tomentosum(in Hawaii)'are comprised of thecA~and D nuélear genomes (AADD) and
contain only the’A chloroplast genome;-indicating the seed parent of the original
hybridization was©f Aftican ér Middle Easternydescent (Percival et al., 1999). Diploid
species, AA, BB; ¢te: (2n=2x=26), ar¢.distributed.among tropical and subtropical regions
worldwide.. As mentioned above, two ofithe diploid species, G. herbaceum and G.
arboreumy; are of regional agronomicgmportance outside of the U.S.

Among cultivated cotton (G arboreum, G. herbaceum, G. hirsutum and G. barbadense),
introgtession, withifi pleidy/genome-type is historically common because of expansion of
the-naturalrange throngh humantintervention and cultivation. Interspecific exchange of
genes is responsible for some, of the genetic diversity found within each cultivated
species (Brubaker et@ll, 1999).

I11.D. Pollination‘of Cotton

Although natural crossing can occur, cotton is normally considered to be a self-
pollinating crop (Niles and Feaster, 1984). The pollen is heavy and sticky and transfer by
wind is unlikely. Regardless, there are no morphological barriers to cross-pollination
based on flower structure. Pollen is transferred instead by insects, in particular by
various wild bees, bumble bees (Bombus sp.), and honeybees (Apis mellifera). The range
over which natural crossing occurs is limited. McGregor (1976) traced movement of
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pollen by means of fluorescent particles and found that, even among flowers located only
150 to 200 feet from a cotton field that was surrounded by a large number of bee colonies
to ensure ample opportunity for transfer of pollen, fluorescent particles were detected on
only 1.6% of the flowers. For the sake of comparison, the isolation distances for
foundation seed are 1320 feet, and for certified cottonseed and registered seed are 660
feet (7 CFR § 201).

Based on information previously submitted by Monsanto, the USDA stated in the
environmental assessment documents for Bollgard cotton and Roundup Ready cotton that
the “potential for gene introgression from genetically engineered cotton lines inte wild or
cultivated sexually compatible plants is very low” (USDA, 1995a, 1995b). Sinularly, in
the environmental assessment for Bollgard II cotton, the USDA stated “APHIS believes
that it is very unlikely that cotton event 15985 will successfully cross with wild-sexually
compatible relatives when grown in the United States” (USDA, 2002);>Recently, the
USDA made the same determination on another herbicide tolerant:céttonyproduct,
LLCotton 25 (USDA, 2003b). Importantly, the envitonmental ¢onsequences’of pollen
transfer from MON 88913 to other cotton or related Gossypiuim species-is’considered to
be negligible because of the limited movement.6f cotton pollenand the'lack’of any
selective advantage that would be conferred oh the recipientferal cottonor wild relatives.

I1.E. Weediness of Cotton

Cultivated cottoniisineffective as aweed.> The USDA has‘previously determined that
“cotton is not cdnsidered. to be a serious, principalor common weed pest in the U.S.”
(USDA, 19954). Cottonappears ta'be semewhat opportunistic towards disturbed land
and appearsnotfo be especially-effective in invading established ecosystems. Cotton
does notpersist where freezing conditions’occur and-therefore there are only a few
regions inthe U.S? where €otton-is capable of oyerwintering. Hence, in the continental
W.S.,-wild populations of G. hirsutiin exist only in the southern tip of Florida. The 2002
USDA Environmental’ Assessment for Bollgard II cotton states: “Gossypium hirsutum is
not typically‘consideredia weed spécies in‘the United States or other countries” (USDA,
2002), nonis Ghirsutum listed iw' thesSouthern Weed Science Society’s Composite list of
Weeds:(1998). The SouthernWeed Science Society lists G. hirsutum as a potential weed
1n sduthern Florida (Southern Weed Science Society, 1998); however, southern Florida
is‘not a.location where ¢ommercial cotton is cultivated. Feral populations of cultivated
G. hirsutimm and “wild” populations of G. hirsutum race ‘yucatanense’ are known to
occuraty’South Florida and Puerto Rico _personal communication) and
wauld be capable of ¢rossing with cultivated cotton, but they are not known to exist in
cottomgrowing areas. The biogeography of cotton and outcrossing potential are
discussed-further in Sections VIII.B.3.A. and VIII.B.3.B. on the ecological assessment of
MON 88913;
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I1.F. Characteristics of the Recipient Plant

The cotton variety used as the recipient for the DNA insert in MON 88913 was Coker
312. Coker 312 is an older commercial variety of upland cotton (G. hirsutum) and is the
same recipient variety used for development of the current commercial Roundup Ready
cotton.

[1.G. Cotton asa Test System in this Petition

In developing the data in support of this petition, appropriate test and control materials
were developed and, where feasible, use of commercial conventional reference cotton
materials were used to establish a range of expected responses for commercial eotton in
the U.S. Cotton, unlike hybrid crops, is a varietal crop in the U.S., and'exhibits a
significant amount of seed-to-seed genetic variability within a given-commercial variety.
This variability is a natural genetic resource effectively utilizeddy commercial cotton
breeders. Thus, the production of positive inbreds(test) and-iegative inbredscor true
isolines (control), commonly utilized for hybrid’crops, arethot neeessarily feasible for
cotton. In this regard, taking advantage of conventional.genetics, negative segregants
derived from the genotype-positive MON.88913 were developed as appropriate controls
[MON 88913(-)] for field tests and related product.characterization;studies.

MON 88913(-) plants used for the:¢characterization data in'this.petition were selected at
the R2 stage where they were segregating for thedNA-insert;» MON 88913 was first
identified at the RO'stage in the growth chamber and greenhiouse by antibody strip tests
that identify the'presence of'the CP4.EPSPS protéin. . Theése results were confirmed by
PCR analysis-specifically’designed to detect the: DNA-insért in MON 88913.

MON 88913(-)plants were rdentified-at the R2 stage by:negative results in the antibody
strip test andby PCR analysisispecifically”desigheddo detect the DNA insert in
MON88913. The genetic.backgroundof MON 88913(-) is expected to be very close, but
not 100% idéntical, to that of MON®8913. Therefore, MON 88913(-) was considered a
more-appropriate’ negative-control materialthan the generic conventional cottonseed of
the recipientvariety (Coker-312).
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I11. Description of the Transformation System

MON 88913 was produced using an Agrobacterium-mediated transformation system.
This process has been generally described by Umbeck et al., (1987). Agrobacterium
tumefaciens strain ABI (Monsanto proprietary strain), a derivative of A. tumefaciens
strain C58 harboring PV-GHGT35 (Figures V-1a, b, Section V.), was the transformation
vector. A. tumefaciens strain ABI contains a disarmed Ti plasmid that is incapable of
inducing tumor formation due to a deletion of the phytohormone genes originally in the
Agrobacterium Ti plasmid (Koncz and Schell, 1986). Briefly, this vector was cocultured
with hypocotyl explants of in vitro cotton seedlings which were then used to génerate
somatic embryogenic cotton callus (generally following procedures described"by UUmbeck
et al., (1987) (see Figure III-1). The callus was selected in vitro for the desired-sectors by
incorporating glyphosate into the culture medium. The Agrobacteriuivector was
eliminated from the cultures by incorporating antibioties (carbenicillin and cefotaxime)
into the culture medium. This process is comparable'to the transformation:method used
to develop commercial Roundup Ready cotton, except that MON 88913 was selected in
vitro using glyphosate as the selective agent, whereas Roundup®Ready cotton was
selected in vitro using kanamyein.

Glyphosate-tolerant callusproduced somatic embryos.that gérminated and developed into
plants. The resulting pldnts were further screened for commercial potential over several
years in the growth chamber, greenhouse, and replicated field trials (Figure III-1).

MON 88913 is derived from,a single-regenerated plant frem the Agrobacterium-mediated
transformation-and regengration process. MON 88913was screened for glyphosate
tolerance, field performdnce, ¢rop familiaritys and aspects©f commercial potential and
entered into‘a pre-commercial backcrossing progtam (Figure I11-2).
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Assemble Agrobacterium binary plasmid vector
PV-GHGT35, clone in E. coli, transfer to Agrobacterium
tumefaciens, strain ABI

v

Transform Coker 312 cotton tissue with the T-DNA from
PV-GHGT35 in Agrobacterium tumefaciens

v

Produce, select, and clone transformed cotton callus
tolerant to glyphosate

v

Produce transformed somatic émbryosfromccallus

v

Germinate transformed cottofi'somatic embrygs and
develop RO plants telerant to glyphosate

v

Evaluate RO plants:for integrity-of insert and acceptable
productioncof CP4 EPSPS. ~Self-pollinate plants meeting
commercial criteria
Identify- MON"88913 asclead candidate and further
evaluate its progeny dcross several generations in

laboratory and field” Conduct characterization and
safety studies

v

Introgress MON 88913 into commercial-quality
germplasm, evaluate for commercial performance

Figure H1-1., Stepsin the Development of MON 88913.
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MON 88913 - RO

®

v
MON 88913 - R1

®

v
MON 88913 - R2

®
* MON 88913 - R3 \
®
MON;88913~ R4 /
®

b
MON_ 88913 “R5

Comiercial variety
backcross and
development program

Figurell -2 Breeding TreeforDevelopment of MON 88913.
Generations RT threugh RS were selected for generational stability by Southern blot
analyses. Generations R3 and R4awvere used as donors for commercial variety

development.

RO =Initiall MON 88913 plant
® = Creossedto self

a = Genetation.used for seed composition, molecular characterization, protein
chatacterization, seed germination, and protein level determinations

b = Generation used for replicated agronomic field tests
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V. Donor Genesand Regulatory Sequences

This section describes the DNA materials used in the development of MON 88913 and
the deduced amino acid sequence of the resulting CP4 EPSPS protein produced in
MON 88913.

IV.A. Vector PV-GHGT35

MON 88913 was developed through Agrobacterium-mediated transformation.of cotton
hypocotyl tissue using the double-border, binary vector PV-GHGT35 shown in Figures
V-1la, b. This vector contains two joined cp4 epsps gene expression cassettes delineated
by left and right border regions. This T-DNA of approximately 8.2 kb-contains two
tandem cp4 epsps gene expression cassettes which were transferreddhtocthe cotton
genome by Agrobacterium tumefaciens during the invitro transformation ptocess. From
the right border region, the first cp4 epsps coding:sequence is‘undet the.fégulation of a
chimeric transcriptional promoter P-FMV/TSEY; TSF1 leader and'intron sequences, a
chloroplast transit peptide (TS-c#p2) sequence and a T-E9 polyadenylation sequence.

The second cp4 epsps coding sequence is.regulated by a P-35S/ACTE& chimeric
transcriptional promoter, L<Act8 leader’and intronysequences;.andthe same chloroplast
targeting and polyadenylation sequénces as utilized.in the-first.cp4 epsps gene expression
cassette. The cp4 epsps coding seéquence used togproduce MON 88913 is the same as that
employed in the cutrent Roundup Ready Cotton product, which has previously been
granted deregulated status.by the USDA. A-descriptionyof the genetic elements in vector
PV-GHGT3$1s providedin TabledV-1..

IV:B:"Thecpdepsps Coding Sequence and CP4 EPSPS Protein

The-cp4 epsps.gene from Agrobacterium spystrain CP4, a common soil-borne bacterium,
has been sequenced’and showrn to.encode a 47.6 kDa EPSPS protein consisting of a
single polypeptide of 455 amino ‘acids(Padgette et al., 1996). In plants, the EPSPS
enzyme-is located withinn the.Chloroplast. Thus, in the construction of PV-GHGT35, a
chleroplast transit peptide coding sequence, ctp2, was joined to the cp4 epsps coding
sequence to.provide transport to the cotton chloroplast. The CP4 EPSPS protein
produced in Roundup Ready plants is functionally identical to endogenous plant EPSPS
enzymes with thecexception that CP4 EPSPS naturally displays reduced affinity for
glyphosate; the active-ingredient in Roundup agricultural herbicides, relative to
endogenous-plant.EPSPSs (Padgette et al., 1996). In conventionally bred plants,
glyphosate binds to the endogenous plant EPSPS enzyme and blocks the biosynthesis of 5-
enolpyruvylshikimate-3-phosphate, thereby depriving plants of essential amino acids and
secondary metabolites (Steinrucken and Amrhein, 1980; Haslam, 1993). In Roundup Ready
plants, which have been improved through biotechnology to be tolerant to Roundup
agricultural herbicides (i.e., exhibiting tolerance to Roundup agricultural herbicides due to
the presence of CP4 EPSPS), aromatic amino acids and other metabolites that are necessary
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for normal growth and development are produced by the continued action of the glyphosate-
tolerant CP4 EPSPS enzyme (Padgette et al., 1996).

IV.C. The Arabidopsisthaliana EPSPS Transit Peptide (CTP2)

Within the expression cassettes, the cp4 epsps coding sequence is joined to a chloroplast
transit peptide sequence, designated ctp2, derived from the Arabidopsis thaliana epsps
gene (Klee and Rogers, 1987). This transit peptide directs the transport of the CP4
EPSPS protein to the chloroplast, the location of EPSPS in plants and the site of aromatic
amino acid biosynthesis (Klee and Rogers, 1987; Kishore et al., 1988). Transit peptides
are typically cleaved from the mature protein following delivery to the plastid(Deglla-
Cioppa et al., 1986). The ctp2 present in PV-GHGT35 is the same c#p2 transit'peptide
sequence used in the development of the existing cotton product, Roundup-Ready cotton.

IV.D. Regulatory Sequences

Starting from the right border region of plastnid PV-GHGT35,thewtp2/ép4 epsps coding
sequence in the first gene expression cassette is under the:regulation of the P-FMV/TSF1
transcriptional promoter. PAFMV/TSF'is a chimeric promoter containing the
Arabidopsis thaliana TSF1 gene prémoter (encoding elongation‘factor EF-1 alpha,
Axelos et al., 1989) and enhancer‘sequences fronvthe figwort,mosaic virus 35S promoter
(Richins et al., 1987). Located between the P-EMV/TSF Lpromoter and the ctp2/cp4
epsps coding sequence is thé nontranslated-L-TSE? leader sequence (exon 1) from the A.
thaliana TSEY gene and'the I<ISFl‘nontranslated intton ffom the A. thaliana TSF1 gene
(Axelos et,al.,.1989). The.ctp2/cp4 epsps coding 'sequence is linked at the 3” end to the
T-E9 DNA. sequerice derived from Pisunisativium, containing the 3’ nontranslated region
of the pearibulose- 1;5-bisphosphate carboxylase(rbc), small subunit E9 gene (Coruzzi et
al., 1984) fortranscriptional termination.and pelyadenylation of the cp4 epsps mRNA.

Following tandem to the first/gene ‘expression cassette described above, the second
ctp2/cp4 epspsgene-expression ¢assette is under the regulation of the P-35S/ACTS
transctiptional promoter, P-35S/A€T8 is a chimeric promoter containing the promoter of
the ACT8 geneof Athaliana (An et al., 1996) combined with the enhancer sequences of
the cauliflower mosaic &irus(CaMV) 35S promoter (Kay et al., 1987). Located between
theP-35S/ACTS promoterand the ctp2/cp4 epsps coding sequence is the nontranslated
leadersequence Je~ACT® from the ACTS gene of 4. thaliana and the I-ACTS intron and
flanking exon sequence from the ACT8 gene of 4. thaliana (An et al., 1996). The
ctp2/ep4 epsps coding sequence is linked at the 3’ end to the T-E9 DNA sequence
(Coruzziset al.£1984), identical to the first cp4 epsps gene expression cassette, for
transcriptional termination and polyadenylation of the cp4 epsps mRNA.
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IV.E. T-DNA Borders

Plasmid vector PV-GHGT35 contains border regions that delineate the T-DNA to be
transferred into cotton and are necessary for the efficient transfer of the T-DNA into the
plant cell. These are termed the right border and left border regions (Figures V-1a,b,
Table IV-1). The right border region is comprised of sequences derived from
Agrobacterium containing the right border (RB) sequences (Depicker et al., 1982). The
left border region contains sequences derived from Agrobacterium containing the left
border (LB) sequences (Barker et al., 1983).

IV.F. Genetic Elements Outside of the Borders

The elements described below are present on plasmid vector PV-GHGT35 (Figures V-1a,
b), but exist outside the T-DNA borders. Hence, they were not expected to be transferred
into the cotton genome, and their absence in MON 88913 has been confirmed by data
presented in Section V. of this petition.

e OR-ORI V: Origin of replication for maintenance-of plasmiddn Agrobacterium
derived from the broad’host range-plasmid RK2 (Stalkeret al:;>1981).

e CR-rop: Coding sequence for'fepressor,of primer proteinfor maintenance of
plasmid copynumber in-E: cofi{Giza and*uang, 1989).

e OR-ORI-RBR322: Ougin-ofreplication from’pBR322 for maintenance of plasmid
in E-\coli (Sutcliffe, . }978).

o CR-aad” Codingsequence for Tn7adenylyltransferase conferring spectinomycin
and streptomycin resistance (Flinget’al.,.1985).
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TablelV-1. Summary of Genetic Elementsin PV-GHGT 35.

Genetic Location in

Element Plasmid Function (Reference)

Intervening 1-8 Intervening linker sequences

Sequence

B'- Left 9-450 DNA sequence derived from Agrobacterium containing the

Border Region left border (LB) sequence for the efficient transfer of the DNA
(Barker et al., 1983).

Intervening 451-536 Intervening linker sequences

Sequence

OR?-ORI V 537-1174 Origin of replication for Agrobacterium derived from the
broad host range plasmid RK2 (Stalker et al., 1981).

Intervening 1175-2329 Intervening linker sequences

Sequence

CR®*rop 2330-2802 | Coding sequence for repressor of primer protein for
maintenance of plasmid copy numbet in £-coli{Giza and
Huang, 1989).

Intervening 2803-3050 Intervening linker,sequences

Sequence

OR-ORI- 3051-3679 Origin of.réplication from pBR322 for maifitenance of

PBR322 plasmidiin E. coli (Sutcliffe;1978).

Intervening 3680-4221 Intervening linkersequences

Sequence

CR - aad 4222-5010 Codidg sequence for Tn7 adenylyltransferase conferring
spectinomycin@nd strteptomycin resistance (Fling et al., 1985).

Intervening 5011-5204 Interveninglinker.sequences

Sequence

B-Right 5205-5535" | BDNA sequences derivedfiom Agrobacterium containing the

Border-Region right-border (RB)'sequence for the efficient transfer of the
DNA _(Depicker et-al:, 1982).

Intervening §536-5645 Intetvening linker sequences

sequience

P 5646-6685 Chimeric promoter containing the Arabidopsis thaliana tsf1

FMMITSEL gene promoter (encoding elongation factor EF-1alpha [Axelos,
et alz, 1989]) and enhancer sequences from the Figwort
Mosaic virus 35S promoter (Richins et al., 1987).

L>TSFL 6686-6731 Leader (exon 1) from the Arabidopsis thaliana tsf1 gene
encoding elongation factor EF-lalpha (Axelos et al., 1989).

|%FSFL 6732-7353 Intron from the Arabidopsis thaliana tsfl gene encoding
elongation factor EF-lalpha (Axelos et al., 1989).

Intervening 7354-7362 Intervening linker sequences

Sequerice

'B - Border

? OR - Origin of replication
* CR — Coding region

4P - Promoter
5L - Leader
1 - Intron
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Table V-1 (Continued). Summary of Genetic Elementsin PV-GHGT 35.

Genetic L ocation in

Element Plasmid Function (References)

TS'- ctp2 7363-7590 DNA sequences derived from Arabidopsis thaliana.
Chloroplast transit peptide, derived from the Arabidopsis
thaliana epsps gene, present to direct the CP4 EPSPS
protein to the chloroplast, the site of aromatic amino acid
synthesis (Klee and Rogers, 1987).

cp4 epsps 7591-8958 DNA sequence containing synthetic coding sequence for
the CP4 EPSPS protein from Agrobacterium sp. strain
CP4 (Padgette et al., 1996; Barry et al., 1997).

Intervening 8959-9000 Intervening linker sequences

Sequence

T%E9 9001-9643 DNA sequences derived from Pisum sativisin, containing
the 3' nontranslated region of the pea ribulese-1, 5-
bisphosphate carboxyldse (rbc), small subunit E9 gene
(Coruzzi et al., 1984).

Intervening 9644-9681 Intervening linker,;sequences

sequence

P-35S/ACT8 | 9682-10856 [\Chimeric pfomoter contaimingthe promoterof the act8
gene of Arabidopsis thaliana (Aret al.y 1996) combined
with the enhancersequences of'the Cauliflower mosaic
viras' (CaMV)35S promotet(Kay.et al., 1987).

L-ACTS8 10857-10997 . |-Leader,sequence from the-act8gene of Arabidopsis
thaliana{An etal., 1996).

I-ACTS8 10998-11470 | Intron and flanking@xonsequence from the act§ gene of
Ardbidopsis thaliana{An et@l., 1996).

Intervening 11477-11478 | Antervening linkerSequences

Sequence

TSetp2 P1479-11706 | DNA sequenees dérived from Arabidopsis thaliana.
Chloroplast-transit peptide, derived from the Arabidopsis
thaliana-epsps-gene, present to direct the CP4 EPSPS
protein to the’chloroplast, the site of aromatic amino acid
synthesis{Klee and Rogers, 1987).

CR-cp4 14707-13074 {"DNA,sequence containing synthetic coding sequence for

epsps theCP4 EPSPS protein from Agrobacterium sp. strain
€P4 (Padgette et al., 1996; Barry et al., 1997).

Intervening 13075-13080, | Intervening linker sequences

Sequence

T-E9 1308113723 | DNA sequences derived from Pisum sativum, containing
the 3’ nontranslated region of the pea ribulose-1, 5-
bisphosphate carboxylase (rbc), small subunit E9 gene
(Coruzzi et al., 1984).

Intervening 13724-13741 | Intervening linker sequences

Sequence

" TS - Targeting sequence
8 T - 3'untranslated transcriptional termination sequence and polyadenylation signal sequences

04-CT-112U Page 37 of 239




IV.G. Deduced Amino Acid Sequence

The amino acid sequence of the plant-produced CP4 EPSPS protein in MON 88913 was
deduced from the full-length cp4 epsps coding sequence present in PV-GHGT35 and in
MON 88913 (Figure IV-1).

1
51
101
151
201
251
301
351
401
451

MLHGASSRPA
LEGEDVINTG
TGCRLTMGLV
RLPVTLRGPK
DHTEKMLQGF
PLVAALLVPG
VADLRVRSST
RVKESDRLSA
HLDHRIAMSF
DTKAA

TARKSSGLSG
KAMQAMGARI
GVYDFDSTFI
TPTPITYRVP
GANLTVETDA
SDVTILNVLM
LKGVTVPEDR
VANGLKLNGV
LVMGLVSENP

TVRIPGDKSI
RKEGDTWIID
GDASLTKRPM
MASAQVKSAV
DGVRTIRLEG
NPTRTGLILT
APSMIDEYPI
DCDEGETSLV
VTVDDATMIA

SHRSFMFGGL
GVGNGGLLAP
GRVLNPLREM
LLAGLNTPGI
RGKLTGQVID
LQEMGADIEV
LAVAAAFAEG
VRGRPDGKGL
TSFRPEFMDLM

ASGETRITGL
EAPLDFGNAA
GVQVKSEDGD
TTVIERITMTR
VPGDPSSTAF
INPRLAGGED
ATVMNGLEEL
GNASGAAVAT
AGLGAKIELS

FigurelV-1. Deduced Amino-Acid Sequence for theCP4 EPSPSProtéin Produced
in MON 88913.

04-CT-112U

Page 38 of 239



V. Genetic Analysis

Molecular analysis was performed to characterize the DNA insert in MON 88913. This
analysis demonstrated that MON 88913 contains a single, intact insert comprised of two
cp4 epsps gene expression cassettes of the T-DNA of plasmid PV-GHGT35: (1) the
ctp2/cp4 epsps coding sequence whose transcription is directed by the FMV/TSF1
chimeric promoter, the leader (exon 1) and intron sequences from the Arabidopsis
thaliana tsf1 gene, and the transcriptional termination and polyadenylation sequence
derived from the 3' nontranslated region of the pea (Pisum sativum) ribulose-1, 5-
bisphosphate carboxylase (rbc) small subunit E9 gene; (2) a second ctp2/cp4 epsps
coding sequence, identical to the first, whose transcription is directed by the 35S/AETS
chimeric promoter, the leader, intron and flanking sequences from the act§ gene of
Arabidopsis thaliana, and the transcriptional termination and polyadenylation-séquence
derived from the 3' nontranslated region of the pea (Pisum sativum) ribulosg-1, 5-
bisphosphate carboxylase (rbc) small subunit E9 gene This T-DNA’was)inserted into the
cotton genome and results in the synthesis of a homegeneous CP4 EPSPS ptotein from
the two cp4 epsps gene expression cassettes. The-¢zp2 chloreplast transit’peptide
sequence, derived from the Arabidopsis thaliana epsps geng, ispresent to direct the CP4
EPSPS protein to the cotton chloroplast.

V.A. DNA Insert Characterization

This section detatls‘the molecular analyses that were'performed to characterize the
integrated DN A4nsert in MON, 88913 ;- verify'the DN A-insert junction with the cotton
genome, and verify the insert-Stability across generations.

Genoniic DNA fromi MON 88913 was digested with-restriction enzymes and subjected to
Southern-blot ahalyses to characterizetthe DNA that was integrated into the cotton
genome? A map of plasinid vector PV-GHGT35 annotated with the probes used in the
Southerncanalyses is-presented i0Figures Vsla and V-1b. A linear map depicting
restriction sifes within the' DNA insert, as well as within the cotton genomic DNA
flankihg the insert is-shown-in Figure<V-2. The materials and methods used in the
analyses’are-presented i Appendix B.

Insert-and Copy Number:

Theansert-number (the number of integration sites of the T-DNA in the cotton genome)
was evaluated bydigesting DNA of MON 88913 and MON 88913(-) with the restriction
enzyme Spe | that dees not cleave within the T-DNA. This enzyme should release a
restriction fragment containing the entire DNA insert and adjacent plant genomic DNA
(Figure ¥+2). The number of restriction fragments detected indicates the number of
inserts present in MON 88913. The number of copies of the T-DNA integrated at a
single locus was determined by digesting MON 88913 DNA with the combination of
restriction enzymes Spe I and Sca I. Spe I alone should release a restriction fragment
containing the DNA insert and adjacent plant genomic DNA, while the Sca I cleaves
once within the DNA insert (Figure V-2). If MON 88913 contains one copy of the T-
DNA, probing with the T-DNA will result in two bands, each band representing a portion
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of the DNA insert along with adjacent plant genomic DNA. The blot was examined with
four overlapping radiolabeled probes (probes 1 — 4, Figure V-1a) that spanned the entire
T-DNA. The results of this analysis are presented in Figure V-3. For estimating the sizes
of bands present in the long-run lanes of Southern blots, the molecular weight markers on
the left side of the figure were used. For estimating the sizes of bands present in the
short-run lanes, the molecular weight markers on the right side of the figure were used.
The concept of using both long and short gel electrophoresis run times (runs) for the
Southern blots was to assist in elucidating closely migrating DNA restriction fragments
and to ensure that small molecular weight fragments were retained at the bottom of the
agarose gel. Long runs provide enhanced resolution for higher molecular weight
restriction fragments, and short runs provide retention and resolution of smallet
molecular weight restriction fragments.

Plasmid PV-GHGT35 DNA digested with Nco I mixed with MON 88913(-}. DNA
digested with Spe I (lanes 7 and 8) produced the expected size bands’of'=9.6 kb and

4.1 kb (Figure V-3). MON 88913 DNA digested with'Spe I (lan¢s 3 and 9)produced a
single band of ~13.0 kb. This result indicates that MON 88913 contains ‘one DNA insert
located on an ~13.0 kb Spe I restriction fragmefit. MON 88913 DNAcdigested with a
combination of Spe I and Sca I (lanes 4 and<10) producéditwe tunigue bands at ~12.0 kb
and ~1.2 kb in lane 10, representing the expected twobordet fragments that indicate only
a single copy of DNA insertiis present. The ~1.2&b band expected;in lane 4 (long run)
ran off the gel and is notvisible in:the figure. MON®8913(-) DNA digested with Spe I
alone (lanes 1 and 5)-or a combination‘of Spe1 and<Sca.} (lanes 2 and 6) produced no
hybridization signal (Figure ¥-3). The faint mark observed-at ~40 kb in lane 4 is a
nonspecific hybridization artifact. Because:this appears only in lane 4 of the long run and
not in lane 10-of the shott runiand does not obscure any expected hybridization signals, it
does not affect the interpretationof this-Southern blot,
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R-FMN/TSF1

Bgl 119354 L Sca6525
I'TSF]._ L L'TSF]-

DNA Probe Start Position End Position Total Length (~kb)
1 T-DNA Probe/l 5521 8049 2.5
2 T-DNA Probe 2 7324 9829 2.5
3 T-DNA Probe'3 9518 12024 2.5
4 T-DNA Prebe 4 294 11673 24
11 BackboneProbe 1 276 2069 1.8
12 Backbone Probe 2 1976 4109 2.1
13 Backbon€ Probe-3 4019 5525 1.5

FrgureV-1la: Plasmid Vector PV-GHGT 35 and Plasmid Backbone Probes.
Circular map_of-the.plasmid vector PV-GHGT35 containing the T-DNA used via
Agrobacterium-mediated transformation to create MON 88913. Four overlapping
probes corresponding to the T-DNA and three overlapping probes corresponding to the
backbone are-drawn on the interior of the map. Genetic elements and restriction sites
for enzymes used in the Southern analysis (with positions relative to the size of the
plasmid vector)are shown on the exterior of the map. Probes used in the Southern
analysis are detailed in the accompanying list.
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Region of the
T-DNA

Xho 113737 —

Nco 111477
Bgl 11 11445

CR-rop

Probe 8 PV-GHGT35
13741 bp

P-355/ACTS OR-0ORI-PBR322

Ncod'7361

Bgl 11 7354
F-TSE1-

LiSea I 6525
LL-TSE1

Probe DNA Probe Start Position End Position Total Length (~kb)
5 P-;FMV/TSFE1 £ P-TSEVI-TSE1 Probe 7350 5633 1.7
6 TS-ctp2/CR-¢p4/epsps Probe 7361 8958 1.6
7 T-E9 Probe 9001 9643 0.6
8 P-35S/ACT8# L-ACES/I-ACTS Probe 9672 11469 1.8
6 TS-61p2/CR-€p4 epsps Probé 11477 13074 1.6
7 T-E9 Probe 13081 13723 0.6

Figure V>1b. ®Rlasmid Vector PV-GHGT35 and Individual Element Probes.
Circular map-of the plasmid vector PV-GHGT35 containing the T-DNA used via
Agrobacterium-mediated transformation to create MON 88913. Probes corresponding to
each of'theelements are drawn on the interior of the map. Genetic elements and
restriction sites for enzymes used in the Southern analysis (with positions relative to the
size of the plasmid vector) are shown on the exterior of the map. Probes used in the
Southern analysis are detailed in the accompanying list. Probes six and seven each
hybridize to two different sections of the T-DNA.
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LONG RUN  SHORT RUN

(. A
1234 56728 910

00
Iq@& ssﬁﬁ/léﬁ%gm Insert and Copy Number
‘Q N\

our **P-labeled probes that spanned the entire
rq&s bQZ 3@nd 4, Figure V-1a). Each lane contains ~10 pg of
seed Lane designations are as follows:

k
) (%@l and Sca 1)
1\59 ¢ g&
n@g, ype 1 and Sca 1)
( ) (Spe I)
13( ) (Spe I and Sca 1)
913( ) (Spe 1) spiked with PV-GHGT35 (Nco 1) [1.0 copy]

88913(-) (Spe 1) spiked with PV-GHGT35 (Nco I) [0.5 copy]
9. MON 88913 (Spe I)

10: MON 88913 (Spe I and Sca I)

Symbol denotes size of DNA, in kilobase pairs, obtained from MW markers on
ethidium bromide stained gel.
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Confirmation of the Absence of Plasmid PV-GHGT35 Backbone

MON 88913 and MON 88913(-) DNA were digested with either Spe I or a combination
of Spe I and Sca 1. Plasmid PV-GHGT35 DNA digested with Nco I was mixed with
control genomic DNA digested with Spe I and then loaded on the gel to serve as a
positive hybridization control. The blot was examined simultaneously with three
overlapping probes (probes 11, 12, and 13, Figure V-1a) that span the backbone
(sequences outside of the T-DNA) present in PV-GHGT35. The backbone probes were
expected to cross-hybridize with the molecular weight markers because of common
genetic elements. Therefore, these lanes were removed from the blot prior to
hybridization. Aligning these lanes to the blot after hybridization allowed for appropriate
annotation of the molecular weight markers on the film. MON 88913(-) DNA digested
with Spe I (lanes 1 and 5) or a combination of Spe I and Sca 1 (lanes 2 and©) showed no
detectable hybridization bands, as expected for MON 88913(-) (Figure V-4). Plasmid
PV-GHGT35 Nco I restriction fragments mixed with MON 889139(<), DNA digested
with Spe I (lanes 7 and 8) produced one expected size band at ~9.6,kb. MON 88913
DNA digested with either Spe I (lanes 3 and 9) or a@ombinatiofof Spe I and Sca I (lanes
4 and 10) showed no detectable hybridization signal, indicating that MON 88913 does
not contain any detectable backbone sequence from the transformation’ vector
PV-GHGT35.
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LONG RUN _ SHORT RUN
12 34 5 6 7 8 910

% 913: PV-GHGT35 Backbone

thh‘%ree ?P-labeled probes that span the entire
Flgure V-1a) of plasmid PV-GHGT35. Each

«sQ \O 19@%‘ co\ggal es&ﬂ ge&@mlc DNA isolated from seed. Lane designations

and Sca 1)

fo 0@
pe I and Sca 1)
&@\ (-) (Spe D)
13( ) (Spe I and Sca 1)
913( ) (Spe 1) spiked with PV-GHGT35 (Nco 1) [1.0 copy]
88913(-) (Spe I) spiked with PV-GHGT35 (Nco 1) [0.5 copy]
9. MON 88913 (Spe 1)
10: MON 88913 (Spe I and Sca 1)
— Symbol denotes size of DNA, in kilobase pairs, obtained from MW markers on
ethidium bromide stained gel.
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CP4 EPSPS Expression Cassette Integrity

The integrity of the two inserted cp4 epsps gene expression cassettes and their associated
genetic elements was assessed by digestion of the MON 88913 DNA with the restriction
enzyme Xho I, or the combination of restriction enzymes Xho I and Bg!/ 11, or the
combination of restriction enzymes X#o I and Nco 1. Digestion with Xho I generates a
single ~8.1 kb restriction fragment containing both expression cassettes of the entire T-
DNA (Figure V-2). Digestion of MON 88913 DNA with the combination of X4o I and
Bgl 11 when examined with the P-FMV/TSF1 + L-TSF1/I-TSF1 probe was expected to
generate a single restriction fragment of ~1.7 kb containing the P-FMV/TSF1 promoter,
the L-TSF1 leader, and the I-TSF1 intron. Digestion of the MON 88913 DNA with the
combination of X%o I and Nco 1 was expected to generate two restriction fragmentsof
~4.1 kb and ~2.3 kb when examined with the TS-ctp2/cp4 epsps probe (Figure VZ2).
Digestion MON 88913 DNA with the combination of X%o I and Nco 1 was expected to
generate a single restriction fragment of ~4.1 kb when examined with the P,35S/ACTS8 +
L-ACTS8/I-ACT8 probe containing the P-35S/ACTS8 promoter, L-ACT8Jeader, and I-
ACTS intron (Figure V-2). Plasmid PV-GHGT35 DNA previously digested with Nco |
was mixed with MON 88913(-) DNA digested with X%o I and-then-loaded onithe gel to
serve as a positive hybridization control. Theandividual Seuthérn blots were probed with
P-FMV/TSF1 + L-TSF1/I-TSF15TS-ctp2/ep4 epsps coding region; T-E9; or P-
35S/ACTS8 + L-ACT8/I-ACT8 (probes 556, 7, and 8aespectively; Figure V-1b). Because
the TS—ctp2/cp4 epsps codinig region-and T-E9 afe)identicalin both cassettes, the same
banding pattern is expécted to be produced with eachrof these probes for the two cp4
epsps gene expression cassettes:

P-FMV/TSF1 1-TSF1/1=TSF1

When examined with the P-EMV/TSF .30 L-ESF 1/IET'SEdprobe (probe 5, Figure V-1b),
plasmid PV-GHGT3S DNA previously digested 'with Aco I and mixed with
MON-88913(-) DNA digested with XAo.}(lanes 7-and 8) produced the expected size band
at 29.6 kb Theresults are’shown in FigureV-5-The probe was expected to cross-
hybridize with the'molecular‘'weight' marker bands because of common genetic elements.
Therefore) these lanes were removed drom. the blot prior to hybridization. Aligning these
lanes to'the“corresponding blot after-hybridization allowed for appropriate annotation of
thezmolecdularweightmarkers on the film. MON 88913 DNA digested with X#o I (lanes
3 and9) produced the expected band of ~8.1 kb. MON 88913 DNA digested with the
combination of Xho Dand:Bg!/ II'(lanes 4 and 10) produced a single predicted size band of
~1.7 kb. MON 8§8913(~) DNA digested with Xko I (lanes 1 and 5), or the combination of
Xhol and; Bgl I (lanes 2 and 6) showed no detectable hybridizing bands, as expected.
Thus,based on the results presented in Figure V-5, no unexpected bands were detected in
the MON 88913 DNA, indicating that MON 88913 contains no additional, detectable P-
FMV/FSEIF L-ISF1/I-TSF1 elements other than those associated with the intact cp4
epsps gefie expression cassette.

TS-ctp2/cp4 epsps

Southern blot analysis was performed using the TS-ctp2/cp4 epsps probe (probe 6, Figure
V-1b), and the results are shown in Figure V-6. Plasmid PV-GHGT35 DNA previously
digested with Nco I mixed with MON 88913(-) DNA digested with Xko I (lanes 7 and 8)
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produced the expected size bands at ~9.6 kb and 4.1 kb. MON 88913 DNA digested with
Xho I (lanes 3 and 9) produced the expected size band of ~8.1 kb. MON 88913 DNA
digested with a combination of X4o I and Bg/ 11 (lanes 4 and 10) produced the expected
size bands of ~4.1 kb and 2.3 kb. MON 88913(-) DNA digested with X%o I (lanes 1 and
5) or a combination of Xko I and Bg! II (lanes 2 and 6) showed no detectable hybridizing
bands, as expected. The migration of the ~8.1 kb X#o I fragment containing the entire
DNA insert is slightly lower than indicated by the molecular weight marker band sizes.
The migration of the ~4.1 kb plasmid fragment is slightly higher than indicated by the
molecular weight marker band sizes. These slightly altered migrations may be because of
the difference in salt concentrations between the MON 88913 DNA sample and the
molecular weight marker (Sambrook and Russell, 2001). No unexpected bands were
detected, indicating that MON 88913 contains no additional detectable TS<etp2/ép4 epsps
elements other than those associated with the intact cp4 epsps gene expréssion-cassette.
The aberrant signal observed at ~5.1 kb spanning lanes 5 and 6 is a background
hybridization artifact and does not affect the interpretation of this Seuthern blot.

T-E9

Southern blot analysis was performed using the“T-E9 probe’ (probe 7;'Figure’V-1b), and
the results are shown in Figure (V-7. Plasmid PV-GHGF35 DNA-previously digested
with Nco I mixed with MON 88913(-) DNA digested'with:X%o-I (lanes 7 and 8) produced
the expected size bands at 9.6 kb and-<4.1 kb. MON-88913:-DNAdigested with X#o |
(lanes 3 and 9) producéd the expected size band of 8.1 kb:” MON 88913 DNA digested
with a combination of"X%o I and'Bg/ H(lanes 4 afid* 10);produced the expected size bands
of ~4.1 kb and ~2:3'kb. MON 88913 (-)DNAcdigested with X%o I (lanes 1 and 5) or a
combination of X%o I andBg/ H (lanes2 and 6) showedno detectable hybridization
bands, as expected. Nounexpected bands were detectedsindicating that MON 88913
contains.fio detectable T-E9 elementscotherthan those-associated with the intact cp4
epsps-geng expression cassettes.

P3ISIACTS + L=ACTSA-ACTS

When examined with the:Pr35S/ACTS8 + LcACT8/I-ACTS probe (probe 8, Figure V-1b),
plasmid PYV-GHGT35 DNA previously digested with Nco I and mixed with

MON 88913(<):DNA-digested with X%o I (lanes 7 and 8) produced one expected size
band-.at~4.’kb. , The results-are shown in Figure V-8. The probe was expected to cross-
hybridize-with-the nidlecular weight marker bands because of common genetic elements.
Therefore, these danes were removed from the blot prior to hybridization. Aligning these
lanes to the cofresponding’blot after hybridization allowed for appropriate annotation of
the melecular weight matkers on the film. MON 88913 DNA digested with X#%o I (lanes
3 and 9)-produced the expected size band of ~8.1 kb. The migration of the ~8.1 kb Xho 1
fragment containing the entire DNA insert is slightly higher than indicated by the
molecular'weight marker band sizes. This slightly altered migration may be because of
the difference in salt concentrations between the MON 88913 DNA sample and the
molecular weight marker (Sambrook and Russell, 2001). MON 88913 DNA digested
with a combination of X%o I and Nco 1 (lanes 4 and 10) produced the expected band of
~4.1 kb. MON 88913(-) DNA digested with X%o I (lanes 1 and 5), or a combination of
Xho I and Nco I (lanes 2 and 6) showed no detectable hybridization bands, as expected.
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No unexpected bands were detected, indicating that MON 88913 contains no additional,
detectable P-35S/ACTS8 + L-ACT8/I-ACTS elements other than those associated with the
intact cp4 epsps gene expression cassettes.
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Figure V5. Southern Blot Analysisof MON 88913: Insert Integrity Analysiswith
P-FMV/TSF1 +.L-T SE1/I-TSF1-Probe.
Théblot.Was probed with@ *P=labeléd probe that spanned the P-FMV/TSF1 promoter,
L-TSEl leader and T-TSF1 intron‘(probe’S, Figure V-1b). Each lane contains ~10 pg of
digested genomic DNA isolated. from seed. Lane designations are as follows:
Laned: MON 88913(9(XhoT)
2:AMON-88913(-) (X#ho L.and Bgl 1I)
MON 88913 (Xho 1)
MON:88913(X#o'1 and Bg/ 1)
MON 88913(<) (Xho I)
MON88913(-) (Xho I and Bgl/ 1)
MON 88913(-) (Xho I) spiked with PV-GHGT35 (Nco 1) [1.0 copy]
MON'88913(-) (Xho I) spiked with PV-GHGT35 (Nco 1) [0.5 copy]
9: MON 88913 (Xho I)
10: MON 88913 (Xho I and Bg! IT)
— Symbol denotes size of DNA, in kilobase pairs, obtained from MW markers on
ethidium bromide stained gel.
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Figure Vz6. Southern Blot Analysisof MON 88913: Insert Integrity Analysiswith
FS-ctp2/cpdepspsPrabe.
The blot was pfobed-with a>*P-labeled probe that spanned TS-czp2 (chloroplast transit
peptide) and cp4, epsps{probé-6, Eigure V-1b). Each lane contains ~10 pg of digested
genomic-DNAxisolated from se¢d. Lane designations are as follows:
Lane J; " MON 88913(=) (Xhol)
: MON@®8913(-) (Xho I and Bgl 11)
MON 88913 (Xho 1)
MON-88913 (Xho I and Bgl 1I)
MON 88913(-) (Xho I)
MON®8913(-) (Xho 1 and Bgl 1I)
MON 88913(-) (X#ho 1) spiked with PV-GHGT35 (Nco I) [1.0 copy]
MON 88913(-) (Xho I) spiked with PV-GHGT35 (Nco 1) [0.5 copy]
9: MON 88913 (Xho 1)
10: MON 88913 (Xho I and Bgl/ 1)
— Symbol denotes size of DNA, in kilobase pairs, obtained from MW markers on
ethidium bromide stained gel.

R RIG TN
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LONG RUN __ SHORT RUN
1234 5 678910

e\/& §3ut %@?&@@%&@N&QB Insert Integrity Analysiswith

E
\) T &)l that spanned T-E9 (probe 7, Figure V-1b).
60 hgénesg a R %s\éd«@nomlc DNA isolated from seed. Lane
S e S’fr@
O gt 8§
? & %K\ : on&@ @éﬁo Jg&d Bgl )
N
ooQ\)&\ 4: ﬁg& 3 ﬂ%nd Bel 1)
N4 0@ MON 88913(9) (Xho T)
(\Mo 13(-) (Xho 1 and Bel 1I)
88913(-) (Xho 1) spiked with PV-GHGT35 (Nco I) [1.0 copy]
8: ﬁog‘%sms(-) (Xho 1) spiked with PV-GHGT35 (Nco T) [0.5 copy]
9: MON 88913 (Xho 1)
10: MON 88913 (X#ho I and Bg/ 1)
— Symbol denotes size of DNA, in kilobase pairs, obtained from MW markers on
ethidium bromide stained gel.
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LONG RUN  SHORT RUN

4 A
12 345678 910

(\ 9
|Qg:?\’ SIS 88913 Insert Integrity Analysiswith

i obe that spanned the P-35S/ACT8 promoter,

60
@ o adér' an gx n& be 8, Figure V-1b). Each lane contains ~10 pg of
S R d. Lane d foll
R ((\ (@@0 éfbm seed. Lane designations are as follows:
>
A\ I and Nco 1)

0 I and Nco )
g@ ) (Xho Ty
13(-) (Xho I and Nco 1)
8913( ) (Xho I) spiked with PV-GHGT35 (Nco 1) [1.0 copy]
8 88913(-) (Xho 1) spiked with PV-GHGT35 (Nco 1) [0.5 copy]
9: MON 88913 (Xho I)
10: MON 88913 (Xho I and Nco 1)
— Symbol denotes size of DNA, in kilobase pairs, obtained from MW markers on
ethidium bromide stained gel.
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V.B. Confirmation of the Organization of the DNA Insert and Verification of
Adjacent Genomic DNA.

The organization of the elements within the DNA insert in MON 88913 was confirmed
using PCR analysis by amplifying six overlapping regions of DNA that span the entire
length of the insert and the immediate flanking cotton genomic DNA at the 5' and 3'
junctions. The locations of the PCR products generated in relation to the insert, as well
as the results of the PCR analyses, are shown in Figure V-9. The DNA sequenceat the 5'
and 3' ends of the insert were verified by PCR using cotton genomic DNA as:a-template.
The PCR for the 5' insert-to-plant junction was performed using one primer<desighed to
the 5' genomic flanking sequence, paired with a second primer in the 5'€nd of the DNA
insert. The PCR for the 3' insert-to-plant junction was conducted using a.primer designed
to the 3' genomic flanking sequence, coupled with a second primer tocated in the 3' end
of the DNA insert.

The control reactions containing no template DNA (lanes 2) 5,.9,13,17, and’21) did not
generate PCR products with any-of the prinder sets, as expected. - The MON 88913(-)
reactions (lanes 3, 6, 10, 14,18, and 22)-also did notgenerate any PCR products, as
expected. The plasmid PV-GHGT35 was used asa pesitive-conttol ‘in the four PCR
analyses (Products B-E)};ithat amplified products containing only the inserted DNA rather
than the genomic DNA flanking the insertIn thése four analyses, cotton genomic DNA
from MON 88913 as well as:the plasmid-PV<«GHGT35, generated the expected size PCR
products of ~2c1°kb for Preduct.B:(lanes 7-:and 8);+2:3°kb for Product C (lanes 11 and
12); ~2.1 kb-for Product D.(anes 15 and-16);and 2.3 kb“for Product E (lanes 19 and
20). MON 88913 DNA also generated thecexpected size PCR products of ~2.2 kb for
Product"A (lane 4)-and#1.6.kb for Product F, (lane:23). The generation of the predicted
siz& PCRproducts from MON: 8891 3-establishes-that the arrangement and linkage of
elements incthe insert are'the ‘same.ds these inplasmid PV-GHGT35 and that the
elements Within eachycp4epsps gene @xpression cassette are arranged as depicted in the
schematic of'the ansert in Figure V-2.

04-CT-112U Page 54 of 239



Product A Product B Product C Product D Product E Product F

1 56 7 8 ([910 11 12 (131415 16| 1718 19 20 |21 22 23| 24

2 3 4

3000 bp —>

2000 bp—» <+— 1636 bp

<+«— 1018 bp

Lroduct B 21 kb Product D: 2.1 kb Product F: 1:6.kb -

Product A: 2.2 kb Product C: 2.3 kb Product E: 2.3 kb
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> Symbol denotes size of DNA,in kilobase pairs,-obtained from MW markers on
ethidium bromide stained gel.

FigureV-9. Overlapping PCRANalys's Acrossthe DINA Insert in MON 88913.

PCR analyses demonstrating the linkage of thedndividual genetic elements within the
DNA insertin MON 88913were perfofimed on MON 88913 genomic DNA extracted
from seed. Lanes dare marked o shaw which and how-much product was loaded and is
visualized<on the-agarose gel: The expected product size for each amplicon is highlighted
in‘the jHustration of‘the insert;in MON 88913 that appears at the bottom of the figure.

Lane Lane

1> ' Invatrogen High Mass<-DNAladder 13: No template (5 pl)

2: MNo template (5 pl) 14: MON 88913(-) negative segregant (5 ul)
3: MON 88913(-) negative segregant (5 pl) 15: MON 88913 genomic DNA (20 pl)

4: MON-88913 genomic DNA (10°ul) 16: PV-GHGT35 plasmid (3 pl)

53 Nostemplate (5, 17: No template (5 pl)

6: :MON-88913(<) negative segregant (5 pul) 18: MON 88913(-) negative segregant (5 pl)
7o MON 88913 genomicDNA (5.5 pl) 19: MON 88913 genomic DNA (9 ul)

8: (PV-GHGT335 plasmid (3 pl) 20: PV-GHGTS35 plasmid (3 pl)

9: No.template (5ul) 21: No template (5 pl)

10: MON:88913(-) negative segregant (5 pl) 22: MON 88913(-) negative segregant (5 pl)
11: MON'88913*genomic DNA (3.5 pl) 23: MON 88913 genomic DNA (12 pl)

12: PV-GHGT35 plasmid (1 pl) 24: Invitrogen 1Kb DNA ladder
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V.C. Genetic Inheritance and Stability of the DNA Insert

Southern blot fingerprint analysis and progeny inheritance data were generated to
establish the generational inheritance and stability of the DNA insert in MON 88913.

Southern Blot Analyses to Examine Insert Generational Stability

In order to demonstrate the stability of the DNA insert in MON 88913, Southern blot
analysis was performed using DNA from multiple generations from the MON 88913
breeding tree. For reference, the breeding history of MON 88913 is presented in-Figure
II1-2. The specific generations tested are indicated in the legends of Figures HI-2 and V-
10. For these analyses, MON 88913 and MON 88913(-) DNA samples were digested
with the combination of restriction enzymes Spe I and Sca I. Digestion ¢f MON 88913
with the combination of Spe I and Sca I produced two restriction fragments‘of ~12.0 kb
and ~1.2 kb (lanes 4 — 8, Figure V-10). This is the same restriction.pattern observed for
the R3 generation shown in Figure V-3. Plasmid PV:GHGT35®NA previeusly digested
with Nco I and mixed with MON 88913(-) DNA digested with’Sped andSca bproduced
the expected size bands of ~9.6 kb and ~4.1 kb'for the positive hybridizatien control
(lanes 2 and 3). The results of this analysis:establish thé stability.of the DNA insert over
the selected generations of MON 88913 tepresentingZmultiple generations of the breeding
tree.

Southern Blot Analyses to Confirm the Absence of Plasmid Backbone Across Multiple
Generations

In addition to the¢’ DNA inseft, geénerationalstability analysis was conducted to confirm
the absence of backbone sequencetacross sexual generations. Similar to the Southern
analysis above,MMON 88913 and,MON-88913(- ) DNA:samples were digested with the
combination:of Spe'1 and Scal: The’blot;was probed simultaneously with three
radiolabeled probes that span the entirerbackbone sequence of plasmid PV-GHGT35
(probesa 1,12, and*13,.Figure)V-14a). Because-of expected cross-hybridization of the
probes toithe molecular weight markers, these lanes were removed from each blot prior to
hybridization.” Aligning thesedane$-to the corresponding blot after hybridization allowed
for.appropriatetannotation-of the'molecular weight markers on the film. Plasmid PV-
GHGT35 DNA, previously digested with Nco I and mixed with MON 88913(-) genomic
DNA)) digested with§pe l.and Sca I produced one expected size band of ~9.6 kb (lanes 2
and 3, Figure'V-11). MON 88913(-) DNA digested with Spe I and Sca I (lane 1)
produced no detectable hybridization bands, as expected. Also, the previously
characterized R3 generation (Figure V-4) showed no detectable hybridization (lane 6,
Figure V:11). Fouradditional generations of MON 88913 also showed no detectable
hybridization(lanes 4, 5, 7, and 8, Figure V-11). These results indicate that none of the
generations tested contain any detectable backbone sequence from the transformation
vector PV-GHGT35.
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Figur e \210. -Generational Stability,of MON 88913: Insert and Copy Number

Analysis.

The blot Was pfobed simultaneeusly with four **P-labeled probes that span the T-DNA of
PV-GHGT35 (probes 132, 3-and 45 Figure V-1a). Each lane contains ~10 pg of digested
genomic:DNAsolated from seed or leaf material. The breeding history of MON 88913

15 illustrated th Eigure II-2, (Lane designations are as follows:
Lane 1: MON88913(-).(Spe I and Sca I)

MON 88913 - R1 (Spe I and Sca 1)
MON'88913 - R2 (Spe I and Sca 1)
MON 88913 - R3 (Spe I and Sca 1)
MON 88913 - R4 (Spe I and Sca 1)
: MON 88913 - R5 (Spe I and Sca I)

ERIRAIN AN M >

MON 88913(s)(Spe I and Sca I) spiked with PV-GHGT35 (Nco 1) [1.0 copy]
MON:88913(-) (Spe I and Sca 1) spiked with PV-GHGT35 (Nco 1) [0.5 copy]

— Symbol denotes size of DNA, in kilobase pairs, obtained from MW markers on

ethidium bromide stained gel.
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c, < \.
o 165G ﬁ\AON 88913: PV-GHGT35 Backbone
Rt sé\ @q%aﬂs%a@ iy o

w@p & 51@"\1%31‘1@0& ith three **P-labeled probes that span the entire
and 13, Figure V-1a) of plasmid PV-GHGT35. Each

1@?&1% g %@ted genomic DNA isolated from seed or leaf material. Lane

&0&‘9 &Spe Iand Sca 1)

N§'89 -) (Spe I and Sca 1) spiked with PV-GHGT35 (Nco ) [1.0 copy]
3( ) (Spe I and Sca 1) spiked with PV-GHGT35 (Nco 1) [0.5 copy]
NQ 913 - R1 (Spe I and Sca 1)

88913 - R2 (Spe I and Sca 1)

6: MON 88913 - R3 (Spe I and Sca 1)

7: MON 88913 - R4 (Spe I and Sca 1)

8: MON 88913 - RS (Spe I and Sca I)

Symbol denotes size of DNA, in kilobase pairs, obtained from MW markers on
ethidium bromide stained gel.

@
4
5:
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Mendelian Segregation of Roundup Ready Flex Cotton

During the development of the MON 88913, analysis of phenotypic segregation data was
conducted across several generations. A summary of results of these analyses is
presented in Tables V-1, V-2, and V-3. The glyphosate tolerance of individual plants
was determined by antibody strip-test for the CP4 EPSPS protein and/or tolerance to a
Roundup agricultural herbicide spray. After self pollinating the MON 88913 plant
regenerated from tissue culture, the R1 seeds were planted, and the resulting plants were
expected to segregate in a 3:1 ratio in favor of the glyphosate tolerant phenotype as a
single, dominant trait loci. In the R1 plants, the calculated Chi-Square value for
phenotype was less than the critical value of 3.84 at the 5% level of error, and therefore
MON 88913 demonstrated the expected 3:1 segregation in the R1 generation:(Table
V-1). The R2 generation represents a point in the breeding process where homozygous
seed can be identified. Individual glyphosate-tolerant R1 plants were identified; self-
pollinated to produce R2 seed, and then subjected to progeny screensto identify
homozygous seed lots. Individual R2 families are expected to segregate1:2 for
homozygosity after glyphosate-sensitive individualsyare removeéd fromw the-population.
Seventy-six R2 families were generated and tested for homoZzygosity. Chi-square
analysis for homozygote recovery is presentedin Table V-2. The calculated Chi-square
value is less than the critical value of 3.84 at'the 5% level of’'error“Therefore, the
expected number of homozygous families were recovered during the breeding process.
Selection of homozygous plant seed Jots was successful-in the'R3.generation and was
confirmed in generations R4 and RS? Homozygous™MON88913'seed lots are expected to
segregate 1:0 for glyphosate-toleérance,~Glyphosate-tolerance data from the R4 and RS
generations are summarized in Table V<3’ These data confirm homozygosity and
generational stability of MON 88913.and thus, the’stability of the DNA insert.
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TableV-1. Segregation Ratio for the M ON 88913 Phenotype in the R1 Generation.

Expected | Observed
Expected | No. of No. of
Generation Phenotype Ratio | Plants(E) | Plants(O) | (O-E)Y/E
R1 Glyphosate tolerant 0.75 111.8 111 0.005
Non-glyphosate
tolerant 0.25 37.3 38 0.0151
Total 149 149 00201

Critical value at 0.05 = 3.84; 1 degree of freedom.

TableV-2. Homozygous Recovery Ratio for the MON 88913 Phenotype in R2
Families.

Expected
Expected No. of Observed No;
Generation | Phenotype Ratio Families(E) | of FamiliestO) | (O-E)YE

R2 Homozygous. | 0.3333 25.3308 24 0.1310
Segregating 0.6666 506616 52 0.0675
Total 76 76 0.1985

Critical value at 0.05= 3.84; l.degree-of freedom.

Table V-3 Confir mation-of HomozygousStatusin the R4 and R5 Generations.

Number Glyphaosate Number Non-
Generation T oler ant Glyphosate Tolerant Test Method
R4 322 0 Roundup spray
RS 310 0 Roundup spray
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V.D. Conclusionsfor Molecular Characterization

Molecular analyses were performed to characterize the integrated DNA insert in

MON 88913. Southern blot genomic analyses were used to determine the DNA insert
number (number of integration sites within the cotton genome), copy number (the
number of copies within one insert), the intactness of the cp4 epsps gene expression
cassettes, and to establish the absence of plasmid backbone sequences in the plant. The
stability of the DNA insert across sexual generations was also demonstrated by Southern
blot fingerprint. Polymerase chain reaction was performed to identify the 5' and 3' insert-
to-genomic DNA junctions, and to confirm the organization of the elements within the
DNA insert.

MON 88913 was generated by stably integrating two cp4 epsps gene expression’cassettes
into the cotton genome using Agrobacterium-mediated transformation.- The data show
that MON 88913 contains one copy of the DNA insertcat a single integration locus on an
~13.0 kb Spe I restriction fragment that contains twaintact cp4@psps‘gene-expression
cassettes. No additional elements from the transformation, véctor. PV-GHGT35, linked or
unlinked to the intact DNA insert, were detected in the genomeof MON 88913.
Generational stability analysis demonstrated that the expected Southernzblot fingerprint
of MON 88913 has been maintained across five generations of-breeding, thereby
confirming the stability of'the DNA wisert over multiple’generatiofis ‘and the absence of
any detectable backbong sequence:from plasmid PV-GHGT35:_Finally, Mendelian
segregation of the expected MON 88913 phenotyp¢e across multiple generations and
families corroborates the moleculasinsert-stability analysis and establishes the genetic
behavior of the DNA insert as a single focus:
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V1. Characterization of CP4 EPSPS

This section includes an evaluation of the CP4 EPSPS protein, establishes the
equivalence of the CP4 EPSPS protein produced in planta to the CP4 EPSPS protein
reference standard that was produced in E. coli and used in protein safety studies,
assesses CP4 EPSPS production in MON 88913, and discusses the similarity of CP4
EPSPS to other EPSPSs with a history of safe use and environmental exposure.

VI.A. EPSPS Biochemistry and Mode of Action

The 5-enolpyruvylshikimate-3-phosphate synthase (EPSPS: EC2.5.1.19) family-of
enzymes 1is ubiquitous to plants and microorganisms. EPSPS has been-isolated from both
sources, and its properties have been extensively studied (Harrisonyet al.5)1996; Haslam,
E., 1993; Klee and Rogers, 1987; Schonbrunn et al.2001; Steinrtichén and:Amrhein,
1984). The shikimate pathway, and hence the EPSPS protein,is absent'if mammals, fish,
birds, reptiles, and insects (Alibhai and Stallings, 2001). \ The bacterialandplant enzymes
are mono-functional with moleCular mass 0f44-48 kDa (Kishore:¢tal.,d988). EPSPS
proteins catalyze the transfer of the enolpyruvyl groGp from phésphoenolpyruvate (PEP)
to the 5-hydroxyl of shikimate-3-phosphate (S3P),thereby yielding1nhorganic phosphate
and 5-enolpyruvylshikimate-3-phosphate (EPSP) (Alibhaiand-Stallings, 2001). Because
of the stringent specificity for.substrates (i.¢., ERSPS enzymes bind PEP and S3P), the
only known metabolic product produced-is ERSP, thie penultimate product of the shikimic
acid pathway. (Shikimic aeid is-a'substrate:for thebiosynthesis of the aromatic amino
acids (phenylalanine, tryptophan and tyrosing) and otheraromatic molecules. It has been
estimatedithat-aromatic melécules; alFof which are derived from shikimic acid, represent
35% ermare-of the dryyweight of a planty(Franz et:al, 1997).

MON:889 I3 contains the S-enolpyrtivylshikinrate-3-phosphate synthase gene derived
from Agrobacteriungsp. strain'€P4 (¢p4 epsps). The cp4 epsps coding sequence encodes
a47.6.kDa EPSPS protein consisting ofia single polypeptide of 455 amino acids
(Padgette et ak; 1996). The CP4 EPSPS protein is structurally similar and functionally
identical to @ndogenousplant-EPSPS enzymes, but has a much reduced affinity for
glyphosate, the active ingredient-in Roundup agricultural herbicides, relative to
endogenous plant EPSPS (Padgette et al., 1996). In conventional plants, glyphosate
binds to ¢he endogeneus plant EPSPS enzyme and blocks the biosynthesis of EPSP,
thereby depriving plants-of essential amino acids (Steinrucken and Amrhein, 1980;
Haslam,1993)."InRoundup Ready plants, which are tolerant to Roundup agricultural
herbicidesy@romatic amino acids and other metabolites that are necessary for growth and
developmient are met by the continued action of the CP4 EPSPS enzyme in the presence
of glyphosate (Padgette et al., 1996).

Comparison of the kinetic parameters of CP4 EPSPS and endogenous plant EPSPS in the

presence and absence of glyphosate elucidates the mechanism of glyphosate inhibition of
EPSPS. Inhibition has been shown to proceed through the formation of a ternary
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complex of EPSPS-S3P-glyphosate; the complex formation is ordered with glyphosate
binding occurring only after the formation of a binary EPSPS-S3P complex. Glyphosate
binding has been shown to be uncompetitive with respect to S3P and competitive with
respect to PEP. The Kwpep) for endogenous plant (Petunia hybrida) EPSPS and

CP4 EPSPS are 5 uM and 12 uM, respectively (Franz et al., 1997). In contrast, the
Ki(glyphosate) for endogenous plant EPSPS (Petunia hybrida) and CP4 EPSPS has been
found to be 0.4 uM and 2720 uM, respectively (Franz et al., 1997). This difference in
glyphosate binding affinity is the basis for glyphosate tolerance in Roundup Ready crops
that produce CP4 EPSPS.

VI.B. CP4 EPSPS Protein Levelsin MON 88913 Tissues

The levels of CP4 EPSPS protein in MON 88913 were determined bya vahdated
enzyme-linked immunosorbent assay (ELISA). Materials and methods-for the ELISA
analyses and validation are presented in Appendix B> The levels of CP4 EPSPS protein
in young leaf, overseason leaf (OSL), root, seed,cand pollen-tissues were-deterimined in
tissues collected from MON 88913 produced.in replicated field trials across four U.S.
field locations during 2002 (Appendix C).CP4 EPSPS protein levels for all tissue types
were calculated on a microgram (ug) pergram (g) frésh weight (fwt) basis. Moisture
content was measured for-young leaf; overseason-leaff@SL-1;"OSI+2, OSL-3; root; and
seed tissues. Protein lévels in thesetissues were coiverted to a.dry weight (dwt) basis by
calculation. The mean CP4 EPSPS proteiwlevelscacrass foursites for young leaf, OSL1,
OSL2, OSL3, roet; and seed tissues of MON 88913 were 970, 1400, 690, 630, 99, and
340 ng/g dwt, fespectively; (Table VI-T). The mean €P4 EPSPS protein level across four
sites for pollen was 4.0\rg/gfwt.  The levels of CP4EPSPS protein in all tissue types
from MON 88913 (=) were less-than the assay limits of quantitation (LOQ) presented in
Table-VI-:
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TableVI-1. CP4 EPSPS Protein Levelsin MON 88913 Tissues.’

M ean M ean
CP4 EPSPS CP4 EPSPS
Protein Level Protein Level
in pg/g fwt Range’ in pg/g dwt Range | LOQ/LOD
Tissue (SD)' (ng/g fwt) (SD)’ (Mg/g dwt) | (Hg/g fwt)
Type
Young 170 (64) 64 — 260 970 (460) | 270 —1700 | 0.2870.069
L eaf
osL1’ 270 (99) 77 — 410 1400 (540) | 480 — 2600 170.237 0.069
OSL?2 170 (44) 63 — 260 690 (210) | 290 — 1000 |,:0.23 /0.069
0OSL3 160 (61) 66 — 260 630 (230) | 290 =1100:P 0.23 /0.069
Root 31 (11) 19 — 64 99 (40) 5722200 [20.23/0.073
Seed 310 (110) 67 — 550 340,(120) 72 ~580 2.7/1.7
Pollen 4.0 (0.22) 3.8-4.3 n/a’ n/a; 0.23/0.11

"Field-produced tissues in 2002-from Baldwin Countyy; Alabama; Tulaté County,
California; Clarke County, Georgia; and Hockley-County; Texas (Appendix C, Section
C.3)).

'Protein levels are expréssed as micrograms (Hg) &P protein pér gram (g) of tissue on a
fresh weight (fwt)-basis. The arithmietic thean.and standard deviation (SD) were
calculated for each tissue type actoss sites.

*Minimum aiid maximur values were determined fof-eachrtissue type across all sites.
*Protein levels aré expressed as jtg/g of tissue’ on:a dry-weight (dwt) basis. The dwt
values ‘'were.calculated by dividing the fwtvalues by the dry weight conversion factors
(Appendix-B) obtaingd from moisturetanalysis data.

“Tissue® OSEY — @SL3 fepresent overseason.leaves collected at different time points
throughout-the growing season (Appendix €).

>Because of lithited quantities’of cotton pollen, moisture levels could not be determined
in this tissue and values are-preséntedion a fwt basis only.
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VI1.C. Characterization of the CP4 EPSPS Protein Produced in MON 88913

The plasmid vector PV-GHGT35 used in the transformation contains two cp4 epsps gene
expression cassettes within a single T-DNA that express the cp4 epsps coding sequence
isolated from Agrobacterium sp. strain CP4. The cp4 epsps sequence encodes the CP4
EPSPS protein that consists of a single polypeptide of 455 amino acids with a calculated
molecular weight of 47.6 kDa based upon the predicted amino acid sequence of the
mature protein. The CP4 EPSPS protein produced in MON 88913 is targeted to the
chloroplasts via an N-terminal fusion with the CTP2 to form a CTP2-CP4 EPSPS
precursor protein. The precursor protein, produced in the cytoplasm, is then processed to
remove the transit peptide upon translocation into the plant chloroplast, resulting incthe
mature protein (Chua and Schmidt, 1978; Highfield and Ellis, 1978; Oblong’and T-amppa,
1992).

A series of analyses were conducted to characterize they\CP4 EPSPS protein isolated from
cottonseed of MON 88913 and to establish the equivalence of the plaht-preduced protein
to the E. coli-produced CP4 EPSPS protein standard that wag-used 'in studies to establish
the safety of the protein. These analyses included N-terminal séquence analysis,
immunoblotting and densitomefry, and SDS-PAGE and densitometry. A brief summary
of the results is provided below. The detailed result§’are presented in“Appendix D, while
information on the methods-tised is provided in Appendix BoTheTesults of other
analyses, including mass‘spectrometry, enzymatic activity;and.glycosylation, were
consistent with the results presented hiere.

The results of N-terminalsequence analysis.of the*plant-produced CP4 EPSPS protein
were consistent with theyexpected séquence. The immunoeblot analysis provided further
data to confirm‘the, identity of the plaat-produced protem. SDS-PAGE (molecular
weight)-and:immunoblot-analysis were performed. to-evaluate the equivalence of the
plant-produced protein tothe E.colisproduced reference standard protein. The plant-
produced GP4 EPSPS proteiisolated from MON 88913 was equivalent to the E. coli-
producedCP4-EPSPS reference standard protein based on comparable electrophoretic
mobility and:immunoreéactivity.

Collectivelys these datarcharaeterize and confirm the identity of the protein isolated from
MON 88913 and establish-the equivalence of the plant-produced CP4 EPSPS protein to
the Eceoli-produced CP4 ERSPS protein used in numerous safety studies (Section
VHEA. 1) These data also establish the equivalence of the CP4 EPSPS protein
produced imMON'88913 to the CP4 EPSPS protein produced in a variety of major
agtricultural biotechnology crops, including Roundup Ready cotton, which is grown
annually onimorethan 7.8 million acres within the U.S.
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VI.D. Similarity of CP4 EPSPSto EPSPSs derived from food sourceswith along
history of safe consumption

The mature CP4 EPSPS protein present in MON 88913 is homologous to EPSPSs
consumed in a variety of food and feed sources. The cp4 epsps coding sequence has been
completely sequenced and encodes a 47.6 kDa protein consisting of a single polypeptide
of 455 amino acids. As shown in Table VI-2, the CP4 EPSPS protein is homologous to
EPSPSs naturally present in plants, including food crops (e.g., soybean and corn), and
fungal and microbial food sources such as Baker’s yeast (Saccharomyces cerevisiae) and
Bacillus subtilis (Mountain, 1989), which have a history of safe human consumption
(Padgette et al., 1996; Harrison et al., 1996). The similarity of the CP4 EPSPS-protein to
EPSPSs in a variety of foods supports extensive human consumption of thefamily of
EPSPS proteins and the lack of health concerns. Further, the ubiquitous-presence of
homologous EPSPS enzymes in food crops and common microbes establigshes that
EPSPS proteins, and their enzyme activity, pose no hazards for huian ¢onsumption.

TableVI-2. Comparison of the deduced amino acidsequence.of native CP4 EPSPS
to that of other EPSPSs.

soybean:[ocorn | petunia’| E-¢coli.|“B. subtilis | S. cerevisae
CP4 EPSPS
% sequence identity 26 24 23 26 41 30
% sequence sithilarity S1 49 50 52 59 54
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VII. Phenotypic Evaluation

This section provides an evaluation of the phenotypic and crop compositional
components of MON 88913 compared to MON 88913(-). These data provide
information supporting a determination that MON 88913 is no more likely to pose a plant
pest risk than conventional cotton.

An evaluation of the phenotype of MON 88913 was conducted to assess the phenotypic
equivalence to MON 88913(-). The phenotypic evaluation is based on laboratory,and
greenhouse experiments and replicated, multi-site field trials conducted by agronomists
and scientists who are considered experts in the production and evaluation6t cotton.
Comparisons of phenotypic parameters between MON 88913 and a negadtive segregant
control, MON 88913(-), and also to conventional cotton were conducted te-establish the
phenotypic and seed compositional equivalence of MON 88913. In-eachoof these
assessments, MON 88913 was compared to the negative segregant control;

MON 88913(-), which was derived from MON 88913 and thus possess&s-similar varietal
background genetics to MON 88913. In evaluating the phenotypic characteristics of
MON 88913, data were collectéd that address specificqest potential characteristics that
are considered by USDA-APHIS. These phenotypicicharacteristics have been grouped
into five general categories1) dormancy, germigation-and emergénce; 2) vegetative
growth; 3) reproductive growth; 4):s¢ed retention on'plant;and.y) plant interactions with
disease, insect, and abiotic stressers.

VII.A. Interpretation.of PRenotypic and Ecologieal | nteraction Data

Phenotypieyagronomicyand-ecological data are'useful to support the concept of
phenotypie equivalence and familiarity’as itrelates to any ecological risk assessment. On
the basis of:these data, One cdn assess the'probability of any increased pest potential of
MON 88913, and whether the phenotype has been unintentionally changed beyond the
intended introdueed trait.

Measuremeiit'of phenotypic charagteristics and environmental interactions provides data
fora€¢omparative assessment of ecological risk (pest potential) between a biotechnology-
derived crop‘and-an appropriate control. A tiered approach is used to assess whether a
difference 1s, oris not, biclogically meaningful. As such, evaluation of phenotypic
charagteristies isidesigned according to the biology of the crop using replicated plots at
multiple-locations with appropriate controls and commercial crop references. When no
statisticallySignificant differences in phenotypic characteristics are detected between the
biotechndlogy=derived crop and an appropriate control, a conclusion of no contribution to
pest potential can be made. If a statistically significant difference in a characteristic is
detected, the magnitude of the difference would be considered (relative to the known
ranges of values for the crop), and its effect on pest potential assessed to determine if it
was biologically meaningful, as shown in Figure VII-1 below. All of the phenotypic data
can be used to support crop familiarity (i.e., knowledge of and experience with the crop,
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the trait, the receiving environment, and the interaction of these factors) (Hokanson et al.,
1999), and a subset of the data, answering specific questions, can be used to evaluate any
contribution to pest potential.

FigureVII-1. Schematic Diagram of Data I nter pretation Methods:

| Study data (measured characteristics) |

]

Statistical difference
between test and control?

Are differences*
N Y . . ) "
b biologically meaningfulin
terms of potential advérse

impact (increased pest
potential; is athazard

identified)?
j hsa
No contribution t0 pest RiskiAssessment
potential; support-familiarity en’differences

*Consider directionard magnitudeof change and interaction-of differences,
and whether the valuesfall within therangeof known valtuesfor commercial cotton.

Statistically:significant ¢hanges in one characteristic.are considered in terms of the
direction of thechange (i.e( contributing toor detracting from pest potential), its
magnitude (eutside the range 0f thegontral or reference organisms), and within the
context ofothertobserved changes. Interpretation of any detected differences in
ecological risk-assessment data'should foéus on those differences that are biologically
meaningful (1.e-conttibuteto pest potential). Differences detected in a characteristic are
comsidered alone and in:the context ©f 1) whether or not trends were observed over
locationsy2) differences were detected in other measured characteristics; 3) contributions
to,.enhance any inherentpest.potential of the crop; and 4) potential effects of trait transfer
to awild or-weedy species;

For éxample, assignificant difference in a growth characteristic may not be biologically
meaningful ivterms of weed potential if it is not outside the range typical for cotton or if
a change.in-anether parameter is in the direction toward lower weed potential. A careful
assessment must be used to distinguish between meaningful changes toward increased
pest potential and differences associated with natural plant variation or random
experimental error. A finding of no meaningful difference can be concluded only after a
thorough evaluation of all the data collected on the characteristics measured.
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VI1.B. Agronomic Characteristics
As a significant part of the phenotypic evaluation of MON 88913, key agronomic

characteristics were evaluated, including plant growth and development under field
conditions, crop productivity, harvest quality and seed germination.

VII.B.1. Field Phenotypic Analysis

Plant growth and development characteristics were assessed during growth in.the field,
and harvest materials were assayed in the laboratory to identify any unintended
phenotypic effects or ecological interactions in MON 88913 relative to MON88913(-)
and conventional cotton. The purpose of this field evaluation was toassess‘Whether the
presence of the cp4 epsps coding sequence or the presence of the CP4 EPSPS protein
altered the phenotypic characteristics or the plant-insect, plant-pathogen, ot-plant-abiotic
stressor interactions of MON 88913 compared to-MON 88913(-).\ Certain growth,
reproduction, and pre-harvest seed loss characteristics (suchas boll dfop) ean be used for
an assessment of enhanced weed-potential of MON 88913. Detected differences were
evaluated alone, in consideration of otherobserved:differences,and for trends across
locations as described above in Section-VILA.

Field trials were conducted in 2002 at-}4 locations across theyU.S. cottonbelt to
thoroughly evaluate phenotypic chdractefistics.(Tables VH-1, VII-2). These fourteen
locations provided a diverse‘range of environmental and-agronomic conditions
representative-of the U,S-cottonbelt’encompassing the mdjority of commercial cotton
production, including regions where MON_889 13 would'be anticipated to be produced.
The methods @nd-detailed results of'these €omparisons are presented in Appendices A
and C, respectively, and are summarized below.

A randommzed.complete block designowith four replications was employed for the
eomparisons‘and analysis. Adtotal of 4 1.different phenotypic characteristics were
evaluatedincluding A1), chatdcteristics'during plant growth and development, 20
charagteristies front plant mapping;-four characteristics from boll/seed measurements,
and-six boll and fiber)quality characteristics (Table VII-2). In addition, observational
data osi-the presence and-any-differential response to biotic (pests and disease) and abiotic
stressorsawere collected. Fhese measurements are well known to cotton researchers and
can provide-supplementary data to assess plant pest potential.

Out ofia total-of 458 comparisons between MON 88913 and MON 88913(-) by field
location,:19 differences were detected at p<0.05. There were no differences detected at
any locatiombetween MON 88913 and MON 88913(-) for six of 11 plant growth and
development characteristics measured, 13 of 20 plant map characteristics, two of four
boll/seed measurements and three of six boll and fiber quality characteristics (Appendix
C). Most observed differences occurred for a single characteristic at a single field
location. Furthermore, it is important to note that a frequency of differences of 4.15%
(19/458 x 100) was less than the 5% level of error standard set for statistical significance,
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and further suggests that the transformation produced no significant impacts on the
measured growth and development characteristics.

When all data were pooled across locations, a single difference in the growth and
development characteristics was observed. The date until 50% flowering was later for
MON 88913 compared to MON 88913(-) (64 vs. 63 days after planting, respectively)
(Table VII-3). This difference was one day at most sites, has little biological meaning in
terms of plant weed potential, and could be because of small differences in the
background genetics between MON 88913 and MON 88913(-).

When data were pooled across sites, no differences between MON 88913 and-MON
88913(-) were detected for any of the measured plant map characteristics (Fable ‘V1I-4).
A single difference was observed across sites in the boll/seed measurements. (The seed
index of MON 88913 was lower than MON 88913(-) (9.56 vs. 9.83gper 100 fuzzy seed,
respectively) (Table VII-5). This difference was approximately 0:3-g p&©100 fuzzy seed,
likely has little biological meaning in terms of plantaweed potential, and the-wvalues fall
within the range of commercial cotton varieties (Silvertooth-et al;, 1999).”When boll and
fiber quality data were analyzed across all sites;”MON 88943 boll size-was:smaller and
micronaire was less compared toXMON 88913(-) (4.56cvs. 470 g per baland 3.758 vs.
3.881 mike units, respectively) (Table VII-6). Smallcchanges i seed'size and micronaire
are unlikely to increase weed potential,-and both micronairecvalue§’are agronomically
equivalent, falling within"the premitm target range of 3.7~4.2 (USDA, 2001).

Each field site also-was rated-at four times’ during the season for specific insect pests,
diseases and abiotic stressers, although-not:all sites wete rated for each pest or stressor
because a given pest or stressor may’nothavebeen present.” The purpose of these
evaluationis was’to asséss whether plant-pathogen or plant-pest interactions of

MON: 88913 were altered compared to MON 88913(+) such that the pest potential was
altered. Fourteen insect categories (species‘or group), four disease categories and ten
abiotic stressors were evaluated. Out of;106 ifisect observations, only one site reported a
difference’in susceptibilityybetween MON.88913 and MON 88913(-). Beet armyworm
was a-severestressor atthe Tift CountyGA location on the first observation date and the
cooperator noted thatin one ofithe four replications the MON 88913 plot had more
damage thafithe MONG@BE9 13¢-) plot. This was not observed in other replications, or at
the other-observations tinmies or lecations, suggesting that this may have been due to the
tocation of the field pletor a‘localized infestation, rather than a function of the plants.
Out of seven disease dand 38 abiotic stressor observations, no differences were detected
between MON 88913 and MON 88913(-) (Appendix C, Table C-10). These results
support the conclusion that environmental interactions of MON 88913 are not expected to
be differentthancthat of other cotton.

The phenotypic data from these field and laboratory assessments indicate that, compared
to MON 88913(-), MON 88913 does not possess characteristics that would confer a
selective advantage that would result in increased weed or pest potential. The data on
environmental interactions also indicate that the Roundup Ready Flex cotton

MON 88913 does not confer any increase in pest potential to cotton, nor suggest any
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changes in the interactions between MON 88913 and the field environment. These
conclusions were additionally supported by the lack of detectable trends for differences in
susceptibility or tolerance to specific insect, disease, or abiotic stressors across locations.
These data suggest no difference in pest potential between MON 88913 and MON
88913(-) as no consistent trends across sites were observed for differences in
susceptibility or tolerance to specific disease, insect, or abiotic stressors (Appendix C,
Table C-10). Taken together as a whole, the data also support familiarity and phenotypic
equivalence of MON 88913 to MON 88913(-).

TableVII-1. Field Phenotypic Evaluation Sitesfor MON 88913 During2002,

Location USDA-APHIS
Location Code Notification Number

Rapides Co., Louisiana AL 02-016-27n
Limestone Co., Alabama BM 022022=54n
Florence Co.,

South Carolina FL 02~025-01n
Mississippi Co., Arkansas KS 02-028-28n
Lubbock Co., Texas LB 02-025-08n
Washington Co.,

Mississippi LE 02-025-02n
Pinal Co., Arizona MR 02-018-16n
Fort BendCo., Texas NV 02-025-08n
San PatricioCo., Texas PL 02-004-11n
Pemiscot-(o., Missouri PV 02-022-55n
Edgecombe Co’,

North Carolina RE 02-025-01n
Oktibbeha Ceo. Mississippi SV 02-025-02n
Tift.€o.,,Georgid EF 02-025-07n
ObionCo.;Tennessee ucC 02-023-15n
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Table VII-2. Phenotypic Characteristics Evaluated in U.S. Field Trials During

2002.

Category and Characteristic

Evaluation
Timing

Evaluation Description

Plant growth and development

Ist and 2nd emergence counts

Approx. 7 and 14
days after planting

Number of plants emerged (>2
cotyledon stage) per 30 ft of row

Ist, 2nd and 3rd plant height

Approx. 4, 8, and
12 weeks after
planting

Distance from soil to uppermost
terminal meristem

Ist, 2nd, and 3rd plant vigor

Approx. 4, 8, and
12 weeks after

Rated on a scale of\1-10, where 1 =
poor and 10 =:very.geod vigor

planting
Days to 50% flowering Flowering Days from’planting when white
flowers occurred,on 50% of the plants
Node-above-cracked-boll In-season Days from'planting when 50% of the
sampled plants reached node-above-
cracked boll =7
Yield Harvest Cottonseed-yield
Plant mapping
Height Harvest Distance from base (soil level) of the
plant to uppermost terminal meristem
Nodes Harvest Number of mainstem nodes on the
plant
Height per nodeé Harvest Calculated as height / node
Totakbolls Harvest Number of bolls on 10 sampled plants
Position I bolls<(total, normal~} Harvest Number of total, normal and abnormal
and .@bnormal) position 1 bolls on 10 sampled plants
Position,2 bolls (tetal, nermal C' Harvest Number of total, normal and abnormal
and. abnormal) position 2 bolls on 10 sampled plants
Vegetative bolls Hatvest Number of bolls per plant
Pereent abnormal’bolls Harvest Percent of total bolls that are
abnormal
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TableVII-2 (Continued). Phenotypic Characteristics Evaluated in U.S. Field Trials

During 2002.
Evaluation
Category and Characteristic | Timing Evaluation Description
Plant mapping
Position 1 & 2 bolls (%) for Harvest Percent of total bolls at nodes 4-9, 10-

nodes 4-9, 10-14, 15-19, and
20-26

14, 15-19, and 20-26 at position 1 or
position 2 from 10 plants sampled

Boll and seed counts

Seed index (g/100 seed)

Post-harvest

Mass of 100 ginned seed

Total seed per boll

Post-harvest

Number of seeds in'a bellcalculated
from 25 boll sample

Mature seed per boll

Post-harvest

Nuomber of mature-seedscn a boll
calculated£rom-25 bolls sample

Immature seed per boll

Post-harvest

Number @f immature seeds in a boll
calculated from 25 boll’sample

Fiber quality

Boll size (g/boll)

Post=harvest

Mass of asingle boll calculated from
25 boll‘sample

Micronaire (mike units)

Postharvest

Measure of fiber surface area related
to-fibet.perimeter, maturity and
surface characteristics. Measured as
airpressure through a 3.2g sample of
lint;

Elongation (%) Post-harvest Measure of the stretch of 1/8” gauge
of fiber. A stelometer applies tension
to both ends of the fiber and the
breaking point is the elongation.

Strength’ (g/tex) Post-harvest Strength of a bundle of fibers. One

tex is the mass in grams of 1,000
meter of fiber.
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Table VII-2 (Continued). Phenotypic Characteristics Evaluated in U.S. Field Trials

During 2002.

Category and Characteristic

Evaluation
Timing

Evaluation Description

Fiber Quality

Span length 2.5 and 50
(inches)

Post-harvest

An optical measurement of fiber
length using a digital fibrograph.
From a beard of fibers, the mass at
various cross sections along-the length
of the beard is determined;: 50%-span
length is the length of fiber where the
cross-sectional amount is-reduced to
50%. This measutementis in inches.

Insect and disease

observations
Ist, 2nd, 3rd, and 4th Approximately- | Qualitative assessment of\insect and
Observations 4,8, 12, and disease incidence-in the plots.
16 weeksoafter
plantitig
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VII.B.2. Seed Dormancy Characteristics

Seed dormancy is an important characteristic that is often associated with plants that are
weeds (Anderson, 1996). Dormancy mechanisms, including hard seed, vary with species
and tend to involve complex processes. Standardized germination assays of the
Association of Official Seed Analysts (AOSA, 1998) are used as a baseline to measure
the germination potential of cottonseed. Changes were not expected in the dormancy and
germination characteristics of MON 88913 compared to MON 88913(-) or to
conventional cotton based on the ubiquitous nature of EPSPS proteins in plants, the
mechanism of the EPSPS enzyme, and the commercial history of Roundup Ready cotton.

Seed dormancy characteristics were compared between MON 89913 and MON-88913(-)
to assess the potential impact of the presence of the DNA insert or the,CP4EPSPS
protein produced in MON 88913 on cottonseed dormancy. In this-evaluation, all tests
were conducted as replicated comparisons between MON 88913and MON:88913(-). Six
conventional cotton varieties were included to provide baseline values commaen to
commercial conventional cotton. The seed dormancy characteristics-evaluated included
germination under the optimal 20/30°C temperature regime following standard guidelines
(AOSA, 1998), plus six other temperature regimes 0f'10,°20, 30, 40.10/20, and 10/30°C
(Table VII-7). In the alternating temperature regimes; the lower temperature was
maintained for 16 houfs’and the higher temperaturefor eight heurs. The temperature
inside each growth chamber was :monitored and recorded every 15 minutes using
Watchdog™ 110 Data Loggetrs (with andaccuraey of#/- 0.7°C). The tested seed were
produced during 2002 at three ficld locations within the'U.S..cottonbelt: Baldwin County,
AL; Tularec€ounty, CAjand-Clarke County, GA, répresenting environmentally relevant
conditionts for;cottorproduction’ ' The experimental methods and detailed results of these
comparisons-are presented in Appendices A and Ciiréspectively, and are summarized
below.
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Table VII-7. Seed Germination Parameter s Evaluated.

Category and Characteristic | Evaluation Regime Evaluation Description
Seed Germination /
Dormancy Observations Temperature °C’
Exhibiting normal
20/30, 10, 10/20, 20, 30, | germination development
Normal Germinated 40, 10/30 characteristics.
20/30, 10, 10/20, 20, 30, | Germinated, butlacking
Abnormal Germinated 40, 10/30 shoot or root, or diseased.
10, 10/20, 20, 30, 40, Possesses radiele > 2mm
Germinated 10/30 beyondseed coat.
20/30, 10, 10/20, 20530,
Dead 40, 10/30 Visibly-deteriorated, soft.
20/30, 10, 10/20, 20, 30,
Viable Hard 40, 10/30 Non-imbibed; hard.
20/30, 10,<10/20, 20,30,
Viable Firm Swollen 40, 10130 Imbibed, firm and swollen.

TConstant temperature-maintaingd-at =10, 20, 30,0r 40°C, oralternating temperatures of
10/20, 10/30, or 20/30°C. Incthe alfernating temperature régimes, the lower temperature
was maintained;for 16 hours’and'the-higher température for eight hours.

Across most temperature regimes, the-percent getmination rates for cottonseed from the
AL and'GA:locations were approximately“halfthose-of cottonseed from the CA location.
MON 88913, MON 88913(-) and conventional cottonseed were all affected similarly.
Theseresults were anticipated because cotton is primarily grown in Alabama and Georgia
for &int production, and not necessarily, for commercial planting seed. Humid conditions,
typicalof Alabama-and-Georgia, can lead to degradation of seed quality. Although seed
quality attAL and GA was poor. by seed production standards, it is representative of areas
within'the cottonbelt where MON, 88913 is anticipated to be produced primarily for lint.
Thediffetence:in’getmination was not found to be correlated with the Roundup Ready
trait as; MON"88913, MON 88913(-) and the conventional reference cottonseed were all
affected (Appendix €; Tables C-2, 3, 4).

Ouit of 87 comparisens between MON 88913 and MON 88913(-), 75 were not
statisticallycsignificant at p<0.05. No differences between MON 88913 and

MON 88913(-)were detected for seed dormancy-related characteristics, such as hard
seed, with seed from any location. Of the 12 significant differences detected, 10 occurred
in seed from the AL and GA locations and two in seed from the CA location (Appendix
C, Tables C-2, 3, 4). Specifically, one significant difference was observed under the
optimal temperature regime (20/30°C); cottonseed from the AL location showed reduced
germination in MON 88913 relative to MON 88913(-). The difference was not detected
in cottonseed from the GA or CA locations. Four additional differences were detected
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with seed from the AL and GA locations where percent germination in MON 88913 was
reduced compared to MON 88913(-). In each of these five specific cases, there was an
accompanying rise in the number of dead seed accounting for five additional differences.
Decreased germination accompanied by more dead seed with no changes in hard or
viable firm swollen seed would not indicate increased weed potential of MON 88913.
More importantly, with the exception of the AL location at 40°C, where a difference was
detected, percent germination for MON 88913 was within the range of values generated
for the commercial conventional cottonseed produced in the same field trial as

MON 88913.

The remaining two statistical differences were detected between MON 8891 3:and

MON 88913(-) in the 10/20°C temperature regime for percent dead seed (CA location)
and percent viable firm swollen seed (GA location). These differenceswere very small
and values from MON 88913 were within the ranges observed from.€onventional cotton
produced at each respective location. In particular, there was a lack of differences in hard
seed from any location which could correspond to dormancy (Appendix C;-Tables C-2, 3,
4). Therefore, these differences are unlikely to be-biologically meaningful.

The lack of meaningful differences between-MON 88913, MON-88913(>), and
conventional cotton varieties indicate thatthe presence of the DNA insert or the presence
of the CP4 EPSPS protein‘did not alter-the seed dormancy and germination
characteristics of MONC88913. These data suggest-that there was no change in the weed
potential of MON 88913 as a result.of increased«dormancy or from changes in
germination charaeteristics, furthersupporting phenotypicequivalence and familiarity.

VII.B.3.~Confirmatory Field Qbservdtions

Théagronomie evaluationvof MON 88913calso included observational information on
disease/pest.susceptibility and’phenotypic assessments from other product evaluation
field’trials’conducted over several growing'seasons (see Appendix A for a listing of
USDA field trialcfinal reports). These gbservations provide confirmatory information to
theZquantitative -agrdhomic characterization data provided in this section (Section VIIL.).
Fielddrialsiwere conducted avith MON 88913 during the years 2002-2003 under various
product-development’protocols: - These trials were established for the purpose of testing
agronomic-performancee, crop-efficacy and glyphosate tolerance, genetic background
combinifig ability, developing weed control programs and assessing volunteer cotton
incidence,-assessing glyphosate residue levels, production of materials for product
characterization studies, etc. The field designs and protocols for these trials varied
according to purpose, with some trials replicated and others nonreplicated, most often
comparing MON 88913 to MON 88913(-). Results of some of these trials have been
presented at-the Cotton Beltwide meetings (Subramani et al., 2002; May et al., 2003;
Keeling et al., 2003; Martens et al., 2002; 2003; Croon et al., 2003).

In addition, in order to generate materials for in planta CP4 EPSPS protein
characterization and quantification, molecular characterization, cottonseed composition,
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and evaluation of cottonseed dormancy, replicated field trials were conducted at four
locations in the U.S. during 2002 (Appendix C, Section C.3.). The plants in these trials
were grown under agronomic and cultural practices that are typical of cotton production
within these regions. The field plots were periodically monitored (approximately every
four weeks after planting) and observed for plant stressors, including susceptibility to
common insect pests and pathogens. Insect pests were present at all sites and slight to
moderate infestations were observed. Pesticides were applied in response to the insect
pests according to normal agricultural practices for the location. Disease problems were
not observed at any of the sites and there were no meaningful observed differences
among the test, control and reference cotton plots with respect to arthropod damage.

VII.B.4. Reproductive Tolerance and Floral Phenotypic Characteristics

The assessment of phenotypic characteristics of MON 88913 established, with the
exception of glyphosate tolerance, that there were ng,observed differénces-between MON
88913 and cotton of similar background genetics‘that does not contain the’ DNA insert.
MON 88913 was designed to enhance the reproductive tolerange to glyphdsate compared
to that currently observed in Raundup Ready cotton. Therefore, aconfirmatory
investigation was sponsored by Monsanto to compate pollen and floral morphology in
glyphosate-treated and untreated MON-88913, MON 88913(-) and’Roundup Ready
cotton. Data were genérated to determine the-effects-of over-the-top, sequential
applications of glyphosate on MON.88913.0n pollen viability, pollen availability, and
floral morphology-(Table VII-8). The detailsof the'methods and the full results are
presented Appendices B and Cj.respectively:” A stimmary of the methods and results
comparing gntreated MON 88913 1o MON 88913(<); and-treated MON 88913 to
Roundup@®Ready’cotton are, preseénted below,

MON 88913, MON &8913(-), and RoundupReady cotton, were grown in a greenhouse.
One, seét-of MON-88913,, MON 88913(-);:and Roundup Ready cotton plants remained
untieatedwhile Roundup WeatherMAX " :was sequentially applied over the top of a set of
MON- 88913 and-Roundup Ready cottomplants at three different growth stages at 1.5 Ib.
ae/A per application (Appendix.B). Plants were sprayed at approximately the four-leaf
(node)-stagéy 8-leaf (node) stage, and 12-leaf (node) stage. Anther dehiscence, anther
height, stamen-length’(anther + filament), staminal column height, pollen grains on
stigmatic lobe, pollen deposition, and pollen viability (two methods) were evaluated.

No difference was detected in anther dehiscence, stamen length, staminal column height,
the-dumber of-pollefvgrains attached to a stigmatic lobe, pollen deposition rating or
percefit pollen viability (either staining method) between untreated MON 88913 and
untreated MON/88913(-) (Table VII-9). Untreated MON 88913 anther height as a
percent of pistil length was greater than untreated MON 88913(-) (Table VII-9). This
small percentage difference (4%) would convert to a relatively minor actual height
difference and would have little biological meaning in terms of flower morphology or

® Roundup WeatherMAX is a registered trademark of Monsanto Technology LLC.
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function; this was corroborated by the field plant mapping data in the previous field

phenotypic analyses.

MON 88913 demonstrated significantly increased reproductive tolerance and pollen
viability compared to Roundup Ready cotton under these herbicide treatments. Percent
pollen viability was significantly greater in treated MON 88913 compared to treated
Roundup Ready cotton. Furthermore, the number of pollen grains attached to the
stigmatic lobe was markedly increased in treated MON 88913 over treated Roundup

Ready cotton (Appendix C).

Table VII-8. Reproductive Phenotypic Characteristics Evaluated.

Reproductive Mor phology/
Floral Ontogeny

M easur ements
following sequential
glyphosate applications

Deseription of
measur ements

Anther dehiscence

Rating scale

Rating based on'percent
dehiscence.

Anther height as percent

Measureniént in

Anther height of pistiblength centimeters.
Measurement in

Stamen length Anther + filament centimeters.
Measurement in

Staminal column‘height Staminal column. +ovary | centimeters.

Reproductive M or phology/
Pollen deposition

Pollen grains‘on
stigmatic Jobe

Pollen, count

Number of pollen grains on
stigmatic lobe.

Pollen:deposition rating

Rating based.on ' location
of pollen distribution on
stigmatic.lobe

Rating scale: 0-3.

Brewbacker & Kwack'

Counts of germinated pollen

Pollen<viability staming method on medium
Alexander” stain dye Counts of aborted and non-
Pollenviability assay for viability aborted pollen

"Brewbaker and Kwaek, 1963.

2Aexanders 196951986
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TableVII-9. Floral Phenotypic Characteristics.

Characteristic M easur ement MON 88913 MON 88913(-)
Anther
dehiscence’ Rating Scale 3.7 3.5
Anther height2 % of pistil length 100* 96
Stamen length® Millimeters 59 59
Staminal column
height* Millimeters 11.6 11.9
Pollen grains on
stigmatic lobe Number 139 142
Pollen deposition® Rating 2.6 2.6
Mean % viable
Pollen viability® pollen. 85 90
Mean Y% viable
Pollen viability’ pollen 95 95

*Indicates a difference was detected (p=0.05 ybetween.the MON 88913 and
MON 88913(-) for'a given charactetistic.yThe statistical afialysis was
conducted to compare all treatments includedin the experiment (Appendix C).
For this table(_the statistical differences. bétiwveen-untreatedIMON 88913 and
untreated- MON-88913(-) were extracted from theccomplete analysis.
"Meandntherdehiscence ratings whete 0= 0% dehisced; 1 = 25% dehisced,;

2 =50% dehisced; 3="75% dehisced; 4 = H00%dehisced (open).

Mean of theuppefinostanther-height asa pereent of pistil length; anther height
as % of pistil length calculated from the raw data = 100 — ({[pistil length —
uppermostantherheight]/ pistil length} X 100).

*Mean stainen length-(Anther + filament)

*Mean-staminal column-length (incliding ovary).

“Mean pollen deposition rating where 0 = no pollen attached; 1 = distribution
over lower 2/3 of 'stignia; 2 =distribution over upper 2/3 of stigma; 3 = even
distribution oyer entire stigma.

SBrewbaker and Kwack staining method.

"Alekandér stainihg method.
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VII.B.5. Conclusions of the Phenotypic Comparisons

Data developed from these investigations were collected from a broad range of
environmental conditions and agronomic practices that MON 88913 would likely
encounter. These data include observations that are typically recorded by plant breeders
and agronomists to evaluate the qualities of cotton. The characteristics measured provide
crop biology data useful in establishing a basis to assess equivalence and familiarity in
the context of ecological risk assessment. The phenotypic characteristic data detected no
biologically meaningful differences between MON 88913, MON 88913(-) and
conventional cotton and support a conclusion of phenotypic equivalence as it:relatesito
familiarity, and a lack of increased weed potential. Detected differences were considered
alone, in consideration of other observed differences, and for trends acress lecations.
Each detected difference was considered with respect to its impact for increasing any
inherent weed potential of the crop and if the trait weré\to be transferredto a wild
relative. The phenotypic data indicate that MON 88913 possesses no-fitness advantage
comparable to other cotton that would result in icreased weed potential:

VI1.C. Composition of Cottonseed of MON 88913

Compositional analysis’is useful indicate whether levels ef nutrients, antinutrients,
toxicants or other components of MON-88913 are’altered relative to the appropriate
control and to commercial conventiohal-cétton:

In order to assess whether there was“any‘effeét on the composition of the cottonseed, a
compositionakanalysis was conducted-of delinted cottonseed collected from MON 88913
grown under.rephcated;field conditions inthe U.S.-at four sites (Appendix C, Section
C.3:). MON 88913 was compared to-MONSR8913(-), which has background genetics
representative of-the test material but dees noteontain the DNA insert or produce the
CP4EPSPS proteinOSixteen commeteial ¢onventional cotton varieties produced in the
same field trial alongside MON 88913 and MON 88913(-) were also analyzed as
references’to produce a 99% tolerance-interval for conventional cotton. The field
experimental design and '‘compositional methods are described in Appendices B and C,
and are summarized below:

Analyseswere‘condii¢tedon the cottonseed to measure proximates (protein, total fat, ash,
and moisture), acid detergent fiber (ADF), neutral detergent fiber (NDF), crude fiber,
total dietary fiber (FDF), amino acids, fatty acids (C8-C22), cyclopropenoid fatty acids
(malvalic.a€id, sterculic acid, and dihydrosterculic acid), vitamin E, minerals (calcium,
copper, iton, magnesium, manganese, phosphorus, potassium, sodium, and zinc),
gossypol (ffee and total), and aflatoxins (B1, B2, G1, and G2). In addition, carbohydrates
and calories were determined by calculation.

In all, 69 different components were evaluated as part of the nutritional assessment of
cottonseed derived from MON 88913. Of the 69 components evaluated, 50% of the
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observations for 16 of the components were below the assay detection limit and were
therefore excluded from the statistical analysis. As a result, 53 components were
statistically analyzed. A total of 265 comparisons were made: 53 comparisons for each
of the five statistical analyses (four sites individually plus all sites combined).

MON 88913 was compared to MON 88913(-) to determine statistically significant
differences at a significance level of p<0.05. In addition, for those comparisons in which
MON 88913 was statistically different from MON 88913(-), the range of values for
MON 88913 was compared to the 99% tolerance interval (with 95% confidence) of the
commercial conventional reference varieties to determine if the test values fell within the
population of commercial cotton.

There were no statistically significant differences between MON 88913 and"MON
88913(-) for 236 of the 265 comparisons, including fifteen of eighteen amino@cids, six of
the ten fatty acids statistically analyzed, dihydrosterculic acid, iron, magnesium,
phosphorus, ash, protein, calories, carbohydrates, vitamin E, acid detergent fiber, neutral
detergent fiber, total dietary fiber, free gossypol, andtotal gossypol (Appendix E). Of the
29 comparisons found to be statistically different;5%, or approximately:-13 (0205 x 265),
were expected based on chance alone. Statistically significant-differences(p<0.05)
between MON 88913, and MON>88913(-)were observed in‘one-0fthe five comparisons
for tryptophan, glycine, 16:0 palmitic acid, 18:0 steafic a¢id, malvalic-acid, sterculic acid,
crude fiber, moisture, coppet, and zinc; in two of the five compariSons for phenylalanine,
calcium, manganese, and fat; in three of the five comparisons for sodium and 18:2
linoleic acid; and in @ll five comparisons for 18:1“leic acid-(Table VII-10).

These last twofatty acid compenents;. 18:2 linoleic acid’and 18:1 oleic acid, showed a
compositional difference between MON88913 andMON-88913(-) in cottonseed
produced-at greater.than half of the sites, and were statistically different in the combined
site analysis: Howeverpthe differences between MON 88913 and MON 88913(-) for the
components were small, (3:8 t0.5.0%)and(8.5 t013.7%), respectively. These
differencescouldbe explained by differences:in the background genetics between MON
88913 and MON 88913(<). Importantly, tHeroleic and linoleic acid content of cottonseed
of MON 8891 3-is-not outside the range ©f expected values for these components in cotton
(Table VH-10).- Thése and themther.observed differences are unlikely to be biologically
meaningful because thé’range ofvalues for all components associated with the
statistically significant differences were found to fall within the 99% tolerance interval
for the.commercial varieties(planted in the same field trials as MON 88913 and MON
88913 (-);with.the exception of moisture in the combined site comparison. The range of
test values-for moisturédid, however, fall within published ranges for commercial
cottonseed (Table VII-10).

These results.demonstrate that the levels of key nutrients and other components of
cottonseed of MON 88913 are within the expected range for conventional cotton. In
addition, the background genetics of MON 88913 and MON 88913(-) cottonseed are
expected to be genetically similar but not 100% identical, further providing a practical
context for minor differences noted between MON 88913 and MON 88913(-). In this
context, minor differences within the range of expected values for commercial cotton
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were unlikely to be biologically meaningful, and the compositional components of
cottonseed from MON 88913 were considered to be compositionally equivalent to
cottonseed of conventional cotton. The statistical evaluation of the compositional data is

summarized in Appendix E. Table VII-10 below presents a summary of the values that
were statistically significant.
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VII.D. Overall Conclusionsfor Phenotypic Evaluation

A thorough phenotypic characterization of MON 88913 was performed comparing
multiple phenotypic characteristics, including 11 characteristics during plant growth and
development, 20 characteristics from plant mapping, four characteristics from boll/seed
measurements, six boll and fiber quality characteristics, multiple seed germination
regimes, eight reproductive morphology characteristics, and 69 compositional
components. In addition, observational data on the presence and any differential
response to biotic (pests and disease) and abiotic stressors were collected. These
measurements are well known to cotton breeders and can provide supplementaryzdata to
assess plant pest potential.

Information was used to assess whether the presence of the DNA insert-0r the:CP4
EPSPS protein altered the plant pest characteristics of MON 88913 compared to
MON 88913(-). Agronomic data were also provided to,support the-concept of
equivalence and familiarity as it relates to pest potential, and compositional data was
provided to indicate whether levels of nutrients, antinutrients; toxicants or’ other
components of MON 88913 are altered relativeto the appropridte control and to
commercial conventional cotton:

The overall conclusions frem this exténsive phenotypic-charaeterization were that there
are no biologically meaningful differences interms.0f pestpotential between

MON 88913 and MON 88913(-)-and the phenotype of cottofvhas been changed only with
respect to the Roundup Ready trait:
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VIII. FactorsInfluencing an Ecological Assessment of
Roundup Ready Flex Cotton

This section provides relevant information regarding the introduced trait, interactions
with pest and nonpest organisms, potential to become a weed, gene flow potential,
agronomic practices, occurrence of weeds and their control in conventional and
herbicide-tolerant cotton, and volunteer management practices that have been used to
conduct an environmental assessment of MON 88913.

MON 88913 provides enhanced reproductive tolerance when compared toRoundup
Ready cotton. This improved tolerance of MON 88913 allows a wider window-for over-
the-top glyphosate herbicide applications. Over-the-top applicationsdnto.ex-over the
canopy enhances weed control by increasing foliar coverage of the weeds, minimizing
escapes, and reducing the potential for applying sublethal rates,Which.is pessible when
using post-directed equipment. The wider over-the-top application-window will improve
overall weed control efficacy by ensuring thatthe appropriate herbicide rate-will be
delivered to the target weed. Farmers currently utilize Roundup -Ready@otton on
approximately 59% of U.S. actes (USDA=NASS, 2003b)'due teits economic, weed
control and convenience benefits. It isexpected that MON 88913 will rapidly replace the
majority of these Rounidup Readycotton acres, *Therefore; from an ecological
perspective, the transition to MON 88913 is.not €xpected to @lter either the crop
rotational practices or volunteer controlaneasures currently being utilized by U.S. cotton
growers today:

VII.A> Characterization of\the Trait

VAL ASE Safety and Nutrition

Five Roundup Ready cfops that producezCP4 EPSPS have been reviewed by regulatory
agencies and cleared for environmental release in one or more countries around the
world:These productsiare Roundup Ready canola, Roundup Ready corn, Roundup
Ready cotton,Roundup Ready seybean and Roundup Ready sugar beet. Extensive
compositional data demonstrate that these crops are nutritionally equivalent to their
conventional counterpartsy Likewise, the safety assessment of the CP4 EPSPS protein
produced imMON'88913 includes a protein characterization demonstrating the lack of
similarity;, to knownallergens and toxins and the long history of safe consumption of
similapproteins, (In addition, data confirm the CP4 EPSPS protein digestibility in vitro,
and the lack of‘acute oral toxicity in mice.

Similar to other Roundup Ready crops, the composition of field-generated cottonseed
from MON 88913 demonstrates that the levels of key nutrients and other components are
within the same range as conventional cotton. There were few statistically significant
differences between MON 88913 and MON 88913(-) and the range of values for all
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components associated with the statistically significant differences were found to fall
within the 99% tolerance interval for the conventional cotton varieties with the exception
of moisture in a combined site comparison. It is unlikely that any of the minor
differences detected are biologically meaningful or would contribute to pest potential.
Cottonseed from MON 88913 is therefore considered to be nutritionally equivalent to
cottonseed of conventional cotton.

VIIIL.A.2. Interactions with Pest and Nonpest Organisms. Field Observations and
Change in Toxicants

The CP4 EPSPS protein contained in MON 88913 and other Roundup Ready crops is
similar to the native EPSPS protein that is ubiquitous in plant and micrebial tissues in the
environment. Therefore, based on this history of occurrence, the EPSPS protein is not
expected to possess biological activity towards nonpestorganisms:~Eveéfvthough the
likelihood of hazard is low for the CP4 EPSPS protein, a numbép of résearchers have
conducted laboratory investigations with differeat:types of atthropods exposed to
Roundup Ready crops containing the CP4 EPSPS protein (Goldstein; 20035 Boongird et
al., 2003; Jamornman, et al., 2003; Harvey-¢tal., 2003);* Representative’pollinators, soil
organisms, beneficial arthropods and pest'species were exposed;to tissues (pollen, seed,
and foliage) from Roundup®Ready crops that contain the'CP4-EPSPS protein. These
studies, although varyiig‘in design;all reported-a lack oftoxicity observed in various
species exposed to Roundup Ready crops producing the-CP4’EPSPS protein (Nahas et
al., 2001; Dunfieldand Germida, 2003, Siciliano and Germida 1999).

The lack of-toxicity is further:supported-by field experimentation conducted on
biotechnology<derived crops producing the-CP4 EPSPS'protein. Diversity and
abundance:of Collembola was ho different betweenRoundup Ready soybeans and
conventional soybeans grown under the sami¢ management systems (Bitzer et al., 2002).
Other-studies on registered Roundup Ready soybeans under various weed management
systems ¢oncluded. that there was’'no.apparent direct effect of the Roundup Ready trait on
arthropods,although weed managementrand phenotypic differences (plant height or
maturity )associated withqplant-variety-influenced arthropod populations (Jasinski et al.,
2003;-McPherson et al52003;-Buckelew et al., 2000). A similar lack of effect on
arthiropods’is expected for MON-88913.

Inaddition to.the lack of 6bserved toxicity of the CP4 EPSPS protein, the compositional
analysis of MON@®8913-(Section VII.C; Appendix E), found that there were no
significant differences between MON 88913 and MON 88913(-) for the toxicants
(aflatexins:B1, B2; G1, and G2), gossypol (free and total), and there were no significant
differenees in the combined site analysis for the antinutrient cyclopropenoid fatty acids
(malvalic acid, sterculic acid, and dihydrosterculic acid). A significant difference in
malvalic acid and sterculic acid occurred at a single site, which did not occur at the other
three locations. These observed differences are unlikely to be biologically meaningful
because the range of values for these analytes were found to fall within the 99% tolerance
interval for the commercial varieties planted in the same field trials as MON 88913 and
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MON 88913(-). Therefore there is no reason to anticipate that MON 88913 would
impact nonpest organisms beyond that expected for other cotton plants.

VIII1.B. Ecological Characterization of MON 88913

VIII.B.1. Potential for Roundup Ready Flex Cotton MON 88913 to Become a Weed

Commercial Gossypium species in the U.S. are not considered as weeds and are not
effective in invading established ecosystems. Cotton is not considered to have weedy
characteristics in the U.S. It does not possess any of the attributes commonly:associated
with weeds, such as long soil persistence, the ability to invade and become 'a’dominant
species in new or diverse landscapes, or the ability to compete well withjnative
vegetation. It is recognized that in some agricultural systems, cotton can volunteer in a
subsequent rotational crop. However, volunteers are easily contrelled through tillage or
use of appropriate herbicides. In the continental U.S;; wild poptlations of-Gossypium
species and some feral populations of cultivated ¥ariants of G hirsutuni:€Xistdn south
Florida. However, the range is limited due atdeast in part to the factthat cetton does not
survive as a perennial in those areas wherefreezing conditions occur and volunteers are
easily managed in rotational.cfops using;tillage and-herbicidestegistéred for control of
cotton.

There is little probability that MON.88913.0r any Gossypiuntspecies crossing with it
could become a problem weed. In;the comparativestudies-between MON 88913 and
MON 88913(-); dormancys, germination, phenotypic and flower morphology
characteristics were evaluated-for changés that would impact plant pest potential and, in
particulargplant'weed potential (Section VH., Appendix C.). Based on these data, there
was no evidernce t0 suggest that MON 88913, has ahigher likelihood to become a weed
than.conventional cetton, cFurthérmore, menitoring of field trial plots containing MON
8891 3tafter-harvest has'not révealed-differences in survivability or persistence relative to
othér varieties-of cotton (Appendix A): Asimentioned previously, MON 88913 is
intended toreplace the Currently commercialized Roundup Ready cotton product. After
seven years ofU.S, commercial use of Roundup Ready cotton, there are no reports that
cottonwith ¢his trait has become. aproblem weed.

VIIEB. 2 2.Potential Impacbof MON 88913 on Nonpest Organisms

During the phenotypic field trials at 14 locations in 2002 (Section VII.), each field site
was rated. at fourctimes during the season for specific insect pests, diseases and abiotic
stressors.tThe ‘purpose of these trials was to assess whether the plant-disease or plant-
insect interactions of MON 88913 were altered compared to MON 88913(-). Fourteen
insect categories (species or group), four disease categories and ten abiotic stressors were
evaluated. Out of 106 insect observations, only one site reported a difference at one of
the four observation times in insect susceptibility between MON 88913 and MON
88913(-). This difference was not observed in other replications or at the other
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observation times or locations, and so it is unlikely to be of biological importance. Out of
seven disease and 38 abiotic stressor observations, no differences were detected between
MON 88913 and MON 88913(-). These results support the conclusion that ecological
interactions have not been changed in MON 88913 relative to other cotton.

VIII.C. Potential for Pollen-M ediated Gene Flow

VIII.C.1. Biogeography

As discussed in Section II., only two ‘wild’ Gossypium species related to cultivated
cotton are known to be present in the U.S., G. thurberi Todaro, which is knewn i
Arizona, and G. tomentosum Nuttall ex Seeman, which is endemic to Hawaii.COnly G.
tomentosum is considered to be capable of crossing with domesticated cotton and produce
fertile offspring. Importantly, the Roundup Ready traitywould notbe expected to confer a
selective advantage to, or enhance the pest potentialof, progeny.resulting ftom such a
cross if it were to occur. However, domesticatedCotton is not-grown commercially in
Hawaii, with the exception of counter-season breeding nurserieS whete appropriate
isolation distances are employed; Thus, the'potential for gene flowsto these wild relatives
is limited. Feral populations of cultivated G. Airsutim and “wild’ populations of G.
hirsutum race ‘yucatanense”are known-to occur.inySouth Florida-and Puerto Rico
personal comfiinication):which would be capable of erossing with cultivated
cotton, but are not known to exist in cotton.growing areas.
VIII.C.2. Vertical\Gene Flow

Assessment-of Cross-Poltlination in.Cotton

Althoughatural cressing can gecur, €otton,1s normally considered to be a self-
pollinating.crop (Nilesand Eeaster, 1984)." There ate no morphological barriers to cross-
pollination based oncflower structure-~However,the pollen is heavy and sticky and
transferby wind is:limited. Pollen is transferred instead by insects, in particular by
various wild bees, bumble bees (Bombus sp.), and honeybees (Apis mellifera).

Early reports had indicated-potentially-high levels of cross-pollination between cotton
plants-in close proximity' (MeGregor, 1976: Webber (1903), Ricks and Brown (1916),
Simpson(1954); and/Simpson and Duncan (1956). The crop conditions reflected in these
older zeports‘may no lenger exist. More recent cotton literature shows that the frequency
of Cross<pollination deécreases with distance from the pollen source. McGregor (1976)
tracedmoyement‘of pollen by means of fluorescent particles and found that, even among
flowers located onlyol' 50 to 200 feet from a cotton field that was surrounded by a large
numbgr of:bee calonies to ensure ample opportunity for transfer of pollen, fluorescent
particles-‘were detected on only 1.6% of the flowers. In a 1996 study with various field
designs, Lléwellyn and Fitt (1996) also found low levels of cross-pollination in cotton.
At one meter from the source they observed cross-pollination frequencies of 0.15 to
0.4%, decreasing to below 0.3 % at 16 meters from the source.
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Umbeck et al., (1991) used a selectable marker to examine cross-pollination from a 30 x
136 meter source of biotechnology-derived cotton. Cross-pollination decreased from five
to less than one percent from one to seven meters, respectively, away from the source
plot. A low level of cross-pollination (less than one percent) was sporadically detected to
the furthest sampling distance of 25 meters. Berkey et al., (2002) reported that cross-
pollination between fields separated by a 13 foot road decreased from 1.89% in the row
nearest the source to zero percent in the 24th row. For the sake of comparison, the
isolation distances for foundation and certified cotton seed are 1320 and 660 feet,
respectively (7CFR § 201.76).

Based on information previously submitted by Monsanto, the USDA stated in:the
environmental assessment documents for Bollgard and Roundup Ready cotton that the
“potential for gene introgression from genetically engineered cotton line$ into;wild or
cultivated sexually compatible plants is very low” (USDA, 1995a, 1995b) - Importantly,
the environmental consequences of pollen transfer from MON 88913 toother cotton or
related Gossypium species is considered to be negligible because of limited movement of
cotton pollen, the safety of the introduced protein; and lack gfany\selective advantage by
the Roundup Ready trait that might be conferred on the recipient feral-cotton or wild
relatives.

Gene Flow to Wild Relatives

Based on cytological evidence, seven genomig types,-A through G, many with subtypes,
have been identifieddor the gemius Gossypium (Endrizzi-et al;1984). The domesticated
species G. hirsutunnand G. barbaderise are allotetrapltoid (AADD, 2n=4x=52), while G.
thurberi is a diploid (DD, 21=2x=26), and G tomentosuin is an allotetraploid (AADD,
2n=4x=52)~G. tomentosums-considered to be capable of*crossing with domesticated
cotton toproduce fertile offspring; however, Cotton isfiot grown commercially in Hawaii
and thus the:potential for gene flow to these wild relatives is limited. Any potential gene
exchange’between G2 thurberi-and domesti¢ated-cotton, if it were to occur, would result
itvtriploid (ADD,3x=39), sterile plants because G. hirsutum and G. barbadense are
allotetraploids(AADD, 2n=4x=52) afid G.thurberi is a diploid (DD, 2n=2x=26). Such
sterile hybrids have not been‘observed to,persist in the wild. Fertile allohexaploids
(6x578) have niot been reported.in the'wild.

Gene’Flow toderal Cotton

No feral populations (domesticated plants capable of surviving outside of cultivation) of
G.barbadense'have beenfound in the U.S. and thus only cultivated G. barbadense plants
would be available forceross pollination by G. hirsutum. Seed production fields are
segregated from othér cotton fields to prevent cross-pollination. If cross-pollination were
to occur, it:almost certainly would involve plants producing seeds intended for processing
rather than planting because seed production fields are isolated from commercial cotton
fields. Thetefore, any such escape of genes into G. barbadense would be very short-lived
and of no significance. This would also be true if genes were to be transferred from G.
hirsutum into another strain of cultivated G. hirsutum. As noted above, wild and feral G.
hirsutum grows in southern Florida and, while it is possible that genes could escape to a
feral G. hirsutum, it is unlikely because there is no commercial cotton production within
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several hundred miles of this area. Escape of genes to G. tomentosum in Hawaii would
be possible. However, this is also not likely to occur, because there is no commercial
cotton production on these islands with the exception of counter-season breeding
nurseries where isolation distances are employed.

VIII.C.3. Transfer of Genetic Information to Species With Which Cotton Cannot
Interbreed (Horizontal Gene Flow).

Monsanto is not aware of any reports regarding the unaided transfer of genetic material
from cotton species to other species with which cotton cannot sexually interbréed.

VII1.D. Agronomic Practices

VIII.D.1. Introduction

This section provides a review of U.S. agronomic practices.in cotton and the anticipated
environmental consequences of commercialization of Roundup’Ready Fléx cotton, MON
88913. Included is a discussion-of current'cotton production practices; weed occurrence
and their management, cotton rotational crops and:.volunteer cotton-management. An
update on the current useyof Roundup-Ready catton is;provided as'well as the expected
use of MON 88913.

As with other crops, common steps’exist in cottonproduction which include fertilizer
placement, sgedbed preparation, planting,.the managément-of insects, weeds and diseases
during the s€asom and-harvest. Although thelength of the season may vary with
geography, the production-cyele and techniques used are fairly consistent among
geogtaphies and-between theupland and pinda cotton types.

Wegds cauise significant lossés and require careful management by the grower as they
interfere with-the cotton.through th&ir competition for available resources including
watet; nuttients-and light. . They also impede harvest and have a negative economic
impact én the grower byiredueing cotton lint yields and lint quality. Economically
damaging-weeds\in cottondncludedboth annual and perennial, grasses, broadleaf and
sedge species,

Methods of weed control include cultural, mechanical, biological and chemical methods.
In eotton, chemical weed control is widely used along with the use of tillage (e.g., seed
bed preparation, tillage) and cultural (e.g., crop rotation, field selection) methods.
Currently;a wide variety of herbicides are available and used in cotton production.
Roundup agricultural herbicides have been used successfully in combination with
Roundup Ready cotton since its commercial introduction in 1996.

Volunteer cotton primarily occurs in cotton following a previous cotton crop. This is due
to a predominant use of continuous cotton compared to the minor usage of a rotation to
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corn or soybean. In cotton and other rotational crops, growers have traditionally
controlled volunteer cotton using a combination of mechanical and chemical methods.

VIII.D.2. U.S. Cotton Production

Cotton production is complex and efficiently managing production practices such as soil
fertility, planting, pest management, irrigation and harvest is difficult (Oosterhuis and
Jernstedt, 1999). Cotton production in the U.S. is limited primarily by climate. Cotton is
a warm-season plant and successful production requires 200 frost-free days, andanore
than 120 days above 15°C (Waddle, 1984). Cotton is generally produced in the U.S.
below 36° N latitude. However, cultivation has expanded into slightly more'northern
areas of the Mississippi valley, Oklahoma and California (Waddle, 1984)." Aside from
temperature, the most influential climatic factor impacting cotton agronomi¢ practices is
moisture.

Cotton is not sensitive to any particular soil type;provided sufficient nuttition;adequate
temperature and moisture are available. A minimum of ~20 inches of-moisture is
generally required, but at least twice that amount of ramfall i3 genérallysexpected for
cotton production in the humid Southeastand MississippiDelta;(Midsouth). In some
coastal areas of the South-and Southeast, rainfall can be-excessive’and can actually limit
cotton production. In éther areas with less rainfall, seasonally strong thunderstorm
activity and/or hail, stripper cotton varicties are often préduced (such as in the high plains
of Texas). Whereas “picker’Zcotton varieties produce large open bolls amenable to hand
picking and haryesters, “stripper’*<cotton vatieties produce a ‘tight’ boll that is more
resistant against yield 10ss uader storm and hail conditions:

Cotton grown 1n the U/S: west of about 100° W longitude is likely to suffer from
significant moisturestresszduring the-seasoty, andyrequires irrigation to maximize yield.
Daily water use in‘cotton'is as'muchias 0:45 iriches per day across regions of the
Southwest, with maximumyuse.during’July@nd August. The average daily water use in
the SanJoaquin valley Of California‘is 0z3 inches per day during this period of peak use
(Hake et al., 1996¢)c-Supplying the necessary moisture to meet these seasonal needs is a
primary godabof an irrigationprogram. The amount of water needed can be determined
by-anumber offactors: rooting'depth, soil moisture-holding capacity, available
moistare-holding-capacity, the current moisture level, and uniformity of water application
(Hake etal.; 1996c¢).In. addition, the amount of water needed will depend on the stage of
crop development, as oyerwatering can lead to anaerobic stress, which can cause yield
loss.during the flowering period. In certain arid regions where irrigation is cost-
prohibitive,\hon-irrigated dryland cotton is grown. This is primarily in areas obtaining <
20 inches of rainfall, and where other crops are not practical (Waddle, 1984). Under
these conditions, reduced yield are expected, and reduced planting densities, can be
employed to conserve soil moisture.

Based on climatic and moisture requirements, cotton is currently produced in 17 states
across the southern U.S., extending from Virginia south and west to California (the U.S.
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cottonbelt). In 2002, nearly 14 million acres of cotton were planted in this area,
producing more than 17 million bales of cotton (USDA-NASS, 2003a). In the U.S.,
upland cotton is the most commonly cultivated species with 13.7 million acres planted
across the cottonbelt in 2002, while a much smaller amount (244,000 acres) of pima
cotton is produced in western regions including Arizona, California, New Mexico, and
Texas (USDA-NASS, 2003a). With 5.8 million acres planted, Texas produces more
cotton than any other state, producing five million bales in 2002. Other states producing
over one million bales in 2002 included Arizona, California, Georgia and Mississippi.

A consolidation of the four USDA-ERS estimated cotton growing regions in thedJnited
States is shown in Table VIII-1. The Southeast region includes the states of Notth
Carolina, South Carolina, Georgia and Alabama, and is generally a mix of$mall ‘and
larger farms. The Midsouth region includes the states of Missouri, Tennesseg; Arkansas,
Louisiana and Mississippi and encompasses the area historically known as:the
Mississippi Delta. The Southwest region includes the states of Texas, New Mexico,
Oklahoma and Kansas. This region has the most cropland of th@ cotton grewing regions,
but has a much drier climate compared to the Southeast and-Midsouth regions The West
region includes the states of Arizona and California, and has thé largést share of large
family and non-family farms.

The Southeast and Midsouth had fairly:equivalent'operation costs.@nd levels of
production in 2000 and’2001, as seeni in Table VIII<l- Tetal gross value of the cotton
crop, a combination Of the grossivalugof the cotton' lint-and the gross value of the
cottonseed, are within a few dollars:on a-per acre basis for;both regions in the years
shown. Although total operating costs were marginallyohigher in the Southeast compared
to the Midseuth, pesticide expenditures showed a slightly-higher trend in the Midsouth
compared’to the’Southeast, Lintand.€ottonsced yicldsifrom both regions were very
similar in 2000 and 2001. The majority-of cotton gfown in the Southeast and Midsouth is
notirrigated. FEightyninegpercent of the aeres inthe Southeast and 70% of the acres in
the Midsouth are.in dryland production (USDA-NASS, 2003a).

The Southwest has the ost-cfopland ofthe cotton growing regions, but in 2000-2001 the
Southwest' had the lowest:average cotton lint and cottonseed yield of the four regions.
Lint and cottonseed yields imthe Southwest in 2000 and 2001 were approximately half of
those in the Seutheast and-Midseuth, most likely due to the dry climate conditions in
these states:;“The-Southwestchad the least total operating costs of the four regions in 2000
and 200 I~ Although'the Southwest is in a dryer climate that either the Southeast or
Midsouth, the majority-of the acres are in dryland production, with only 30% of the acres
irrigated (USDA-NASS, 2003a).

The Westregion had the highest total cotton gross value in both 2000 and 2001, and the
highest cotton lint yield in 2000 and 2001 compared to the other regions. Total operating
costs were also higher in the West compared to the other regions in 2000 and 2001. This
was at least partially due to a cost of more than $40 per planted acre for purchasing
irrigation water, which was included in the total operating costs for the West (USDA-
NASS, 2003a). More than 70% of the cotton acres in the West are irrigated.
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VIII.D.3. Production Considerations

Pre-Season

Decisions made prior to planting regarding crop rotation, soil fertility, variety selection
and other factors impact the entire growing season. The rotation of cotton with other
crops should be an integral part of a farm management program. Ideally, cotton should
be rotated with other row crops on a regular basis to maintain soil productivity and
reduce the incidence of various weed, insect pests or diseases. However, as discussed
later, cotton is most often replanted to cotton rather than rotated with other crops (USDA-
ERS, 2003a).

Maintaining optimum crop nutrition is critical in achieving high yields and ‘quality in
cotton. The type and level of nutrition needed varies with the soil type and stage of crop
development. For most cotton across the cottonbelt, the essential mineral nuntrients of
concern are the macronutrients nitrogen, phosphorus ahd potassium; theé‘secondary
nutrients magnesium, calcium and sulfur; and the migeronutrients) ‘boron, cepper, chlorine,
iron, molybdenum, manganese, and zinc. The management 0f nitrogenfor cotton is
particularly critical because, in addition to theeffects of deficienicies; excesses can
promote excess vegetative growth (at the expense of fruiting)and-delayed maturity which
results in lower yields. Pre-season soil testing results'together with previous cropping
and fertilization history help’determing fertilizer fieeds-for the-upcoming crop. In
Southwestern and Western portions of the cottonbelt monitoring soil salinity is of
additional importance (Silvertoeth etal:, 1999).

In terms of varietal selectien, yield has traditionally been the most important factor
considered by growers-across:the cottonbelt (Kerbycet al:1996). However, today,
growers.also néed to-consider fiber quality(length, strength, micronaire, etc.) due to its
increasingdmportance,along with seedling vigor, miaturity and a number of other factors.
In general; cotton varieties are: ¢lassified int¢’ three maturity groups: short-, medium-, or
long-season varieties. . The short sedson;; more‘determinate plants are planted in northern
portions.of the cottonbeltwith.longer<season or more indeterminate varieties planted in
the south. . Growers in areas 0f western Fexas and Oklahoma have tended to select
‘stripper’‘or ‘stormproof’cvarieties versus ‘picker’ cotton used in other areas due to the
need-for resistance to adverse-weather conditions later in the season. In most recent years
the availability-of bigtechnelogy-enhanced products with lepidopteran insect protection
and herbicide’tolerance has also become a key consideration in variety selection
(Sidvertooth etal., 1999).

Planting‘and Early:Season

Cottofshould beplanted into prepared seedbeds that are firm, warm and moist because
cool andwet conditions during the early part of the growing season can adversely affect
development.” The yield potential of a cotton crop is determined in the first 30 to 40 days
after seed is placed in the ground (Deterling and El-Zik, 1982). Due to its tropical
origins, temperatures below 60° F will slow germination, emergence and seedling growth.
During the first 60 to 100 hours of germination, the radicle tip is easily damaged by
chilling or lack of oxygen in the soil. If the tip is killed, a shallow system of secondary
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roots develops that makes the plant more susceptible to moisture stress later in the season
(Hake et al., 1996a, b). For this reason it is generally recommended to not plant cotton
until soil temperatures at seeding depth are at 64° F or higher at 8 a.m. on three
consecutive days, with a favorable five-day forecast (Silvertooth et al., 1999; Deterling
and El-Zik, 1982).

In calculating a proper seeding rate, seed per row foot is the preferred method as this
translates well from variety to variety and with row spacing. Seed sizes in cotton can
vary greatly among cultivars, with some varieties having less than 4,000 seeds per 1b.
while other varieties may have over 7,000 seeds per Ib. Row spacings vary across the
cottonbelt but generally range from 30 to 40 inches with a number of variations including
skip- and narrow-row cotton. A good final plant population target is two tothreé/plants
per row foot. Most cotton seed sold commercially is treated with a fungicide to-protect
the germinating seed and seedlings from fungal diseases.

Once emerged, the cotton plant goes through a peried of slow growth‘and development
before entering phases of rapid vegetative and reproductive growth’ Under favorable
conditions, the cotton plant will send a taproot-downward fér s¢yveral days without
branching. It may reach a depth“of nine inches by the time that thé-cotyledons have
emerged from the soil (Deterling and El=Zik, 1982):/Soil'typetexture; moisture and
aeration determine how deep taproots'will penetrate with normallyZabout one-half of the
total root length confined to the top:two feet of soil.. The-basiciroot system normally is in
place by the time the plant begins bloeming eightto ten-weeks after planting. It is during
this early period ¢f slow development that'cotten must be'protected from damaging weed,
insect and disease pests (Bryson et al., 1999; Hake et al), 1996b).

Above grounds‘the developing cottonplanthas.a‘prominent, erect stem consisting of a
series-of nodes and internodes: In cotton; each-newnode with extended leaf develops
three-eights of a turrabove the preceding node inva spiral pattern. This arrangement
provides for minimal self shading-of lower ledves as new nodes develop. A terminal bud
at the top-of the plant controls the upward pattern of the stem, leaf and branch
develepment: Ifdamaged by hail insects or mechanical operations, the entire growth
sequence‘of the plant-cande detrimentally affected, resulting in irregular branching and
growth delays.

Mid-Season

After eacly development, the next critical stage in the development of a cotton crop is
rapid-vegetative:growth that includes the initiation of the first ‘squares’ or floral buds.
Eventually, theése will' develop into the plant’s first bolls. Overall, the developing cotton
plant will s€t fromthree to eight ‘vegetative’ (monopodial) branches prior to the
establishinent of reproductive or ‘fruiting’ (sympodial) branches. As indicated,
vegetative branches will produce primarily vegetation, mostly leaves, and they are nearly
upright. The leaves of the cotton plant may vary in size, texture, hairiness and green
color depending on the variety. Weather conditions and cultural practices such as
fertilization and irrigation can also influence the size, thickness and color of the leaves
(Deterling and El-Zik, 1982).
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Fruiting development generally begins with the formation of fruiting branches on nodes
five through seven. In general, short-season varieties will set their first fruiting branch
lower on the plant at the fourth or fifth node compared to long-season varieties which
may not set the first reproductive branch until node eight. In addition to genetic
differences, plant population, temperature and environmental stress also influence the
location of the first fruiting branch.

Retention of the maximum number of squares and resulting bolls, especially the first
bolls set on the plant, is critical to achieving maximum cotton yield. As cotton transitions
into reproductive growth it is important to monitor and manage the crop’s growth and
development. The first three ‘positions’ on each reproductive branch are thi¢' Key®ites for
fruiting and will account for the vast majority of the plant’s yield. Further, the-first
position, or squares nearest the main stem, will account for over 50%of the,total lint
produced. The second series of squares (e.g., two positions awayfrom the stalk) account
for another one-third or more of the harvest. Squares further oubon each reproductive
branch (e.g., three or more) produce 15% or less:efithe final himber of maturébolls
(Deterling and El-Zik, 1982).

The modern grower or crop consultant currently uses’a number-of tools during mid-
season to monitor and manage cotton-plant growth;” Although-eachwill not be discussed
in detail here, the growér may monitor any ong or more of'the following parameters: (1)
plant height; (2) frequency of mainstem nedes; «(3) maximum internode distance; (4)
height-to-node ratios; and (5)square or-fruit retention. Inygeneral, the cotton grower is
seeking to faverteproductive growth.at'the:expense of vegetative growth. Available
options to influence cotton plant growthiinclude thecuse ofa plant growth regulator such
as mepiquat chloride; fertility management(primarilyfitrogen and potassium), and
irrigation. ¢Also, ansectpest.control is importaht at:amid-season, as populations above
economi¢thresholdsr¢an dramatically decrease both square and immature boll retention.

Late Season and Harvest

As theend of the-season apptoaches; thevyield is established and management efforts
shift to protecting the cropyyield and quality. Inputs such as irrigation, fertilizer and
insecticide sprays genetrally, stop.when the crop shows pronounced decreases in growth,
flowering and-boll rétention. The stage in cotton when vegetative growth ceases is
generally referred to ascut-out’. The best method of estimating cut-out is to monitor the
number of nodes above the highest first position white flower. When the ‘nodes above
whiteflowen™ decline, to-four or five, cut-out has been reached.

Effective défoliation is an essential step in the overall process of harvesting high quality
cotton linit with-the producer seeking to accomplish a complete, quick and efficient
defoliation'from a single application of defoliant. Successful defoliation in cotton
depends on a number of factors including: (1) plant-water status; (2) nitrogen fertility
status; (3) weather conditions; and (4) the chemical defoliant(s) (Silvertooth et al.,
1999). Among these, the defoliation material(s) selected may be considered the most
influential due to the large number of cotton products labeled for cotton defoliation.
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However, for good defoliation to occur, the cotton plant should be low (but not deficient)
in moisture and nitrogen. Weather, especially temperature, can also have a large impact
on the efficacy and performance of the defoliant. As temperatures increase, the activity
of most defoliants also increases.

Control of weeds in a cotton crop before harvest is essential because weeds compete with
the crop for limited resources (Ross and Lembi, 1985; Wilcut et al., 2003) and failure to
control weeds can result in decreased yields and reduced crop quality (Wilcut et al., 2003;
Hayes et al., 2001). In addition, weeds present at cotton harvest reduce the efficiency of
the mechanical harvest of the crop and can reduce both the quality and value of the lint
because of staining by vegetation.

VIII.D.4. Occurrence of Weeds in Cotton Production

Weed control in cotton is essential to maximize bothycotton fibép yield’and-guality. In
contrast to most crops including corn and soybean, cotton emxérgenee and-abeve ground
growth is relatively slow during the first few weeks after planting. The slow’ early growth
habit of cotton does not permit the crop to aggressively ,compete-against-often more
rapidly developing weed species. This is,especially-true under-¢ool weather or adverse
growing conditions which 0ften prevail"during thespring. Variou§weed-crop
competition studies have'demonstrated that the contrel of weeds during the first four to
eight weeks after cotton plantingis eritical 4s weeds comipeteagainst the crop for water,
nutrients, light and other reseurces;nécessary for growth (Bryson et al., 1999). Currently
in the U.S., weeds are controlled through the integratedtise.of various cultural,
mechanical-and chemical control methods (Buchanan, 1992; Ridgway et al., 1984).

The occurrence. of weeds in.cotton 15 well'doctimented. Since 1971, the Southern Weed
Science Society-haspublished. ifs weed’survey ofithe southern states as a part of their
Reseatch Report.tThe mostfecent survey of the most common and most troublesome
weeds in¢otton was published:in’2001 proceedings (SWSS, 2001). Tables VIII-2 to
VAII-5proyvide summaries of the most troublesome weeds in cotton in each state by
taxonomic family. Statescare grouped-by the four major cotton growing regions
discussed eatlier,(Southeast, Midsputh, Southwest and West), except the Southeast
includesFlorida: ' In‘addition, University researchers meeting at the annual Beltwide
Cotton, Conferences meeting have regularly estimated yield losses in cotton caused by
grass, sedge and broadleafweed species. These estimates are provided in Tables VIII-6
and VIII-7.

Southeastern U.S.

As summarized’by Murray, Verhalen and Tyri for the 15-year period 1970 to 1985, the
Amaranthaceae, Asteraceae (Compositae), Convolvulaceae, Cyperaceae, Euphorbiaceae,
Poaceae (Gramineae), Leguminoseae and Malvaceae families appear as “the 10 most
troublesome (and common) weeds” of the Southeast states (Murray et al., 1992). The
authors reported that over that period, “no apparent trend existed for reduced numbers of
families over time”. In reviewing the data shown in Table VIII-2 the same conclusion

04-CT-112U Page 103 of 239



can be reached for the 2001 data (SWSS, 2001). Each of the weed taxonomic families
cited above continues to be represented by weed species in 2001, in addition to
Rubiaceae, present but not specifically cited in the quote above. Among the most
prevalent weed species in Southeastern cotton were pigweed species (Amaranthus sp.),
morningglory species (I[pomoea sp.), nutsedge species (Cyperus sp.), tropic croton
(Croton glandulosus), sicklepod (Cassia obtusifolia), and bermudagrass (Cynodon
dactylon). In terms of yield reduction, Amaranthus, Ipomea, Senna and Cyperus species
were among the most economically damaging (Byrd Jr., 2003) (Tables VIII-6 and VIII-
7).

The only trend cited by the authors for 1970 to 1985 was a trend for more representatives
per family over time, specifically Poaceae, with seven members. In examiting the results
for 2001, this trend appears to have been largely reversed in subsequent-years;as only
two species, Texas panicum and bermudagrass, were cited as troublesomePoaceae weed
species across the Southeastern U.S. in cotton production. This is{Kelydue to the
development and extensive use of Roundup Ready ¢otton acrossithe Seutheastern U.S.
and the general susceptibility of grass weed speci€s to glyphosate, the active ingredient in
Roundup agricultural herbicides.
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TableVIII-2. TheTen Most Troublesome Weeds Present in Cotton in the
Southeastern U.S.?

North Carolina | South Carolina | Georgia Florida Alabama
Amarathaceae | Amarathaceae | Amarathaceae | Amarathaceae
Palmer amaranth | Palmer amaranth | Pigweed sp. Pigweed sp.
Asteraceae Asteraceae Asteraceae
Common Common Common
Cockelbur Cockelbur Cockelbur
Commelinaceae
Dayflower sp.
Convolvulaceae | Convolvulaceae | Convolvulaceae | Convolvulaceae'| Cenvolvulaceae
Morningglory Morningglory Morningglory Morningglory: Morningglory
sp. sp. sp. sp. sp.
Cyperaceae Cyperaceae Cyperaceae Cyper aceae Cyperaceae
Nutsedge sp. Nutsedge sp. Nutsedge sp. Nutsedge sp. Nutsedge sp.
Euphorbiaceae | Euphorbiaceae | Euphorbjaceae | Euphorbiaceae , [Euphorbiaceae
Tropic croton Spotted spurge Wild Peinsettia [WildPoinsettia, ¢;| Tropic croton
Tropi¢ croton Spurge sp.
Leguminoseae | Legumingseae | Leguminoseae |(legumineseae | Leguminoseae
Sicklepod Sicklepod Sicklepod Sicklepod Sicklepod
Coffce senna Florida Coffee senna
Cowpea beggarweed
Malvaceae M alvaceae Malvaceae
Velvetleaf Velvetleaf Velvetleaf
Spurred afioda
Poaceae Poacede Poaceae Poaceae
Berfiudagrass Texas panieum | Texas panicum | Bermudagrass
Bermudagrass Bermudagrass
Polygonaceae Polygonaceae Polygonaceae
Smartweed sp. Smartweed sp. Smartweed sp.
Rubiaceae Rubiaceae Rubiaceae
Florida. pusley Florida pusley Forida pusley
'From surveypublished by SWSS, 2001.
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U.S. Midsouth

Historical survey results from the Midsouth from 1970 to 1985 cite the families
Amaranthaceae, Asteraceae (Compositae), Bignoniaceae, Convolvulaceae, Cyperaceae,
Euphorbiaceae, Poaceae (Gramineae), Leguminoseae, Malvaceae, Polygonaceae and
‘Vines’ among the most troublesome in cotton production (Murray et al., 1992) as seen in
the 2001 summarized estimates in Tables VIII-6 and VIII-7 and below in Table VIII-3.
Each of these families continue to be represented as the most troublesome weeds in
cotton. Among the most prevalent and economically damaging species in Midsouth
cotton were pigweed species (Admaranthus sp.), morningglory species (lpomoea sp.),
prickly sida (Sida spinosa), common cocklebur (Xanthium strumarium), johnsongrass
(Sorghum halapense), bermudagrass (Cynodon dactylon), and nutsedges (Cyperus sp.)
(SWSS, 2001; Byrd Jr., 2003; _ personal communication, 2004).
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TableVIII-3. TheTen Most Troublesome Weeds Present in Cotton in the U.S.

Midsouth.?

M ississippi L ouisiana Tennessee Missouri Arkansas®
Amarathaceae | Amarathaceae | Amarathaceae | Amarathaceae | Amarathaceae
Pigweed sp. Pigweed sp. Palmer amaranth | Palmer amaranth | Palmer amaranth

Smooth pigweed
Asclepiadaceae
Honeyvine
milkweed
Asteracea Asteracea
Common Common
Cockelbur Cockelbur

Bignoniaceae
Trumpet creeper

Bignoniaceae
Trumpet creeper

Convolvulaceae

Convolvulaceae

Convolvulaceae

Conyolvulaceae

Convolvulaceae

Penn. smartweed

Morningglory Morningglory Morningglory Mothingglory Morningglory
sp. sp. Sp. Sp. sp.
Cyper aceae Cyper acege Cyper aceae
Nutsedge sp. YellowTutsedge Yellow nutsedge
Euphorbiaceae Euphor biaceae-'| Euphor biaceae
Spotted spurge Spotted.spurge Spurge sp.
L eguminoseae)” | L eguminoseae L eguminoseae
Hemp sesbafita . | Hemp sesbania Sicklepod
Sicklepod
M alvaceae M alvaceae Malvaceae Malvaceae Malvaceae
Prickly sida Prickly sida Prickly sida Prickly sida Prickly sida
Wild okra Velvetleaf Velvetleaf Velvetleaf
Poaceae Poaceae Poaceae Poaceae Poaceae
Bermudagrass Bermudagrass Bermudagrass Johnsongrass Barnyardgrass
Southern Bermudagrass Johnsongrass
crabgtass Goosegrass Crabgrass
Broadleaf
signalgrass
Perennial vines
Polygonaceae Polygonaceae
Redvine Redvine

ﬁ)m survey iublished by SWSS, 2001.
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Southwestern U.S.

Historically, in the Southwestern states of Texas and Oklahoma weed species in the
families Amarathaceae, Convolulaceae, Cyperaceae, Euphorbiaceae, Poaceae
(Graminae), Malvaceae, Portulacaceae and Solanaceae have been historically been
problems in cotton (Murray et al., 1992). In 2001, these families continued to be the
source of a number of the most troublesome weed species along with members in the
Asteraceae, Cucurbitacea and Pedaliacea families (Table VIII-4). As in other parts of the
cottonbelt, pigweed, morningglory, johnsongrass, nutsedge and silverleaf nightshade
(Solanum elaegnifolium) are common problems (SWSS, 2001; Byrd Jr., 2003)

TableVIII-4. TheTen Most Troublesome Weeds Present in Cotton inthe

Southwestern U.S.!

Oklahoma Texas”

Amar athaceae

Pigweed sp.

Asteracea Asteracea
Common Cockelbur Woolyleaf bursage

Texas blueweed

Convolvulaceae

Convolvul aceae

Morningglory sp. Sharppod morningglory
Field bindweed
Cucur hitaceae
Smelkmeloh
Cyper@ceae Cyperaceae
Y ellow nutsedge Purplenutsedge

Yellow‘nutsedge

Euphorbiaceae

Texasweed
L amiaceae
Lanceleaf sage
Pedaliaceae Pedaliaceae
Devilsclaw Devil’s claw
Poaceae
Red sprangletop
Johnsongrass
Texas panicum
Solanaceae Solanaceae
Silverleaf nightshade Silverleaf nightshade

'From survey published by SWSS, 2001. Data not available for KS and NM.
Texas A&M University, personal communication 2004.
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Western U.S.

Historically, in the Western U.S., the weed families which have historically been
problems in cotton production (1973 to 1986) are Amaranthaceae, Chenopodiaceae,
Asteraceae (Compositae), Convolvulaceae, Cyperaceae, Euphorbiaceae, Poaceae
(Gramineae), Leguminosae, Malvaceae and Solanaceae (Murray et al., 1992). These
weed families and species continue to be represented in more recent times as indicated in
Tables VIII-5, VIII-6, and VIII-7. As estimated by percent reduction in cotton yields,
researchers rank morningglory (lpomoea sp.) and nutsedge (Cyperus sp.) specieszas the
most economically damaging in Arizona while California researchers cite bainyardgrass,
morningglory sp., nutsedge and nightshades (Solanum sp.) (Byrd Jr., 2003)}

TableVIII-5. The Ten Most Troublesome Weedspresent in.Cotten Grewn in the
Western U.S*

Arizona California

Amar athaceae

Palmer amaranth

Convolvulaceae Convolvulaceae

Morningglory sp. Morninggloty sp.
Field bindweed

Cyperaceae Cyperaceae

Purple nutsedge Purple nufsedge

Yellow nutsedge X-<€llow nutsedge

Poaceae Poaceae

Bermudagtass Beérmudagrass

Johnsongrass Johknsongrass

Sprangletop

Portulacaceae

Common purslane

Solanaceae Solanaceae

Wright groundcherry Hairy nightshade

Silverleaf nightshade Black nightshade

"Mc€loskey etal, 1998; Vargas et al., (2001); University of California, 2001.
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VIII.D.5. Methods of Weed Control in Conventional Cotton

From the early to mid-1900s weeds were removed from cotton using either hand hoeing
or mechanical cultivation. It was not unusual for cotton to be cultivated weekly for the
first 10 to 12 weeks of the growing season. As a result, weed control in a typical cotton
production field at that time was best characterized as “one man, one mule and 10 to 20
acres of cotton” (Murray et al., 1992). In modern cotton production, a small but
significant portion of U.S. cotton acreage continues to receive some type of
‘handweeding’ with 21% using hand labor annually in 1990 (Gianessi et al., 2002a, b).
Today, hand hoeing is used primarily in California where 75% of its acres are estimated
to use this method to some extent, with costs ranging from $15 to $150 per acre (Gianessi
et al., 2002b; Vargas et al., 1996). Mechanical tillage to prepare weed-free‘seedbeds for
planting and between row weed management continues in conventional-¢cottenproduction
systems with two to five cultivations used for weed control (Ridgway et alc;1984;
Gianessi et al., 2002a, b).

The use of chemical methods for weed control began to develop in‘eotton’in the 1940s
and 1950s with the discovery and development;of several selective hérbicides. Beside
herbicidal oils (various petroledm fractions); dinoseb, chlorapropham, dalapon, monuron
and diuron were developed and used in ecotton. Cotton acreage-treated with herbicides
increased rapidly in the late“1950s with-more thanonemillion acrés in the U.S. treated
preemergence and 5005000 acres tieated postemergence (McWhorter and Bryson, 1992).

Despite the increased use of herbieides in-the date 1950s,.Jess than 10 percent of the total
U.S. cotton acreage received a herbicide treatment! However, herbicide use rapidly
acceleratedinthe 1960s)as a-series-0f more s¢lective herbicides were introduced. These
herbicides'providedgood:weed eontrel with less*cotton crop injury than most products
used a decade earlicr. These products included'trifluralin, DSMA/MSMA, prometryn
and-fluorieturon. By,1968; 91% of the'U.Sicotton acreage was treated with at least one
herbicide application (Bryson‘et al, 1999; Ridgway et al., 1984). Of these cotton
herbicides developedin the 19508 and/1960s, trifluraliny, MSMA, prometryn, fluometuron
and diuron, representing varying ehemical families and modes of action, are still widely
used today.

During the’' 1970s, cétton producers began to develop management practices for the best
weed eontrol-using tilldge and combinations of the fairly effective herbicides that had
been introduced in the 1960s. In addition, a number of new herbicides were introduced
including five new dinitroanaline compounds (butralin, flurachloralin, dinitramine,
profluralin and)pendimethalin) and two additional triazines (cyanazine and dipropetryn).
Because they were efficient, relatively economical and effective on a wide range of weed
species, these herbicides continued to be used on U.S. cotton acreage with systems of two
or more herbicides applied in combination at different cotton crop developmental stages.
With the introduction of many novel and effective herbicides, almost all of the cotton
acres received at least one herbicide application. Roundup agricultural herbicide
(glyphosate), introduced in 1971, quickly became the most effective material for
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nonselective ‘spot treatment’ of johnsongrass (Sorghum halapense L.) and other weeds
(McWhorter and Bryson, 1992).

In the 1980s, a number of older herbicides including Dinoseb, were discontinued.
Dinoseb had been widely used in cotton since its introduction in 1947 due to the fact that
it was both highly effective and economical. In 1987, its usage for broadleaf weed
control when applied in directed sprays was halted in with the suspension of the
registration by the Environmental Protection Agency. Also discontinued were a number
of herbicides introduced a decade earlier including dinitramine, flurachloralin,
profluralin, dalapon, dipropetryn and perfluidone. During the 1980s a number of
additional selective herbicide products including clomazone, sethoxydim, pyzrithiobae and
metolachlor were introduced to the cotton market for weed control although™‘the’@€xtent
to which these would be used would not equal the acreage treated with the herbicides
which were discontinued” (McWhorter and Bryson, 1992). As no single herbicide could
replace the efficacy of dinoseb, combinations of other,more expensive herbicides, along
with tillage, continued to be used into the 1990s (Bryson et al., 1999): A table of
herbicides listing the expected levels of weed control is proyvided.in'Table’ VIII-8.
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Estimated costs for full-season weed control in conventional cotton production vary
based upon geography, production practices, and year. Gianessi reported that one-third
of conventional U.S. cotton acreage received three or more herbicide applications in
1995, with two-thirds of the acreage receiving three or more cultivations for weed
management (Gianessi et al., 2002a). Typically, cotton was treated with two to eight
different herbicides applied over two to five applications. Two or sometimes three
herbicides were tank-mixed and applied simultaneously. The average total cotton weed-
control cost, including herbicides, application, tillage and handweeding, was estimated at
$58.89 per acre (Gianessi et al., 2002a).

VIII.D.6. Methods of Weed Control in Herbicide-Tolerant Cotton

In 1995, the first herbicide tolerant cotton became available and provided tolerance to
bromoxynil. During 1995, 50,000 acres of bromoxynil-tolerant (BXN) cotton were
planted, and in 1996 about 2500 growers planted 200,000 acres of BXN<otton (Bryson et
al., 1999). The second herbicide tolerant cotton product, Roundup Réady cotton, was
introduced in 1997. Since its introduction, Roundup Ready, ¢otton;-used.in combination
with Roundup agricultural herbicides, has become the standard program for-weed
management in cotton. Glyphasate, the active ingredient inRoundup agricultural
herbicides, provides broad-spectrum control of annual andperennial grass and broadleaf
weeds. Roundup agricultural herbicides can be applied-postemergeénce to Roundup
Ready cotton from emergence through the four-leafistage:"However, after the four-leaf
stage up to layby (canopy closure inte’the xow), the*herbicide'must be applied as a post-
directed spray between the crep rows toaminimize contactiwith the cotton plant and
prevent potential’ crop injury.

In 2002, Roundup Ready cottonzwas planted on approximately 59% of the cotton acres
(USDA=NASS, 2003b)2The primary advantage for’growers using the Roundup Ready
cotton system.is-the @ase of posfemergence herbicide application to control a broad
spectrum of weeds with excellent crop safety«(Wilcut et al., 2003). Additional benefits
include simplieity and conyenience, as wellas a better fit into no-till and reduced tillage
systemis (Baldwin,and Baldwin, 2002).

Research has not demonstrated that'the Roundup Ready cotton system produces better
weed-control than thiat which cap’usually be obtained with conventional cotton and
traditional heérbicide systems., However, Roundup Ready cotton has expanded the
grower’ syoptiens for weed’management and made the mechanics of weed control much
€asiery less €xpenstve, and more convenient (Wilcut et al., 2003). Specifically, growers
have reparted.making fewer trips across fields to apply herbicides and making fewer
cultivation:trips (Gianessi et al., 2002a).

Nonetheless; cotton growers continue to use a variety of herbicides with various modes of
action in the production of Roundup Ready cotton (Table VIII-9). In 2001, glyphosate
was the most widely used herbicide in cotton in terms of both the volume and area
applied (USDA-NASS, 2002). However, the dinitroanaline herbicides, trifluralin and
pendimethalin, were used on nearly half of the U.S. cotton acreage for small seeded
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broadleaf and grass weed control. Further, various substituted urea herbicides (diuron,
prometryn, fluometuron and linuron) were also used on 50% of the U.S. cotton acreage
(USDA-NASS, 2002). Because of their soil residual activity on a number of weed
species, these products can provide additional season-long control of continuously
germinating weeds in the Roundup Ready cotton system (Wilcut et al., 2003; Askew et
al., 2002). Other herbicide products representing additional modes of action, including
carfentrazone, MSMA, pyrithiobac-sodium and metolachlor, were used on cotton
acreages ranging from four to 11% (Table VIII-9). The values are comparable to other
reported on a state-by-state basis (Byrd Jr., 2003).

Since herbicide tolerant cotton became available, USDA surveys of herbicide:usage
demonstrate a general decline in the overall amount of herbicide active ingredientused
per acre for most states (Gianessi et al., 2002a). Cotton production savings of $8 to $20
per acre have been reported in the Mississippi Delta and savings of handweeding costs as
high as $150 per acre have been reported for California,(Gianessicetal.;;.2002a; Vargas et
al., 1996). Overall, it has been estimated that cottomygrowers have experieneed an annual
reduction of $132 million in weed control costs because of the introduction of’herbicide
tolerant cotton (Gianessi et al., 2002a, b).

In a field study conducted at,22 locations;in eight cotton-producing states, Wilcut et al.,
(2003) reported weed management costs (including herbicides and/application,
surfactant, seed, and technology fees, where approptidate)ranged from $74-76 per acre in
conventional cotton compared t6:-$4972 per acredn a Roundup Ready cotton system. In
a comparable study'conducted in Ferinessée, Hayescet al.,(2001) reported that the highest
returns were obtained with.the glyphosate tolerant-cultivars/glyphosate programs ($1300-
1380 per hectare) and the conventional cultivar using a conventional herbicide program
($1330.pér heetare) - Theconventional herbicideprogram included trifluralin
incorporated.as a-preplant and-fluometuron applied-preemergence, followed by
fluometuton plus MSMA post-directed’and €yanazine plus MSMA post-directed at layby
(Hayes et al.,;"2001). The complexity of:the conventional herbicide system used as the
standard treatment. iy thisstudy-tHustrates: the point that comparable yields can be
obtained using aRoundup Ready cottonrsystem with the additional benefit of increased
comyenienhce.

The-adoption ef the Rounddp Ready cotton system has been found to encourage the
adoption of ¢onservation tillage practices. It has been estimated that for every two acres
of Roundup Ready cettonand Bollgard/Roundup Ready cotton planted, one was also
converted toreduced tillage (Kalaitzandonakes and Suntornpithug, 2001). A
conservation tillageSystem can provide a range of economic, agronomic and
environmettal benefits including reduced fuel costs, reduced machinery investment,
conservation of’soil moisture, decreased soil compaction, decreased soil erosion from
wind and water, better water infiltration, improved surface water quality, enhanced
carbon sequestration and increased population and diversity of wildlife in and around
fields (Baker and Laflen, 1979; Hebblethewaite, 1995; CTIC, 1998; Kay, 1995; CTIC,
2000; Phatak et al., 1999; Reicosky, 1995; Reicoski and Lindstrom, 1995).
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TableVII1-9. Agricultural Chemical Applications Registered for Usein AK, GA,
LA, MS, TX in 2001."

Total
. Modeof | Area Area Total Applied
o Chemical Action Applied | Applied Applied | (1000
Herbicide Family (MOA) (Percent) | (Percent/MOA) | (1000 1bs) | IbsMOA)
) EPSPS
Glyphosate Glycine ‘nhibition 57 57 8,514 8,514
Trifluralin | dinitroanaline | 100 LD 30 3,006
inhibitor
Tubuli 46 4,717
Pendimethalin | dinitroanaline | . ool 16 1,651
inhibitor
Diuron substituted urea PSI.I . 26 1,545
inhibitor
Prometryn Triazine PSI.I . 12 1,292
inhibitor
PSII 50 3,972
Fluometuron | substituted urea | . ... 10 977
inhibitor
Linuron substituted urea PSI.I . 2 158
inhibitor
Carfentrazone- L proetox
cthyl aryl'triazinon€ ahibiter 5 ] 11 "
. protox
Lactofen diphenylether Shibitor 1 33
\ cell
MSMA a‘gﬁiﬂgl membrane | 11 1,834
Szfup“"“ 11 2,013
DSMA a‘;gii?ézl mefmbrafie | <1 179
disruption
Py Hhiobac- Bonpdite | o> 10 10 85 85
sodium inhibitor
S-Metolachlor| chloroacetamide not well 4 4 419 419
understood
Clethodim cyclohexenone ACC ase 2 2 28 28
inhibitor
c . carotenoid
Norflarazon pyridazinone inhibitor 2 2 219 219
2,4-D (preplant) phenoxy auxin type 3 3 228 228

'Data derived'from USDA-NASS, Agricultural Statistics Board. Agricultural Chemical Usage
2001 Field Crops Summary (USDA-NASS, 2002). Bromoxynil (applied area of 1%) which is
only used with BXN cotton, and cyanazine (use discontinued) were not transferred from USDA-

NASS table.
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VIII.D.7. Roundup Ready Flex Cotton MON 88913

MON 88913 will offer cotton farmers an improved product for management of
economically damaging weeds. As noted in the previous section, over-the-top
applications of a Roundup agricultural herbicide to Roundup Ready cotton can be made
from crop emergence through the fourth leaf (node) stage of development. Because of
the potential for boll loss, delayed maturity and yield loss, applications from the fifth leaf
stage through layby must currently be post-directed under the crop canopy in order to
minimize foliar contact. Sequential over-the-top or post-directed applications of a
Roundup agricultural herbicide must be at least ten days apart and cotton must have at
least two nodes of incremental growth between applications.

Because of increased tolerance to glyphosate in reproductive tissues, MON 88913
demonstrates an increased margin of fruit retention and crop safety. This will allow for
an expanded window of over-the-top applications of adRoundup agricultural herbicide,
extending from cotton emergence through layby. Waeed controlkat thése eatly and mid-
stages of cotton growth is critical to eliminate the“potential for weeds to:compete for
limited water, sunlight and plant nutrients. The“grower will be,able t0-more-effectively
manage his/her weed control in(eotton using.over-the-top hetbiciderapplications when
compared to post-directed or Hooded-sprayer applications:>Directed herbicide application
requires specialized equipniént that ig"often susceptibleto misapplication, must be
operated at lower speeds‘and requires a greater number of tripsper acre compared to
larger broadcast applicators. Additional anticipatéd beneéfitscof using MON 88913
include increases:imcropping-efficiencyby combining, in'a single application, a Roundup
agricultural herbicide and:the other crop chiemicalproducts, . For example, various foliar
insecticides-may_be combined with.Rounidup ‘agricultural-herbicides during the season for
secondargpests’such.as thrips, aphidsyandplantbugs,depending on economic thresholds
for treatment:~ Additionally;;mepiquat chloridé, a plant growth regulator commonly used
in Cotton‘productionito reduce vegetative growth-and increase fruit retention, may be
dpplied:” The anticipated timing of Roundup agricultural herbicide applications in MON
88913 relative-to growth stages-of Roundup Ready cotton is presented in Table VIII-10.
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TableVIII-10. Anticipated Weed Control Options/Herbicide Usein MON 88913

Compared to the Current Roundup Ready Cotton Product.’

Cotton

Growth Stage | Roundup Ready Cotton | MON 88913

PrePlant Over- the-top: Over-the-top:

burndown Roundup herbicide’ Roundup herbicide
Contact herbicides* Contact herbicides
Residual herbicides” Residual herbicides

PrePlant Residual herbicides/ Residual herbicides/
Tillage Tillage

Cracking Over-the-top: Over-the-top:

through 4™ node | Roundup herbicide / Roundup herbi¢ide /
Tillage Tillage

4™ node through | Post-directed/hooded Over-thestop:

layby sprayers.: Roundup hetbicide
Roundup herbicide Other in-crop herbicides
Other in-crop herbicides® | Post-Directéd:

Other in-crop.herbicides

After layby Roundup herbicide’ Over-the-top.
(salvage fréatment only) - Roundupherbicide

Preharvest

interval Upito 7.days Up®o 14 days

! Total Roundup herbicidé application limited t5-6.0 1b. glyphosate acid per acre per year.

*New rates ‘and timings for MON:889 13 subject to-Roundup agricultural herbicide label
registration,

> Anyof the Roundup family-of agricultural Herbicides.

“Non-glyphogate-based hierbigides with other modes of herbicidal activity that are labeled
for‘use inccotton.

>Salvage freatment will resultqn fruit Toss‘and resulting yield loss.
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VIIIL.D.8. Volunteer Management

VIIl.D.8.a. Crop Rotational Practices in Cotton

In general, the appropriate use of crop rotation can reduce disease, nematode, and insect
populations, and increase organic matter and soil fertility. For these reasons, rotational
cropping in some form dominates most U.S. major crop production. According to USDA
Economic Research Service (ERS) data based upon Agricultural Resource Management
Study (ARMS) surveys, in their primary states of production, = 98% of peanut, sunflower
and potato acreage is cultivated in a crop rotation. Soybean and corn are only slightly
lower at 92% and 84%, respectively (USDA-ERS, 2003a). Cotton, however,is an
exception to this, with only 39% of cotton acreage in 1999 grown in a rotatien with other
row crops and small grains (USDA-ERS, 2003a). The remaining 61% was grown as
continuous cotton.

Due to the continued adoption of Roundup Ready cotton, soybean and’corn,the potential
for occurrence of Roundup Ready cotton volunteers has beemn-assessed.~TableZVIII-11
summarizes the cropping patterns for the majercotton producing states from’ 1996 to
2000. These data were collectédeither from a recent,publication:by Gianessi and
Sankula (2003), or by the USDA-ERS through its ARMS surveys. In'the case of
Roundup Ready soybean,-the percentage and acréage would be expected to be equivalent
to the herbicide tolerant values provided (e.g; theretare ng-other commercial herbicide
tolerant soybean products available). Valugs for herbicide-telerant cotton and corn would
include minimal dereages forBXN cotton and Libetty Link® corn, respectively. The vast
majority of cotfon grown-during, this'five-year period:was in a continuous cropping
system (7389%),-with only 26:1% of the-acreage rotated toother crops on average (Table
VIII-11).“Cotton is produced ir‘rotation with corn, soybeans and other crops (other row
crops;small.grains and#allow or idle land) in varyisig amounts in each state (Table VIII-
11)s- Corn is a relatively.minoer'rotational crop inmost states, with Louisiana and South
Carolina utilizing'the largest acreage intotation. Similarly, soybean is a relatively minor
rotationakcroprin most states with exeeptionyof South Carolina. As reported by Bryson et
al., cottonds-rotated to an even lesser extent with milo (Sorghum vulgare Pers.), peanuts
(Arachis hypogaea)sxice (Oryza sativa L.) and wheat (Triticum aestivum L.) depending
upongeography (Bryson etal:, 1999; USDA-ERS, 2003a).

In'sumamary; crop rotation i eotton production varies according to state and local
practicesy buton the average over the past several years, approximately 74% of acres are
not retated-in the subseéquent season to another crop. Despite potential advantages in
using a.ctop rotation-to enhance options in weed control, reduce diseases and pests, and
enharice soil fertility, many growers grow continuous cotton. The decision not to rotate
to another crop-s primarily financial. Other factors may include increased field
management requirements because of rotational crop herbicide restrictions and the
knowledge that some cover crops are detrimental to cotton production (Bryson et al.,
1999). The ability to manage weeds, pests and diseases weigh heavily into a farmer’s

® Liberty Link is a registered trademark of Aventis Cropscience GmbH.
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decision to employ a crop rotation. As discussed above, weed management in cotton
employs a wide variety of effective tools, from tillage to utilization of a wide selection of
registered herbicides employing different modes of action, and weed management
systems using biotechnology-derived cotton. Thus, for weed control in cotton, crop
rotation is often not the primary option employed by the majority of farmers.

VIII.D.8.b. Cotton Volunteer Management

Volunteer cotton refers to plants that have germinated, emerged and established
unintentionally. Volunteers generally come from seed that falls to the ground (often
because of late season storms) in the previous cotton crop and overwinters. Occurrence
of volunteers depends on tillage after harvest and the severity of winters. Cultivation and
herbicides have traditionally been the most common methods of volunteer«¢ottoni‘control.
Both require that the cotton plants are germinated and have emerged befote control can
occur. Ifthe volunteer cotton plants contain the Roundup Ready trait; then:the use of
glyphosate alone in subsequent crops will not control these seedlings. Thus, alternative
mechanical or herbicide measures may be required (Roberts et al., 2002) and are widely
available.

Because of the ongoing planting-of continudus cotton and the largéacreage of Roundup
Ready cotton currently planted, the majority of MON88913 velunteers would be
expected to occur in the subsequent MON 88913 ¢rop:Control of these volunteers would
follow the preplant and’in-crop mechanical and chemicalmethods currently used for
volunteer Roundup Ready cotton-as-discussed abeve. dn’ othér Roundup Ready crops in
the rotation, MON:88913 volunteers would beexpected less frequently in Roundup
Ready soybeamand corn because-of the’lack-of significant rotation of cotton to these
crops (Table VILI-11), combined with the’level of herbicide tolerant trait adoption. As a
result, the’Roundup Ready, cornand:soybean acreage en which volunteer MON 88913
may. be expected to oceur iswrelatively small., The herbicide control options available in
corf andsoybean will continue fo result in-the ability to manage cotton volunteers.

In the U.S:, volunteer cotton including Roundup Ready cotton has been infrequently
encountered.emerging in rotational erop-fields in the cottonbelt. Cotton volunteers, when
they, occur, usually emerge in conservation tillage systems where tillage is not used for
vegetation control priofto plantingor after emergence of the crop. University
researchers from a number-of ¢otton-producing states have recommended effective and
economical control of dotton' wolunteers by mechanical tillage and alternative herbicides
(Robertset al.,2002):

Mechanigal tillage-prior to planting is an effective and efficient method for controlling
seedling volunteer cotton plants, including Roundup Ready cotton volunteers. This is
accomplished i1 most soil conditions because the root and hypocotyls of seedling cotton
are easily destroyed by the cultivation process. Any damage occurring below the
cotyledons will kill the plant because there are no growing points from which the plant
can recover (Roberts et al., 2002). Cultivation will also manage other weeds (Alford et
al., 2002; Murdock et al., 2002) (Tables VIII-12A, B). The disadvantages of cultivation
are moisture loss under arid conditions and the possibility of increased soil erosion.
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Alternatively, the use of a non-glyphosate herbicide (such as paraquat, dicamba or
flumioxazin) as a preplant burndown treatment prior to planting will eliminate emerged
volunteer cotton (Murdock et al., 2002; Montgomery et al., 2002; Roberts et al., 2002).
In most situations, these preplant measures are sufficient, and the need for additional
control measures specifically for cotton volunteers is not required. In those rare cases
where further control measures are required, these preplant steps generally increase the
effectiveness of later in-crop weed and cotton seedling volunteer control measures in
cotton, corn, soybean, and other crops.

In emerged cotton, labeled non-glyphosate herbicides such as carfentrazong’or paraquat
may be applied through hooded sprayers or other selective equipment to effectively
control volunteer plants and other weeds in row middles (Alford et al;22002; Murdock et
al., 2002; Montgomery et al., 2002). Special care must:be taken, however, to ensure that
the nonselective herbicide does not contact the cotton crop (Gray et al.; 2002). A number
of herbicides provide control of Roundup Ready:€otton volunteers in soybean(York et
al., 2002; Clemmer et al., 2001), including chlorimuron and imazaquin (Tables VIII-12A,
B). Volunteer cotton in a rotation to corn génerally is not' a problem because of the
sensitivity of cotton to a number of commonly used.corn herbieides (e:g., atrazine).

In emerged cotton, mechanical tillage in the form of @' standard cultivator has been
traditionally used in the subsequent cofton crop té€ffectively temove weeds and
volunteer cotton plants between the crop-rows: In reduced tillage situations, high residue
cultivators withysweeps may be.used:to-effectively’lift weeds. out of the soil to leave the
ground cover undisturbed. Cotton‘cmerged within the row-can negatively impact cotton
growth and management decisions due to increased plant population and disease
susceptibility (Rebertset alx 2002). “Howeveri-plants remaining at the end of the season
capgenerally be harvested withthe planted'population by mechanical picking or

stripping.
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In summary, cotton farmers have a wide of range of options for controlling weeds and
volunteers. These options include tillage and residual and contact herbicides. Roundup
Ready cotton has expanded the grower options for weed management and made the
mechanics of weed control much easier, cost effective, and more convenient. Despite the
significant adoption of Roundup Ready cotton (approximately 59% of U.S. cotton acres),
cotton growers continue to use a variety of herbicides with various modes of action in
cotton. In 2001, glyphosate was the most widely used herbicide in cotton (volume and
area applied); however, triflualin and pendimethalin herbicides were used on nearly half
of the U.S. cotton acres, and substituted-urea herbicides (diuron, prometryn, and linuron)
were used on 50% of the U.S. cotton acreage. Because of their soil residual activity,
these products can provide additional season-long control of continuously getminating
weeds in the Roundup Ready cotton system.

As discussed in Sections VI., VII. and VIIL., regarding the nature and safety of the CP4
EPSPS protein, the phenotypic comparisons between MON 88913-and MON 88913(-),
and the current volunteer control methods in cotton production,there 18 no-reason to
believe that the incidence of MON 88913 voluntgers in the subsequent &rop (€ither cotton
or another rotational crop) would be expectedto’be any different than-for the current
Roundup Ready cotton product;4The incidence of MON 88913 velunteers in the
subsequent crop would be expected to be;low due tol{1) the limited use of crop rotations
in cotton production; (2) cotton is only:capable of producing volunteers in regions where
freezing conditions dodot occur, and is thus not ableto volunteer in much of the
continental U.S. Therefore, MON 88913 yolunteers would not be expected to generate
volunteer crop problems for the grower.

VII1.E. Weed‘Resistance to Glyphosate

The.risk of weeds developing résistance and-thepotential impact of resistance on the
usefulhess of an herbicide vaty greatly across different modes of action and are
dependent on @, combination of differént factors. Monsanto considers product
stewardship-to be a fundamental component of customer service and business practices
and invests considerably in fesearch to-understand the proper uses and stewardship of the
glyphosate.molecule. This researchrincludes an evaluation of some of the factors that can
contribute-to the development of‘weed resistance. Further information regarding
glyphosate. stéwardshipiis presented in Appendix F.
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IX. Summary of Environmental Assessment

The phenotypic evaluations of MON 88913 included an assessment of seed dormancy,
germination and emergence, vegetative growth, reproductive growth, seed retention on
the plant, seed compositional analyses, and reproductive comparisons and environmental
interactions to field stressors. These studies were conducted across a broad range of
environmental conditions and agronomic practices to represent the conditions that MON
88913 would likely encounter in commercial production. These detailed
characterizations and comparisons demonstrate that, with the exception of produetion of
the CP4 EPSPS protein, MON 88913 poses no greater pest potential than conventional
cotton currently grown in the U.S.

The environmental consequences of pollen transfer from MON 88913;to other cotton or
other related Gossypium species is considered to be negligible because of limited
movement of cotton pollen, the safety of the introdueed protein{and the lack of any
selective advantage that might be conferred on the recipient feral.cotton:or wild relatives.
Additionally, the potential for outcrossing to sexually compatible species is:dlso unlikely
because of the lack of significafitpopulations of sexually compatible related species of
cotton existing in the principlé regions of cotton production inthe U.S: The agronomic
consequences of volunteer MON 88913 cotton plants are expected®o be minimal as these
plants are easily controlted by meehanical means orby one of a number of herbicides
currently registered for control of cotton.  There @8 nodndication that MON 88913 would
have an adverse impact on organisms beneficial-to plants or to non-pest organisms,
including threatened or endangered organisms.

From an @cological perspectiveZMON-8891371s similaf; to the commercial Roundup
Ready cotton product used in the U.S. sihce 1997.:MON 88913 is expected to rapidly
replace the majority@f Roundup Ready cotton acres. Farmers familiar with the Roundup
Ready:cotton system would €ontinue to-empley the same crop rotational practices and/or
volunteer’control measures currently in place for Roundup Ready cotton. MON 88913
provides enhanced reproductive telerance relative to Roundup Ready cotton and will
therefore‘provide a widercwindew for'ever-the-top glyphosate-based herbicide
applications:
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X. Adverse Consequences of Introduction

Monsanto knows of no study results or observations associated with Roundup Ready Flex
cotton MON 88913 that would be anticipated to result in adverse environmental
consequences from introduction. MON 88913 is a second-generation biotechnology
cotton product that expresses the Roundup Ready trait. As demonstrated by field results
and laboratory tests, the only biologically relevant phenotypic difference between MON
88913 and conventional cotton is the CP4 EPSPS protein produced in MON 88913 that
provides tolerance to Roundup agricultural herbicides. This protein is identical to that
found in the current Roundup Ready cotton product, which is grown on a majority of
U.S. cotton acres and comprises a significant portion of the annual U.S~cotton-crop.
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Appendix A: USDA Natifications

Field trials of Roundup Ready Flex cotton, MON 88913, were conducted in the U.S.
beginning in 2000. The protocols for these trials included assessments of crop tolerance
to Roundup agricultural herbicides, field performance, agronomics, and the generation of
field materials and data necessary for this petition. In addition to the phenotypic
assessment data provided for MON 88913, observational data on pest and disease
stressors were collected from these product development trials. Most of these final
reports have been submitted to the USDA. Final reports for the 2003 field trials are still
in preparation and will be submitted when completed. These observational dataprovide
confirmatory evidence to support the quantitative phenotypic characterization:data and
assessment provided in Section VII. A list of trials conducted under USD A¢notification
is presented in Table A-1. Final reports that have not yet been submitted-to the USDA
are noted with an asterisk.
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Table A-1. MON 88913 Field Trial Notification Numbers.

USDA Reference

Effective Date

Approved Release Sites
(by state)

Number Covered by Notification

2000 Field Trials:
00-038-23n 3/9/00 PR
00-042-02n 3/12/00 PR
00-059-06n 3/29/00 PR
00-089-13n 5/3/00 MS
00-118-10n 5/19/00 GA
00-140-06n 6/22/00 PR
00-213-01n 9/11/00 PR

2001 Field Trials:
00-362-01n 1/29/01 AZ,TX
01-031-02n 3/22/01 AL, AR, AZ7GAMS,NC, SC, TN, TX
01-058-07n 3/29/01 IL
01-232-02n 9/20/01 PR

2002 Field Trials:
02-004-11n 2/3/02 IX
02-016-27n 2/5/02 LA
02-018-16n 2/17/02 AZ
02-022-50n 2/21702 CA
02-022-54n 3726/02 AL
02-022-55n 2/21/02 MO
02-023<15n 3/20/02 TN
02-023-16n 2(27/02 AL, AR, LA, MS, NC, SC, TX
02-025-01n. 2/24/02 NC, SC
02<025-02n 2/24/02 MS
02-025-07n 2/247/02 GA
024025-08n 2/24/02 X
02-025-09n 2/24/02 IL
02=028-28n 2/27/02 AR
02-042-31n 3/13/02 AL, CA, GA, TX
022044-12n 3/15/02 AR, AZ, GA
02-046-121 3/17/02 AR, GA, MS, OK
02:046<14n 3/17/02 TX
02-046-15n 3/17/02 AZ
02-051-22n 3/22/02 CA
02-221-08n 9/11/02 PR
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Table A-1 (Continued). MON 88913 Field Trials.

Approved Release Sites
USDA Reference (by state)
Number Effective Date Covered by Notification
2003 Field Trials:

02-282-09n* 11/21/02 AZ, MS, TX
03-022-06n* 2/21/03 X
03-023-03n* 2/22/03 ™N
03-027-01n* 2/26/03 AL, GA, MS, NC
03-027-03n* 2/26/03 N
03-030-05n* 3/31/03 AL, AR, AZ, FL, GA, LA, MO, MS, NC,

OK, SC,.TX
03-030-12n* 3/1/03 CA
03-038-02n* 3/9/03 AZ,MS, TN
03-042-10n* 3/13/03 AZ
03-042-11n* 3/13/03 AL
03-042-12n* 4/4/03 GA
03-042-13n* 3413/03 MS
03-042-14n* 3/13/03 X
03-042-19n* 3/13/03 AZ, CA
03-043-13n* 3/14/03 OK
03-052-23n* 3/23/03 X
03-052-29a* 3/23/03 AR, CA, MS
03-052:45n* 3723103 X
03-052-46n* 3/23/03 X
03-052:47n* 3/23/03 AZ, MS
03-059-03n* 3/30/03 MS, SC
03-071-04n* 4/11/03 AR
03-100-03n* 5/10/03 IL
03=112=I'1n* 5/22/03 GA
03-105-04n* 5/25/03 AR
03-224202n* 9/11/03 PR
03-226-04n* 9/23/03 PR
03-226-05n* 9/23/03 PR
03-226-06n* 9/23/03 PR
03-226207n* 9/13/03 PR
03:226-08n* 9/13/03 PR
03-226-09n* 9/13/03 PR
03-226-10n* 9/13/03 PR
03-227-01n* 9/23/03 PR
03-227-02n* 9/14/03 PR
03-317-01n* 12/13/03 AR, TX

*Final reports in preparation
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Appendix B: Materialsand Methods
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Appendix B: Materialsand Methods

B.1. Molecular Characterization

Materials

DNA for the analysis was isolated from MON 88913 and MON 88913(-) cottonseed
produced under field conditions in 2002 (Appendix C, Section C.3.). Additional DNA
extracted from cottonseed from MON 88913 breeding generations was used in
generational stability analyses. For these analyses, DNA was isolated from leayes-or
seed. The control was MON 88913(-). MON 88913(-) is a negative segregant-derived
from MON 88913 that does not contain the DNA insert. The references indluded’the
plasmid PV-GHGT35 (Figures V-1a and V-1b) that was used to produce- MON88913.
For Southern blot analyses of cotton genomic DNA, digested DNA of plasaud PV-
GHGT35 (~0.5 and 1 genome copy equivalents) was mixed with digestéd DNA from
MON 88913(-) and separated by electrophoresis onagarose gels)” As‘additional reference
standards, the 1 kb DNA Extension Ladder from/Anvitrogen-was used for‘sizet@stimations
on Southern blots. The High Mass Ladder andyt kb Laddér from Invitrogen-were used
for size estimations for the PCR‘analyses.

Characterization of the Materials

The identity of the field=produced-cottonseed-was confirmed by PCR analysis prior to use
to confirm the presence or absence of MON\88943, ascappropriate. The stability was
determined in each Southernanalysis by-ebservationof the digested DNA sample on an
ethidium bromide stainedagarose’gel. “Theidentity of the materials used in generational
stability analyses was confizmed by‘Chaih*of-custody doecuments and by Southern blot
fingerprint.

DNA Isolation for Southern Blotand PCR-Analyses

Genpmic DNA fromm MON 88913-and MON88913(-) was extracted from cottonseed by
tfirstgrinding the seed to a-mealand then following standard DNA extraction procedures
based.on the:CTAB DNA extraction method of Rogers and Bendich (1985). Genomic
DNA samples:weredncubated in a 65°C water bath prior to quantification (typically for
severalhoufs). Leaf tissue used imthe stability analyses was lyophilized for ~23 hours
and thencground intdca finepowder. The genomic DNA was extracted following standard
procedures. Genomic DNA@was stored in a 4°C refrigerator. The DNA from plasmid
PV-GHGT35vas purifiedfrom a ~50 ml culture of LB broth inoculated with PV-
GTGT35 from anE. coli glycerol stock. The culture contained ~50 pg/ml spectinomycin
and-was-grownin a37°C shaking incubator overnight. The DNA was isolated from the
E. coliusinga Qiagen Midi extraction kit (Catalog # 12243) as per the manufacturer’s
instructions. Purified plasmid DNA was stored in a -20°C freezer.
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Quantification of Genomic DNA

Quantification of DNA samples was performed using a Hoefer DyNA Quant 200
Fluorometer with Roche Molecular Size Marker IX or Roche pBR322 DNA as a
calibration standard.

Restriction Enzyme Digestion of Genomic DNA

Approximately 20 ng of genomic DNA from either MON 88913 or MON 88913(-) were
used for restriction enzyme digestions. Overnight digests were performed at 37°C
according to standard procedures based on Sambrook and Russell (2001) in a total
volume of 500 pl using 100 units of the appropriate restriction enzyme(s). After
digestion, the samples were precipitated by adding 1/10 volume (50 pl) of 3 M Na©Ac
(pH 5.2) and two volumes (1 ml relative to the original digest volume) of 100%. ¢ethanol,
followed by incubation in a -20°C freezer. The digested DNA was pre€ipitated at
maximum speed in a microcentrifuge, washed with 70% (v/v) ethanel; vagwum-dried, and
re-dissolved in TE buffer.

DNA Probe Preparation for Southern Blot Analyses

Probe template DNA containing sequences of plasmid PY-GHGT35(Figures V-1a and
V-1b) was prepared by PCR amplificationdollowing a‘standard ptecediire based on
Sambrook and Russell (200)).” Approximately 25 ng of ¢ach probe.template were labeled
with **P-dCTP (~6000 Ci/mmol) at 65°C or with,>P-dATP.{~6000'Ci/mmol) at 60°C (T-
E9 and P-FMV/TSF 1+¥-TSF1/IZFSF L probes) bycthe random-priming method
(RadPrime DNA Labeling System, Life Technologies)-

Southern Blot-Analyses of Genomic PDNA

Samples of DNA-digested with restriction enzymes were separated based on size using
0.8% (w/v) agarose gel electrophoresis ac¢ording to standard procedure based on
Sambrook‘and Russell (2001). A-tlong run’ and /short run” were performed during the
gelelectrophoresiscThe~20 pg-samiples of digésted MON 88913 DNA were divided in
halfor loading ~10 pgon.the long runtand.=10 ug on the short run. The long run
enabled-greatép separation-of higheranolecular weight DNAs, while the short run allowed
staller moelecular weight DINAs to besétained on the gel. The long-run samples were
loaded onto the'geband typically subjected to electrophoresis for 14-16 hours at 35 volts.
The short run samples Werecthenloaded in adjacent lanes on the same gel, and typically
the'gel was subjected to €lectrophoresis for 4-5 additional hours at 85 volts. In the case
of geniérational stability analyses, ~10 pg of digested genomic DNA were separated
based on‘sizesing’a0.8% (w/v) agarose gel as a single run at 35 volts for ~18.5 hours.
All.Southern blot-analyses were performed according to standard procedure based on the
method-of Seuthern(1975). Multiple exposures of each blot were then generated using
Kodak’Bigmax MS-1 or MS-2 film in conjunction with one Kodak Biomax MS
intensifying screen in a -80°C freezer.

PCR Analyses of the Insert

The organization of the elements within the DNA insert and verification of adjacent
genomic cotton DNA in MON 88913 were confirmed using PCR analysis by amplifying
six overlapping regions of DNA that span the entire length of the insert. The PCR
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analyses were conducted using 50 ng of genomic DNA template in a 50 pl reaction
volume containing a final concentration of 1.5 mM MgCl,, 0.2-1.22 uM of each primer,
0.2 mM each dNTP, and 2.5 pl of HotStarTaq DNA polymerase (Qiagen). The
amplification of Products A-F was performed under the following cycling conditions:
95°C for 15 minutes, 38 cycles at 94°C for 1 minute, 60°C for 1 minute, 72°C for 2
minutes, and 1 cycle at 72°C for 2 minutes. Aliquots of each product were separated on
1.0 % (w/v) agarose gels and visualized by ethidium bromide staining to verify the
products were of the expected size.

B.2. Protein Characterization

An assessment of the equivalence of the MON 88913-produced proteinte'a previously
characterized E. coli-produced CP4 EPSPS protein was conducted. This characterization
was conducted in accordance with Monsanto’s standard procedures:

Materials

The plant-produced CP4 EPSPS protein was isolated from-seed’of MON 88913 produced
under field conditions in 2002 (Appendix €5 Section C:3.). The identity of the seed was
confirmed by PCR analysis.. The CP4 ERSPS protein'was:stored in a~~80°C freezer in a
buffer solution containing 50 mM Tris-Cl, pH 7.5,50 mM KCI, 22mM DTT, 1 mM
benzamidine, and 25%{v/v) glycerol at a total protein concentration of 0.5 mg/mL.

Description of the-CP4 EPSPS Protein Reference Standard

E. coli-produced’CP4 EPSPS protein(Monsanto-Analytical Protein Standard lot 20-
100015) was.used as a reference standard’to éstablish equivalence in select analyses.
These analyses‘dncludéd molecular weightdetermination by SDS-PAGE, immunoblot
analysis and-the functional enzymatic assay.

Controls

Protein molecular weightstandards were used to calibrate SDS-PAGE gels and verify
proteiy transfer.to, PVDE menibranes. f=Lactoglobulin protein and PTH-amino acid
standards-were used to verify the performance of the amino acid sequencer. The
following standards and,contrels were used during amino acid analysis: NIST BSA,
NISTPAA standards,@and norvaline standard.

Protein Purification and Confirmation

The CP4 EPSPS:protein-was purified from extracts of ground MON 88913 seed using a
combination offammonium sulfate fractionation, hydrophobic interaction
chromatogtraphysanion exchange chromatography, and affinity chromatography. The
identity of the plant-produced CP4 EPSPS protein was confirmed using two analytical
methods, N<terminal sequencing and immunoblotting. The total protein concentration of
the plant-produced CP4 EPSPS protein sample was estimated to be 0.5 mg/mL using
amino acid analysis.
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N-terminal Sequence Analysis

Prior to N-terminal sequence analysis, five 5 ug aliquots of the plant-produced CP4
EPSPS protein in Laemmli sample buffer were electrophoresed and then
electrotransferred to a 0.2 um PVDF membrane (Bio-Rad). Prior to electrophoresis, the
samples were first heated to ~100°C for 5 min and cooled. These samples, along with
pre-stained molecular weight markers (Bio-Rad Dual Color, cat # 161-0374, Hercules,
CA), were loaded onto a pre-cast Tris-Glycine 4—20% polyacrylamide gradient 10-well
mini-gel (Invitrogen, Carlsbad, CA). Electrophoresis was performed at a constant
voltage of 140 V for 18 min followed by a constant voltage of 200 V for 52 min until the
dye front approached the bottom of the gel. The gel was then electroblotted for 60 min at
a constant current of 300 mA in a solution containing 10 mM CAPS diluted with 10%
(v/v) methanol, pH 11. Protein bands were stained by soaking the membrané Tor®0 sec
in Ponceau S stain (Sigma, St. Louis, MO) and destained by washing twice with'Milli Q
water each for 2 minutes. Two lanes of the CP4 EPSPS protein band at ~43 kDa were
excised from the membrane and sequenced.

N-terminal sequence analysis was performed for/15 cycles using.attomated Edman
degradation chemistry (Hunkapillar et al., 1983). An Applied Biosystems 494 Procise
Sequencing System with 140C Microgradient system.and 785A Programmable
Absorbance Detector and Procise Control*Software(version 1.4a) were used.
Chromatographic data wer¢collected uising Atlas® software-(version 3.59a, LabSystems,
Altrincham, Cheshire, England). A*PTH-amino acid standard mixture (Applied
Biosystems, Foster City, CA) was used to ehromatographically calibrate the instrument
for each analysis<“This mixture served to-verify system suitability criteria such as percent
peak resolutionand relative amino acid chtematographic retention times. A control
protein (10picomole B-lactoglobulifi, Applied Biosystems) was analyzed before and after
the ~43 kDa proteincband to verity that thessequencer met acceptable performance criteria
for repetitive yield-andsequence identity.

dmimunoblot Analysis —limmuinoreactivity

Aliguots.of the stock>solutions-of'the plantiproduced CP4 EPSPS and reference standard
were diluted-in Laemm{i saniple buffer (Laemmli, 1970) to final concentrations of 0.3,
0,27:and 0-1 ng/uL, Samples were then heated to 97°C for five min and applied to a pre-
cast Tris-Glycine 4—20% polyactylamide gradient 15-well mini-gel (Invitrogen,
Catlsbad,"CA):"Botltplant- and-E. coli-produced CP4 EPSPS proteins were loaded in
dupli¢ate at>l, 2,cand I ng CP4 EPSPS protein per lane. Electrophoresis was performed
at-constant valtage of 125V for 60 min followed by a constant voltage of 150 V for 30
min until the dyefrontaeached the bottom of the gel. Pre-stained molecular weight
markers:included during electrophoresis (Bio-Rad Dual Color, cat # 161-0374, Hercules,
CA) wereused toverify electrotransfer of protein to the PVDF membrane and to estimate
the molecular weight of the immunoreactive bands. Samples were electrotransferred to a
0.45 um PVDF membrane (Invitrogen, Carlsbad, CA) for 70 min at a constant current of
300 mA.

The membrane was then blocked by incubation in 5% (w/v) NFDM in 1x PBST for 30
minutes. The membrane was first probed with 25 mL of a 1:4000 dilution of goat anti-
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CP4 EPSPS serum [lot 6844572, prepared using E. coli-produced CP4 EPSPS protein
reference standard APS lot 20-100017 as the antigen] in 1% (w/v) NFDM in PBST for
one hour. Excess serum was removed using three 5-min washes with PBST. The
membrane was finally probed with HRP-conjugated rabbit anti-goat IgG (Sigma
Chemical Company, St. Louis, MO) at a dilution of 1:10000 in 1% (w/v) NFDM in PBST
for 45 min and again excess HRP-conjugate was removed using three 5-min washes with
PBST. All incubations were performed at room temperature. Immunoreactive bands
were visualized using the ECL detection system (Amersham Biosciences) and exposed
(15, 20, 30 sec., and 1 min) to Hyperfilm ECL high performance chemiluminescence film
(Amersham Biosciences). Films were developed using a Konica SRX-101A automated
film processor (Tokyo, Japan).

Image Analysis of Blot Films

Image analysis of immunoreactive bands on blot films was conducted using'a Bio-Rad
model GS-710 calibrated imaging densitometer (Hercules, CA) equippedwith Quantity
One software Version 4.3.0. The level of signal forthe principab band.corresponding to
the CP4 EPSPS protein detected in each lane was‘measured-as’band’ contour guantity
(avg. band OD x band area in mm?). The percerit differenté befween the plant- and E.
coli-produced CP4 EPSPS proteins was calculated as shown below:

((E.cli=CP4 EPSPS) - (Plant> CPAERSPS )0
| (E:coli=CP4 EPSPS) |

The average oyénall percentddifference was:éalculated and the immunoreactivities of the
plant-producéd and reference.proteins wete judged to-be equivalent if the overall average
percent difference was’< 20%.

Molecular-Weight and Purity Estimation — SDS-PAGE

Aliquets of stock solutions ofithe CP4 ERSPS4rom MON 88913 and reference standard
protein were diluted-with. 5% Laemmlybuffer (Laemmli, 1970) to a final concentration of
02 ugfpl. “Molecular weight tatkers (Bio-Rad broad-range, cat # 161-0317, Hercules,
CA) usedto estimate the molecular weight of the CP4 EPSPS from MON 88913 were
dituted:to a final concentration per-protein band of 0.1 ug/uL. The plant-produced
pratein was analyzedin duplicate at 1, 2, and 3 ug total protein per lane. The E. coli-
produeed proteinswas @nalyzed at 1 pug as a reference standard. All samples were heated
at<104°C for4 min and dpplied to a pre-cast Tris-Glycine 4—20% polyacrylamide
gradient 12<welkmini<gel (Invitrogen, Carlsbad, CA). Electrophoresis was performed at
a censtant voltage o125 V for 15 min followed by a constant voltage of 170 V for 65
min until the'dyefront approached the bottom of the gel. Proteins were fixed in the gel
by gentle'shaking in a solution of 40% (v/v) methanol and 7% (v/v) glacial acetic acid for
30 min, stained (2 h) with Brilliant Blue G-Colloidal stain (Sigma Chemical Co., St.
Louis, MO), destained ~30 sec with a solution containing 10% (v/v) acetic acid and 25%
(v/v) methanol, and finally destained with 25% (v/v) methanol for 2 h.
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Analysis of the gel was performed using a Bio-Rad Laboratories GS-710 densitometer
with the supplied Quantity One software (version 4.3.0, Hercules, CA). Molecular
weight values supplied by the manufacturer were used to estimate the molecular weight
of each observed band. All visible bands within each lane were quantified. For the plant-
produced CP4 EPSPS protein, purity was estimated as the percent optical density of the
~43 kDa band relative to all bands detected in the lane. Molecular weight and purity
were reported as an average of all three loadings containing the plant-produced CP4
EPSPS protein.

B.3. Protein Levels

Materials

Tissue samples analyzed in this study were produced under field conditions,in 2002
alongside the materials for molecular and protein characterization{Appéndix C, Section
C.3.) and were grown from seed lot GLP-0203-12170-S. An Efcoli-produced CP4
EPSPS protein standard (Monsanto lot # 20-100015) was used as.areferénce for analysis
of CP4 EPSPS protein levels.

Characterization of the Materials

The identities of the field-produced tissues and cottonseed were confirmed by verifying
the chain-of-custody documentation-and the tissues:were-assayed prior to use by PCR
analysis to confirm the presence-ot absence'of MON 88913, @s appropriate.

Summary of Field Designcand Tissue.Collection

MON 88913and MON 8891:3(-) were gtown‘at four fieldocations in the U.S in 2002:
Baldwin County, Alabama; Tulare CountyyCalifernia;iClarke County, Georgia; and
Hockley CountyTexasy These field sites provided @range of environmental and
agronomic conditions representative of locations-where MON 88913 is expected to be
produced cemmereially,- At-¢ach site, four replicated plots of MON 88913 and MON
88913 (-)avere-planted using a tandomized complete block field design. Young leaf,
overseason leaf (OSL) 1, OSL2; OSLE3, root, seed, and pollen tissues were collected from
cach replicated plotatialldield sites (Appendix C). Throughout the field production
process; samiple identity was-maintained using unique sample identifiers and proper
chainof=custedy docimentation-’ Upon collection, all tissue samples were placed in
uniquely labeledbags or containers. All tissue samples, with the exception of seed
(which was'stored and shipped at ambient temperature), were stored on dry ice and
shippéd frozen on. dry ace to Monsanto, and stored at -80°C.

Young@leafSamples were collected at the first true leaf growth stage from all field
locationst* The first fully expanded true leaves were nonsystematically collected from
each MON®@8913 and MON 88913(-) plot and all leaves from a given plot were pooled.
Overseason leaf (OSL) samples were collected from the newest fully expanded leaf from
each MON 88913 and MON 88913(-) plot from all field locations at the following time-
points: OSLI at approximately 4th node; OSL2 at approximately 50% white flower; and
OSL3 at approximately cut-out. Root samples were collected from each MON 88913 and
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MON 88913(-) plot at all field locations. The root was removed at the soil line and
thoroughly washed with water to remove excess soil. The root samples were collected at
approximately 50% white flower growth stage. Pollen samples were collected from each
MON 88913 and MON 88913(-) plot at all field locations. Pollen was collected at
approximately 50% white flower stage. Because of the limited quantity of cotton pollen,
MON 88913 and MON 88913(-) pollen were collected and pooled across replicates at
each site to generate sufficient quantities of samples. Seed samples were collected from
each MON 88913 and MON 88913(-) plot at all field locations. The seed was harvested
at crop maturity and all seed was ginned and delinted prior to sample processing.

Tissue Processing and Protein Extraction

During the processing step, dry ice was combined with the samples (exceptpollen) and
vertical cutters or mixers were used to thoroughly grind and mix the tissties.- Processed
tissue samples were transferred into 15 ml tubes. All tissue samples were stored in a
-80°C freezer prior to, and during the study. The CP4EPSPS protetn was extracted from
cotton tissues following standard procedures. Extragtion parameters for each tissue type
and ELISA validations are described below. Allitissues were-extraeted-using@ Harbil
Mixer and insoluble material was removed front leaf, root,-and;pollen-extracts by a
Serum Filter System (Fisher Scientific, Pittsburgh, PA):" Insoluble material was removed
from seed extracts by centrifugation. The clarified €xtracts were divided and stored
frozen in a -80°C freezer until ELISA janalyses. -During-validationyextraction efficiency
for each tissue type was determined by successive extraction of three replicates, where
the last extraction employed a harsh-buffer(e.g..2X Laemmlr buffer). To evaluate the
analytical accuracy of the EIASA extracts prépared from.each tissue type of conventional
cotton plants were spikedwith known quantities-of CP4 EPSPS protein at three
concentrations spanning therange of thestandard curve.(The intra- and inter-assay
precision‘wer¢.assessed by determininig the’coefficientiof variation (CV) of the
concenttation of €P4 EPSPS protein measured-for:the positive control sample from 10 or
mote indeépendent ELISAgusing’one=way.@nalysis of variance (ANOVA). The limits of
quantitation(LOQ) were calculated based on:the lowest standard concentration. The
ng/ml yalue was converted’to prg/g fwt using the respective dilution factor and tissue-to-
bufferratio.~ Thelimits'of detection (LOD) were calculated as the mean value using the
data generated-on conventional sample extracts for each tissue type plus three standard
deviations.. The LOD_ valuesin ng/inl was converted to pg/g fwt using the respective
dilutioncfactof and tissue<to-buffer ratio. The CP4 EPSPS protein was extracted from
cach-tissue:by adding the appropriate volume of CP4 EPSPS extraction buffer (TBA) and
shaking m a Harbibmiixer.” The TBA buffer consisted of 100 mM Tris-base, 100 mM
Na,B307 -(10H,0; 10-mM MgCl,, 0.05 % (v/v) Tween-20 at pH 7.8, and 0.2 % (w/v) L-
ascorbie:acid:

The positive guality control (QC) sample was prepared from cotton tissue that contained
the CP4 EPSPS protein. The negative quality control sample was prepared from
conventional cotton tissue that does not contain the cp4 epsps coding sequence and
therefore does not produce the CP4 EPSPS protein. Extracts of the positive and negative
QC samples were analyzed on every plate in triplicate wells. All positive QC samples
fell within the range established during method validation and all negative QC samples
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were less than the assay LOQ, as expected. Validation of the ELISA method establishes
the specificity of the serum/antibody for the CP4 EPSPS protein.

ELISA Reagents

CP4 EPSPS protein standard for the antigen was produced by fermentation in E. coli.
The protein was purified to greater than 90% purity by a combination of cell extraction,
ammonium sulfate precipitation, hydrophobic and anion exchange chromatography. The
purity-corrected total protein concentration of the purified standard was 3.7 mg/ml by
amino acid composition analysis. The purity was 97% as determined by sodium dodecyl-
sulfate polyacrylamide gel electrophoresis and densitometric analysis. Mouse
monoclonal antibody clone 39B6 (IgG2a isotype, kappa light chain; lot # 6199732)
specific for the CP4 EPSPS protein was purified from mouse ascites fluid using Protein-
A Sepharose affinity chromatography. The concentration of the purifiedIgG2a-was
determined to be 3.2 mg/ml by spectrophotometric methods. Production of;the 39B6
monoclonal antibody was performed by TSD Bioservices, Inc. (Newark{DE). The
purified antibody was stored in a buffer (pH 7.2) containing 0.02M Na,HPO, - 7H,0,
0.15 M NacCl, and 15 ppm ProClin 300 (Sigma Chemical Company; St.LouisgMO). The
detection reagent was goat anti-CP4 EPSPS antibody (Sigma Chemieal Company, St.
Louis, MO) conjugated to HRP:

CP4 EPSPS ELISA Method

The CP4 EPSPS ELISA was performed using.an automated robotic workstation (Tecan,
Research Triangle Park, NC).. Mousezanti-CP4 EPSP§ antibody was diluted in coating
buffer (15 mM Na;COs;, 35 mM NaHCQs; and 150 mM NaCl, pH 9.6) and immobilized
onto 96-well microtiter plates at F.0ug/mlfollowed by-incubation in a 4°C refrigerator
for > 8 h. Plates were washedin IX'PBS‘with 0.05% (v/v) Tween-20 (1X PBST) and
blocked with the additioncet 10% (w/¥) non-fat dry milk in TBA. Plates were washed as
before followed by theaddition of 100 pubper, well e’ CP4 EPSPS protein standard or
saniple extract,and ificubated at'37°C for Ich! Plates were washed as before followed by
the addition.of 100 ul per wellVof goat anti-CP4 EPSPS peroxidase conjugate and
incubated-at 37°C for 1 hi-Plates wete’ developed by adding 100 ul per well of HRP
substrate, 3,3',5,5'- tetramethyl-benzidine (Kirkegaard & Perry, Gaithersburg, MD). The
enzymatic reaction-was tétminated by the addition of 100 ul per well of 6 M H3;PO,.
Quantitationrof CP4 EPSPS-protein levels was accomplished by interpolation from a CP4
EPSPS protein standard curve that ranged in concentration from 0.456 - 14.6 ng/ml.

MoisturéAnalysis

Young leaf}-overseaseivleaf, and root tissues were analyzed for moisture content using an
IR200 Moisture Analyzer (Denver Instrument Company, Arvada, CO). Covance
Laboratories Ine (Madison, WI) analyzed seed tissue for moisture content. Because of
limited sample quantity, moisture was not determined for pollen. A homogeneous TSSP
was prepared by mixing approximately equal portions of the respective tissue type from
each MON 88913 and MON 88913(-) plot within each field site. These pools were
prepared for all tissues analyzed in this study (except pollen). The mean percent moisture
for each TSSP was calculated from three analyses of a given pool and used to convert the
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fwt protein levels at each site to dwt protein levels. A tissue-specific DWCF was
calculated for each site as follows:

DWCF =1 - [Mean Percent TSSP Moisture / 100]

The DWCF was only applied to samples with protein levels greater than the assay LOQ.
All protein levels calculated on a fwt basis were converted into protein levels reported on
a dwt basis using the following calculation:

(Protein Levelin Fresh Weight)

Protein Level in Dry Weight =
res (DWCF)

Data Analyses
All ELISA plates were analyzed on a SPECTRAFuor Plus microplatereader¢Tecan,

Research Triangle Park, NC) using dual wavelengths. The CP4-EPSPS protein
absorbance readings were determined at a wavelength©f 450 nm:with @’simultaneous
reference reading of 620 nmcthat was subtracted from the 450 nim reading. Data
reduction analyses were performed using Molecular Devices'SOFFmax PRO version
2.4.1. Absorbance readings and protein standard cencentrations were fitted with a four-
parameter logistic curve fit. Following thesinterpolation fromny the standard curve, the
amount of protein (ng/ml) in‘the tigsue was reported-on a:*1g/g fwt” basis. This
conversion utilized the sampledilution factor and tissue-to-buffer ratio. The protein
values in pug/g fwt were-alsoceonverted to-‘uglg dwt? by.applying the DWCF. The
arithmetic'mean, SDyandange{fwt.and dwt) were calculated for each tissue type across
sites,cMictosoft Excel 2000«(Version 9.0:4402-SR=1; Microsoft, Redmond, WA) was
used to calculate the?CP4.EPSPS protein levels in MON 88913 tissues.

B.4. Phenotypic-Evaluation

B.4. ICSeedDormancy

Materials

Seed materials:-were prodiiced in 2002 at three locations, Baldwin County, Alabama,;
Tulare County, €alifefnia; and Clarke County, Georgia (Appendix C, Section C.3.).
Seed materials-inclided MON 88913, MON 88913(-), and two reference conventional
cotton‘varicties from each production location. The cottonseed derived from MON
88913(-)provided values for dormancy and germination characteristics to which
cottonseed from MON 88913 was compared. The reference cottonseed were
commercially available conventional cotton varieties DP 90, DP 5690, Stoneville 474,
Phytogen 72, Fibermax 989, and PSC 355. The reference materials provided a range of
background values for dormancy and germination characteristics common to commercial
cotton.
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Characterization of the Materials

The identities of the field-produced cottonseed were confirmed by verifying the chain-of-
custody documentation. The cottonseed were assayed prior to use by PCR analysis to
confirm the presence or absence of MON 88913, as appropriate.

Performing Facility and Experimental Methods

Personnel at a certified seed-testing laboratory conducted the seed germination analysis.
The facility was qualified to conduct seed germination tests consistent with the standards
established by the AOSA, (AOSA, 1983; AOSA, 1998; AOSA, 1999). These testing
guidelines provide an appropriate method to determine seed dormancy and germination
characteristics. Seed was shipped to the performing laboratory and stored iinder ‘@ambient
conditions until used. The experiment was conducted in temperature-controlled’growth
chambers using rolled towel tests to measure dormancy and germination characteristics.
Four replicates of MON 88913, MON 88913(-), and two commereial reference varieties,
each grown at three production locations, were tested'in seven t€mpetature-regimes
ranging from 10 to 40°C. Prior to initiation and after completion.ofthe experimental
phase, seven temperature recorders were compared to a National Institute of Standards
and Technology (NIST) certified glass therimometer at-10’and 202€. The principal
investigator at the performing laboratoryconfirmed that the thesrmometer and all
temperature recorders displayed the same temperatureteading.

Each of the seven growth chamberts were maintained dark under one of the following
temperature regimes:

e Constant target temperature, 0f approximately?0, 20530, or 40°C
e Alternatinig target temperdtures.of approximately>10/20, 10/30, or 20/30°C

Inthe alternating temperature tegimes; the lowet temperature was maintained for 16
hoursand the higher temperature for eight hetirs. The temperature inside each growth
chamber was. monitored and reeorded every’15 minutes using Watchdog™ 110 Data
Loggers (with atraccuracy of +/+-0.7°C)~ Temperature variation of +/- 3°C for less than
on¢’hour, was considered acceptable;, Each temperature regime was considered an
expetimental block. Rolled’germination towels containing exactly 100 seed of each
sample were prepared agcording to standards established by AOSA (1998).

To ensure materialisolation during the preparation process, the germination towels for a
givemseed matetial (MON88913, MON 88913(-), or reference) were assembled (towel,
seed, andiwater) forall temperature regimes and replications at a single workstation.
After all gérmination towels were assembled for a given seed material, the workstation
was thoroughlycleaned prior to assembling the germination towels for the next seed
material.

Four replications of these towels were placed into each of seven growth chambers. Each

towel was uniquely identified with its sample identification number, temperature regime,
and replication number. For rolled towel germination testing, AOSA (1998) recommends
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cotton be tested under the optimal temperature regime of 20/30°C. Therefore, each rolled
germination towel in the 20/30°C temperature regime was checked for normal
germinated, abnormal germinated, dead, firm swollen (viable and nonviable), and hard
(viable and nonviable) seed were evaluated using AOSA definitions:

e Normal germinated seedlings exhibit normal developmental characteristics
including a shoot in proportion to the roots, the presence of primary and secondary
roots, and intact cotyledons with little visible damage.

e Abnormal germinated seedlings lack a shoot or root or appeared diseased Wwith
lesions on the cotyledons or shoot.

e Dead seed are visibly deteriorated and have become soft to the touch. Firm swollen
seed have imbibed water and are easily cut by hand with a razer:

e Hard seed have not imbibed water and are hard’to cut by,handwith-a.razor.

In the non-optimal temperature regimes (10,26, 30, 40,10/20%and. 10/30%C), cotton
germinates at different rates and-Cannot be‘¢valuated according to-the same definitions.
In particular, it is difficult te;distinguish ‘@bnormal.germindted ‘seedlings from normal
germinated seedlings that,are develpping at a slowersate. Therefore, these two
categories were combined and referred-to as germinated-seedlings. Using AOSA
requirements as a guide, each rolledtowelin the non~AOSA temperature regimes were
checked for germinated, dead; firnyYswollen (viable and nonviable), and hard seed (viable
and nonviable)yand were evaluated according t6 the following definitions:

e Geérminated.seedlings possessa radiele that extends at least 2 mm beyond
the s¢ed coat.

e Dead seed are visibly deteriorated and have become soft to the touch.

o Firm'swollen seed had'imbibed water-and are easily cut by hand with a razor.

e Hard seed did’not-imbib@water and are hard to cut by hand with a razor.

Observations were maderon the 4thiand 12th days after experimental phase initiation. On
the 4th day, normal germinated (20/30°C), abnormal germinated (20/30°C), or
germinated.seed (al othier temperatures) and dead seed were counted and removed. Firm
swollen ahd hard seed were counted but left on the towel. On the 12th day, normal
germinated(20/30°C),.abnormal germinated (20/30°C), or germinated seed (all other
temperatures).and dead seed were counted and removed. Remaining firm swollen and
hard sged were distinguished by cutting with a razor and subjected to a tetrazolium test
for evaluation of viability following AOSA guidelines (AOSA, 1999). Numbers of
viable firmswollen, nonviable firm swollen, viable hard, and nonviable hard seed were
recorded upon completion of the tetrazolium test. Any nonviable firm swollen or hard
seed were added to the dead category prior to statistical analysis. Specimens counted and
removed from each towel were placed in a designated container for proper devitalization.
All waste plant materials produced were devitalized by freezing at —80°C for at least 48
hours.
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Statistical Analysis

Two analysis of variance computations were performed, one for the AOSA-
recommended temperature regime and one for all other temperature regimes, according to
a randomized complete block design using Statistical Analysis Software (SAS® Version
8.2, SAS Institute, Inc., Cary, NC). Nonviable hard and firm swollen seed were added to
the dead seed prior to calculating percent dead seed. For the AOSA-recommended
temperature regime, evaluation characteristics analyzed were percent normal germinated
seed, percent abnormal germinated seed, percent dead seed, percent viable firm swollen
seed, and percent viable hard seed. For all other temperature regimes, evaluation
characteristics analyzed were percent germinated seed, percent dead seed, percent viable
firm swollen seed, and percent viable hard seed. Cottonseed from MON 88913 and
MON 88913(-) were compared independently for each combination of production
location, temperature regime, and germination characteristic within gach analysis. The
minimum and maximum values of the references were’identified to-establish the range of
reference values. No comparisons were made between temperature régimes-or between
production locations. Differences detected weredstatistically significant.at p<0:05.

The model was fit to the data using the mixed@iodel procedure (PROEC MIXED) of SAS.

B.4.2. Materials and Methods: Field Phenotypic Analysis

Field trials were established at 14 Jocations (two letter site'code.in parenthesis): Rapides
Co., Louisiana (AL){LimestoneCo,; Alabama (BM), Florence Co., South Carolina (FL),
Mississippi Co., Arkansas (KS), Lubbock Coy Texas (LB), Washington Co., Mississippi
(LL), Pinal Co%,)Arizona (MR); FortBend Co., Fexas(NV), San Patricio Co., Texas (PL),
Pemiscot Co:, Missouri(PV); Edgecombe Cos, North Catolina (RL), Oktibbeha Co.
Mississippi (SV9), Tift Coc, Geotgia (TF), and Qbion Co., Tennessee (UC). These
fourteen locations,provided a range of.environmental and agronomic conditions
reptesentative-of major ULS. cetton-growing regions where the majority of commercial
production‘of MON 88913.isexpected to*occur. The field cooperators at each site were
faniliar with the growth, production-and evaluation of the cotton characteristics.

Materials
The test plants were MON 88913 The control plants were MON 88913(-).

Characterizatiowof the-Materials
The1dentities-of the field planting seed were confirmed prior to use by PCR analysis to
confirm theépresence.orabsence of MON 88913, as appropriate.

© Copyright 2004 SAS Institute Inc., SAS Campus Drive, Cary, North Carolina 27513,
USA
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USDA-APHIS Compliance

Field trials were conducted in accordance with regulations of USDA-APHIS. Movement
and release of regulated seed materials were conducted under the following USDA-
APHIS notification numbers (locations in parentheses):

#02-016-27n (AL) #02-022-54n (BM)
#02-025-01n (FL and RL) #02-028-28n (KS)
#02-025-08n (LB and NV) #02-025-02n (LL and SV)
#02-018-16n (MR) #02-004-11n (PL)
#02-022-55n (PV) #02-025-07n (TF)

#02-023-15n (UC)

Field Plot Design

A paired split-plot design with four replicationswas used te establishithe field
experiments except at KS, NV, (and PL, whére a randomized.eomplete block design was
used. For the paired split-plotidesign, subplots werg MON-88913 and-MON 88913(-).
Each subplot consisted of-two or four'eotton rowsS approximately 30 ft in length. Other
biotech cotton materials;not part af‘the scope,of this petition, were planted in separate
plots within the larger field sites.-After exeluding’the other.¢otton materials from the
statistical analysis; the design-effectively-became a tandonmized complete block.

Planting and.Field Operations

Agrononiic practices-usedto prepare.ficld sites,were typical for each respective region.
A descriptionof the field plots is presented below-anid includes information on soil type,
plot.size,7and planting details.
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Field and planting information

Row Seed Seeding
Spacing Depth Rate

Location Soil Type (in) (in) (seed/ft) Plot Size

AL Silt loam 38 1.0 3.25 4 rows x 30 ft
BM Silt loam 40 0.75 3.9 4 rows x 30 ft
FL Loamy sand 38 0.75 4 4 rows x 30 ft
KS Clay loam 38 1.2 4.3 4 rows x 30 ft
LB Clay loam 40 1.5 5 4 rowsx30 ft
LL Sandy loam 38 0.75 4 2 rows x 30Tt
MR Sandy loam 48 0.5 5 4arows:x31.3 ft
NV Clay 40 1.5 4.3 4 rows x 30 ft
PL Sandy clay loam 30 0.75 4.3 4rows x 30 ft
PV Silt loam 38 1.0 4 4 rows x 30 ft
RL Sandy loam 36 0.75 34 4rowsx’30 ft
SV Sandy clay loam 38 D.0 4.3 4 rows x 30 ft
TF Loamy sand 36 0.75 5 2@ows x 30 ft
UC Undetermined 38 0.75 4.3 4 rows x 30 ft

Rapides Co., Louisiana (AL), Limestone Co., Alabama (BM), Florence Co., South
Carolina (FL), Mississippi Co., Arkansas (KS), Lubbock €o.,Texas (LB), Washington
Co., Mississippi (LLY, Pinal Cd., Arizena.(MR), Fort-Bend«€o., Texas (NV), San Patricio
Co., Texas (PL)sPemiscot €0’, Missouti (P V); Edgecombe Co., North Carolina (RL),
Oktibbeha Co:Mississippi (SWV); Tift:Co., Georgra (TE), and-Obion Co., Tennessee (UC)

Data®€olléctionand Documientation

The copperator at each site’'was provided dnotebook to record personnel, experiment
identification, field site; plaating,land phenotypic and environmental data. The raw data,
transcribed data and-suppotting-documentation are retained in the Monsanto Regulatory
Archiye.

Phenotypic.Obsérvations
The description of the chatracteristics measured and the dates of important experimental
events‘are-listed.in Section VL., Table VII-2.

Ecological Observation's

Differential response to observed insect, disease and abiotic stressors (e.g., heat, drought
and excessiwater) were evaluated at each site. The overall plot area was examined and
any visually observable differences between MON 88913 and MON 88913(-) plots were
recorded. Every insect, disease or abiotic stressor was not evaluated at each field location
because of a lack of occurrence at some locations.
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Statistical Analysis

Monsanto’s Statistics Technology Center performed all statistical analyses using SAS
(SAS Version 8.2, SAS Institute, Inc., Cary, NC). Statistical differences were assessed at
the 5% level (p<0.05). Analysis of variance tests for each field location were conducted
according to a randomized complete block design with four replications. The first
statistical analysis compared MON 88913 to MON 88913(-) within each location. The
second statistical analysis compared MON 88913 to MON 88913(-) across locations.
Linear contrast was used to compare each characteristic within locations and across
locations.

B.4.3. Materials and Methods: Composition of Cottonseed

Materials

MON 88913, MON 88913(-) and conventional reference cottonseed werfe grown at four
U.S. locations in 2002. The field-produced cottonseed were producedin 2002 alongside
the materials for molecular and protein characterization, and:protein’ level’determinations
(Appendix C). All cottonseed samples were ginhed at the ‘productionifocations and acid-
delinted at the Food and Protein Research and Development€enteprat Texas A&M
University prior to compositional analysegs.

MON 88913(-), has background genétics representative of MON 88913 but does not
contain the cp4 epspscoding sequence or producethe €P4 EPSPS protein. Cottonseed of
sixteen conventional, commetcial gottonvarieties produced along side of MON 88913
and were used@s references.” Thevaricties:and.seed lotnumbers were as follows:

Reference Variety I.D. Code Logcation Seed Lot Number

Stoneville 474 12254 (alifornia REF-0203-12254-S
Stoneville 580 12255 California REF-0203-12255-S
DP.90 12256 Alabama REF-0203-12256-S
DP51 12257 Alabama REF-0203-12257-S
DP 5690 12258 Alabama REF-0203-12258-S
DP 5415 12259 Alabama REF-0203-12259-S
GTO-Maxx A 12260 California REF-0203-12260-S
Phytogen 72 12261 California REF-0203-12261-S
Fibermax 989 12264 Georgia REF-0203-12264-S
PSC 355 12265 Georgia REF-0203-12265-S
GA.l61 12266 Georgia REF-0203-12266-S
HS 12 12267 Georgia REF-0203-12267-S
Paymaster.330 12268 Texas REF-0203-12268-S
Paymaster 2379 12269 Texas REF-0203-12269-S
AFD Rocket 12270 Texas REF-0203-12270-S
All-Tex Atlas 12271 Texas REF-0203-12271-S

Analytical reference standards were used as appropriate for each analytical procedure.
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Characterization of the Materials

The identities of the MON 88913, MON 88913(-), and reference cottonseed were verified
prior to use by confirming the chain-of-custody documentation supplied with the samples
collected from the field. Additionally, the identities of the field-produced cottonseed
were confirmed by PCR analysis to confirm the presence or absence of MON 88913, as
appropriate.

Field Trials

The analyzed cottonseed were produced in U.S. field trials in 2002 at four replicated
sites. The randomized block trials were conducted in California, Georgia, Alabama,and
Texas. These sites provided a variety of environmental conditions represettative/of
regions where MON 88913 is expected to be grown commercially. At gach site; MON
88913, MON 88913(-) and conventional reference cottonseed were planted-in
approximately 200 ft* plots in each of four replicated blocks. Sixtéen different
commercial cotton varieties were planted, four per site. Each plot was’clearly marked
with a unique lot number and plot number for identification.\In accordasnce with
commercial practice, all plants were allowed topollinate openly. within a plot.
Cottonseed samples were collected from all‘plots at seed maturity.““Thezseed cotton was
ginned and acid-delinted. Plots were harvested and seeds:were-ginned and delinted in the
following order: MON 88913(-), conVentional reference varieties;’and MON 88913. The
seed was stored at ambient temperatures until.it- was homogenized with dry ice. After
homogenization, the(cottonseed-was stored-in a «20°C-freezér until shipment to the
analytical laboratory facility @n dry:ice.cAt the-analytical facility, the samples were
stored in a —20°C freezeruntil analysis.

Summaryof Analytieal Methods

Cottonseed samples from MON 88913, MON 88913(-), and commercial reference
materialsavere,shipped overnight ondry ice*to Covance Laboratories Inc., Madison,
Wisconsin,for compositional‘analyses.cAnalyses were performed using methods that are
curkentlyused:to evaluatethe nutritional quality of food and feed. Samples were
analyzed for-preximates’(protein,fat, ash, and moisture), ADF, NDF, crude fiber, TDF,
amino actds, fatty acids, eyclopropenoid fatty acids, vitamin E, minerals (calcium,
coppet; iroty’magnesiuim, manganese, phosphorus, potassium, sodium, and zinc),
gossypol (free-and total),-and aflatoxins. Carbohydrate and caloric levels were
determined by calculation.

Control of Bias

The-cottonseed was subjected to identical conditions at the field sites with respect to
environmental conditions, harvesting, storage, and shipment. Cottonseed was ground
thoroughly before use to minimize tissue bias. The order of compositional analyses of
the samples-was randomized to minimize assay bias.
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Data Analysis
Composition data from Covance Laboratories Inc., containing individual values for each

analysis, were reviewed at Monsanto Company. They then were transferred to Certus
International where they were converted into the appropriate units and statistically
analyzed. The following sixteen analytes with >50% of observations below the LOQ of
the assay were excluded from statistical analysis: aflatoxins B1, B2, G1, and G2, 8:0
caprylic acid, 10:0 capric acid, 12:0 lauric acid, 14:1 myristoleic acid, 15:0 pentadecanoic
acid, 15:1 pentadecenoic acid, 17:0 heptadecanoic acid, 17:1 heptadecenoic acid, 20:1
eicosenoic acid, 20:2 eicosadienoic acid, 20:3 eicosatrienoic acid, and 20:4 arachidonic
acid. For 18:3 gamma linoleic acid, 26 of the 95 of the observations were below:the
LOQ and were assigned a value equal to one half of the LOQ prior to conducting
statistical analyses. The SAS GLM procedure was applied to all data (MON 88913,
MON 88913(-) and reference) to detect potential outliers in the dataset by screening
studentized PRESS residuals. Line, site and replication effects wereincluded in the
model. Studentized PRESS residuals identifed the iromyresult in replicate’4 of MON
88913(-) from California and the vitamin E result inxeplicate 30f referenee-variety HS12
from Georgia as outliers. However, as the identified observdtions were:not the extreme
values for these analytes, they were not excluded from the'statistical-dnalyses.

All component values, except moisture,awere converted from a-fresh weight basis into
their respective units. Statistical analyses were condueted on'the converted values for
each component in the‘¢ottonseed-using a mixed model analysis of variance for the five
sets of comparisons:Canalysis.for-each;of the fout’replicateddrial sites (AL, CA, GA, and
TX), and one for.the combination of all four sites. A-totaliof 53 components statistically
were evaluated (the initial-69 analytes minus the 16 fof which >50% of the observations
were below-the LOQ), A'total of 265 compatisons syeremade, and there were 53
componefts with five Statisticalanalyses each.

Individual replicatedsite analyses used the-model:
Y;-& UAIT; + B+ ¢,

where Y;{= unique individual ebseryation, U = overall mean, T; = line effect, B; =
randenrblock effect, and e; =tesidual error.

€ombined site analyses.used the model:

Yijk =U+T;+L;+ B(L)jk + LTj + €k,
where?Y i< unique individual observation, U = overall mean, T; = line effect, L; =
random Jocation effect, B(L);jx = random block within location effect, LT;; = random
location by{ine interaction effect, and e = residual error. MON 88913 was compared to

MON 88913(-) to determine statistically significant differences at p<0.05.

Compositional analysis data from the conventional commercial reference varieties were
used to determine a range of the reference values for each compositional analysis
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component. Additionally, the commercial reference variety data were used to develop
population tolerance intervals. A tolerance interval is an interval with a specified degree
of confidence that contains at least a specified proportion, p, of an entire sampled
population for the parameter measured. For each component, tolerance intervals were
calculated that were expected to contain, with 95% confidence, 99% of the values
expressed in the population of commercial varieties. Because negative quantities are not
possible, calculated lower tolerance bounds that were negative were set to zero. SAS
(SAS Institute Inc., Cary, NC, USA) was used to generate all summary statistics and
perform all analyses.

B.4.4. Materials and Methods: Reproductive Tolerance and Floral Phenetypic
Characteristics

Plant culture

MON 88913, MON 88913(-), and Roundup Ready cotton wereplanted infive-gallon
pots at the Texas A&M University greenhouse facilities in College-Station, TX. Pots
were thinned two weeks after planting to one plant per pot:” Plants wére maintained under
controlled environment conditions, and watered and fertilized as needed.* The genetic
background of these plants was from the;cotton variety Coker 312.

Treatments

Treatments consisted 0f glyphosate sequentially. applied’overthe top of MON 88913 and
Roundup Ready ¢otton at three different-stages.of growth: Glyphosate was applied using
Roundup WeatherMAX herbicide. The rate-of . glyphesate used at each application was
1.5 Ib ae/A~Plants were sprayed initially-with glyphosate-at the approximately four-leaf
(node) stage, and the-second and third-glyphosate.applications were made when plants
averaged §and 12leaves (nedes), respectively.’ Thas, the plants received a total of
approximately. six times the recommended-gver-the-top single application rate of 0.76 Ib
de/A.

Parameters

Pollen availability was determined 12*hours after pollination by visually observing first
position flowers under @ stereemicroscope. Two evaluations were used for this
assessment. [ the fitst method,-the degree of anther opening (anther dehiscence) was
evaluated on‘a secale o£0 to 4where 0 = 0% dehisced, 1 = 25% dehisced, 2= 50%
dehisceds 3= 75% dehisced and 4 = 100% dehisced. In the second method, pollen
availability(was determined by counting the number of pollen grains attached to the
stigmatic\lobe. with:the highest apparent number of pollen grains.

Pollen viability-was assessed for first position flowers using Alexander’s stain and
Brewbakerand Kwack’s (B&K) procedures (Alexander, 1969; Alexander, 1980;
Brewbaker and Kwack, 1963). Alexander’s dye reacts with pollen protoplasm to produce
a purple color, and with the cellulose in pollen cell walls to produce a green color.
Aborted pollen stains green because it does not have protoplasm, while nonaborted pollen
stains a deep purple (Alexander, 1980). The B&K procedure uses a nutrient-rich
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artificial media for pollen germination, and classifies pollen as either germinated and
nongerminated.

Stamen length (anther + filament) and staminal column height (including ovary) were
measured. Uppermost anther height as a percent of the pistil length was calculated as
follows: anther height = 100-[(pistil length — uppermost anther height)/pistil length].
Pollen deposition was also evaluated on a scale of 0 to 3, where 0 = no pollen attached,
1 = distribution over lower 2/3 of stigma, 2 = distribution over upper 2/3 of stigma and 3
= even distribution over entire stigma.

Experimental Design and Statistical Analysis

The experiment was established as a randomized complete block design with five
replications. Each replication consisted of a single pot containing one plant.
Characteristics were measured on six to nine flowers per plant per replication (n ranged
from 30 to 42). Results were analyzed statistically using the GLM-procedure of SAS at a
significance level of a=0.05.
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Appendix C: Phenotypic Evaluation Results and Individual Field Tables

C.1. Individual Field Site Data for Seed Dormancy and Ger mination
C.2. Individual Field Site Data Supporting Section VI11. Phenotypic Evaluggmns
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Appendix C: Phenotypic Evaluation Resultsand Individual Field Tables

C.1. Individual Field Site Data for Seed Dormancy and Ger mination

Individual Site Seed Dormancy and Germination Results and Discussion

The cottonseed evaluated were produced during 2002 in: Baldwin County, AL; Tulare
County, CA; Clarke County, GA (Table C-1 and Section C.3.). Cottonseed of MON
88913, MON 88913(-) and six conventional cotton varieties were compared.

TableC-1. Starting Seed Materialsfor the Dormancy and Germination Evaluation.

Production

Substance Type | Monsanto ID/Variety | L ocation(s)

Test MON 88913 Al CA,GA

Control MON 88913(-) AL, CA, GA
Reference DRO0 Al
Reference DP 5690 AL
Reference Stoneville 474 CA
Reference Phytogen 72 CA
Reference Fibermax 989 GA
Reference RSC 355 GA

PercentGerminated-Seed

Perceént germinated seed was-evaluated in theé. 10420, 30, 40 10/20, and 10/30°C
temperature t€gimes:.” Forseed produced.at'CA, no differences in percent germinated
seedwere detected inany temperature regime between MON 88913 and MON 88913(-).
Combined site-data tables arepresented in the main body of the text, Section VII;
individual'site. data tables presented betow, (Tables C-2 though C-4). For seed from AL,
there were no differences-between MON 88913 and MON 88913(-) except in the 40°C
temperature regime; MON-§88913 had a lower percentage of germinated seed than MON
88913()(49,0 vs.56.3% and was just outside the reference range 50-61%). MON 88913
fromi the GA location-had afower percentage of germinated seed than MON 88913(-) in
the 20°€ (408 vs-49.3%), 40°C (39.3 vs. 51.0%), and 10/30°C (36.5 vs. 49.3%)
temperatute regimes-but performed within the range of the references in all cases.
Across‘mosttemperature regimes, percent germination values for seed materials from the
AL and GA loeations were approximately half those of seed materials from the CA
location. MON 88913, MON 88913(-) and reference seed were similarly affected. These
results were not unexpected because cotton is commonly grown for lint, not seed, in the
southeastern U.S. Humid conditions, typical of AL and GA, can degrade seed quality.
Although seed quality at AL and GA was poor by seed production standards, it is
representative of areas where MON 88913 will be grown for lint. Each of the
germination differences occurred with seed from locations with reduced seed quality,
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while no differences were detected in the high quality seed from the CA site. These
germinated seed values were accompanied by corresponding increases in percent dead
seed. Decreased germination accompanied by more dead seed, with no changes in hard
or viable firm swollen seed, would not indicate an increased weed potential for MON
88913.

Percent Normal/Abnormal Germinated Seed

The percent normal germinated seed category was evaluated in the AOSA-recommended
20/30°C temperature regime. For the seed produced at the CA and GA locations, there
were no differences detected between MON 88913 and MON 88913(-) for this
characteristic. For the seed produced at AL, MON 88913 had a lower percentage of
normal germinated seed than MON 88913(-) (46.3 vs. 55.5%); however, MON 88913
was within the range of the references. A single difference with no coneutrent-trend
across production locations is most likely due to random experimental errorand not as a
result of altered germination characteristics of the seed., Percent abnornial germinated
seed was also only evaluated in the AOSA-recommeénded 20/30°C temperature regime.
No differences were detected between MON 88913 and MON 88913 (-)for pércent
abnormal germinated seed. The lack of differénces between MON 88913 and the MON
88913(-) for this characteristic supports a ¢conclusion.ofno ificreased weed potential for
MON 88913.

Percent Viable Hard Seed

No viable hard seed Were observed in‘any seed materials (MON 88913, MON 88913(-),
or reference) ando differenees were detected among seed from any production location
or temperature(degime. The lack of differences.inhard-seed, .a mechanism of seed
dormancy, between MON 88913 and MON 88913() indicates that dormancy
mechanisms in.the.seed have notbeerralteted.

Percent Viable FirniiSwollen Séed

No differences in‘percent viable firm swollensséed were detected between MON 88913
and-MON’88913(-).for seed from ALand CA. In seed from the GA location, there was
one difference detected\in percentiviablefirm swollen seed in the 10/20°C temperature
regime; MON-88913 had fewer viable firm swollen seed than MON 88913(-) (0.0 vs.
2.9%).> Thisdifferencéwascsmall’and unlikely to be biologically meaningful.

Percént Dead Seed

Nedifferencesin percent dead seed were detected between MON 88913 and MON
88913(-) in'six temperature regimes for seed from the CA location, five temperature
regimes:for seed from the AL location, or four temperature regimes for seed from the GA
location. -Fot seéd produced at the CA location, a single difference was detected in the
10/20°C temperature regime between MON 88913 and MON 88913(-) (3.3 vs. 7.7%);
however, the response of MON 88913 was within the range of the responses observed
from the reference materials that are representative of conventional cotton. Two
differences were recorded between MON 88913 and MON 88913(-) in percent dead seed
from AL at 40°C (51.0 vs. 43.8%) and 20/30°C (51.0 vs. 39.0%). For both of these
differences, MON 88913 performed outside the range of the references (36-47% at
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20/30°C and 39-50% at 40°C). Three differences were detected in percent dead seed for
seed from GA at 20°C (59.3 vs. 50.8%), 40°C (60.8 vs. 49.0%), and 10/30°C (63.5 vs.
50.8%). For these three differences, the response of MON 88913 was within the range of
responses for the references. All but one of these differences described above occurred in
the locations with reduced seed quality. These differences, accompanied by
corresponding decreases in germination, were likely a seed quality issue and do not
indicate a change in the germination characteristics of the MON 88913.

Conclusions for Seed Dormancy

Out of 87 comparisons between MON 88913 and MON 88913(-), 75 were not
statistically significant at p<0.05. No differences were detected in percent viable hard
seed or in percent abnormal germinated seed. Of the 12 significant differenees, ten
occurred in seed from production locations with reduced seed quality as-deterinined by
the low percentage of germinated seed of MON 88913(-) and the reférénces, even at the
optimal germination temperature. Cottonseed of MON>88913 from-these’locations
showed reduced germination (five differences) whefi:comparedto MON 88913(-). In all
cases, there was an accompanying rise in the number of dead seed (five-differences).
Decreased germination accompanied by more(dead seed with no changes in hard or
viable firm swollen seed, would hot indicate-increased weedpotential of MON 88913.
The remaining two statistical differencesywere detected between'MON 88913 and MON
88913(-) in the 10/20°C temperature regime forpercent deadseed (CA) and percent
viable firm swollen seed(GA). These differences were smalland unlikely to be of
biological significance. The lack of differences in’hard seedbetween MON 88913 and
MON 88913(-) indicated thatdormancy mechanisms in the seed are unchanged. These
data support a‘conclusionf nochange in.the weed potential as a result of increased
dormancy between MON 88913 compared toMON=88913(-). Furthermore, the data also
supportthe familiarity/equivaleinice of MON 88913 todMON 88913(-).
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Table C-2. Germination of Cottonseed Produced at the CA Location."

Temp. Mean'"
Regime| Seed Material Normgl Abnqrmal Viable Viable Firm
©°C) Germinated Germinated Dead Hard Swollen
(%) (%) (%) (%) (%)
MON 88913 96.0 1.8 2.3 0.0 0.0
20/30° | MON 88913(-) 95.5 2.8 1.8 0.0 0.0
Reference Range?|  82-94 1-6 0-12 0-0 0-2
Mean'®
Temp. . : .
Regime| Seed Material Germinated Dead Viable ViaplcFirm
©C) %) %) Hard Swollen
(%) (%)
MON 88913 0.0 6.5 O 00" D ¢, 93.5
10 | MON 88913(-) 0.0 58 O] R Y & 943
Reference Range’ 0-0 7-54”‘{\'\\ A@‘.’o 6\\} ,-5\\ 5 ,\&Q46-93
MON 88913 95.4 3.3% 00 1.3
10/20° | MON 88913(-) 91.5 7.7 0.0 0.8
Reference Range 81-95 3-13 040 2-7
MONS88913 | 973 7 28020 B Q000 0.0
20 | MON 88913(-) |07 963 27|, C S St 0.3
Reference Range] 9196~ .0~ .209 <2° 07 Qo 0-4
MON 88913 985 1.5 0.0 0.0
30 | MON 88913(-) 96.3 3.8 0.0 0.0
Reference Range 88-95 5-12 0-0 0-0
MONEBII3S[” 591300 P 288> 55 00 0.0
40, M @é’sgg(\-)‘, D &M [\ U9 @ 0.0 0.0
A5 |Réference Range| 270890 (Y 300" 0-0 0-1
MON 88913 980 2:0 0.0 0.0
10/30° | MON 88913(-) 95.8 4.3 0.0 0.0
Reference. Range 89-98 2-11 0-0 0-2

*Indicates a significant differerice between MON 88913 and MON 88913(-) at p<0.05.

"Seed used i these tests Were produced during 2002 at Tulare County, CA.

"2 Mean percent normal germinated, abnormal germinated, dead, viable firm swollen, or viable hard seed.

1% Meait percent germinated, dead; viable firm swollen, or viable hard seed.

? Minimwi and‘maxinmn values of combined data for all reference varieties.

¥In the'alternating temperafiire regimes, the lower temperature was maintained for 16 hours and the higher
temperatire for eight ours.
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Table C-3. Germination of Cottonseed Produced at the GA Location.”

Mean'*
Temp. : : :
Regime| Seed Material Normgl Abnqrmal Viable Viable Firm
©°C) Germinated Germinated Dead Hard Swollen
(%) (%) (%) (%) (%)
MON 88913 30.0 8.3 61.7 0.0 0.0
20/30° | MON 88913(-) 37.0 8.5 54.5 0.0 0.0
Reference Range’|  15-29 3-18 60-74 0-0 0-0
Mean'®
Temp. . : .
Regime| Seed Material Germinated Dead Viable Viable‘Firm
°C) (%) (%) Hard Swollen
(%) (%)
MON 88913 0.0 67.3 O 00O D o 327
10 | MON 88913(-) 0.0 693 9 N & Y oS 308
. . o\ \.%) \ O \‘0_’1 :
Reference Range” 0-0 68-97.5"" 00N & &
MON 88913 38.3 6h7 00 0.0*
10/20° | MON 88913(-) 41.7 55.4 0.0 29
Reference Range 24-37 62-74 040 0-2
N T 3
MON 88913 | :\A0.8* i 59.3;@‘5 Cb\’ e&\‘)’.or\(\o 0.0
20 | MONS88II3() {0~ 493 7| . se8 o] <& 00 0.0
N > ~
Reference Range] 2450 07 .00-76<¢" 107 %o 0-0
MON 88913 40)3 59:8 0.0 0.0
30 | MON 88913() 46,3 53.8 0.0 0.0
Reference Range 1847 53-82 0-0 0-0
N = 4 T AW 7 N N
\(\&QN\’@QIZ\@ Q§>39.§\<0“ R CJ®0.8§§ 5 00 0.0
40. \OW&Q\ )0 510 ool N N 0.0 0.0
A |Réfereneg Range| 222440 7 56-780" 0-0 0-0
MON 88913 36:5* 63:5* 0.0 0.0
10/30° | MON 88913() 49.3 50.8 0.0 0.0
Reference. Range 18-37 63-82 0-0 0-0

* Indicates a significant difference.between MON 88913 and MON 88913(-) at p<0.05.

"Seed-ised i these testswere producéd during 2002 at Clarke County, GA.

"2 Mean percenf normabgerntinated, abnormal germinated, dead, viable firm swollen, or viable hard seed.

® Mean percent geriminated, dead; viable firm swollen, or viable hard seed.

* MinimuifYand-axinunm valu€s of combined data for all reference varieties.

¥In the alternating temperdture regimes, the lower temperature was maintained for 16 hours and the higher
temperature for.eight hours.
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Table C-4. Germination of Cottonseed Produced at the AL Location.”

Mean'*
Temp. : : :
Regime| Seed Material Normjal Abnqrmal Viable Viable Firm
©C) Germinated Germinated Dead Hard Swollen
(%) (%) (%) (%) (%)
MON 88913 46.3* 2.7 51.0%* 0.0 0.0
20/30° | MON 88913(-) 55.5 5.5 39.0 0.0 0.0
Reference Range’]  45-57 1-11 36-47 0-0 0-0
Mean'®
Temp. . . .
Regime| Seed Material Germinated Dead Viable Viable Firm
°C) (%) (%) Hard Swollen
(%) (%)
MON 88913 0.0 628 O] 007 Y O 373
10 | MON 88913(-) 0.0 46.5.0°) W00 A & 35
Reference Range’ 0-0 3767 A O e 33-63
MON 88913 53.7 45.5 0.0 0.0
10/20°| MON 88913(-) 56.9 42.8 00 0.3
Reference Range 49-65 34-48 0-0 0-3
MON 88913 |07 563 07| 438 ] & op 0.0
20 | MON 88913(-)] 5488 07 53¢ 107 Qo 0.0
Reference Range 5465 o | 3526 O O 00 0-0
MON.88913 56.3 43.8 0.0 0.0
30 | MON'88913(-) 554 44:6 0.0 0.0
RéferenccRange 49-66 34-54 0-0 0-0
: e“m@‘%&@'{ 7 490" J\\}’ 5L @ 0.0 0.0
40."| MON 88913 25630 ¥ W8 0.0 0.0
;\Q' &’Qb‘ﬁef;rg}'cewgeﬁ\}(\ u5@%‘1 (\'0 0\$ 0-0 0-0
MONB8913 553 44.8 0.0 0.0
10/30* )y MON 889L3(-) 385 41.5 0.0 0.0
Reference. Range 54-78 22-46 0-0 0-0

* Indicates.a’significant difference between MON 88913 and MON 88913(-) at p<0.05.

TSeed used in fHese tests were produced during 2002 at Baldwin County, AL.

' Mdan percent nermal germinated, abnormal germinated, dead, viable firm swollen, or viable hard seed.

' Mean percent germinated,dead, viable firm swollen, or viable hard seed.

% Minintum and maximum ¥alues of combined data for all reference varieties.

? Inthe altérnating temperature regimes, the lower temperature was maintained for 16 hours and the higher
tempépaturé for eight hours.
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C.2. Individual Field Site Data Supporting Section VII. Phenotypic Evaluations

Individual Field Site Plant Growth and Development Results and Discussion
Comparisons of phenotypic parameters between MON 88913, MON 88913(-), and
conventional cotton were conducted to establish the phenotypic and seed compositional
equivalence of MON 88913. Combined site data and tables are presented in the main
body of the text, Section VII; individual site data tables are presented below. In each of
these assessments, MON 88913 was compared to MON 88913(-). Fourteen field
locations were used for the assessments during 2002:

L ocation
L ocation Code

Rapides Co., Louisiana AL
Limestone Co., Alabama BM
Florence Co.,

South Carolina FL
Mississippi Co., Arkansas KS
Lubbock Co., Texas LB
Washington Co.,

Mississippi LL
Pinal Co., Arizona MR
Fort Bend €o., Texas NV
San Patricio €0/, Texas PL
Pemiscot Co., Missouri PV
Edgecombe, Co,

Northi.Carolina RL
Oktibbeha Co:*Mississippi SV
Tift Co., Georgia TF
Obion Co., Tennessee ucC

Growth and-Deévelopment

Therewere no.differences.at anylocation between the test MON 88913 and MON
88913(9 for,six of 1 plant growth:and development characteristics measured. Single
differences at single sites. wete. detected between MON 88913 and MON 88913(-) for the
five remaining plant growth and development characteristics (Tables C-5, C-6). One
difference was detected at the LB location, where there was a difference between MON
88913.and MON 88913(5) in the number of emerged plants at the first emergence count.
This diffefence:was not detected at the other locations and was attributed to the time at
which the data wete recorded. The cooperator collected these data at seven days after
planting (DAP)when relatively few plants had emerged. By the second emergence
count, there-Was no detected difference in plant emergence between MON 88913 and
MON 88913(-). One difference was detected at PL where MON 88913 had a greater
number of emerged plants at the second count than MON 88913(-) (229 vs. 213 plants
per 30 ft, respectively). At TF, MON 88913 was taller than MON 88913(-) at the third
height measurement (114 vs. 102 cm, respectively). One difference in days until 50%
flowering was detected at BM where MON 88913 developed more slowly than
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MON 88913(-) (74 vs. 69 DAP, respectively). Yield of MON 88913 was greater than
MON 88913(-) at UC (1856 vs. 1567 lbs/acre, respectively).

A consistent trend toward increased emergence or yield would be agronomically
desirable, but could indicate increased weed potential if the trait were transferred to a
wild relative. However, no consistent trends for changes in these specific characteristics
were observed across locations (Table VII-3). Thus, they likely are due to random
experimental effects and are unlikely to be biologically meaningful in terms of plant
weed potential of the crop itself, or if the trait were transferred to a wild relative. In the
pooled analysis across locations, there was one difference detected between MON ‘88913
and MON 88913(-) for one of the 11 characteristics (Table VII-3). The date until 50%
flowering was later for MON 88913 than MON 88913(-) (64 vs. 63 DAP, respectively).
A time-by-location interaction was detected for this characteristic (datafot shown): at six
locations the MON 88913 date until 50% flowering was later than MON 88913(-), while
at three locations they were the same. Thus, MON 88913 on average flowered later than
MON 88913(-). This difference was one day at mostsites and therefore hasho biological
meaning with respect to plant pest potential.

Plant Map Data

Plant mapping is a technique used to identify boll pgsition:and-other, characteristics on a
cotton plant. Plant map data were usgd-to assess,oyerall’plant-‘morphology and boll
retention (Table C-7), <There were:nto differences detected-between MON 88913 and
MON 88913(-) for 13 of 20 plant map characteristics. -Singledifferences at single sites
were detected between MON-889 13- and-MON-88913(-) for six plant map characteristics.
One difference;in plant height at mapping was detected’at RL, where MON 88913 was
shorter thapsMON 88913(-)(84 vs:.96 ciw, respectively).c At SV, height per node was
lower in MON.88913 compared;to MON 88913(+) (5.9;vs. 6.3 cm/node, respectively).
The total balls pet: 10 plantsat SV, the nimbet-of position 2 bolls per 10 plants at KS and
thepercent position 2 bolls on nodes4-to 9at LB were lower in MON 88913 compared to
MON88913(-) (74'vs. 82 bolls; 9-vs. 14;totakposition 2 bolls/10 plants; 31 vs. 49%
position.Zbolls on.modes:4~ 9,-respectively). The percent first position bolls on nodes
10— 14-at FL was, greatetr onsMON 88943 compared to MON 88913(-) (40 vs. 26%,
respectively). ~Two differences-were detected in number of nodes per plant at LB and PV.
AtLB;MON 88913 had 'more’nodes than MON 88913(-) (17 vs. 15 nodes, respectively),
while’the-oppesite was observed-at PV where MON 88913 had fewer nodes than MON
88913(+) (14%s. 45 nodes, respectively).

{rends toward reducedplant height would not contribute to increased plant weed
potentialy while differences in boll retention may indicate an increase in weed potential of
the cr@p itse€lf or@receiving wild relative. However, no consistent trends for changes in
these specific characteristics, or any of the other measured plant map characteristics,
occurred when the data were pooled across locations (Table VII-4). Thus, the detected
differences in the by-location analysis likely are due to random experimental effects and
are unlikely to be biologically meaningful in terms of plant weed potential of the crop
itself, or if the trait were transferred to a wild relative.
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Boll/Seed Measurements

No differences were detected between MON 88913 and MON 88913(-) for two of four
boll/seed measurements (Table C-8). Single differences at single sites were detected
between MON 88913 and MON 88913(-) for two boll/seed measurements (Table C-8).
Seed index of MON 88913 was lower than MON 88913(-) at UC (9.9 vs. 11.3 g per 100
seed, respectively). At PV, MON 88913 had more seed per boll than MON 88913(-) (29
vs. 26 seed per boll, respectively).

A consistent trend toward greater seed numbers may indicate an increase in weed
potential if transferred to a wild relative. However, no consistent trends for changes in
seed number occurred when the data were pooled across locations (Table VII=5). Thus,
the difference in the by-location analysis for seed number likely was because of fandom
experimental effects and is unlikely to be biologically meaningful in terms ofplant weed
potential of the crop itself, or if the trait were transferred to a wild relativec;In the pooled
analysis of the boll/seed measurements, there was one difference detectéd between MON
88913 and MON 88913(-) for seed index. The MON'88913 seed index was-lower than
the MON 88913(-) seed index (9.56 vs. 9.83 g per-100 seed, respectively). Adest
material by location interaction was also deteeted for this characteristie (data not shown):
at seven locations the MON 88913 seed indeX was lower than MON 88913(-), at one
location the MON 88913 seed‘index wasnot differenit from MON 88913(-), and at two
locations the MON 88913 s€ed index Was higherthan I MON-88913(-). On average, MON
88913 had a lower seedindex than-MON 8891 3(-)..«Fhisdifference was approximately
0.3 g per 100 seed, and likely has-little biologicaldanieaning with respect to plant weed
potential.

Boll and Fiber Quality-Characteristics

There were nodifferences detected between MON 88913 and MON 88913(-) for three of
six boll'and fiber-quality characteristics (‘Tablé-C-9)2> Single differences at single sites
wete detected between MON 88913 and MON §8913(-) for two boll and fiber quality
characteristics (Table C-9). At SV, MON'88913 had lighter bolls than MON 88913(-)
(4.8vs. 540 g per boll, respectively). . Fibermicronaire for MON 88913 was lower than
MON.88913(-) atthe [B location:(3.80s. 4.30 mike units, respectively). Differences in
fiber elongation were detected at two locations. At BM, MON 88913 had lower percent
elongation than MON 88913(-) (7:525 vs. 8.150%, respectively), while the opposite was
observed-at KS+(8.438 vs..7.688%, respectively). Changes in micronaire or percent
elongation, while impeftant for consideration of crop performance, have little impact on
plant weed potential,-and Both micronaire values are agronomically equivalent, falling
withid the premitim target range of 3.7 to 4.2.

Whenthe boll and fiber quality data were pooled across locations, there were two
differenees detected between MON 88913 and MON 88913(-) for two of the six
characteristics assessed (Table VII-6). Boll size of MON 88913 was smaller than MON
88913(-) (4.56 vs. 4.70 g per boll, respectively). In addition, MON 88913 micronaire
was less than MON 88913(-) (3.758 vs. 3.881 mike units, respectively). Small changes
in seed size and micronaire are unlikely to increase plant weed potential.
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Insect, Disease and Abiotic Stressors

Each field site was rated four times during the season for specific insect pests, diseases
and abiotic stressors, although not all sites were rated for each pest or stressor because of
lack of occurrence (Table C-10). These qualitative data were not statistically analyzed.
Fourteen insect categories (species or group), four disease categories and ten abiotic
stressors were evaluated. Out of 106 insect observations, only one location reported a
difference in susceptibility between MON 88913 and MON 88913(-) (Table C-10). Beet
armyworm was a severe stressor at TF on the first observation date and the cooperator
noted, that in one of the four replications, the MON 88913 plot had more damage than the
MON 88913(-) plot (data not shown). This was not observed in the other three
replications, at other observations times at this location, or at other locations, A
differential response between MON 88913 and MON 88913(-) to slight Reundup
herbicide drift was observed at UC. The cooperator observed herbicide-damage“in the
MON 88913(-) plots. This was not unexpected because MON 88913(>) ismot tolerant to
Roundup agricultural herbicide and damage would occur if spray drift occurred. The
plants recovered quickly, and no symptoms were observed at the second observation.
Out of seven disease and 38 abiotic stressor observations, ng‘differences-wereZobserved
between MON 88913 and MON 88913(-). These results,suppoit the-conclusion that the
ecological interactions of cottofihave not béen alteredan MON 88913,
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Table C-6. Plant Development Characteristicsat 14 L ocations During 2002.

Daysuntil 50%  Node Above

L ocation' flowering Cracked Boll  Seedcotton Yield
DAP DAP Ibs/acre
Test Control Test Control Test Control

AL 58 57 - - 711 872
BM 74* 69 - - 2932 3068
FL - - 118 117 671 568
KS 66 65 125 125 2241 2201
LB 64 63 104 102 1987 1805
LL 63 63 125 127 3336 3097
MR - - - - 1751 1718
NV 69 68 - - 3485 3158
PL 60 59 111 111 2744 2722
PV - - - - 2926 2989
RL 66 66 122 120! 1041 968
SV - - - - X -

TF 61 61 126 126 3261 3025
UucC - » 116 116 1856* 1567

Test = MON 88913; €ontrol = MON 88913(4).

“Indicates a difference was detected (P<0:05) between MQON 88913 and MON 88913(-)
for a given characteristic within ajlocation.. Dashes indicate data not available.

'Field trials were established at-14 locations: Rapides-Co. I ouisiana (AL), Limestone
Co., Alabama (BM), Florence Cot, South Carolina(FL);\Mississippi Co., Arkansas (KS),
Lubboek Co.ZTexas (LB), Washington Ceé:; Mississippi (LL), Pinal Co., Arizona (MR),
Fort BendCo., Fexas(NV);San-Patricio Ceo:,; Texas (PL), Pemiscot Co., Missouri (PV),
Edgecombe Co., North €arolina (RL), Oktibbeha Co. Mississippi (SV), Tift Co., Georgia
(TE);.and Obion Co,,Fennessee(UC),
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Table C-10. Insect, Disease and Abiotic Stressor Observations' During 2002.

L evel of Stressor
Obs. Obs. Obs. Obs.

Stressor Identity L ocation’ 1 2 3 4
I nsect Aphids AL none none none none

LL none none none none

SV none - - -
Beet armyworm BM - - slight -

FL - - slight mod

TF sev’ slight mod -
Cabbage/Soybean Looper PL none none none _none
Cotton bollworm AL none slight ~slight), none

BM - - slight -

LB - = stight -

LL none mod med mod

PL none none _onone  none

RL - - slight slight

TH - slight (d4mod -
Flea hoppers/Stinkibugs PL nong non¢ -~ none none

NV - mod - -
Leaf perforator PL none none none none
Lepidoptera (unspecified) NV - mod - -
Lygus-bugs MR noue none - slight
Pink bollworm MR none none none slight
Stink bugs LL none none slight mod
Tarnished plant,bugs AL none slight slight none

LL none mod  slight slight

SV none - - -
Thrips AL none none none none

BM slight slight - -

FL mod - - -

LB mod - - -

LL slight none none none

MR none slight slight none

RL slight - - -

SV none - - -

UC slight - - -
Tebacco-budworm AL none slight slight none

LL none mod mod mod

PL none none none none

RL - - slight slight

TF - - mod -
Whiteflies AL - - - -

MR none none mod sev

TF - - mod -
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Table C-10 (Continued). Insect, Disease and Abiotic Stressor Observations' During
2002.

Level of Stressor

Obs. Obs. Obs. Obs.

Stressor | dentity L ocation' 1 2 3 4
Disease Boll rot RL - - - mod
Pythium RL None - - -
Rhizoctonia RL None - - -
Verticillium MR None none none none
Abiotic Cavitation ucC - - mod -
Cold BM Mod - < -
RL slight - - -
Crusting TF sev - - -
Drought AL slight  slight <O slight  none
BM - - - mod
FL sev mod sey mod
LB - slight®  slight -
NV sev mod 2 -
RL none mod mod none
TF slight - slight none -
[8[6 - sev sev -
Flood NV S - - mod
Heat FL Sey sev sev sev
TF od sev slight -
Herbicide SV - - mod -
Rapid-growth BM : slight - -
Glyphosate drift’ UG slight - - -
Weedcompetition* TF slight - - -

"Fach field site was rated approxiinatel§p4, 8,12, and 16 weeks after planting for specific
insect pests, diseases’and abiotie stressors; although not all sites were rated for each pest
or stressorbecause ofilack of oceurrence! Any observed visual differences between the
response, of MON 88913 and MON @8913(-) are footnoted. Mod = moderate, sev =
severe (details of methods presented in Appendix A).

*In‘one Of four replications the'test material has more beet armyworm damage than the
control. TFhis was notobserved in the other three replications.

’Slight glyphosate drift ebserved on some control plots; however, plants had grown out of
symptomsby second observation.

*Slightweed competition observed across the entire plot area but controlled with
subsequent-herbicide applications.

"Field trials wete established at 14 locations: Rapides Co., Louisiana (AL), Limestone
Co., Alabama (BM), Florence Co., South Carolina (FL), Mississippi Co., Arkansas (KS),
Lubbock Co., Texas (LB), Washington Co., Mississippi (LL), Pinal Co., Arizona (MR),
Fort Bend Co., Texas (NV), San Patricio Co., Texas (PL), Pemiscot Co., Missouri (PV),
Edgecombe Co., North Carolina (RL), Oktibbeha Co. Mississippi (SV), Tift Co., Georgia
(TF), and Obion Co., Tennessee (UC).
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C.3. Tablesfrom MON 88913 Field Samples Production in 2002

In order to generate the materials for in planta CP4 EPSPS protein characterization and
quantification, molecular characterization, cottonseed composition, and evaluation of
cottonseed dormancy, replicated field production trials were conducted at four locations
in the U.S. during 2002 (Table C-11). A description of the seed materials is presented in
Tables C-12, C-13. Roundup UltraMAX herbicide treatments are presented in Table

C-14. Tables C-15, C-16, and C-17 describe sample collections.

Table C-11. 2002 Field Sample Production Site L ocations.

No. Production Site APHI S Notification
1 Baldwin County, Alabama 02-042-31n
2 Tulare County, California 02-042-31n
3 Clarke County, Georgia 02-042-31n
4 Hockley Ceunty, Texas 02-042-31n

Table C-12. MON 88913.and-M ON 88913(-) Planting Seed for 2002 Field

Production:

M ater i Seed leot Number®  NMonsanto D Phenotype

Code

21707 _GLP:0203-121708 -~ KON-88913 Glyphosate
tolerant

171" GLP-4203:021712S . MON 88913(-)  \oneyphosate
tolerant

MON 88913 and MON 88913(~)'seed were planted at all production sites
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Table C-13. Conventional (Reference) Planting Seed for 2002 Field Production.

Caoctjil Material Code Seed Lot Number Variety Name’?
AL 12256 REF-0203-12256-S Delta Pine - 90
AL 12257 REF-0203-12257-S Delta Pine - 51
AL 12258 REF-0203-12258-S Delta Pine - 5690
AL 12259 REF-0203-12259-S Delta Pine - 5415
CA 12254 REF-0203-12254-S Stoneville - 474
CA 12255 REF-0203-12255-S Stoneville - 580
CA 12260 REF-0203-12260-S GTO MAXXA
CA 12261 REF-0203-12261-S Phytogen 72
GA 12264 REF-0203-12264-S FiberMax - 989
GA 12265 REF-0203-12265-S Phytogen=PSC 355
GA 12266 REF-0203-12266-S Phytogen - GA 161
GA 12267 REF-0203-12267-S HS 12
X 12268 REF-0203-12268-S Paymaster 330
X 12269 REF-0203-12269-S Paymastef.2379
X 12270 REF-0203-12270-S AFD Rocket
X 12271 REF-0203-12274-S All-Fex Atlas

"Baldwin County, Alabama(AL); Tular¢’County, California,(CA); Clarke County,
Georgia (GA); Hockley County, Texas (TX).
Conventional commercial cottonvarieties
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Table C-14. Roundup UltraM AX Herbicide Applicationsfor 2002 Field Sample
Production.

Application Application
Growth Stage Date Rate’
(mm/ddlyy) (0z/A)

Site Material Treated Product
Code'  with Product  Applied

AL 12170 Roundup 3 node 06/04/02 40
UltraMAX 8 node 06/20/02 40

Early bloom 07/16/02 40

CA 12170 Roundup 3 node 06/15/02 40
UltraMAX 8 node 06/27/02 40

First flower 07/13702 40

GA 12170 Roundup 2-4 node 06/30/02 40
UltraMAX 6-8 nod¢ 07/17/02 40

First flower: 08/01/02 40

TX 12190 Roundup 4-5n0de 06/25/02 42
UltraMAX~ 8210 node 07/08/02 40

First-flower 07/29/02 40

'Baldwin County,Alabama (AL ); Tulare’Courty, ‘California (CA); Clarke County,
Georgia (GA);»Hogckley County,-Texas (TX).

*Product application rate. Rotindup UlttaMAX herbicide applied at 40 ounces per acre is
equivalent to.¥:125-1b aefA’ of the acid] glyphosate.
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Table C-15. Young L eaf and Over-Season L eaf Sampling from the 2002 Field

Production.
Site Sample  Collection Date Crop Stage at Sample Size
Code! Type (mm/ddylyy) Sampling (# of leaves)
YL 05/30/02 1 node 16-30
AL OSL-1 06/10/02 3-5 node’ 14-25
OSL-2 07/22/02 50% flower 25
OSL-3 09/03/02 Cut-out® 25
YL 06/10/02 1 node 30
OSL-1 06/24/02 4 node 25
A OSL-2 07/16/02 50% flower 25
OSL-3 09/09/02 Cut-out 25
YL 06/19/02 1 node 24-30
OSL-1 07/02/02 325 node 25
GA
OSL-2 08/12/02 50% flower 25
OSL-3 08/28/02 Cutsout 25
YL 06719/02 2-3 nodes 1-20
OSL-1 06/26/02 4-6 node 4-25
R OSLE-2 08/09/02 50% flower 25
OSLs3 08/28/02 Cut-out 25

Samples collected from MON-889 13-and MON 88913(-) plots.

'Baldwin €ountyy Alabama(AL); Tulare County, California (CA); Clarke County,
Georgia(GA);"Hockley-County, Texas (TX).

*Plant grovith stage estimatéd by:days after planting.

’Cut-out generally refersto the'stage in cotton when vegetative growth ceases.

YL =%Young Leaf

OSL =©ver=season leaf
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Table C-16. Root Sampling from 2002 Field Production.

Site  Collection Date Crop Stage Sample Size
Code’  (mm/ddlyy) at Sampling (# of Roots)

AL 07/22/02 50% flower 3?

CA 07/17/02 50% flower 3

GA 08/13/02 50% flower 3

TX 08(;(;%(;%03211(1 50% flower 3

Samples collected from MON 88913 and MON 88913(-) plots

'Baldwin County, Alabama (AL); Tulare County;.California{(CA);-Clarke County,
Georgia (GA); Hockley County, Texas (TX).

*Samples not collected from sofite MON 88913(-) plotsjdue to Timited plant stand.

Table C-17. Pollen Sampling from 2002 Field Production.

Site Collection Amount
Codel Date Collected
(mirm/ddlyy)? (o)
AL 07722/02 ~5
CA 07/22/02 ~3
GA 08/12/02 2-3
TX 08/09/02 2-3

Samples collected from MON 88913 and MON 88913(-) plots.

'Baldwin County,Alabania (AL); Tulare County, California (CA); Clarke County,
Geofgia (GA); Hockley County, Texas (TX).

*Pollencsamples weéve collected at the 50% flower growth stage.
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C.4. Reproductive Tolerance and Floral Phenotypic Characteristics

Data were generated to determine the effects of over-the-top, sequential applications of
glyphosate on MON 88913 on pollen viability, pollen availability, and floral morphology.
The results are discussed in Section VII., and individual results and comparisons are
presented below.

The Roundup agricultural herbicide label recommendation for a single over-the-top
application in Roundup Ready cotton is equivalent to 0.76 1b ae/A applied no later than
the four-leaf (node) stage of development. Additionally, the label stipulates thatmo more
than two single over-the-top applications are to be made prior to the four-leaf(node)
stage, spaced no less than 10 days and two nodes of incremental growth apatt:
Additionally, any single over-the-top application should not exceed 1 gt{0.761bae) per
acre. Over-the-top applications made after the four-leaf (node) stagecof development
may result in boll loss, delayed maturity and/or yield loss. The potential for reduced
performance in Roundup Ready cotton following glyphosate applications eutside of these
restrictions has been attributed to low pollen grainviability (€Chen\and Hubmeier, 2001;
Pline et al., 2002), reduced pollen availability,and failure té obtain successful pollination
(Mery et al., 2002). Roundup Ready Flex cotton MON,889 13 hasbeencdesigned to
enhance the reproductive tolerance to glyphosate whien comparéd to, that currently
obtained with Roundup Ready cotton:

MON 88913, MON 88913(-),.aiid Roundup'Ready cotton were grown in a greenhouse.
Roundup WeatherMAX herbicidewas sequentiallyapplied over the top of MON 88913
and Roundup Ready cotton at three different stages of growth: four-leaf (node), eight-
leaf (node),-and 12-leaf(node). Noglyphosate applicationis were made to

MON 88913(+)2Polen availability, pellenyiability, stamen length (anther + filament),
staminal column heightyanther height (anther heightas a percent of the pistil length), and
pollen deposition were determined. Following the three applications of glyphosate, at 1.5
Ibvae/Aperapplication; the niimber of pollen:grains attached to a stigmatic lobe of the
glyphosate-treated MON: 88913 was markedly increased over treated Roundup Ready
cotton (Table C-18). Nosignificant-differences were detected in the number of pollen
grains on‘freatéd MON 88913 compared to untreated MON 88913, untreated MON
8891.3(~), oruntreated Roundup Ready cotton. No significant difference was detected in
thenumber of-poller/grains’ attached to a stigmatic lobe of untreated MON 88913
compared tountreated MON88913(-).

Under the rate of glyphosate applied, the degree of anther dehiscence was markedly
decreased in treateddRoundup Ready cotton compared to treated MON 88913 (Table C-
19). The degree of anther dehiscence in treated MON 88913 flowers was less than that of
untreated MON88913 and untreated Roundup Ready cotton. No differences were
detected invanther dehiscence between treated MON 88913 and the untreated control,
MON 88913(-). No significant differences in anther dehiscence were detected between
untreated MON 88913 and untreated MON 88913(-) (Table C-19). Percent pollen
viability was significantly greater in treated MON 88913 compared to treated Roundup
Ready cotton, as evidenced by both Brewbaker and Kwack and Alexander’s stain for
pollen viability (Tables C-20 and C-21, respectively). There were no significant
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differences detected in percent pollen viability between untreated MON 88913 and
untreated MON 88913(-) when either staining method was used.

Stamen length (filament + anther) in treated MON 88913 was greater than that in treated
Roundup Ready cotton. Stamen length was less in treated MON 88913 than in either
untreated MON 88913 or untreated MON 88913(-) (Table C-22). There was no
significant difference detected in stamen length between untreated MON 88913 and the
untreated MON 88913(-). No difference was detected in the staminal column height
between treated MON 88913 and treated Roundup Ready cotton. The staminal column
height was reduced in treated MON 88913, compared to untreated MON 88913, and
untreated MON 88913(-) (Table C-23). There was no difference detected in staminal
column height between untreated MON 88913 and untreated MON 88913(-),.~Anther
height, calculated as percent of pistil length, was greater for treated MON 88913 than for
treated Roundup Ready cotton, but less than untreated MON 88913 (Table C<24). No
difference was detected in anther height between treated MON 88913 and uintreated
MON 88913(-). Untreated MON 88913 anther heightas a percent.of pistil length was
greater than untreated MON 88913(-) (Table C-24).,This smalkpercentageidifference
(4%) would convert to a relatively minor actual height difference and would have little
biological meaning in terms of flower morphology or function. (Distributiénr’of pollen on
the stigmatic surface of treated MON 88913 .was greater than-treated Roundup Ready
cotton (Table C-25). The pollen deposition rating fot'treated MON 88913 was lower,
however, than that for untréated MON88913. There were no-différences detected in
pollen deposition between untreatedMON 88913 and untréated MON 88913(-) (Table C-
25).

MON 88913 demonstrated significantly incteasedteproductive tolerance and percent
pollen viability compared to - Roundup Ready‘cotton,, Stanten length, anther height, and
pollen depositién were also greater incMON 88913 compared to Roundup Ready cotton.
For all parametersevaluated, except-anther height as-a percent of pistil length, there were
no_ significant differences detected betweenUntreated MON 88913 and untreated
MON:88913(-). Untreated MON 8891 3:antherheight as a percent of pistil length was
greater than untreatedMON 88913 (-);but.the small percentage difference (4%) would
have little biological meaningin terms of flower morphology or function; this was
corrobordted by the field plant mapping data in the previous field phenotypic analyses.
These-data support‘the @onclusionthat MON 88913 possesses a significantly enhanced
margin of ¢ropisafety for glyphdsate-based herbicides.
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Table C-18. Number of Pollen Grainson Stigmatic L obe.

Materials Glyphosat? Pollen grains attachzed to one stigmatic
Treatment lobe” (#)
MON 88913 Treated 131ab
MON 88913 Untreated 139ab
MON 88913(-) Untreated 142a
Roundup Ready
cotton Treated 7c
Roundup Ready
cotton Untreated 116b

1.5 1b ae/A glyphosate application at 4-, 8-, and 12-leaf (node) stages.
? Mean number of pollen grains attached to the stigmatic lobe with greatestnumber of

pollen grains. Numbers followed by the same letter-were not significantly-different at
the 5% level of significance.

Table C-19. Anther Dehiscence.

. Glyphosate Anthef’rating for dehiscence?
Materials 1
Treatment
MON 88913 Treated 3.1b
MON 88913 Untreated 3.7a
MON 88913() Untreated 3.5ab
Roundup:Ready
cotton Treated 0.1c
Roundup Ready:
cotton Untreated 3.8a

U1 5db agtA glyphosate-application at4<, 8-, and 12-leaf (node) stages.

2 Miéananther dehiscence ratings where 0 = 0% dehisced; 1 = 25% dehisced; 2 = 50%
dehisced;.3 =75% dehisced; 4'=100% dehisced (open). Numbers followed by the
same letter were not significantly different at the 5% level of significance.
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Table C-20. Pollen Viability with Brewbaker and Kwack Staining Method.

: Glyphosate Per cent pollen viability?
Materials Treatment? (%)
MON 88913 Treated 74b
MON 88913 Untreated 85a
MON 88913(-) Untreated 90a
Roundup Ready
cotton Treated 6¢
Roundup Ready
cotton Untreated 91a

'1.5 Ib ae/A glyphosate application at 4-, 8-, and 12-leaf (node) stages:

? Mean percent viable pollen. Numbers followed by the same letteravere not significantly
different at the 5% level of significance.

Table C-21. Pollen Viability with Alexander Staining M.ethod:

: Glyphosate Per cent potien viability?
Materials Treatment™ (%)
MON 88913 Treated 84b
MON 88913 Untreated 95a
MON 88913(-) Untreated 95a
RoundupReady
cotton: Treated 6¢
Roundup Ready
cotton Untreated 94a

~1\5 [bfae/Aglyphosate application at 4-, 8-, and 12-leaf (node) stages.

#Mean percentcviable pollen. Nambeis followed by the same letter were not significantly
different atthe 5% levelof significance.
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Table C-22. Stamen Length.

. Glyphosate Stamen length?
Materials Treatment? (mm)
MON 88913 Treated 5.5b
MON 88913 Untreated 5.9a
MON 88913(-) Untreated 5.9a
Roundup Ready
cotton Treated 4.4c
Roundup Ready
cotton Untreated 6.1a

1.5 1b ae/A glyphosate application at 4-, 8-, and 12-leaf (node) stages:
? Mean stamen length = anther + filament. Numbers followed by the sameTetter were not
significantly different at the 5% level of significance:

Table C-23. Staminal Column-Height.

Materials Glyphosate Staminal;column?®

Treatment (mm)

MON 88913 Treated 10.1c

MON 88913 Untreated 11.6b

MON 88913(-) Untreated 11.9b
Roundup-Ready

cotton: Treated 10.2¢c
Roundup Ready

eotton Untreated 12.7a

L4\5 1bae/Acelyphiesate application at 4-, 8-, and 12-leaf (node) stages.
* Mean staminal-column length (including ovary). Numbers followed by the same letter
wergnot significantly;different at.the 5% level of significance.
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Table C-24. Anther Height.

Materials Glyphosate Anther height?
Treatment (% pistil length)
MON 88913 Treated 94b
MON 88913 Untreated 100a
MON 88913(-) Untreated 96b
Roundup Ready
cotton Treated 78¢c
Roundup Ready
cotton Untreated 94b

1.5 1b ae/A glyphosate application at 4-, 8-, and 12-leaf (node) stages:

? Mean of the uppermost anther height as a percent of pistil length; anther-height as % of
pistil length calculated from the raw data = 100 — ({{pistil length’— uppermost anther
height] / pistil length} x 100). Numbers followed by the same-letter wete not
significantly different at the 5% level of significance.

Table C-25. Pollen Deposition.

Materials Glyphosat? - .
Treatment Pollen deposition rating

MON 88913 Treated 2.1b

MON, 88913 Untreated 2.6a

MON88913(-) Untreated 2.6a
Roundup Ready

eotton Treated 0.2d
Roundup Ready

cotton Untreated 1.2¢

"3 Ibae/A glyphosate application‘at 4-, 8-, and 12-leaf (node) stages.

*Meéan pollen deposition rafing where 0 = no pollen attached; 1 = distribution over lower
2/3 of'stigma; 2<=distribution over upper 2/3 of stigma; 3 = even distribution over
entire stigma:- Numbers-followed by the same letter were not significantly different at
the 5% level of significance.
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Appendix D: Characterization of the CP4 EPSPS Protein in MON 88913

The physicochemical properties of the CP4 EPSPS protein isolated from MON 88913
were determined and the equivalence of the MON 88913-produced protein to the
previously characterized E. coli-produced CP4 EPSPS protein was assessed. The
methods used in these analyses are described in Appendix B.

N-terminal Sequence Analysis

The results of the N-terminal sequence analysis of the plant-produced CP4 EPSPS protein
are summarized in Table D-1. The experimentally determined N-terminal sequence for
the plant-produced CP4 EPSPS isolated from MON 88913 confirmed the expeeted amino
acid sequence. Three sequences, all of which are consistent with the N-tertinus‘of the
CP4 EPSPS protein, were observed in the CP4 EPSPS protein isolated ffom - MON 88913
seed. The first sequence originates at residue four, glycine, and the aother.two sequences
start at residues two, and six (leucine, and serine, respeetively). The observation of a
staggered N-terminal sequence for the plant-produced CP4 EPSPS prétein-has previously
been reported for cotton (Harrison et al., 1996) andysoybean (Harrison gtal., 1996). Such
a finding is not uncommon because the initiatot“methionirnte'is normally remeoved from
proteins in eukaryotic organismis'by an endogenous methionine aminopeptidase (Arfin
and Bradshaw, 1988) and the loss of several N-terminal amino-acid résidues may be due
to protease action when plant cells are-homogenized. Despite-the Staggered N-terminus,
the sequence data confirin that the~43 kDa protein isolated from the seed of MON 88913
is the CP4 EPSPS protein and that this,;Sequence: is consistent:with the N-terminal
sequence of the E<coli-produeed CP4 ERSPSreference standard.

Table D-1,-N-terminabAmino Acid Sequence Analysisof the CP4 EPSPS Protein
Purified from MQON, 88913

The predicted amino acid sequence (residues, 1-20 9P455) of the plant-produced CP4
EPSPS protein was deduced from the-coding region of the full-length cp4 epsps coding
sequences presentin MON 88913. Three sequences were observed (1, 2, and 3) from N-
terminal.sequencing of they~43:kDa band;.all of which are consistent with plant-produced
CP4 EPSPS-protein. For all:'sequences,undesignated amino acid assignments are shown
as an ‘X, Dtentativeassignments are shown in brackets ( ) and amino acids are assigned
usingthe single letter amino-acid code”.

12 3~ 405 6 7 8 9 1011 12 13 14 15 16 17 18 19 20
Predicted MIYVHG A S S RPATARKS SGLSG
Otied GASXRPATARKSX G
Observed-2 g X 1|{ 1" zJ\ "f J\ X I‘( ‘S ‘S (‘} I‘J ‘S(C‘})
Observed-3 I|JP|I(‘}1‘AXXI‘{X/LXXXX£X

*The single letter [UPAC-IUB amino acid code is A, alanine; G, glycine; H, histidine; K,
lysine; L, leucine; M, methionine; P, proline; R, arginine; S serine; and T, threonine.
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Immunoblot Analysis — Immunoreactivity.

Immunoblot analysis was performed using goat anti-CP4 EPSPS serum, which was
produced using an E. coli-produced CP4 EPSPS protein as the antigen. The plant-
produced CP4 EPSPS and reference standard were loaded in duplicate at 1, 2, and 3 ng
CP4 EPSPS protein per lane. As expected, the immunoreactive signal increased with
increased levels of the CP4 EPSPS protein (Figure D-1; Table D-2). However, there was
a difference in the immunoreactive signals among duplicates for the plant-produced CP4
EPSPS loaded at 3 ng. This observed difference was likely because of an error in loading
the duplicate sample in lane # 13. Thus, the densitometric value for this lane was
excluded from the average calculation of immunoreactivity of plant-produced CP4
EPSPS protein. Also visible are lower molecular weight immunoreactive bands in [anes
3-8 and 9-14 that migrate at approximately 23 kDa and 37 kDa. The lower‘molecular
weight immunoreactive bands, visible with increased levels of the loaded proteinis, may
have been formed by proteolytic degradation of CP4 EPSPS protein during-the protein
extraction process. Furthermore, the western blot analysis showed,that the CP4 EPSPS
protein isolated from MON 88913 bound equivalentzamounts of goat ‘anti-€P4 EPSPS
serum (overall average percent difference of < 10%) to the E.-coli~ptroduced CP4 EPSPS
reference standard. The observed similarity i protein mobility‘and isnmunoreactivity for
the plant- and E. coli-produced(CP4 EPSPS proteins demonstrates that the plant-produced
CP4 EPSPS protein is equivalént to the & coli-prodtuced €P4 EPSPS reference standard.
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Lane
1 234567 89101112131415

MW (kDa)
250—
150—
100—
75—
50— ———— . e o —
37—
25 —
20— -
15—
10—

Lane Sample Amount (n
1 Blank lane ©ontaifiing 10.0 Laetmli sample butfer —
2 MW Markers —
3 E. coli-produced CP4 EPSPS reference standard 1
4 E. coli-produced’CP4 EPSPS refetence . standatd 1
S E. coli-produ¢ed CP4. EPSPSteference standard 2
6 E.cofi-produced CP4 EPSPS refetence standard 2
7 Eocoli-produced-CP4 EPSPS feference)standard 3
8 E. coli-produced CP4‘EPSPS referénce standard 3
9 Plant-produced €B4 EPSPS protein from MON 88913 1
10 Plant-produced €P4,EPSPS protein from MON 88913 1
1 Plant-produced CP4 EPSPS protein from MON 88913 2
12 Plant-prodiiced-CP4 EPSPS protein from MON 88913 2
13 Plantsproduced CP4<EPSPS protein from MON 88913 3
14 Plant-produced CR4’EPSPS protein from MON 88913 3
15 Blank lane containing 10 pl Laemmli sample buffer —

Figure DL. lmmunoblot;Analysis of the CP4 EPSPS Protein Isolated from MON
88913:

Samples of plant-produced CP4 EPSPS protein and E. coli-produced CP4 EPSPS reference
standard were Separated by 4—20% SDS-PAGE, electrotransferred to a PVDF membrane
and detectedyusing CP4 EPSPS polyclonal antiserum followed by development using the
ECL system (15 sec exposure shown). Amount refers to CP4 EPSPS protein (corrected for
purity) loaded per lane. Approximate molecular weights (kDa) correspond to the markers
loaded in Lane 2.
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Table D-2. Summary of the Densitometric Analysis of the Immunoblot of the
E. coli- and Plant-Produced CP4 EPSPS Proteins.

Percent
difference
Average between
Load Contour of replicate
Sample Lane | (ng) | Replicate | quantity | Replicates averages
Test Protein 9 1 1 2.622 274
Test Protein 10 1 2 2.851 ’ 490
Reference Protein 3 1 1 2.891 786
Reference Protein 4 1 2 2.822 )
Test Protein 11 2 1 5.684 549
Test Protein 12 2 2 5547 ) 6.32
Reference Protein 5 2 1 5.475 533 ’
Reference Protein 6 2 2 5.277 ]
Test Protein 13 3 1 14.83? 67>
Test Protein 14 3 2 6:716 ’ 1111
Reference Protein 7 3 1 7.729 7556 '
Reference Protein 8 3 2 7,388 ’
AveragePercent Difference> 7.21

& Although lanes’13 and 14 ‘Wereddaded with-duplicate loadings of 3 ng protein, lane 13
showed a higher signal than lane 142 Comparing the signal from the duplicate and the
trend in increasing sighal with igereasing protein:loading, it was concluded that the
highersignal’observed ifilane13 was likely because-of an error in the loading of the gel
and, thus,this valde was excluded from the@verdge calculation. However, it should be
noted that even when lane #13;was ‘included in-the calculation of Percentage Difference,
the average’difference was:less than 20%, which was considered the threshold for
equivalent immunéreactivitys

Contour'quantities'of each band in'the test and reference proteins were determined by
densitometric analysis of'the X-ray film depicted in Figure D-1. For each pair of
replicates, the average contour quantity was calculated and then the average contour
quantitiesfor equal loadings of the test and reference proteins were compared. The
overalliaverage difference in contour quantities for 1, 2, and 3 ng loadings of the test and
reference ptroteins was7.21%.
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Molecular Weight and Purity Determination.

The plant-produced CP4 EPSPS protein was separated using SDS-PAGE and stained
with Brilliant Blue G-Colloidal stain (Figure D-2). The purity and molecular weight of
the plant-produced CP4 EPSPS protein were estimated using densitometric analysis
(Table D-3). The predominant band in the plant-purified sample had an average
molecular weight of 43.1 kDa. Because this protein migrated with a near identical
molecular weight as that of the E. coli-produced CP4 EPSPS reference standard

(43.8 kDa), the plant-produced CP4 EPSPS protein was concluded to have the same MW
as the E. coli-produced CP4 EPSPS protein. The average purity of the plant-produced
CP4 EPSPS protein was estimated to be 81%.
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23 45 6 7 8 91011 12
S s . AT -

MW (kDa) MW (kDa)
200.0— = — 200.0
116.25\ % = /- 116.25

97.4— — — — 974
66.2— - — — 66.2
31.0— -~ - =310
21.5— > - - 215
14.4— — — — 14.4
6.5— — E - — 65
Lane Sample Amount (uq)

1 Blank lane containing 10 pi} Laemimlicsample buffer —

2 MW Markers (Bio-Rad, €Cat#:"161-0317) 0.5 ug/band
3  E. coli-produced CP4 EPSPS reference stafidard 1
4  Plantzprodueed CB4 EPSPS protein fram-MON 88913 1

5. ¢, “Plant-produced’CP4 EPSPS protein from MON 88913 1

6. Plant-produced CP4 EPSPS protemfrom MON 88913 2

7. ~-Plant-preduced,CP4 EPSPS protein fiom MON 88913 2

8" _Plantsproduced CP4 EPSPS-protein’from MON 88913 3

9 .~ Plant-produced.CP4 EPSPS protein from MON 88913 3

0 MW Markets (Bio-Rad, Cat#: 161-0317) 0.5 ng/band
1 .0 Blank lane containing 10t Laemmli sample buffer —
127 <Empty lane;(nothing loaded into the well) —

FigureD-2.LSDSPAGE Purity and Molecular Weight Analysis of the CP4 EPSPS
Protein | solated from ™M ON 88913.

Samples of the-plant-produced CP4 EPSPS protein and E. coli-produced CP4 EPSPS
reference standard were loaded as indicated on a 4—20% polyacrylamide gel. Amount
refers to total protein loaded per lane. Approximate molecular weights (kDa) correspond
to the markers loaded in Lanes 2 and 10.
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Conclusions for MON 88913 CP4 EPSPS Protein Characterization

A panel of analytical tests, some using the E. coli-produced CP4 EPSPS protein as a
reference standard, was used to characterize the plant-produced CP4 EPSPS protein. The
identity of the plant-produced protein was confirmed using data from immunoblot
analysis and N-terminal sequence analysis. On the basis of western blot analysis, the
electrophoretic mobility and immunoreactive properties of the plant-produced CP4
EPSPS protein were demonstrated to be comparable to those of the E. coli-produced CP4
EPSPS reference standard. The N-terminus of the major protein band contained in the
plant-produced CP4 EPSPS protein preparation was sequenced using automated Edman
degradation, and the amino acid sequence was found to be consistent with the predicted
sequence of amino acids translated from the cp4 epsps coding sequence within MON
88913. The molecular weight of the plant-produced CP4 EPSPS protein was gstimated
using SDS-PAGE and densitometric analysis. The predominant band in_the plant-
purified sample had an average molecular weight of 43.1 kDa, and migrated with a near
identical molecular weight as that of the E. coli-produced CP4 EPSES reference standard
(43.8 kDa).

Collectively, these data establish the physicochemical properties of the:.CP4 EPSPS
protein isolated from MON 88913 and establish its equivalence.to the £. ¢oli-produced
CP4 EPSPS protein used in studies to determine the safety of'the:CP4 EPSPS protein.
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Appendix E: Compositional Analysis Tables

In order to assess the composition of MON 88913 cottonseed, a compositional analysis
was conducted of delinted cottonseed grown under replicated field conditions in the U.S.
at four sites. As in the field phenotypic assessment, MON 88913 was compared MON
88913(-), which has background genetics representative of the test material but does
produce the CP4 EPSPS protein. Sixteen commercial conventional cotton varieties
produced in the same field trial alongside MON 88913 and MON 88913(-) were also
analyzed as references. A summary of data where statistical differences were observed
was presented in the main body of the text. The detailed compositional values are
presented in the tables in this Appendix, as well as literature values for cottonseéd
compositional analytes.
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TableE-2. Literature Valuesfor Cottonseed Compositional Analytes.

Component Literature Ranges?

Proximates, Fibers (% dwt)
Protein 21.2"'-295"°
Fat 16.9°-26.8°
Ash 3.8°-45"°
Moisture 547-10.1°
Carbohydrates Not Available
Calories (kcal/100g) Not Available
Acid Detergent Fiber 29.0°—40.1°
Crude Fiber 20.8°
Neutral Detergent Fiber 48.7°-503°
Total Dietary Fiber Not Availablé

Amino Acids (% Total AA)
Alanine 3.6 U2
Arginine 10902132
Aspartic Acid 8§8'~95}
Cystine 1.76° - 34"
Glutamic Acid 19.9 '=22 4
Glycingé 377 46"
Histidine 26 ,.23.11°
Iseleucine 28734
Leucine 531-6.1"
Lysine 407 _ 46"
Methionine 12'-18"'
Phenylalanine 50 —62"
Prolihe 3.1'-4.0'
Sering 3.9'-44°
Threonine 2.8'-3.46°
Tryptophan 10'—14"
Tyvosine 16'-33"
Valine 41 -48'

*Ranges include literature values for conventional cotton and for both
glandedand glandléss cotton. ' Lawhon et al., 1977 (amino acids as
8/16¢N defatted flour); * Cherry et al., 1978 (fatty acids as % oil); * Belyea
et al., 1989; p Cherry and Leffler, 1984; > NRC, 1982 (fuzzy seed; 6 NRC,
2004 (fuzzy seed, amino acids as % protein); ' Cherry, 1983 (fatty acids as
%ipid;20:0 arachidic acid as % phospholipids in oil); * Shenstone and
Vickery, 1961 (fatty acids as % oil); ? Basset et al., 1970; 10 Cherry et al.,
1986; '' Smith and Creelman, 2001 (vitamin E as ppm fwt).
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Table E-2 (Continued). Literature Valuesfor Cottonseed Compositional Analytes.

Component Literature Ranges”
Fatty Acids (% Total FA)
14:0 Myristic 0.56'—1.16"
16:0 Palmitic 18.47-26.18 °
16:1 Palmitoleic 0.56°—1.00 "’
18:0 Stearic 227-2.88°
18:1 Oleic 15.172-19.94*
18:2 Linoleic 49.07°-59.1"
18:2 Gamma Linoleic Not Available
18:3 Linolenic 0.23 "
20:0 Arachidic 0.41"'
22:0 Behenic Not Availablé
Dihydrosterculic Not Available
Malvalic 0.7%-1.5%
Sterculic 0.33Z 058
Minerals
Calcium (%, dwt) 0132 0.17°
Copper (ppi dwt) 9975542
Iron (ppm dwt) 670> —151°
Magnesium (Ye-dwt) 0,34°20.37°
Manganese (ppmdwt) 105-20.1°
Phosphoris (%,dwt) 056°-0.75°
Potassium (% dwi) 096°—121°
Sodium (% dwt) 0.03°-0.31°
Zinc (ppm dwt) 28.9°-37°
Miscelfaneous
Gossypol, Free (% dwt) 0.59'°_-235"
Gossypel; Total (% dwt) 0.80'—1.09 '
Vitamin (ppm)
VitamintE 99 T _2o4 1
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Appendix F: Appearance of Glyphosate Resistant Weeds

Monsanto considers product stewardship to be a fundamental component of customer
service and business practices. The issue of glyphosate resistance is important to
Monsanto because it can adversely impact the utility and life cycle of our products if it is
not managed properly. The risk of weeds developing resistance and the potential impact
of resistance on the usefulness of an herbicide vary greatly across different modes of
action and are dependent on a combination of different factors. As leaders in the
development and stewardship of glyphosate products for almost thirty years, Monsanto
invests considerably in research to understand the proper uses and stewardship ofithe
glyphosate molecule. This research includes an evaluation of some of the factors that can
contribute to the development of weed resistance.

A. TheHerbicide Glyphosate

Glyphosate (N-phosphonomethyl-glycine) (CAS Registry #: 1071-83%6), the active
ingredient in the Roundup family of nonselective;foliar-applied, post-etiergent
agricultural herbicides, is among the world’s most widely used herbicidal active
ingredients. Glyphosate is higlily effective-against the:majority of-annual and perennial
grasses and broad-leaved weeds. Glyphosate kills plant ¢ells by inhibition of 5-
enolpyruvylshikimate-3-phosphate syhthase (EPSPES)an enzyme.involved in the
shikimic acid pathway<or aromatic:amino acid biosynthesis in<plants and
microorganisms (Franz et al., 1997). d'his dromatic'amino agid pathway is not present in
mammalian metabolic systems (Cole, 1985). Fhis mode-of action contributes to the
selective toxicity of glyphesate-toward plants and-to the Tow risk to human health from
the use of glyphosate aceording tolabel-directions. A comprehensive human safety
evaluatiov and risk assessment concluded that glyphosate has low toxicity to mammals, is
not a carcinogen,-does not adverselyaffect reproduction and development, and does not
bioaccumulate in mammats (Williams:€t al.52000). Glyphosate has favorable
environmental charactetisticsyincluding:a low potential to move to through soil to reach
ground water and thatit is:degraded over tithe by soil microbes. Because it binds tightly
to soil,glyphosate’s bicavailability 15 reduced immediately after use, which is why
glyphosate has'no residualisoil.activity. An ecotoxicological risk assessment concluded
that the-use ©f glyphosate does not;pose an unreasonable risk of adverse effects to non-
target'species,-such-as birds and fish, when used according to label directions (Giesy et
al, 2000).

B.” Char acteristics Related to Resistance

Todaysomie 17 -herbicide-resistant species and 286 biotypes within those species have
been identified\(Heap, 2004). Most of them are resistant to the triazine family of
herbicides (Holt and Le Baron, 1990; Le Baron, 1991; Shaner, 1995). Resistance usually
has developed because of the long residual activity of these herbicides with the capacity
to control weeds all year long and the selection pressure exerted by the repeated use of
herbicides with a single target site and a specific mode of action. Using these criteria,
and based on current use data, glyphosate is considered to be a herbicide with a low risk
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for weed resistance (Benbrook, 1991). Nonetheless, a question has been raised as to
whether the introduction of crops tolerant to a specific herbicide, such as glyphosate, may
lead to the occurrence of weeds resistant to that particular herbicide.

It is important to recognize that weed resistance is a herbicide-related issue, not a crop-
related issue. The use of a specific herbicide with a herbicide tolerant crop is no different
than the use of a selective herbicide over a conventional crop from a weed resistance
standpoint. While the incidence of weed resistance is often associated with repeated
applications of a herbicide product, its development depends very much on the specific
herbicide chemistry in question as well as the plant’s ability to inactivate them. Some
herbicide products are much more prone to develop herbicide resistance than-athers.
Glyphosate has been used extensively for three decades with very few casesof résistance
development, particularly in relation to many other herbicides. A summary of'some of
those factors is described below.

B.1. Target Site Specificity
Target site alteration is a common resistance me¢hanism among many herbicide classes,
such as acetolactate synthase-inhibitors and triazines, but is’less likely-for glyphosate.

An herbicide’s mode of action(is classifigd by the interference of a critical metabolic
process in the plant by bindinhg to a tatget protein‘and disrupting the required function.
The “specificity” of thigiinteractions critical-for the epportunity to develop target site
mediated resistance.Because.the herbicide'contdcts disereet’amino acids during protein
binding, changing-one of these contact point aminocacids.can interrupt this binding.
Specificity of inhibitor binding-is<dependent-on the number.and type of the amino acids
serving as ¢dntact points and-ean be“measured indirectly by counting the number of
unique compounds that can bindin the same site:-On@one extreme, glyphosate is the only
herbicide compound that can bind to'EPSPS., Singlézamino acid substitutions near the
active sit®haye beemwobserved:for ERSPS, and while glyphosate binding is slightly
weaker, these enzymes-ate.also lessfit.~Similarly, high specificity is also observed for
glutaming’synthetase; binding three compounds including phosphinothricin in the active
site (Crespo-et ale, 1999). Paraquat and diquat are the only two herbicides inhibiting
photosystem E\No targetsite mutations have been reported to be responsible for
resistance irthese systeéms (Powles-and Holtum, 1994).

On the other‘extreme afe target enzymes that are efficiently inhibited by a wide array of
compounds; e.g:, acetolactate synthase (ALS) is inhibited by 53 and acetyl CoA
carboxylase (ACCase)is inhibited by 21 separate herbicide compounds that bind both
within and outside-the active site (HRAC 2002; Trannel and Wright, 2002). These cases
demofistrate thatmumerous non-critical amino acids are involved outside of the active
site, offeting a'relatively large range of permissible mutations. In these two cases, a
single amino acid change can result in virtual immunity to the class of herbicides and has
directly led to the preponderance of resistant weed species for these mode-of-actions, 79
and 30 respectively.
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Glyphosate competes for the binding site of the second substrate, phosphoenolpyruvate in
the active site of EPSPS and is a transition state inhibitor of the reaction (Steinrucken and
Amrhein, 1984). This was recently verified by x-ray crystal structure (Schonbrunn et al.,
2001). As a transition state inhibitor, glyphosate binds only to the key catalytic residues
in the active site. Catalytic residues are critical for function and cannot be changed
without a lethal or serious fitness penalty. Furthermore, very few selective changes can
occur near the active site of the enzyme to alter the competitiveness of glyphosate
without interfering with normal catalytic function. Therefore, target site resistance is
highly unlikely for glyphosate. This was further illustrated in that laboratory selection for
glyphosate resistance using whole plant or cell/tissue culture techniques were
unsuccessful (Jander et al., 2003; Widholm et al., 2001; OECD, 1999).

B.2. Limited Metabolism in Plants

Metabolism of the herbicide active moiety is often a principle mechanism for the
development of herbicide resistance. The lack of glyphosate metabeolismvor significantly
slow glyphosate metabolism has been reported in seyveral species and teviewed in various
publications (Duke, 1988; Coupland, 1985). Therefore, this;mechanisnyis unlikely to
confer resistance to glyphosate in plants.

B.3. Lack of Soil Residual Activity

Herbicides with soil residual activity dissipate over time’in the soil’résulting in a
sublethal exposure andin effect low“dose selection pressure. Glyphosate adsorption to
soils occurs rapidly, @sually within ene-hout (Franz et@al,, 1997). Soil-bound glyphosate
is unavailable to plant roots, so the impact of sublethal doses over time is eliminated.
The postemerge~only activity of glyphosate:allows’ forthe use of a high dose weed
management strategy.

The graphdn Figure F-billustrates the instanceés of'weed resistance to various herbicide
famiilies. ZThe-different slopes observed aredargely due to the factors described above,
which:relate to chemistty andfunetion, in addition to levels of exposure in the field.
Glyphosate isa member of the.glycing family of herbicides, which have experienced very
limited cases of resistance despite-almost three decades of use. The ALS inhibitors and
triazine famili€s,; oncthe other hand, have experienced extensive cases of resistance even
after-they were ayvailable'for only a relatively short period of time.

Itis also important to xécognize that each herbicide targets a large number of weeds, so
the/development of resistance in certain species does not mean the herbicide is no longer
usefulto the grower.  For example, resistance of certain weeds to imidazolinone and
sulfonyutea chemistries developed within three to five years of their introduction into
cropping systems:*Nevertheless, Pursuit (imidazolinone) herbicide had a 60% share of
the U.S.-8oybean herbicide market despite the presence of a large number of resistant
weeds because it was used in combination with other herbicides that controlled the
resistant species. How weed resistance impacts the use of a particular herbicide varies
greatly depending on the herbicide chemistry, the biology of the weed, availability of
other control practices and the diligence with which it is managed.
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Figure F-1. Number of Herbicide Resistant Weed Species Found By Y ear s of
Herbicide Family Use.
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C. Weeds Resistantto Glyphosate

Weed resistance as generally definedas the naturallyoccurting inheritable ability of
some weedbiotypes within:a given weed population’to survive a herbicide treatment that
should,ondernormal use'conditions; etfectively control that weed population. Thus, a
resistant weed must demonstrate two criterias, 1).theability to survive application rates of
a herbieide productthat .once were effective in centrolling it; and 2) the ability to pass the
resistance trait to;seeds.) Procedutes to‘confirm resistance generally require both field
and greenhouse analyses; particularly if thetevel of resistance is relatively low. This
correlatiofnthas been patticularly gmportant for the accurate detection of glyphosate
resistance, for which theilevelsiof resistance observed have been as low as 2X the
susceptible biotypes,

Herbicide toleratice differsdrom resistance in that the species is not controlled but has the
inherent;ability to survive applications of the herbicide from the beginning. In other
words, the’species does’'not develop tolerance through selection but is innately tolerant.

As paftt of‘our ptoduct stewardship and customer service policy, Monsanto investigates
cases of unsatistactory weed control to determine the cause, as described in the
performance evaluation program outlined in section E of this document. Weed control
failures following application of Roundup agricultural herbicides are most often the result
of management and/or environmental issues and are very rarely the result of herbicide
resistance. The procedures included in Monsanto’s performance evaluation program
provide early detection of potential resistance, field and greenhouse protocols to
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investigate suspected cases and mitigation procedures to respond to confirmed cases of
glyphosate resistance.

To date, biotypes of only four weed species resistant to glyphosate have been identified
and confirmed. In all cases, Monsanto worked with local scientists to identify alternative
control options that have been effective in managing the resistant biotypes.

Lolium rigidum

In 1996 in Australia, it was reported that a biotype of annual ryegrass (Lolium rigidum)
was surviving application of label recommended rates of glyphosate (Pratley et al:; 1996).
A collaboration was established with Charles Sturt University to develop an agronomic
understanding of the biotype and investigate the mechanism of resistance. «Wherethe
biotype has been found, it has occurred within isolated patches within a-field.and does not
appear to be widespread. The resistant biotype is easily controlled within conservation
and conventional tillage systems with other herbicides;tillage or seed removal.

A large body of biochemical and molecular biology experiments between’Australian
ryegrass biotypes resistant and susceptible to glyphosate indicate that'the observed
resistance is due to a combination of factors: "The mechanism of r€sistance appears to be
multigenic and caused by a complex inheritance pattern, which-is unlikely to occur across
a wide range of other speci€s. The méchanism isyet to-be fully défined despite
significant research effort; howeverireduced cellulartransport-of glyphosate has been
proposed (Lorraine-Colwill et al:; 2003).

The resistant anfiual ryegrass biotype.has also been observed.in orchard systems of
California and South Africa~Simildr to-the Australian locations, these fields are small
and isolated. Monsanto established.cellaborations with*local scientists to identify
alternative.controlimechanisms, and the.ise of-othef-herbicides, tillage, mowing, and seed
removal have been very effective in eontrolling the ryegrass.

Annual ryegrassis.not a common weed in.cotton fields in the U.S.

Lobtium multiflorum

Apopulatien of Italian@yegrass (Lolium multiflorum) was reported to survive labeled
rates-of glyphesate by a scientist-conducting greenhouse and field trials in Chile.
Monsanto condueted field and greenhouse trials to confirm the resistance and worked
with-the zesearcher to’identify alternative control options. A population was also
identified inoBrazil. The'resistant biotypes have been found on only a few farms and are
easily centrolled through tank mixes with other herbicides and cultural practices.

Italian ryegrass-is not a common weed in cotton fields in the U.S.

Eleusine indica

A population of Eleusine indica (goosegrass) was reported to survive labeled rates of
glyphosate in some orchard systems in Malaysia. Monsanto entered into collaborations
with the University of Malaysia and identified alternative control options to effectively

04-CT-112U0 Page 230 of 239



manage the resistant biotype. Extensive molecular investigations determined that some
of the resistant goosegrass plants have a modified EPSPS that is two to four times less
sensitive to glyphosate than in more sensitive biotypes (Baerson et al., 2002). However,
some resistant individuals did not exhibit the enzyme modification, suggesting that
different mechanisms may be at play or resistance may be due to a combination of
factors.

The resistant biotypes are easily controlled through application timing (applying
glyphosate during the early growth stages), other herbicides, tillage and other cultural
control practices.

Goosegrass is a warm season annual grass that can be found in U.S. cotton fields’
Although considered a common weed species in cotton, it is not generally considered a
troublesome weed (SWSS, 2001) and can be controlled effectively using aznumber of
herbicide classes.

Conyza canadensis

Laboratory and field investigations confirmedthe presence-of a‘glyphosate-resistant
biotype of marestail (Conyza canadensis) nf-Certain states of the easternvand southern
U.S. (VanGessel, 2001). The mechanism of resistarce in*the marestail biotype is
currently under investigationl. Findings'thus far have been presented’at regional and
national weed science meetings andSubmitted for publication (Feng et al., 2004)

Investigations thus-far indicate that this biotype hasca heritable resistance ranging up to
approximatelysix to eight-times field herbicide applicationrates. Current data indicates
that the heritance is dominant-and transmitted:by a singular'nuclear gene. Resistance is
not due teover<expression,of EPSPSglyphosatémetabolism or reduction in glyphosate
retention or.uptake.” Resistance is also not due-to target site mutation, as the three
isozymeszof EPSPS ddentified inomarestail-were adentical in sensitive and resistance lines.
Qur results-«demonstrate a strong cofrelation between impaired glyphosate translocation
andresisfance;, Tissues from both sensitivé_and resistant biotypes showed elevated levels
of shikimate, suggesting that'EPSPS remained sensitive to glyphosate. Analysis of tissue
shikimatélevels relative tothose of glyphosate demonstrated a reduced efficiency of
EPSPS:inhibition il the'resistant biotypes. Our results are consistent with an exclusion
mechanism for:glyphosate resistance. Our current working hypothesis is that marestail
resistance results-from.an alteration of glyphosate distribution that impairs its phloem
loading and plastidicampart.

The resistant marestail biotype has been observed in conventional and Roundup Ready
cottorvand:soybean fields. As in other cases, Monsanto responded to weed control
inquiries‘and alternative weed control options were provided. One of the most effective
ways to minimize the resistant biotype is by planting a cover crop that can compete with
marestail and limit its fall and winter germination. In addition, growers are advised to
use a tank-mix of glyphosate with Clarity for cotton in their burndown treatment. If
marestail is present in-crop, then growers are advised to use MSCA plus diuron in cotton.
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In addition, as part of Monsanto’s stewardship program, we have obtained a supplemental
label, approved by EPA, which provides specific instructions on proper use of glyphosate
herbicides in these counties where the resistant biotype has been confirmed. Growers in
those counties are instructed to use the alternative control options, regardless of whether
or not they had trouble controlling marestail on their farm the previous season, as a
means to minimize spread of the resistant biotype. It has been recommended to growers
in surrounding areas where the resistant biotype has not been confirmed that they use the
alternative control options if marestail has been a difficult weed for them to control. This
stewardship program has proven effective in controlling the glyphosate-resistant biotype
and minimizing its spread beyond the southern and eastern regions of the U.S.

Other Species
Populations of two weed species in South Africa, hairy fleabane (Conyzg bonariensis)

and buckhorn plantain (Plantago lanceolata), have been reported to be resistant to
glyphosate (Heap, 2004). Monsanto is investigating the populations and-has not
confirmed resistance at this time. Various herbicidesare available for.conttol of these
species, but they do not commonly occur in U.S.€otton productien:

Species that are tolerant to glyphoesate, suchas Equisetun’ arvensis{field horseweed), are
occasionally described as “resistant.” This charactetization is téchnically inappropriate
because glyphosate is not.commercially effectiveton those weeds-and they generally are
not listed as controlled‘on Roundup@gricultural herbicide product labels. Other species,
such as Convolvuluscarvensis (field bindweed) thatare listed’on the label may be partially
tolerant or “difficult-to-control” with glyphosate alene. In'these cases, additional
herbicides are wsually reecomimended:to-be tank-mixed With glyphosate. Still other
species, such-as Abutilon theophrasti (velvetleaf), may belisted as controlled by
glyphosate onthe label but, a tank-mixrecommendation for additional herbicide may be
used in the: field due tossensitive environmental’or herbicide application conditions in
certain counties or seasons:

In summary, Monsanto has effective product stewardship and customer service practices
established to directly work with the grower communities and provide appropriate control
measures‘for glyphesate-resistant weeds. Monsanto has collaborated with academic
institutions to°study these glyphosate-resistant biotypes and findings have been
communicated to’thé’scientific.¢ommunity through publications in peer-reviewed
scientific journals;and scientific meetings.

D. Weed management-strategiesfor glyphosate

A keyzelement of good weed management is using the correct rate of glyphosate at the
appropriate window of application for the weed species and size present. Higher
herbicide doses result in higher weed mortality and less diversity of resistance genes in
the surviving population (Matthews, 1994). Low herbicide rates also may allow both
heterozygous and homozygous resistant individuals to survive (Maxwell and Mortimer
1994), further contributing to the build up of resistant alleles in a population. As
resistance is dependent upon the accumulation of relatively weak genes, which it appears,
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may be the case for one or more of the four weed species that have evolved resistance to
glyphosate, using a lethal dose of herbicide is critical.
Results that support these strategies are beginning to emerge from recent field research
studies at several universities where it is documented that studies must be done in the
field in the crop (Roush et al., 1990). Various weed management programs have been
evaluated since 1998 to determine how they impact weed population dynamics. Studies
were initiated in Colorado, Kansas, Nebraska, Wyoming
2002, unpublished data), and Wisconsin
2002) to evaluate continuous use of Roundup Ready technology with exclusive use of
glyphosate or inclusion of herbicides with other modes-of-action, and rotation away from
Roundup Ready technology. These treatment regimes were compared to a conventional
herbicide program for each crop evaluated. General observations after five‘yearsiare:

1. Use of a continuous Roundup Ready cropping system with;either glyphosate
alone at labeled rates or incorporation of herbicides with*other modes-of-
action resulted in excellent weed controlwith no weed shifts or'resistance
reported.

2. Use of glyphosate at below labeled-rates resulted ima weed shift to common
lambsquarters at two-Tocations (NE, WY).

3. In WI, ALS resistant giantragweed was-selected for inthe broad-spectrum
residual herbicide regim@implemented in‘the egnventional corn cropping
system. The continugus glyphosadte system-.(using labeled rates) resulted in
no significant weed shifts:

By using glyphosate at:the recommended-lethal dose, thetbuild-up of weeds with greater
inherent-toleranice ef-any potential resistance alicles has been avoided over the duration
of these studies. (Theseresults indicate that contimious Roundup Ready systems used
overseyeral years did notcreate-weed shifts or resistant weeds when the correct rate of
glyphosate'was applied and good weedananagement was practiced.

E.’ Glyphosate stewardship-program

Commniercialexperience; field trials-and laboratory research demonstrate that one of the
most important stewardship practices is achieving maximum control of the weeds. This
can.be&accomplished by using the correct rate of glyphosate at the appropriate window of
application for.the weed species and size present, and using other tools or practices as
hecessary.

As th&’recognized leader in the development and commercialization of glyphosate,
Monsanto is eommitted to the proper use and long-term effectiveness of glyphosate
through a four-part stewardship program: developing appropriate weed control
recommendations; continuing research to refine and update recommendations; educating
growers on the importance of good weed management practices; and responding to
repeated weed control inquiries through a performance evaluation program.
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E.1. Develop Local Weed Management Recommendations to Ensure Maximum Practical
Control is Achieved

Weed control recommendations in product labels and informational materials are based
on local needs to promote the use of the management tool(s) that are most appropriate
technically and economically for each region. Furthermore, growers are instructed to
apply the same principles when making weed control decisions for the own farm
operation. Multiple agronomic factors, including weed spectrum and population size,
application rate and timing, herbicide resistance status (where applicable) and an
assessment of past and current farming practices used in the region or on the specific
operation are considered to ensure appropriate recommendations for the use of
glyphosate to provide effective weed control. Carefully developing and regularly:
updating the use recommendations for glyphosate are fundamental to Monsanto”s
stewardship program.

Weed Spectrum

Weed spectrum refers to all of the weed species present in a grower’s field and the
surrounding areas that may impact those fields;“The spectrum fiay vary across regions,
farm operations, and even among fields within a farm operation dépendmg on
environmental conditions and ‘Other factors.” Weed €ontrol-programs should be tailored
on a case by case basis by.identifying'the target weeds-present, cofisidering the efficacy
of glyphosate and othe’weed management toels against those particular weeds, and
assessing if any are unlikely to be controlled sufficiently with glyphosate alone (not
included on the Roeundup brand agricultural herbicide label; difficult to control based on
the agronomicand/or environmental.conditions;-or docuimented resistance to glyphosate).
A formulation, rate, application parameters and additional€ontrol tools are recommended
as necessary te‘optimize ¢entrolzof alkweeds in that system.

Application Rate

Application rate is‘integral to/the eorrectuse of glyphosate and critical to obtain effective
weed control. ~Significantreseareh is©@ondueted to identify the appropriate rate of
glyphosate that should be appliedifor a particular weed at various growth stages in
various agronemic and environmental\conditions. These rates are included in rate tables
provided inproduct labels and’other materials. In addition, Monsanto recommends that
grawerswuse theratenecessary to'target the most difficult to control weed in his system to
minimize weed eseapes.” When recommending tank mixes, growers should consider the
potentialimpacts on'glyphosate efficacy through antagonism or below-recommended
rates and make adjustments accordingly.

ApplicationTiming

Application timing is based on the growth stage of weeds, the size/biomass of weeds and
the agronomic and environmental conditions at the time of application. Delaying the
application of glyphosate and allowing weeds to grow too large before applying the
initial “recommended rate” of glyphosate will result in poor efficacy. Applying the
glyphosate at a time while weeds are under agronomic stress (e.g., insect/disease) or
environmental stress (e.g., moisture/cold) can also result in poor efficacy of control.
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Compensating for a delayed application through subsequent applications may not be
effective, as the first application may inhibit the growth of weeds and impair efficacy of
the second application because the weeds may not be in an active growth process.

Correct application timing is dependent on the combined management of the weed
spectrum, the size and layout of the farm operation and the feasibility to make timely
applications of all weeds in the fields with labor and equipment available. Monsanto
recommends an application timeline that targets susceptible growth stages of all weeds,
and where applicable includes recommendations for inclusion of additional control tools
as necessary to optimize control of all weeds on that farm.

Finally, it is important to assess the current agronomic practices used in thatregion or on
that farm operation to integrate the glyphosate recommendations into the.grower’s
preferred management system. Variables such as tillage methods, crop rotations, other
herbicide programs, other agronomic practices, and theresistancestatusof the weeds to
herbicides other than glyphosate can impact the spectrum of weeds present.and the tools
available to the grower.

Weed management recommendations commumnicated. to the growef-alsoincorporate other
components of the glyphosate'stewardship program:including the use of certified seed,
employing sanitary practices such asleaning equipment between fields, and scouting
fields and reporting instances of unsatisfactory weed control for follow up investigation.

E.2. Continuing Research

A fundamental component of Monsanto’s teadership, in glyphosate stewardship is
continuing research on'the recommended use-of glyphesate and factors impacting its
effectiveness.“ In-addition to the extensivé’analyses eonducted to determine the labeled
rate. of glyphosateprior toproduct registration, ongoing agronomic evaluations are
gonducted at'the local level torrefine’weed mafiagement recommendations for specific
weed speeies in'speeific lecations.

Weed efficacy frials-ate part of ongoing efforts by Monsanto to tailor recommendations
to-fit.Jocal conditions and grewer sieeds. Application rate and timing, additional control
tools’and otherfactors aredncluded in these analyses. As a result of weed efficacy trials,
changes are made‘to specific:weed control recommendations where and when applicable,
and-modifications tolocal,recommendations are highlighted to growers through
informational sheets and’other methods.

E.3. Education and Communication Efforts

Another key element of effective product stewardship and appropriate product use is
education to ensure that growers understand and implement effective weed management
plans and recommendations. Monsanto communicates weed management
recommendations through multiple channels and materials to multiple audiences.
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All internal technical and sales field representatives are required to take a weed
management training course to understand the glyphosate stewardship program and the
importance of proper product use. The training program is supported by ongoing weed
management updates that highlight seasonal conditions and recommendations.

Monsanto weed management recommendations and the importance of sound agronomic
practices are communicated to growers, dealers and retailers, academic extension and
crop consultants through multiple tools:

a. Technology training programs; Highlighting weed management pringiples,
weed management plans and practical management guidelines.

b. Technology use guide: Includes tables outlining appropriate rate’and ‘timing
for different weed species and sizes.

c. Grower meetings: Conducted prior to planting to emphasize the;importance
of following local application recommendations.

d. Marketing programs: Designed to reinforce and encourage’the-continued
adoption and use of weed management recommendations by:the gtower (e.g.,
recommended rate and timing of application, additignal weed control tools
when applicable).

e. Informational Sheets: Issuedito growersiand dealers/retailers to highlight
local recommendations for specific weeds.

As with most stewardship efforts; educationis key to help gfowers and other stakeholders
understand the iniportance ofproper product use and-enconrage those practices in the
field.

E.4. Performanee InguiryEvalgationand Weed Resistance Management Plan

Tosuppoit and enhance Monsanto’s weedananagement principles and recommendations,
Monsdanto implements a performance evaluation program based on grower performance
inquiries@nd field trial observations. cThe.goal of the program is to continue to adapt,
modifyrandimproyve Monsanto’s weed control recommendations, with a focus on:

a. [Particular weeds-and growing conditions;

b Previding’product support to customers who are not satisfied with their level
of'weed control; and

¢z~ Identifying andinvestigating potential cases of glyphosate resistance early so
that mitigation strategies can be implemented.

The grower generally reports instances of unsatisfactory weed control following
glyphosate application to Monsanto or the retailer. It is important to Monsanto, as part of
its customet service and stewardship commitment, that these product performance
inquiries are acted upon immediately, resolved to the satisfaction of the customer and not
repeated.
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The vast majority of inquiries is due to application error or environmental conditions and
resolved through a phone conversation with the grower. However, a system is in place to
investigate a repeated performance inquiry for a specific weed on a specific field within
the same year. The investigation considers the various factors that could account for
ineffective weed control such as:

Application rate and timing;

Weed size and growth stage;

Environmental and agronomic conditions at time of application;
Herbicide application calibration

;o o

In all cases, the first priority is to provide control options to the grower so that
satisfactory weed control is achieved for that growing season. The majofity.of'fepeated
product performance inquiries is due to improper application or
environmental/agronomic conditions and not repeated »~ However, if the:problem occurs
again in that field and does not appear to be due to application er'growing condition
factors, then steps are taken to determine if resistance is the eause\as outlineddn the
Monsanto Weed Resistance Management Plan.

The Monsanto Weed Resistan¢e Management Strategy consists of three elements:

a. Identification process ferpotential cases:of glyphosate resistance;

b. Initiationof steps to r&spond to cases, of suspected resistance; and

c. Develepment and-commiumnication ef.guidelines-to incorporate resistance
mitigdtion into-weed management recommendations.

Identification of potential-casesof glyphosate resistance'is accomplished through
evaluation of product performance inquiriés and logal field trials. These efforts provide
an early imdication of ineffectiveyweed-control that may indicate potential resistance.

If the folloew up ‘investigation cléarly indicates that the observation is due to application
etror or-agronomic/envaronmental conditions, then appropriate control options are
recommefided:to the-grower for that season and the grower receives increased education
on'theimportance 6f proper productuse. The vast majority of weed control inquiries fall
into'this categoty:

If repeated’lack of controlis observed and does not appear to be due to application error
or-environmentalconditions, then a field investigation is conducted by Monsanto to
analyze control ef the-weed more thoroughly.

The vastmajority of field investigations do not repeat the insufficient control reported by
the growerydatgely due to characteristics of the mode of action of glyphosate that make
subsequent applications by the grower ineffective. The weed usually must be in an active
growth phase in order for glyphosate to be effective, application error or environmental
conditions that result in insufficient glyphosate to kill the weed often stunt its growth
such that subsequent applications by the grower are ineffective. Monsanto’s field
investigations at this stage remove that artifact by ensuring that the weeds tested are in an
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active growth phase. If the field investigation confirms that agronomic factors account
for the observation, then the grower receives increased education on proper application
recommendations.

In addition, the internal network of Monsanto technical managers and sales
representatives in the surrounding area are notified to highlight any problematic
environmental conditions or application practices that may be common in that area.
Critical information regarding location, weed species, weed size, rate used and the
potential reason for lack of control are captured, and the results are reviewed annually by
the appropriate technical manager to identify any trends or learnings that need tozbe
incorporated into the weed management recommendations.

If the reported observation is repeated in the field investigation, then a deotailed
performance inquiry is conducted and greenhouse trials are initiated.If greenhouse trials
do not repeat the observation and the weed is clearly controlled atlabelfates, then a
thorough follow up visit is conducted with the grower to review: the application
recommendations and conditions of his operation‘that may be‘impaeting weed’ control.
The internal network of agronomic managers is‘notified of-the résultsito raise awareness
of performance inquiries on that'weed the following season.CIf thé-greenhouse efficacy
trials do indicate insufficient control at label rates, then detailed'studies are conducted to
determine if the weed is resistant.

Resistance is considered to be confirmed if the two criteria cutlined in the Weed Science
Society of America‘definitionof resistance are-deemed tobe fulfilled either through
greenhouse data“or experience with similar:cases;

1) Thesuspect plant iscdemofistrated to tolerate labeled rates of glyphosate that
previously were effective in controlling it; and

2). Thezsuspeet plant is@apable of passing’that ability to offspring (the trait is
heritable).

Additional field trials will betinitiated simultaneously as these investigations are
conducted’to identify-the most effective and efficient alternative control options for that
weedan variots growing' conditions: The research may be conducted internally as well as
through collaboratioi with-extetnal researchers

If resistance is‘confirmed;then the scientific and grower communities are notified as
dppropriateand a‘Wweed resistance mitigation plan is implemented. The mitigation plan is
designed\to manageche resistant biotype through effective and economical weed
management recommendations implemented by the grower. The scope and level of
intensity-of théumitigation plan vary depending on a combination of the following factors:

Biology and field characteristics of the weed (seed shed, seed dormancy, etc.);
Importance of the weed in the agricultural system,;

Resistance status of the weed to other herbicides with alternate modes of action; and
Availability of alternative control options,
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These factors are analyzed in combination with economic and practical management
considerations to develop a tailored mitigation strategy that is technically appropriate for
the particular weed and incorporates practical management strategies that can be
implemented by the grower.

Once developed, the mitigation plan is communicated to the grower community through
the use of supplemental labeling, informational fact sheets, retailer training programs,
agriculture media or other means as appropriate.

The final step of the Weed Resistance Management Plan may include extensive genetic,
biochemical or physiological analyses of confirmed cases of glyphosate resistance in
order to elucidate the mechanism of resistance. Findings of this research-are
communicated to the scientific community through scientific meetings-and-publications,
and information pertinent to field applications is incorporated into-weed‘management
recommendations.

F. Summary

Development of weed resistance is a complex process that'is very difficult to accurately
predict, and no single agrontomic pragtice will mitigateresistance-for'all herbicides or all
weeds. As a result, weed resistanceneeds to be'managedon a'case-by-case basis and
tailored for the particular herbieide and-grower néeds. Using'good weed management
principles built upon achieving high levels of control threugh proper application rate,
choice of cultural practices.and-appropriateé.companion - weed. control tools will allow
glyphosate 0 continue-to-beused effectively.

The key.principles for effectivestewardship of glyphesate use, including Roundup Ready
cropss.include: . 1) basing recommendations on-localneeds and using the tools necessary
to Optimize weed control;2) proper rat€ andtiming of application; and 3) responding
rapidly-to instances of unsatisfactery weed control.
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Addendum to Monsanto’s Request for a Determination of
Nonregulated Status for Roundup Ready Flex Cotton MON 88913
Petition Number 04-086-01p
July 9, 2004

This addendum provides responses to APHIS/BRS’ letter of clarification dated 22 June
2004, concerning Monsanto’s request for a Determination of Nonregulated Status for
Roundup Ready® Flex Cotton MON 88913,

APHIS/BRS Comment: Section V. Genetic Analysis
The border sequences of MON 88913 should be noted in the first paragraphjon page 39.

Monsanto Response: The revised paragraph is presgnted below withtadditional text
highlighted.

V. Genetic Analysis

Molecular analysis was performed to characterizethe DNA ifisert i MON 88913, This
analysis demonstrated thabt MON 88913 containsa smgle, dntact insert compris
cpd i the T<DNAvof plasmid PV-GHGT3S, i
(1) the ctp2/cpd_epsps g’sequence whose trangcriptien is directed by the FMV/TSF1
chimeric promoter, the leader (éxon1) and intron sequences from the Arabidopsis
thaliana tsf1<zenéyandthe transcriptional terfination arid polyadenylation sequence
derived from. the 3! siontranslatéd region ofthe pea (Pisum sativum) ribulose-1, 5-
bisphesphate carboxylase (rbe¢) small sabunitE9 gene; (2) a second cip2/cp4 epsps
coding sequence, identical to the first; whose transcription is directed by the 358/ACTS
chimeric promoter, the leader, intron and flaiking sequences from the act8 gene of
Arabidopsis thaliana; and the transctiptional fermination and polyadenylation sequence
derived from the 3”nontranslated region 6f the pea (Pisum sativum) ribulose-1, 5-
bisphosphate carboxylase!\(rbe)sinallsubunit E9 gene. This T-DNA was inserted into the
cottop genome and results infthe syhithesis of a homogencous CP4 EPSPS protein from
the two ¢p4 epsps gene expression cassettes. The ctp2 chloroplast transit peptide
sequence, derived fropidhe Arabidopsis thaliana epsps gene, is present to direct the (P4
EPSPS proteinto thecottort chloroplast.
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APHIS/BRS Comment: Section VII. Phenotypic Evaluation

APHIS provides guidance on agronomic performance data for upland cotton to be
included in petitions for determination of non-regulated status. This document may be
found on our website at http://www.aphis.usda.gov/brs/Cotton ag html. In the second
paragraph on page 67 the petition groups agronomic characteristics into five categories.
Two of the characteristics listed in our guidance document as suggested parameters
(overwintering capacity of the plant and maturity) are not mentioned in the petition as
one of the five categories. While they do not need to be presented as separate categories,
they should be addressed in this sentence by adding them to one of the categoriesas
appropriate.

While the aspects of maturity were adequately discussed in the petition, the iss4e of a
change in the ability to overwinter was not presented. Please provide information that
addresses this issue.

Monsanto Response 1: A paragraph from page 67 of the original petition has,been
modified to specifically reference the maturity and over-wintéring'characteristics and it is
presented below. The added text is highlighted:

An evaluation of the phenotype of MON‘88913 was'conducted to assess the phenotypic
equivalence to MON 88913(-). Thegphenotypicvaluationds baséd on laboratory and
greenhouse experiments-and replicatedcmulti‘site field trials conducted by agronomists
and scientists who are considered experts itrthe productioncand evaluation of cotton.
Comparisons of phenotypic parameters between MON 88913 and a negative segregant
control, MON88913(-), and also to conventional cottén were conducted to establish the
phenotypic and seed compositional equivalence of MON'88913. In each of these
assessments, MON 88913 ‘was Compared tothe-negative segregant control,
MON®8913(-), which was derived from MON 88913 and thus possesses similar varietal
bagkground genetics t0 MON 88913; In evaluating the phenotypic characteristics of
MON 88913, data were colléeted that address specific pest potential characteristics that
are considered by USDA-APHIS. These phenotypic characteristics have been grouped
o five general categories: 1) dormancy, germination and emergence; 2) vegetative
growth; 3) teproductive growth( ; ; 4) seed retention
ou plant; and*5).plant interachong with disease, insect, and abiom: stressors.
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Monsanto Response 2: Section VILB.3 on pages 80 and 81 of the original petition has
been modified to address the overwintering capacity of MON 88913. The revised section
is presented below with the additional text highlighted:

VILR.3. Confirmatory Field Observations

The agronomic evaluation of MON 88913 also included observational information on
disease/pest susceptibility and phenotypic assessments from other product evaluation
field trials conducted over several growing seasons (see Appendix A for a listing of
USDA field trial final reports). These observations provide confirmatory information to
the quantitative agronomic characterization data provided in this section (Section VIL).
Field trials were conducted with MON 88913 during the years 2002-2003 under various
product development protocols. These trials were established for the purpose of testing
agronomic performance, crop efficacy and glyphosatedolerance, genetic background
combining ability, developing weed control programs and assegsing volunteer cotton
incidence, assessing glyphosate residue levels, production of/materials for product
characterization studies, etc. The field designs and protocols for these trials varied
according to purpose, with some-trials replicated and othersmonreplicated, most often
comparing MON 88913 to MON 88913(4). Result$of some of thesé trials have been
presented at the Cotton Beltwide meetings (Subramani et al;; 20025 May et al., 2003;
Keeling et al., 2003; Martens et al; 2002; 2003; Croon etal., 2003).

In addition, in order to generate materials foran planta CP4 EPSPS proten
characterizationrand quantification, molecular characterization, cottonseed composition,
and evaluation ofcottonseed‘dormancy, réplicated field trials were conducted at four
locations in the U.S: durirg 2002'(Appendix C,Section C.3.). The plants in these trials
were growatunderagronomic-and cultural practices'that are typical of cotton production
within theSe régions:“The field plots,were periodically monitored (approximately every
four weeks afterplanting) arid observedfor plant stressors, including susceptibility to
commoninsectpests-and pathogens.c Insect pests were present at all sites and slight to
moderate infestations were observed. Pésticides were applied in response to the insect
pests according to normal‘agricuitural practices for the location. Disease problems were
ot obiserved at.any of e sites andthere were no meaningful observed differences
among the test, control and reference cotton plots with respect to arthropod damage.

W8, production practige pri

Sptod of cottor 43 an.antual species. Cotton plants are
killed by freezing températuresand/

Huralpractices:
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APHIS/BRS Comment: Section VIL.C. Composition of Cottonseed of MON 88913

The second paragraph of this section on page 84 states that “MON 88913 was compared
to MON 88913(-), which has background genetics representative of the test material but
does not contain the DNA insert or produce the CP4 EPSPS protem.” On page 85 as part
of an explanation of the statistical differences of two fatty acid components in
cottonseeds of MON 88913 and MON 88913(-), it reads that ...”These differences could
be explained by differences in the background genetics between MON 88913 and

MON 88913(-).” Please explain this apparent contradiction.

Monsanto Response: The use of MON 88913(-) as an appropriate contro! fop

MON 88913 is explained in Section ILG. of the petition. In summary, MON 88913(-) 1s
a negative segregant of MON 88913 and is expected to have background’genetics which
more closely approximate those of MON 88913 than the Coker 312 recipient variety.
Cotton, unlike hybrid crops, is a varietal crop in the UsS?, and exhibits a’significant
amount of seed-to-seed genetic variability within a given commercial variety. This
variability is a natural genetic resource effectively utilized by commercial cotton
breeders. Thus, the production of positive inbreds (test) and negative.inbreds or true
isolines (control), commonly ugilized for hybrid crops; ‘are not necessarily feasible for
cotton. In this regard, taking‘advantage 6f conventional geneti€s, a negative segregant
derived from MON 88913 was developed as an appropriate control TMON 88913(-}] for
field tests and related preduct characterizatiorrstudies. However, due the inherent natural
variability within cottonseed, the genetic backgréund of MON 88913(-) is expected to be
very close, but not 100% identical;to that of MON 88913. Small differences in analyzed
components between MON 88913 and MON 88913(-);Such as those detected in the
cottonseed Eomposition analyses, can be explained by the inherent variability of the
genetic.background:of cotionsesd. Mote iiportantly, because the values for linoleic and
oleic dcid for MON 88913 and MON 88913(<) are within the natural variability (99%
tolerance thterval) nicasured for-thegé componenis in conventional cottonseed, these
differences are unlikely'to be biologically meammngful.
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APHIS/BRS Comment: Section VIILD.6. Methods of Weed Control in Herbicide-
Tolerant Cotton

The first paragraph of this section describes that glyphosate may be applied to Roundup
Ready® cotton (event 1445) .. .from emergence through the four-leaf stage. However,
after the four-leaf stage up to layby (canopy closure into the row), the herbicide must be
applied as a post-directed spray between the crop rows o minimize contact with the
cotton plant and prevent potential crop injury.” Is there any data on the quantity of
glyphosate active ingredient used for post-directed application in comparison with over-
the-top application?

Monsanto Response: We are not aware of any published data regarding the guantity of
glyphosate active ingredient applied post-directed to the cotton plant compated to over-
the-top applications. Monsanto has however surveyed growers regarding their usage of
Roundup® agricultural herbicides on Roundup Ready cotton.

In 2002 an unpublished survey was conducted with'over 500 IS, cofton growers.
Growers reported an average of 1.7 applications@f a Roundup agficultural herbicide
product following Roundup Ready cotton emergence, including’both ‘eversthe-top and
post-directed applications. In terms of the herbicide rdte applied, growers reported
applying an average of 0.76@nd 0.74 Ibae/A glyphosate in first-and-second applications,
respectively. The recomyfiended labeled use ratefor application af these times 15 0.75 Ib
ae/A.

Finally, 97% of cotton growers surveyed made only ong glyphosate application over-the-
top (of Roundup Ready cotton) whilg-only, 39%s61 surveyed growers made a second
application, “Aceordingto label directions, a total.oftwa over-the-top applications may
be madeto Rotndup Ready cofton prior to-the fifth trie leaf. The fact that less than half
of the'growers ntade 2 second herbicide applicatien indicates the difficulty they have in
makinga timely second dpplication of Roundup herbicide over-the-top of Roundup
Ready cottor, most often dueto limiting environmental conditions (e.g. excessive wind
or-rainfall).

# Roundup is a registered trademark of Monsanto Technology LLC.

APHIS/BRS Petition No. 04-086-01p / Monsanto No. 04-CT-112U
Page 5 of 9



APHIS/BRS Comment: Has the use of Roundup Ready® cotton (event 1445), reduced
the use of other herbicides? If so, please provide supportive data.

Monsanto Response: Roundup Ready cotton was introduced into the U.S. market in
1997. Since that time, a decrease in the use of a number of specific cotton herbicides has
been observed. This can be determined by comparing USDA National Agricultural
Statistics Service (NASS) upland cotton herbicide application data from the years 1997
and 2003. This data is summarized in the following table.

Of the cotton herbicide active ingredients that were being used in 1997, moderate
decreases in use have been reported for metolachlor (-17.8%), trifluralin (-22.2%),
pendimethalin (-25.6%), pyrithiobac-sodium (-25.9%) and prometryn (-28.1%5). Mote
significant reductions in use have been observed for fluometuron (-84.1%);
MSMA/DSMA (-78.6%), cyanazine (-97.6%), norflurazon (-97.1%), clomazone
(-96.7%) and the post-emergence graminicides (clethodim, fluazifop<p-butyl, quizalofop-
ethyl, and sethoxydim) (-87.8%). Since its introduction into cotton in combifration with
BXN® cotton, bromoxynil use has also declined by-97.3% since its peak.in 1999.

Glyphosate use in cotton has increased since the introdyetion of RoundupReady cotton
in 1997, with a corresponding increase in reduced- and no-till cotton practices in cotton.
Other than glyphosate, diurgn'is the only6ther cotton herbicide withrincreased usage
since 1997. This is likely'the result of the voluntary withdrawal of the cyanazine
(Bladex®) use label in‘cofton in the/latg990s.

“ BXN is a registered trademark of Bayer Cropscience SA.
® Rladex is a registered trademark of E.I. du Pont de Nemours and Company.
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Changes in Herbicide Use in Cotton Since 1997

2063 1997
Herbicide Area Total Area Total % Change’
Treated % | Applied® | Treated % | Applied®
Glyphosate 70 13,637 14 ' 1,599 752.9
Trifluralin 39 4,404 55 5,663 -22.2
Diuron 28 1,642 12 916 101.1
Pendimethalin 20 1,921 28 2,583 -25.6
Pyrithiobac- 12 1314 23 177.3 -25.9
sodium
Prometryn 11 1,245 19 1,731 -284
Fluometuron 8 860 44 5,026 -84.1
MSMA/DSMA 7 1,245 33 5,817 »78.6
Metolachlor 5 626 ° 5 762 ~17.8
Cyanazine <(1.5 55.1 18 2,283 -97.6
Norflurazon <(.5 30.7 13 1077 -97.1
Clomazone <{.5 17.0 8 518 -96.7
Bromoxynil <0.5 16.0 7¢ 593 ¢ -97.3
Graminicides® <0.5 14.8 7 121 -37.8
States surveyed” | AL, AZ, AR;CA, GA, LA | AL, AZ AR CAGA, LA,
MS, MO.NC, SC, TN2TX | MS;MO; NC, 8C, TN, TX
Acreage 12,795,000 13,075,000
represented
Total planted 13,301,000 13,588,000
cotton acreage™

1000 Ibs. Calculafed values-adjusted toreflect fotal upland-¢otton acreage planted for respective
years.

® Percent charige to total applied (1bg). Caleulated values adjusted to reflect total upland cotton
acreage plantéd. Values fiormalized 101997 tpland cotton planted acreage.

¢ Includes both racemic and S-forms 6f'metolachlor.

¢ Bromoxynil ealculated values based upon 1999 upland cotton planted acreage™.

< Clethodimg Muazifop-p-butyl, quizalofop-ethyland sethoxydim

0 USDA-NASS, 2004, ‘Agricuttural Cheriical Usage 2003 Field Crops Summary. Pp 93-94.
Apricultural Statistics' Board.

2. USDANASSS 1998 Agficultdral Chemical Usage 1997 Field Crops Summary. Pp 24-25.
FeonomicsResearch Service,

3, USDA-NASS. 2004, _Crop Production — Acreage. P 18. Agricultural Statistics Board.
4. USDA-NASS. 1998. Crop Production — Acreage. P 23. Agricultural Statistics Board.

5. USDA-NASS, 2000. Agricultural Chemical Usage 1999 Field Crops Summary. Pp 33-34.
Agricultural Statistics Board.

6. USDA-NASS. 2000. Crop Production — Acreage. P 19. Agricuitural Statistics Board.
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APHIS/BRS Comment: Appendix A: USDA Notifications, Table A-1. MON 88913
Field Trial Notification Numbers.

The table lists notifications of the MON 88913 event. However, in reviewing the field
data reports in the notification files, the trials listed are for other event numbers. During a
telephone conversation with you on May 17, 2004, you suggested that MON 88913 may
have been renumbered from 9910. Upon further review that appears 10 be the case, but
four of the notifications are not for either 9910 or 88913. These notifications are 00-089-
131, 00-118-10n, 00-140-06n, and 00-213-01n. It should also be noted that there were
four notifications that were never planted. These notifications are 00-022-50n, 00-038-
23n, 00-042-02n, and 00-059-06n. APHIS has not received field data reports for'about
half of the notifications listed in the table, but this is understandable because many of the
reports are not yet due. However, the report for notification 01-232-01r isdong everdue.

For this table, please provide the following information,

1. Clarify and verify the number change from 991.0\to MON 88913 4nd that they are in
fact the same event.

2 Determine if the four notifications listed above are for events other.than 6910 or
MON 88913. If so, provide assurance that data collected from thesgevents were not used
to support the petition for Aonregulated status.

3. If possible, please provide the field datareport for fictification 01-232-01n.

Monsanto Response to £: MON 88913 .and 9910 refer to the same transformation event.
Within Monsanio, new agricultural biotechnologycandidates are assigned an
identifidation numbet dufing the research.§tage- Forthis product, the research number
was9910- A MON mimber{(e.g-MON 88913} is‘assigned later in the development stage.
Reécausé field trials of MON 88913 were condugted over a period of several years, a
portion of the notifications fistedan Tablé AxlVwere granted for “9910” and others were
granted for “MONBE9I3".

Monsaito Response to;2: The firstfive notifications listed under 2000 field trials in
TableXA-1Gvere granted forregulated glyphosate-tolerant cotton plants produced from the
saime transfofmation plasmid.used in developing MON 88913, but these field trials did
notspecificallyinclude’ MON 88913, The inclusion of these notifications in the table
was dusto ath oversightOThe data from these trials were not used to support Petition No.
04€086-011.

Therefore: the following notifications should be removed from Table A-1:
00-038-23n

00-042-02n

00-059-06n

00-089-13n

00-118-10n
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Both 00-140-06n and 00-213-01n list the event 9910 in the notification. Monsanto
acknowledges that several of the notifications listed in Table A-1 were not planted.
Notification 00-022-50n is not a Monsanto notification.

Monsanto Response to 3: Notifications 01-232-01r and 01-232-01n are not Monsanto
notifications.

APHIS/BRS Comment: There were also a few typographical errors that the reviewers
noticed. Please check them and acknowledge if you agree with them.

Monsanto Response: Monsanto agrees with all of the suggested typographical
corrections.
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